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Abstract

The epidermis protects the body of vertebrates against many biological, chemical, physical
and mechanical hazards present in the environment. The adaptation of the epidermis to a permanent
life outside of the water was an essential step in the evolution of reptiles, birds, and mammals. The
common ancestral origin of these terrestrial vertebrates is reflected in the shared presence of a gene
cluster called the Epidermal Differentiation Complex (EDC), which controls the formation of the
cornified layers of the epidermis. The aim of this study was to characterize novel factors and
processes that contribute to the protective functions of the epidermis in reptiles and birds
(Sauropsida).

Comparative studies of genome and transcriptome sequences led to the first description of
the EDC and its protein products in turtles, crocodilians and snakes. In each of these reptilian clades
50-100 epidermal differentiation genes were characterized at the sequence level. By reverse
transcription-polymerase chain reaction experiments, turtle EDC genes were confirmed to be
expressed in the skin or specifically in the scutes of the turtle shell. A newly generated antibody was
used to demonstrate the expression of an avian EDC protein in feathers.

Furthermore, specific features of the epidermal barrier, such as the defense mechanisms
against microbes and the molecular cross-linking of corneous beta proteins (beta-keratins), were
investigated in vitro. Reptilian skin-specific peptides were tested for their antimicrobial activities on
Gram-negative and Gram-positive bacteria. Disulfide bonds of corneous beta proteins were studied
by exposure to reduction and alkylation or oxidation followed by western blot analysis.

Together, the results of these bioinformatics studies, analyses of gene expression, and
mechanistic assays provided important new insights into the evolution and functions of epidermal

proteins in sauropsids and the epidermal barrier to the environment in general.
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Chapter 1 General introduction



1. Introduction
1.1 Evolutionary history of the Sauropsida clade (birds and reptiles)

The very first traces of vertebrate organisms date back to the Cambrian explosion around
525 million years ago (Mya), a time at which vertebrate life was confined to the water (Shu et al.,
1999). According to the fossil record vertebrates started to colonize the land much later about 360-
370 Mya during the Upper Devonian (Pough et al., 1999). The conquest of land has been one of the
major sources for increased biodiversity and speciation in vertebrates. This radical change in habitat
has forced vertebrates to adapt to a variety of new environmental challenges and has given origin to
the first amphibian-like Tetrapods during the Paleozoic era. All amphibians, sauropsids (reptiles and
birds), mammals and their relative ancestors belong to the Tetrapods (from Greek four footed). The
epidermis, subject of the present study, as the outermost layer exposed to the environment had to
undergo major changes to avoid dehydration and offer protection against UV radiation as well as
both mechanical and physical threats, all of which were no longer tampered by the surrounding
water. Another important adaptation in the transition to complete terrestrial life has been the
formation of a series of protective layers and membranes around the embryo resolving the question
of reproduction outside an aquatic environment. One of these membranes, the amnios, has giving
the name to the clade of the amniotes (mammals, sauropsids and extinct relatives). The stem
amniotes, ancestors of both mammals and sauropsids can be traced down to approximately 330-340
Mya during the Lower Carboniferous period of the Paleozoic era (van Tuinen & Hadley, 2004;
Pough et al., 2015). During the Late-Carboniferous this stem clade diverged into the lineages
leading to the Synapsida (from greek fused arch) to which existing Mammalia and their extinct
ancestors belong, and to the Diapsida (from Greek two arches) to which Sauropsida or extant
reptiles, birds and their extinct ancestors belong. Extant Sauropsida are divided into Archosauria
(birds and crocodilians), Testudines (turtles and tortoises) and Lepidosauria (tuatara, lizards and

snakes) as shown in Figure 1. Still during the Late Paleozoic era Sauropsida underwent their first

2



division into the ancestral lineages of Archosauromorphs and Lepidosauromorphs that later led, on
one hand, to the Archosauria and Testudines and on the other hand to the Lepidosauria. A lot of
uncertainty exists about when the stem Lepidosauria and the divergence into Sphenodontia and
Squamata originated. Estimates for the stem lepidosaurs range as widely as 226 to 289 Mya
spanning the Late Paleozoic to the Early Mesozoic era (Jones et al., 2013). Further branching of the
Archosauria into Avemeta-tarsalia and Crurotarsi, that after ulterior radiations gave rise to
nowadays birds and crocodilians respectively, is estimated to have occurred around 219-255 Mya
(Chiari et al. 2012; Shen et al., 2011; Janke & Arnason, 1997). For the turtle-archosaur divergence
the molecular clock is more precise and set around 250-257 Mya during the Late Paleozoic (Wang
et al., 2013; Chiari et al., 2012). The following era, the Mesozoic, also known as the Age of Reptiles
because of their wide radiation, has given origin to the major ancestral lineages of all of today’s
living reptiles. It was not until after the mass extinction of the Permian-Triassic that the first

mammals appeared on the scene (Kielan-Jaworowska et al., 2004).
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Figure 1. Amniote phylogenetic tree with main divisions on the right. Created with timetree

(www.timetree.org) and subsequently modified.



1.2 Phylogeny of extant Sauropsida clades

The first fossils of stem turtles date back to the Late Triassic around 210 Mya (Gaffeney
1986; Rougier et al. 1995), however most recent common ancestors of living turtles (crown turtles)
are estimated to have arisen around 157-160 Mya (Chiari et al., 2012). This time point more or less
coincides with the split of the turtle lineage into Pleurodira and Cryptodira, respectively side-necked
and hidden-necked turtles. Molecular and paleontological studies agree on the timing of origin of
crown turtles (Shen et al., 2011; Hugall et al., 2007). Although the ancestral position of the
Testudines is still under debate, the general accepted view supported by various molecular studies
considers Testudines a sister clade to archosaurs (Fong et al. 2012; Field et al. 2014; Hedges, 2012;
Chiari et al, 2012; Tzika et al., 2011; Iwabe et al., 2005). For a long time Testudines were thought
due to the lack of an orbital opening (fenestra) in the skull to belong to the Anapsids (from greek no
arch), an out group to the sauropsids that are all diapsids (from greek two arches) characterized by
two orbital openings (fenestrae). This view purely based on morphological evidence has been now
abandoned by most researchers and the anapsid skull is believed to be a secondarily derived
character.

Crocodilians similar to modern ones (Eusuchia) were first found during the Triassic, while
the radiation of extant families did not start until the upper Cretaceous and Paleocene according to
the fossil records (Brochu C.A., 2003). Of the Crocodylia clade that was widely spread and
diversified during most of the Cenozoic era, now only three families remain; the Alligatoridae, the
Gavialidae and the Crocodylidae. During the Middle-Late Jurassic approximately 160 Mya the first
stem birds that gave rise to present-day living species evolved (Godefroit et al., 2013; Xu et al.,
2011). In birds as for most extant sauropsid clades, crown members were not encountered in the
fossil record until the Cretaceous. Due to the lack of apparent morphological similarity with
reptiles, birds are often put into a separate class, but this clade actually nests within the
monophyletic sauropsids, as part of archosaurs. Through recent phylogenetic analysis it has become

clear that their closest living relatives are the crocodilians (Chiari et al. 2012; Fong et al. 2012;
4



Field et al. 2014). A main subdivision in the classification of extant birds is given by Paleognata
(from greek old jaws) and Neognata (from greek new jaws) and the latter is further divided into
Galloanserea and Neoaves. Modern birds comprehend 40 orders according to one of the latest and
most extensive studies (Jarvis et al., 2014), however some controversy in bird systematics still
exists.

Considering that the earliest Sphenodontia fossil records found are of the Middle-Triassic
the division of Lepidosauria into the lineages of Sphenodontia and Squamata is thought to have
originated at that time, even though squamate fossils that testify their existence are not found until
later during the Late Jurassic (Jones et al., 2013; Fraser & Benton, 1989; Evans, 1995). One of the
most recent analysis puts the molecular clock for the crown squamate group at 193 Mya (Jones et
al. 2013). The monophyletic order of the Squamata includes all extant snakes, true lizards and
legless lizards, while the sister taxa of the Sphenodontia comprises only one extant species. Based
on the latest molecular studies five main suborders are generally recognized (Zheng & Wiens, 2016;
Pyron et al., 2013; Vidal & Hedges, 2005). These suborders are Dibamidae, Gekkota, Toxifera,
Scincoidea and Lacertoidea, but the division in higher-level relationships within suborders is still
controversial. Serpentes are now placed within Toxifera together with Iguania and Anguimorpha
which are considered sister groups to snakes (Pyron et al., 2013; Wiens et al., 2012; Vidal &
Hedges, 2005).

The comparative genomics analysis of this study includes members of all orders of

Sauropsida except the Tuatara (Sphenodontia) for which no genome is available yet (see Figure 2).
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Figure 2. Phylogenetic tree of analyzed sauropsid species. On the right are indicated the main
clades to which the species belong. Created by timetree (www.timetree.org) and subsequently

modified.

1.3 Diversity of extant Sauropsida clades

Testudines are probably the best recognizable clade due to the evolutionary novelty of the
turtle shell composed of a dorsal carapace and a ventral plastron connected by lateral bridges
(Zangerl 1969). The shell is composed of dermal plates which are covered externally by epidermal
scutes, that represent a flat and not overlapping form of reptilian scales. Vertebrae, ribs and the
pelvic and pectoral girdle have been fused with the shell and are an integral part of it. However, soft
shelled and leatherback sea turtles have a modified shell that in both cases has lost the external
coverage of scutes and has leather-like skin instead. Furthermore the leatherback turtles have also
lost the bony layer of the carapace, while the soft shelled forms have reduced it. Other specific
anatomical traits of turtles are the already mentioned anapsid skull and the loss of teeth replaced by
what is called rhamphotheca, a hard cornified beak-like structure. The 346 members (Uetz &
Hosek, 2017) of Testudines are divided into 13 families that are land dwelling (tortoises) as well as

marine and fresh water dwelling (turtles) with a pretty much cosmopolitan distribution. Turtles are
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of particular interest not only because their modified and unique body plan and consequently
modified developmental regulation, but also because their longevity and sex determination
mechanisms.

No more than 24 species of crocodylians remain today and most belong to the family of the
Crocodylidae. Merely two species, compose the Gavialidae family (the true and false gharial) and
the alligator genus (American and Chinese alligator). The remaining members of the Alligatoridae
family are caimans represented by 6 species. Crocodilians are mainly confined to tropical and
subtropical fresh waters, but some of these predators can also be found in brackish and marine
waters and at higher temperate latitudes. A characteristic feature of crocodilians is their heavily
armored body. This thick armor consists not only in epidermal scutes, but also in underlying dermal
plates (osteoderms). In general crocodilians have retained many primitive traits in their morphology
and ecology, although showing a slow rate of genomic change they should not be considered living
fossils (Castoe & Pollock, 2013). The different families are mainly distinguished by the snout shape
and characteristics. A feature for which this order it is much studied is the sex determination of
offspring by temperature. Crocodilians are largely exploited for the commercial use of their skin in
the leather industry. At first sight crocodilians do not seem to have much in common with their
sister taxa, Aves, but they share oviparity, parental care for their offspring, well developed social
interactions and vocal communications.

Although looking very different from the other reptiles, Aves (birds) are the only extant
clade that is derived from the extinct dinosaurs. With over 18.000 species (Barrowclough et al.,
2016) birds are the most species-rich clade within Sauropsida and they have been able to adapt to
most diverse environments. They are the only truly cosmopolitan sauropsids inhabiting even the
Antarctic. The most distinct features of Aves are the ability to fly, their unique integument with
epidermal derived feathers, hard shelled eggs and loss of teeth that were replaced by a beak. It is
also the only endothermic or “warm blooded” member of the Sauropsida. Even if best known for

the dote of flight, not all members are capable of it, some birds like kiwi, ostrich, emu, cassowary
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and rhea are runners, while others like penguins specialized as swimmers. Adaptation to particular
feeding habits is reflected in extremely specialized beaks and is one of the main sources of
diversity. Another source of bird specific diversity in function of their habitat and ecology is their
plumage. Most diversity resides in the order of the Passeriformes that covers over half of the bird
species.

Lepidosauria are distinguished for having a transversal cloacal slit as opposed to
longitudinal, loss of a single penis, regular shedding of epidermal layers (ecdysis) and caudal
autotomy or self-amputation of their tail (Pough et al. 2001).This order is also the only one where
viviparity is part of the reproduction strategy. What mainly distinguishes the lizard-like
Sphenodontia is their primitive skull which has retained the lower temporal bar. Nowadays the
Sphenodontida (Tuatara) survive with only one species that lives in New Zealand. With over 10.000
species (Uetz & HoSek, 2017) the Squamata are a large clade of reptiles that occupies many
different habitats and have a global distribution. These reptiles are a model for studying ecology,
behaviour, evolution and origins of asexuality, viviparity, body form and venom. The loss of limbs
is the most distinctive trait of snakes, but these specialized animals are also well known for the
venom production of many members and their capacity to enlarge body and jaws to eat prey which
outsizes them. About 70% of the snakes belong to the family of the Colubridae. Even though snakes
are often seen as a distinct group they actually nest within the lizard clade and the reduction and
loss of limbs has also happened various times in lizards of the Dibamidae, Anguidae and
Amphisbaenia. There is no specific trait that distinguishes true lizards, they form a very versatile
and heterogeneous group of squamates. Squamate ecology is the most diverse of all sauropsids and
comprehends terrestrial, aquatic, arboreal, burrowing and gliding species. These animals exhibit
body forms that can be either generic or very specialized and body size varies immensely from 1,6
cm in the dwarf gecko to over 5 m in the green anaconda. Just to illustrate some of the enormous
squamate diversity encountered | mention here geckos with their climbing capacity given by

modified digits with adhesive setae, chameleons with their camouflaging capacity by changing the
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colour of the skin, the enormous hunting Komodo monitor and the marine algae eating iguana of the

Galapagos.

1.4 The epidermis

The most superficial layer of vertebrate integument is the epidermis which composes
together with the underlying dermis the skin. Between the epidermis of embryonic ectodermal
origin and the dermis of mesenchymal origin is present the basement membrane. Although
separated by this physical barrier exchange of information and interaction takes place between the
epidermis and dermis especially during formation of epidermal appendages (Chuong, 1998;
Douailly, 1977). The vertebrate epidermis is pluristratified forming a squamous stratified cornified
epithelium covering the external part of the body and comprises various compartments. These
compartments are: a basal layer or stratum germinativum with a proliferating cell type, various
layers (suprabasal) of differentiating epidermal cells also known as keratinocytes and in tetrapods a

superficial layer (stratum corneum) of dead terminally differentiated cells called corneocytes

(Figure 3).
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Figure 3. Generalized drawing of the structure of mammalian/bird skin. o or §§ indicate a layer
characterized by respectively an alpha or beta X-ray diffraction pattern. Modified from: Lillywhite
H.B., 2006. J. Exp. Biol. 209:202-226.



Among tetrapods the type, number and characteristics of the suprabasal keratinocyte layers
can differ and will be described in the various sections dedicated to the analyzed clades. In
mammals the structural composition of keratinocytes is known and it consist for 80-90 % in keratin
intermediate filaments (KIFs) and filaggrin, and around 7-10% in cornified cell envelope proteins
like involucrin, small proline-rich proteins (SPRRs), trichohyalin and loricrin (Steven & Steinert,
1994).

The main function of the epidermis is to protect the vertebrate organism by forming a barrier
against biological pathogens and aggressions of chemical, physical and mechanical nature. In all
vertebrates the epidermis is keratinized, meaning that the cytoplasma of their keratinocytes becomes
packed with KIFs that replace intracellular organelles and become the major structural component.
Cornification, often confused with keratinization, is a process that involves the linking of proteins to
the cytoskeleton of keratin intermediate filaments forming a resistant and amorphous structure that
can be more or less hard according to the type of proteins associated and bonds implied (Alibardi,
2006, 2016a). In some aquatic vertebrates (fish) local cornification takes place, but as an adaptation
to life out of the aqueous environment in terrestrial vertebrates (Tetrapods) the whole epidermis
undergoes cornification forming the cornified layer. This cornified layer (stratum corneum) consists
of dead flat cells (corneocytes) which have undergone a programmed cell death forming one layer
in amphibians and several in amniotes. In amniotes the process of cornification comprises not only
the formation of a cornified layer like in other tetrapods (amphibians), but also of a cornified cell
envelope surrounding the corneocytes and the deposition of lipid sheets between cells (Eckhart et
al., 2013; Henry et al., 2012; Candi et al., 2005; Kalinin et al., 2002). In other vertebrates that are
aquatic or semi-aquatic, like fish and amphibians, this is not the case. They have a mucus-rich
epidermis with numerous glands that allows gas and liquid exchanges with the environment. But in
order to adapt to a fully terrestrial (dry) environment, amniotes needed an epidermal barrier which
was first of all efficient against cutaneous water loss and secondly more efficient against

environmental hazards, like UV radiation and mechanical forces, that had without the buffering
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effect of the water a higher impact. For this purpose the cornified cell envelope evolved, further
strengthening the corneocytes of the cornified layer and reducing the risk of dehydration by adding
lipids both to the surface of the cornified cell envelope and in the inter cellular spaces (Eckhart et
al., 2013; Henry et al., 2012; Kalinin et al., 2002; Candi et al, 2005).

Assignificant difference between mammals and some reptiles is found in the mechanism of
desquamation or sloughing of dead cells (corneocytes) that are continually replaced by inner cells
that move outwards giving a constant state of dynamic equilibrium in mammals. Instead in
sauropsids sloughing is generally periodical and with pieces or even whole epidermal generations
(squamates) and not more or less continuous and through single corneocytes as in mammals
(Alibardi 2005b; Maderson et al., 1998; Landmann, 1986).

A key innovation of the amniote integument following full cornification was the creation of
a rich diversity of hard epidermal derived appendages some of which are unique, like hair in
mammals and feathers in birds while others are shared between clades like nails/claws, beaks and
spines (Wu et al, 2004, Chang et al., 2009). Similarly to the epidermis also skin appendages are
composed of a filament-matrix structure where the filaments are formed by KIFs and the matrix by
keratin associated proteins (KRTAPS) that are chemically interacting or even cross-linked by
covalent bonds to the KIFs (Matsunaga et al., 2013; Fuijkawa et al., 2012; Gillespie, 1991). The
properties of KIFs are to increase tensile strength, but also flexibility or mechanical resistance of the
epidermis, while keratin associated proteins confer physical and biochemical resistance, inflexibility
and extreme mechanical resilience to the corneous material and the corneous cell envelope of the
corneous layer (Alibardi, 2006, 2013a; Resing & Dale, 1991; Kalinin et al, 2002).

The differences between the hard appendages and the epidermis have two causes. In
appendages the intense cross-linking is more extensive and obtained through the formation of
numerous disulfide bonds. Secondly, the structural proteins forming the corneous material (or
matrix component) are in mammalian appendages of a special kind, namely keratin associated

proteins (KRTAPs)(Eckhart et al., 2013; Rogers et al., 2006; Gillespie, 1991; Powell & Rogers,
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1994; Matoltsy, 1987), while in sauropsid appendages corneous beta proteins (CBPs), traditionally
known as beta-keratins, increase in proportion with respect to the epidermis (see next section)
(Gregg & Rogers, 1986; Brush, 1993; Sawyer et al.; 2000, Sawyer & Knapp, 2003; Alibardi et al.,
2009). The association of KIFs with other structural proteins results in the harder and more resistant

structure of skin appendages such as horns, hairs, claws or scales.

1.4.1 The epidermis of Sauropsida

The principal differences between mammalian and sauropsid epidermis are given by the
epidermal component of scales and scutes, the existence of corneous beta proteins (beta-keratins),
the presence of epidermal layers defined alpha- and beta-layers in Sauropsida (Maderson, 1965;
Baden & Maderson, 1970; Landmann, 1986; Alibardi & Toni, 2006). The corneous beta proteins
(CBPs) accumulate in the so called beta cells forming a hard and stiff layer, called beta layer where
cell boundaries are partial or absent (Maderson et al., 1972, 1998; Landmann, 1979; Alibardi &
Sawyer, 2002; Maderson & Alibardi, 2003a; Alibardi, 2012). The name beta layer derives from the
beta sheet pattern of the CBPs seen under X-ray diffraction, while the alpha helix pattern of keratin
intermediate filaments (previously also known as alpha keratins), gives rise to the term alpha layer
(Rudall, 1947; Baden & Maderson, 1970; Fraser et al., 1972).

In general the presence of the softer and more flexible alpha layers is related to regions that
require higher elasticity and pliability such as the interscale and interscute regions (hinge regions)
as well as body regions involved in movement like the turtle neck and the lizard’s dewlap. Another
important role of the alpha-layer, and the squamate mesos-layer, is to prevent water loss to the
external environment (Maderson et al., 1978; Lillywhite & Maderson, 1982; Menon et al., 1996;
Lillywhite, 2006). Where the need for protection from the environment is prevalent as in scales and
scutes, the beta layer is predominant (Spearman, 1969; Spearman & Riley, 1969; Alibardi, 2016a).
In squamates the disposition of alpha- and beta-layers is mainly vertical, but it is alternated in other

sauropsids (Baden & Maderson, 1970, Figure 4).
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Figure 4. Schematic representation of the pattern given by X-ray diffraction in the epidermis
and appendages of amniotes. The pattern although in agreement with a majority of proteins with
either a or B conformation does not mean a total absence of proteins of the other type. For example
in the hinge region although the alpha layer is predominant a thin a beta layer is present. H; hinge

region, OSS; outer scale surface.

Scales are hard and rigid plate-like structures where the keratinocytes of the beta layer are
packed with bundled CBPs, while scutes are larger, have a thicker beta-layer than scales and often
contain underlying dermal plates. Scales and scutes can come in various measures, shapes and
degree of overlap according to the body region (Maderson et al. 1998; Alibardi &Thompson, 2000;
Maderson & Alibardi, 2000; Price, 1982), but also the environment might have an impact on their
shapes and dimensions (Allam & Abo-Eleneen, 2012; Spearman, 1973; Regal, 1975; Lillywhite &
Maderson, 1982). Often scales and scutes have been used to classify reptiles (Maderson, 1964;
Soulé & Kerfoot, 1972; Spearman, 1973; Landmann, 1986; Jayne, 1988; Arnold et al., 2002;
Brazaitis, 1987; Richardson et al., 2002). The majority of sauropsid scales presents a larger outer

surface (dorsal) and shorter inner surface (ventral) (Landmann, 1986). In general archosaurs and
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turtles have little overlap in their scales or scutes, while most squamates have smaller scales of the
overlapping type.

Although in Sauropsida the exact epidermal composition is not known as for mammals,
many Kkeratin intermediate filaments of Sauropsida are annotated in the ncbi database. They also
have been studied in sauropsids with available genome sequences (Greenwold et al., 2014; Eckhart
et al., 2008; Hallahan et al., 2009; Alibardi et al., 2011; Dalla Valle et al., 2011; Vandebergh &
Bossuyt, 2012). For filaggrin and involucrin which are the most abundant mammalian structural
keratinocyte proteins after KIFs no homologs have been identified in sauropsids. In fact,
keratohyalin granules which contain profilaggrin have not been observed in sauropsids. Many other
proteins of the cornified cell envelope have been found in sauropsids and clade specific candidates
were identified in sauropsids (Vanhoutteghem et al., 2008; Mlitz et al., 2014; Strasser et al., 2014;
Paper | & 1V). According to several bibliographical sources, CBPs (beta-keratins) are the most
abundant proteins in the beta layers (Sawyer et al., 2000; Knapp et al., 1993; Gregg & Rogers,
1986; Klein et al., 2010; Klein & Gorb, 2012; Alibardi et al., 2012; Alibardi, 2013) while the alpha
layer consists mainly in KIFs and cornifed cell envelope proteins like loricrin, although CBPs are
found as well (Spearman, 1969; Alibardi, 2002, 2003b, 2012, 2015; Alibardi & Toni, 2004; Mlitz et
al., 2014; Strasser et al., 2015; Alibardi et al., 2015; Klein et al., 2010; Klein & Gorb, 2012). CBPs
are present in the epidermal appendages of sauropsids, instead no KRAPTSs are found, proteins
typical of mammalian appendages (Gregg & Rogers, 1986; Brush, 1993; Fraser & Parry, 1996).
Furthermore in epidermal appendages of sauropsids CBPs also seem to form the dominant
component (Presland et al., 1989; Knapp et al., 1993; Sawyer et al., 2000; Wu et al., 2004; Hallahan

et al., 2009). The nature of CBPs will be further discussed in section 1.6.

1.4.2 Bird epidermis

Apart from the regions with scales and scutes such as legs, feet and in some birds part of the

head (comb and wattles), the avian integument is quite different from that of reptiles. The skin
14



underneath the feathers and in unscaled regions is fatty, thin, pliable and soft, appearing more
similar to the mammalian integument than the reptilian one (Lucas & Stettenheim, 1972; Spearman
& Hardy, 1985; Menon et al., 1996; Sawyer & Knapp, 2003). Most of the body is covered by
feathers, bird specific epidermal appendages, that exhibit the most complex topology of all
epidermal appendages and differ for their more complex morphogenesis. Like the appendages of
other sauropsids they contain KIFs, CBPs and other keratin associated proteins, but several proteins
have been found specifically in feathers like EDCRP (Strasser et al., 2015) and a histidine-rich
protein EDMTFH (Paper I11) which is the updated version of the earlier identified HRP or FP
(Walker & Rogers, 1976; Rogers, 1985). Another feature linked to the feather evolution is the
massive expansion of CBP (feather keratin) genes whose products account for most of the feather
composition (Glenn et al., 2008; Greenwold & Sawyer, 2010, 2011, 2013; Greenwold et al., 2014;
Ng et al., 2014).

Five main types of feathers are distinguished namely filoplumes, bristles, downy-, contour-
and flight feathers, which manifest different morphological and functional features and can exhibit
many variations (Lucas & Stettenheim, 1972). Different feather phenotypes are obtained by the
absence or not of some typical feather building components (Lucas & Stettenheim, 1972) and by the
differential combinations of KIF and CBP gene expression that confer diverse structural properties
(Ng et al., 2014).

The basic building plan for a typical pennaceous feather consists in a central shaft divided
into the proximal calamus partially embedded in the skin and the distal rachis that initiates from the
starting point of the ramifications. The latter are called barbs and can develop secondarily
ramifications known as barbules which can be adorned by hooklets that are connected to the
barbules of the next barb (Prum, 1999). In general KIFs are more represented in the rachis and
calamus (Gregg & Rogers, 1986; Ng et al., 2012, 2015; Rice et al., 2013; Wu et al., 2015), while
feather corneous beta proteins are more abundant in the barbs and barbules (Ng et al., 2012, 2014;

Greenwold et al., 2014; Wu et al., 2015).

15



The morphogenesis of feathers initiates in barb ridges generated in the feather follicle,
possibly derived from the embryonic subperiderm (Sawyer et al., 2005; Sawyer & Knapp, 2003;
Alibardi et al., 2016b). Even though feathers are unique to birds this embryonic layer is present as
well in crocodilians, the other extant archosaur clade. Furthermore feather keratin specific
antibodies have shown to react also in embryonic crocodilian scales (Alibardi & Thompson, 2002;
Sawyer et al., 2003a; Alibardi & Sawyer, 2006) making a common origin of scales and feathers
plausible. This is further supported by the use in all amniotes of both common developmental
pathways like Hedgehog, Wnt/beta-catenin and Bmp (Dhouailly, 1975, 2009; Chuong, 1998;Wu et
al., 2004) and anatomical placodes (DiPoi & Milinkowitch, 2016). However it is retained from
other researchers that feathers did not evolve from archosaurian scales (Dhouailly, 2009). Several
phylogenetic analyses of archosaur CBPs have dated the origin of feather CBPs before the one of
bird and crocodilian scale CBPs (Greenwold et al., 2013; Ye et al., 2010; Dalla Valle et al., 2008).

Feather cells (barb and barbules) grow out from the barb ridges, elongating into chains
which form filaments that later become cornified and accumulate CBPs, traditionally named feather
(beta-) keratins (Alibardi, 2002; Chuong & Widelitz, 1999; Sawyer et al., 1986; Lucas &
Stettenheim, 1972; Gregg & Rogers, 1986; Sawyer et al, 2005; Sawyer & Knapp, 2003; Alibardi et
al., 2006).

Within the forming barb ridge, the chains of united cells forming barbule cells or the rod
forming the barbs are subsequently divided by the degeneration of supportive cells that form spaces
and give rise to the rachis, barbs and barbules (Chuong, 1998; Alibardi & Toni, 2008; Alibardi,
2016b). Around the forming feather, a sheath derived from the stratification of the embryonic
periderm, is formed but is later lost with the emergence of the feather from its follicle. Due to the
similarities observed between embryonic skin development and feather morphogenesis a model has
been proposed in which the layered organization of feather follicle reflects that of the embryonic
epidermis (Sawyer et al, 2005.; Sawyer & Knapp, 2003). As already mentioned, the feather sheath

corresponds to the embryonic secondary periderm, the barbs and barbules to the embryonic
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subperiderm, and the marginal plate of barb ridges to the proliferative layer of the embryonic

epidermis proper (Figure 5).
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Figure 5. Schematic representation of the embryonic epidermal and feather morphogenesis.
The diagram shows the equivalent stratification (A) in the embryonic skin and (B) in a feather
follicle. Source: Strasser et al., 2015. BMC Evol Biol. 15: 82.

Several hypothesis are formulated about the origin of bird feathers and scales. One proposes
that feathers and hairs derive from the overlapping epidermal scales of a common tetrapod ancestor
of amniotes (Maderson, 1972; Chuong, 1998; Maderson & Alibardi, 2000; Sharpe, 2001; Alibardi,
2004). Another related view is that avian and reptile scales do not have a separate origin, but the
same (Wagner, 2014; Alibardi & Sawyer, 2002; Sawyer & Knapp, 2003; Sawyer et al., 2005). A
third one believes that avian scales and scutes actually derive secondarily from feathers and that
neither feathers nor hairs derive from overlapping scales (Dhouailly, 2009).

Only specialized feathers (asymmetric pennaceous) serve to fly, but the original role was
likely essential for insulation of the homoeothermic birds, and also assumed functions in behavioral
communication, camouflage and sound production as well (Bostwick & Prum, 2003; Clark & Feo,

2008). Other hard epidermal appendages encountered in birds are the claws and the highly
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diversified beak, an analogous structure to the turtle rhamphotheca, where the corneous layer

functionally substitutes the loss of teeth.

1.4.3 Crocodilian epidermis

What is most striking about the crocodilian integument is its armored aspect, which is the
result of a combination of thick epidermal scales and underlying same sized and shaped dermal
plates, called osteoderms. This thick armor with protruding scutes is generally confined to the
dorsal part of the crocodilian body and keeled tail scutes, while on the ventral side and the head
scutes are mostly flat. Only few crocodilians have a full armor covering also the belly and in the
case of the Chinese alligator even the eyelids. Scutes are of the non-overlapping type and arranged
in regular rows and patterns. In crocodiles as in many reptiles the different morphology of scales in
various body parts has been used for identification (Brazaitis, 1987; Richardson et al., 2002), but
these diverse looking scales are histologically and biochemically uniform (Spearman, 1966;
Spearman & Riley, 1969; Baden & Maderson, 1970; Parakkal & Alexander, 1972; Sawyer et al.,
2000; Alibardi, 2005a). In crocodilians, it has been shown that the pattern of scales observed on
their heads is not caused by differential developmental regulation, but simply by physical cracking
of the thick hard beta layer in response to increasing pressure from underneath by the fast
expanding skull during growth (Milinkovitch et al., 2013).

Not many studies have focused on the crocodilian epidermis which is mostly used in
comparison to the well-studied avian integument. As already discussed in the previous section the
embryonic epidermis of crocodilians reflects the avian embryonic epidermis and contains the
subperiderm, an embryonic layer with similar periderm granules (Alibardi, 2003b) unique to
archosaurs. In adults, the epidermis comprises a basal layer with cells that become polygonal during
active scale growth, 3-6 suprabasal layers with flat cells, 1-2 pseudostratified transitional or pre-
corneous layers and a variably thick cornified layer with relatively thin cells at maturity (Alexander,

1970; Alibardi & Thompson, 2002; Alibardi, 2003b, 20053, Figure 6). With respect to the outer
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scale region, hinge regions not only have a much thinner epidermis, but also thinner mature
corneocytes that resemble avian (sebo) keratinocytes (Alibardi & Toni, 2006; Alibardi, 2005a). The
protein distribution of crocodilian scutes has been found similar to the one present in avian scutes
(Baden & Maderson, 1970) which is in line with their common ancestral origin.

The mechanism of scale growth and shedding is not well know in crocodylians, but it is
believed that through environmental wearing corneocytes are lost more or less continuously

(Alibardi & Toni, 2006).
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Figure 6. Schematic representation of the crocodilian epidermis. At the top part the outer scale
surface with a thick corneous beta layer, while at the bottom part the epidermis in the hinge region
with a thin corneous layer. Reprinted from: Prog. Histochem. Cytochem. 40, Alibardi & Toni,

Cytochemical, biochemical and molecular aspects of the process of keratinization in the epidermis

of reptilian scales. Pp 173-134 © 2006 with permission from Elsevier.

1.4.4 Turtle epidermis

Most studies of the turtle shell have concentrated on the anatomy, developmental regulation
and origin of the bony component of this unique structure (Ruckes, 1929; Burke, 1989; Gilbert et

al., 2001; Reisz & Head, 2008; Nagashima et al., 2007, 2009; Hirasawa et al., 2013, 2015; Rice et
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al., 2015) and not much attention has been given to the epidermal component, but it has been well
described in various studies (Alibardi, 2005b; Alibardi & Thompson, 1999; Zangerl, 1969; Alibardi
& Dipietrangelo, 2005; Alibardi & Minelli, 2016; Alibardi & Toni, 2006). Various studies
investigating the molecular basis of skin morphogenesis and epidermal differentiation in turtles
have been published (Dalla Valle et al., 2009, 2013; Li et al., 2013; Moustakas-Verho et al., 2014,
2015; Paper I).

The hard skin of the turtle shell (dorsal carapace and ventral plastron) has quite different
characteristics than the soft skin found on neck, head, tail and paws of turtles as well as in the
region between scutes called hinge region (Parakkal & Alexander, 1972; Maderson, 1985;
Landmann, 1986; Alibardi, 2005b, 2013b-c). Within testudines variation can be found in the
epidermal component of the “soft” skin, namely aquatic turtles usually do not contain any scales
thus having truly soft skin, while tortoises (terrestrial testudines) present overlapped and hard scales
similar to those of the alligator (Baden & Maderson, 1970). The hard epidermis of the shell forms
large flat plate-like modified scales called scutes that overly the dermal bones. According to their
position in the carapace nuchal, vertebral, caudal, costal, and marginal scutes are distinguished,
while in the plastron gular, humeral, pectoral, abdominal, femoral, anal ones (Zangerl, 1969). A
narrow hinge region is present among the scutes whose sutures do not match those of the underlying
dermal bones. The double horny and bone armor strengthens the mechanical resistance of the shell.
Aside from the dermal and epidermal skin components various parts of the skeleton like ribs,
vertebrae and pectoral and pelvic girdle have fused with the turtle shell. The result is a deep bony
dermal-endoskeleton covered by a superficial corneous epidermis, which has given rise to a very
resistant, hard, but also inflexible and rigid cage-like structure.

The soft shelled turtles and the leather back sea turtle do not contain scutes in the epidermis
and lack or have the bony shell elements reduced. Both have the shell covered by a thin leather-like
skin. The shell of these turtles has become flattened, streamlined and pliable with respect to hard

shelled turtles as an secondarily derived adaptation to the ecology and feeding habits of these
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turtles. Turtles have various hard epidermal appendages which in the case of claws are shared with
other sauropsids (Alibardi, 2003a, 2014b,g), but specific in the case of the shell and rhamphotheca,
a beak-like structure replacing the function of the lacking teeth (Alibardi, 2016c).

From a histological point of view the soft epidermis of turtles consists in a basal layer, 2-4
stratified layers of differentiating keratinocytes (suprabasal layers), a transitional and multi-
stratified corneous layer (Spearman, 1969; Matoltsy & Huszar, 1972; Matoltsy & Bednarz, 1975;
Wyld & Brush, 1979; Alibardi, 2002). On the other hand the hard epidermis of the scutes presents
only a thin living epidermis and a thick, horny layer of CBPs also called beta-keratins (Baden et al.,
1974; Wyld & Brush, 1979, 1983; Homer et al., 2001; Alibardi, 2002; Alibardi et al., 2004, Figure
7). The soft turtle skin corresponds to predominant alpha layers with high level of KIFs whereas the
hard one with scutes and scales to predominant beta layers (Alibardi et al., 2004, 2009; Dalla Valle

et al., 2013a; Alibardi, 2005b, 2013c, 2014b).

A cornified layer

—_— o S *
e
~epidermis| B
L LT RS S g
S i g Vet o Pt
e - dérmjs ' ‘o S 2 s

"!" “ug v o P 3 N
SR b - N < S

Figure 7. Histological sections of embryonic turtle skin.
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The expansion of the CBP cluster has been hypothesized to be related to the novelty of the

turtle shell (Paper I; Greenwold et al., 2014; Li et al., 2013; Alibardi et al., 2009).
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A special note has to be made for the shedding mechanism of scutes which in some
testudines is variable and different for land dwelling turtles (tortoises) and water dwelling ones. In
most tortoises no shedding of the scutes takes place making that the thickness and weight of the
shell increases with age. In this case the external corneous layer is reduced through slow wearing. In
other turtles shedding can be either absent, irregular or periodic. In the latter case the whole outer

and smaller scutes flake off following the formation of a peculiar shedding layer (Alibardi, 2005b).

1.4.5 Squamate epidermis

Squamate epidermis is the most complex structured epidermis found in all reptiles, and in
vertebrates in general, due to its particular shedding mechanism which involves a whole epidermal
generation and not just superficial parts of the cornified layer as in other sauropsids. The first
detailed histological description of the shedding cycle of squamates was made on the snake and
gecko epidermises (Maderson, 1965, 1966). Many studies highlighting the ultrastructural,
histological and biochemical aspects of the squamate epidermis have followed (Banjeree & Mittal,
1972; Maderson et al., 1972, 1998; Baden et al., 1974; Landmann, 1979, 1986; Mittal & Singh,
1987a-b; Alibardi et al., 2012; Alibardi, 2012, 20144, c-f). The process of shedding has been poorly
clarified, although it is known that hydrolases and lysosomal enzymes are involved in the
degradation of desmosomes between outer and inner epidermal generations (Goslar, 1958; Alibardi,
1997). Recent molecular studies concerning some of the epidermal process have been published
clarifying the basic information on the gene structure and, for the first time, also report many CBP
sequences from all reptilian groups (Dalla valle et al., 2005, 2007a-b, 2008, 2009a-c2010, 2013a;
Strasser et al., 2014, 2015; Paper 1V), but our basic knowledge of the epidermal histology and
shedding of squamates has not changed much over the last forty years.

The epidermal generation that will be shed is called outer generation while the new one
forming underneath it is called inner generation. A mature outer generation consist in an

oberhautchen, beta, mesos, alpha, lacunar tissue and clear layer, while the inner generation during
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most of the resting phase contains an oberhautchen, beta-, mesos and alpha layer. Prior to shedding
the squamate epidermis contains two epidermal generations and the basal layer for a total of eleven

different layers (Figure 8).

Resting phase Renewal phase

| Tips Tprc

Tcog | 2

9 >

x@ee@@eae[@]@le@ea@ea@@ 09900k o> 59

Figure 8. Schematic representation of the shedding cycle in squamate skin. The epidermis
consist in multiple layers indicated on the right side of the drawing. The shedding cycle can be
divided into 2 phases; the resting and renewal phase. The resting phase is represented by stages 1
with (lips) immediate post-shedding phase, (1prc) the perfect resting phase, and (1cog) the
completion of the outer generation. The renewal phase consists in 6 stages during which new layers
are being formed and specified. The outer generation (OG) is shed at the end of stage 6 while the
new inner generation (IG) takes its place. Obo (outer oberhautchen), fo (outer B-layer), mo (outer
mesos layer), ao (outer a-layer), It (lacunar tissue) and cl (clear layer), Obi (inner oberhautchen), Bi
(inner B-layer), mi (inner mesos layer), ai (a partially formed o-layer). sg, germinal layer; sb,
stratumbasale. At the right side of stage 6, the reverse triangle marks the time of shedding. Adapted
with permission of Springer Nature from: Biology of the Integument, Vol. 2 Vertebrates, Chpt 9 The
Skin of Reptiles: Epidermis and Dermis, Pp. 150-187, Landmann L. © Springer-Verlag Berlin
Heidelberg 1986.

The shedding cycle is divided into two phases, the resting and the renewal phase this latter is

further divided into six stages. The duration of the resting phase is very variable according to the
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environmental temperature, circadian clock and physical condition of the animal. Although called
resting phase the formation of the epidermis is not completely at a halt during the entire phase. Just
after shedding when entering the resting phase the main part of the alpha layer is formed (stage
Llips), followed by a true resting condition where structural protein synthesis is practically absent
(stage 1prc or perfect resting stage, Maderson, 1965, 1966, 1985). The resting phase ends with the
completion of what will become the outer generation by generating a lacunar and clear layer (stage
1cog). The renewal phase starts with the formation of a new inner generation while the “old” inner
generation becomes the outer one. During the various renewal stages an oberhautchen-, beta-,
mesos- layer and part of the alpha-layer are build up underneath the outer generation. At the end of
the final stage (stage 6), the mature outer generation is shed and the inner generation with a mature
oberhautchen and beta-layer but a still immature alpha layer comes to be exposed to the surface
(Maderson, 1965; Landmann, 1979, 1986, Figure 8).

Squamate scales can manifest a broad variety in morphology like tuberculated, rectangular,
cycloid or keeled the latter often displaying micro ornamentations such as spinules (Arnold, 2002;
Maderson et al., 1998; Allam & Abo-Eleneen, 2016; Irish et al., 1988; Price, 1982). Most squamate
scales are of the overlapping (imbricated) type. Several hard epidermal appendages like claws,
adhesive setae for climbing, crests, frills and different types of spines are encountered in squamates
(Chang et al., 2009).

Snakes distinguish themselves for having lost any kind of these appendages with the
exception of spurs, claw-like structures in the Boa and pythons. Actually this loss of hard
appendages is not unique to snakes, but shared with some other squamate clades. What makes the
snake integument unique is the shedding of the outer generation in one piece and their capacity to
enlarge their body diameter which requires notable extension of the integument. This extending is
obtained mainly by the unfolding of normally pleated interscale (hinge) regions combined with
flattening of the scale surface and a change in cell shape that altogether can produce an enlargement

of over 300% (Close & Cundall, 2014). The increased friction to which the ventral part of the snake
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integument is exposed with respect to squamates with limbs, has led to adaptations for high

mechanical resistance to abrasion during sliding locomotion (Klein and Gorb, 2014).

1.5 The epidermal differentiation complex (EDC)

A gene cluster whose protein products are involved in the process of epidermal
differentiation and therefor called Epidermal Differentiation Complex (EDC) was first identified
and described in human (Mischke et al., 1996). Conservation of this gene cluster was confirmed in
different mammalian clades (de Guzmang Strong et al., 2010). This complex was identified for the
first time in a sauropsid, the chicken in 2008 (Vanhoutteghem et al., 2008). In 2014 it was
completely characterized in chicken as well as in the green anole (Strasser et al., 2014) revealing its
synteny with mammals. During this PhD project the analysis started by Strasser and colleagues was
extended to turtles (Paper 1), crocodilians (Chapter 2.6) and a specialized squamate clade, the
snakes (Paper V).

The EDC includes the S100A1-9 proteins found at one extreme of the complex, the
S100A10-11 found at the other extreme and all the genes positioned in between. Many proteins of
the EDC are structural components of the cornified cell envelope (CE) that replaces the plasma
membrane in terminal differentiated keratinocytes, also called corneocytes (Kalinin et al., 2002).
Examples of some of the best known EDC proteins of mammals are involucrin, filaggrin, small
proline-rich proteins (SPRRS), trichohyalin and loricrin. The latter protein has also been identified
in sauropsids where it is even present with two to three copies. Although filaggrin is a major
component of the epidermis in mammals it has not been found in sauropsids. Another group of
important EDC proteins present in both mammals and sauropsids is the S100 fused type protein
(SFTP) family. While in mammals it consists in seven proteins of which the best known are
cornulin, trichohyalin and filaggrin (Henry et al., 2012; Kypriotou et al., 2012), in sauropsids there

are only two SFTPs, cornulin and a trichohyalin-like protein called scaffoldin (Mlitz et al., 2014;
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Strasser et al., 2014; Paper I; Chapter 2.6). Snakes were the only clade where two scaffoldins
(SCFNs) were identified bringing the total number of SFTPs to three (Paper 1V). The SFTPs of
sauropsida have been studied in detail and compared to mammals (Mlitz et al., 2014). Thus, in
amniotes conservation of the EDC that reflects common phylogenetic origin is found at the level of
the S100A proteins, the peptidoglycan recognition protein 3 (PGLYRP3), loricrin, SPRR-like
proteins and SFTPs. The main differences between the mammalian and sauropsid EDC are found
before and after the loricrin gene/s. In sauropsids many genes for EDC proteins are present before
the loricrin(s) and after the PGLYRP3 gene, and other sauropsid specific EDC genes are found after
the loricrin gene(s), and are mainly represented by the conspicuous gene cluster of the corneous
beta proteins (beta-keratins) as well as EDAASs in turtles and archosaurs. In mammals no genes are
present between the PGLYRP4 and loricrin and as already mentioned no corneous beta protein
genes have been found.

Based on similar head and tail domains and repeat sequences in EDC proteins as well as the
organization of EDC genes in tandem arrays, it has been hypothesized that EDC genes have
originated by repeated duplications from an ancestral gene driven by the evolutionary selection for

improved barrier function (Backendorf & Hohl, 1992; Markova et al., 1993; Strasser et al., 2014).

1.5.1 Epidermal differentiation and cornified cell envelope formation

Most of the knowledge about keratinocyte differentiation and the formation of the cornified
cell envelope (CE) has been gained in humans and mammalian model species (Figure 9). The onset
of the keratinocyte terminal differentiation pathway which includes the formation of the CE is
triggered by different factors. It is believed that the switch of expression from K5 and K14 keratins,
which are typical of basal cell gene expression, to K1 and K10 keratins (Watt, 1984; Koster et al.,
2007), is initiated by the loss of contact to the basement membrane when keratinocytes move to the
suprabasal layers. Later a rise in the intracellular Ca2+ concentration (Kalanin et al., 2002;

Kypriotou et al., 2012) and protein kinase C activation (Kypriotou et al., 2012) are important
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regulators of differentiation. Synthesis of the early CE precursor involucrin starts already in the
spinous layers, while the effective CE assembly starts in the granular layer with the formation of an
involucrin and non EDC envoplakin and periplakin scaffold (Kalanin et al., 2002). Somewhat later
reinforcement of the forming CE begins by crosslinking loricrin, the main CE component, through
calcium dependent enzymes called transglutaminases to other loricrins and to SPRRs (Candi et al.,
1999, 2005; Kalanin et al., 2002; Steinert & Marekov, 1995; Steinert et al., 1999). Loricrin and
SPRRs are also involved in crosslinking the CE to the KIF-filaggrin network of the keratinocyte. In
the CE many other minor EDC proteins become cross-linked by transglutaminases mediated
isopeptide bonds to further reinforce the structure. Besides proteins lipids such as ceramides are
reversed from lamellar bodies produced in the Golgi apparatus into the extracellular space. These
lipids covalently bind to the outer surface of the mature CE forming the lipid envelope, in addition
they compose lipid laminae filling the inter corneocyte spaces further impermeabilizing this way the
cornified layer (Kalanin et al., 2002; Candi et al., 2005; Kypriotou et al., 2012; Eckhart et al., 2013).
Filaggrin has an important role for the structural shape of future corneocytes. This protein is
synthesyzed in the granular layer under the form of keratohyalin granules containing
phosphorylated profilaggrin. Profilaggrin once dephosphorylated and cleaved into filaggrin
determines the aggregation of KIFs into tight bundles and, together with cell dehydration and
condensation, causes the collapse of keratinocytes into the flat shaped corneocytes (Resing & Dale,
1991; Candi et al., 2005).

In summary, the terminally differentiated keratinocytes undergo cornification, programmed
cell death and replacement of the plasma membrane by the CE in mature corneocytes. At the end of
the process a resistant and insoluble structure, known as the cornified cell envelope (CE), composed
of keratins embedded in an amorphous matrix of proteins and surrounded by a lipid envelope, is

formed (Figure 9).
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Figure 9. Terminal differentiation of keratinocytes and the cornified cell envelope. On the left
the differentiation of keratinocytes in various layers of the epidermis. In the inset on the right the
cornified cell envelope where proteins become highly cross-linked by transglutaminases while
lipids are deposited on the external surface. TG, transglutaminase. Reprinted by permission from
Macmillan Publishers Ltd: Nat Rev Mol Cell Biol. 6:328-340, Candi et al., © 2005.

Lamellar ichthyosis, atopic dermatitis (AD), psoriasis and Vohwinkel syndrome are all
diseases caused by faulty cornified cell envelope formation and/or mutations in EDC genes like
filaggrin, PGLYRP3 and loricrin, showing the importance of the EDC complex and of the function
of the cornified layer in the epidermal barrier (Eckhart et al., 2013; Kypriotou et al., 2012; Irvine et
al., 2011; Sun et al., 2006; Palmer et al., 2006; Candi et al., 2005; Maestrini et al., 1996; Huber et

al., 1995).

1.6 EDC proteins and their characteristics

Most EDC proteins can be defined as simple epidermal differentiation complex proteins
(SEDC:s) based on their gene structure that consist in two exons, only one of which coding,
separated by an intron (Strasser et al., 2014). Exceptions to this rule are the S100A proteins,
PGLYRP3, EDKM and the SFTPs. Usually the 5’- terminal of the non-coding exon is preceded by a

canonical TATA box (Strasser et al., 2014). Other features often present are repetitive amino acid
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sequences and dominance of a few amino acids like glycine (G), proline (P), cysteine (C), serine
(S), lysine (K) and glutamine (Q). The majority of EDC proteins have relatively short sequences
and are approximately 60 up to 250 amino acids long. Apart from the beta sheet motif of the
corneous beta proteins and the Ca?*-binding EF-hand motif of the S100A and SFTP family no
specific domains are present in EDC proteins. But conserved N-and C-terminals have been
identified both within the EDC of sauropsids and of amniotes for proteins like loricrin, PGLYRP3,
SPRRs and sauropsid SPRR-like proteins (Strasser et al., 2014; Paper | & V). Conservation in
these terminals is mostly regarding glutamine (Q) and lysine (K) residues that are targets for
transglutaminases, and that cross link EDC proteins in the cornified layer. It has been shown that
conserved lysine (K) residues of KIFs are implicated in isopeptide binding to glutamine (Q) in the
terminal regions of proteins like loricrin, SPRR and involucrin in humans (Candi et al., 1998).
Loricrin is with its 65-70% in human and 80-85% in mouse (Steven & Steinert, 1994) the
most conspicuous component of the cornified cell envelope in mammals, even though multiple
copies are found in some sauropsids, little is known about its abundance and function in this clade.
Its localization has been studied in crocodiles, turtles and anolis lizards (Alibardi, 2003b; Alibardi et
al., 2004, 2015). This apolar insoluble protein is extremely rich in glycine residues which because
of their minal side chains have a great degree of free rotation resulting in chain flexibility associated
with bends (Fraser & Parry, 2014; Steinert et al., 1991). Therefore, the glycine rich sequences of
loricrin are presumed to assume a formation with alternating glycine loops (Steinert et al., 1991;
Hole et al., 1991). These glycine loop domains display a non-structured organization permitting
great mobility and are believed to confer elasticity to the protein in a spring-like nature (Figure 10).
At the same time the N- and C-terminal of loricrin which are rich in glutamine an lysine targets
provide resistance and insolubility through transglutaminase crosslinking (Steinert et al., 1991;
Candi et al., 1998, 1999, 2005) as well as by intramolecular disulfide binding (Hohl et al., 1991).
The presence of proline residues is believed to be correlated to changes in the direction of

the polypeptide chain acting as a structural disruptor in secondary elements like alpha helixes and
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beta sheets (Levitt, 1978; MacArthur & Thornton, 1991). This is due to the conformational rigidity
of proline given by the cyclic structure of its side chain. Proteins such as SPRRs and sauropsid
SPRR-like proteins contain a good number of proline repeats. Mammalian SPRRs have, like
loricrin, a disorganized structure and glutamine- and lysine-rich terminals. For this reason, SPRRs
are believed to confer elasticity by the central domain and mechanical resistance by the N- and C-
termini as loricrin does (Steinert et al., 1999; Candi et al., 1999, 2005, Figure 10). Different ratios of
loricrin and SPRRs alter physical properties like toughness and rigidity of the epidermis (Steinert et
al., 1998a-b; Candi et al., 2005). In addition to their structural function as cross-bridging proteins,
SPRRs seem to have anti-oxidative properties and detoxify reactive oxygen species (ROS) through

cysteine residues (Vermeij & Backendorf, 2010; Vermeij et al., 2011).
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Figure 10. Protein structure and proposed mechanical properties of cornification proteins.

Schematic drawings depict the protein structures of loricrin with glycine loops (a) and of a SPRR
(b), while in (c) and (d) the spring-like mechanism due to the disorganized structure of the central
domain of these proteins is shown. Reprinted by permission from Macmillan Publishers Ltd: Nat

Rev Mol Cell Biol. 6:328—-340, Candi et al., © 2005.
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Cysteine residues present in EDC proteins can form disulfide bonds which play a role in
rendering appendages hard, insoluble and resistant. Most disulfide bonds are supposed to be
intramolecular stabilizing proteins more than intermolecular involved in assembly (Fraser &
MacRae, 1963; Filshie et al., 1964; Hohl et al., 1991; Parry et al., 2006), but in mammalian
appendages intermolecular disulfide bonds are found (Gillespie, 1972; Dedeurwaerder et al., 1964).
Cysteine-rich proteins like hair keratins and KRTAPSs are known to be involved in the hard
cornification of nail and hair (Wang et al., 2000; Eckhart et al., 2008; Alibardi et al., 2011; Langbein
& Schweizer, 2005; Rogers et al., 2001; Powell & Rogers, 1997). It has been proposed that
cysteine-rich proteins might have a similar role in the hard appendages of sauropsids (Eckhart et al.,
2008, 2013). Notably, a pattern of cysteine residues duplets (CC) found in mammalian KRTAPs and
believed to facilitate crosslinking (Parry et al., 2006), has also been found in the bird EDC protein
EDCRP (Strasser et al., 2015). A good number of EDC proteins with cysteine duplets and even
triplets have been observed in snakes as well (Paper V).

The amino acid residue tyrosine (Y) contains an aromatic ring and is higly interactive either
by ring stacking of the aromatic rings (McGaughey et al., 1998) or hydrogen bonding of the
hydroxyl group (Levitt & Perutz, 1988). These characteristics endow tyrosine residues with
physical properties that can strengthen the material in which they are present. In fact, segments rich
in tyrosine and glycine are found in hard appendages of mammals (Gillespie, 1972, 1991) and in
sauropsids the terminal domains of many CBPs contain tyrosine- and glycine-rich segments (Dalla
Valle et al., 2008, 2009b; Gregg & Rogers, 1986). The combination of these two amino acids is
believed to confer pliability by the glycine residues and strength through the tyrosine ones obtaining
a glue like effect (Parry et al., 2006). Tyrosine-rich proteins called EDAAs (EDMTFs in birds) have
been identified in turtles and archosaurs (Strasser et al., 2014; Paper I & 111; Chapter 2.6) and also
in squamates four EDC proteins with a high aromatic acid content were identified (Paper V).

In addition to their conserved motif, SFTPs have a conserved C-terminal sequence motif and

are rich in arginine, glutamic acid, glutamine, glycine, serine, and/or histidine residues (Mlitz et al.,
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2014; Henry et al., 2012). In both tricohyalin (THCC) and scaffoldin (SCFN) a carboxy-terminal
domain and a high content of glutamine in the central domain has been conserved in amniotes
(Mlitz et al., 2014). Expression of cornulin and SCFN in sauropsids was similar to expression of
cornulin and THCC in human and mouse, namely in structures that will support the formation of
hard appendages like the filiform papillae of the tongue, nails, feathers, and hair (Mlitz et al., 2014).
So it seems that in both mammals and sauropsids their function, which is to offer scaffolds for the

growth of diverse skin appendages such as claws, nails, hair, and feathers, is conserved.

1.7 Corneous beta proteins, previously termed “beta-keratins”

The best studied epidermal proteins of sauropsids are the corneous beta proteins (CBPS),
previously also known as beta-keratins. These proteins have been analyzed in sauropsids in general
(Alibardi, 2013a; Fraser & Parry, 2014; Alibardi et al., 2007, 2009; Toni et al., 2007; Sawyer et al.,
2000) and specifically in birds (Wu et al., 2015; Ng et al., 2014; Greenwold & Sawyer, 2010, 2011,
2013; Alibardi et al., 2006; Gregg et al., 1984; Presland et al., 1989; Whitbread et al., 1991), in
crocodiles (Greenwold & Sawyer, 2013; Dalla Valle et al., 2009c; Ye et al., 2010; Alibardi, 2003b,
2005a; Alibardi et al., 2006), in turtles (Paper I; Alibardi, 2005b, 2013c, 2014b; Dalla Valle et al.,
2009b, 2013a; Li et al., 2013) and in squamates (Paper 1V; Liu et al., 2015; Dalla valle et al., 2005,
2007a-b, 2009a, 2010; Staudt et al., 2012; Alibardi, 2012, 2013d-e, 2014a, c-f, 2015a-b).

First identified by their X-ray diffraction pattern that exhibited a beta sheet secondary
structure as opposed to the keratin intermediate filaments that showed an alpha pattern deriving
from their secondary alpha helical structure (Marwick, 1931; Astbury & Marwick, 1932; Rudall,
1947). Later under electron microscopy (Filshie & Rogers, 1962) it was shown that while the beta
pattern consisted in filaments of 3.4 nm, the alpha keratin one had larger filaments of 8-10 nm.
Afterwards the name beta keratins was assigned to these proteins as it was believed they were a
special kind of hard keratin only found in sauropsids (Baden & Maderson, 1970; Fraser et al., 1972,

Fraser & Parry, 1996). By now it has become clear that other than both being part of the epidermis
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and forming filaments, KIFs and CBPs (beta keratins) have nothing in common (Alibardi. 2016a,
Pp. 288-293). First of all, they do not share the typical alpha-helical core domain of the keratin
superfamily, instead CBPs have a typical conserved core domain of 34 amino acids predicted to
form a pleated beta sheet which characterizes them (Calvaresi et al., 2016; Fraser & Parry, 1996,
2011, 2014; Alibardi & Toni, 2007). Secondly, the gene structure of the CBPs is the same as most of
the EDC proteins with two exons separated by an intron (Strasser et al., 2014), while the one of the
KIFs is completely different containing seven to eight exons separated by introns (Eckhart et al.,
2008; Lehnert et al., 1984). Furthermore, the exons of KIFs are all coding, but only one is in CBPs.
Thirdly the CBPs are located as already mentioned on the Epidermal Differentiation Complex
(EDC), whereas KIFs are both in mammals and sauropsids located in a different locus and even on
a different chromosome in animals with a completely characterized genome (Greenwold et al.,
2014; Vandebergh & Bossuyt, 2012). Finally, the length and consequently the molecular weight of
KIFs and CBPs is quite different, namely KIFs generally range from 40-70 kDa while CBPs are low
weight proteins ranging mainly between 8-25 kDa. Thus no evidence of evolutionary or
biochemical relation exists and it has been proposed to change the incorrect and confusing name of
beta keratins into corneous beta proteins (Alibardi et al., 2012).

Recently genes encoding CBPs have been identified as part of the EDC in all sauropsid
orders apart from the Sphenodontia for which no genome is available yet (Paper | & 1V; Strasser et
al., 2014; Chapter 2.6). This makes it likely that the proposed common origin of all CBP diversity
from a single ancestral sequence (Gregg & Rogers, 1986) was in the EDC. The number of CBPs
that have been found in the homonymous named cluster ranges from 25 in the American alligator
(Chapter 2.6) to 65 in chicken (Paper 1), but could even be 71 in the Japanese gecko (Liu et al.,
2015), if these CBPs will be confirmed to be all on the EDC. The absolute highest number of CBPs
identified so far is found in birds (120) where many feather CBPs are located outside the EDC and
related to the innovation of feathers as well as to the enormous feather phenotype variation

(Alibardi, 2016b; Alibardi & Toni, 2008; Greenwold & Sawyer, 2010, 2013; Greenwold et al.,
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2014; Ng et al., 2015; Wu et al., 2015). The same tendency of gene translocation was seen for the
turtles and also in this case has been put into relation to a novelty skin appendage like the shell

(Paper I; Greenwold & Sawyer, 2010; Li et al., 2013).

1.7.1 CBPs: structural, mechanical and physical properties

Even though characterized by their beta sheet secondary structure, the CBPs are not the only
epidermal proteins containing beta sheets. But they are the only ones with antiparallel beta strands
in the central domain that through beta turns give rise to the formation of a pleated and twisted beta
sheet. Both X-ray diffraction experiments and molecular modeling have suggested that CBPs
dimerize and that dimerization occurs between the beta sheets that pair up forming a f-sandwich
(Fraser & Parry, 1996, 2017; Calvaresi et al., 2016). Van der Waals and hydrogen-bond interactions
between beta sheets are thought to be responsible for intermolecular interactions of CBPs (Calvaresi
et al., 2016; Cheng et al., 2013; Fraser & Parry, 2009). The dimers (B-sandwiches) represent the
individual structural units that form through head-tail assembly filaments with a helical
configuration in which four repeat units form one turn (Figure 11). Different conformations have
been proposed for the filaments, one where the dimers axis is perpendicular to the one of the
filament and sheets consist in three complete and two partial beta strands (Fraser & Parry, 2008,
2014, 2017), another where the dimers axis is parallel to the one of the filament and sheets are
composed of four beta strands (Calvaresi et al., 2016, Figure 11).

While the central beta sheet domain is responsible for dimerization and forming fibrils of the
helical structure, it is believed that the N-and C-termini of CBPs form bonds with other proteins
constituting this way the matrix component of CBPs (Calvaresi et al., 2016; Alibardi, 2016a; Fraser
& Parry, 1996, 2008, 2011, 2014). The fact that CBPs contain both the filament and matrix
component in a single chain is what makes them unique with respect mammalian proteins where

different protein types fulfill these functions (Filshie & Roger, 1962; Alibardi et al., 2006, 2009).

34



A Pleated antiparallel B Two beta (B) monomers C Beta (B) dimer or D B-filament: 4 repeat units
beta (B) sheet or halves of the sandwich B-sandwich form 1 turn of the helix

C-terminus

C-terminus

C-terminus C-terminus

N-terminus

N-terminus

I N-terminus

N-terminus C-terminus

Central beta (B)
domain of 34 aa

C-terminus N-terminus

C-terminus

PSCINQIPPAEVVIQPPASIVTIPGPILSASCEP
3.4 nm

C-terminus N-terminus

X4

C-terminus | N-terminus

Matrix | Filament Matrix

Figure 11. Simplified and schematical illustration of CBP structure, dimerization and filament
formation. In (A) the CBP protein structure with pleated beta sheet in (B) two CBP monomers (C)
a beta dimer composed of the two monomers shown in B and in (D) a beta filament composed of 4
structural repeat units as in C. The beta dimers form the filament and the C- and N- termini the
matrix. Note: the illustration is in one dimension and does not show the twist of the beta sheet. The
shown conformation and beta sheet is according to Calvaresi et al., 2016. For an alternative beta
sheet and filament conformation see Fraser & Parry, 2017. For two-dimensional models of the

proposed conformations see the mentioned papers.

The CBP cluster can be divided into subclusters based on specific CBP characteristics
related to length, N-and C-termini, beta sheet domain and amino acid content. Terminal segments
rich in specific amino acid residues can endow the tissue with particular physical properties (Fraser
& Parry, 2017). For example some groups of CBPs contain terminal segments particularly rich in
glycine, cysteine, tyrosine or proline residues or combinations of these which can attribute
particular mechanical and physical properties to the proteins (Dalla valle et al., 2005, 2007a-b,
2009a-b, 2010; Hallahan et al., 2009; Alibardi et al., 2007, 2009; Gregg & Rogers, 1986). Repeated
motifs rich in glycine and aromatic amino acids are found in the C-terminal domain of chicken scale

and claw (Aral et al., 1983; Gregg et al., 1984; Whitbread et al., 1991) presumably conferring
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favorable mechanical properties and hydrophobicity to these appendages. In extensions rich in
charged and cysteine residues at the N-terminal domain, the charged residues are believed to make
tissue softer and more flexible by increasing its water content while the ones with cysteine take care
that the tissue’s insolubility and resistance is not compromised (Fraser & Parry, 2014; Taylor et al.,
2004; Watt & Leeder, 1968). On the other hand as already mentioned cysteine residues could play a
role in disulfide binding providing insolubility and resistance to sauropsid appendages. CBPs rich in
cysteine have been immunolocalized in lizard nails (Alibardi, 2015b; Alibardi & Toni, 2009).
Disulfide bonds have been proved to be present in the squamate epidermis, especially in the beta
and oberhautchen layer (Goslar, 1958; Matoltsy, 1962; Spearman & Riley, 1969; Baden et al., 1974;
Banjeree & Mital, 1978; Mittal & Sing, 1987a-b). Interaction between KIFs and CBPs have been
proposed in studies of various nature (Wyld & Brush, 1979, 1983; Alibardi &Toni, 2006; Toni et al.,
2007; Ripamonti et al., 2009; Alibardi, 2013, 2014) and it has been suggested that some CBP
interaction is mediated by disulfide bonds ( Paper V; Fraser et al., 1972; Fraser & Macrae, 1978).

In brief, CBPs are believed to be responsible for the hard and resistant character of the
sauropsid integument and their epidermal appendages with a different quantitative and qualitative
ratio of CBP composition determine the degree of rigidness, hydrophobicity and poor staining to
histological dyes (Alibardi, 2012, 2016a). Their presence is abundant in the sauropsid epidermis
(O’Guin et al., 1987; Knapp et al., 1991; Sawyer et al., 2000; Alibardi & Toni, 2006, 2008; Toni et
al., 2007), and in epidermal appendages like claw, beak, feathers and scales (Alibardi et al., 2006,
2007; Toni et al., 2007; Sawyer & Knapp, 2003; Gregg & Rogers, 1986; Sawyer et al., 1986;
Presland et al., 1989). CBPs are likely to have an analogous function to the KRTAPs found in
mammalian appendages (Alibardi, 2006, 2009, 2013) thus depicting a scenario of convergent
evolution.

Although a lot of research has been performed on CBPs, still little is known about the

regulation of their gene expression, the nature of their chemical or chemical-physical interactions
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with other proteins and one another, their role during formation of the sauropsid epidermal barrier

and epidermal appendages, and the molecular evolution of these proteins.

1.8 Skin defense mechanisms by proteins and peptides

The intact epidermis is a physical barrier to the attacks of microbes, but in case of loss of
integrity and wounds an additional defense mechanism, the innate immune system, is put into action
to prevent bacterial infection.

On the mammalian EDC we can find two proteins, the PGLYRP3 and 4 (Peptidoglycan
Recognition Proteins 3 and 4), involved in protecting the epidermis against microbial aggression
(Sun et al., 2006). In sauropsids EDC only one of these, the PGLYRP3, is present with exception of
the chicken where none was found (Strasser et al., 2014; Paper | & 1V; Chapter 2.6). In mammals
these proteins have been found specifically expressed in organs exposed to the environment like
epidermis, eyes, and mucous membranes (Lu et al., 2005; Sun et al., 2006). The protein's name
explains its function in defending the epidermis, it recognizes the peptidoglycan typically present on
bacterial cell walls. This receptor binds to the murein peptidoglycans (PGN) of Gram-positive
bacteria and is bactericidal to these types of microbes. Even though it can also bind to other
pathogens like Gram-negative bacteria and fungi, its effect exerted on these pathogens is only
bacteriostatic. PGLYRP3 (and 4) kill bacteria by binding to the cell wall or outer membrane and
exploiting the bacterial stress defense response. More precisely the bactericidal effect is mediated
by a two component system inducing membrane depolarization and production of hydroxyl radicals
(-OH) in the cytoplasm and this is accompanied by cessation of intracellular biosynthesis of DNA,
RNA, peptidoglycan and proteins (Kashyap et al., 2011). This mechanism is different than the one
general used by antimicrobial peptides that instead kill microbes by permeabilizing bacterial
membranes (Lu et al., 2005; Kashyap et al., 2011).

Several antimicrobial peptides (AMPSs) have been identified in reptiles (Stegemann et al.,

2009; Chattopadhyay et al., 2006; Lakshminarayanan et al., 2005, 2008) and some specifically in
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the skin (Dalla Valle et al., 2012, 2013b; Benato et al., 2013). These peptides are produced by both
eukaryotes and prokaryotes as part of the innate immune system. They show a broad diversity in
interactions and antimicrobial spectrum (Gram positive and negative bacteria, fungi and sometimes
enveloped viruses and protozoa). Although most AMPs are amphipathic and positively charged,
they show variability based on their structure and their amino acid composition. Several classes are
recognized, like the defensins that contain 6 cysteines forming specific intramolecular disulfide
bonds, and the cathelicidines that are linear cationic alpha-helical containing peptides (Ganz, 2003;
Brogden, 2005). Characteristics like the net charge and hydrophobicity of AMPs are thought to
determine their functionality and changes in these characteristics can influence both antimicrobial
activity and selectivity (Zelezetsky et al., 2005).

Antimicrobial peptides have been well studied since they are believed to be the solution to
the increasing resistance of bacteria to antibiotics. However, their application in the medical field
has resulted more complicated than first thought. These peptides are very reactive and can interact
with the testing medium and various environmental factors like pH, ionic strength and salt
concentration (Walkenhorst et al., 2013; Wu et al., 2008; Lee et al., 1997; Friedrich et al., 1999; Wei
et al., 2007). Therefore testing their efficiency has resulted highly dependent on the medium implied
and conditions applied during trials. The exact physiological conditions under which these peptides
function are often not known and cannot be reproduced during bioassays. In any case several
studies have demonstrated the bactericidal effect of reptile AMPs (Paper I1; Stegemann et al., 2009;
Chattopadhyay et al., 2006; Lakshminarayanan et al., 2005, 2008).

It has been shown that these peptides function through various mechanisms; usually they
attack the bacterial membrane causing the formation of pores, but they can also attack membrane
bound or specific intracellular targets like DNA, RNA or protein synthesis (Paper 11; Klver et al.,

2006; Falla et al., 1996; Boman et al., 1993; Hsu et al., 2005).
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2.1 Results: Epidermal proteins of Testudines

2.1.1 Introduction to paper |: Comparative Genomics Identifies Epidermal Proteins

Associated with the Evolution of the Turtle Shell.

The first paper reports the analysis of the epidermal differentiation complex (EDC) of the
sauropsid clade of the Testudines. The EDC gene cluster encodes many structural proteins of the
epidermis in mammals. Homologs of the EDC had been reported in the chicken and in the green
anole lizard but in no other sauropsids prior to this PhD study.

We have investigated the hypothesis that the evolution of mechanically resilient
modifications of the epidermis in turtles such as the scutes of the shell, might have been associated
with specific adaptations of the EDC. Using newly available genome sequences of four turtle
species, we show that the EDC of turtles comprises more than 100 genes, including at least 48
genes that encode corneous beta proteins (CBPSs), also known as beta-keratins. Furthermore we
identified several EDC proteins that contained cysteine/proline contents beyond 50% of total amino
acid residues as well as conserved sequence motifs also present in loricrin, PGLYRP3 and small
proline-rich proteins (SPRRs) of mammals. Distinct subfamilies of EDC genes have been expanded
and partly translocated to loci outside of the EDC in turtles.

Experimental data obtained by RT-PCR analysis on tissues of E. orbicularis showed that
EDC genes are differentially expressed in the skin of various body sites and that a subset of CBP
genes within the EDC as well as a subset located outside of the EDC are expressed predominantly
in the scutes of the turtle shell. Also other gene clusters that have undergone expansion like EDPCV
and EDQM contain members predominantly expressed in the shell. Further confirmation of skin
specific expression was obtained by screening the published transcriptome of T. scripta.

Phylogenetic analysis of the CBPs (beta keratins) indicated that those predominantly
expressed in the scutes of the shell belong to subcluster A being similar to the chicken claw keratins

as well as to turtle genes duplicated and translocated outside the EDC. The latter seem to have
40



originated from the cluster A on the EDC. This strengthens the hypothesis that duplication and
translocation of members of this subcluster might be related to the origin and the specialization of
the turtle shell.

The reported results suggest that the evolutionary novelty of the turtle shell involved specific
molecular adaptations of epidermal differentiation as well as the origin and expansion of shell-
related genes. Similarities in the overall structure of the EDC and amino acid sequence similarities
of EDC-encoded proteins support the hypothesis that an EDC was already present in a common

ancestor of turtles and mammals.
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Abstract

The evolution of reptiles, birds, and mammals was associated with the origin of unique integumentary structures. Studies
on lizards, chicken, and humans have suggested that the evolution of major structural proteins of the outermost,
cornified layers of the epidermis was driven by the diversification of a gene cluster called Epidermal Differentiation
Complex (EDC). Turtles have evolved unique defense mechanisms that depend on mechanically resilient modifications of
the epidermis. To investigate whether the evolution of the integument in these reptiles was associated with specific
adaptations of the sequences and expression patterns of EDC-related genes, we utilized newly available genome se-
quences to determine the epidermal differentiation gene complement of turtles. The EDC of the western painted turtle
(Chrysemys picta bellii) comprises more than 100 genes, including at least 48 genes that encode proteins referred to as
beta-keratins or corneous beta-proteins. Several EDC proteins have evolved cysteine/proline contents beyond 50% of
total amino acid residues. Comparative genomics suggests that distinct subfamilies of EDC genes have been expanded and
partly translocated to loci outside of the EDC in turtles. Gene expression analysis in the European pond turtle (Emys
orbicularis) showed that EDC genes are differentially expressed in the skin of the various body sites and that a subset of
beta-keratin genes within the EDC as well as those located outside of the EDC are expressed predominantly in the shell.
Our findings give strong support to the hypothesis that the evolutionary innovation of the turtle shell involved specific
molecular adaptations of epidermal differentiation.

Key words: turtles, skin, gene family, integument, gene duplication.

Introduction (Thomson et al. 2014). The latter have lost both scales, an

Turtles are a clade of reptiles that have evolutionarily diverged
from their next relatives, that is, the archosaurs (crocodilians
and birds) approximately 240-260 Ma (fig. 1A; Iwabe
et al. 2005, Kumar and Hedges 2011; Shaffer et al. 2013;
Wang et al. 2013; Thomson et al. 2014; Bever et al. 2015;
Crawford et al. 2015). The most important morphological
innovation in the evolution of turtles has been the shell
which is composed of skeletal, dermal, and epidermal ele-
ments that together form the ventral plastron and the
dorsal carapace (Zangerl 1969). The complex evolution and
development of the bony elements of the turtle shell have
been extensively studied and reviewed (Ruckes 1929; Burke
1989; Reisz and Head 2008; Nagashima et al. 2009; Hirasawa
et al. 2013, 2015; Rice et al. 2015). The epidermal components
of the shell are the scutes in hard-shelled turtles and the
largely unpatterned epidermis in soft-shelled turtles

ancestral trait of reptiles, and scutes, which are generally con-
sidered to be derived from scales (Alibardi and Thompson
1999; Thomson et al. 2014). Other important epidermal struc-
tures of turtles are the claws, which are shared with other
amniotes (Alibardi 2003, 2014) and the rhamphotheca, a
horny sheath covering the mandibles that functionally com-
pensates the absence of teeth in turtles. The molecular basis
for the evolution of epidermal structures in turtles is only
beginning to emerge (Dalla Valle et al. 2009; Li et al. 2013;
Moustakas-Verho et al. 2014, 2015).

The epidermis of vertebrates is a stratified epithelium in
which cells of the basal layer proliferate and start to differen-
tiate upon detachment from the basement membrane that
separates the epidermis from the underlying dermis.
Keratinocyte differentiation involves the transcriptional
upregulation of genes that encode structural proteins and
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Fic. 1. Schematic overview of the phylogenetic position of turtles and keratinocyte differentiation in the epidermis of turtles. (A) Phylogenetic tree of
turtles and other vertebrates. (B) Diagram of the epidermis of turtles and other amniotes. Keratinocytes proliferate in the basal layer (yellow) and, upon
transition into suprabasal layers, undergo a differentiation program that ultimately converts living cells into dead components of the cornified layer
(red) (left panel). Variations of the gene expression program during differentiation lead to various epidermal structures of turtles, such as the scutes of

the shell (right panel).

the passive movement of cells toward the skin surface.
Ultimately, keratinocytes undergo cornification, a mode of
programmed cell death (Eckhart et al. 2013) that generates
mechanically rigid and interconnected cell corpses (corneo-
cytes) (fig. 1B). Although the molecular determinants of
epidermal differentiation have been characterized only in-
completely in turtles, it can be inferred from comparison
with other amniotes (Strasser et al. 2014) that the epidermal
features of turtles are a consequence of specific adaptations of
the process of keratinocyte differentiation.

In mammals, many of the components of the cornified
protein envelope of corneocytes are encoded by genes of a
gene cluster known as the Epidermal Differentiation Complex
(EDC) (Mischke et al. 1996). The human EDC comprises genes
encoding ST00A proteins, peptidoglycan recognition proteins
(PGLYRP), simple EDC (SEDC) genes with one noncoding and
one coding exon such as loricrin, involucrin, and small pro-
line-rich proteins, and S100 fused-type proteins (SFTPs) such
as cornulin, trichohyalin, and filaggrin (Henry et al. 2012;
Kypriotou et al. 2012).

Recently, we have shown that a gene cluster with the same
basic organization is also present in two sauropsidian model
species, the chicken and the green anole lizard (Strasser et al.
2014). Moreover, in the above study we demonstrated that
these genes are specifically expressed in epidermal keratino-
cytes. Loricrin contributes to the formation of the skin barrier
not only in mammals but also in lizards (Strasser et al. 2014).
SFTPs are expressed in human and avian epithelia that func-
tion as scaffolds for growing skin appendages such as claws,
hair, and feathers (Mlitz et al. 2014). Recently, a new epider-
mal differentiation cysteine-rich protein (EDCRP) has been
detected as a component of avian feathers (Strasser et al.
2015). Importantly, gene locus synteny (Vanhoutteghem
et al. 2008; Strasser et al. 2014) and conservation of exon—
intron organization (Strasser et al. 2014) have led to the

hypothesis that the beta-keratins, which are widely consid-
ered the main epidermal proteins of sauropsids (Fraser and
Parry 1996, 2014; Alibardi et al. 2009), have originated in the
EDC and represent a sauropsid-specific subtype of SEDC gene
products (Strasser et al. 2014). It is important to note that the
term “beta-keratins” indicates neither common ancestry nor
sequence similarity to “keratins” in the sense used by the
Gene Nomenclature Committee. The latter group of proteins
was originally named “alpha-keratins” and belongs to the in-
termediate filament protein superfamily (Schweizer et al.
2006). We advocate the renaming of beta-keratins to “corne-
ous beta-proteins” or another term without the misleading
word keratin, but we will use the traditional term here to link
our report to the previous literature on skin proteins of tur-
tles. The phylogeny of beta-keratins in turtles has been
recently reported (Li et al. 2013); however, the role of the
EDC in the evolution of the unique integument of turtles
has remained elusive.

Here, we report the identification of the genes that con-
stitute the EDC in turtles, the investigation of EDC gene ex-
pression in a turtle model species, and comparative analyses
that suggest evolutionary trajectories for the main types of
EDC genes in turtles. Our results reveal that the evolution of
turtles involved expansions of gene families within the EDC,
translocations of beta-keratin and other genes to novel loci
outside of the EDC, and adaptations of EDC gene expression
patterns to turtle-specific integumentary structures.

Results

The Basic Organization of the EDC Is Conserved
in Turtles

To investigate the presence and organization of the EDC in a
representative turtle species, we used the published genome
sequence of the western painted turtle, Chrysemys picta bellii
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Fic. 2. Organization of the EDC in the turtle Chrysemys picta in comparison to that of the chicken. Genes of the EDC in chicken (chromosome 25) and
the turtle C. picta are schematically depicted. Arrows indicate the orientation of the genes. SEDC genes with two exons are represented by colored
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not 1:1 orthology to specific members of the same gene family in other species. Black vertical lines connect orthologous genes or gene families. Note that

the schemes are not drawn to scale.

(Shaffer et al. 2013), and determined the set of genes located
between the homologs of S100A12 and S100A11 genes.
Automatic gene prediction algorithms had failed to correctly
annotate many EDC genes of the chicken and lizard (Strasser
et al. 2014), and were also not considered reliable for C. picta.
Therefore, we used the existing gene annotations for ST00A
and PGLYRP genes only, and performed tBLASTn searches
with the amino acid sequences of human, chicken, and lizard
EDC-encoded proteins (Strasser et al. 2014) and predicted
additional genes of the SEDC type by screening conceptual
translations of the EDC nucleotide sequence. Iterative rounds
of gene searches were performed in which newly predicted
amino acid sequences were used as query sequences for the
tBLASTn searches.

The EDC of the western painted turtle has an organization
of largely shared synteny with that of the chicken (Strasser
et al. 2014; fig. 2). Besides 12 ST00A genes and PGLYRP3, we
identified a homolog of EDKM, 90 SEDC genes (including five
partial genes) and 2 SFTP genes on the EDC scaffold
(GenBank accession number NW_007281429.1) of the
C. picta genome (supplementary tables S1 and S2 and
fig. S1, Supplementary Material online). Names and abbrevi-
ations were tentatively assigned to these genes according to a
preliminary nomenclature system for sauropsidian EDC genes
(Strasser et al. 2014; supplementary table S1, Supplementary
Material online). In addition to the SEDC genes on the EDC
scaffold, we identified SEDC gene homologs at two genome
loci outside of the EDC as well as on several short scaffolds
that did not contain any other genes than SEDCs. Because the
scaffold containing the great majority of EDC genes has sev-
eral sequence gaps, it is possible and even likely that some of
the latter scaffolds have not yet been integrated into their
correct position within the EDC and that the number of
genes within the EDC is higher than that on the genomic
scaffold mentioned above. Details on the SEDC genes identi-
fied at non-EDC loci are provided below.

The gene loci identified in C. picta were compared to those
of three other turtles of which genome sequences were avail-
able in GenBank, that is, Chelonia mydas, Pelodiscus sinensis,
and Apalone spinifera. These comparisons showed a similar
organization of the EDC in Che. mydas and P. sinensis (supple-
mentary tables S3 and S4 and figs. S2 and S3, Supplementary
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Material online) whereas the fragmented genome sequence
assembly of A. spinifera did not allow alignments of sufficient
length (not shown).

Proteins Encoded by Turtle EDC Genes Have Evolved
Extreme Biases in Amino Acid Compositions and
Highly Repetitive Sequences

The newly identified EDC gene sequences of turtles
were translated in silico (supplementary figs. S1 and S2,
Supplementary Material online) and the resulting amino se-
quences were analyzed for features that might be associated
with the presumable function of the encoded proteins in the
epidermis of turtles. As previous studies have suggested that
the evolution of the EDC has generated SEDC proteins with
highly diverse amino acid compositions (Strasser et al. 2014),
we determined the amino acid contents of SEDC proteins in
C. picta. Indeed, many SEDC proteins of C. picta have ex-
tremely high contents of either glycine and serine, or cysteine
and proline (fig. 3A-C), and, in addition, contain lysine and
glutamine residues which are supposed to be the sites of
protein cross-linking via transglutamination (Strasser et al.
2014). Remarkably, the combined content of cysteine and
proline exceeded 50% of the total amino acid residues in
several SEDC proteins. The genes encoding glycine/serine-
rich proteins were clustered in one half (fig. 2) of the EDC
whereas the genes encoding cysteine/proline-rich proteins
were clustered in the other half (fig. 2) of the EDC, indicating
that they arose by tandem duplication events. Another group
of genes encoding proteins rich in aromatic amino acids,
particularly histidine and tyrosine (supplementary fig. S4,
Supplementary Material online), is located in the central
region of the EDC. These genes are likely homologous to
chicken genes that were previously named “epidermal differ-
entiation proteins starting with the MTF motif’ (EDMTFs)
(Strasser et al. 2014). For the turtle homologs of EDMTFs, we
propose the name epidermal differentiation proteins rich in
aromatic amino acids (EDAAs). Beta-keratins, as defined by
the presence of a 34-amino acid residue segment with high
propensity to form beta-sheets (Fraser and Parry 1996, 2014;
Alibardi et al. 2009), are encoded by SEDC genes located on
both sides of the EDAA cluster. The amino-terminal portion
of most beta-keratins does not have an extreme bias in the
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amino acid content whereas the carboxy-terminal portion is
typically rich in glycine and tyrosine (fig. 3D).

Among the two SFTPs of C. picta, cornulin is rich in proline
(18%), glutamine (10%), and glutamic acid (14%) whereas
scaffoldin is rich in glutamic acid (~24%), arginine (~22%),
and proline (~18%; the percentage numbers are not accurate
because the gene has not been completely sequenced). In
many SEDC proteins (fig. 3B and C) and in both SFTPs (sup-
plementary fig. S5, Supplementary Material online), the
amino acid sequences are dominated by repeats, possibly
representing the products of inequal crossovers during the
evolution of EDC genes (Strasser et al. 2014). Proteins
encoded by genes at various positions distributed over the
entire length of the SEDC gene cluster of C. picta contain
conserved sequence motifs at their amino and carboxy-
terminus (supplementary fig. S6, Supplementary Material
online), similar to diverse proteins encoded by EDC genes
of humans, chicken, and lizard (Strasser et al. 2014). The con-
servation of lysine and glutamine residues, that is, the target
amino acids of transglutamination (Strasser et al. 2014), sug-
gests that protein cross-linking via transglutamination is a
conserved feature of EDC proteins. Common exon—intron
structure, a gene arrangement compatible with an evolution
by tandem duplications, and the presence of conserved se-
quence elements at the amino- and carboxy-termini of many
(but not all, e.g, beta-keratins) SEDC proteins, support the
hypothesis that SEDC genes have originated from a single or
only few ancestral gene(s) (Strasser et al. 2014). The amino
acid sequences of turtle SEDC proteins exemplify the remark-
able sequence diversification that has accompanied the evo-
lution of epidermal proteins in amniotes (fig. 3E).

Gene Duplications and Translocations Have
Generated Families of SEDC Genes Both Inside and
Outside the EDC of Turtles

To allow for hypotheses on the evolutionary history of indi-
vidual EDC genes of turtles, we next compared the amino acid
sequences of proteins encoded by genes along the EDC.
Classical approaches of molecular phylogenetics were
deemed not applicable for most EDC genes because of the
highly repetitive nature of amino acid sequences and because
of the biased amino acid compositions of the encoded pro-
teins, which precluded unambiguous sequence alignments.
However, we performed a phylogenetic analysis of beta-
keratins (see below).

We found that a large portion of the EDC of C. picta
was comprised by five distinct gene types, namely those
encoding EDQMs (Epidermal Differentiation proteins con-
taining a glutamine (Q) Motif) (supplementary fig. S7,
Supplementary Material online), EDAAs (supplementary
fig. S8, Supplementary Material online), EDP (Epidermal
Differentiation proteins rich in Proline)-like proteins,
EDPCVs (Epidermal Differentiation proteins rich in Proline,
Cysteine and Valine) (supplementary fig. S9, Supplementary
Material online), and beta-keratins (supplementary fig. S10,
Supplementary Material online). Only the existence of the
latter proteins of turtles and their homology to proteins of

the chicken was reported previously (Dalla Valle et al. 2009;
Li et al. 2013). Orthologs of EDQM, EDAA, and EDP-like genes
are also present in the chicken, whereas turtle EDPCV genes
appear to lack counterparts in the chicken (fig. 2).

The number of EDQM genes was higher in C. picta (n = 8)
than in chicken (n=2), suggesting a lineage-specific expan-
sion of this gene family. Similarly, the number of EDAA genes
in C. picta (n=22) was higher than the number of the ho-
mologous EDMTF genes in the chicken (n = 5). Unexpectedly,
BLAST searches identified a locus (between genes encoding
SLAMFS8 and NLRPs) outside of the EDC that contained EDAA
genes (supplementary fig. S11, Supplementary Material
online). This locus was conserved in Che. mydas and P. sinen-
sis, however in the latter only EDAA genes carrying premature
stop codons or frameshift mutations could be identified. This
pattern of EDAA gene loci is compatible with the hypothesis
that EDAA genes originated within the EDC, and EDAA copies
were translocated next to the SLAMFS8 locus (supplementary
fig. S11, Supplementary Material online) in the stem lineage of
turtles. Fifteen EDPCV genes were identified in C. picta,
whereas only four EDPCV genes were found in the soft-shelled
turtle P. sinensis. In the latter we identified a scaffold
(GenBank accession number NW_005854374.1) that con-
tained EDPCV genes as well as the gene Natural killer cell
receptor 2B4-like, suggesting that this scaffold is not part of
the EDC. As neither C. picta nor Che. mydas had EDPCV genes
at syntenic lodi, it is likely that the EDPCV gene cluster has
undergone a rearrangement, possibly a translocation of a
subset of its genes, in P. sinensis.

The largest family of SEDC proteins of the turtles are the
beta-keratins. In total, we identified 82 complete and more
than 10 partial beta-keratin genes in the genome of C. picta.
Sequence alignments showed that there were subfamilies
with characteristic sequence motifs (supplementary fig. S10,
Supplementary Material online). Comparisons of beta-keratin
gene loci of C. picta, Che. Mydas, and P. sinensis and genomes
of other vertebrates demonstrated that some of the beta-
keratin genes of the turtles are located adjacent to the
gene ODF3B outside of the EDC (supplementary fig. S12,
Supplementary Material online). No other vertebrates have
beta-keratin genes at this locus, suggesting that this beta-
keratin gene cluster originated specifically in the evolutionary
lineage leading to modern turtles. The beta-keratins encoded
by genes at this locus (tentatively named Beta-O proteins,
whereby O indicates the location of the genes “outside of the
EDC”), are most closely related to beta-keratins encoded by
a subcluster (tentatively named Beta-A) of the beta-
keratin gene cluster in the EDC (supplementary fig. S13,
Supplementary Material online). Within the EDC, the Beta-
A gene cluster is flanked by the Beta-B cluster of beta-keratins
for which we could not identify close homologs outside of the
EDC. The cluster of Beta-A genes of the turtle is syntenic to
“claw beta-keratins” (figure 3 in Greenwold et al. 2014) of the
chicken (designated “Beta claw” in supplementary fig. S13A,
Supplementary Material online). Phylogenetic analysis sug-
gests that beta-keratins of the Beta-A plus Beta-O clade of
turtles and claw, feather, and scale beta-keratins of the
chicken form four separate strongly supported monophyletic
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groups. Furthermore, these groups cluster together to the
exclusion of the other beta-keratins (supplementary
fig. S13B, Supplementary Material online). Together with
the localization of Beta-A genes within the phylogenetically
ancient beta-keratin subcluster of the EDC (supplementary
fig. S13, Supplementary Material online), the strong support
for the joined subtree of Beta-A and Beta-O proteins suggests
that the cluster of Beta-O genes arose by translocation of one
or more ancestral genes from the Beta-A gene cluster,
followed by gene duplications.

In addition to the above-mentioned gene families, the EDC
of turtles contains several individual genes that are ortholo-
gous to EDC genes of the chicken and other amniotes
(Strasser et al. 2014). Like the EDCs of the lizard and human
but different from that of the chicken, the turtle EDC contains
a PGLYRP3 gene. The western painted turtle has a single LOR
gene (fig. 2, supplementary fig. S3, Supplementary Material
online) whereas the chicken has three (Strasser et al. 2014).
Both in turtle and chicken, LOR is flanked by a gene, tentatively
named EDQL (previously named EDQM3 in chicken (Strasser
et al. 2014)), that encodes a protein with a carboxy-terminus
highly similar to that of loricrin (supplementary fig. S14A and
S6 and table S1, Supplementary Material online). EDWM, an
SEDC gene present in all sauropsids investigated so far (Strasser
et al. 2014) is conserved in the hard-shelled turtles C. picta and
Che. mydas but has acquired mutations that destroy its open
reading frame in the soft-shelled turtles P. sinensis and A. spi-
nifera (supplementary fig. 15, Supplementary Material online).
EDCRP (Strasser et al. 2015) and other genes encoding
extremely cysteine-rich proteins are absent between the
EDWM and LOR genes of the turtle whereas they are present
at this site of avian EDCs (fig. 2). EDP3 genes were identified in
C. picta and chicken (supplementary fig. S14B, Supplementary
Material online). Most of the SEDC genes of C. picta had
orthologs with highly conserved sequences in Che. mydas
and P. sinensis (supplementary fig. S16, Supplementary
Material online). However, the numbers of genes in the
SEDC subfamilies of EDQM and EDPCV genes differed (supple-
mentary fig. S3, Supplementary Material online), and SEDC
genes containing multiple internal sequence repeats, such as
LOR and EDPE, could not be faithfully predicted for Che. mydas
and P. sinensis because of uncertainties in the genomic se-
quence assembly (supplementary fig. S3, Supplementary
Material online, and data not shown). Thus, the evolution of
individual EDC genes in the diverse subclades of turtles remains
to be investigated in future studies.

Together, these data suggest that the EDC genes underwent
differential evolution in the lineages leading to turtles and other
sauropsids, with many genes being conserved and some genes
undergoing repeated rounds of tandem duplication events to
give rise to turtle-specific expansions of gene families.

EDC Genes Are Differentially Expressed in the Shell
and Other Integumentary Structures of the European
Pond Turtle

To test whether the predicted EDC genes are expressed, we
investigated RNA-seq data of C. picta and P. sinensis (available

in the National Center for Biotechnology Information (NCBI)
databases, Materials and Methods) and screened the pub-
lished transcriptome sequence reads of the red-eared slider
turtle (Trachemys scripta) (Kaplinsky et al. 2013). The avail-
able RNA-seq information from C. picta did not include spe-
cific samples from skin, nevertheless we found sequence reads
indicating expression of the predicted exons of EDP3, EDPQ1/
2, and two EDPCV genes (Shaffer et al. 2013) (supplementary
table S2A, Supplementary Material online). RNA-seq data
from P. sinensis (Wang et al. 2013) demonstrated expression
of most predicted EDC genes (supplementary table S4A,
Supplementary Material online) and suggested transcrip-
tional upregulation of these genes during the developmental
maturation of the epidermis (supplementary fig. S17,
Supplementary Material online). The analysis of the transcrip-
tome data from T. scripta (Kaplinsky et al. 2013) confirmed
expression of homologs of all genes investigated, including
cornulin, scaffoldin, EDKM, loricrin, EDQL, and EDPE in the
embryo of T. scripta. However, these data did not allow as-
signing the transcripts to particular tissues and body sites.

Therefore, we studied EDC gene expression in freshly pre-
pared turtle tissues. Because C. picta was not available to us,
45-days old embryos of the European pond turtle (Emys orbi-
cularis) from a breeding program at the Vienna Zoo were
investigated. Representative histological images illustrating
the epidermal layers and fully cornified skin structures present
at this embryonic stage are shown in supplementary figure
S18, Supplementary Material online, Supplementary Material
online. Muscle, kidney, tongue (without cornifying ker-
atinocytes), and nose/rhamphotheca, skin of neck, tail, toes
including claws, carapace, and plastron (with cornifying ker-
atinocytes) were subjected to RNA extraction and reverse
transcription polymerase chain reaction (RT-PCR) analyses
using primers that were designed to anneal to the predicted
exons 1and 2 of EDC genes of C. picta. With the exception of
primers specific for EDPE, all the other PCRs that we per-
formed on the cDNAs derived from different tissues of E.
orbicularis gave single products that could be purified and
sequenced (supplementary fig. ST9A and B, Supplementary
Material online). Alignment of cDNA sequences of E. orbicu-
laris to the predicted mRNA sequences of C. picta confirmed
the specificity for the intended targets and revealed a high
degree of sequence conservation between E. orbicularis and C.
picta (supplementary fig. S19C, Supplementary Material
online). A PCR with primers specific for the housekeeping
gene GAPDH confirmed that all preparations of tissue sam-
ples contained cDNAs accessible for PCR amplification,
though differences in cDNA amounts allowed only for semi-
quantitative comparisons of gene expression (fig. 4, lower-
most panel). A cDNA preparation from the nose and
rhamphotheca (rhinotheca) of the turtle embryos contained
transcripts of all the genes investigated whereas other tissues
contained only transcripts of a subset of genes. The physio-
logical significance of the broad gene expression in the skin of
the nose and/or rhamphotheca is unknown.

All genes localized in the EDC were expressed in tissues
that contained epidermal keratinocytes (fig. 4). Likewise,
EDAA genes located outside the EDC (EDAA-O)
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Fic. 4. EDC genes are differentially expressed in the skin of different body sites of the European pond turtle. The expression of EDC genes was
determined by RT-PCR in embryonic tissues of the European pond turtle (Emys orbicularis). Intron-spanning primers were designed using the sequences
of the EDC genes of Chrysemys picta and Chelonia mydas. The RT-PCR products were sequenced and their identity was determined by identifying the
best sequence matches with EDC genes of C. picta (supplementary fig. S19, Supplementary Material online). Red asterisks mark transcripts that are
predominantly expressed in the shell (carapace and/or plastron).
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(supplementary fig. S11, Supplementary Material online) and
beta-keratin genes outside the EDC (Beta-O) (supplementary
fig. S12, Supplementary Material online) were essentially con-
fined to tissues in which keratinocytes cornify (fig. 4).
Transcripts of several EDC genes (LOR, EDQMT1, EDP3,
EDAA19) were detected in the skin of all body sites whereas
some genes showed differential expression at the various re-
gions of the body surface. Among beta-keratins, EDbeta1
showed a relatively wide expression pattern whereas Beta-
A1 was expressed only in the nose/mouth region and the
toes, perhaps indicating a role in the hard cornification of
the rhamphotheca and the claws, respectively. Intriguingly,
the transcripts tentatively named Beta-A4, originating from
a gene within the Beta-A subcluster of the beta-keratin gene
cluster of the EDC (supplementary fig. S13A, Supplementary
Material online), and Beta-O17, which corresponds to a beta-
keratin located outside the EDC, were present at the highest
levels of expression in the carapace and the plastron. In par-
ticular, Beta-O17 was essentially specific for the shell because
RT-PCR products from the nose/rhamphotheca and the toes
were much weaker than those from the carapace and the
plastron (fig. 4, uppermost panel). In summary, the expression
analysis of EDC and EDC-related genes of E. orbicularis dem-
onstrated that most genes are differentially expressed at var-
ious body sites and some of these genes, including beta-
keratins of the Beta-A and Beta-O families as well as distinct
SEDC genes different from beta-keratins, are expressed pre-
dominantly in the shell (fig. 4, red asterisks).

Discussion

The results of this study suggest that the evolution of the
unique morphology of turtles involved specific adaptations of
epidermal differentiation genes located in, or originating from
the amniote-specific gene cluster known as EDC (Strasser
et al. 2014). A scenario for the evolution of the EDC in turtles
is schematically depicted in figure 5. According to this model,
the basic organization of the EDC was inherited from a
common ancestor of turtles and their next relatives, the ar-
chosaurs. In the lineage leading to turtles, EDAA and beta-
keratin genes were independently translocated to loci outside
the EDC. The EDQM and EDPCV gene families as well as EDAA
and beta-keratin genes both within and outside the EDC
expanded by repeated gene duplications. Furthermore,
many EDC genes acquired differential expression patterns in
various skin structures. We propose that some EDC genes,
including a subset of beta-keratin genes (members of the
Beta-A cluster), and beta-keratin genes at the locus outside
of the EDC (Beta-O) evolved a predominant expression in
scales of the dorsal and ventral aspects of the body where
they contributed to the evolution of the hard scutes of the
shell.

EDC genes encode structural proteins of epidermal kerati-
nocytes (Henry et al. 2012; Kypriotou et al. 2012; Eckhart et al.
2013). In particular, proteins encoded by SEDC genes are sup-
posed to exert their function by becoming cross-linked com-
ponents of mechanically resilient structures at the skin surface
(Candi et al. 2005; Eckhart et al. 2013). The relative abundance
and the type of molecular interactions of individual proteins

likely modulate the physicochemical parameters of cornifica-
tion products such as the pliable cornified layer of the “soft”
epidermis and the more rigid scutes of the shell. Our data
suggest that SEDC protein families with very different amino
acid contents have expanded during the evolution of turtles,
namely EDQMs (containing a characteristic stretch of gluta-
mine residues), EDPCVs (rich in proline and cysteine residues),
EDAAs (rich in aromatic amino acids), and beta-keratins. The
distinct sequence features of these protein families might fa-
cilitate different types of interactions with other structural
proteins of cornifying keratinocytes, including keratins, cyto-
linkers, and cell junction proteins that are encoded by genes
at loci outside of the EDC (Niessen 2007; Vandebergh and
Bossuyt 2012; Wiche et al. 2015). Glutamine and cysteine
residues (present in EDQMs and EDPCVs) are the main
sites of intermolecular cross-linking of EDC proteins via trans-
glutamination and disulfide bond formation, respectively
(Kalinin et al. 2002; Eckhart et al. 2013; Rice et al. 2013).
Stretches of glycine residues, located between transglutami-
nation sites of EDQM proteins possibly allow for flexible
changes in protein length that are supposed to contribute
to the compaction of the cellular protein envelope during
keratinocyte cornification (Candi et al. 2005). Aromatic
amino acid residues (highly abundant in EDAAs and in the
carboxy-terminal portion of beta-keratins) are potential sites
of the non-covalent protein interaction mode termed pi-
stacking (McGaughey et al. 1998; Waters 2002). Together
with the emerging data on EDC proteins of other amniotes
(Henry et al. 2012; Strasser et al. 2014; our unpublished data),
the results of the present study provide the basis for theoret-
ical and experimental studies on the molecular interactions
that determine the epidermal phenotypes of amniotes.

The expression of EDC genes at the various body sites of
turtles was investigated by semiquantitative RT-PCR analyses
using E. orbicularis as a model species. This approach had
several limitations such as the restricted availability of tissue
samples which did not allow the analysis of biological repli-
cates. Nevertheless, our results allow the conclusion that
many turtle EDC genes are expressed in the skin of more
than one body site. This is true for beta-keratins of the cluster
B (within the EDC), loricrin, EDP3, EDAA, and at least one
EDQM gene. However, our data also identify EDC genes
expressed predominantly in the shell (Beta-A4) and, in
some cases, predominantly in the carapace (EDPCV, assign-
ment of this E. orbicularis RT-PCR product to an individual
EDPCV gene family member was not possible) or the plastron
(EDQM?7) (fig. 4). The association of gene expression with the
shell was most obvious for two beta-keratins investigated, one
belonging to the Beta-A cluster (within the EDC) and the
other belonging to the Beta-O cluster (outside the EDC).
These findings suggest a specific role for these beta-keratins
in the scutes of the shell but also indicate that other SEDC
genes have contributed to the evolution of the shell.

The data presented here complement and extend previous
studies on the roles of beta-keratins in the evolution of turtles.
Beta-keratins, also referred to as corneous beta-proteins
(Alibardi et al. 2009) to indicate their lack of common ances-
try with keratins (Schweizer et al. 2006), are encoded by genes
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Fic. 5. A scenario for the evolution of the EDC in turtles. Based on the results of this study a scenario for the diversification of turtle EDC genes was
developed. The hypothetical structures of the EDC and two other loci, that contain EDC-related genes in modern turtles, are depicted schematically.
The most primitive EDC containing ancestral SEDC genes (“simple EDC genes” consisting of one noncoding and one coding exon) is shown at the
bottom. The association of EDC gene expression with tissues of modern turtles, as determined by RT-PCRs, is shown on the top of the schematics.
Genes are represented by arrows. Curved lines indicate gene translocations; triangles indicate gene family expansions. To provide a better overview, only

a subset of EDC genes of each clade (indicated by different colors) is shown.

of the SEDC-type (one noncoding and one coding exon)
(fig. 3E). They are defined by a central segment of amino
acids that are predicted to form beta-sheets which mediate
the formation of filaments (Fraser and Parry 1996, 2014). The
conserved presence of beta-keratin genes within the SEDC
gene clusters of lizard (Strasser et al. 2014), birds, and turtles as
well as identical exon—intron structures of beta-keratin and
other SEDC genes argue for an evolutionary origin of beta-
keratins by derivation from a common ancestral gene.
However, the lack of SEDC-typical sequence motifs (supple-
mentary fig. S6, Supplementary Material online) at the amino-
and carboxy-terminal ends and the presence of the beta-
sheet-forming core sequence makes beta-keratins unique
among SEDC proteins and leaves open the possibility that
as-yet-unknown recombination events were involved in the
origin of beta-keratins. Our semiquantitative RT-PCRs suggest
that the Beta-A cluster of turtle beta-keratin genes comprises
genes (e.g, Beta-A1) that are expressed in the toes and others
(e.g, Beta-A4) that are also expressed in the toes but more
strongly in the shell (fig. 4). Notably, the Beta-A cluster
is syntenic with the claw beta-keratin gene cluster in
birds (Greenwold et al. 2014; supplementary fig. S13A,
Supplementary Material online), and phylogenetic analysis
suggests that these genes belong to the same subclade of
beta-keratins, which comprises Beta-A plus Beta-O proteins
of turtles and claw, feather, and scale beta-keratins of the
chicken (supplementary fig. S13B, Supplementary Material
online). Based on these data, we put forward the hypothesis
that turtle Beta-A proteins and chicken claw beta-keratins
have probably been inherited from a common ancestor of
turtles and birds in which the evolutionary precursors of Beta-
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A proteins might have been components of claws. It is con-
ceivable that distinct sequence features of these ancestral
proteins contributed to the hardness of the claws. Later, du-
plicated genes of this type might have been co-opted as com-
ponents of the hard scutes of the evolving shell. A gene
translocation and further duplications generating the Beta-
O cluster of shell beta-keratins might have been associated
with the further evolution of the shell (fig. 5). This scenario is
partly analogous to the evolution of the so-called “hair kera-
tins,” that is, keratin intermediate filament proteins that likely
functioned in the claws of primitive amniotes before they
were co-opted as components of mammalian hair (Eckhart
et al. 2008).

The above scenario of beta-keratin evolution refines the
evolutionary model of a previous report (Li et al. 2013), in
which “turtle-specific beta-keratins,” corresponding to beta-
keratins of the Beta-A and Beta-O clusters of our study, with a
putative expression in the shell have been proposed. Other
reports have identified MRNAs encoding 17 individual beta-
keratins in the hard-shelled turtle Pseudemys nelsoni (Dalla
Valle et al. 2009) and five beta-keratins in the soft-shelled
turtle A. spinifera (Dalla Valle et al. 2013). The results of the
present study allow assigning 14, 2 and 1 beta-keratins of
P. nelsoni to the Beta-O, A and B clusters, respectively,
whereas all previously described beta-keratins of A. spinifera
belong to the Beta-B cluster (supplementary fig. S20,
Supplementary Material online). In agreement with our RT-
PCR results obtained in E. orbicularis, the mRNA transcripts
from Beta-B genes of P. nelsoni and A. spinifera tended to be
more abundant in tissues outside of the shell (Dalla Valle et al.
2009, 2013). In contrast, a Beta-O protein predominated over
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a Beta-B protein in the scutes of the shell of P. nelsoni accord-
ing to a recent immuno-labeling study (Alibardi 2014), sup-
porting the role of Beta-O proteins in the shell, as proposed
here. In future studies, it will be important to carefully con-
sider the sequence similarities among the many beta-keratins
and to further improve quantitative comparisons of individ-
ual beta-keratin expression levels at different body sites of
turtles.

A hard shell was present in a common ancestor of all
modern turtles and was lost during the evolution of soft-
shelled turtles (Gaffney 1990; Li et al. 2008; Lyson et al.
2014). A significant role of beta-keratin pseudogenization in
this degeneration process was previously suggested (Li et al.
2013). The present study confirms changes in the set of beta-
keratins in P. sinensis and identifies further epidermal differ-
entiation genes that have been lost in this soft-shelled turtle.
Besides a rearrangement and reduction of the number of
EDPCV genes in P. sinensis, we found an inactivation of
EDWM in the two soft-shelled turtles P. sinensis and A. spini-
fera. Since EDWM is present in all other sauropsids investi-
gated so far (Strasser et al. 2014; supplementary fig. S15,
Supplementary Material online), the distribution of EDWM
in amniote species correlates with that of scales, which are
widely conserved in sauropsids with the exception of soft-
shelled turtles (Crawford et al. 2015). Notably, scales and
scutes share elements of their developmental program
(Moustakas-Verho and Cherepanov 2015). Therefore, the
loss of EDWM may have been associated—perhaps as a sec-
ondary event after the inactivation of a surface patterning
mechanism—with the loss of scales and hard scutes in soft-
shelled turtles. A scenario summarizing the changes of the
EDC during the evolution of soft-shelled turtles is depicted in
supplementary figure S21, Supplementary Material online. It
will be interesting to explore the genomic foundations for the
diversification of the integument in the various phylogenetic
lineages of turtles in future studies.

Collectively, the results of the present comparative geno-
mics study and our gene expression data indicate that the
evolution of the integument of turtles was associated with nu-
merous adaptations of genes involved in epidermal differen-
tiation and with the origin and expansion of shell-associated
proteins. As this study provides a comprehensive catalog of
EDC genes expressed in the epidermis and distinct skin ap-
pendages of turtles, these data will facilitate further in-depth
investigations of the evolution of claws, rhamphotheca,
scutes, and scales of turtles, and reptiles in general.

Materials and Methods

Genome Sequences and Gene Identification

Genome sequences from the following turtle species were
used for gene predictions: western painted turtle (C. picta
bellii) (Shaffer et al. 2013), Chinese soft-shelled turtle (P. sinen-
sis), and green sea turtle (Che. mydas) (Wang et al. 2013).
The accession numbers of genome sequences are listed in
supplementary tables S2-S4, Supplementary Material
online. Coding sequences and exon—intron borders were pre-
dicted according to a published approach (Strasser et al.

2014). Briefly, the genomic regions between S100A12 and
S100A11 genes were screened for EDC genes using the fol-
lowing three methods. First, the amino acid sequences of EDC
proteins from other amniotes were used as queries in
tBLASTn searches. Second, RNA-seq data available in the
Sequence Read Archive and information about RNA-seq
exon coverage available in the NCBI browser for “genomic
regions, transcripts, and products” were used to identify tran-
scribed regions, which were subsequently investigated for the
potential to encode proteins with amino acid sequences sim-
ilar to known EDC proteins. Third, for the prediction of SEDC
genes, the genomic sequence was conceptually translated,
and open reading frames encoding proteins of 50-500
amino acids were identified. Putative protein-coding se-
quences were scrutinized for the presence of a splice acceptor
site at a distance of 10-30 nt upstream of the start codon and
for the presence of a putative noncoding exon 1, as defined by
a TATA box followed by a splice donor site at a distance of
60-90nt. The gene predictions were validated by BLAST
searches in the transcriptome of T. scripta (Kaplinsky et al.
2013) and by RT-PCR tests in E. orbicularis (see below).

Sequence Alignment and Phylogenetic Analysis

For phylogenetic analysis, the amino acid sequences of beta-
keratins of C. picta (supplementary fig. S1B, Supplementary
Material online) and chicken were used. Chicken beta-keratin
genes within the EDC (chromosome 25) were identified at
the genomic loci indicated in supplementary table S6,
Supplementary Material online, and translated in silico.
Amino acid sequences of feather beta-keratins encoded by
genes outside of the EDC were obtained from Ng et al. (2014).
The beta-keratin sequences were aligned using Multalin
(Corpet 1988) with default settings. After checking for align-
ment errors, only the unambiguously aligned core segment
(positions 67-126 of the overall alignment, supplementary
Material online: FASTA file) was used for subsequent phylo-
genetic analysis. A phylogenetic tree was reconstructed by
maximum likelihood (ML) using IQ-TREE 1.3.8 (Nguyen
et al. 2015) using the JTT + G4 model (Jones et al. 1992;
Yang 1994). The evolutionary model was determined by
model selection according to Posada (2008) as implemented
in 1Q-Tree using the Bayesian information criterion. Tree
searches were performed for three different perturbation
strengths (-pers 0.5, 0.2, and 0.1) and two different stop con-
ditions (-numstop 200 and 400). For each pair of search op-
tions, five replicates were performed and the reconstructed
tree with the highest likelihood was taken as the ML estimate.
Support values were obtained by ultrafast bootstrap approx-
imation (UFBoot) (Minh et al. 2013) with 10,000 samples in
IQ-TREE. Since UFBoot support values behave like posterior
probabilities (Minh et al. 2013), branches with support values
of at least 90% are regarded as supported, whereas values of at
least 95% are regarded as strongly supported.

Animal Tissues

Tissues were sampled from 45 days old embryos of the
European pond turtle (E. orbicularis) in agreement with the
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national laws regulating animal welfare, the guidelines of
Good Veterinary Practice, and the guidelines of the Ethics
committee of the Medical University of Vienna. The embryos
were derived from an E. orbicularis breeding program at the
Vienna Zoo.

RT-PCR

RNA was prepared from tissues of E. orbicularis according to a
published protocol (Mlitz et al. 2014; Strasser et al. 2014). The
RNA was reverse-transcribed to cDNA which was subse-
quently amplified by PCRs with primers specific for EDC
genes. The sequences of the primers were chosen to anneal
to conserved regions of EDC genes predicted in the genomes
of C. picta and Che. mydas. Primer sequences are listed in
supplementary table S5, Supplementary Material online.
PCR products were purified and sequenced. Nucleotide se-
quences of cDNAs were submitted to GenBank (accession
numbers KR632557-KR632565).

Supplementary Material

Supplementary figures S1-521 and tables S1-S6 are available
at  Molecular Biology and Evolution online (http://
www.mbe.oxfordjournals.org/).
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2.2 Results for skin defenses: Microbiological assays with skin specific

reptile antimicrobial peptides

2.2.1 Introduction to paper I1: Microbicide Activity of Two Reptilian Antimicrobial

Peptides on Gram Positive and Gram Negative Bacteria.

In the following paper, we have studied the defense mechanism exerted by reptile
antimicrobial peptides in the epidermis. Two previously identified skin-specific reptile antimicrobial
peptides, namely a turtle beta defensin and a lizard cathelicidin, were tested using the broth
microdilution assay on Gram-negative (E. coli) and Gram-positive bacteria (S. aureus).

The bactericidal activities of these antimicrobial peptides (AMPs) are demonstrated by both
growth inhibition during microbial assays and by an electron microscopic study on the
ultrastructural damage produced by these the bacteria.

The bactericidal effect was assessed by the MIC and ICso values after 3 hours of incubation
with the peptides. Values differed between the beta defensin and cathelicidin and were in the range
from 0.69-4.14 mg/ml and 0.05-1.9 mg/ml, respectively.

On the ultrastructural level the effect of the peptides was visible by alteration and rupture in
the plasma membrane, lowering of the ribosomes, swelling and clumping in the nucleoid region of
bacteria. Immunogold labeling against the two peptides indicated that their localization was not
limited to the plasma membrane and the cytoplasm of the treated bacteria, but it was also observed
in the nucleoid region and its protein scaffold.

The bactericidal activity was observed at peptide concentrations that were relatively high as
compared to other studies on AMPs. Differences in the activities of the AMPs could be due to
differences in technical protocols and peptide solubility of the in vitro assays.

This study demonstrates that two reptile skin-specific antimicrobial peptides here tested

inhibit bacterial growth. Additionally, the ultrastructural data suggests that these peptides initially
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operate at the plasma membrane but later they are also found associated with ribosomes and can
even enter the nucleus. It has been hypothesized that reptiles have an efficient innate immunity, in
part based on anti-microbial peptides, because their acquired immune system is relatively slow and
not as efficient as that of mammals. Our study offers experimental evidence that supports this

hypothesis.
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Abstract

Previous in-vivo studies have isolated and identified peptides with typical molecular anti-microbial characteristics
in reptiles. In the present study we have tested the putative antimicrobial action of a lizard cathelicidin and of a turtle
beta-defensin using the broth microdilution assay on Gram positive and Gram negative bacteria. The addition of the
peptides at concentrations indicatively ranging between 0.05-1.9 mg/ml (cathelicidin) and 0.69-4.14 mg/ml (beta-
defensin) inhibited bacterial growth after 3 hours of incubation as determined by their MIC and IC5q values. Due to
the poor solubility and the medium interference the real concentration of the delivered peptides to the bacterial
cultures was uncertain. The qualitative evaluation of the anti-microbial damage after treatment with the peptides was
done under the electron microscope that showed some alteration and rupture in the plasma membrane, lowering of
the ribosomes, swelling and clumping in nucleoid region of Gram negative (E. coli) and Gram positive (S. aureus)
bacteria. Immunogold labeling against the two peptides indicated that the peptides were localized not only on the
plasma membrane and in cytoplasm of the treated bacteria, but also in the nucleoid region and its protein scaffold.
The present ultrastructural study suggests that these peptides operate a cellular damage initially on the plasma

membrane but further also in the ribosomes and on the DNA or its associated proteins.

Keywords: Reptiles; Antimicrobial peptides; Bacteria; Antimicrobial
tests; Ultrastructure.

Introduction

Protection from potentially pathogenic infections from microbes
occurs through different mechanisms, including the production of
antimicrobial peptides [1]. Numerous antimicrobial peptides
responsible for a strong innate immunity have been discovered in
prokaryotes and eukaryotes [2-5]. Antimicrobial peptides are
composed of 8-60 or more amino acids and include several categories
among which the best known include the beta-defensins and
cathelicidins [6,7]. The potential utilization of these molecules as
effective new antibiotics is of paramount importance in recent times
due the mounting resistance of numerous pathogenic microbes to old
and new classes of antibiotics, and therefore efforts in discovering
effective new drugs is a very active field of modern infective research
[8]. Antimicrobial peptides are not a homogeneous class of
compounds, but show a broad diversity in structure and antimicrobial
spectrum and interactions [9].

Previous studies, based on the observation of the high resistance of
lizards and turtle to wounds which showed the presence of numerous
intercellular and intracellular bacteria in the epidermis [10-13],
suggested that potent antimicrobial peptides were possibly involved in
the outstanding immunity present in these reptiles. This hypothesis
was later confirmed by the isolation of numerous beta-defensins and
some cathelicidins from lizard and turtle [14-16], and from their
prevalent localization in granulocytes and activated keratinocytes
[13,17]. The association of immunoreactivity for both beta-defensins
and cathelicidins with bacteria localized in the stratum corneum
further suggested the presence of an antimicrobial barrier in the
epidermis, possibly derived from the release of antibacterial molecules

that can reach the superficial part of the stratum corneum. Therefore
reptiles among amniotes may represent an interesting source of
potentially useful peptide antibiotics for medical utilization [8,18,19].

A direct proof of a true antimicrobial affect for the peptides
characterized in both turtles and lizards awaits further studies testing
the identified molecules on microbial cultures. The present study
address the above goal, documenting a cytotoxic effect of two among
the most abundant antimicrobial peptides previously characterized in a
turtle and a lizard, on cultured bacteria. The antimicrobial effect has
been detected using microbial cultures of Gram negative and Gram
positive bacteria, and the microbicide action was documented by
determining the degree of growth inhibition and evaluating the
ultrastructural damage on bacterial cells.

Materials and Methods

Bacterial strains

We used as test organisms Gram negative and Gram positive
bacteria represented respectively by Escherichia coli (strain DH5a) and
Staphylococcus aureus (strain ATCC 2913). The E. coli strain was
stored in our lab at -80°C and the S. aureus strain came from an LB/
agar plate. Both strains were cultured freshly for 24 hrs, and shaken at
220 rpm at 37°C in LB Lennox broth for the experiments.

Peptides

Two reptile antimicrobial peptides of 40 amino acids selected by us
were synthesized by ProteoGenix Biotec Company, France, as a peptide
synthesis service. These cationic antimicrobial peptides were selected
on the sequences of a cathelicidine detected in the lizard Anolis
carolinensis (AcCATH-1, [15]) and of a beta defensin detected in the
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turtle A. spinifera (TuBD-1, [14]). The amino acid sequences of both
antimicrobial peptides are shown in Table 1. Dissolved stock solutions
were prepared by the producing Company. In order to avoid that the
peptide solvents used in the experiments could also produce damaging
effects on our tested microorganisms, the peptide solutions were tested
in two different trials for their inhibitory effects. In one experiment the

peptides were removed through filtering and in another experiment by
reproducing the composition of the solvent and utilizing this solution
on the bacterial strains omitting the peptides. The vehicle solution for
the turtle beta defensin did not influence bacterial growth at any tested
concentration and also the solvent of the lizard cathelicidin did not
affect bacterial growth at the employed concentration.

Concentration in mg/ml
Peptide Gram negative E. coli Gram positive S. aureus

No effect | IC50 MIC least| yuc 100% | No effect | IC50 MIC least| yc 100%

effect effect

TuBD-1 IIGTAICIRRRGACFPIRCPL-
YTVRIGRCGLALPCCRWYR 0.5 0.81 0.69 4.14 0.5 1.14 0.69 4.14
AcCATH-1 SLIVVTCDAAVQDDPQMTR- . .
FRGLGHFFKGFGRGFIWGLNH 0.037 0.04 0.062t 1.90 0.05 0.15t 0.095 1.90

Table 1: Antimicrobial activity of TuBD-1 and AcCATH-1 against E. coli and S. aureus ", at this concentration the solvent likely has also an
antimicrobial effect. t value is indicative, because in the upper range of doses there was interference with the solvent. Note: MIC of 100% was

defined as inhibiting > 99.9% of bacterial growth.

Media used

Lennox Broth (LB) containing 10 g/l tryptone, 5 g/l yeast extracts
and 5 g/l NaCl, was utilized as the standard medium. This medium had
a physiological pH and salt concentration of 86 mM. Due to the low
solubility of the peptides in the medium and to the possible
interactions with salts and organic components we attempted to
introduce some variants in order to increase the peptide solubility, like
a low salt Medium (10 mM instead of 86 mM as in the original
medium), and the addition of 0.01% or 0.025% acetic acid. Another
medium utilized was a 0.1 M Tris-HCl buffer solution at pH 6.8,
modified with the addition of NaCl to obtain a final concentration of
36.7 mM NaCl.

Antimicrobial assays

Initially the peptides were tested on LB/agar in Petri plates using the
colony counting assay but, probably due to the binding of the charged
peptides to complex carbohydrates present in the agar [20], no
antimicrobial activity was detected. Therefore, the broth micro dilution
assay was applied to samples, and the incubation with the peptides was
done using LB as described before as a medium. This procedure was
followed by plating the surviving bacteria from the test solution on
agar in order to determine the antimicrobial activity of the peptides
using the colony counting assay.

Prior to testing a subculture of the bacterial strain, the culture was
grown at 37°C until the concentration of bacteria reached a mid-
logarithmic phase (about 3 hours). After measuring the Optical
Density at 600 nm (OD600), the bacterial culture was diluted in the
standard medium (LB) to obtain 106 colony-forming units per ml
(CFU/ml).

We tested the peptides at concentrations ranging from a minimum
of 0.05 pg/ml up to 4.14 mg/ml. Peptides were diluted to the different
testing concentrations in 50 ul LB and added to an equal volume of
bacterial solution in a 1:1 dilution, and therefore the final bacterial
solutions contained 5 x 10> CFU/ml. The final inoculated volumes of
100 ul were then incubated for 3 hrs at 37°C, and shook at 220 rpm.
After this period the bacterial solutions were diluted on a 10 fold base,
and they were plated in duplicate on Petri dishes (60 mm @). After
incubation for 18-20 hrs at 37°C in the Petri dishes, the CFU were

counted and compared to control cultures grown with no addition of
the peptide. The antimicrobial activity was expressed as % of bacterial
growth inhibition with respect to the controls, and it was plotted
against the tested concentrations of peptides. Using linear regression,
the half maximum inhibitory concentration (ICsy) was calculated with
Excell's ED50V10 add-in method. We also determined the minimal
inhibitory concentrations (MIC) at 100% growth inhibition and at the
minimum effect on the bacterial cultures. All the results were based on
the mean value obtained by at least three independent trials performed
in duplicate. The peptides did not show any activity when plated on
agar; therefore the colony counting assay was not used for testing the
peptides but merely to quantify the growth inhibition obtained by the
broth micro dilution assay.

Ultrastructural evaluation of the damage

We sampled controls and tested colonies (2 x 4 mm large) that were
growing on the LB-agar substrate (arrowheads and arrows in Figure 1),
and that showed different degrees of inhibition related to the peptide
used (CATH-1 at 95 pug/ml and TBD-1 at 1.0 mg/ml). Using a sharp
razor blade and a tweezer, the colonies of interest grown on the Agar
substrate were collected from their Petri dish and immediately fixed.
The fixative contained 4% Paraformaldehyde in 0.12 M Phosphate
buffer at pH 7.2, and fixation lasted 3 hours at room temperature. After
rinsing in the Buffer, the samples were dehydrated in ethanol up to
90% and embedded in Bioacryl Resin under UV at 0-4°C (Scala et al.
1992). Using an ultramicrotome, 1-2 um thick sections of the samples
with their agar support were collected, and the presence of bacteria was
systematically checked after staining the sections with 0.5% Toluidine
blue. After identifying useful area containing groups of bacteria, thin
sections of 40-90 nm were collected on 200-300 mesh Copper or nickel
grids for the following study under the transmission electron
microscope.

For the routine morphological study, the samples were stained for
30 minutes in 1% uranyl acetate and 5 min in 0.01 M lead citrate,
rinsed in water and dried. For ultrastructural immunocytochemistry,
two polyclonal rabbit antibodies against AcCATH-1 and TuBD-1 were
utilized, as previously specified [12,13]. Briefly, sections on nickel grids
were incubated for 3-4 hours at room temperature with the primary
antibody at a dilution 1:100 in 0.12 M Tris buffer pH 7.2 containing 1%
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Bovine Serum Albumine and 0.01% Triton-X. In control sections, the
antibody was omitted in the incubation step. After rinsing in the
buffer, the sections were incubated for 1 hour at room temperature
with an anti-Rb secondary antibody conjugated with 5 or 10 nm gold
particles, rinsed in buffer, in distilled water, and dried. The sections
were observed under a Zeiss C10 Transmission Electron Microscope
operating at 60 kV, and the images were recorded by a digital camera
or photographed with Kodak films (EM Film 4489).

Results

Antimicrobial assays

Both antimicrobial peptides tested showed to negatively influence
bacterial growth in E. coli and S. aureus (Figure 1 and Table 1). One of
the problems we encountered in trying to establish a testing protocol
was that both peptides did not dissolve well in the medium and this
probably diminished their potential activity and availability to the
bacterial targets. Another problem was that the solvent of the
cathelicin utilized by the producer for the production of the peptide
showed inhibitory side effects. Since we could not identify a suitable
testing medium where peptides were solubilized efficiently, the
calculated concentration in our tests should be considered only
indicative.

Figure 1: Examples of visible antimicrobial effect on colonies of E.
coli (left) and S. aureus (right) grown in Petri dishes after treatment
with TuBD-1 (TBD). The concentrations of the peptides are
indicated in mg/ml. Neg is the negative control (untreated,
arrowheads) while 4.14 is the MIC (complete inhibition). The other
concentrations indicate the least effect (0.69) and an intermediate
concentration (1.04). The latter was utilized for the study under the
electron microscope (arrows).

As a general result in our tests, although the turtle beta defensin
(TuBD-1) did inhibit the growth in both tested bacterial species, its
effect was less pronounced compared to the lizard cathelicidin. TuBD-1
in particular did not solubilize well in the employed medium, and form
irregular precipitating aggregates. Despite of this drawback it was
determined that the ICs, for the turtle peptide was indicatively at 0.81
mg/ml for E. coli and 1.14 mg/ml for S. aureus. There was no sign of
inhibition under 0.5 mg/ml of peptide concentration, while the MIC
was at 0.69 mg/ml. No growth at all was seen at 4.14 mg/ml of turtle
defensin for both bacterial species (Figure 1 and Table 1). Both Gram
positive and Gram negative species showed the same MIC for TuBD-1,
but E. coli was more sensitive, and showed an average inhibition of
78% against 51% inhibition for S. aureus with a concentration of 1.04
mg/ml. Also, the ICsy of E. coli was lower than the ICs, for S. aureus
(Table 1)

Figure 2: Ultrastructure of normal (A) and damaged (B-D) E. coli
after TuBD-1 (TBD) and AcCATH-1 (CAT) treatment. A, untreated
control cell (CO) showing the central nucleoid region (Nu). Bar:
300 nm. The inset shows the continuity of the cell membrane
(arrowhead). Bar: 200 nm. B, damaged bacterial cell after treatment
with TuBD-1 (TBD). The cell membrane is discontinuous
(arrowheads), the electron-pale cytoplasm is vacuolated (va) and
ribosomes are diluted, and the nucleoid (Nu) is not well
distinguished from the cytoplasms. Bar: 250 nm. In the inset, the
arrowheads point to a discontinuous cell wall and plasma
membrane, Bar: 100 nm. C, advance degenerated bacterium after
TuBD-1 administration. The arrowhead indicates clumped electron-
dense globules while no ribosomes and plasma membrane are
present and the cell content directly contacts the extracellular
medium. Bar: 100 nm. D, damaged bacterial cell after AcCATH-1
application featuring the enlarged empty nucleoid region (Nu),
large electron-dense globules (arrow) and loss of the cell wall and
plasma membrane (arrowheads) so that the cytoplasm is exposed.
Bar: 100 nm. The inset details on the discontinuity of the cell wall
and plasma membrane (arrowhead). Nu, pale nucleoid. Bar: 100
nm.

Also the lizard peptide (AcCATH-1) did not completely dissolve
and tended to precipitate, so that the effective concentration available
for the anti-microbial effect was lower than the initial concentration.
Despite of this drawback, the lizard cathelicidin (AcCATH-1) showed
an ICsg of 62 pg/ml on E. coli (Table 1), but started to inhibit growth at
50 pg/ml and showed no effect at 37 ug/ml. The test using AcCATH-1
on S aureus showed an ICs, of 150 pg/ml and the concentration with
no inhibitory effect was at 50 ug/ml, therefore higher when compared
to that for E. coli.
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Figure 3: Immunolabeling for TuBD-1 (TBD) and for AcCATH-1
(CAT) in E. coli 3 hours after the treatment. A, detail of a cell
showing gold particles localized in the peripheral cytoplasm
(double arrowhead), nucleoid (arrowhead), and on the protein
scaffold (arrow). Bar: 100 nm. B, intracellular labelling in a
bacterium with rupture of the plasma membrane (arrow). Bar: 100
nm. C, cross-sectioned bacterium showing labelling in the
cytoplasm and Nucleoid (Nu) region (arrow). Bar: 100 nm.

The total inhibition was the same in both species at the
concentration of 1.9 mg/ml of cathelicidin but, due to the possible
damaging effects of the solvent at this relatively high concentration,
these results were discharged. In conclusion, as the results obtained
with the turtle beta-defensin, also the lizard cathelicidin showed a
stronger inhibitory effect on E. colithan on S. aureus.

We tried alternative protocols in the attempt to improve the
peptides solubility but with no success. When glacial acetic acid at 0.01
and 0.025% was added to the peptide solutions, no effect was elicited
aside a negative impact on the growth of bacteria . In another attempt
to increase the antimicrobial peptide activity on the bacteria we tested
another medium (0.1M Tris HCL) as well as a low salt variant of the
LB-medium (10 mM NaCl instead of 86 mM). In the modified 0.1 M
Tris HCL buffered medium the turtle beta defensin eventually showed
a good solubility, but the buffer alone had a strong inhibitory effect
(over 90%) on bacterial growth, which made it unsuitable . The low salt
LB variant did not increase the peptide activity but likely influenced
bacterial growth, and no further work was carried out following these
alternative protocols.

Ultrastructural analysis on E. coli

The number of bacteria observed in each thin section analyzed
under the electron microscope (12 thin sections in total) ranged
between 30 and 60 (E. coli). The qualitative observations on untreated
E. coli showed the typical ultrastructure with numerous free ribosomes

surrounding the nucleoid region, and a complete cell wall and plasma
membrane surrounding the perimeter of the cell (Figure 2A).
Damaged bacteria, with membrane or cytoplasmic alterations, were
occasionally seen in untreated cultures.

Figure 4: Degenerating immunolabeled E coli A, Largely
degenerated bacterium missing of cell membranes, ribosomes and
nucleoid region, and intensely immunolabeled for TuBD-1 (TBD).
Bar: 100 nm. B, immunonegative control section. Bar: 200 nm.

The observations on samples after 3 hours of incubation with 1.0
mg/ml of Turtle BD-1, showed that most bacteria (roughly over 80% of
recognizable bacteria) appeared damaged in both the cell wall and
plasma membrane as well as in the ribosome number (decreased) and
in the nucleoid region (Figure 2B). The degree of damage varied from
swollen bacterial cells to completely degenerated cells without
recognizable cell organelles. In the slightly altered bacteria, the number
of ribosomes appeared reduced and the protein scaffold in the nucleoid
region appeared irregularly dilated while numerous discontinuities
were present along the cell wall (Figure 2B). In other bacteria, cell
degeneration was more advanced to the point that not only the cell
wall was largely absent but also the cytoplasm appeared devoid of
ribosomes while numerous irregular clumps of electron-dense material
were present (Figure 2C).

A similar damage over many bacterial cells (roughly over 80% of
recognizable bacteria, but likely clumped material derived from
completely destroyed bacteria was also present in the sections) was also
detected after treatment with 95 pg/ml of the lizard cathelicidin (Ac-
CATH-1). The damaged bacteria after 3 hours of peptide incubation
appeared generally in a very advanced stage of degeneration, featuring
numerous discontinuities along the cell wall and plasma membrane,
strong reduction of ribosomes, appearance of flocculent material in the
cytoplasm and of dense roundish clumps of material often associated
to the nucleoid (Figure 2D). The nucleoid region in particular was
swollen and scarce protein scaffolds were seen.

The immunogold observations on damaged but still recognizable
bacterial cells of E. coli showed the presence of gold particles over the
cytoplasm and the nucleoid area using both the turtle beta-defensin
and lizard cathelicidin, including the protein scaffold of the nucleoid
(Figure 3). This observation indicated a complete penetration of the
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peptides in all regions of the bacterial cells. In some residual bodies
resulting from advanced stages of bacterial cell degeneration, the
immunolabeling was seen over most of the bacterial remnants where a
nucleoid and cytoplasmic regions were no longer detectable (Figure
4A). No labeling was seen in control sections (Figure 4B).

Figure 5: Structure (A,B) and immunogold labeling (B,C) of S.
aureus cells treated with TuBD-1 (TBD). A, untreated samples (CO,
control) showing a dense cytoplasm, a complete cell wall (arrow)
and centered nucleoid region (Nu). Bar: 100 nm. The inset shows
the continuity of the cell wall (arrow). Bar: 50 nm. B, after 3 hour of
treatment with among normal cells (darker) degenerated and
electron-pale cells with coagulated cytoplasm devoid of ribosomes
are visible (arrowheads). The arrows point to discontinuities on the
cell wall of a ghost cell. Bar: 100 nm. The inset details the
discontinuity of the cell wall (arrow). Bar: 50 nm. C, Two treated
cells (Nu, nucleoid), one in division (left), show labeling in the
peripheral cytoplasm and along the cell wall (arrows), the latter
largely missing (arrowheads, compare with the cell wall in the
nearby cell, double arrowhead). Bar: 100 nm. D, other treated and
degenerating protoplast showing cluster labeling (arrow) along the
irregular cell periphery while gold particles are also present in the
cytoplasm (arrowhead). Bar: 100 nm.

Ultrastructural analysis on $. aureus

The number of bacteria observed in each thin section analysed
under the electron microscope (12 thin sections in total) ranged
between 150-200 in S. aureus. In the untreated cultures most of the
cells were intact and typically surrounded by a thick cell wall (Figure
5A), and few protoplasts (cells without the cell wall) but rare
degenerated cells were present. In the treated culture at 95 ug/ml of
Ac-CATHLI, a clearly visible damage on the cell morphology interested
a higher number of bacteria (roughly 30-40%) that in normal controls.

The cellular alteration varied from the disappearance of the cell wall
in numerous bacterial cells that gave rise to more frequently detected
protoplasts, to a cytoplasmic coagulation within the damaged
protoplasts or, in other cases, to the formation of ghost cells devoid of
cytoplasm content and the rupture of the cell wall and plasma
membrane. The observation of the immunolabeling detected under the

electron microscope, aiming to evaluate the penetration and
localization of the turtle beta-defensin (TuBD-1) in the treated cells of
S. aureus, showed that the gold particles were mainly distributed on
the peripheral areas of the bacterial cells and along the cell wall (Figure
5B and 5C). Also the central cytoplasm of damaged cells and the
plasma membrane of protoplasts were immunolabeled. Often the gold
particles formed clusters, especially along the damaged cell wall and
the plasma membrane that appeared frequently discontinuous (Figures
5C and 5D). Although observed less frequently, also the nucleoid
region was immunolabeled for the turtle beta-defensin. No labelling
was seen in control sections.

Discussion

Antimicrobial assays

The protocols established for testing anti-microbial peptides may
give un-accurate results due to a variety of conditions such as poor
solubility of the peptides, medium interactions, pH, ionic strength and
salt concentration, all factors that can influence the effectiveness on the
tested bacterial strains. Furthermore a medium should mimic the in
vivo environmental conditions of the organism from which the peptide
was originated to assure a realistic functional test, but this was not
possible in our case. Various studies have analysed these interactions
[21-25], but the mechanism of peptide availability to bacteria in
culture has not been fully elucidated.

In our attempts to test some antimicrobial activity of our peptides,
different problems arose in order to obtain a realistic MIC value that
could actually correspond to the effective MIC of the condition in vivo.
One problem is related to the right folding of the peptides utilized in
our test since it is known that antimicrobial peptides must have a
specific three-dimensional form (the effective folded peptide) in order
to exert their anti-microbial effect [2,26]. Peptides without the right
folding can have very little to no antimicrobial effect at all. In the
present study we could not determine the concentration of the effective
folded peptides within the available mix of peptides provided by the
Peptide Synthetic Company, therefore the reported concentrations are
only indicative and the real MIC is likely much lower. Another
problem, which was mentioned above, is the poor solubility of the
peptides that probably diminished the effective peptide availability in
solution compared to the calculated inhibithory concentrations (Table
1).

In order to improve the antimicrobial activity of our peptides we
tested some LB variants, but without success since the changes
introduced influenced themselves the growth of bacterial and made it
impossible to compare the results. Although the Tris/HCI medium
gave similar results as in a previous study [20], negative controls
showed that the medium alone caused over 90% inhibition, and
therefore we could not consider this medium. Despite these problems,
the qualitative results clearly showed that a sensible number of bacteria
(30-80% or higher) were affected by the peptide solutions, the basis for
further more quantitative pharmacological studies. In future studies,
the solubility problems should be overcome if these antimicrobial
peptides of reptilian origin will be tested in vivo for possible medical
applications.

It is believed that antimicrobial peptide characteristics like their net
charge and hydrophobicity determine their functionality. Changes in
their net charge and hydrophobic ratio can influence both their
antimicrobial activity and selectivity [27]. Both our peptides are
cationic although their net charge is different, +8 for TuBD-1 and +1
for AcCCATH-1, and the index of hydropaty is fairly low for AcCATH-1

J Immuno Biol
ISSN: JIB, an open access journal

Volume 1 « Issue 1 « 1000104


http://dx.doi.org/10.4172/jib.1000104

Citation:

Holthaus KB, Spisni E, Alibardi L (2016) Microbicide Activity of Two Reptilian Antimicrobial Peptides on Gram Positive and Gram

Negative Bacteria. J Immuno Biol 1: 104. doi:10.4172/jib.1000104

Page 6 of 8

(+0.077) when compared to TuBD-1 (+0.463). The lizard cathelicidin
showed a MIC over 10 folds lowers than that the MIC of the turtle beta
defensin (0.05 against 0.69 mg/ml). Also the MIC value for the total
inhibition was 2 fold smaller for AcCCATH-1 with respect to TuBD-1.
In our testing conditions the lizard cathelicidin (AcCATH-1) that
presents a moderate net charge and hydrophobicity appears to
function more efficiently than the turtle beta defensin (TuBD-1).
Furthermore, E. coli strains seem to be more sensitive to both peptides
with respect to those of . aureus, perhaps due to the presence of the
thicker cell wall in the latter, G+ bacteria. The charge of the tested
peptides resembles that of other antimicrobial peptides that in
physiological conditions are generally cationic and that assume a
secondary amphipathic structure in a hydrophobic environment or
when encountering a cell membrane. The conformation of an
amphipathic structure seems to be essential, since it forms an alpha
helix which lipophilic face allows the solubilization of the peptide
when it contacts the phosholipids of the bacterial membrane [28-30].
The initial target of cationic peptides is the anionic bacterial cell
membrane where the positively charged peptide binds to the negatively
charged phospholipids [31]. No specific receptors are involved in the
binding, and this makes difficult for bacteria to develop resistance to
these molecules.

In comparison to previous microbiological tests using reptilian
antimicrobial peptides, the microbicide concentrations of AcCATH-1
and TuBD-1 peptides appear much higher in the conditions of our
experiments mentioned above. In fact, TuBD-1 featured an inhibitory
activity from 690 pg/ml up while the lower values for AcCATH-1 was
at 37-69 pg/ml. Similar inhibitory concentration to those for
AcCATH-1 were obtained using an antimicrobial peptide derived from
snake venom (120-130 g/ml for E. coli, over 200-250 pg/ml for S.
aureus; [32]). However a cathelicidin isolated from the snake Bungarus
fasciatus was reported to express very low MIC values (0.6-2.3 pg/ml
for E. coli, and 4.7 pg/ml for S. aureus), but for some S. aureus strains
>100 pg/ml of peptide were needed [33]. A turtle beta-defensin (from
Emys orbicularis) also showed very low MIC values, 0.65 and 5.6
pumol/L for respectively E. coli and S. aureus [34]. Another beta-
defensin from the turtle Caretta caretta showed ICs, values of 3.3 pM
for E. coli and 51 pM for S. aureus [35]. Finally crocodilian
antimicrobial peptides (leucrocins) showed very different MIC values
from as low as 0.66 up to >156 ug/ml for Staphylococcus sp. Not only
the various leucrocins had a variable impact on different bacterial
strains but also the bacterial strains showed varying sensitivity to the
peptides [36]. These results suggest obvious differences in sensitivity
among bacterial species.

Despite the ICsq and MIC values for AcCATH-1 and TuBD-1
peptides are apparently higher than other reptilian peptides, their
morphological effect on the bacteria seen under the electronic
microscope was however impressive.

Morphological alterations

The present ultrastructural study shows that the lizard Ac-CATH-1
and the turtle Tu-BD-1 peptides determine some inhibition of
microbial growth that derives from the cell damage to both E. co/i and
S. aureus strains. After only 3 hours from the treatment, the
ultrastructural analysis has clearly shown signs indicating that both the
cells of E. coli and S. aureus strains are damaged at various degrees.
The damage on bacterial cells was variable, often advanced, and
numerous aggregates of clumped amorphous masses, often labeled
with immunogold likely representing residual bacterial cells, were
observed. These uncertain remnants of degenerated bacteria are also a
problem in our attempt to give a quantitative esteem of the damage,

another reason that makes quantitative determination of the damage
very difficult in this study. Therefore in the present qualitative study
the main goal was to document the degree of damage in bacterial cells
(plain ultrastructure) and the penetration of the peptide inside
bacterial cells (immunogold labeling).

We have not determined the effects of the peptides in strains of
bacteria treated for longer periods (24 hours is a standard period for
traditional antibiotics) but they would have likely been much more
dramatic than those here observed after few hours from the treatment.
In previous morphological studies on the damage elicited by the
treatment with antimicrobial peptides on different strains of bacteria,
clear signs of cytological alterations in bacterial cells were seen at 30
minutes, 1, 2, 6, 12, and 21 hours after the incubation with the different
AMPs tested [19,37,38].

From the present observations it appears that the cytolytic effects
are directly or un-directly elicited not only on the cell wall and the
plasma membrane, possibly the primary or however the initial targets
of the peptides, but also the ribosomes and the nucleoid region appear
subjected to some effect of the peptides. Furthermore, the
immunolocalization of the peptides within bacterial cells indicates that
after the peptides have penetrated and crossed the cell wall and the
plasma membrane, they localize in the nucleoid, suggesting a possible
interaction with the bacterial DNA. Previous studies in the vast
literature on the sites of action of AMPs have indicated that not only
the plasma membrane but also the DNA, RNA and indirectly also
protein synthesis can be the targets of some peptides [4,39].

Different models on possible antimicrobial mechanisms for entering
the bacterial cell and act on intracellular targets have been proposed
[26,40-42]. Once inside the cell the peptides may interact with RNA,
DNA and protein synthesis causing their inhibition, and from our
observations with immunogold labelling a possible interaction with
the DNA of the bacteria is suggested.

Previous studies on the antimicrobial effect from snake peptides
that were examined under the electron microscope [38] using peptide
concentrations varying from 4-10 pg/ml have shown similar cytolitic
effects on bacterial cells as the damages shown in the present study.
The damage initially included blebbing of the plasma membranes, the
rupture of the membranes with loss of cytoplasmic content, and later
the clarification of the nucleoid region while ribosomes disappeared
[37]. The deterioration of the bacterial cell structure later leads to the
formation of ghost cells that feature a discontinuous cell wall and cell
membrane, an extracted content in the cytoplasm or the presence of
sparse clumped material without ribosomes, damages frequently
observed in our material (Figsure 2 and 4). Similar ultrastructural
degenerative aspects were also observed using another beta-defensin
peptide, pelovaterin, derived from a soft shelled turtle on Gram+
Pseudomonas sp [18] or a snake cathelicidin on Gram- E. coli [19], but
at a much lower dosage than in our study (12 pg/ml).

In conclusion, these data further indicate that antimicrobial
peptides produced in reptiles may represent potential pharmacological
drugs after a further trial of pre-clinical tests once their solubilization
will be improved [8]. It has been indicated that reptiles have a very
efficient innate immunity in part based on anti-microbial peptides
since their acquire immunitary system is relatively slow and not as
efficient as that of mammals [43]. Particularly in lizards the presence of
effective peptides may be linked to the relatively low inflammatory
response after wounding, a process that favors the following re-
epitelialization and tissue regeneration [10], while in turtle the anti-
microbial barrier impedes microbe invasion in the skin [13]. Based on
this hypothesis the present explorative study has shown that a lizard
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cathelicidin and a turtle beta-defensin are bacterial killers, but their
potential as anti-infective agents has to be fully evaluated in further
and more specifically designed microbiological and pharmacological
studies.
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2.3 Results for EDMTFH: a bird specific EDC protein found in

feathers and embryonic subperiderm

2.3.1 Introduction to paper I11: Immunolocalization of a histidine-rich Epidermal
Differentiation Protein in the chicken supports the hypothesis of an evolutionary
developmental link between the embryonic subperiderm and feather barbs and

barbules.

In this paper, my colleagues and | report the immunolocalization of the chicken protein
EDMTFH under light microscopy and electron microscopy and the detection of isolated EDMTFH
by immunoblotting. EDMTFH (Epidermal Differentiation Protein starting with a Met-Thr-Phe
motif and rich in Histidine) is shown to be identical to histidine-rich protein (HRP), which had
previously been identified as a component of feathers. The gene encoding this protein is positioned
on the epidermal differentiation complex (EDC) which is involved in providing numerous structural
proteins for cornifying skin cells in amniotes including birds.

During this study EDMTFH was localized in both the subperiderm, a layer of the embryonic
epidermis and in feather barbs and barbules of the feather follicle. This co-localization of EDMTFH
supports an important hypothesis that links the evolution and morphogenesis of feathers. The
subperiderm is a transient embryonic layer present in birds, but also in crocodilians; therefore its
origin predates the one of feathers. A model of feather morphogenesis (Sawyer & Knapp, 2003;
Sawyer et al., 2005) proposes that the feather sheath corresponds to the embryonic secondary
periderm, barbs and barbules to the embryonic subperiderm and the marginal plate of barb ridges to
the proliferative layer of the embryonic epidermis proper.

In the present study we found EDMTFH (or HRP) is expressed in feather cells that undergo
hard cornification, which is the process that converts cells into components of a hard cornified skin
appendage. This is similar to the expression pattern of feather CBPs, as also shown in this study by
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the co-localization with immunogold labelling of EDMTFH and feather CBP (beta-keratin). Besides
EDMTFH, the epidermal differentiation complex genes encoding feather CBP and EDCRP are
expressed in the embryonic subperiderm and in feathers.

The specific position in the scale subperiderm and in the feather follicle of EDMTFH,
combined to previous obtained results for other EDC proteins, provides evidence that supports the
hypothesized model in which the cyclically regenerating feather follicle is topologically,

developmentally and evolutionarily related to the embryonic epidermis of archosaurs.
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Abstract

The morphogenesis of feathers is a complex process that depends on a tight spatiotemporal
regulation of gene expression and assembly of the protein components of mature feathers.
Recent comparative genomics and gene transcription studies have indicated that genes
within the epidermal differentiation complex (EDC) encode numerous structural proteins of
cornifying skin cells in amniotes including birds. Here, we determined the localization of one
of these proteins, termed EDMTFH (Epidermal Differentiation Protein starting with a MTF
motif and rich in Histidine), which belongs to a group of EDC-encoded proteins rich in aro-
matic amino acid residues. We raised an antibody against an EDMTFH-specific epitope and
performed immunohistochemical investigations by light microscopy and immunogold label-
ing by electron microscopy of chicken embryos at days 14—18 of development. EDMTFH
was specifically present in the subperiderm, a transient layer of the embryonic epidermis,
and in barbs and barbules of feathers. In the latter, it partially localized to bundles of so-
called feather beta-keratins (corneous beta-proteins, CBPs). Cells of the embryonic peri-
derm, the epidermis proper, and the feather sheath were immunonegative for EDMTFH.
The results of this study indicate that EDMTFH may contribute to the unique mechanical
properties of feathers and define EDMTFH as a common marker of the subperiderm and the
feather barbules. This expression pattern of EDMTFH resembles that of epidermal differen-
tiation cysteine-rich protein (EDCRP) and feather CBPs and is in accordance with the
hypothesis that a major part of the cyclically regenerating feather follicle is topologically,
developmentally and evolutionarily related to the embryonic subperiderm.
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Introduction

The cornified skin barrier of amniotes and cornified skin appendages such as claws, hair, and
feathers are formed by epidermal keratinocytes that differentiate by inducing the expression of
specific sets of genes [1-4]. The stratification of the epidermis begins in the embryo and
involves the establishment of the periderm as the superficial layer in all amniotes and the for-
mation of a subperiderm in archosaurs [5-10]. Periderm and subperiderm are shed during
late development when a mature cornified layer (stratum corneum) has been established by
the definitive epidermis. During adult life the cornified epidermis provides the essential pro-
tection against water loss and mechanical stress whereas cornified skin appendages serve vari-
ous functions including, but not limited to, grasping (claws), thermoinsulation (hair, feathers),
and facilitating flight (feathers).

Many of the structural components of cornifying keratinocytes are encoded in a gene clus-
ter termed the Epidermal Differentiation Complex (EDC). In humans and other mammals,
the EDC comprises genes for proteins that interact with each other to form, via transglutami-
nation, a cornified cell envelope or with the keratin intermediate filaments during compaction
of the cytoskeleton [11, 12]. Recent studies have shown that non-mammalian amniotes also
have an EDC in which both orthologs of human EDC genes, such as loricrin and cornulin, and
clade-specific genes which, for example, code for proteins of the scutes of turtle or the feathers
of birds are located [13-15]. Proteins traditionally termed beta-keratins [16-18] but now iden-
tified as Corneous Beta Proteins (CBPs) represent a major sub-cluster of EDC genes in saurop-
sids while they are absent in mammals [8, 19]. These proteins of a molecular mass typically in
the range of 10-18 kDa possess a characteristic central region (with a most highly conserved
stretch of 34 amino acid residues) that folds into an anti-parallel beta-sheet and facilitates the
formation of CBP filaments of 3—4 nm thickness [20, 21]. The intra- and intermolecular inter-
actions of sub-domains and sequence motifs in other avian EDC proteins have remained
unknown so far. Conserved sequence motifs at the amino- and carboxy-terminus of EDC pro-
teins are likely sites of transglutamination whereas an extremely high cysteine content of epi-
dermal differentation cysteine-rich protein (EDCRP) has been proposed to form multiple
disulfide bonds that may contribute to the mechanical strengthening of feathers [22]. Labeling
with tritiated histidine and autoradiography suggested that histidine-containing proteins are
present in the cytoplasm and in corneous bundles of barbules, however, the identity of these
protein(s) was not determined in that study [23].

The morphogenesis and maturation of feathers depends on a complex spatio-temporal cell
differentiation program in which EDC-encoded and non-EDC-encoded proteins form the
body of the feather whereas other proteins regulate the scaffolding function and programmed
cell death of intermediate cells [14, 24-27]. Similarities in the topology and gene expression
profiles have suggested that the layered organization of feather follicles is equivalent to that of
the embryonic epidermis, with the feather sheath corresponding to the embryonic periderm,
the barbules corresponding to the embryonic subperiderm and the marginal plate of barb
ridges corresponding to the proliferative layer of the embryonic epidermis proper [7, 9, 28]. As
the evolutionary origin of the subperiderm in a common ancestor of birds and alligators [28]
predated that of feathers, the evolutionary origin of feathers has probably involved the coop-
tion of embryonic cell type-specification and differentiation mechanisms for a morphogenesis
program of a skin appendage that is cyclically renewed in adult birds [22, 28].

One of the EDC proteins of the chicken is EDMTFH (Epidermal Differentiation protein
starting with MTF motif, Met-Thr-Phe, and rich in Histidine) [13]. Its expression was detected
by RT-PCR in embryonic skin and feathers and, by proteomics, in feathers [13]. Here, we
compared the sequence of EDMTFH to that of chicken histidine-rich protein (HRP), also
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known as fast protein (Fp) [29], a major feather protein [30]. We show that, due to local
sequence mismatches, previously reported HRP/Fp sequences are not compatible with the ref-
erence genome sequence of the chicken, and we suggest that the amino acid sequence of
EDMTFH represents the translation product of the gene that has previously been referred to
as HRP or Fp. Furthermore, we demonstrate that EDMTFH is expressed in feather barbules
and in the subperiderm, thereby adding support to the hypothesis of a close relationship
between these two epithelial derivatives.

Materials and Methods
Ethics statement

All animal procedures were approved by the Animal Care and Use Committee of the Medical
University of Vienna (Permit Number: 66.016/0014-11/3b/2011), all efforts were made to mini-
mize suffering of animals, and all procedures were conducted according to the guidelines
established by the Committee.

Animals, tissue preparation and fixation

Sexually mature Derco brown (TETRA-SL) laying hens and roosters were purchased from
Diglas Co. (Feuersbrunn, Austria), maintained on open floor space with free access to water
and feed (standard diet, ssniff, Germany) with a daily light period of 16 hours. For fertilized
eggs, hens and roosters were housed together in flocks in the animal facility. Freshly laid and
tertilized eggs were incubated at 37.5°C and 60-70% humidity to maintain normal embryonic
development. For tissue and organ retrieval, chicken embryos on embryonic days E12 through
E19 were euthanized by decapitation.

Tissue samples from chicken embryos were prepared, fixed with 7.5% formaldehyde and
embedded in paraftin as described previously [14]. For ultrastructural investigations, skin sam-
ples were collected from chick embryos at stages 38-40 as previously reported [31]. The col-
lected tissues were immediately fixed for 5 hours in cold (0-4°C) 4% paraformaldehyde in 0.1
M phosphate buffer at pH 7.4, rinsed in buffer for about 30 minutes, dehydrated in ethanol
(70%, 80%, 95%, 100%), and immersed in Bioacryl resin for 3-5 hours (pieces sunk to the bot-
tom of the container) before curing them under ultraviolet light at 0-4°C for 3 days [32].

Generation of an antibody against EDMTFH

The peptide DHRFKHLYGLHRDHHHD, corresponding to amino acid residues 29-45 of
chicken EDMTFH, was synthesized and coupled to keyhole limpet haemocyanin (KLH) by
Davids Biotechnologie GmbH, Regensburg, Germany. The KLH-coupled peptide was used as
immunogen for the generation of mouse antiserum (Davids Biotechnologie GmbH), essen-
tially according to a published protocol [33]. Immunohistochemistry with antiserum dilutions
of 1:250-1:1000 gave specific signals which were not obtained when the primary antibody was
omitted or when pre-immune serum or mouse antibodies of unrelated specificities were used
instead of anti-EDMTFH.

Western blot analysis

Chicken embryonic feather samples (stage 38) were homogenized in a solubilization buffer
containing 8 M urea, 50 mM Tris-HCI (pH 7.6), 0.1 M 2-mercaptoethanol, 1 mM dithio-
threitol and protease inhibitor (Sigma). The particulate material was removed by centrifu-
gation at 10,000 g for 10 minutes. Laemmli buffer was added and samples were denatured at
100°C for 5 minutes. Proteins (40 pg per lane) were separated by sodium dodecyl sulfate-
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polyacrylamide gel electrophoresis (SDS-PAGE) at a polyacrylamide concentration of 15%
using a Biorad apparatus. The Sigma Wide Range molecular weight marker (10-250 kDa)
was used for estimating protein masses. After electrophoresis, proteins were transferred
onto a nitrocellulose membrane. The membrane was stained with Ponceau Red to visualize
the protein transfer. Mouse anti-EDMTFH at a dilution of 1:1000 was used as the primary
antibody, and a fluorescence labeled goat anti-mouse immunoglobulin G (IgG-h+I Cy5
conjugated, Bethyl) was used as secondary antibody. Bands were detected using the Biorad
external laser Molecular Imager FX combined with the program PharosFX. In negative con-
trol experiments, the samples were subjected to the same procedure but the primary anti-
body was omitted.

Light and electron microscopy immunolabeling analyses

Immunohistochemical stainings for light microscopy were performed according to a pub-
lished protocol [14]. Mouse anti-EDMTFH was used at dilutions of 1:250 and 1:500, and bioti-
nylated sheep anti-mouse IgG (1:200; GE, Chalfont, UK) was used as secondary antibody.
Sheep serum (10%) was added to the secondary antibody to prevent unspecific binding.
Finally, the sections were incubated with streptavidin-biotin-horseradish peroxidase (HRP)
complex and 3-amino-9-ethylcarbazole (DakoCytomation, Glostrup, Denmark), and counter-
stained with hematoxylin. In control experiments, the primary antibody was either replaced by
pre-immune serum or preabsorbed with the antigenic peptide (Davids Biotechnologie GmbH,
Regensburg, Germany). The preabsorption procedure was modified from a published protocol
[34]. Two pul anti-EDMTFH antibody, 0.5 pl antigenic peptide (10 mg/ml) and 37.5 pul phos-
phate-buffered saline containing 2% BSA were mixed and incubated at room temperature for
30 min. Subsequently, the antibody was further diluted to the final concentration and used for
the immunostaining protocol as described above.

For the electron microscopy study, samples of wing downfeathers (stages 38 Ham-
burger-Hamilton (HH), n = 3, and 39 HH, n = 3) embedded in Bioacryl resin were sec-
tioned using an ultramicrotome, and 2-4 um thick sections were collected on glass slides,
stained with 1% toluidine blue and observed under a light microscope for general histology.
From areas of interest, thin sections of 40-90 nm in thickness were collected on Nickel
grids for the immunodetection by immunogold under a transmission electron microscope.
In order to improve antibodies penetration, a hatching treatment for 10 minutes with 2%
HIO, was done on grid sections, and the grids were rinsed in distilled water for 23 minutes
with two changes. Thin sections were pre-incubated for 10 minutes in 0.05 M TRIS-HCl
buffer at pH 7.4, containing 1% Cold Water Fish Gelatin. The sections were then incubated
for 5 hours at room temperature in primary antibodies diluted 1:100 in buffer. Mouse anti-
EDMTFH and, in some experiments, a rabbit “feather keratin” antibody (generously
donated from Dr. R. H. Sawyer, University of South Carolina, USA, see [9, 35]) were used
as primary antibodies. In controls, the primary antibody was omitted in the first incubation
step. The sections were rinsed in buffer and incubated for 1 hour at room temperature with
secondary anti-mouse immunoglobulin (IgG) (for detection of EDMTFH) or anti-rabbit
IgG (for detection of feather beta keratin) gold-conjugated antibodies (Sigma, USA, 5 or
20 nm gold particles). In double-labeling experiments anti-rabbit IgG 20 nm diameter gold-
conjugates and anti-mouse IgG 5 nm diameter gold conjugates were used for the detection
of corneous feather beta-proteins (feather keratins) and for the detection of EDMTFH,
respectively. After incubation, the grids were rinsed in buffer, dried, stained for 5 minutes
with 2% uranyl acetate, and observed under the electron microscope Zeiss 10C/CR operat-
ing at 60 kV.
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Results

EDMTFH corresponds to the previously reported histidine-rich protein
(HRP) of chick feather

Amino acid sequence alignments showed that EDMTFH is identical to the previously reported
chicken histidine-rich protein (HRP) [29, 36] with the exception of the carboxy-terminal seg-
ment (Fig 1). Re-investigation of the previously published cDNA sequence from which the car-
boxy-terminus of HRP had been derived by translation in silico [29] suggested that two indel
changes in the nucleotide sequence, inducing a frameshift relative to the chicken genome
sequence and the sequence of EDMTFH cDNA [13], had caused an incorrect prediction of the
carboxy-terminal amino acid sequence of HRP (Fig 1A). Our previous search for EDMTFH
peptides in the chicken feather proteome [13, 37] revealed two EDMTFH-derived peptides
(Fig 1A, green underlines) of which one comprised a part of the carboxy-terminal amino acid
sequence present in EDMTFH but not in the predicted HRP.

The amino-terminal sequence of EDMTFH is identical to a 20-amino acid peptide previ-
ously identified by direct peptide sequencing of HRP [29] (Fig 1A, blue underline) and highly
similar to the sequences of peptides reported for so-called HRP-B proteins [38] (Fig 1B). The
5’-untranslated region of HRP/Fp [39] matches perfectly to the non-coding sequences in exon
1 and at the 5”-end of exon 2 of EDMTFH (S1 Fig), while the coding sequence of the HRP
cDNA [29] (with the sequence differences shown in Fig 1A) is entirely derived from exon 2 of
the EDMTFH gene (S1 Fig). As the EDMTFH sequence, determined from a chicken cDNA
[13], matches perfectly with the chicken reference genome sequence whereas the previously
reported HRP and HRP-B sequences show only partial identities, we keep using the name
EDMTFH instead of HRP.

EDMTFH belongs to a group of epidermal differentiation proteins rich in
aromatic amino acid residues

The EDMTFH gene is located in the EDC and is flanked by the CBP gene EDbeta and
EDMTF4 [13] (Fig 2A). EDMTF4 is most similar to EDMTFH among chicken proteins, fol-
lowed by EDMTF1 through 3, which are located next to EDMTF4 (Fig 2B). An internal pep-
tide of EDMTFH that differs in sequence from all its EDMTF paralogs (Fig 2B, underlined)
was selected as an immunogen for raising an EDMTFH-specific antibody for in situ immuno-
localization studies (see below). The cysteine contents of EDMTFH and EDMTF4 are much
lower than that of other EDMTF proteins (1-2% versus 11-13%). A high histidine content is
present only in EDMTFH, however, aromatic amino acids (F, W, Y, and H) are enriched in all
EDMTF proteins.

To determine the evolutionary conservation of EDMTFH among birds, we screened avian
genome and protein data using the amino acid sequence of chicken EDMTFH as a query.
Homologs of EDMTFH were identified in all birds investigated and the carboxy-terminal
sequence was highly conserved (Fig 2C). The genes encoding EDMTFH homologs in other
species were located at genome positions of shared synteny as compared to chicken EDMTFH
and the encoded proteins showed higher sequence similarity to EDMTFH than to other
chicken proteins.

Histidine was present at high amounts in EDMTFH of chicken, turkey and quail, which are
representatives of the family Phasianidae (Fig 2C). In other birds, the proteins most similar to
EDMTFH had lower contents of histidine (15.2% in chicken EDMTFH) but shared with
EDMTFH the high content of aromatic residues (40.4% in chicken EDMTFH). Notably,
chicken EDMTFH (total number of amino acid residues: 99) contains 12 sites in which an
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EDMTFH (Strasser et al., 2014) MTFHREFYNDEHYSPFCQEDL
HRP (Rogers, 1985) -TFHREFYNDEHYSPFCQEDL
HRP-B, feathers (Barnes and Sawyer, 1995) -TFLREFYNDEEYSPFCQEDL
HRP-B, scales (Barnes and Sawyer, 1995) -TFIREFYNDEEYSPFCQEDL

Fig 1. Nucleotide and amino acid sequence alignments of EDMTFH versus histidine-rich protein
(HRP). (A) The nucleotide sequences of the coding region of chicken EDMTFH [13] and of the chicken HRP
cDNA reported previously [29] were aligned. Translations into amino acid sequences are shown above and
below the sequences, respectively. Note that insertions and deletions (red shading) in the cDNA sequence
relative to the chicken EDMTFH gene in the current genome assembly cause reading frameshifts leading to
the prediction of a different carboxy-terminus of HRP (blue fonts) relative to EDMTFH. Sequences
corresponding to peptides that were previously identified in feather extracts are marked underlined feather
proteins peptides (underlined) corresponding to EDMTFH were identified by (blue underline [29], green
underlines [13]). Histidine (H) residues are highlighted by green shading. The stop codon of EDMTFH is
marked with an asterisk. (B) Alignment of amino-terminal amino acid sequences of EDMTFH [13] and HRP,
as determined by direct sequencing of proteins isolated from feathers [29, 38]. Predicted HRP-B residues that
deviate from the EDMTFH sequence at positions of histidines (H) are shaded grey.

doi:10.1371/journal.pone.0167789.9001

aromatic residue is followed by glycine, and a similar enrichment for such dipeptides is present
in the most similar proteins of other avian species (Fig 2C). Together, the sequence features of
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Fig 2. Comparison of chicken EDMTFH versus other EDMTF proteins of the chicken and homologs in
other species. (A) EDMTFH gene locus in the chicken. Arrows indicate the origientation of gene
transcription. The genes EDbeta and Beta1 (preliminary names [13]) encode corneous beta-proteins (CBPs),
also known as beta-keratins. (B) Amino acid sequence alignment of EDMTFH versus other chicken EDMTF
proteins. The peptide used as an epitope for raising the anti-EDMTFH antibody is underlined. (C) Amino acid
sequence alignment of chicken EDMTFH versus the most similar proteins of other birds. Formats in (B) and
(C) indicate the following: Histidine (H) residues are highlighted by green shading, other aromatic residues are
highlighted by yellow shading. Numbers indicate amino acid sequence positions. Identity of residues in all

sequences is indicated by an asterisk and conservation in at least 50% of the sequences is indicated by ".

below the alignments. Hyphens were introduced to maximize the alignment of the sequences. Sequences of
EDMTFH orthologs of turkey (Meleagris gallopavo) and quail (Coturnix japonica) were predicted from

genomic DNA. Accession numbers of other EDMTFH sequences: AHA62422.1 (chicken, Gallus gallus),
XP_012964640.1 (duck, Anas platyrhynchos), XP_010299618.1 (crane, Balearica regulorum gibbericeps),
XP_013153676.1 (falcon, Falco peregrinus), XP_009701209.1 (seriema, Cariama cristata).

doi:10.1371/journal.pone.0167789.9002
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EDMTFH and their differential conservation during evolution suggest that the high histidine
content arose specifically in the avian clade Phasianidae while the high content of aromatic
amino acid residues is conserved and therefore likely important for the function of EDMTFH.

EDMTFH is present in the subperiderm and in feather barbules

For in situ immunolocalization studies, antibodies were raised against the EDMTFH-specific
peptide DHRFKHLYGLHRDHHHD (Fig 2B). Western blot analysis confirmed that the anti-
body bound to a feather protein of the expected size of approximately 12 kDa whereas larger
proteins such as CBPs and keratins were not labeled (S2 Fig). Embryonic skin and feather folli-
cles as well as adult skin of chickens were immunohistochemically stained with this antiserum
and, as negative controls, with preimmune serum and antibodies of unrelated specificities.
Furthermore, in some control experiments the primary antibody was preadsorbed with the
antigenic peptides. EDMTFH was most strongly expressed in growing feathers on embryonic
days E14 and E18 whereas the skin between feather follicles was EDMTFH-negative.
EDMTFH was concentrated in barbule cells (Fig 3A-3C, 3E and 3F) whith external cells of
barbule plates being most strongly labeled (Fig 3C). Barb cortical and medullary cells were also
labeled for EDMTFH (Fig 3F), however, barbs (rami) were immunonegative in feathers that
appeared to have progressed further in differentiation, perhaps indicating that the EDMTFH
epitope was masked during cornification. Negative control experiments did not yield staining
of barbules and, thereby, confirmed the specificity of the EDMTFH immunostaining (Fig 3D
and 3F). The feather sheath lacked EDMTFH (Fig 3A-3C and 3F).

EDMTFH was also expressed in the subperiderm of scutate scales on the legs of chicks on
embryonic days E18 and E19 (Fig 3H). The immunolabeling pattern was irregular, and the
labeling intensity appeared to decrease with cornification of the subperidermal cells. Negative
control stainings in which the primary antibody was either replaced by the preimmune serum
or preabsorbed with the antigen were negative, confirming the specificity of the staining (Fig
3I). Other parts of the embryonic skin, including the dermis, the basal and lower suprabasal
layers of the epidermis, the cornified cell layers of scales and the periderm consistently lacked
expression of EDMTFH (Fig 3A).

Ultrastructural localization of EDMTFH

To determine the subcellular localization of EDMTFH, immunogold labeling and transmis-
sion electron microsopy were performed using the anti-EDMTFH antibody. EDMTFH immu-
nogold labeling was consistently detected in the external barbules cells while it became uneven
in barb cortical cells and disappeared in barb medullary cells of the feather samples investi-
gated here. The labeling was mainly, but not exclusively, observed over the dense CBP packets
accumulated among the paler cytoplasm (Fig 4A, S3 Fig). A similar diffuse labeling was
detected in the subperiderm of scales (Fig 4B). No antibody-conjugated gold particles were
present in control sections (Fig 4C). The gold labeling with the anti-EDMTFH antibody over
the linear filaments of most barbule cells and some barb cortical cells was further observed
after silver enhancement, a technique that increases the size of the ultrastructural label to allow
a more panoramic view of the labeling over broader areas of barbule cells (Fig 4D-4F). Double
labeling with anti-EDMTFH, conjugated to 5 nm gold particles, and anti-feather CBP, conju-
gated to 20 nm gold particles, suggested that EDMTFH at least partly co-localized with feather
CBP (Fig 4G). The labeling for feather CBP was observed over the corneous bundles in most
barbule and barb cells and, consequently, the entire cell appeared labeled, except for the central
cytoplasm where scattered gold particles were present. The total amount of label for EDMTFH
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Fig 3. Light microscopic immunohistochemistry of EDMTFH. (A-C, E, F) Feather follicles and feathers
on the wings of chick embryos on day E18 of development were immunostained with anti-EDMTFH (red). In

negative control experiments the primary antibody was replaced with an antiserum raised against an

unrelated peptide (D) or preabsorbed with the antigen (G). Scutate scales on the legs of chick embryos (day
E19) were immunolabeled for EDMTFH (H) or subjected to the negative control experiment (I). The dermo-

epidermal junction is indicated by a dashed line (H, 1). epi, epidermis; peri, periderm; pu, pulp; sh, feather

sheath; subperi, subperiderm. Bars: 100 ym (A, B, F, G), 50 um (C-E), 25 ym (H, I).
doi:10.1371/journal.pone.0167789.g003
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Fig 4. Ultrastructural localization of EDMTFH by immunogold labeling. Downfeathers and scales of
chicken embroys at days 16 (16d) and 18 (18d) of development were labeled for EDMTFH either without
(A-C, G) and with (D-F) silver enhancement. (A) Diffuse labeling over corneous bundles (arrow) of barbule
cells (bl). (B) Diffuse labeling in the corneous bundles (arrow) of a subperiderm cell in a scale. (C) Immuno-
negative control section of a barbule. (D) Labeling cytoplasmic corneous bundles (arrowheads) but not the
cytoplasm (cy) in a barbule cell (bl). (E) Close-up to show the association of the labeling with corneous
bundles (arrows). (F) Early differentiating barbule cell with short corneous bundles (arrows). (G) Double-
labeling for EDMTFH (5 nm gold particles) and feather beta-keratin (20 nm gold particles) in a barbule cell.
Note that the large particles appear to be more abundant than the small particles. A lower magnification image
of the double-labeling is shown in S3 Fig. Bars: 100 nm (A, B); 200 nm (C-F); 50 nm (G).

doi:10.1371/journal.pone.0167789.9004
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appeared to be lower than that for feather CBP, and in contrast to the even distribution of
feather CBP, EDMTFH was variably concentrated in different areas of barbule cells (S3 Fig).

Discussion

The results of this study show that EDMTFH is expressed in the subperiderm of the embryonic
epidermis and in barbs and barbules of feathers (Fig 5). Our data improve and extend previous
studies in which HRP/Fp was suggested to have a main role in feathers [29, 30, 36]. Together
with comparative sequence analysis, the immunolabeling results point to a role of EDMTFH
in the maturation of the cornified components of mature feathers.

Research on EDMTFH, then termed HRP or Fp, was initiated in the 1970ies and yielded
the important insight that a histidine-rich protein is present at relatively high amounts in
chicken feathers as well as in embryonic epidermis [29, 30, 36, 38, 39]. Revisiting this topic, we
found that a published cDNA sequence of chicken HRP contained nucleotide changes relative
to the chicken genome sequence, leading to an aberrant prediction of the carboxy-terminus of
the protein [29]. In our studies, an EDMTFH cDNA (GenBank accession number KC963987)
[13] showed sequence identity to the chicken genome sequence, and a peptide identified by
proteomic analysis of feathers supported the carboxy-terminal sequence of EDMTFH but not
that of HRP (Fig 1A). These data validate the EDMTFH sequence presented here and indicate
that the prediction of the carboxy-terminus of the HRP sequence was caused by the presence
of a polymorphism in the animal from which the HRP mRNA was isolated [29] or, more likely,
by a cDNA cloning artifact.
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Fig 5. Schematic representation of the contribution of EDMTFH to feather cornification. (A) EDMTFH and other genes, that encode proteins of
the feather follicle, are located in the same gene cluster, the avian epidermal differentiation complex (EDC). EDMTFH, EDCRP and corneous feather
beta proteins (CFBPs) are components of hard cornified cells whereas scaffoldin (SCFN) is a component of cells that form a transient scaffold of
growing feathers. (B-D) The embryonic epidermis of birds increases the number of layers during development. During late development, 2 layers of
periderm (p1, p2) and a subperiderm (sp) are present above the definitive epidermis (C). The feather barb ridge has a topologically similar
organization as late embryonic epidermis on scutate scales whereby the equivalents of the periderm form the feather sheath and the axial plate, and
barbules cells and rami are equivalent to the subperiderm (D), as suggested by common expression of protein markers. A 3-dimensional depiction of
a growing barb ridge of a down feather indicates the different roles of cornifying cells (green) and transient scaffolding cells (grey) in the
morphogenesis of feathers (E). Periderm granules containing scaffoldin are indicated as black dots.

doi:10.1371/journal.pone.0167789.g005

PLOS ONE | DOI:10.1371/journal.pone.0167789 December 9, 2016 11/16



@° PLOS | ONE

An Epidermal Differentiation Protein of Subperiderm and Feathers

The antibody that was generated in our study was directed to an internal EDMTFH-specific
peptide. Detection by Western blot and immunochemical staining of EDMTFH in chicken
feathers confirmed peptide isolation and sequencing [29] and proteomics results of feathers
(see [13]). The generation of the EDMTFH antibody facilitated the localization of this protein
in situ. Inmunohistochemical staining could be done by standard antigen retrieval with citrate
buffer (pH 6) whereas ultrastructural immunogold labeling required an etching protocol [31]),
indicating that the EDMTFH epitope was at least partly masked in the embedded tissues.
Labeling was observed in many cells of feather barbules and in the subperiderm of scutate
scales, however, it is possible that the epitope of EDMTFH is masked by tight protein-protein
interactions including transglutamination so that a fraction of the EDMTFH proteins is not
accessible for immunolabeling. In agreement with this notion, EDMTFH immunolabeling was
detected in the rami (barbs) of many but not all developing feathers. Thus, the immunolabel-
ing pattern likely represents the distribution of EDMTFH at cellular terminal differentiation
stages prior to full cornification.

The present study shows that EDMTFH is expressed in feather cells that undergo hard cor-
nification, i.e. the conversion into components of a hard cornified skin appendage [40, 3] (Fig
5). Double-labeling of EDMTFH protein and feather CBPs at the ultrastructural level (Fig 4G)
supported the expectation that in these cells EDMTFH is less abundant than CBPs. The latter
are encoded by a family of more than a hundred genes, many of which are co-expressed in all
types of feathers [25]. The EDMTFH protein appeared to be added to the corneus bundles of
barbule cells while it was present at smaller (immuno-detectable) amounts in barb cortical and
absent in medullary cells. These results indicate that EDMTFH is one of the structural pro-
teins, besides CBPs, that form the cytoskeleton of maturing feathers.

The expression pattern of EDMTFH is similar to that of EDCRP and clearly different from
that of scaffoldin, another EDC-encoded protein that we have previously detected in the
embryonic periderm and feather sheath [14, 41]. EDCRP has an extraordinarily high content
of cysteine residues and, therefore, it likely forms multiple disulfide bonds which might con-
tribute to the cross-linking of cytoskeletal proteins and the hardening of feathers. This process
is supposed to resemble the maturation of mammalian hair fibers in which cysteine-rich kera-
tin-associated proteins (KAPs, also known as Krtaps) are expressed [22, 42]. Interestingly,
another class of KAPs is rich in glycine and tyrosine [43], and these proteins have been sug-
gested to contribute to the mechanical properties of hair by establishing bidirectional protein
interactions via cation-m interactions or m stacking [44, 45]. The latter type of protein-protein
interactions depends on regularly arranged aromatic residues (in this case, tyrosine). It is inter-
esting to note that glycine and tyrosine-rich KAPs are similar to EDMTF proteins, including
EDMTFH, with regard to size and amino acid sequence (54 Fig). As both types of proteins are
expressed at sites of hard cornification (KAPs in hair, EDMTFH in feathers), functional anal-
ogy may be presumed. This hypothesis remains to be tested in future studies.

EDMTFH and related EDMTF proteins are conserved among diverse species of birds
whereby only the high content of aromatic residues but not the high content of histidine is
conserved outside the clade comprising chicken, turkey and quail (Phasianidae) (Fig 2C).
EDMTFH is not homologous to mammalian filaggrin, which has also been referred to as histi-
dine-rich protein [46]. Filaggrin is an S100 fused-type protein encoded by a gene in the mam-
malian EDC [47, 12]. It has a histidine content of 10%, undergoes proteolytic degradation and
gives rise to free histidine as a precursor of the UV-absorbing substance urocanic acid in the
cornified layer of the epidermis of mammals, whereas it is absent in birds [48-50, 14]. A recent
paper found that a chromosomal locus containing EDMTFH appeared to be associated with
red feather coloration in a crossing experiment of common canaries and red siskins [51]. How-
ever, no mechanistic link between EDMTFH and the color of feathers was identified. In further

PLOS ONE | DOI:10.1371/journal.pone.0167789 December 9, 2016 12/16



@° PLOS | ONE

An Epidermal Differentiation Protein of Subperiderm and Feathers

studies, it will be interesting to investigate whether adaptation of EDMTF genes, such as the
rise of the histidine content of the EDMTFH protein in Phasianidae, was associated with spe-
cific changes in feather properties.

Our results demonstrate that, besides the feather follicle, EDMTFH is expressed in the sub-
periderm of the embryonic epidermis (Figs 3-5). The immunolabeling obtained with the anti-
EDMTFH antibody is similar to the previously reported distribution pattern of the so-called
HRP-B protein, as determined using an antibody against HRP isolated from feathers [38]. This
congruence of immunolabelings further supports the identity of EDMTFH and HRP, provided
that the previously reported HRP sequence is corrected at the carboxy-terminus as outlined in
Fig 1). A similar expression pattern as that of EDMTFH/HRP has been detected, by immuno-
histochemistry, for feather-type CBP (beta-keratin) [9, 35], and, by mRNA in situ hybridiza-
tion, for EDCRP [22]. Together, these studies provide substantial amount of evidence in
support of the hypothesis that feather barbs and barbules are related, in terms of evolution and
development, to the embryonic subperiderm (7, 9, 22, 29, 52]. Further studies of EDMTFH
may help to shed more light into the molecular basis of the evolutionary origin, the growth
and the material properties of feathers.

Supporting Information

S1 Fig. The nucleotide sequence of a partial HRP/Fp cDNA matches the 5 -untranslated
region of EDMTFH. (A) Nucleotide sequence published by Presland and colleagues [39]. (B)
Alignment of the HRP/Fp cDNA sequence and the EDMTFH gene sequence. The EDMTFH
sequence was derived from the current chicken reference genome sequence (GenBank Acces-
sion number NC_006112.3). Nucleotide number 1 of EDMTFH in this alignment corresponds
to NC_006112.3 nucleotide number 1977520, and EDMTFH is transcribed from the minus
strand. The proximal promoter region including a TATA box-like element (underlined) is
shown with blue fonts. Intronic sequences are marked by red fonts. The start codon is
highlighted by green shading. (C) Schematic depiction of the exon-intron structure of the
chicken EDMTFH gene. Color code: blue, non-transcribed regions flanking the gene; black,
exons; red, intron; green, start codon; yellow, stop codon.

(PDF)

S2 Fig. Western blot analysis using the anti-EDMTFH antibody. Protein was extracted from
embryonic feathers of chicken, electrophoresed through a 15% polyacrylamide gel and blotted
onto a nitrocellulose membrane. After Ponceau staining of total protein (right panel), the
membrane was probed with anti-EDMTFH (primary antibody) and fluorescence-labeled goat
anti-mouse immunoglobulin G (secondary antibody). In the negative (neg.) control experi-
ment, the primary antibody was omitted. Positions of molecular mass markers are indicated
on the left. kDa, kilo-Dalton.

(PDF)

$3 Fig. Double immunolabeling of EDMTFH and feather-type corneous beta protein in
barbule cells. Low magnification view of double (DOUB) immunolabeling for EDMTFH
(small gold particles, highlighted by red circles) and feather corneous beta protein (large gold
particles) in barbule cells at stage 37-38 of development. Feather beta keratin labeling was con-
centrated over beta packets (dark) that are surrounded by the less electron-dense cytoplasm
(cy). EDMTFH labeling is sparse in both cytoplasm and beta packets. n, nucleus. Bar, 200 nm.
(PDF)

S4 Fig. Amino acid sequence alignment of chicken (Gallus gallus, Gg) EDMTFH and
human (Homo sapiens, Hs) keratin-associated protein (KAP/Krtap)7-1. Positions of
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identical residues in both proteins are indicated by * below the alignment. Conservation of ali-
phatic (I, L, M, V) and hydrophilic (S, T, N, Q, E, D, K, R) residues in indicated by ":" and ".".
Aromatic residues (F, H, W, Y) are highlighted by yellow shading and glycine (G) residues are
highlighted by grey shading.

(PDF)
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2.4 Results for the epidermal differentiation proteins of Serpentes

2.4.1 Introduction to paper IV: Identification and comparative analysis of the

epidermal differentiation complex in snakes.

This paper reports the results of a study on the clade of serpentes (snakes), specialized
squamates that have lost their limbs and limb-associated appendages like claws. The genes of the
EDC of snakes were identified and a scenario for the evolution of the cornification proteins in
squamates developed. Comparative genomics and gene expression screening were performed for
two snake species, the king cobra and the Burmese python, and the green anole lizard. We identified
snake EDC genes that encode homologs of human skin barrier proteins, such as loricrin, cornulin,
SPRR-like proteins and antimicrobial peptidoglycan recognition protein 3. The EDC of snakes also
contains genes encoding corneous beta proteins (beta-keratins), which are similar to those of the
green anole lizard. A corneous beta protein containing not one but four pleated beta sheets, unique
to squamates, was investigated during this analysis.

Several EDC genes present in the green anole lizard and the Japanese gecko and, by
phylogenetic inference, also in an ancestor of snakes, have been lost in snakes. Screening the green
anole trascriptome database did not suggest limb-specific roles of these proteins. Unique to this
clade was the discovery of two scaffoldin (SCFN) proteins that are trichohyalin-like proteins.
Therefore, the total number of members belonging to the S100 fused-type family in snakes is three
instead of two like in most sauropsids and only one in the anole lizard. Divergent evolution of the
two snake SCFNs was suggested by differences in the promoter sequences and by the loss of the
conserved C-terminal motif in snake SCFN2. Unexpectedly, we identified multiple genes encoding
short proteins with cysteine contents between 20 and 45% in the EDC of both snakes and the lizard.
Cysteine-rich amino acid sequences were previously considered to be specific for hard skin

appendages such as claws that require disulfide bonds between cysteine residues for stabilization.

82



Our results provide a characterization of the snake EDC and a catalogue of its protein
products, an information which will be helpful in future studies. Furthermore these results suggest
that adaptations of the EDC, including an increase in cysteine-dependent protein cross-linking, have

facilitated the evolution of a mechanically highly resilient cornified skin surface in snakes and other

squamates.
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The epidermis of snakes efficiently protects against dehydration and mechanical stress. However, only
few proteins of the epidermal barrier to the environment have so far been identified in snakes. Here,
we determined the organization of the Epidermal Differentiation Complex (EDC), a cluster of genes
encoding protein constituents of cornified epidermal structures, in snakes and compared it to the EDCs
of other squamates and non-squamate reptiles. The EDC of snakes displays shared synteny with that of
the green anole lizard, including the presence of a cluster of corneous beta-protein (CBP)/beta-keratin
genes. We found that a unique CBP comprising 4 putative beta-sheets and multiple cysteine-rich EDC
proteins are conserved in all snakes and other squamates investigated. Comparative genomics of
squamates suggests that the evolution of snakes was associated with a gene duplication generating
two isoforms of the S100 fused-type protein, scaffoldin, the origin of distinct snake-specific EDC genes,
and the loss of other genes that were present in the EDC of the last common ancestor of snakes and
lizards. Taken together, our results provide new insights into the evolution of the skin in squamates and
a basis for the characterization of the molecular composition of the epidermis in snakes.

Snakes are reptiles that have lost their limbs during evolution and developed a unique predatory lifestyle that
involves the ability to swallow prey of a diameter larger than that of their own body' . The skin of snakes, and
more specifically the epidermis, consists of rigid scales and soft inter-scale regions, which together provide both
mechanical resistance and flexibility*°. Snakes belong to the squamate reptiles which are characterized by the
regular shedding of the outer layers of the epidermis, also known as ecdysis®’. In snakes, the superficial layers of
the epidermis are detached as a single, coherent sheet whereas other squamates (lizards and geckos) shed multiple
smaller flakes. While the dynamic regulation and composition of snake skin has been partially revealed over the
past fifty years’~?, the recent availability of whole genome sequences of snakes and other reptiles allows, for the
first time, to identify genes that encode epidermal proteins and, by comparative genomics, to establish a basis for
building hypotheses on the molecular evolution of the epidermis in snakes'*-!2,

In all amniotes, keratinocytes proliferate in the basal layer and differentiate in the suprabasal layers of the epi-
dermis'*!'. Signaling between the epidermis and the underlying dermis controls the patterning of the epidermis
and the formation of skin appendages'>-8. While differentiation of keratinocytes in the mammalian epidermis
involves continuous alterations of cell structures and movement of cells towards the body surface, keratinocyte
differentiation in squamates results in the formation of distinct non-interconvertible layers that remain stable for
several weeks before they are shed together®’. In its final differentiation stage, the outer generation of the epider-
mis comprises a clear, lacunar, alpha, mesos, beta, and oberhautchen layer’=°. Prior to shedding, the outer genera-
tion of the epidermis protects the resting and newly forming inner generation of the epidermis. At the beginning
of skin development, the cell layers of the embryo-specific periderm cover the epidermis®. The histological and
ultrastructural features of squamate skin have been reported’->?°. However, only few aspects of the molecular
architecture of alpha and beta-layers of squamate epidermis have been determined so far?!-*.

Corneous beta-proteins, traditionally called beta-keratins, have been identified as components of the epi-
dermis in snakes, like in other reptiles?*?>->”. Keratin intermediate filament proteins, previously referred to
as alpha-keratins, are the main cytoskeletal proteins in the epidermis and skin appendages of vertebrates. A
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cysteine-rich keratin component of reptilian claws has been lost due to gene inactivation during the evolution of
snakes?. The presence of various ultrastructurally, but not biochemically, defined epidermal components such as
fibers in the beta-layer®® and different granules in the oberhautchen and the clear layer of reptiles®! indicate that
many structural proteins of snake epidermis remain to be identified.

The recent availability of genome and transcriptome sequences from multiple vertebrates has allowed the
determination of genes implicated in epidermal structure and function. Based on the dermatologically relevant
characterization of human epidermal barrier genes, we have screened non-mammalian tetrapods for homologs
of a gene cluster known as the Epidermal Differentiation Complex (EDC)**-*%. Genes encoding S100 fused-type
proteins (SFTPs), which are homologous to a subgroup of mammalian EDC genes35, were found in amphibians®,
and more complex gene clusters homologous to the mammalian EDC were identified in the chicken®**, in the
green anole lizard (Anolis carolinensis)® and in turtles®.

Here we extend the comparative analysis of the EDC in sauropsids and determine the gene complement of the
EDC in snakes. We characterize the amino acid sequences of EDC-encoded proteins, suggest hypotheses about
their contributions to the molecular architecture of the epidermis, and identify cases of gain and loss of specific
EDC genes during the evolution of stem lepidosaurs and snakes.

Results

Identification of epidermal differentiation complex (EDC) genes in snake genomes. The EDCs
of the Burmese python (Python bivittatus) and the king cobra (Ophiophagus hannah) were defined as the genomic
regions flanked by S100A genes, like in other amniotes®**. The gene complement of the EDC of these snakes was
identified by tBLASTn searches using EDC-encoded proteins of A. carolinensis, chicken and humans as queries
and by de novo prediction of genes in an iterative process, as described previously®®. The predicted amino acid
sequences of snake EDC proteins were used as queries in tBLASTn searches in the published transcriptomes of
snakes to test for the expression of the predicted genes.

The nomenclature for EDC genes follows the preliminary system defined in previous studies®. In brief,
gene names consist of the term Epidermal Differentiation (ED) followed by a term that describes the amino
acid composition or the presence of particular amino acid sequence motifs in the encoded protein. For eas-
ier readability, only the abbreviations are used in the text whereas the full names of genes are summarized in
Supplementary Table S1. Exceptions to this naming convention were made to indicate orthologs of human loric-
rin and cornulin and chicken scaffoldin.

The EDC of snakes is largely syntenic with that of the green anole lizard. The structure of the
EDC is very similar in the Burmese python, the king cobra, and the green anole lizard (Fig. 1). Like in other
amniotes®>*, the EDC of snakes is bordered by S100A genes and comprises a peptidoglycan recognition pro-
tein 3 (PGLYRP3) gene, simple (single coding exon) EDC (SEDC) genes, and SFTP genes (Suppl. Tables S2-6;
Suppl. Figures S1 and S2). A gene homologous to EDKM of lizards, turtles and birds is located between the
PGLYRP3 and the SEDC genes (Fig. 1). In the draft genome of the king cobra, the genes EDSQ and EDEPT, the
orthologs of which are neighbors in the python genome, were separated by a series of genes not related to the clas-
sical EDC genes and a sequence gap. This pattern indicates that a gene rearrangement event might have disrupted
the canonical organization of the EDC in this species (Fig. 1, §).

To test whether the predicted EDC genes of snakes are expressed, tissue transcriptomes of snakes were screened
by tBLASTn searches. Indeed, transcript reads corresponding to most EDC genes (Suppl. Tables S2 and S3),
were detected in skin transcriptomes of the ball python (Python regius)®* (Suppl. Fig. S3) and of the painted
saw-scaled viper (Echis coloratus)’’, whereas the transcriptomes of internal organs of snakes included no or only
very small numbers of EDC gene transcripts (Suppl. Fig. S4), suggesting a skin-specific expression of most EDC
genes.

A unique corneous beta-protein (CBP) comprising 4 beta-sheets is conserved in squa-
mates. SEDC genes form a continuous cluster in snakes and include a sub-cluster of genes that encode cor-
neous beta-proteins (CBPs), also known as beta-keratins'®. These proteins are characterized by a conserved core
domain that is predicted to form a beta-sheet®. The CBP cluster gene is located between the loricrin and EDYM2
genes of snakes (Fig. 1, Fig. 2). It is syntenic with the CBP locus of the green anole lizard and with the main CBP
loci of birds and turtles®>**. Within the CBP gene cluster, 35 and 36 CBP genes, here termed Betal through Beta36
in order of the arrangement of the genes, were identified in the python and cobra, respectively, which is compa-
rable to the 40 CBP genes present in the green anole lizard?®, but lower than the 71 CBP genes reported for the
Japanese gecko®.

Both the python and cobra have an ortholog of the lizard gene Betal, previously termed Li-Ac40% (Fig. 2).
This gene encodes a protein that contains 4 CBP core sequence motifs and therefore is predicted to form 4
beta-sheets (Fig. 3; Suppl. Fig. S5) whereas all other CBPs identified so far comprise only a single beta-sheet
domain. Remarkably, classical CBPs undergo dimerization via face-to-face interactions between their beta-sheets
and subsequently they assemble into a beta-fibril (beta-filament) in which, according to the classical model#40:41,
4 dimers form one turn of the helical structure. We put forward a hypothetical model in which 2 Betal pro-
teins dimerize via their 4 beta-sheets and thereby form one complete turn of the helical structure of a beta-fibril
(Fig. 3). The integration of Betal dimers into fibrils likely occurs via edge-to-edge interactions in a manner equiv-
alent to that proposed for dimers of CBPs with 1 beta-sheet domain*"*2. As there are currently no experimental
data on sauropsidian CBPs, that could resolve the structure of beta-fibrils at atomic resolution*!, the integration
of the complete Betal sequences of squamates into ongoing computer modelling attempts*? will extend the scope
of these studies beyond the investigation of interactions between isolated beta-sheets. As Betal homologs are
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Figure 1. Organization of the epidermal differentiation complex (EDC) in the Burmese python and the
king cobra. Genes of the EDC in snakes Python bivittatus and Ophiophagus hannah, in comparison to those

of the lizard (Anolis carolinensis), the chicken, and human, are schematically depicted. Arrows indicate the
orientation of the genes. Simple EDC (SEDC) genes with 2 exons are represented by colored arrows with a black
frame whereas other genes are shown as filled arrows. Corneous beta-protein (CBP) gene clusters are shown

as boxes in this diagram while detailed information about the genes in these clusters are depicted in Fig. 2.
Members of gene families are numbered according to the positions of genes without indicating 1:1 orthology

to specific members of the same gene family in other species. The depiction of the human EDC is simplified by
representing gene family clusters with arrows and indicating the total number (#) of genes within each cluster.
Black vertical lines connect orthologous genes or gene families. Green and red asterisks indicate putative gene
gain and loss events whereas black asterisks indicate gene differences that could not be unambiguously assigned
to an evolutionary event in a particular lineage. Note that the diagram is not drawn to scale. The symbol § marks
alocus in which genes unrelated to classical EDC genes are present in the current genome sequence assembly
of the cobra. Because of improved delineation of orthology relationships, the following gene names have been
newly assigned to replace previous names®: lizard EDQL instead of EDCQ, chicken EDQMS3 instead of EDSC,
and EDPQI1 instead of EDCHS5.

present in snakes, lizards, and geckos (Fig. 3), but not in other sauropsids, these proteins represent an evolution-
ary innovation of squamates.

Interestingly, several genes within the CBP locus encode proteins that lack a beta-sheet-forming domain, i.e.
the defining feature of CBPs, but share the exon-intron organization with CBP and other SEDC genes (Fig. 2,
Suppl. Fig. S1 and S2). The positions of these non-CBP genes relative to specific CBPs are largely conserved
between snakes and the green anole lizard (Fig. 2). BLAST searches with the sequences of newly identified
EDC genes allowed us to identify previously uncharacterized homologs of these genes in the green anole lizard
(Suppl. Table S6; Suppl. Fig. S6).

The EDC of squamates contains multiple genes that encode proteins with extremely high
cysteine contents. The amino acid sequences of snake EDC proteins were analyzed for the presence of
conserved sequence motifs. Snake S100A genes and SFTPs contain an amino-terminal S100 domain*® while snake
PGLYRP3 is predicted to acquire the characteristic structural fold also found in other PGLYRPs**. Among SEDC
proteins, only CBPs contain a structural motif, i.e. the beta-sheet forming region, whereas other SEDCs of snakes
do not contain sequences associated with the propensity to fold into a known protein domain. However, many
snake SEDC proteins have amino-terminal and carboxy-terminal sequence motifs that are conserved in SEDCs
of a diverse range of amniotes, including humans (Suppl. Fig. S7).

SEDC proteins of amniotes are generally characterized by amino acid sequence repeats and high abundance
of one or several of the following amino acid residues: glycine (G), serine (S), proline (P), glutamine (Q), and
cysteine (C)**%. Likewise, the EDC of the python comprises genes that encode proteins with high contents of G
(e.g., loricrins 1 and 2, > 34% G), S (EDCS3, 36% S; EDPS1, 33% S), P (EDPQ2, 34% P; EDPCK, 38% P) and Q
(EDPQ2, 24% Q) (Fig. 4 and Suppl. Fig. S1). Cysteine-rich amino acid sequences are encoded by many SEDC
genes of the snakes, which is surprising in the context of the hypothesis that cysteine-rich proteins function
mainly in hard and resistant skin appendages such as claws, hair and feathers, and tend to be lost in species, such
as snakes, that lack these skin appendages®.
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Figure 2. Organization of the corneous beta-protein (CBP), also known as beta-keratin, gene cluster

in snakes. The CBP gene clusters in python (P, bivittatus), cobra (O. hannah) and lizard (A. carolinensis) are
schematically depicted. The CBP genes were tentatively named “Beta” followed by a number that indicates

the position in the cluster. The CBP genes of the lizard correspond to the “Li-Ac” genes reported previously®,
whereby Betal and 2 are identical to Li-Ac40 and 39, respectively, and Beta3 through 39 are identical to Li-Ac37
through 1. A gap in the lizard genome sequence assembly (§) is the likely locus of Beta40 (Li-Ac38). Arrows
indicate the orientation of the genes. CBP genes are represented by yellow arrows whereas non-CBP genes
inside the cluster are shown by violet arrows. The label “4B” marks the presence of 4 beta-sheets in the encoded
protein (Fig. 3) and asterisks indicate snake-specific genes (Suppl. Fig. S8). LORI and EDYM?2 are conserved
genes flanking the CBP gene cluster. Vertical lines indicate orthologs. Note that the schemes are not drawn to
scale.

Fifteen EDC genes of the python encode proteins containing at least 20% cysteine, and among them 5 pro-
teins have a cysteine content above 35% (Fig. 4B). Five python EDC genes encoding proteins with high cysteine
content were clustered between EDPQI and EDQL, i.e. two genes evolutionarily conserved in lizard and chicken
(Fig. 1). This region of the python EDC is syntenic with the locus of a gene encoding the cysteine-rich feather
protein (EDCRP) in the chicken®?, while the homologous locus of the green anole lizard contains a gene encod-
ing an EDCRP-like protein® and 9 other cysteine-rich proteins (EDCS1, EDCS3, EDPCCC1-4, EDGPC1-2 and
EDCQ3). Among the latter, 8 were identified in the present study (Fig. 1; Suppl. Fig. S6). The highest cysteine con-
tents so far detected among squamate EDC proteins are present in A. carolinensis EDPCCC4 (45% cysteine) and
EDPCCCI of the king cobra (46.6% cysteine). EDPCCC1 is conserved among snakes, and by the analysis of tissue
transcriptomes of E. coloratus we could confirm expression in the skin whereas internal organs lacked EDPCCC1
(Suppl. Fig. S4C). The cysteine-rich proteins of snakes and other squamates are characterized by repetitive amino
acid sequences with clusters of two or more cysteine residues (Fig. 4B). These proteins are candidates to become
cross-linked components of the hard scales of squamates but this hypothesis remains to be tested in future studies.

Identification of snake-specific EDC gene innovations and losses. Differences in the EDCs of
snakes and the anole lizard (Fig. 1) suggest that gene innovations or gene losses have occurred in either one of
the evolutionary lineages leading to snakes and iguanians (represented here by A. carolinensis). To determine the
ancestral condition for each of the clade-specific genes, we searched for orthologous genes in the Japanese gecko
(G. japonicus), representing Gekkota, a basal clade of squamates and the closest outgroup to Toxicofera*~*¢ with a
sequenced genome®. These comparisons suggested that some EDC genes have been lost in snakes whereas others
have originated in the snake lineage.

Genes of the EDCC family (Fig. 5A), which encode proteins rich in cysteine-cysteine motifs, are present in
the Japanese gecko (n=6) and in the green anole lizard (n = 3) but not in snakes (a sister group of the green
anole lizard). This species distribution of EDCCs suggests that EDCC gene(s) were present in the last common
ancestor of snakes and lizards and later underwent inactivation in snakes. In agreement with this hypothesis, we
identified a mutated remnant of an EDCC gene located between loricrin I and the CBP gene cluster of the python
(Fig. 5B). Orthologs of EDCC are absent from the EDCs of birds and turtles*®®, indicating that EDCCs repre-
sent a squamate-specific gene innovation. The gene EDYM1, which is conserved in turtles and birds®, is located
between EDCC and loricrin genes in the anole lizard and the gecko whereas it is absent in snakes (Fig. 1). These
data suggest that EDYM1 and the EDCC genes of the last common ancestor of Toxicofera (snakes and iguanid
lizards) were lost in snakes.

A group of apparently snake-specific proteins are encoded by the genes EDPSI through EDPS3 (epidermal
differentiation proteins rich in proline and serine 1-3) (Suppl. Fig. S8), which are located within the CBP gene clus-
ter of snakes but not in the CBP cluster of other squamates (Fig. 2). The investigation of tissue transcriptomes of
E. coloratus suggested that EDPS homologs are expressed in the skin but not in internal organs (Suppl. Fig. S4E).

Duplication of scaffoldin in snakes. Snakes have 3 SFTP genes (Crnn, Scfnl, Scfn2) (Fig. 6) whereas the
green anole lizard has only one (Scfn) while the bearded dragon, the Japanese gecko, the American alligator and
the chicken have two (Crnn, Scfn)***!. Both isoforms of snake scaffoldin proteins are rich in glutamic acid (E)
and arginine (R) residues (Fig. 6A), which are also highly abundant in human trichohyalin but not in cornulin®.
Expression of both Scfn genes was confirmed by intron-spanning RNA-seq reads in the painted saw-scaled viper
(Echis coloratus) (Suppl. Fig. S9).
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Figure 3. A corneous beta-protein with 4 beta-core sequence motifs is predicted to facilitate the formation
of unique beta-fibrils in squamates. (A) Amino acid sequence alignment of Betal proteins of python (P,
bivittatus), cobra (O. hannah), lizard (A. carolinensis) and gecko (G. japonicus). Internal sequence repeats were
aligned to illustrate the conservation of segments corresponding to the CBP core sequences (indicated by *
above the alignment) (see also Suppl. Fig. S5). Key residues of the repeat consensus sequence are indicated.
Putative beta-strand-forming residues are indicated by yellow shading. Proline and cysteine residues are shown
in green and red fonts, respectively. (B-K) Modeling of protein structures. The model for the folding (B,C) and
dimerization (D,E) of CBPs with 4 beta-sheets (B4 proteins) was adapted from the model for CBPs with 1 beta-
sheet (B1 proteins) (G-J) which also proposes a helical arrangement of 4 CBP dimers in 1 turn of the helical
structure of a beta-fibril*! (F). The model for B4 proteins suggests that a dimer (D1’) (E) is equivalent to 1 turn
of a beta-fibril (F) and 2 B4-protein dimers (D1’ and D2’) substitute for 8 B1-protein dimers to form 2 turns
of a beta-fibril helix (K). The orientation of the dimerization interfaces is indicated by dashed lines and dots in

(K). Note that the schematic depiction of beta-sheets is simplified and does not show a twist typically present in
beta-sheets. C, carboxy-terminus; N, amino-terminus.
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Figure 4. SEDC genes encode proteins with extremely biased amino acid composition. (A) The diagram
shows the amino acid compositions of SEDC proteins of Python bivittatus. The protein data are shown in the
order of the corresponding genes in the EDC (Fig. 1). Translation products of genes within the corneous beta-
protein (CBP) gene cluster (Fig. 2) are not included here, with the exception of proteins encoded by the first and
the last CBP. (B) Amino acid sequences of exemplary SEDC proteins of the P, bivittatus.

Phylogenetic profiling and gene locus comparison suggested that the Scfn2 gene originated by duplication
of the primordial Scfn gene specifically in snakes (Fig. 6B). The sequences of the proximal promoters of Scfnl
and Scfn2 genes were partly conserved, and they contained homologous TATA boxes. Remarkably, the putative
binding sites for 2 transcription factors (KLF4 and AP-1) in promoters of SFTP genes® were differentially con-
served in snake Scfnl and Scfn2 (Fig. 6B, Suppl. Fig. $10). The predicted binding site for AP-1 was present in the
promoters of Scfnl but not of Scfn2 genes whereas the KLF4 binding site was present in the promoters of Scfn2
but not of Scfnl genes of both python and cobra. Taken together, these data suggest a scenario in which a single
ancestral Scfn gene was present in the last common ancestor of snakes and the green anole lizard, this gene was
duplicated in primitive snakes, and the derived genes underwent divergent evolution of their promoter sequences.

Moreover, the SCEN2 proteins lack a carboxy-terminal sequence motif (CTM) that is present in SCFN1 of
snakes and in most other SFTPs of amniotes®*” (Fig. 6). As this motif has been implicated in keratin filament
binding of SFTPs*, divergent amino acid sequence evolution appears to have caused also differences in the func-
tions of scaffoldins 1 and 2 of snakes.

Discussion

The results of the present study shed new light on the molecular composition and evolution of the epidermis
in snakes and other squamates. The comparative analysis of snake EDCs suggests that the epidermis of snakes
contains many more proteins than the small set of CBPs (beta-keratins) identified in previous studies*>?. Both
the number of CBPs and the number of other EDC genes of snakes is similar to those of the green anole lizard,
and the total number and sequence diversification of epidermal differentiation genes (including CBPs) in snakes
exceeds that present in mammals (Fig. 1). The new data therefore indicate that the process of keratinocyte corni-
fication in the epidermis of snakes requires the participation of numerous proteins aside CBPs, like in other
sauropsids. While crucial roles of mammalian EDC genes such as loricrin, LCEs, trichohyalin, and filaggrin in
the skin barrier of mammals have been defined by a long series of studies*®-*2, the identification of the EDC gene
complement of snakes is the pivotal starting point for a comprehensive investigation of epidermal differentiation
in this important subgroup of reptiles.

Important limitations of this study were the quality of the genome sequences that were available for analysis and
the focus of our study on genes of the EDC. The current genome sequences of squamates are not of the same quality
as those of mammalian model species and, therefore, some gaps are present in our model of the EDC in snakes
(Fig. 1). The aim of this study was the characterization of the EDC in snakes; and other genome loci that control
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Figure 5. EDCC genes have accumulated inactivating mutations in snakes. (A) The gene loci of EDCC

and EDYM1 genes in the green anole lizard (Ac, Anolis carolinensis) and the gecko (Gj, Gekko japonicus)

were compared to that of the python (Pb, Python bivittatus). (B) Nucleotide sequence alignment of the

mutated EDCC sequence of the python and EDCC genes of the anole lizard and the gecko. Red fonts indicate
conservation in all 3 sequences and blue fonts indicate conservation in 2 of 3 sequences. Red shading indicates
frame-shift mutations and a premature stop codon in the python genes is shown with white fonts on black
background. Amino acid sequences obtained by in silico translation of anole and python genes are shown above
and below the nucleotide sequence alignment, respectively.

distinct aspects of epidermal differentiation, such as the enzymatic control of protein cross-linking during kerati-
nocyte cornification and the disruption of intercellular junctions during ecdysis have not been investigated here.
The EDC of snakes is largely syntenic with that of the green anole lizard, and only few genes are not ort-
hologous between the two taxa. As snakes lack the specialized epidermal differentiation pathways that lead to
the formation of claws and toe pad lamellae, the large degree of EDC gene conservation between snakes and
the anole lizard suggests that the great majority of EDC genes play essential roles in skin structures unrelated
to limb-specific appendages. Nevertheless, the present identification of several snake-specific changes in the
EDC gene complement (loss of EDCCs and EDYM], origin of EDPS, duplication of scaffoldin) points to unique
characteristics of the epidermal differentiation in snakes, likely evolved during their specific adaptation to their
environment. EDCCs contain multiple CC dipeptides and stretches of proline residues, respectively, and these
proteins show limited similarity with other SEDC proteins, indicating that they have non-redundant roles.
Likewise, the amino acid sequences of scaffoldins 1 and 2, as well as their promoters, differ substantially. Recently,
we have shown that scaffoldin of the chicken is expressed in the embryonic periderm and in epithelial cells that
support the morphogenesis of claws and feathers by providing a transient epithelial scaffold which degener-
ates after maturation of these skin appendages®!. These data contributed to the evolutionary-developmental
model that connects the embryonic archosaur scale and feathers!~'853, The identification of the genes encoding
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Figure 6. Duplication and sequence diversification of scaffoldin in snakes. (A) Amino acid sequence
alignment of scaffoldin (SCFN) 1 and 2 proteins of python and cobra. The S100 domain is indicated by an
orange-colored line above the alignment. A carboxy-terminal motif (CTM) (§) implicated in keratin binding
is highlighted by green shading. The predominant amino acid residues, i.e. glutamic acid (E) and arginine (R),
are highlighted by red and blue shading. Positions with identical amino acid residues in all 4 sequences are
indicated by asterisks below the alignment. (B) Schematic phylogenetic tree for SFTPs in amniotes. Numbers
at the branching points of the species tree indicate the divergence times (million years ago) of phylogenetic
lineages. The presence of putative binding sites for the transcription factors KLF4 and AP-1 in the promoters
(Suppl. Fig. S10) are indicated. The organization of the proteins is depicted schematically with orange boxes
indicating the S100 domain and green boxes indicating the CTM. The contents of glutamate (E) and arginine
(R) of each protein are shown. aa, amino acids; Tchh, trichohyalin.
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scaffoldins 1 and 2 will facilitate the determination of their expression during embryonic development and during
the shedding cycle of snakes in future studies. Likewise, the future investigation of other EDC genes, that have
either been lost or acquired specifically in the snake lineages, will help to elucidate differences between the epi-
dermis of snakes and other squamates.

The presence of multiple genes encoding cysteine-rich EDC proteins in snakes suggests that a high cysteine
content of proteins is not only required for hard skin appendages such as claws, hair and feathers. These skin
appendages consist of entirely cornified proteinaceous structures and are absent in snakes. Hard skin appendages
utilize cysteine-dependent disulfide protein cross-linking to acquire high mechanical resilience. In mammals,
cysteine-rich keratins are components of hair and nails whereas keratins with low cysteine content are com-
ponents of the soft epidermis®. Cysteine-rich keratin-associated proteins (Krtaps) are further components of
mammalian hair and nails, and a cysteine-rich EDC protein (EDCRP) is a component of avian feathers***2. Our
detection of multiple EDC genes for high-cysteine proteins in snakes suggests that these epidermal proteins can
have functions unrelated to claws, hair and feathers. Pythons and boas have spurs (rudimentary claws) that are
located next to their cloaca, but other snakes do not have homologs of claws. Thus, disulfide bond-mediated
cross-linking of cysteine-rich proteins may contribute to the maturation of hard scales in snakes and probably
also in other squamates. In this regard, it will be interesting to compare the expression pattern of cysteine-rich
EDC proteins in different types of snake scales, i.e. flat and tough scales on the head, keeled and perhaps softer
scales on the dorsum and the sides of the body, and large, mechanically resistant ventral scales (gastrosteges)
that are utilized for movement. However, the presence of high cysteine contents in the absence of hard skin
appendages may also point to a role of cysteine residues that is unrelated to disulfide bond formation. Cysteine
residues have been identified as attachment sites for palmitic acid which allows the anchoring of proteins into
membranes®. The process of cysteine palmitoylation has been demonstrated in mammalian skin proteins, but
whether a similar process also occurs in snakes requires further investigations.

Our finding that a unique CBP (beta-keratin) comprising 4 beta-sheets is conserved among and specific
for squamates indicates that this protein contributes to unique properties of epidermal keratinocytes in squa-
mates. Previous immunolabeling studies in the green anole lizard have suggested expression of Betal, also
referred to as Li-Ac40, in the beta-layer of scales on different body sites investigated®. The immunolabeling
for this large beta-protein was associated with filaments of 3 nm thickness, i.e. the characteristic diameter of
beta-fibrils. The classical model of the beta-fibril structure was developed more than 30 years ago on the basis of
X-ray diffraction studies®®**. According to this model, 4 CBP (then called beta-keratin) dimers form a turn of a
left-handed helix with four repeating units per turn. It is now striking that the only CBP comprising more than 1
beta-sheet-forming segment contains 4 such elements, indicating that it may span exactly 1 turn of the fibril. Of
note, an alternative model in which 4 CBP dimers would be arranged to form half of a helix turn has also been
reported*?. Many aspects of beta-fibril formation in squamates and sauropsids in general are still open and com-
parative studies on CBPs with 1 and 4 beta-sheet regions may yield valuable insights in future studies.

In conclusion, the results of this study establish a comprehensive catalog of EDC genes of snakes and, thereby,
provide the basis for further studies on the molecular organization and evolution of the epidermis in snakes and
other squamates.

Methods

Genome sequences and gene identification. Genome sequences from the following squamate spe-
cies were used for gene predictions: Burmese python (Python bivittatus)'?, king cobra (O. hannah)'!, painted
saw-scaled viper (Echis coloratus)’, bearded dragon (Pogona vitticeps)®” and the Japanese gecko (Gekko
japonicus)®. The accession numbers of genome sequence scaffolds corresponding to the EDC are listed in
Supplementary Tables S2 through S6. Coding sequences of EDC genes were predicted using a combination of
the following approaches. Amino acid sequences of EDC proteins of A. carolinensis®® and humans*® were used as
queries in tBLASTn searches against the nucleotide sequence between SI00A12 and SI00A11 genes of the target
genome. Information about exon coverage by RNA-seq reads, available in the NCBI browser for “genomic regions,
transcripts, and products”, was used to identify transcribed regions in the EDC of P. bivittatus. The transcribed
regions were translated and the resulting amino acid sequences were compared to those of known EDC proteins.
The nucleotide sequence of EDC regions of apparently low gene density was translated in silico, and additional
open reading frames of candidate EDC genes were identified according to published criteria®. Predictions of
snake EDC genes were validated by BLAST searches in the transcriptomes of P. regius and E. coloratus®>?’.

Bioinformatic analysis of gene promoters and amino acid sequences encoded by EDC
genes. For the assessment of transcription factor binding scores in the promoter sequences of SFTP genes,
the JASPAR 2016 server (http://jaspar.genereg.net) was used®®. Primary and secondary structure analyses of the
proteins were performed on the PSIPRED protein structure prediction server® and using the software tools at the
ExPASy SIB Bioinformatics Resource Portal®.
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2.5 Disulfide binding of corneous beta proteins in the squamate skin

2.5.1 Introduction to paper V: Disulfide-bond-mediated cross-linking of corneous

beta-proteins in lepidosaurian epidermis.

In paper number V, we have investigated possible covalent disulfide binding of corneous
beta proteins (CBPs), also known as beta-keratins, in the cornified layer of squamates. The genes
encoding corneous beta proteins form a cluster of variable length on the epidermal differentiation
complex of sauropsids. These proteins have been identified as an important component of the
sauropsid epidermis and appendages. In the sauropsidian epidermis an alpha layer and beta layer are
distinguished, which correlates respectively to an alpha helix X-ray pattern caused by keratin
intermediate filaments (KIFs) and a beta sheet pattern given by the CBPs. Especially in the part
exposed to environmental insults such as the scutes and scales the beta layer is dominant and both
CBPs and disulfide bondings were found to be prominent. Disulfide bonding is a particular resistant
protein-protein linkage that has been found in mammalian hair keratins and KRTAPs. The hard and
resistant nature of sauropsid tegument has led to hypothesis that this kind of crosslinking could be
present. Furthermore co-localization of keratin intermediate filaments and corneous beta proteins in
the cornified layer made binding between these proteins a likely option.

In this paper we report evidence by immunogold labeling that CBPs partly co-localize with
KIFs in differentiating and mature corneous layers (beta- and alpha-) of the squamate epidermis.
Furthermore we applied reduction/alkylation and oxidation protocols to squamate skin samples
prior to electrophoresis to either disrupt or enhance possible disulfide bindings present in CBPs.
The results were visualized by western blotting with a CBP specific antibody. Positive results
showed the appearance or disappearance of bands in both the size range of CBP monomers as well
as higher MW ranges that could be in some cases compatible with KIF and CBP bonding.

Although the cross-reactivity of the CBP antibodies with more than one CBP species

precludes the identification of a specific CBP responsible for the marking, we were able, by
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combining the experimental approach with bioinformatics analysis of 4. carolinensis and P.
bivittatus CBPs, to identify likely candidate proteins for some CBP bands.

In conclusion, the following paper shows by using immunolabeling and western blotting
after a reduction/alkylation or oxidation treatment that KIFs and CBPs likely form very stable
chemical bonds in the cornified layers. Our pre-western blot treatments modified the association of
CBPs to other proteins. This was seen by an alteration in the molecular weight band pattern for the
CBP antibody. All together this supports the hypothesis of possible disulfide binding between CBPs

and other proteins that in some cases could be KIFs.
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2.5.2 Paper V: Disulfide-bond-mediated cross-linking of corneous beta-proteins in

lepidosaurian epidermis.
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Abstract

Corneous beta-proteins (CBPs), formerly indicated as beta-keratins, are major protein components of
the epidermis in lepidosaurian reptiles and are largely responsible for their material properties. These
proteins have been suggested to form filaments of 3.4 nm in thickness and to interact with themselves
or with other proteins, including Intermediate Filament keratins (IF-keratins). Here, we performed
immunocytochemical labelings of CBPs in the epidermis of different lizards and snakes, and
investigated by immunoblotting analysis whether the reduction of disulfide bonds or protein oxidation
affects the solubility and mobility of CBPs. Immunogold labeling suggested that CBPs partly co-
localize with IF-keratins in differentiating and mature beta-cells. The chemical reduction of epidermal
proteins from lizard and snake epidermis increased the abundance of CBP-immunoreactive bands in
the size range of CBP monomers on western blots. Conversely, in vitro oxidation of epidermal
proteins reduced the abundance of putative CBP monomers. Some modifications in the IF-keratin
range were also noted. These results strongly indicate that CBPs associate with IF-keratins and other
proteins via disulfide bonds in the epidermis of lizards and shakes, which likely contributes to the
resilience of the cornified beta- and alpha-layers of lepidosaurian epidermis during life and after

shedding.

Key words: lepidosaurian epidermis, alpha-keratins (IF-keratins), corneous beta-proteins,

immunoblotting immunocytochemistry
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Introduction

The epidermis of reptiles contains intermediate filaments (alpha)-keratins (IF-keratins) that
associated to specialized corneous proteins (CPs) and give rise to corneous layers of different texture
indicated as beta- and alpha-layers (Baden and Maderson, 1970; Maderson et al., 1998; Alibardi and
Toni, 2006). The beta-layer forms the thick corneous layer of the shell (carapace, bridge and plastron)
in turtles and in crocodilian scutes. In lizards, snakes, amphisbenids, and sfenodontids
(lepidosaurians), the beta-layer is variably thin and pliable but still constitutes the external and hardest
layer of scales. The thickness of the beta-layer determines the stiffness and resistance to mechanical
insults and wearing of scales in these reptiles.

Most of the proteins associated to IF-keratins, formerly indicated as beta-keratins, constitute a
group of small proteins of 10-24 kDa produced and packed in the hard corneous layers of scales
indicated as oberhautchen and beta-layers (Baden and Maderson, 1970; Wyld and Brush, 1979, 1983;
Alibardi and Toni, 2006; Alibardi et al., 2009). Beta-keratins are very different from IF-keratins and
are considered Corneous Beta-Proteins (CBPs, Alibardi et al. 2009; Calvaresi et al., 2016) containing
a 34 amino acid long central region conformed in 4-5 anti-parallel beta-pleated sheets that produce
filaments of 3.4 nm in thickness (Fraser and Parry, 1996, 2011). These small CBPs likely associate
to IF-keratins during the differentiation of the oberhautchen and beta-cells in the epidermis but other
CBPs have been also found in the alpha-layer indicating that beta-layer contains a higher proportions
of CBPs and lower quantity of IF-keratins while the alpha-layer contains a lower proportion of CBPs
and a higher proportion of IF-keratins (Alibardi et al., 2012; Alibardi, 2013, 2015).

Differently from IF-keratins, CBPs genes are encoded in the Epidermal Differentiation Complex
(EDC), a locus where other genes coding for numerous types of corneous proteins, such as loricrin,
cornulin, and trichohyalin-like etc., are present (Vanhouttegem et al. 2008; Strasser et al., 2014;
Holthaus et al., 2016, 2017). Differently from CBPs, the other corneous proteins of the EDC, mainly
present in the alpha-layers of lepidoaurian epidermis (Alibardi and Toni, 2004; Mlitz et al., 2014;
Strasser et al., 2015; Alibardi 2016), do not possess a central beta-sheet region. It is believed that
during the formation of the beta-layer, CBPs are deposited over an IF-keratin meshwork. Proofs for
this association derives from the isolation of alpha-keratins and CBPs from the beta-layer of various
reptiles (Wyld and Brush, 1979, 1983; Alibardi and Toni, 2006; Toni et al., 2007), from the co-
localization of alpha-keratins (IF-keratins) and CBPs in the beta-layer of numerous reptiles by
immunolabeling (Alibardi, 2013, 2015, 2016), and from detailed X-ray diffraction studies that
showed some IF-keratin components mixed with the prevalent CBPs (beta-keratins) components in
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the beta-layers of snakes (Ripamonti et al., 2009). Also the gradual degree of mechanical properties,
from hard and inflexible to soft and stretchable, detected by micro-nanoindentation and chemical
analysis in snake epidermis suggests that the tougher layers (oberhautchen and beta-layer) contain
prevalent CBPs (beta-keratins) that decrease and are replaced by IF-keratins and lipids in the inner
(alpha) layers (Klein et al., 2010; Klein and Gorb, 2012; Torri et al., 2014).

Standard biochemical methods for separating epidermal proteins and showing interaction are
generally not applicable to epidermal proteins present in the cornified layer due to the highly cross-
linked resilient nature of this structure. Despite treatments proteins often remain bound forming
insoluble complexes and require harsh conditions for separation that can negatively influence further
sample processing. In this study we applied additional treatments and attempted an alternative
approach to this problem.

Anomalies of western blot-labeling for CBPs (beta-keratins), producing some labeled bands above
the beta-keratin range were previously noted, and were interpreted as due to the formation of polymers
or to the presence of strong and stable associations between IF-keratins and CBPs, that were not
cleaved in conventional preparations for electrophoresis, giving rise to immunolabeled bands outside
the expected molecular weight (MW, Alibardi and Toni, 2006; Toni et al., 2007). In order to definitely
provide a further proof on the existence of direct interactions between IF-keratins and CBPs
responsible for the different mechanical properties of the beta- and alpha-layers in lepidosaurian
epidermis, we have utilized electrophoretic separation of epidermal proteins extracted under different
chemical conditions to determine some cleavage and separation as well as bonding between the two

types of proteins.

Materials and methods

Tissues collection and embedding

The samples were collected, fixed and embedded as indicated in previous studies (Toni et al., 2007;
Alibardi, 2013, 2014, 2015), following the Italian Guidelines for animal care and handling (art. 5, DL
116/92). In the present study we have utilized fresh epidermis from the lizards Podarcis sicula and
Tarentola mauritanica, whole fresh skin from Anolis carolinensis and molts from Pogona vitticeps,
while for the snakes other molts derived from Morelia bredli and Agkistrodon contortrix and fresh
skin from Python bivittatus, Liasis fuscus, and Natrix natrix. For immunocytochemical detection, 2 x
3 mm large samples were immediately fixed at 0-4°C for 5-8 hours in 4% paraformaldehyde in 0.1
M phosphate buffer at pH 7.4 (Sigma, St Louis, MI, USA), dehydrated in ethanol and infiltrated in
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Bioacryl resin for 3-4 hours at 0-4°C. This resin was made following the indications reported in Scala
et al. (1992), and the infiltrated tissues were finally embedded in pure Bioacryl resin in gelatin
capsules for polymerization under UV light at 0-4°C for 3 days. Using an ultramicrotome (Ultrotome
11, LKB, Bromma, Sweden), sections of 2-4 um were collected on glass slides, and dried for the
histological examination. Sections were stained on a hot plate using a 1% Toluidine blue solution.
Other sections were instead collected over chromoallume-gelatin-coated slides over a hot plate at 40-
45 °C, dried and later utilized for immunocytochemical detection.

Immunocytochemistry

The semi thin sections were pre-incubated for 30 minutes at room temperature with 2% BSA in 0.05
M Tris/HCI buffer at pH 7.6 containing 3% normal goat serum. The plastic sections were incubated
for 8 hours at room temperature in the primary antibody (rabbit Pre-core box antibody (Alibardi,
2015), rabbit IF-keratin AK?2 antibody (Alibardi, 2013)) diluted in the Tris buffer (1:100). In controls,
the primary antibody was omitted. Sections were rinsed in buffer and incubated with secondary anti-
rabbit FITC-conjugated antibody (Fluorescein Isothiocyanate, Sigma, dilution 1: 100), and were
observed using a fluorescence microscope (Euromex, The Netherlands) equipped with a fluorescein
filter.

Immunogold labeling was detected on thin sections of the epidermis collected with an
ultramicrotome on Nickel grids of 200 mesh. The sections were incubated for 5 hours at room
temperature with the above primary antibodies (dilution 1: 50-100 in buffer), and rinsed in the buffer.
Some sections were double-immunolabeled with a beta-protein antibody raised in Goat (Beta-keratin
G30 antibody, a gift form Dr. RH Sawyer, University of South Carolina, USA) and with the AK2
antibody raised in rabbit against IF-keratins. In control sections, the primary antibodies were omitted
in the incubation step. Secondary antibodies (anti-rabbit 5-10 nm Gold Conjugated IgG, Sigma, USA,
anti-Goat 20 nm Gold conjugated) were diluted in buffer (1: 80), and the sections were incubated for
1 hour at room temperature. The sections were finally stained for 4 minutes at room temperature with
1% uranyl acetate, rinsed in distilled water, and dried. The grids were studied using a 10C/CR Zeiss

transmission electron microscope operating at 60 kV.

Protein extraction and reductive or oxidative treatments

Fresh skin, epidermis and molt samples from various Lepidosaur species were collected and
homogenized in a solubilization buffer (modified from Sybert et al., 1985) with 8 M urea (Sigma,
Steinheim, Germany), 50 mM Tris-HCI (pH 7.6, Sigma, Steinheim, Germany), 0.1 M 2-
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mercaptoethanol (Sigma, USA), 1 mM DTT (Biorad, Hercules, USA) and protease inhibitor (Sigma,
Steinheim, Germany). The particulate material was removed by centrifugation at 10,000 x g for 10
minutes. Using the Bradford protein assay (Biorad, Minchen, Germany) with bovine serum albumin
as the standard the sample protein concentration was determined. The obtained solutions underwent
different treatments before performing electrophoresis aiming to further reduce the disulfide bonds
or to oxidize them in order to detect variation in the electrophoretic pattern with the control solution
without any treatment.

In the reduction treatment, samples were treated with a reducing and alkylation protocol normally
used for two-dimensional blotting to enhance the breaking of disulfide bonds. The protocol consisted
in adding first a reduction and alkylation buffer (pH 9) then a reducing solution with DTT (final
concentration 50 Mm) and leaving the samples in agitation for 1 hour at room temperature. These
first steps were followed by an incubation in the dark in agitation for 1 hour at room temperature with
an alkylation solution containing lodioacetamide (final concentration 50 mM, GE Healthcare,
Buckinghamshire, UK). After this pre-treatment Laemmli buffer was added as usual and samples
were denatured for 5 minutes at 100 °C. Samples were generally loaded with 40 pg of protein and
separated on a SDS-PAGE (Sodium Dodedecyl Sulfate-polyacrylamide gel) at 12 or 15 % using a
Biorad apparatus. Gels at 15% have only been used to check for the presence of bands below 10 kDa.
As markers the Biorad (Hercules,USA) wide range MW (10-250 kDa) markers were used. A sample,
which had not undergone the reduction and alkylation treatment, was used as a control. For its well-
known reducing capacity tributylphosphine (TBP) was tested as an alternative to DTT, but results did
not yield more signs of reduction (not shown). We experimented the reduction and alkylation agents
both with longer exposure times and higher concentrations, but this has not lead to better results.

In the oxidative treatment, we instead attempted to enhance the disulfide binding of corneous beta
proteins by adding an oxidation agent (H202, Sella, Schio, Italy) to the solubilization buffer. Samples
were incubated for 5 minutes with two concentrations, one more physiological (10 uM) and another
using a high concentration (1 mM, data not shown) according to Cumming et al. (2004). In the case
of the oxidation protocol a non-reducing Laemmli buffer was added before loading and samples were
not denatured by boiling the solution. Electrophoresis was performed as usual and a sample, which

had not undergone oxidation and was loaded with the standard Laemmli buffer was used as a control.

Electrophoresis and western blotting
After electrophoresis in acrylamide gels at 12 or 15%, proteins were transferred on a nitrocellulose

membrane. For the immunoblotting the following previous designed corneous beta protein specific
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antibodies were used: HgGC10 (Dalla Valle et al., 2012) and Pre-core box (PCB, Alibardi, 2015).
Also two IF-(alpha-) keratin specific antibodies were used: AK2 and ol (Alibardi, 2013 and 2014
respectively). The epitope of these antibodies and their characteristics are indicated in Table 1.
Membranes were stained with Ponceau red to check for protein transfer before incubation with the
primary antibody (Ab) at 1:500 dilution. For incubation with the secondary Ab usually a fluorescent
anti-rabbit IgG antibody (ECL plex goat-o-rabbit IgG CYTM5, GE Healthcare, Buckinghamshire,
UK) was utilized, but in case of a second blotting on the same membrane also a CY3 conjugated
antibody of the same supplier was used. When using CY3 as a secondary Ab staining with Ponceau
red was done after acquisition to avoid a false positive signal in the red range. Bands were detected
using the Biorad external laser Molecular Imager FX combined with the program Pharos FX. After
performing CBP protein and IF-keratin blotting on the same membrane, the acquisition was done in
different fluorescent canals (CY3 and CY5). Controls omitting the primary Ab to check for auto

immunofluorescence of the samples were done for all samples.

Bioinformatics analysis

The lizard A. carolinensis corneous beta protein (CBP) sequences (Dalla Valle et al. 2010), have been
updated according to the latest database version and orientation and numbering of this cluster was
inverted to comply with other squamate studies (Holthaus et al., 2017, Suppl. Table S1).

CBP sequences of the python snake P. bivittatus were recently identified (Holthaus et al., 2017),
based on the published genome of this specie (Castoe et al., 2013). In order to identify the keratin
intermediate filaments (IF-keratin), sequences of A. carolinensis the ncbi protein database was
consulted. Alignments of antibody epitopes with the database scaffolds of A. carolinensis and P.
bivittatus were performed with the tool Tblastn at https://blast.ncbi.nlm.nih.gov. For aligning protein
sequences the server MultAlin (Corpet, 1988) was used. EXPASyY (Artimo et al., 2012) is another
portal that was used for both calculating molecular weights (ProtParam tool) and verifying the epitope
compatibility (LALIGN).

Results

Histology, light and ultrastructural immunocytochemistry
The epidermis of lizards and snakes during most of the shedding cycle is formed by a basal layer with
one during resting phase or few layers during different periods of renewal phase, when a new

epidermal generation if produced before molting (Fig. 1 A, B). Detailed explanation of the structure
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and immunoreactivity of the different layers of snakes and lizards have been extensively reported
(Alibardi and Toni, 2006; Alibardi, 2013, 2014, 2015), and only essential features of the alpha- and
beta-layer are here reported. Supra-basal layers consist in new alpha-cells (Fig. 1 A), or in new alpha-
and fusiform and dark-stained beta-cells in the mid stage of the renewal phase (Fig. 1 B). Beta-cells
eventually condense and form a stiff and poorly stained or chromophobic beta-layer. The molts
derived from shedding consist in a chromophobic and stiff beta-layer with the chromophilic and softer
alpha-layer, forming the shed outer epidermal generation (Fig. 1 C).

Immunolabeling for IF-keratin shows that the basal and suprabasal layer are labeled but not the
outer beta-layer CBPs (Fig. 1 D) while labeling for CBP shows that both forming beta-layer (Fig. 1
E) or the mature and compact beta-layer (Fig. 1 F) are immunolabeled. The immunogold localization
of CBPs shows labeling in the corneous () packets of fusiform beta-cells (Fig. 1 G) and in the
compact beta-layer (Fig. 1 H). Finally, double immunolabeling using small and larger gold particles

shows co-localization of IF-keratin and CBP in the beta-packets of differentiating beta-cells (Fig. 1

).

General western blot observations after reduction-alkylation or oxidation treatments

Both lizards and snakes showed a protein band around 16-19 kDa that responded to the treatment also
when using two different antibodies. After reduction-alkylation in the snake M. bredlii a band
appeared around 17-18 kDa and a weakened one around 37 and 50 kDa (Fig. 2 A). Also in the lizard
P. sicula, bands around 17-19 as well as around 21-22 kDa appeared but not in the lizards A.
carolinensis and P. vitticeps (data not shown). In the snake A. contortrix a band around 15 kDa was
intensified after the treatment (Fig. 2 B). and the band visible at the bottom of the control lane which
disappears in the reduced lane (Fig. 2 B) actually gives a band around 10 kDa (15% gel data not
shown). Bands around 17-18 and 22-23 kDa appeared while one approximately around 65 kDa
disappeared in the lizard T. mauritanica (Fig. 2B).

We also used the PCB antibody, which gave weaker bands than HgGC10 as it is shown in Suppl. Fig.
S1.

Specific variations of CBP bands after reduction-alkylation

Both lizards and snakes showed a protein band around 16-19 kDa that responded to the treatment also
when using two different antibodies. After reduction-alkylation in the snake M. bredlii a band
appeared around 17-18 kDa and a weakened one around 37 and 50 kDa (Fig. 2 A). Also in the lizard
P. sicula, bands around 17-19 as well as around 21-22 kDa appeared but not in the lizards A.
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carolinensis and P. vitticeps (data not shown). In the snake A. contortrix a band around 15 kDa was
intensified after the treatment (Fig. 2 B). Bands around 17-18 and 22-23 kDa appeared while one
approximately around 65 kDa disappeared in the lizard T. mauritanica (Fig. 2B).

We also used the PCB antibody, which gave weaker bands than HgGC10 as it is shown in Suppl. Fig.
SL.

Specific variations of CBP bands after oxidation

In the lizard P. sicula, bands in the 50-70 range and approximately around 45 kDa increased in
intensity while in another lizard A. carolinensis mainly one band around 16-17 kDa disappeared
without an increase in other regions (Fig. 2 C). In the snake P. bivittatus a band around 15-16 kDa
disappeared while bands increased slightly around 33-36 kDa (Fig. 2 D). Finally, in the lizard P.
vitticeps, mainly a band around 23-24 kDa tended to disappear but no intensification of protein bands

was observed in other regions (Fig. 2 D).

Peak intensity analysis after reduction-alkylation or oxidative treatment

The analysis of the band variations using the peak intensity analysis of the program Pharos Fx more
precisely indicated the variation of pattern in different samples (Fig. 3). In the epidermis from the
lizard P. sicula after reduction-alkylation four bands appeared different between the untreated control
and the reduced sample (Fig. 3 A-Al). While two bands around 70 and 42-44 kDa decreased two
main bands around 21-23 kDa and 17-19 kDa appeared after reduction and alkylation. In the skin
samples of the snake P. bivittatus also bands at higher MW one around 37 kDa and two around 27-
29 kDa decreased, while one to two peaks increased around 15-18 after reduction-alkylation and
marking with PCB (Fig. 3 B-B1). In the epidermis of the lizard A. carolinensis, the oxidative
treatment determined the disappearance of mainly a 16-18 kDa peak with respect to the control but

no increase was seen in other protein bands (Fig. 3 C-C1).

Variations of protein bands in IF-keratin range (32-75 kDa) using IF-keratin and CBP Abs

Since it is not unusual to see marking for CBP Abs in a MW range which actually belongs to the IF-
(alpha-) keratins (37-75 kDa), we also performed immunoblotting with two IF-keratin antibodies
(AK2 and al, see Table 1) followed by direct labeling for CBPs on the same membrane. In this way
we tried to identify any sign of possible interaction between IF-keratins and CBPs. When we used
IF-keratin specific abs, a lowered weight band could be seen in some samples after applying the

reduction-alkylation protocol. The reduction in weight is estimated around 10-20 kDa, which could
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fit the MW of a CBP. The second blotting with a CBP specific Ab was performed using a different
fluorescent secondary Ab and acquisition canal. The results only show the main beta overlap on the
alpha network, since the second blotting with a beta Ab is not the same as when performed on a
“clean” membrane as shown by the beta controls (Suppl. Fig. S 2).

Bioinformatics were used to verify specificity and identify other keratins possibly reacting with
the IF-keratin a1 antibody (ncbi database cytoskeletal 14-like XP_003222513.1) as was done for CBP
antibodies of the lizard A. carolinensis. The al keratin should give bands at 50,7 kDa, but besides
bands in this range it also gives two lower bands around 37 and 42-43 kDa (Suppl.Fig. S2 A). The
latter probably belong to K17-like X1 (37.4 kDa) and X2 (46.2 kDa) (ncbi: cytoskeletal 17 isoforms
XP_008111601.1 and XP_008111602.1) which have a MW compatible with the results and
reasonable identity with the a1 antibody (Suppl. Table S2).

General electrophoretic and western blot observations

The employed antibodies for CBPs immunolabeled proteins after western blotting, producing bands
in the beta-range (HgGC10 and Pre-Core Box, PCB) but also in the IF-keratin range (HgCG10)
(Suppl. Fig. S3 A). The HgGC10 antibody showed bands at 16-18 kDa and stronger bands around
37-38, 43-45 and 50-60 kDa (Suppl. Fig. 3 A) while the pre-core box antibody showed stronger bands
at 16-18 and 21-23 kDa, and weaker at around 37, 43-45 and 50-60 kDa. Control experiments in
which the primary antibodies were omitted showed no labeled bands (Suppl. Fig. S1). Based on the
degrees of conservation of the known epitope sequences of these antibodies in the sequences of CBPs,
we identified candidate CBPs matching in size to the immunodetected bands (Suppl. Fig. S3 A, but
see later Discussion).

Identification of candidate CBPs immunoreactive with the tested antibodies

Due to the high similarity among different CBPs, even a specific antibody can cross-react with other
CBPs (Alibardi, 2016). In the following discussion we speculate on the possible CBPs responsible
for bands that were detected in the western blots (WBs) from the green anole lizard A. carolinensis
and the Burmese python P. bivittatus (see Suppl. Fig. S4). Initially the epitopes of Abs used were
aligned (Tblastn) against CBP scaffolds previously identified in A. carolinensis and P. bivittatus
(Dalla Valle et al, 2010; Holthaus et al, 2017). The resulting hits were screened against the list of
known CBP proteins of these species. The MW of CBP candidates was predicted and in the last step
confronted with the MW bands in the WBs. From this combined approach the most likely candidates

for bands around 16-19 kDa were identified in A. carolinensis as Beta-21, -22 and -24 (Suppl. Table
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2 and Suppl.Fig. S4 A). These most likely candidates are part of sub cluster 111B (Beta21-28) of the
CBP cluster present in both the green anole and the python (red box in Suppl. Fig. S4 B). The CBP
cluster of python and the green anole lizard is highly syntenic and many CBPs are orthologous
between the two species (Holthaus et al., 2017). In alternative, also Beta-27 and -28 or Beta-35 could
be responsible for the bands at 17-19 kDa, although presumed less likely due to lower compatibility
for size (Beta-27/28) and lower compatibility with the Burmese python (Beta-35) (Suppl. Table 2).
Most likely candidates in the Burmese python for the 15-17 kDa bands observed were Beta-19
and -21 (Suppl. Fig. S2 and Suppl. Table S2) belonging to the python sub cluster I1I1B (Betal9-27).
No good match was found for the 17-19 kDa CBP band (Suppl. Fig. S2) probably due to various gaps

present in the python’s database exactly where most likely candidates are positioned.

Discussion

Pitfalls in studying proteins extracted from the stratum corneum

While soluble, cytoplasmic or even structural proteins linked to cell membrane can be dissociated
and solubilized to provide a reliable electrophoretic migration and immunoblotting, this is often not
the case for proteins that form the corneous layers since they chemically react to each other (Gillespie,
1991; Powell and Rogers, 1994). Therefore a study on proteins that are likely altered and cross-linked
as the cornification process progress, presents several interpretative problems linked to: 1) possible
modification of the original epitopes and immunoreactivity after extraction, reduction or oxidation
treatments, 2) formation of un-cleaving stabilized bonds that link IF and CBPs altering their
electrophoretic migration and apparent MW, 3) alteration of the expected molecular weight due to
the alkylation or degradation process, 4) unfolding of the protein after the reduction or the oxidation
treatments so that the epitopes can become available for immune-detection. All the above possibilities
can introduce bias or uncertainties for the interpretation of the results. Therefore the main take-away
message of the present study on mobile protein bands is the realization that strong covalent bonds
indeed occurs between IF-keratins and CBPs in corneous layers of lizards and snakes, forming the
beta- and alpha-layers.

Although the appearance of bands at 15-16 kDa may derived from the increase of the MW of the
HgGC10 CBPs following alkylation, it appears more likely that other CBPs with some epitope
identity with that of the HgGC10 are identified using this antibody (Suppl. Fig. S4 A). Also the
labeled bands at 16-18 kDa using the PCB antibody may derive from the recognition of the epitope
in the electrophoretically isolated CBPs but labelling did not occur to those linked to IF-keratins (or
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alpha keratins), perhaps for epitope inaccessibility in this higher MW fraction. Whether this result is
due to the external epitope recognized by the HgGC10 antibody while the PCB epitope is internal to
the protein (Alibardi, 2016), remains unknown.

The variations observed in our study most likely derive from the different origin of the samples,
with the epidermis at different stages of the shedding cycle, although the other variables indicated
above can be accounted for. It could be argued that the treatments (reductive or oxidative) causes a
change in the epitope that is no longer recognized by the antibodies after the treatment and therefore
some bands disappear. Although we cannot completely exclude this epitope alteration, the treatments
used were not particularly aggressive and more importantly it would be hard to explain both the
disappearance and the appearance of bands in the same sample (Fig.2A) if the epitope was changed
by the treatment. It seems more likely that these simultaneous changes are due to the reduction of
disulfide bonds in the reductive treatment that determine the release of some proteins from the initial
combination. Since the antibody can recognize more than one protein (Alibardi, 2016), the effect of
the treatment could have a different impact on different epitopes. However, as seen from the protein
alignments (Suppl. Fig. S4A), the differences among these proteins are relatively small and do not

involve redox sensitive residues like cysteine, methionine and tyrosine.

Molecular structure and interactions in the mature vertebrate corneous material

The complexity of the chemical interactions that form the mature material in the corneous layer of
vertebrate epidermis and of their appendages (claws, nails, hairs, scales, feathers etc.) is poorly known
(Gillespie, 1991; Powell and Rogers, 1994). It is known that two main types of covalent bonds are
involved, disulfide bonds joining cysteines among keratins and other corneous proteins and isopeptide
bonds linking lysine residues mainly with aspartic or arginine lateral residues present in EDC proteins
(Polakowska and Goldsmith, 1991; Hashimoto et al., 2001; Kalinin et al., 2002; Eckhart et al., 2003).
Disulfide bonds derive from the action of sulfhydryl oxidase on proteins containing sulfhydryl groups
while isopeptide bonds derive from the catalysis of transglutaminase on proteins containing the ¢
amino-groups of lysine that form carbo-amide bonds with the carbossile group of aspartate or the
amine-group of arginine (Fig. 4). In the hardest corneous material of hairs, claws or nails, the nature
of the chemical association between IF-keratins and keratin associated proteins (KAPs or KRTAPS)
is poorly known, and only general proofs on the presence of covalent bonds have been identified so
far between these molecules (Fujikawa et al., 2012. Matsunaga et al., 2013). Even less known is, in
feathers, scales and claws, the specific chemical bonds formed between IF-keratins and the prevalent
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Feather CBPs, or other proteins of the EDC that are present (Ng et al., 2015; Wu et al., 2016; Mlitz
et al., 2014; Strasser et al., 2015).

Previous immunohistochemical studies (Banjerjee and Mittal, 1978; Mittal and Sing, 1987a,b;
Alibardi, 2001) indicated the almost complete disappearing of sulfhydryl groups in the mature beta-
layer of snakes and lizards where instead only or mainly disulfide groups are present, while sulfhydryl
groups remain in the mature alpha-layers (Fig. 4), explaining the stiffness and un-elasticity of the
harder beta-layer and the pliability and stretching of the alpha-layer. Also, Sulfhydryl oxidase, the
enzyme determining the formation of disulfide bonds, is mainly present in the forming beta-cells and
is lower to absent in alpha-cells (Alibardi, 2015). Transglutaminase is instead present in alpha-layers
but appears absent in beta-layers of sauropsid scales (Alibardi and Toni, 2002). During alpha- or beta-
cornification, the chemical combination of the initially synthesized IF-keratin and CBPs gives rise to
the resistant corneous material and the specific material properties that ensure enzymatic endurance
and mechanical protection (beta-layer) or pliability and water impermeability (alpha-layer) of the
scales in these reptiles (Maderson et al., 1998; Klein et al., 2010; Klein and Gorb, 2012). These
different material properties are needed for scale growth, water conservation, mechanical protection,
and shedding in lizards and snakes (Maderson et al., 1998).

In conclusion the present study, using immunolabeling and western blotting after reduction or
oxidation, indicate that IF-keratins and other proteins of the EDC, in particular the CBPs of lower
MW, can form very stable chemical bonds in the corneous layers, in the beta-layer but likely also in
the alpha-layer at complete cornification (Fig. 4). This can explain the appearance of immunolabeled
bands for CBPs at a higher MW than that in the expected range (9-18 kDa), since the epitope is
present in this resistant and stable combination. As suggested from Fig. 4, during cornification in both
alpha- and beta-layers, the IF-keratins bind to CBPs. However while in beta-cells CBPs are produced
in high amount and form filaments and then beta-corneous packets and eventually a dense beta-layer,
CBPs are less abundant in alpha-cells forming a softer alpha-layer at maturity. While disulfide bonds
are likely prevalent in mature beta-cells, sulfhydril groups, disulfide bonds and iso-peptide bonds are
present in alpha-cells.
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Fig. 1. Histological (A-F) and electron microscopic (G-1) views of lepidosaurian epidermis. Scale
bars in all histological figures correspond to 10 um while they represent 100 nm in all electron
microscopic images. A, scale of the lizard Anolis carolinensis (Ac) showing the epidermis in post-
shedding stage. B, detail of epidermis of the snake N. natrix (Nn) in renewal stage with still
forming outer alpha-layer and with differentiatiating cells of the inner beta-layer (arrows). C, molt
of the snake Agkistrodon contortrix (Agk) showing the paler beta-layer and the blue-stained alpha-
layer. D, immunolabeling using the AK2 antibody for IF-keratins of the viable part of the
epidermis in the snake Liasis fuscus (Lf, the upper dashes indicate the unstained corneous layer).
E, scale of the lizard Podarcis muralis (Pm) where the forming beta-layer (arrows) is
immunofluorescent using a pre-core box antibody. Dashes indicate the base of the epidermis. F,
overlapped scales of the snake L. fuscus (Lf) in resting stage with the intensely labeled compact
beta-layer stained by the pre-core box antibody. Dashes indicate the base of the epidermis. G,
detail of immunolabeled beta-packets in a differentiating beta-cells of the lizard P. muralis (Pm).
H, distributed immunolabeling of the mature beta-layer merged with the oberhautchen of the lizard
A. carolinensis (Ac) using the pre-core box antibody. I, double labeling of a corneous packets in
a differentiating beta-cell of A. carolinensis (Ac), using a beta-protein antibody (the arrowhead
indicates the large gold particles) and the AK2 antibody (the arrow indicates the smaller gold

particles) for IF-keratins.
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Fig. 2. The effect of a reducing treatment with DTT followed by an alkylation with 1A on a snake M.
bredli and lizard P. sicula with Ab HgGC10 in 3A and on another snake A. contortrix and a gecko
T. mauritanica with Ab HgGC10 in 3B. In C-D the effect of oxidation with H2O2 on lizard skin
samples of P. sicula, A. carolinensis and P. vitticeps and a snake skin sample of P. bivittatus (3D).
D-E) Controls for protein presence (Ponceau) and absence of auto-immunofluorence (CY5) are
shown at the right of results. The modifications of the 15-19 kDa CBP band are shown by red
asterisks, while the ones of the 21-24 kDa bands by green asterisks. Black arrows indicate the
intensification or weakening of bands in the MW range above the CBP one. Molecular weight is
indicated by markers on the side (in kDa). A 12% polyacrylamide gel and nitrocellulose membrane

were implied.
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Fig. 3. Peak intensity comparison of WB bands before and after treatment. A) results for the lizard P.
sicula 1 and in Al the WB bands corresponding to the observed peaks. B) results for the snake P.
bivittatus and in B1 the WB bands corresponding to the observed peaks. C) results for the lizard
A. carolinensis and in C1 the WB bands corresponding to the peaks. The blue line represents the
controls while the red one samples threatened with reduction and alkylation (A and B) or oxidation
(C). Black numbered arrows indicated lowered or heightened peaks corresponding to WB bands

that either were reduced or oxidized.
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Fig. 4. Schematic drawing showing the main events occurring during cornification in a scale (A) with
the formation of the spiny oberhautchen, followed by the beta-layer and alpha-layer (B). Both -
and a-cells have origin from suprabasal differentiating cells, initially the B-cells and later the a-
cells (C). D and E show the two main types of definitive chemical bonds while F and G show the
final compaction of IF-keratins and polymeric CBPs (ladder) in the mature pB-layer and a-layer.
Legend: ba, basal cells; bm, basement membrane; CBPs, corneous beta-proteins; dif,
differentiating suprabasal cell; IF-ker, Intermediate filament keratins (a-keratins); ob,
oberhautchen; P,P’, proteins; SOX, sulfhydryl oxidase; TG, transglutaminase. Disulfide bonds are

indicated with a line while isopeptide bonds () are indicated with dashes.
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2.6 The epidermal differentiation proteins of crocodilians

2.6.1 Introduction

Crocodilians are the closest living relatives of birds with whom they form the monophyletic
clade of the Archosauria. The time of divergence between crocodilians and birds is estimated
around 219-255 Mya (Chiari et al. 2012; Shen et al., 2011; Hugall et al., 2007; Janke & Arnason,
1997). Within the sauropsid (reptiles and birds) clade, archosaurs are believed to be the closest
relatives to turtles from which they have separated approximately 250-257 Mya during the Late
Permian (Wang et al., 2013; Chiari et al., 2012). Today the once broadly represented clade of the
crocodilians has only 24 species left (Uetz & Hosek, 2017), divided into 3 families (Crocodylidae,
Gavialidae and Alligatoridae). Most crocodilians live in tropical and subtropical fresh waters, but
some of these predators are also found in brackish and marine waters and at higher, temperate
latitudes.

At first sight crocodilians and birds do not have much in common and in systematics they
have been considered separated classes, but their common ancestral origin has been confirmed by
phylogenetic studies (Hugall et al., 2007; Field et al., 2014; Janke & Arnason, 1997). These diverse
looking clades share oviparity, parental care for their offspring, well developed social interactions
and vocal communications. At the anatomical level they exhibit similar characteristics in the
skeleton (Pough et al., 1999) and in the embryonic epidermis where is present during
morphogenesis the subperiderm, a layer unique to archosaurs (Sawyer et al., 2005; Sawyer &
Knapp, 2003).

Crocodilian epidermal processes have been extensively studied especially for comparison of
crocodilian scale morphogenesis versus the morphogenesis of avian scales and feathers (Alibardi &
Thompson, 1999-2002; Alibardi et al., 2006; Alibardi, 2005b; Sawyer et al,.2000). What

distinguishes the crocodilian skin is its thick armor which is formed by epidermal scutes that in
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some species or regions of the body also comprise underlying same-sized and shaped bony dermal
plates (osteoderms). This armor is mainly present on the dorsal part of the body and on the keeled
tail, while the ventral body part and head usually exhibit flatter scales. However in some fully
armored species, the armor covers the belly as well and in the Chinese alligator even the eyelids.
Like in all reptiles, the epidermis is traditionally divided in layers with either an alpha or beta
pattern (Maderson, 1965, 1985; Landmann, 1986; Alibardi, 2013a). In regions where protection
from the environment is needed, scutes are present and the beta layer is very thick while the layer of
living cells is thin (Alibardi, 2013a; Spearman, 1969). On the other hand regions requiring more
flexibility like the regions between scutes (hinge regions) have a thinner epidermis and a more
predominant alpha layer (Spearman & Riley, 1969; Alibardi 2003b, 2005b). The crocodilian
epidermis presents thus varying thickness.

In crocodilians as in other sauropsids corneous beta proteins (beta-keratins) have been
identified in the epidermis and epidermal appendages (Alibardi & Toni, 2006; Toni & Alibardi,
2007; Wyld & Brush, 1979; Maderson, 1985; Sawyer et al., 2000, 2003a; Alibardi & Thompson,
2002; Alibardi, 2003b).

Recently the Epidermal Differentiation Complex (EDC), which is also present in mammals,
has been analyzed in several sauropsids like chicken, the green anole, turtles and snakes (Strasser et
al., 2014; Paper I & IV). This complex comprises genes which are involved in the epidermal
differentiation of keratinocytes, mainly by encoding structural protein components for the cornified
cell envelope. In the stratified epithelium of terrestrial vertebrates the epidermal differentiation
process begins in the basal layer where cells (keratinocytes) proliferate and start to differentiate
when moving upwards through the suprabasal layers toward the skin surface. When reaching the
most external stratified layer of the skin, called the cornified cell layer, cells have become
terminally differentiated meaning they are cornified, dead, flat and have their plasma membrane
replaced by the cornified cell envelope. Whilst the nature of this corneous envelope in reptilian
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beta-cells remains unknown, the mammalian cornified layer is composed of a cytoskeleton of
keratin intermediated filaments immersed in an amorphous matrix of proteins, which confers a
highly resistant and insoluble structure. This layer, only present in terrestrial vertebrates, is essential
for life outside an aquatic environment since it provides protection against cutaneous water loss and
shields more efficiently against biological, physical, mechanical, and micobiological assaults
(Eckhart et al., 2013; Kypriotou et al., 2012; Candi et al., 2005; Kalinin et al., 2002).

In this chapter the preliminary results of the study on the crocodilian EDC are reported.
Although crocodilians have not evolved specialized appendages like the bird feathers or the turtle
shell, analysis of their EDC is essential for revealing adaptations specific to this aquatic-adapted
branch of archosaurs. Moreover as closest relatives to birds, that have evolved a highly adapted
feather covered integument, the comparison with the crocodilian EDC can clarify bird specific gene
losses and gains. The present results and ongoing studies also indicate that CBPs are more
numerous than the 20-21 types reported for crocodilians (Greenwold & Sawyer, 2013). Comparison
to other clades has confirmed synteny among the amniote EDC also for crocodilians. This study,
although non conclusive, provides an inventory of EDC proteins which are involved in epidermal
differentiation in crocodilians. Altogether, the present report is the basis for further in depth analysis

of the proteins encoded by the crocodilian EDC.

2.6.2 Material and methods

To perform the comparative analysis, the EDC genes of crocodilians were first of all
predicted using the genome sequences derived from two species: the Chinese alligator (4lligator
sinensis) (Wan et al., 2013), and the Australian saltwater crocodile (C. porosus) (Green et al., 2014).
To determine the ancestral condition for observed genes losses and duplications in the two species
principally investigated, the available genomic sequences of the American alligator (4.

mississippiensis) and the Indian gharial (G. gangeticus) were scrutinized (Green et al., 2014). In
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Supplementary Tables S2—S5 the accession numbers of genome sequence scaffolds corresponding
to the crocodilian EDCs are listed.

Coding sequences and exon—intron borders of EDC genes were predicted screening the
nucleotide sequence between S100412 and S100A411 genes of the target genome, as previously done
for lizard, turtle and snakes (Strasser et al., 2014; Paper I & IV). This screening was primarily
performed with tBLASTn using as queries the amino acid sequences of chicken and turtle (C. picta)
EDC proteins. In case of EDC regions with apparently low gene density the nucleotide sequence
was translated in silico, which permitted the identification of additional open reading frames of
candidate EDC genes. These likely EDC genes were verified for the presence of both a splice
acceptor site localized 10-30 nt upstream of the start codon and a putative noncoding exon 1, which
was defined by a TATA box and a splice donor site 60—90 nt away. Furthermore RNA-seq reads,
available in the NCBI browser for “genomic regions, transcripts, and products”, were used to
identify transcribed regions of the 4. sinensis EDC. Subsequently the transcribed regions were
translated using ExPASy, and the resulting amino acid sequences were investigated for the potential
to encode proteins with amino acid sequences similar to known EDC proteins. The methods here
applied followed the criteria published in Strasser et al. 2014.

Several bioinformatics portals were used such as Multalin (Corpet 1988) for aligning amino
acid sequences and ExPASy (Artimo et al. 2012) for calculating amino acid composition

(ProtParam tool).

2.6.3 Results

Identification of the epidermal differentiation complex (EDC) in crocodilian genomes

As in all amniotes the EDC of crocodilians was defined as the genomic region bordered by

S100A genes (Strasser et al., 2014; Paper I & IV). The EDC gene complement of the two principal
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investigated species, the Chinese alligator (4/ligator sinensis) and the Australian saltwater crocodile
(Crocodylus porosus) was identified primarily by tBLASTn searches using EDC-encoded proteins of
chicken and turtle (Chrysemys picta) as queries, but also by de novo prediction of genes in an iterative
process, that was reported in Strasser et al., 2014.

The nomenclature for EDC genes follows the preliminary system that was defined in Strasser
et al., 2014 and consists in the term Epidermal Differentiation (ED) followed by a term describing
the amino acid composition or the presence of particular amino acid sequence motifs in the encoded
gene. In the text only name abbreviations are used to simplify reading, while full gene names can be
found in Supplementary Table S1. In the case of orthology with human loricrin, peptidoglycan
recognition protein 3 (PGLYRP3) and cornulin and sauropsid scaffoldin (SCFN) this naming
convention was not applied.

To verify expression of the predicted EDC genes of crocodilians, the RNA sequencing data of
the Chinese alligator was screened for transcribed regions and most genes were confirmed to be

expressed (Suppl. Table S2).

The EDC of crocodilians confirms conservation within amniotes and sauropsids

The EDC of crocodilians is the last of the sauropsid clade with available genome sequence to
be analyzed and confirms the conservation of various genes and their proteins within amniotes, as
was already observed in other investigated sauropsids (Strasser et al., 2014; Vanhoutteghem et al.,
2008; Paper I & IV). This conservation is encountered in the bordering S100A genes, S100 fused-
type genes or SFTPs located before SI00A11, the peptidoglycan recognition protein 3 (PGLYRP3),
loricrin and SPRR-like genes (Fig.1). Both the SI00A and SFTPs genes contain a specific amino-
terminal S100A domain (Ca®’-binding EF-hand motifs), while PGLYRP3 contains a characteristic
structural fold also found in other PGLYRP proteins (Marchler-Bauer et al., 2016). Most of the EDC

of crocodilians comprises, like in other amniotes, simple (single coding exon) EDC (SEDC) genes,
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which apart from CBPs do not contain sequences associated with a known protein domain (Fig. 2-3).
In previous studies several conserved sauropsid specific genes were identified on the EDC of which
EDKM, EDWM, EDQL, EDYMI, EDP3 and SCFN have also been found in crocodilians (Fig. 1-3).
As in the EDC of all sauropsids the crocodilian EDC contains a CBP gene cluster which in this cluster
has the lowest number of genes (n=25-32) identified up to now.

Apart from specific proteins, conservation is found as well at the level of sequence motifs at
the amino and carboxy-terminus (Fig. 4A-D) and at the level of amino acid repeats with high
abundance of certain amino acids, as previously reported (Strasser et al. 2014; Paper I & IV). The
terminal sequence motifs concern mainly lysine and glutamine residues, which are the target amino
acids of transglutamination suggesting that this type of protein cross-linking is a conserved feature of
amniote EDC proteins. The amino acids that characterize amniote SEDC proteins by their abundance
or/and tandem repeats are glycine (QG), serine (S), proline (P), glutamine (Q), and cysteine (C)
(Strasseretal.,2014; Paper I & IV; Fig.5A-D). Likewise, the EDC of the Chinese alligator comprises
genes that encode proteins with high contents of G (loricrin 40,7 %), C (EDC3 23,6 %), P (EDPQ1
38,2 %, EDPE 37,1 %) and Q (EDPQ1 19,1 %, EDP3 18,1 %) (Fig. 2).

Genes unique to crocodilians were identified in the small cluster of C-rich genes (EDCs), the

EDPCQ and EDRYA gene and a second EDDM-like gene (Fig.1).

Three large gene clusters compose most of the EDC in crocodilians

What is most striking about the EDC of crocodilians is that most of the genes present belong
mainly to three large gene clusters containing each dozens of genes. These clusters consist in EDCH,
EDAA and CBP genes that together comprise about 75% of all the EDC genes. The CBPs are known
for their specific central domain which is predicted to form a pleated beta sheet involved in
dimerization of these proteins that can compose both the filament and matrix component (Fraser &

Parry, 1996, 2014, 2017; Alibardi et al. 2009; Calvaresi et al., 2016). EDAAs (Epidermal
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Differentiation proteins rich in Aromatic Amino acids) form a cluster of genes which is located in the
central region of the EDC before the CBPs (Fig.1) and encodes proteins rich in aromatic amino acids,
particularly tryptophan and tyrosine (Fig. 5D). These genes are believed to be homologous to the
turtle EDAA genes (Paper I) and to chicken genes that were previously named EDMTFs (Strasser et
al. 2014). The last of the large gene clusters is composed of EDCHs (Epidermal Differentiation
proteins containing Cysteine Histidine motifs Fig. 5C), which are characterized by the particularity
of having the first half of the protein rich in serine and these CH motifs, while the second half is rich
in proline, glutamine and cysteine duplets and lysine residues.

Other genes that form clusters in crocodilians although to minor extent are the EDPQs with
2-6 members (Fig. 5B). These proline-rich proteins are not found in chicken, but show likely
orthology with the 2 EDPQ genes present in the turtle C. picta. Finally, cysteine-rich amino acid
sequences are encoded by a small cluster of 2-4 SEDC genes (Fig. 5A).

The fact that the crocodilian EDC comprises five clusters (3 large and 2 small ones) of distinct
gene types (EDCHs, EDAAs CBPs, EDPQs and EDCs) is similar to what was observed for the
structure of the turtle EDC (Paper I). In turtles though, the gene type of some of the expanded clusters
was different than the one in crocodilians and the CBP cluster composed by far the most dominant
cluster. Moreover part of the genes belonging to two of these expanded clusters were translocated to

loci outside the EDC in turtles.

The crocodilian EDC reveals gene losses and gains within the archosaurs-turtle branch

Analysis of the crocodilian EDC has made it possible to reveal genes specific to the archosaur
clade as well as bird specific adaptations within the archosaur-turtle lineage. Additionally the
crocodilian gene complement has confirmed that EDAAs and EDPE are found in all clades of the
archosaur-turtle branch, but not in lepidosaurs. These genes are therefore specific to the archosaur-

turtle lineage, while EDCH and EDDM-like genes have turned out to be unique to just the archosaur
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lineage. The crocodilian EDDM1 and 2, are similar to chicken EDDM (Fig. 1), but also EDQCM,
thus orthology is not absolutely certain.

Even though birds are the crocodilians closest relatives, avians have evolved a highly
differentiated tegument. In fact, bird specific genes and gene duplications as well as bird specific gene
loss and reduction that could be involved in this adaptational process have been identified by
comparison to crocodilians. One example of expansion in birds is loricrin which has expanded to
three copies with respect to the one present in crocodilians, like in most amniotes (Fig.1). Whereas
the lower number of EDCH genes in chicken (n=4) with respect to 4. sinensis (n=22, Fig. 2) can be
due to both a crocodilian specific expansion or bird specific loss of this gene family. Notably a high
presence of proline-rich genes, namely an EDPL, EDP1, EDP2 and EDPCV gene as well as an EDPQ
cluster was found in crocodilians, feature shared with the turtle clade, but not prominent in the chicken
which is the closest relative to crocodilians (Fig.1). An EDPCV gene orthologous to the turtle one
was identified in A. sinensis, whereas in the chicken it appears to lack counterparts. These EDPCVs
formed a cluster of 15 genes in turtles while in crocodilians only one gene was found that was even
lost in C. porosus (Fig.1, 3). The number of EDAA genes (n=18-19) of most crocodilian species (Fig.
2-3, Suppl. Fig. 1-2) was higher than the number of homologous EDMTF genes in the chicken (n=5).
Eventhough the total number of EDAA genes of the turtle C. picta (n=22) was similar to crocodilians,
part of these genes were translocated to another locus in turtles. For the EDC locus, the number of
EDAAs in all turtle species investigated was around 5-10 (Paper I), so lower than in crocodilians.

Thus the structure of the crocodilian EDC shows similarity to both the chicken and the turtle
(C. picta) (Fig. 1). On one hand the presence of large gene clusters and proline-rich genes is shared
with the turtle clade. On the other hand EDCH and EDDM-like genes are in common with the

chicken, even though the EDCHs were either reduced in chicken or expanded in crocodilians (Fig.

).
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Differences in gene duplications and reduction between crocodilian clades

Although most of the SEDC gene sequences of the different crocodilian species analyzed,
namely A. sinensis, C. porosus, G. gangeticus and A. mississippiensis, were highly conserved and
displayed orthology (Fig. SA-D), several genes underwent differential expansion or loss in diverse
species and subclades (Fig. 1-3). To determine the ancestral condition for the observed differences
between the Chinese alligator (4. sinensis) and the Australian saltwater crocodile (C. porosus), results
were confronted with other available genomic sequences which were of the Indian gavial (G.
gangeticus), the closest outgroup to Crocodylidea, and of the American alligator (4. mississippiensis)
the only other extant alligator (Suppl. Fig. 1-2).

The most remarkable difference is found for 4. sinensis which has a higher number of both
CBPs (n=43) and EDAAs (n=41). This additional expansion, which brings EDAAs and CBPs at
practically the same number, seems specific to the A. sinensis, since it is not found in the 4.
mississippiensis (Suppl. Fig. 1). Further comparison suggested that the C. porosus has lost some
proline-rich genes like EDPCV and reduced others like EDPQs from 6 to only 2 copies (Fig. 1-3).
Reduction is also seen for genes such as EDCs that are present in a lower number in the Crocodylidae
and Gavialidea lineage with respect to the Alligatoridae family (Fig. 1-3, Suppl. Fig. 1-2). This could
be confirmed by the presence of mutated EDCs in both G. gangeticus and C. porosus. Furthermore
also the EDCH cluster contains a lower number of genes in Gavialidea and Crocodylidae with respect
to the Alligatoridae family (Fig. 1-3, Suppl. Fig. 1-2).

Thus, the differential evolution with expansions and losses of specific EDC genes in the

diverse subclades and/or species of crocodilians remains to be investigated in future studies.

2.6.4 Discussion

The preliminary results of this comparative study suggest that crocodilians like other

sauropsids show conservation with the amniote EDC (Strasser et al., 2014; de Guzmang Strong et
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al., 2010; Vanhoutteghem et al., 2008; Paper I & IV). Apart from the identification of S100A,
CRNN, PGLYRP3, loricrin and SPRR-like genes orthologous to the human ones, also specific
amino-and carboxy-terminal sequence motifs were found to be conserved with mammalian proteins.
In addition, the amino acid composition of EDC proteins biased towards several amino acids such
as glycine, cysteine, proline, glutamine, serine and lysine, often in the form of tandem repeats, was
confirmed for crocodilians like for other amniotes (Strasser et al., 2014; Paper I &IV; Candi et al.,
2005; Kalanin et al., 2002). The observed conservation suggests that probably in all amniotes the
same basic mechanisms are involved in forming the epidermal barrier. In mammals cross-linking of
several EDC proteins is performed by transglutaminase enzymes that use lysine and glutamine
residues as targets (Candi et al., 1998, 1999; Kalanin et al., 2002; Steinert et al., 1999) and based on
observed terminal sequence homology for various proteins this likely occurs in crocodilians and
other sauropsids as well (Strasser et al., 2014; Vanhoutteghem et al., 2008; Paper I & IV).

The epidermal barrier is a highly resistant and insoluble structure forming a first-line
defense against dehydration and environmental assaults of biological, mechanical, chemical and
physical nature (Kypriotou et al., 2012; Henry et al., 2012; Kalinin et al., 2002; Candi et al, 2005).
In amniotes it consists in the cornified layer that is buildup by layers of keratinocytes that have
undergone terminal differentiation, cornification and replacement of their plasma membrane with
the cornified cell envelope (CE) (Eckhart et al., 2013; Henry et al., 2012; Kalinin et al., 2002; Candi
et al, 2005). Many proteins encoded on the EDC are involved in the epidermal differentiation
process as structural components of the CE. Other EDC proteins associate to keratin intermediate
filaments (KIFs) during the cornification process in the epidermis and appendages. Whereas the
KIFs form the filament of the cytoskeleton in keratinocytes, the proteinaceous matrix component is
constituted of keratin-associated proteins to which also some EDC proteins such as mammalian
filaggrin and sauropsid CBPs belong. KIFs confer both strength and flexibility to the epidermis,
while on the other hand proteins associated to keratin endow the cornified layer with inflexibility,
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insolubility and extreme mechanical resilience (Alibardi, 2006, 2013a; Resing & Dale, 1991;
Kalinin et al, 2002). So the mechanical and physical properties of the epidermis and appendages
depend on the type and proportion of proteins associated to keratins or matrix proteins, but also on
the kind of protein bonds formed. For example in mammalian appendages both the type of proteins
(KRTAP) and bonds (disulfide bonds) are different than in the epidermis (Eckhart et al., 2013;
Rogers et al., 2006; Gillespie, 1991; Powell & Rogers, 1994; Matoltsy, 1987). At the same time
both the amino acid composition and the structural organization of EDC proteins can influence the
characteristics of the integument in which they are present. An example are the CBPs that with their
characteristic secondary pleated beta sheet structure are believed to be responsible for the toughness
of sauropsid epidermis and appendages (Alibardi, 2003; 2016a; Spearman, 1969; Landmann, 1986).
EDAA genes, that form one of the big clusters in crocodilians, are rich in tyrosine which has the
property to strengthen the corneous material. When glycine residues are combined to tyrosine, this
adds pliability to the material characteristics (Fraser & Parry, 2014; Parry et al., 2006). This
tyrosine-glycine combination is found in some mammalian KRTAPs (Gillespie, 1991) and terminal
sequences of some sauropsid CBPs including those of crocodilians (Dalla Valle et al., 2008, 2009b;
Gregg & Rogers, 1986; Greenwold & Sawyer, 2011, 2013).

The basic organization of the EDC was probably inherited from a common ancestor of
archosaurs (crocodilians and birds) and their next relatives, the testudines. In fact some orthologous
proteins such as EDAAs and EDPE were found in both archosaurs and turtles. Furthermore the
crocodilian EDC complement reveals that the EDCH and EDDM proteins that they have in
common with the chicken are specific to the archosaur clade. In comparison to crocodilians and
turtles, birds seem not only to have reduced proline-rich genes through loosing EDPCV, EDP1-2
and EDPQ genes, but also aromatic acid rich genes such as EDAAs. Possible further reduction in
birds could include EDCH genes, although it cannot be excluded that instead these genes were
expanded in crocodilians.

131



Expansion of the CBP cluster in birds and turtles has been put in relation to the evolution of
specific appendages such as feathers and the shell respectively (Greenwold & Sawyer, 2010; Li et
al., 2013). In both birds and turtles genes involved in forming specific appendages have been
translocated outside the EDC (Paper I; Greenwold & Sawyer, 2010; Ng et al., 2014). Even though
the crocodilians exhibit, like the turtle the presence of large clusters on the EDC, no evidence of
translocation was found in the species investigated. Only in 4. sinensis a scaffold with non EDC
proteins on the same scaffold as some EDCHs was identified, but this difference may be due to the
fact that the genome assemblies of crocodilian species are not of the same quality as those of
mammals neither the position or assembly of many scaffolds is certain. Since crocodilians have not
evolved any specific appendage for which gene duplication was needed, the presence of large gene
clusters and gene redundancy could be a primitive characteristic of the archosaur-turtle lineage.
Subsequently this characteristic could have been eliminated in birds, which are known to have
reduced their genome size. In none of the squamates investigated so far large gene clusters were
found with exception of the CBPs. Instead the squamate EDC consisted in many individual genes
and only some small gene clusters (Strasser et al., 2014; Paper IV). Apart from the CBPs, abundant
in the beta layer located in the outermost part of the epidermis involved in protecting vertebrates
from the environment (Baden & Maderson, 1970; Landmann, 1986; Sawyer et al., 2000; Alibardi &
Toni, 2006; Alibardi, 2003b, 2005a, 2013a), nothing is known about the function or localization of
proteins such as EDCHs and EDAAs that are encoded by the other two major gene clusters.

Notably the expansion of several gene clusters, namely EDAAs, EDCs, EDCHs, EDPQs and
CBPs, diverged during evolution quite markedly between crocodilian families and even species of
the same family. Crocodilians are considered a primitive slow evolving clade, but the differences
encountered in the EDC genes reveal the existence of specific adaptations of the epidermal barrier
in these reptiles,that could be related to adaptation to the aquatic environment. The degree of
armored scutes covering the body varies between different species of crocodilians (Brazaitis, 1987,
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Richardson et al., 2002) and this might be involved in the observed differences, but at the moment
no experimental evidence can confirm this hypothesis. In particular, the Chinese alligator has
undergone further expansion of the CBP, EDAA and EDCH gene clusters compared to other
crocodilians. The reason for this species specific additional expansion of EDC genes in comparison

to its closest relative, the American alligator, remains a mystery and needs further investigation.

2.6.5 Conclusion

In summary, the preliminary results of the present comparative genomics analysis confirm
synteny to the amniote EDC for crocodilians, as was the case for all sauropsids investigated so far
(Strasser et al., 2014; Vanhoutteghem et al., 2008; Paper I & IV). In addition, during evolution in
crocodilians several genes involved in the epidermal barrier were expanded leading to dominance of
only a few gene types in the crocodilian EDC. While the expansion of EDAA and EDCH genes
seems to be crocodile specific, the CBP expansion is common to all sauropsids, but is minor in
crocodilians compared to other sauropsids.

The comparative analysis with birds, the closest relatives of crocodilians, has revealed genes
that have evolved specifically in the archosaurian lineage such as EDCHs and EDDM-like. In
crocodilians though, the gene clusters of EDCH and EDAA have much higher numbers compared to
birds (Strasser et al., 2014). Furthermore some genes shared between archosaurs and turtles such as
EDAAs and EDPE are not found in squamates (Strasser et al., 2014; Paper IV) thus indicating a
gene adaptation specific to the archosaur and turtle lineage (Paper I). Notably, crocodilians share
with the turtle a good number of proline-rich genes that are not present in chicken (Strasser et al.,
2014; Paper I). Several genes such as a small cluster of cysteine-rich genes (EDCs), the EDPCQ,
EDRYA and the second EDDM gene were found to be unique to crocodilians.

In conclusion this study provides for the first time a comprehensive catalog of EDC genes

identified in the crocodilian clade. These molecular data will serve future investigations into the

133



expression of crocodilian EDC genes and the evolution of claws, scutes, and scales in crocodilians

in comparison to birds, their closest extant relatives.
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2.6.6 Figures: The epidermal differentiation proteins of crocodilians

Content:

Figures 1-5
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Figure 1. Organization of the epidermal differentiation complex (EDC) in the Chinese
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alligator and the Australian saltwater crocodile. Genes of the EDC in crocodilians Crocodylus

porosus and Alligator sinensis, in comparison to those of the chicken (G. gallus), the turtle (C.

picta), and human, are schematically depicted. Arrows indicate the orientation of the genes. Simple

EDC (SEDC) genes with 2 exons are represented by colored arrows with a black frame whereas

other genes are shown as filled arrows. Corneous beta-protein (CBP) gene clusters are shown as

boxes in this diagram while detailed information about the genes in these clusters are depicted in

Fig. 2. Members of gene families are numbered according to the positions of genes without
indicating 1:1 orthology to specific members of the same gene family in other species. The
depiction of the human EDC is simplified by representing gene family clusters with arrows and

indicating the total number (#) of genes within each cluster. Black vertical lines connect

orthologous genes or gene families. Green and red asterisks indicate putative gene gain and loss

events whereas black asterisks indicated gene differences that could not be unambiguously assigned

to an evolutionary event in particular lineage. Note that the diagram is not drawn to scale. The

symbol ~ marks interruptions in the crocrodilian EDC scaffold. Because of improved delineation of

orthology relationships, the following gene names have been newly assigned to replace previou

S

names (Strasser et al., 2014): chicken EDQM3 instead of EDSC, and EDPQ1 instead of EDCHS.
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A

>Asi CRNN partial

MTPLQCNIECIISAFNAYARKDCCCITLSKCELKQLIPOEFADVLVKBHDLET I DGVLERLDAESKDRIDFDEFLVLVFBVAKACHKKL
NBc@EscDc@esas@cDASR EAPEGDET ETRTAECNLSRRHT@DBEVSCTEDBEVS@-DENHEAD
AAETPEHDSIHRQ-QEBEGDESHH D DVKHETLESCABEQABNHHBVLEPSVSERDLDHCOSSASERDLDHH
TL@ESTLETDLDRHETLOBNTLETDLDRHETLEENTLETDLDRHETLEBNTLETDLDRHETLEBNTLETDLDRHETLEBNTLETDLDR
HBTLEBNTLETDLDREETLOENTLETDLDRHETLEBNTLETDLDREBTLOBNTLETDLDRHET LOENTLETDLDRHBTLOBNTLETDLD
RH TiNTLETDLDR!ITEISTLETDLDRH TLOENTLETDLDRLETEH STLETDLDRE.TL NTLETDLDR!.T HBESTLETDL
DHH LETEAIEI%SSTT RESTHNEAHESQALE ESI’}E(?DE DONRHOSKEPEASDHTLREQPOEAQGBTEQGDL TWETQTBRVEE
DVSRCGCTEFSEAL T K

XXXARGDBREEALTAYRBYIYQC FBY@wL

>Asi_EDAAL
MFDSLDTIEDLCY@CCWDLCYRREYWNCCWDBCTYRRESWSCCWDBCTYRRBYIYDNCYCYGCELYCLECCYBYSSRWCHKYSYCNCHWEC

>Asi_EDAA2
MFDNLDTTEDLWYK-@S:CWDBCYRRESWS-CWDBYYRRSSWS:CWDBCYRREBSWSSCWDBCYSRSSWNSCWDBCNYRREYSYCLESSY
SCFCYBYASRWCRRESYCKCWEC

>Asi_EDAA3
MFDSLDTIEDLCY@:CwDBCYRRBYWNCCWDBCTYRRESWS CWDBCTYRREYIYDNCYCYCELYCLECCYBYSSRWEGHKY SYCNCWBC

>Asi_EDAA4
MFDNLDTTEDLWYR:@scCwDBCYRRESWS=CWDBY YRRSSWSCCWDBCYRRESWSSCWDBCYSRSSWNSCWDBCNYRREYSYCLESSY
SCFCYBYASRWERRESYCKCWEC

>Asi_EDAAS5
MSDSLCMLEDLCF@CBNCCFBBCBRRLCYCCcCYDBCTCRLLWRCLCCcCBCwecLecHCRFRBESTWSKTDVRSKIQIE

>Asi_EDAA6
MFDSLDMIEDLSYHC@SDCFEHYRRRBBYTCSCYDQCCERLVCRECCWS IBBWWCHBCSSCCCWEC

>Asi_EDAA7 partial
MSDSLDMFEDLY Y@SBDCCWXXX

>Asi_EDAAS
MFDSLDTVEDLFYB-@SDFCWB@YBERRYWCCCYDRYCLVWRCBCCYBCBWCRR

>Asi_EDAA9
MSDSLDMLEDLHY@DSSCCWRBPCRRRCWCCCYDBCTCQLIWG-MCWCBCWRSRERY GRCWEC

>Asi_EDAALQ
MFDSLDTIEDLSY@:@sDCFBYBRRRERY TCCCYDPCCRLVWRECCHS IBBWWCHP - SB-cCWBC

>Asi_EDAA1l
MSDSLGMLEDLCF@CBNCCFBECBRRLCYCCCYDBCTCRLLWRGLCCCBCWECLECHEKFREC

>Asi_EDAA12
MSDS@EDMFEDLY Y@SEDCCWRBRHKKBC YCCCYDBCT CELVWECWCCCBCWRERGRY GRCWEC

>Asi_EDAA13
MSDSLDMLEELSF@DBYCCWRBRRTRLCWCCCCDBCTCEVVWECWCCCBCWHCERGRY CREWEC

>Asi_EDAA14
MSDSLCGMLEDLCY@DBSCCWRERRTRLCWCCCCDBCTCEVVWE GWCCCBCWRERESY CRRIWEC

>Asi_EDAA15
MIDSLDTIEDLSYE-@SDCFEHYCRRBBYTCCCCDPCERLVIWHCECCWS IBRWHCSKESSESSCEC

>Asi_EDAA16
MFDSLDMIEDLHYB-@SDCLBYPRRREBY TCCCYD@WERLVWRECCHSAPBWCCR

>Asi_EDAAL7
MFDSLDMIKCLSY@-@ScCFLYQRRREBY TCCCYDPCRRLVWRCECCWS ISEWWCRE=SSCCCWEC

>Asi_EDAA1S
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MFDSLDMIEDLHYB-@SDCFBHERRREBY TCCCYDPWERLVWRECCHSABPBWWCR

>Asi_EDAA19
MSDSLCGMLGDLCY@DSSCCWRBRRREBCYYCCYDBCTCEL 1w -MCCCBLWRERERY GRFWEC

>Asi_EDAA20
MFDSLDTVEDLFYB-@SDFHWLBYPORRYWCCCYDRY CRLVWQCBCCYBCBWYRR

>Asi_EDAA21
MFDSLDMIENLSY@-@SDCFEYYHRRESYTCCCFDRCCRLVCRECCWSIBS

>Asi_EDAA22
MIEDLFY@-@sDCFEHYRRRELYMCCYYDECCERLVIWGECCWS IBRWWCCHESSEECHEC

>Asi_EDAA23
MSDSLDMLEDLY Y@SBDCCWRBRRTKBCYCCFYDECTCELVWE CRCCCBCWACRERYCGCCEC

>Asi_EDAA24
MFDSLDTIEDLSYHCQACCFBHYRRRBRYTCCCYDPCCRLVWE:ECCWSITHWHCCEESSEECHEC

>Asi_EDAA25
MFDSLDTIEDLSYHCQACCFEHYRRRBRYTCCCYDQCCERLVIWECCCWS ITHWWCCRESSCCCHEC

>Asi_EDAA26
MSDSLCMFEDLY Y@YBTCCWRBRRREBCYCCCYDBCTCELVWRCWCCCBCWECRESYCRRWEBC

>Asi_EDAA27
MFDSLDMIEDLSYHC@SDCFEHYRRRBLYTCCCYDQCERLVWRECCWS IBRWHC YRRSSCSSWEC

>Asi_EDAA28
MSDSLDMFEDLY Y@SBICCWRBRRREBCYCCCYDBCTCELVWR-WCCCBCWECRESYCRRWEC

>Asi_EDAA29
MSDSLCMLEDLCF@CBDCCFTBREIKLCYCCCYDBCTCRLLWRCLCCCBCWEcLECHCRFREC

>Asi_EDAA30
MFDSLDMIEDLSYB-@SDCFBHYHRRBBY TCCCFDPCCRLVCRECCWSIBS

>Asi_EDAA31l
MFDSLDTIEDLIYB-QLDCRSBYB-RRYWCCCCDRCCGRLVWECBCCYBRLLCPHKDSSCSSWEC

>Asi_EDAA32
MFDSLDMIEVLIYTCQLDCRBBYBCRRYWCCCCDRCCRLVWECBCCYB-LwcBrKDSSCSswBC

>Asi_EDAA33
MFDSLDMIEDLHYB-@LDCRBBYB-RRYWCCCYDRYCCLVWECBCCYB-BWCRR

>Asi_EDAA34
MSDSLNMLENFRYBC@SYCWDECYRREYWNNWWDBCTYRREY IYDNCYCYCELYCLECCYBYSSRWERRGSWENCWEC

>Asi_EDAA35
MSDSLNMLENFCYB-@SNCWDECYRRBYWNNWWDBCTYRREFWSCCWDBY TYRREBY IYDNCYCYCCLYCLECCFBSSSRWERRESWESC
wBC

>Asi_EDAA36
MTYH@SCCDDVCYTBCNYCCLYCY@eLTCCWEBWTY CREYSYCCWNBRTYRWEDS YWEBCCYCS

>Asi_EDAA37
MSDSLNMLENFRYEB-@SYCWDBCYRREYWNNWWDECTYRREY IYDNCYCYCCLYCLECCYBYSSRWCGRREGSWENCHWEC

>Asi_ EDAA38
MTYH@SCCDNVCCTBCSYCeLYcY@eLTecwEBwTYCRBYSYCCwNBRTYRWEDS YwDBCCYCS

>Asi_EDAA39

MSDSLDMLEDLWYB-@SNCWDECYRREBYWNNCWDBCTYRRBFRSCCWDBCTYRKBY IYNRCYCYCCLYCAGCCFBYSTRWERRY SACNC
wBC
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>Asi_EDAA40
MSDSLDMTEDLYY@YBTCCWRBBCRRRCWCCCYNBCTCOLIWE-WCWCBCWRSRERYCRCWEC

>Asi_EDAA41
MLDSLDTLYDLFY@-@SDCWBBTERRBPY TCCCYDRCRRLVLHCCCWS IBBW

>Asi_EDC1
MCSCCSCCHETRSV@BICYVEBVCCEBVY THRSSCSCC@BCCESCCESCCEFCCRESRSCBRVY IBRREMBYCCBBL Y sABM@BHCSBL

KKC

>Asi_EDC2

MCSCCSCCHETETICYVEBVCCKEVYIPRSSCSCCPBCESCCESCCHESRSCBRVLIGRREMBVCCBELEY SSBMOGCCSBLRKC

>Asi EDC3

MCSCGCSCCHETETICYVRBICCEBVY IBRSSESCC@BCESCCESCCESCCRESRSCBRYY IBRWBMBVC BB By sABMBBccsBLRRC

>Asi_EDC4

MCSCCSCGCHCTESV@PICCEBVY IBRSLESCCPBCESCCEsCCEESREFBRVVIGRREMBVCCEBLEY SABMRK Y SABMOBCCPBLKKC

>Asi EDCH1

MCSRRSCHDHC:SSSHCGCHRHESSCH:SSSSINCVIEKBVEICBMBOCCBE 198ccBBMESCcChE 1§8ccBBvKCcigNg8ccKrEEgvE
K

>Asi EDCH2

MCSRRSCHDHCSSSHCCHCHESSCHCSSSSINCVIERBVEICBVBEcCcBELBEccvBvEBsBVEycBgsk@cc

>Asi_EDCH3

MCSRRSCHDH:SSSHGCHSHESBCHSSSSSINCVIERBVEVCEVEOCCBALBECCcVBVEEcCPBvVECcCO8SKOCCKIPBECEK

>Asi_EDCH4

MCSRRSCHDH:SSSH:CHSHESSCHDSSSSINCVIEEBVEVCEVEOCCBOLESCcCcvBVEOcCEBvECcCcBOsKOCCKIPPOCEK

>Asi_EDCH5

MCSHGSHHDHCSSSPCCHCHESSCHESSSSTTCVIEKEVEVCBBOBCCEBVN:-@8sNBcCRFETEYBR

>Asi_EDCH6

MCSRRSCHDHCSSSHCCHCHESSCHCASSSIPCI IEKBVEBVCEVEBCCPBVEOwCPBMOKCCPBvEgcCPBMOKCCPBvEcCBBMOKC
CBEVKCCQOSKOCCKFBRACRK

>Asi_EDCH7

MCSRRSCHDHCSSSHCCHCHESSCH:SSSSIPCVIEKBVEVCEVEBCCPBVEOCcCPBMOKCCPBvEgcCcPBMOKCCPBvECcCBEROKC
CBEVKCC@ESKOCCKFBBECER

>Asi_EDCH8 partial

MCSRRSCHDHCSSSHECHXXXSSIBCIIEREVEVCEVOPCCPBVEECCPBMOKCCPBVEacCPPMPRCCBPVEOCCBEMOKCCPBVRCC
E@SK@CcCKFPPQCPR

>Asi_EDCH9 partial

MCSRRSCHDHCSSSHCCHCHESSCHCSSSSIHCVIEKTVEVCEVEBCCEBVEOcCEBMORCCxxxBv@BcCcPBMBRCCPBVRCCEOsKD
CCRFBBOCEK

>Asi_ EDCH10_partial

MCSRRSCHCHGSSSHECHRHESSCHESSSSVHCVIENXXXVROCCEBMOKCCPBVRCCOSKOCCKFPBECER

>Asi_EDCH1l partial

MCSRRSCHDHGSSSHCCHCHESSCH:SSSSIPCI IERBVEVCEVEBCCPBVEQCCPBMOKCCK KX

>Asi_EDCH12

MCSRRSCHDHCSSSHCCHGHESSCHGSSSSINCVIEKBVEICEMBOCCPBVEOCcCPBVERCCPBVECCcEOs@8cCcKIPPOFEK

>Asi_EDCH13

MCSHCSCHNRHRSCHCGSSSHCHESRBSCNIVVVERBYCCBVERYCEBVSCCYBRYQBYSPCCKFBEYBKCPBEYBK
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>Asi_EDCH14

MCSHGSCHNRHRSCHGSSSHCHESRESCNIVVVERBYCCBVERYCEBVSCCYB-v@ys@ccKrBEYBKCEBEYBK

>Asi_EDCH15
MCSHCSWHNREESCHNRHRSCH:SSSDCHESREBSCNIIVVERBYCCBVERYCPBVSCCYB-v@ys@cCKFBGYPKyYPQYPK

>Asi_EDCH16

MCSHGSCHNRHRSCHGSSSHCHESRBSCNIVVVERBYCCBVERYCEBVSCCYB-Y@ys@ccKFBOYBKYPOYER

>Asi EDCH17

MCSRGSCHCSSSHCHEERESCNTVVVERBYvBACCBVEBCYCBBvscCYBRYBysBccKrBEYER

>Asi_EDCH18

MCSRCSCHDHHENTCHRSRRCSHCHESRBSCNITVVERBSMEBSWCEVEEY CBVORYCBEICCYBRYQYSOCCKFPEOYBRCPPOYPK

>Asi_EDCH19

MCSRGSCHDHHSSCHRSRRCGSHCHESRESCNIMVVDRESMBSWCEVERyCBV@RyYCBBTCCYBHYPYS@CYKFBEE Y BKCEPO YBK

>Asi_EDCH20

MRSRCSCHDHHRSCHGSRCCSHCHEARBSCNVVVVERESVEQYCBV@CYCBBTCCYBRYQYSOYBRCPEOYEK

>Asi_EDCH21 partial

XXXSRRRCHDRETSCHESRPSCHSSCSRCHDSRESCHCSVIERBBYCOwEBYCBVEBY YB-v@ys@ccKrBEYBK vBOYBK

>Asi_EDCH22

MCSRRRCHERETSCHSSCSRCHESRESCNFTVVERBSCWE @8y CBBY yBv@B 1 yBDoY@8CcCKYPR 1B -BBCcBHSTHSTBSB@STESN
S@KNSKERSEDLEVEBFLLL

>Asi EDDM1

LBPE1vNNCBLETVEBCCTVHVSECATRCVDTCETASY

MSYPOQHOCKOPC ascsLsBcesisea@aMcTsLsBcccvsvI@ansk
SVDBRGGVS acksvDBcccvsMaA@ansKsVDECCcvsvARAASKSVDBHS cVSMABAACTSLCBCCCVCVACAASRSVEBYCEVS
vAQAASKSVDEHCCvSMABAACKSVDBCCCVSMABARSKSVDECECVS SISVDBCGCASVY. SKSVDBCCCVCVACAASRSV
DBsccvrvs@aasKsvDBrDovevABaasKsvDBcecvsMABATETSINBCACVSVABAATRC IEB-AR-CVRBYAI@CADVCRSKCVA
syc@vRvDECAB-CARTYBLENVDECLBRC S CCREsKQC

>Asi EDDM2

MAFBNGOQYKOPCLBPLVC IGRCBERCMDECDAACVRKRHTDECCNICAKSCTTRCVDSCDCISTMLCVTRCMDBCCAACMKKCT TRCMC
BsnTVCTKBCATKYVDECSTSCVTSCVTECBEBCNTVCVRECVTRCMDECDTFCAERYVTRC:DB-CSSSAKBCITKCVDSCNAVCVRE
CTTKCVDLCSTRCAKBPCVTICVDLCCTVCAKBCITRCVDSCETCCCRLCVTRCMDECETICARPCLTMCMNBCSTRCARESVTRCVDLC
cITKHGDEBC TICVIECTTIC-MD CCIICTRBCVTRCVD CTTSCVTSCﬂSTESCRTVC CTVRCVDTCSTVCARBFV

TVC
.CTDECIRCTASS TMCVDECABVCKKTYPL@SVDLRLSKC CCOKPKRCOOPLDHGGLWHED

>Asi_ EDKM partial
MSKLLKVITDLIDSNG-NSRKECKAEMFCRSEFKKL I@XxXSBSYRYRHIKSLBESETEBVNHRK I STVRHCVY

>Asi EDP1l

MSYYC-@@CK@RCLBI CEDELBVRCBBMCEOg TBE Y STKS YscYDeYCESSSLCMEBCCBK -wsKCRBECEGvCVBBCBBSCvT@cIT

CPPPCITKCPPPCVKCPOOCVPOCVTRCPPPCVKCPOQCVPOCYTRCBPECVTKCBPBCVKCPPPCVKCBOBCVTOCITKCBBPCVTK
CPQQCVTKCPRPECVTKCPQOCVTKCSPRCVTKCEOOCVTKCERPECVTKCPQOCVTKCRPOOCVTKCRPOQCVTK -@SSKVKISSNNKKYCS
ASKWF

>Asi EDP2

MssslNTc.vigaALSWAlvlev.EMA PEBCPABVKEPENAPRRCOEEEHCKOBL -@PPTLABKLEBEPESKL
EEBEDS LVE SL

FL

>Asi EDP3

MNLOKGEKGVEVSFRASEKBSBrLFsDLLsSE00008vBBKCEDKCBBKCVE L.CKBBKCEDKCBBKCBEOY

>Asi_EDPCQ
DCEYCBLOCPOBR-KOCMPBCLALYBLHESVCK-SLB-MTVSSGHTCVAECLWECESE
LOOHVINSPLCCTRTAGNWHPTANS CCTTMTT&RAT CABsVBNQECVNN CAISA.N CVNNRBBCAPST
ANHSCCTKSLBCKPESEAEERGEESLLWESVBECLQLEDMTDSQ -MTRCEQLLCMMDDLEBCMHTYBALGCKTT
LOOCLASCPPLOATQHPBELBRATNCSLEYDATHL CWTTCBLTEBSNSTCPLLEQSIATCHLBBCVMECLLEAT
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?YWH;E.?SFMTFFIS MTAARGQSCLTRKRRRORI LRRES LRERMKCBLPQOOC FAMRBLEBNATECLLE - TTECBPEQRA
AHLPO@HIAKAREW

VTCFPKYHRK

>Asi_EDPCV
MSFOHOCKOBCLBPB1C -BrvBs@BcvaBcsTVRVDBCEBvVCVNBCEEOCVDECEE -cVKBCPPQCVDECEBVCVNECEBOCVEBCEE
CVNBCEBQCVDECEPB-CVNECPBOCVDBCPPRCEBsQOcCcAQTKLC

>Asi EDPE
II

MSSHOMBCKOKTTLPBELC N@-@pBvELBEEVELBABIBE TBDIKIBEC CKLPBIIBBCPPECKE E
FBEBVECEE LEAPLBEBCKCKTEDIKIBEC CNE IPBCPPPCKEPPMPERVMPFEEPVECEE L D
TEDIKIBEC CKLPPIIPECPPBCKE EEMBFPERVECBEKBVELEARLEABMED TEDIKIBVC C

EPBVVIBECEPECKEPRVKCEPECPE100000K0BCOWPROOK

>Asi EDPL

visoB8 KB -@BBEF ss§1.CBBLKr1.osCBsABBRCEr B BBBEK - BrBSBOBE T THTC

>Asi EDPQ1

vsvEN00008 v~ BEE 1 BEOK BB v - BEOK CBEE0 T BBEK D1 BEOK CEBE0 BO0K CBEOR

>Asi EDPQ2

us Y EN@EgCREv v BBEY 1 BEOK BB v CEEOKCBEL.v 1BEgKCEA 1.0 T BBEKCEVED 1B OKCERE0BOOOCH Ok

>Asi EDPQ3

s Y BN@OGCKGYvC BB 1 BBOKC LBBgCH BKCBRTKCEBE= B QKCBBEKCEDOKCBEEGCES L]

>Asi EDPQ4

visvBB@BCRY -+ BBEy 1BB0K CBBE v CBBIKCBEL v 1 BEOK B 1§ 1 BBBKCEVED 1 HL0KCBBE0 BOBOCBEDK

>Asi EDPQ5

s Y BNGOGCKG Y F BEE v 1 BEGK CBBEOCH BKCBRSKCEBE= B OKCBPEGCE 0K CBEEGCESL S

>Asi EDRYA

MYSBCHYTAFCHCBSCSCLCRCCBysce@Tresc1@us@epsrsscHSSCBLCHESCBFDEKTWRREHVRERREVWECEABVEKCCABA

@LrRYA

>Asi_EDQL

MCSRENRGCHBRESSSCHNSCRSSCHCSCDVICHEVTELEDIQTVEEMEMBTELEVEVEAB 1 ECOO00 TKOE 1 HWBBOOOHEK

>Asi_EDQM1 partial
MSWQNQQ:SCCYRSCGECHSRXXXCESSEEECHSSEECHSSCEYYCCRSFHVISGEHSQESQQHKQT SKVESORLK

>Asi EDQM2 partial
MS SCCHESGECHETRSSSCGECH CHGCESTECECHEEEXXXGESSSEECHSSACCHGERFSGVICCCHSPSPOCKOTSE

SOKL

>Asi EDWM
MTCSSCRESYFNLNSTWYDBSCSWLENHRIBLCYADDSCCECCNBDVREVECHENYRBCWYRRSVCSEAERCSSSCYCESEDSCCARRET
LEYSDECCEEYRRGBDRCNCGECSSHEFGRREBTYHYAADVYLANERLACSECGCHGSSCCFYGSSCECHRRRRCCEBCHESESYGSSRECH

RRRSVCCEBCHDSCSSCYLPRVCVREBCBCIBRCBERGK Y VRSTEsCCIBvRTYCABV@AYCBBVCKYSS CK@TSKLBILKAK

>Asi_EDYM1

MSYYCYQLK@BCY VKYSSCVTRC ATRKWTTBCATKCTEPCITRKLBEBCATTCVKTRVVRCELBECTBTRBEBCARKCLTECA

TGYLEBCGL FSKCWEHGWAPQY IQPCBMRCEBACCBAY CTABYYF@WSNRCCYGNCEEC

>Asi_LOR

MSSTRORTACEE TBHEs 1 SSCHECESSVSSENGTECASSCCECSSCENTHVSSSCESSCCTEESCYCICEESNYCCeSSCPRICY

TGGSSSGSSYCEGLSSCISRESAPKVVIADGESSESSSCSEEESSYCICEESSSEEVSSEPTIVVESESEESECEVSEESSYETEEESS

CCEVSSCRATVVGESESGESCYCIGEESEESEYCICEESSYETEEESSSECVSSCHRTIVESESEESEYCIGEESSYCTECESSSEEVSS

HRTIVCSESGESCYCIGEESSYCTEGESSSEEVSSCHRTIVESESEESEYCIGEESSYCTEEESSSEEVSSCHRTIVESGSEESEYET
SSYGTGGESSSEEVSSCHRTIVESESEESEYCIGEESSYCTEEESSSEEVSSCHRTIVESESEESEYGICEESSYCTEEESSSEEY

SSCHRTIVESESGESEYCIGEESSYCTEEESSSEEVSSCHRTIVESGSEESEYCICGESSYETEEESSSEEVSSCHRTIVESESEESEY

IGCESSYGTEGEESSSGEVSSCHRTIVESGSEESEYCIGEESSYCTEEESSSGEVSSCHRTIVESESEESEYCICEESSYCTEEESSS

VSSCHRTIVSSSSCESEYCIGEESSSEEVSSEHRTIVESESEESEYEIGEESSYCTEEESSSEEVSSCHRTIVESGSEESEYCIGEES
YGICGGESSCEEESSEPTISICSESESESEESSEISICHECICEELSSEESEESSSKVIINSCESEESCSFSESSSSESEESLESVBEH

GTKQBCEWEROOK

>Asi_ PGLYRP3
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MMLRLAVLEFSALCASSCQLACPBIISBARW SRIAICAAILi.V. NVIIIHTA SACHT.ECSELLRNIIVFHRDMliWCDISYNF

LICEDCNVYECRGWLLECAHTYCYNDLSLGIAFIGCNETERS NEAAWITLINLLAYAV.S YLASDYLLMAHSDVSNTVS ILIRETI

RMWBHYKH

>Asi S100-A9

MKCBDABTELERATERT IDTFHEYSVRVCHFDTLTRMEMKLL T DRQLBNYMENK 1KB £ 1DATLFRDLDRNKDEBLSFCEFMCLTSKVT T

ATHEHLHHCCEEE HHHHIDEHHHH

>Asi_S100-All
MSKVBVABTETERCIESLLAVE@RYACRSDRDETKLSKTEFLAFMNSELASFTRNGKDBA T LDRMMKKLDLNCDCELDFPEFLNLICCT

AVACHDALCTGCBCCBRCBSCBR-Bs-PRKL

>Asi_SCFN

HLLDSIGTIINVEY@YVTEDRECSSLSRREMRLFIGKEFADVLVHLNVNLNEMR
EQ-EEVRSHS@BRCNDKOTYERSGREVLEREPGL YEESRHPPRVTEGREEARRRS
TDTPSFEKSRR

“DNHVNINSDS EEPEPRCDECRHHQLHEL

EEE

HEBEQREVRSHS
EEEPRCLNGNS

>Asi EDbeta
MACSTNVCNNSSVSCCVAABOB1ADSCNEBCVRECBDSTVV I YBBBVVLTFBCB1LSCFBOrSVVESSASBVLESSLECSYCACYRN
SRCGSRYSNGSCCBC

>Asi Betal

MTCYBALSSCICASBCCVAVEBOBITDSSNEBCVROCBDSTVV IOBBBV VT IB-BMLSSFBOECIVESTCABHIAACFCCCFESQEFY

SRAYMCAGCBYCYGCLWEYGELCGSGEWRSGHRY LNGNCABC

>Asi Beta2
MACYBALSSCICASECCVAVBOPIADSFNEBCVROCEDSTVVIQPPBSVVTIBCBILSSFBODSIVESTCABHICACFCCEFGSREYA
SRAYMCACCBYCYCCLWEYCELCESEENREEGHRY LNGNCSEC

>Asi_ Beta3
MACYBALSSCICASBCCVAVBOBIADSFNEBCVROCEDSTVVIQBBESVVTIBCBILSSFBODSIVESTCABHICACFCGEFESREYA
SRAYMCACGCBYCYGELRESGELCESEENRWEGHRY LNGNCABC

>Asi_Beta4

MACYBALSSCICASBCCVAVBOBIADSFNEBCVROCEDSTVVIQBBESVVTIBCBILSSFBODSIVESTCABHICACFCGEFESREYA
SRAYMCACGCBYCYGELREYGELCESEENRGEGHRY LNGNCABC

>Asi_Beta5
MACYBALSSCICASECCVAVBOPIADSCNEBCVROCEDSTVVI CVVTIB-BMLSSFPODSLVGSTRABHICACFCGEFGSREYA
SWECMEACCBYCYCCLWVMEASVFLEACDCATCTSMATVHEAKBWRNCGHCTCNN WID

>Asi_Beta6_partial

MACYBALSSCICASBCCVAVEBOBIADSFNEECVROCBDSTVVIOPPBSVVTIB-BILSSFBODSIVESTCABHICACFCEEFESREXXX
MGSGOBYCYCELWEYGGLCESCEWRGGHRY LNGNCARC

>Asi Beta7
MACYBaLSScICASBCCVAVEBOBIADSFNEECVROCBDSTVVIQPPBSVVTIB-BILSSFBODSIVESTCABHICACFCCCFGSREYA
SRAYMCACGCBYCYCELWEYGELCESEENREEGHRY LNGNCSEC

>Asi_Beta8

MSSCI CSNICEVNCWTDNEICVITCliSRVIIY VVVTFBCBILTTCBOESVVASTASADTVEAEMBASVBLTTAVSCSLE

BcAETIAPPI IPRELSRYVBKYSHTYSSHWMHBCNTNRFCKRWAY

>Asi_Beta9
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MSCYDISYPBCCVTLEBCPEBFAVTSNEIYSAQYBDRIVETELEDCQBCTVIYBCBILTTFBOQTLV:SSALFDMERLLGSRRSLEFE
LLGLGGICCRCGSLCNSEBFDDEBYCNCEEY

>Asi_Betall

MACTDLCYBSSCIACBTBIANSYNDLCVROCEDSRAVIQPPEVSVIFB-BILSSFBODSIVESSCABVVGCYCSSFETRFGYSCLEGSL
YGSSGEYCEBEYECLECEYVEESLEYCECLCSSESLYNYCRLYGSGFCYCYCSBFSYRRYNRYRRGSCCBC

>Asi_Betall

MBCYDECYVBCRETCBSBvVADSCNELBCVRGCEDSTTVIQBPBVVVTFBCBILSSCBODSVVELLEABSTCSSACSLSYCESFESEELY
NYGCLYSSGLSCLEMGHCCBYSRBLNTYRYCGRCEBC

>Asi_Betal2
MSCYDECYTB-AVARBREBIADSWNCLCVRQCBASRVVIQBPPAVVTIBCBILSNYPODSVVESACVBAVEYSPREYLEYGESECALVS

SGEALVSGESLEYESDLEYGESLEYGVELGYGENLGYSEELCYEDELEYGSYCESYCSBYGELCESCYSCFGSCYCRBFSYRRYNRSL
scsceBc

>Asi Betal3
MSCYDECYTB-AVARBREBIADSWNCLCVRQ-BASRVVIQOBPPAVVTIE-BILSNYPODSVVESACVBAVEYSPRCYLEYGESECALVS

SGCALVSGESLEYESDLEYGESLEYGVELEYGENLGYSEELCYEDELEYGSYGESYGSRSLSSYCCLCESCYSCFGSCYCRBFSYRRY
NRFLSGSCCEC

>Asi Betald

MSCTDLCYBSSc1ACBRBFADSCNEACTRECEDSRYYIREBBVVVTLECBILSNYBODSTVESSCTBLVCHEAACCTALSCESTCBCCA
LGEYGGIYGGFSCYGELEEYGELEGYGELECYGELEEYCELGEYCELCCYCENEEYGEWEESCYCLETGRCYGRCYSBAYCSBY YSRRSR
yeveTBe

>Asi_Betalb

MSCTDLCYBSCCIACBREBYADSCNEACVROCLDSRVVIRRBBAVVTFRCBILSNFBODSIVESACVBAACHCAACCTALSNS IGCAGCE
YGCYGASLDSGGLYGYGGSLEYGELYGYGCESLEYCELCEYGGLSSDSGSCYSSEGYCSPYSYRRYGRYRYGSCEEC

>Asi Betalé6

MSCTDLCYBSSCIACBREBFADSCNEACLRQCEDSRAVIQOBBBVVVTFECBILSNFEQDSIVESVEVBEVEHEAACCTALSNVTCSACET
YCCLGYCDALGYCGGYGESFESRELYGYGESLEYGELYCYGRSLESGELCEYGESLEYCELCEYCCLSSDSGSCYSSCYCSBYSYRRY
RYRYGSCCGBC

>Asi_Betal7_partial
XXXCDSRAVVYBPBVAITFBBILASCBOESYVCETSEBQCICCBYTACCYLEYRESVETCYSYBSYSROLNRYRYCGCEEC

>Asi_Betal8
MSSYCQLISSRCYNBCEVTCEREYANAWNEBCVTSCCEDSRAVVYBBBVAITFBCBILASCBOESYVETSEBQCICCBYTAGCYLEYRES
VGTCYSYBSYSSQELNRYRYCCCCEC

>Asi_Betal9

MSCYDECYTB-AVARBRBIADSWNCLCVROCEASRVVIQBBBAVVTIBCBILSNYBODSVVESACVBAVEYSBREYLEYGESECALYS
SGGALVSGGSLGYGSDLEYGGSLEYGVELGYGENLGYSGELCYEDELEYGSYGESYGSRSLSSYGELCGSGYSCFGSCGYCRBFSYRRY
NRSLSGSCEBC

>Asi_Beta20_partial
MSSYCQLISSRCYNBCEVTCBREYANAWNEBCVTSCEDSRAVVYBBBVAITFECBILXXX

>Asi_Beta2l partial
MSSYCQLISSRCYNBCEVTCBREBYADAWNEBCVTSCCDSRAVVYBPPVAITEBCBILASCBOESYVETSEPQCICCBYTACCYLEYRES
XXX

>Asi Beta22
MSSYCQLISSRCYNBCEVTCERBYADAWNEBCVTSCCDSRAVVYBBBVAITFBCBILASCBOESYVETSEBOCICCBYTACCYLEYREA
IFLCKRRCOEMCNKIQIRE

>Asi Beta23
MSLYRQLISSRCSNBCEVTCEBOBYADAWNQECVTSCCDSRAVVYBBBVVITFBCBILSSCBOESYVESSABISICSSFEYCESFTYCES
LCYGGSYSTCSTYBCYSORVNRYRYRSCEECOTOREFTCTRNTQETKCKIQTQ-LADDCEKC

>Asi_Beta24
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MSFNRQLLSSRCYNBCEVTCBOPYANAWNEBCVTSCCDSRAVVYBPBVVITFBCBILSSCBOESYVCTSEPLOICSSFLSRESVESESS
LCCLSBYYSORYNKYRYDNCGESC

>Asi Beta25
MSFNROLLSSRCYNBCEVTCBOBYANAWNEBCVTSCEDSRAVVYBPBVVITEB-BILSSCBOESYVETSEBLOICSSFVSRESVESESS
LCCLSPYYSQRYSKYCYCNYGSC

>Asi Beta26
MSFNROLLSSRCYNBCEVTCBOBYANAWNEBCVTSCEDSRAVVYBBBVVITEB-BILSSCBOESYVETSEBLOICSSFVSRESVESESS
LCCLSBYYSQRYNKYRYCNCGSC

>Asi Beta27
MSFNROLLSSRCYNBCEVTCBOBYANAWNEBCVTSCEDSRAVVYBBBVVVTEB-BILSSCBOESYVETSEPLOICSSFVSRESVESESS
LCCLSBYYSQOYNKYRYCNCGSC

>Asi_ Beta28
MSFTROLLSSRCFNBCEVTCEOBYANAWNEBCVTSCCDSRAVVYBPBVVITFBCBILSSCBOESYVETSEBLOICSSFVSRESVESESS
LCCLSBYYSPRYNKYRYDNCGSC

>Asi Beta29
MSFNROLLSSRCYNBCEVTCBOBYANAWNEBCVTSCCDSRAVVYBBBVVITFE-BILsSCBOESYVETSEBLOICSSFVSRESVESESS
LCCLSPYYSQRYNKYRYDNCGSC

>Asi Beta30
MSFNROLLSSRCYNBCEVTCBOBYANAWNEBCVTSCCDSRAVVYBBBVVITFE-BILSSCBOESYVETSEBLQICSSFVSRESVESESS
LCCLSPYYSQRYNKYRYDNCGSC

>Asi_Beta3l

MSFNROLLSSRCYNBCEVTCEOBYANAWNEBCVTSCCDSRAVVYBBBVVITFBCBILSSCBOESYVETSEBLOICSFFLSRESVESESS
LCCLSBYYSPRYNCESC

>Asi_Beta32
MSFNHQLLSSRCYNBCEVTCEOBYANAWNEBCVTSCCDSRAVVYBBBVVVTFBCBILSSCBOESYVETSEBLOICSSFVSRESVESESS
LeCLSPYYSORYNKYRYDNCESC

>Asi_Beta33

MSFNROLLSSRCYNBCEVTCBOPYANAWNEBCVTSCCDSRAVVYBPPVVVTEBCBILSSCBOESYVCTAEPLOICSSFVSRESVESESS
LCCLSBYYSQRYNKYRYGNCGSC

>Asi_Beta34

MTSTCALCCYBBRBSCDVVCEBREYADAWNEBCVRSCCDSRAVVHEBBBVVVTFBCBILASCBOESYVCTSLBEVNGGSFGSGSSFEACE
YRGNLGSRGYLGYGGGSLGYGGGSLGYGGGSLGYGGGSLGYGSYLGSGGSLGYEGFCGLGCRICGYGSYGGSYGSGLSSYGGGYSSY
YSRRYSKYRYGSCGTF

>Asi_Beta35

MSQSLSSRCLPPCDVTWERBCADAWNWECVTSCCDSRAVVYBPBVVVHFBCBILASCBODSIVETVLBROSCDICEBFBYCSCSAYES
SAYCFGVCHGSESCYCSESSYCFEEEYESESRYCGFGSCYCFESGYESESCYCSVSSRRYRRKFSSENCCEEC

>Asi_Beta36
MS@SLSSRCLBBCDVTCBRBCADAWNWECVTSCCDSRAVVYBBBVVVNFBCBILASCBOESIVETVLEOOS DICBFBYcSssaYases
SYGFGGGYGSGSGYGSGSRYGFGSGYGFGSGYGSGSCYGSVSSRRYHRFSSGSCCHC

>Asi_Beta37

MSQSLSSRCLBBCDVTCERBCVNAWNWECVTSCEDSRAVVYBPBVVVNFBCBILVSCBOESIVETVLBRSTCCICBFBYCSCEcYEses
SYGFGGEYGSESSYESGECFEIGSCYESEESYCVESCYESESEYESEFDCELESEYCFEGEYRSESCYCSVSSRRRRRYSSVSCEEC

>Asi Beta38
MALSSRCCBSVMCBRBCVDACNWECVTSCEDSKAVVYABBVIVHFBCBILTSCBOESIVETSMBTSIR YSSCTFGSCFSSCFGS
FSSCFGSCFGEEYCLEGEYCLECEEYEMSEEYCLEGEYESEECYCFGECYRSESY YGSVSSRRRRESSVECCEC

>Asi_Beta39

MSFNRQLISSCCWELCDVMCBOBYADVWNEBCVTSCCDSRAMVYBABVATITFLCBILSSCBOESYVCETSFBCEICBRYASCCFFCLCEH
MVLGSBICAVNRALDIACHAKPERNSHRTKENL
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>Asi Betad0
MGSYCALVSSCCYNBCEVTCBEBCVOACNOBCVTSCEDSRAVVYABBVIVTEBCBILSTCBQESLVETVLBYESCRLIBMGCSSYCGES
SFGSGGFNGGSYGGGFSCESGEESYRGEYGEFSCEESYCEESYCESS FSSGCFIGGGSGYCELGCGEESFCEENFSCESSGERE
SSCGYRRSYTSARSSFCNAGGSRGESCHEC

>Asi_ Beta4l

MCSYCPLVSSRCSNECEVMCBEBCVOACNOBCVTSCEDSRAVVYAPBVIVTEBCBILSTCBQESLVCTVLBYESCRBIBMCCSSYCACS

SSGSGGFTGGSYGGGVSGGSGSCYGGGYGGYGGYS SYGGESYGESS FFSGGFIGGGSCYGGLGCCEESFGGESFTCGSSS
YRRSCGYRRSYTSGRSSFGESSGESRRESCERF

>Asi Betad2
MSCCEMISSRCLBBCEMMCBEBYARACNYBNTTSFCDSRAVVFABBVIMTFECBILASCEQESVVCAREBYBICCYBCCcBYECSCESY
SSCIGGSYCASYCHSGGSYGYSEESYGESSEIGESYCTSCRSYGESSRTGESSCATYCGSSCRSSGISECARSSCTSYGVSGESRECSR
SREVSCRTCEVSSASSCDSYGISCESHRSCTSSCCESCESBRVYCESHECBCESEHSTCISCESYCISCESRRSCTSSCESCESBRVYCE
SHECBCESEHSTGISCESYCISGESRRCETSSCESCESCRVYCESHECHCESEHSSCRSCGESYCISCESRRSCTSPCCFCESHECSRRN
EDSSESSKC-SYVISCESYCSCDBYECYCESYCVECSCIFRSSFFSRCBBCSFSSSFBFTRFAYQROFCNNEFF

>Asi Beta43
MSCNTDECPECHBSBCEVRKCEOBIVTSTNEACVVSCCDSRVIIYPBBVIVTFECBILSTCBOESLVCAAVBCESCVSESATTVELTSET

NSGFSVBLRSEIGGNSCFSVBLRSEIGCNSCFSVELRSE IMCNSCCSAERLYLNREBEQPSTYTYSFTSQWRHECNRECWNRYRSSY
MKKEEBEEEEKPKEWHVCTEESS

Figure 2. Amino acid sequences of proteins encoded by EDC genes of Alligator sinensis (Asi). (A) Amino acid
sequences of EDC proteins other than corneous beta proteins (CBP). (B) Amino acid sequences of CBPs, also
known as beta-keratins. Cysteine (C) is highlighted in yellow, proline (P) in green, lysine (K) in cyan, glutamine
(Q) in grey. Serine (S) and glycine (G) are bolded and in red and orange respectively. Stretches of X's indicate
unknown numbers of amino acid residues, that could not be predicted because of gaps in the corresponding

gene sequences.

145



A

>Cpo CRNN

MTQLOCNIECIISAFNAYAKEDCCCITLSKCELRQLIQOEFEDVLVKBHDLOT I DQVLQHLDAESEDRI DFDEFLVLVFQVAKACHKEL
NBCQES:D-0SSASQ-DASRCOAQRAEEDE-RRHIQEBOALEQ QKQIEA.EQDASRIQ ETPTAECDLSHRHTQDBEVSQ-DCNREA
OAAETBEHDSVRRQ-QELEQDBSHHRAQEQDENRE-QDBOVPQODVTHEALES CALEQABNRHBALQSSTSETDLDRHQ-LOSEABEQD
LSBTAERESTHYEAHEPQAPEQ-SQESQBAEQDONRHOSEERETLEHT LRHQBOEAQPTKODLTOETOTERVBE -DVSRCCTEFSBALQ
QDRCAQQODEREEALTAYREYIYQCQTPBETFBYQWLEBKQ

>Cpo_EDAA1
MSDSLCGMLEDLCYQNSSCCWRBHCRRECYCCCYDBCTCELIWECGWCCCBEWRESCRYGSCHEC

>Cpo_EDAA2
MSDSLCGMLEDLYYQDBSCCWRBRRRRECYCCCYDECTCELLWECWCCCBCWBWR CKYCRRWEC

>Cpo_EDAA3
MSDSLGMLEDLCYQDSSCCWREBRRRRECYCCCYDBCTCELIWECGWCCCLEWRESESYCSCHEC

>Cpo_EDAA4
MLEDLCYQGLDCGWRSRYGRECYCCCYDBCTEELIWECWCSCBWWRCGRGRYCGRCWEC

>Cpo_EDAAS
MFDSLDTLDDLFYQ-QSDCWBBTBRRBBY TCCCYDRWCRLVWRCCCWS IBBWWCRTKIBCK -WEC

>Cpo EDAAG6
MFDSLDMIEDLSYQ:-QSDCFLHOHRRBRYMCCCYDQCGRLVWS-CCWSVEBWWCCO-SBCCCWBCOIQTNYBRHLEQHS YEKQDMDSQL
TGRTRQOC

>Cpo EDAA7
MFBLUBAVFQVCLQHRRVFDSLDTVEDLY YBAQLDCTBBYB -RRYWCCCYDRYCRLVWQ BcCYB - BwcBRRESSCREWLC

>Cpo_EDAAS
MFDSLDTIEDLYYB:OLDCTERYBRRRYWCCSYDRCCRLVWQCBCCYBCBWCBHK -SSCSSWBC

>Cpo_EDAAY
MFDSLDMIKDLSYQ:-QSDCFSHOHRRBBYTCCCYDOCCRLVWRGCCHSIBBWWCCOCSSCESSHBY

>Cpo_EDAA1Q
MFDSLDAIEDLCYQ:QYDCWDEBCYRREYWYCCWDBCTYRRBYNYCNCYGYCCELYRLECCYBYSSRWERKYSYCNCWEC

>Cpo_EDAAll
MSESLDMLENLWYB-QSNCWDBWYRRBYWNSCWDBCTYRREBY IYDNCYCYCELYCFCRCYBYSTRWEGRRGSWESCHEC

>Cpo_EDAA12
MFDSLDMIEDLEYQ-QSDYFBHYCRRETYMCCCYDWSCVVAAABYNBCWCCRSSSENCWLC

>Cpo EDAA13
MSDSLDMLENLWYB-QSNCWDEWYRRBYWNSCWDBCTYRRESWSCWDBCTYRREY IYNSCYCYCCLYCAGCCYBYTTRWERRYSAGSC

WBC

>Cpo_EDAAl4
MFDSLDMIEDLHFB-QSDCFABORRREBY TCCCYDQWCRLVWRGCCSS IBBWWCYQCSS

>Cpo_EDAA1S
MTYHQSCGSDDMCYTECSYGCELYCCOSLTCCWRBWTYRREHS Y CCWNBCTYRWEBDS YWDBRCY S

>Cpo_EDAAl6_partial
MSESLDMLENLWYB-QSNCWDBWYRRBYWNSCWDECTYRREYWS-CWDBCTYRREY I YXXX

>Cpo_EDAAl7_partial
XXXCCWDBWYRRSSWSCCWDBWYRRSSWRCCWDBCCYCRBYIYCLECLSESESCYBYYSRWERRESYCRCWEC

>Cpo_EDAAl18 partial
MFDSLDTTEDLYYKC-QS CWDIWYRRSSWS CWDIWYRRSSWXXX

>Cpo_EDDM1_partial
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MSYBHOHQCKQPCLEPBIVRNCPLOTVEBCCTVHVSQCTTRCVDTCSTASIAQAASRSLSECCCISEAQAMCTSLSPCECVSVAQAASR
SVDBCGGVCVAQAASKSVDECCCVSVAQAVETSLCBCEEVCVACAASRNVRECCCVSVAQAASKSVDBCECVSVAQAACTXXXCEEVSY
AQAASRSVDBCCCVCVAQAASKSVDLCCCASMAQAK-TSLSECACASVAQATTRCIEB-AK-CVRBYATIQCADVCRBRCVASYCQVEVD
BcasccaKRTYBLONVDBCLBK-SEVLQSKKC

>Cpo EDDM2
MAFBNOOOCKOBC1BSLVC IOKCBB -CVDORDAACVRKHT DBCCNICTRSCTTRCVDSCNDISTMLCVTRCVDBCCAACVRECTTRCMC
BsnTvCcEKBCVTKYVDECCTSCVTSCVTBCBEB-NTVCVRECITRCMDECCTFCAEBYVTRKCVDBSCSSSAKLCITKCVDLCNTVCVKE
CTTKCVDBCSTRCAKPCVTNCVDLCCTVCAKBCITKCVDSCCTCCCRLCVTRYMDECETICAKPCLTMCMNBCSTRCAKBTVTRCVELC
CIAKHCDBCCGTICVKECTTKCMD HDVICTI.(ICVTKCVDICTTSCVTSCVTKCTESCNTVCIKKCTVKCMDTCSTVCAKIFV
H
>Cpo EDC1

BPRCMDBCCBRCTASSETMCMDECABVCKKTYBLOSVDRPHLBRREBVQOCCOKBKOC
MCSCCSCCHETCSVEBTCYVEBVCCELYY TQRSSsesccgBeosceescetcSRSCERVVMORCBMLYCCBBLO Y LABMOOCWLBLERC

>Cpo_EDCH1
MCSRGSCHDHGSSSHGCHGRESSCHGSSSSINCVIERKBVEVCEVBOCCBOLBOCCcVBVOBCCPBVOCCOOSKOCFRCBBOCBK

>Cpo_EDCH2

MCSRC:SCHDHRSSSHCGCHSHESSCHGSTSSINCVIERKBVEVCBVBOCCBOLBOCCVBTOOCCEBVOOCCBBVOCCOOSKOCCKIPPECE
K

>Cpo_EDCH3
MCSRRSCHDH:SSSHGCHGHESSCHSSSTSVNCVIERKBVEICBVBOCCBOLBOCCVBTOOCCEBVOCCOOSKOCCKIPBECEK

>Cpo_EDCH4
MCSRRSCHDHCSSSHCCHGHESSCHSSSTSINCVIERKBVEVCEVBOCcCBOLBOCcCVBTO0CCBEBVOCCOOsKOCCK I BBECER

>Cpo_EDCH5

MCSRRSCHDH:SSSHCCHRHESSCH:SSSSLHCVIEKBVEICBVOBCCBEvVOOCCPBVOKCCPBVOQCCPBMKCCOOSKOCCKIPPECE
K

>Cpo_EDCH6_partial
xxxSBVKCCQQTRQCCKFBBBCEK

>Cpo_EDCH7
MCSRCSCHDHHRSCHGSQYCSHCQEFRBSCNITVVERBSVOANCEVQQOFCBVOCYRSETCCYBRYQYSOCCKFPBOYBRCBAQYEI

>Cpo_EDCHS8
MCSRRSCHDRDTSCHRSRESCHSSCSCCHESRRSCHIBVVERBBYCOWOQYRBVOPY YB-YQYSQCCKFPQYBQYPOYPK

>Cpo_EDCH9_partial
XXXHEBTCSCNVVVVEREYVOACCBVBCYCBBVSCCYBrYOSSQCCKFBOYBRCSBOYBR

>Cpo_ECH10
MCSHCSCHSHHNSCHGSSSRCHEBRRSCNIVVVERBYVOACCBVERYCBVEBSYCBPVSCCYBRYQSSQCCKFEQYPK

>Cpo_EDCH11
MCSHCGSCHSHRNSCHCSSSRCHEBRCSCNIVVVEREYVOACCEVEBRYCEVEBSYCBBvsCcCYBRrRYQSSOCCKFEBOYBK

>Cpo_EDCH12
MCSRGSCHSHHNSCHGSSSHCHEBRRCCNVVVVERBYVOACCBVEBCYCBPVSCCYPRYOSSOCCKFPQYPRCPPOYPR

>Cpo_EDCH13

MCSRCSCHDHGSSSHCCHGHESSCHSSSSSVNCIIEKBVEICBMBOCCEBVEOCCEBVOQCCBBVOQOCCBEvVOCCOQ0sO0CCKIPROCE
K

>Cpo_EDCH14_partial
MCSRGSCHDHCSSSHCCHGHESSCHCGSSSSLHCVIEKBVEICBEVOBCCPBVOQCCPBVPKCCLWOASRERXXX

>Cpo EDCH15
MCSRRBCHERETSCHESRESCHSSCSRCHESRESCHTSVVERBSYCOWQQYRBEY vBDYQOCYRYBVOYBRFBOCBO vBoYBRYBOFBO

YBK

>Cpo_EDKM
MSKLLKAITDLIDSNQG-NSRKECKAEMFCRSEFKKL IQQDLA.VTLSSSYRYRHIKSLAESETEIVNHKE ISTAKHCAY
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>Cpo_EDPl partial
MSYYCQQOCKORCLETEICODOLBVRCBBMCBOOWTBQYSTKSYSCYDCYCESSSLOCIEBCCBR-WQKCRBOCEQVCLBBCELBCITRC

PPBCVKCBOQCVTKCPPPXXXQCVTECVTRCPQOCVTRCEQOCVTECVTRCEPBCVTRKCPPBCVTKCBOQOCVTECVTKCPPBECVTKCEQ
QCVTECVTKCBOOCVTKCBOQCVTK-0SSKVKISSNNKKYCSASQWEW

>Cpo EDP2

MSSRENQQchg\lflTﬁAle\/IlDl vLDBAVBEPVEAELEBCAABVEDLENAB-RHOEEEYCKOBLCQBL I LAPKLEBEBESKL
VOBSEL

FLIPEEBEAS VEQOOQOQQPPESL

>Cpo_EDP3

MSSQOQQ00QERVEPKCODKCEBKCVELCKPPKCODKCEBKCESO00000000RBROK

>Cpo_EDPCQ
MPEDALYRQQCKHOPLTCSSHVNKSLRQOVSEYCBLQCPRLRVKKRVALYBLHQSVCCALLBSMTVSSQHMCVAECLWBCETECLY

c
MAEQILQQHVTNSQLRCMHTAQNWHQTVNi.CCTSVTTi.RRAT CKaBCcABSSENQECENN CA.SA.NﬂCVNN CA.S!.N
L

WESCPERLOLODMTENQ MTIC QLLCMTHDLPRPCMHTCPALQCRTTC

OKCINNCPEC-PPAANHSCCAKRBB-MBESPAEK-QEES
SSAKC ALQQCLASCliLQAIQH LL ATSClilYDATHL QQCWTTC!LLNSSNSTC LLEQRITTCH

Y RQRQHLﬁ!HL SFVTKRLESCMTAAALQRCVTKWHRQCILKRESLQBR LEQQCFAMH VLICVSEYLLI

QYHRKRGFEGILGCGHI
TBEDIKIPECBLPOOOQCKQOARTI
EEGEC
TBDIKIBECPPOOOOOCKD
DB-Q-KTBDIKIBECEPOQOOEQCKOLEV IBECERPBCKE C
KOBCQWBBOOK
>Cpo_EDPL
MSHDQOO IKOBLOPPBESSKLCEHLKFLESCESABBKCEEBABPPBK - LEBSBOPL LCBPAEK -HMAEBF

>Cpo EDPQ1

1S YENOOOCKOvC BB L.CBBBKCSEEY CBBEKC BB DWEDOKC BBBKCBBBKCBBE Y wEDOKCEEOK

>Cpo_EDPQ2

1S YBNQQQCKQVvCBBEYCEBTKCBEOKCEBEDC BB KCEEQKCPRECBEQK CERE: CEOKCEEOK

>Cpo_EDQL
MCSRENRCCHDTESSSCHDSCRSSCHSSGDVICHEVTELEDIQTVEBMBLELBABABIBCO000TKOB I HWPBOOOHOK

CVTKCMLBATT

TTECPEEQRAB

AHLPOORITKAH VTCEE

>Cpo_EDPE

>Cpo_EDQM1
MSQONQO:SCCHRSCGECHGRESSGESYYSGECECHGEESSEESCY CRGGGSSGGREYGGGSSGGSEHGGGSYH SGERCY
CYSGESIGRGCHEGESSGECCHSGECCHSGEECHSCRSFHVISGEHFQESROHKOTSHVBSORLK

>Cpo_EDQM2
MSQONQQ:-SCCH CHSRRSSSGGCHGGGDCHSGGSSCEESCHEGESSEEGECH CHSGGGEHGGGSSGGGEH CHGGGSS
CH CHGGRSSQVIIRRHSQOCSQOCKOISQVLSOKLK

>Cpo_EDRYA
MYSECHYAAFCHGSSCSCLCKCGBYcCeQAFCsc1QHSQ DASSsCHSSCLcHESCBFDHRAWRROHVRERREVIILCOABVOKCC TBA
OLRYA

>Cpo_EDWM
MICSSCRESYFNLNSTWYDBSCSWLENHRIBLRYADDSCCCCCNBDVREVECHENYREYWYRRSVCSEAERCSSSCYCESEDSCCARRET
LEYSECCDCYRRREDCCNGECSSHEFGRRETYHYAADVYLANERLACSDCGCHGSSCCFYGSSCCCHRRRRCEEBCHESESYCFSRECH
RCRSVCCEBCHDS:SSSHLLBVCVKBEBCIBRCEBKOKYVRSTOSCCIBVOSYCTEVRACCBBIQAYCBBVCKYSSCCQQCKQTSKLET
LKAK

>Cpo_EDYM1

MSYYCYQLKQQCY VKYSSCVTRC AMIWTTICTi!CTEEA’L!i.CATTCV.TRVVRCli.CTITCIEICAA.CVTICA
OKCTABY C

TCYLEBCCLOOBOPFSECWEHQWABQY IWBCBTRCESACCBAYMO YFQWSNRHGYCGNC

>Cpo_LOR partial

MSSSQOKTACQE IBHOSCCLQGSTCHECESSVSSECEIGEESSYEEESSCORIGVTEESSSESSYCEELSSCISCESAQRVVIAGESS
CSCCSSGESSYGIGGEESSCESVTSERTTVVESESEESSYESEEESSCSEVSSCORTIVESESEESSYESEEESSCEEVSSERTTVVES
SGGESSYCIGGESSCEEVSXXXSYGISEESSYGSVSSERTTVVGSESEESSYGSGEESSCEEVSSERTIVVESESGESSCEVSEESSY
TGGEESNCEEVTSCORTIVDSGSGESSYCICGESSCEEVSSERTTVVESESEESEYCIGEESSHESESSCORTIVESCSRESSYGISEES
SYGCRGGESNCGEVSSCHRTIVESESACSCYCICEESSYCIGEESSCEEESSEQTVSICSEESSCESEESSCISIGEBEICEELSSEES
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SLSKVITTSCCSCESSEESLOSVBQHOTROPCOWPBOOK

>Cpo_PGLYRP3

MMLRLAVLFSALCAASCOLACBB1VSBAKW:SRBAKCASBLSKVBB-NVVI THTACSACHTOBECSELLRNIQVFHRDMKEWCDISYNF
LICEDGNVYEGRGWLLECAHTYCYNDLSLGIAFICNFTERSENEAAWKALKNLLAYAVQSCYLASDYLLMAHSDVSNTISECKLIRETI
KLWPHYRH

>Cpo_S100A9_partial
XXXK—IEAQTELEQSIEKIIDVFHVYSVRV HFDTLTKMELKLLIQKQLINYLKNQTSI QIDALFKDLDKNKDQOLSFC-EFMVLITRV
TIATHEHLHHCCECECQHQHQDEHHHH

>Cpo_S100Al1l partial
xxXSKIBVABTETERCIESLLAVFQRYACRSDRDETMLSKTEFLAFMNSELASFTRNOKDBAVL DRMMKKLDLNCDCQLDFQEFLNLI
IAVACHEALCKCCBCCBRCBCCPKKL

>Cpo_SCFN
RVLDSICTIIKVFYQOYATEDRECSRLSRROMRLFIQKEFADVLVKEYDBLTIDMVLRLLDODCD:SIDFSEFLILAFRVAQACYSYL
KPELOERQOQ-RRCKELNEBEAKADRCRCHQLREBEPRVCGRRSHSEDBEQEBEBRRDE CRQROSLEPEQOVYE CRRHQSRDBEWREE

VRSRSQIRDIMQSHERSQRQLLEH QOLYEESHHRPHERECREEVRSHSQPRDTSTOAYERSRRELLERESQLDKESHHQBREBEKOEE

AWSRFQSRKI.lQWDE ROROPL KERQEAR RSQLHDTDTQSYERSQRBVLEPEPOLYEENRHQPHEREQROEAKSRSQLOEPEQBV
HEPEECKKVKSWSQBCDNDAQNYER-QYSICEREBQLYEESRROBCNOEQOEAVRSHSQTOESEQVYACRRHQPLEPEQRE
QVRCGRSQPRDTDTKSYERSRCPALKBEBOL YEESRHOPREQEQREEVRSHFQ RQIEIQRDESRQREILEIEQQVYE RRHOPOEPKQOR
EEVRCRSQERNAETQSHERSQCEVFEREBRLYEESRRQBREBEQQEEVRNCSQPCDNDTQTYERSQREVLECEERLYKESRRQEREBEQ
REEARTRSQPOEBEQBVYK:-RCOPREBEQREKVRSCSQBODBERR NERRHRQLHEIEQRAEMRSHS C-SDKQTYERSQHPVLERE
BOBYKESRRQERETEQQKEACSHSQBQEAEQQVYDCRCHQPRE QREEVRSHSQ NT TYERSQ VLEHESQLYK-SHCQBLET
EQREEVRSRFQPREPKLRC-EE-RRHLEHDPEQREEVKSHSQ SDIDTQTYERSQH LECE QLYEESHHQPREBEQRIEVRSRFQBOE
SKROVYECRYHQ HIIEQQEEVRSRSQ HDADTONIERNQR ALELEIQLHEKRSHQIRE EQRVEVRSRFQBOABEQQVY -RRCHQBR

DPKRDEVRSCTQWHE TDTQNYERSRHEVLEHESQLYERSHOQBREBEQQEEVRSHFQPQESEPRCNECRRLALEBEQQVYECRRHQBLE
SELQKDIRSRFHPSNTYTQSYVRSQHPALERESQFHDESPLOPREEEQREKVRSRSQPQEBEROCDE RHRQ HRLEQRAQVRSHSQBH
DTYRQTYEKNRHPILERESQLYERSRHQ LETHHREELRSRFQ QEPEBRCDECRQRQSLEBEQQVYEERHH QREEVRSRSQ
RNAETQSHERSQCBVFERE RLYEESHRQ QREEVRSRSQ RDNDTQTYERSQR.VLERESRLYKESHHQRRllEQREEARTRSQ
BOEPEQBVYD RHQIRE EQQEEVRSHSQ H EHVS ESYCQPRD EQREVKDCYQSREIEQVYE SRHQVFEBDOQREVRSCYQBH
ISKPRVNQC-CQHQLRVSEERYE RRHQ HEAETQAYERSRHIFLECE EEYECSHIQLRELAQECGVRNRYWBRERCAQTDERRHHELRE
REPQVDEERCRQOLCEBEHLGDVR YEREQVD RRLROSREBEQEHQ SEAEWIEEVRTRYLIREIEYVHE RRHQVQDTDRQCEV
RSRYQOBREEDTRAFERABRELFEQ QLYERSQRQ’EIDQLEKERCHY ERQVNAESRHQAHRTELQAYERSRDLLHEIESRVD
EQRLRRHQDPEQQOVYERSCHQLSEVEQ-EVRSHSQEHEHOQVPKKSLHQPWDBPEQR -AKDRYQOSREPEQVYE-SHHOVCOBNQQ-EVRS
CYQPHETEBQAFK RHYQLLECE KLHECRHEVKQVDE NH QRETRSLYCLYN OROBHOLEQRVDD SRYQHHllEQLRD R
SHYQ REP-PRCDARSR FHEC EVHE SHHQIREQRDVWSHSQ REBDERVDERSOPRERQBELQVYECSRHOLRDREQGELRDRS

LD ETQTYERSRAQAHD EIQRD OTREBCDTELQLDEKSLC-QPRASIQLCNCRRRYQBRELEPEANECSCYQ QORNSQSH

HE EQRVKEC:SRSHLPEQVQQ-DAQPHYVPLETRBOAHD:SRRTLOEPKIQHYECTRHQSQONPEQK DVRSHYgl llTQQVHK NR
RELRESETQK E SQRQI KEQVYE-SHRBTELCDBEQORAVOSS-QSRDBTEOODEVNCHOBHERPEBRVVACNVRORYEVLBERDD
QSLLOBDQLVBQR:DRSDD EVKIHDRSL OSLEBERQSNERTQHQOTLEBEHREAERN CQRPYTBDPKRDCEICHLVSAKQRDDCER
QBQSHETEBRCCT TCLQQREZ—\EZ—\Q STTTSRN QE EAQ ERARQ RYBESQ-VKSSBHOPOKAAPQEAERDNOPBONTEPODCERS

QACEAKESKEEASQSEBH IDSTDDNRSRA T D SQTQBRECELRD-SRHQSSRPECRCDE:SQPQAYEB-CRAVESQOTE
ERCLRECECSRQOPOALE SROQPPO-DAASRRQOEVAPEEAACSHIBREALAQLOEESPTRAAESQE CEQSHHPPEBVVSQE
LCDBRLDEAKASL CSILYVYLLAQKAEQQLCSAIAIQEQI

B

>Cpo_EDbeta
MACSTNVCNNSAVSCCVAABOBIADSCNEBCVROCEDSKVLIYBBBVVVTFECBI I TSFBQESVVESSAABVCCESSLECSYCBCHBY
SOWESRYINGSCEBC

>Cpo Betal
MACSBALSSC1CASBCCVAVBOBTADSYNEBCVROCBDSRVVIOBBASVVTFBCATLSSFBODSFVESACTBHLCACFCCSFESREFY
SECYTCACCBYCYGELWEYGELCESEELRWGHRY LNGNCEBC

>Cpo Beta2
MACBBATSSC1CASBCCVAVBOBTADSYNEBCVROCBDSRVVIOBBASVVTFBCATLSSFBODSFVESACTBHLCACYCCSFESREFY
SECYFCACCBYCYCELWEYGELCESEENRWEHRY LNGNCABC

>Cpo_Beta3

MSSVTCCSNBCEVSCBOPOAVTANEBCVITCEDSRVIIYBBBVVVTFBCBILTTCEQESVVASADTVEAELBAAABLTTEVSCSLEBCA
ETVAPPVIERRLEBRYVPKYSYTYSSQWMHBCNTNRFCKRWAY
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>Cpo Beta4
MSCYDIBYPBCCVTLBBCBEEFAVTSSETHAVQYBDRIVETELEDCQBCTVIYBCBILTTFBOQTLVCESSALFDMERLLGSRRSFEFE
BrcLceICGRGSLENSEBFGDFBYGNCCEY

>Cpo_Betabs
MACTDLCYBSSDIVCETBIANSYNDLCVROCEDSRAVIQBPEVVVTFB-BILNSFBOESIVESSCABVVEDYCSSFCARFCYSCLEGSL
YGSYGEYCEDEYECLGGEYVEESLEYESESLEYGSELCESEGSLYNYGRLYGSCFCYCYCSBYSYRRYNRYRRGSCEBC

>Cpo_Beta6
MFCSNECYTBCTVECBOPTANSCNEBCVSQCEDSTVVIYBPBIVVSFE-BILSSCPQ-SIVEFSCPARICCSESSESSLAIRVEYENS
LSSSRWINRYHLGSCGRC

>Cpo_Beta7
MSCYNECYTB-AVACBRBIADSWNCLCVRQCBASRVVIQBPBAVVTVECBILSNYPQODSVVESACVBAVEYSPREYLEYGESECALVS

SGEALVSGEALGYGSDVEYGVELEYRGELEYGLELGYGESLEYSEELCYEDELEYGSYGECYGSRSLSSYGELCESCYSCFGSCYCRE
FSYRRYNRSLSCGSCCEC

>Cpo Beta8
MSCTDLCYBSS:IACBREFADSCNEACIRQCEDSRAVIQBPEVVVTLE-BILSSFBODSIVESACVBAVCHCAACCTALSCCEBSCBCCH
LGYGELYGSLECYGELEEYGELEGYGELECYCELECYCELEEYGEWGESCYCLESCYCYCRCYVETYCCHYYSRRSYYCICREC

>Cpo_Beta9
MSCTDLCYBSSCIACBREFADSCNEACIROCEDSRAVIQBBEVVVTIB-BILSNFBODSVVCESACVBAVEHCAACCTALSCEBCCAGET
YGSGGSLGYGGLYGYGRSLGYGGLEGYGGSLGYGGLYGYGGSLGYGGLEGY

>Cpo_BetalO_partial
MSCTDLCYBSSCIACBREFADSCNEACIROCEDSRAVIQBBEVVVTIE-BILSNFBOXXX

>Cpo_Betall partial
XXXDAWNEBCVTSCCDSRAVVYBBEVAITFB-BILSSCBOESYVETSEBLCICCBYBACCYLEYRESVETCECSYSSYSROLNTYRYGSC

Bc

>Cpo_Betal2 partial
XXXAVVYBPBVAITFBCBILSSCBOESYVCETSEBLCICCBYTACCYLEYRESVETCYSYBSYSROLNRYRYCCCEBC

>Cpo Betal3
MSSYCQLISSRCYNBCEVTCEREYADAWNEBCVTSCCDSRAVVYBBBVAITFBCBILSSCBOESYVETSEBLCICCLYBAGCYLEYRES
VGTGCSYBSYSROLNRYRYGGCGEC

>Cpo_Betal4
MSSYCQLISSRCYNBCEVTCEREYADAWNEBCVTSCCDSRAVVYBBBVAITFBCBILSSCBOESYVETSEBLCICCRYBACCYLEYRES
VGTCYSYBSYSROLNRYRYGGCGEC

>Cpo_Betal5
MSSYCQLISSRCYNBCEVTCEREYADAWNEBCVTSCCDSRAVVYBBBVAITFBCBILSSCBOESYVETSEBLCICCBYBACCYLEYRES
VGTCYSYBSYSROLNRYRYGGCREC

>Cpo_Betalé6
MSLYRQLLSSRCSNBCEVTCBOBYADAWNQBCVTSCCDSRAVVYBBBVVITFBCBILSSCBOESYVESSABISICSSFCYGESFTYCES
LSYGGSFSTGSTYBCYSQRVKRYRYRSCCBCOTOREFTCTRNTQETECKIQAQ-LADDCERC

>Cpo_Betal7_partial
XXXSFLSCGESACSESSL CLSIYYSQQYNKYRY NCESC

>Cpo Betal8
MSQSLSSRCLPPCSDICBRBCADAWNWECVTSCCDSRAVVYBPBVVVHFB-BILASCBQESIVETVEBRFBSNTCEY YBVESEScYes
FCFGSCYGSGSSYCFESCYCFESCYESESCYRSSRRYRKFSSESCHEC

>Cpo Betal9
MSFNRQLLSSRCFNECEVTCBOPYANAWNEBCVTSCCDSRAVVYBPPVVVTEBCBILASCBQESYVCTSEPLOICCSFLSCESAGSESS
LGCLSPYYSQRYNKYRYGNCGSC

>Cpo_Beta20
MSFNRQLLSSRCFNBCEVTCBOBYANAWNEBCVTSCCDSRAVVYBBBVVVTFBCBILASCBOESYVETSEBLOICCSFLSCCESACSESS
LGCLSPYYSQRYNKYRYGNCGSC

>Cpo_Beta2l
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MSTSCALCCYPBOBECEVTCBREBYADAWNEBCVKSCCDSRAVVH VVTFBCBILASCBQESYVCETSLBQLSCGSLSCSCEFICS
YGGSLGYRGSLEYGSSLEYGGSLEYGESLEYGESLEYCESLEYCCBFCELGCRICCYGSYGESYSSCLSSYCGCYSSPFCSRRYSKYRY
sccBc

>Cpo Beta22
MSCSENBCNDBCSTECEAKCBKBQ-ITSNEBCVIACEDTRVIIYPPBVVVTFBCBILTTCBOETLVASTVTLAESSDDVTLAESBAMLE
SVBEVTRRSVECDEICPBCI IBREMBCYLENYSYTFSTQWTHBCNRS CFRKYKSS

>Cpo Beta23
MSQSLSSRCLEPBCSDICBRECVDAWNWECVTSCCDSRAVVHEBBVVVHFB-BILASCBOESIVETVEBRLLSNTCBYYSVESESEYES

SYGIGSSYGSGGGYRIGSCYGSVGEYCMESGYGESGEEYCMGSEYGYGSCYCPCFGCEFGSGYGSGEEYGFGGEYRSGSCYGSVSSRRY
RRYSSCGSCCBC

>Cpo Beta24
MALSSRCCBSVICBKECVDACNWBCVTSCEDSKAVVYAPBVIVHEFBCBILASCBOES IVETVLENBMRCCVEBYTSCSFESESSYESEA
SYCSSSCFRSGSCFGFSDEYCLECEYGSEEEYESEEEYCFGCEYESDECYCFEECYRSSSCYGSVSSRRRRRYSSACCCEC

>Cpo Beta25
MSLQ-CQOWELSKVVCLEBWAEAWNKBCITSCEDSCAVVYLTBVAITFLGBILSSCLODSYVETSLBEEI YBCYVSCCLLWESERA

>Cpo Beta26
MSFNRQLISFRCWBBCNVMCEQBYADAWNEBCITSCSDSRAVVYBPPBVAITFB-BILSSCLOESYVETSLTEEIRBRYASCCCFCSRAS
YCFGSSHWSRQYSSCGYC

>Cpo_Beta27_partial
MesYCBLvssccyNBeEvACBEBcvOACNOBcvTsceDSRAVYYABBV IVTFBCBI LS TCBOESLVETVIBYESCRETBMRESSYCCCS
SFGSGEFTEEXXX

>Cpo_Beta28 partial
MesYCBLvssccyNBeEvACBEBcvOACNOBcvTsceDSRAVYYABBV IVTFBCBI LS TCBOESLVETVIBYESCRETBMRESSYCCCS
SFGSGEFTEEXXX

>Cpo Beta29

MesYCBLvssccyNBeEVACBEBcVRACNOBCVTSCEDSRAVYYABBV IVTFBCBI LS TCBOESLVETVIBYESCRETBMRESSYCCCS
SFGSGGFTGGSYGGCFSGELSSGGESYGEEYGELS SYGGESYGESS FSSGEFGYGELE SFGGESFSCESSEEEYRRS
CCYRRSYTSCRATFGSSCCESRRESICEC

>Cpo_Beta30_partial

MSC QMLSSRCEECEMMCIEIYATACNYICTTSF DSKAVVFABBVIMTFBCBILATCBOESVVCAAEBYBVCCFBCCBYECSEESY
SYCNYGGSYGESSEFCESYCTSRRSYGESSETEESSCATYCSSCHSYGISCESHSSCTSYGESEESREGSEEIGESSESSEESYEMS
SRESSTSYGGTGESRGGSCRIGVSSGSSEESYCMSGESHESTTSYGETCESREGESGEIGVSSGSSEESYCTSGESHESAXXXGESEET
VSSCSSCGESYCNSCESHESETSYCGSEESHEGSCESHEVSCATIRESSESSECFYCMSEDSY CFCDSCEGSCGESCDVECSCGIFRSSFES
RYSBCNFRNTFBFTRFSYQROFCNNEFF

>Cpo_Beta3l

MSCNTDHCTECRBSECEVRCBOPIVTSTNEACVVSCGDSRVITY, IVTEBCBILSTCBOESLVCARVBCESCVBQSATTVELTSEL
SSCFSVPLRSEIGCNSCFSVELRSEIMCNSCFSAERLYLNREROQBSTYTYSFTSQWREECNREBCWNRYQSSYMKKEEBEEEEKPKE

Figure 3. Amino acid sequences of proteins encoded by EDC genes of Crocodylus porosus (Cpo). (A) Amino
acid sequences of EDC proteins other than corneous beta proteins (CBP). (B) Amino acid sequences of CBPs,
also known as beta-keratins. Cysteine (C) is highlighted in yellow, proline (P) in green, lysine (K) in cyan,
glutamine (Q) in grey. Serine (S) and glycine (G) are bolded and in red and orange respectively. Stretches of
X’s indicate unknown numbers of amino acid residues, that could not be predicted because of gaps in the

corresponding gene sequences.
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Fig. 4. Conserved amino acid sequence motifs of crocodile EDC proteins. Amino acid sequence alignments
of motifs present at the amino-terminus (A) and carboxy-terminus (B, C) of some but not all EDC proteins of
the chicken (Gallus gallus, Gg), turtle (Chrysemys picta, Cp), snake (Pyton bivittatus, Pb) and human (Homo
sapiens, Hs). The amino acid sequence motifs shown in A and B were discussed in detail in Strasser et al.
(2014). The present study shows that these motifs are also conserved in several EDC proteins of crocodilians,
represented here by the Chinese alligator (Alligator sinensis, Asi). Panel C shows a sequence motif at the
carboxy-terminus of proteins that are encoded by gene neighbors of the beta-protein gene cluster. In panel
D a carboxy-terminus which is only found conserved in the archosaurs and turtle branch. Amino acid residues
tryptophan (W) in purple and tyrosine (Y) in dark green and phenylalanine (F) in magenta, K and Q (potential
transglutamination sites), C (potential disulfide bonding sites), P, G and S are highlighted by specific colors

corresponding to those in Figure 2. *, end of the protein.
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Fig. 5. Conservation and amino acid sequence characteristics of crocodilian EDC clusters. Amino acid
sequence alignments of proteins encoded by the EDC cluster (A) by the EDPQ cluster (B) some but not all
proteins encoded by the EDCH cluster (C) some but not all proteins encoded by the EDAA cluster (D). Asi,
Alligator sinensis (Chinese alligator), Am, Alligator mississippiensis (American alligator), Cpo, Crocodylus
porosus (Australian saltwater crocodile) and Gag, Gavialis gangeticus (Indian gharial). Coloring as defined in

Fig. 2.
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Chapter 3 Conclusive remarks

156



3. Conclusive remarks

This PhD thesis reports the characterization of the epidermal differentiation complex (EDC)
of the sauropsid clades Testudines, Serpentes, and Crocodylia and provides a catalogue of the
protein products of these gene clusters. The comparative analysis performed on the here newly
identified EDCs and previously identified ones (Strasser et al., 2014; Vanhoutteghem et al., 2008;
Mischke et al., 1996) has revealed a common organization of the EDC in all amniotes, suggesting a
shared ancestry and a similar genetic control of the epidermal barrier in fully terrestrial vertebrates.
As an adaptation to terrestrial life, the epidermal barrier was strengthened by a cornified layer in
which many of the proteins coded by the EDC have a role, mainly by providing structural
components for the cornified cell envelope of keratinocytes (Eckhart et al., 2013; Henry et al.,
2012; Kalanin et al., 2002; Kypriotou et al., 2012; Candi et al., 2005). Common functional
requirements of the amniote cornified layer can be deduced from the conservation in nearly all
amniotes of proteins such as loricrin, PGLYRP3, cornulin and SPRR-like proteins (Strasser et al.,
2014; Vanhoutteghem et al., 2008) and from the presence of conserved sequence motifs (Strasser et
al., 2014, Paper I & IV) involved in crosslinking of protein components by transglutaminases
(Steinert & Marekov, 1995; Steinert et al., 1999; Candi et al., 1998, 1999; Rice et al., 1977). Some
cysteine-rich EDC proteins found in birds (Strasser et al., 2015) and squamates (Strasser et al.,
2015; Paper IV) share cysteine repeat sequences with some ultrahigh/high sulfur keratin associated
proteins (KRTAPs) of mammalian appendages (Powell & Rogers, 1986, 1994; Gillespie,1991).
Since the KRTAPs are not found on the EDC and exhibit a different gene structure, this homology
is a likely case of convergent evolution (Strasser et al., 2015).

Due to the fact that sauropsids possess corneous beta proteins (CBPs or beta-keratins) which
have been considered a special type of hard keratin, their cornification process was presumed
different from that in other amniotes. By now it has become clear that CBPs are biochemically very

different from true keratins, which belong to the intermediate filament proteins (Alibardi et al.,
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2009; Alibardi, 2016a; Calvaresi et al., 2016). CBPs are structural proteins that likely bind to
keratin intermediate filaments (KIFs) forming the corneous material component deposited on and
maybe even replacing the KIF network. CBPs distinguish themselves from mammalian keratin-
associated proteins though, for being capable of forming not only the interfilamentous (matrix)
component but also the filamentous component in the epidermis (Fraser & Parry, 1996, 2017). In all
amniotes the cornification process seems to imply the same basic mechanism, in which KIFs
compose the cytoskeleton to which structural (matrix) proteins start to bind, accumulating and
forming in the end a resistant, insoluble and amorphous (or cornified) structure. In fact, in
sauropsids like other amniotes KIFs have been identified (Greenwold et al., 2014; Eckhart et al.,
2008; Hallahan et al., 2009;Vandebergh & Bossuyt, 2012) and localized in the epidermis in co-
localization with proteins involved in cornification like CBPs (Alibardi, 2013, 2015; Paper V).
Many of the structural proteins involved in cornification of the epidermis and epidermal appendages
are encoded on the EDC in sauropsids. A huge difference with mammals exists for the cornification
of the mammalian skin appendages, since most of the interfilamentous (matrix) forming proteins
involved (KRTAPs) are not encoded on the EDC.

Furthermore several in detail studies were performed looking into specific aspects of the
epidermal barrier. One of these has investigated the defense mechanism exerted by skin specific
reptile antimicrobial peptides. Their bactericidal effect was demonstrated by growth inhibition in
bacterial cultures and evaluation of ultrastructural damage under electron microscopy.

In the paper on the chicken protein EDMTFH its localization during embryogenesis and
feather morphogenesis was analyzed to elucidate on the role of this protein. Its co-localization in
embryonic subperiderm and feather follicle correlates the layered organization of the epidermis
during embryogenesis to the one of feather follicles during feather morphogenesis. Therefore
obtained results supported the model (Sawyer et al., 2005; Sawyer & Knapp, 2003) in which the
cyclical growth and shedding of feathers is a modified replication of a series of steps in embryonic
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skin development.

Another aspect analyzed by electrophoretic and immunogold labelling methods was the
covalent disulfide binding of corneous beta proteins (CBPs) in the epidermis of squamates. The
experimental data showed ultrastructurally co-localization of keratin intermediate filaments (KIFs)
and CBPs in the epidermis. Furthermore reduction/alkylation and oxidation of CBPs altered the
pattern of marked bands in western blots, in particular CBP monomer bands appeared or
disappeared after treatments and modifications in the KIF size range were observed as well.
Observations fit to the resilient character of the cornified layers of squamate epidermis (Maderson
et al., 1998; Klein et al., 2010; Klein & Gorb, 2012) which presumes the formation of very stable
chemical bonds (Banjerjee & Mittal, 1978; Mittal & Sing, 1987a-b; Alibardi, 2001). Results allude
to the likely presence of disulfide bonds in at least some CBPs and to possible interaction with
KIFs.

During this study evidence for clade-specific adaptations in the epidermal barrier of
sauropsids has been brought forward as well as conservation of proteins coded on the EDC and
involved in the cornification process of keratinocytes in sauropsids and in some cases in all
amniotes. A series of different experimental methods were used to shed light on specific properties
of reptilian skin defense mechanisms, the role of the avian structural protein EDMTFH and the
presumed disulfide binding of CBPs in sauropsids. Beyond the characterization of several specific
aspects of the epidermal proteins, this study has led to the identification of a great number of new

genes that merit further investigation as likely determinants of the vital skin barrier of sauropsids.
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L RQTPESQBL EEVESQEQPRCPEPRTEGSRHQPPQGCEASHL QBDI QQGDGS QEERERSSHQA LPRLCEEP
EECEWGQSHRERANAEEERCETDRDDVKASL LYVYLLEQTVEKQL YLAPP

B

>Cp_EDbet al
MBCCGANL Cl DGCSACGVARPRPCADSCNQPCVTQCPDSRVI | YRPRVWITFRCRI LTTFPQESVVESVCARVVASGYCGTSGES

GAFGVCHENCGRCERC

>Cp_EDbet a2
MBCSRNVCTAGCSACCGVARPRPFTDSCNQPCVTRCPDSRVI | YBPRVWITFRCRI LTTFPQESVVESVCARVVASGYCGTSGES
GAFGVCHGNRDL CG.C

>Cp_Bet a- Al

MBCSSL CYRPECCVARPSPVSCSCNERCVRQUBDSEVI | RRSBVWVTI BCBI L SNFPQQSEVCGAVGABVWGAGYGESFCLGALY
GYGGHYCCL YGYGEL GEYGERYGYGEL SGY GAL CGY GERYGY GGL CGY GERY GY GAL SGY GAL CGY GEGY GEGY GYGEACESG
VSCHRYLSGSCTRC

>Cp_Bet a- A2
VBCSSL CYRECGVARBSPVSGSCNERCVRQCRDSEV! | RBSPVWVTI PCRI L SNFPQRSEVGAVGABVVGAGYGGSFCLGELY
GYCEHYGELYGYCEL CGGYGCERYGYGEGYGEL CGYCERYGY CEL SGYGERYGCEL CGYGEGYEEGYGY CEGACGSGVSCHRYL SGS

CTRC

>Cp_Bet a- A3
MBCSSLCYPECGVART SPDSCGSCNEL CVRQUPDSEV! | RBSPVWWTI PCPI LSNFPYRCHYCRL YCYCCEL GEYCEHYGYCELC
GYRCRYGYGELCGYRCGRYGYGCEL SGYCEHYGCELCD

>Cp_Bet a- A4

MBCSSL CYRPECCVARPSPVSCSCNERCVRQUPDSEVI | RBSBVWVTI BRI L SNFPQQSEVCGAVGABVWGAGYGESFGLGALY
GYGCHYCCL YGYGEL GEYCERY GYGEGY GEL CGYGERY GY CAL SGY GEL CGY GEGY GEGY GY GGACESGVSCHRYL SGSCTRC

>Cp_Bet a- AS
MBCSSL CYBECGVARPSPVSCSCNEPCVRQUPDSEVI | REBSPVWITI BCRI L SNFPQRSEVCAVCARPVWCGAGY CESFGLGALY
GYGEHYGAELYGYCEL CGYGCEHY GYGEL SGYCEL CGYGERYGYGEL SGY CERYGAEL CGY CEGY GY GGACGSGVSCHRYL SGSCT

PC



>Cp_Bet a- A6

MBCSSL CYRECCVARBSPVSGSCNERCVRQCEDSEVI | RBSEVWTI PCPI L SNFPQQSEVCGAVCARVWCGAGYGESFCLGELY
GYCCHYGAEL YGYCGEL GEYCCERYGY CGEGYGEGEY CEL CGY GERYGYGEL SGYGERYCCEL CGY GELYGEGEY GYGCACGSGVSCHRY
LSGSCTBC

>Cp_Bet a- A7
VBCSSL CYRECGVARBSPVSGSCNERCVRQCRDSEVI | RBSPVWVTI PCRI L SNFRQRSEVGAVGABVVGAGYGGSFCLGELY
GYGEHYGELYGYGEL GGYGCHY GYGEL SGYCEGYGEL CGYCERY GYGEL SGYGERYGEL CGY CGEGY GEGYGY GGACGSGVSCH
RYLSGSCTRC

>Cp_Bet a- A8
MBCSSRCYRECCVARBSPVSGSCNEL CVRQCEDSEVI | RBSBVWWTI PCQI LSNFRYGCHYCGRLYGYGELGEYGEHYGYCEELC
GYCCRYGYGCELSGYGEHYGCELCD

>Cp_Bet a- A9

MBCSSL CYRPECCVARPSPVSCSCNERCVRQUBDSEVI | RBSBVWVTI BCBI L SNFPQQSEVCGAVGABVWGAGYGESFGFGALN

GYGCHYGGL YGYCRGYGGL SGY GEGYGEL CGY GCHY GY GEL SGYGERYGEL COYGEGY GY GGACGSGVSCHRYL SGSCTRC

>Cp_Bet a- A10

MBCSSMCYRECCVTRRSPVSCSCNERCVRQUBDSEVI | RRSBVWVTI BCBI L SNFPQRSRVGAI GABVWCBGYCGASFSLGALY

GSCGSCYGALYSYA LYGYCCELGGYROW WA RSLWE M

>Cp_Bet a- ALL1

MBCSSL SYPECCVARPSPVSGTCONERC! RQUBDSEWI RBSBVWVTLBCRI L STFPQRSEVAAVGABVWGAGYGESFELGALY
GSCCERYCEL YL GEFGGY AL YGYGEL Y GEL CGY GEGY GY GRL GGY GEL CRYCGCL COY GEGYGEL COYGEGY GYCAL GOYG
CLCGYGGYGRRYRGGYCGRC

>Cp_Bet a- A1L2

MBCSSL SYRECCVARBSPVSGSCNERCVRQCEDSEVVI RPSEVWTLRCRI L STFPQRSGVCGAVCARVWCGAGYGESFCELGELY
GSCCHYGAEL YCL GEL GGYGSHYGYCCEL GGYGEL CGYEEGY GYGEL GOYGEL GRYCGCEL COYCEGYGEL COYCEGYGYCCELGGEYG
GLCGYGGYCRRYRGGYCGRC

>Cp_Bet a- Bl
VBFNCPQT GAQGSLBCGVKCSERY! ATASEPCVVKCKDSRVI | VWTFRCRI LTTCRQESI VASSCGPPDT GVAESAARI
SAAPRVTGSL GPHLDRCBASI NI RHEA KYSYTYSSRWSHRCKSLETTGYSQTTRNI DRTK

>Cp_Bet a- B2

MBCYCGLRNI BCEVRRRTRAAVTYNERCVI QOBDSI FESDSPRGI Al | BGBI LTTFRHYSWETSBLFDTERSFCSERSL GSQG
FMNL YN

>Cp_Bet a- B3

MFSDEEFFYKNKQPQKPQK CONBCL PQKKPKPCPRQK VR RCBTYBRYI PPPRPCPPQYBS! CPQRYI GVWNEBCVTE
CCDSTAVWFABPVWVNFRCBTLAT VVCSSLBRA | CRYCPGGSL SSCLARGT GSSFCSSVSSFSSACGSFGSCRYCESG

GYL GSGGFL CSCGYCGSCAWNBCHY CRCCRC

>Cp_Bet a- B4

MFSDEEFWK QK CQNBCL PQRKKPKPOPPQKVECTPKPPROPTYPRY! PRPRECERQYRS! VBQRY!I GVWINERCVTE
CCDSTAVWFARPVWVNFRCBTLATOPQDSWWESSLPRG! | CRYCGSGGSL GSCESFGAGSSFCSSVSSFSSCESFGSGEYCESR
GFL GSCGYCGESCRYCGF CAONBCHY CRCCRC

>Cp_Bet a- BS

MBSYEQL CNTQCYABCNVTCRQRI VDTCNERC! TSCSDSRAVVYRBLI WTFBGTLL SFOPQESVEESSAHVA RSS

>Cp_Bet a- B6
VBSYRQL CNTQCYARCNVT CPRBFVDACNEPCFTSCCDSSAVL VI VRFPCRI LATCRQESVVGSSARFGI GSSLAl GCP
YVSGSLGNYGESYTSCL SARCNCCSYPSSSSQRFTTYRSGSCQPYQTQK

>Cp_Bet a- B7
VBSYRQL CNTQCYABCNVT CPRBFVDACNEPCFTSCCDSSAVL VI VRFPCRI LATCRQESVVGSSARFGI GSSLAl GCP
YVSGSLGNYGESYTSCL SARCNCCSYPSSSSQRFTTYRSGSCQPYETQK

>Cp_Bet a- B8

VBFCRDL CKYPSYBSCDVTCPQPFVDACNQBCVT SCCEDSS VVWRFPCRI LATCPQESVVGSSEPL G GSSFGYRGS
YLSGSSYGYKSL YNDRRSYTRCL SSL CRGSSDPCSSRW. NMY RQTQQRE

>Cp_Bet a- B9

MBFYCDRARSQCYL BCEGT CQAPVANVCNERVWRSGCDSREVGYABL VWV TFRCERSSQYL L SCKHDWNGTAK



>Cp_Bet a- B10

MBSHRQL VSBRCATBVEVTCRQRCANI CSQBCVT SCEDSRVMVYYABBVWVAFBCRI LSTORQKS! TGSEVBCGEMGAYLDLECH
MVL GAHMWSCGL BVAL GKHWMKSHL VL CDHMWGQT THGSGESYCHEGS Y SASNSY GARGRY GACRFL VFRGS Y GSGESYSHSRA
YTSRLSPL GTCNSORYSSQRT SMSHYKNCCRY

>Cp_Bet a- B11

MBSCKDL SCRRSPCYPDI CBDBCVVARNERCI TSCADSTAWYPRRVSVLFRCRI L SSSPQHSLVGSTLRALRYGARGSFGCG
ALCCRI GYCSGYCCALEGGYGY CCL SGYCGESYGY GCL SGYGESYGY AL COY CEGY GEGY CAL CGYCRRYGCERCYSSRRESCG

PC
>Cp_Bet a- B12

MBSCKDL SCRRSBCYPDI CBDBCVVARNERC! TSCADSTAWYPPRVSVLFRCRI L SSSPQHSVVCSTLRALBYRAGESFGCG

ALGCPI GYGSGYGCGAL EGGYGYGEL SSYGGSYGYGEL SGYCESYGYGEL COYGAGY GEGY GEL COYGAGY GEGYCELCGYGRR
YGGRCYSSRRGSCERC

>Cp_Bet a- B13

MBSCKDL SCRRSPCYPDI CBDBCVVARNERCI TSCADSTAWYPPRRVSVLFPCRI L SSORQHSLVGSTLPALPYRAGESFGCG
ALCCRI GYCSGYCGALEGGYGYCGL SSYCESYGYGEL COYCEGY GEGYGEL COY CRRYGCERCY SSRRESCARC

>Cp_Bet a- B14

MSSSKDL CYPRPECYEDI CBNBYVDAWNEBCVTSCCDSSAVWYARRVVWRIRCRI L ATCGBQDSVWCSTLENLBYGYCSRYCGEG
SFCGESVSSGRAY GEGY GAGY CEGYGCL YGYCKGYCRKCYSSRFCGSCRC

>Cp_Bet a- B15

MBSSKAL CYBRPRCYPDI CBDBYVDACNERCVTSCCDSSAWYARRVWWRIFPCRI LATORQDSVVCSTLBNLBYGYCGESYECEG

SFSVSVGSGGAYGEGYGARYGEGY GEL YGYCKGYGRKCYSSRFGSCERC

>Cp_Bet a- B16

MBSSKAL CYBRPRCYPDI CBDBYVDACNERCVTSCCDSSAWYARRVWWRIFPCRI LATORQDSVWESTLBNLBYGYCGESYECEG

SFSGSVGSGGAYGEGYGARYGEGY GEL YGYCKGYGRKCYSSRFGSCAERC

>Cp_Bet a- B17

MBSSKAL CYBRPRCYPDI CBDRYVDACNERCVTSCCDSSAWYARRVWWRIPCRI LATORQDSVWESTLBNLBYGYCGESYECEG

SFSGSVGSGGAYGEGYGAGYGEGYGEL YGYCKGYGRKCYSSRFGSCAERC

>Cp_Bet a- B18

MBSSKDL CYBRBSCYPDI CBNBYVDAWNERCVTSCCDSSAWYARRVWWRIFPCRI L STORQDSVWESTLBENLBYGYCGESYCAG

SFGGSVI SCGAYGGRYGAGYGEGYGEL YGYCKGYCGRKCYSSRFGSCERC

>Cp_Bet a- B19

MBSSKAL CYBRPRCYPDI CBDBYVDAWNERCVTSCCDSSAWYARRVWWRIFPCRI LATORQDS! VGSTLBENLBYGYCGESYECEG

SFGGSVGSRGAYGEGYGAGYGEGYGEL YGYCKGYGRKCYSSRFGSCAERC

>Cp_Bet a- B20

MBSSKAL CYBRPRCYPDI CBNBYVDACNERCVTSCCDSSAWYARRVWWRIFPCRI LATORQDSVWESTLBENLBYGYRGSYESG

SFGGSVGSRGAYGEGYGAGYGEGYGEL YGYCKGYCGRKCYSSRFGSCAERC

>Cp_Bet a- B21

MBSSKAL CYBRPRCYPDI CBDRYVDAWNERCVTSCCDSSAWYARRVWWRIFPCRI LATORQDSVWESTLBENLBYGYCERYCCG

SFSGSVGSGVAYGEGYGAGYGEGYGEL YGYCKGYCGRKCYSSRFGSCERC

>Cp_Bet a- B22
VBSSKAL CYPRPECYRDI CPDRYVDAWNERCVTSCCDSSAVVYAPRVWVRFPCRI LATCRQDSVVGSTLBNLBYGYRGSYGEG
SFGCESVGSSGVYCGLVYGEVYGEGYDEGYGEL COYCRRYCGRKSYSSRFCGSCCERC

>Cp_Bet a- B23
VBSSKAL CYPRLECHBDI CPNBYVDAWNESCVTSCCDSSAVVYAPPVVVRFPCRI LATCRQDSVVGSTLENLBYRYECRYGCG
SFGESGESCRAYGERYNVGYGSRYGDL CCHERRFGRKCYSSRFESCRBC

>Cp_Bet a- B24
VFAEFL CWOPRBYCRDI CRDPCAYVCNKRFVT SCGDSNGVVYAPPDVVRFPCQAL TTCRCDSFVGTVERRL FYSSWECL GCHA
GEGFGEGESWAWY GEGSGEGFREGY GGSFRGEGY GERY GSGY GEGY GEGY GEGF GSGSGERF GEGEL GGSYGYGESYGENSYANRW

>Cp_Bet a- B25

MBBVKDL COQRCRYYPDI GBDBCAYVCNERCVTTCCDSNAVWFARBVWWRFBCRTL ATORQDSFVGT SLBNFBYRL GGGLGCR

| GEGEL GEGYCEGY CEGY GEGESFGEF GEGFGEEFGEE . GEGYRGSYGYGERYCRNCYANRVWECCEW

>Cp_Bet a- B26

MBBVKDL CYQPRBYCPDI OBERCAYVCNERCVTTCCDSNAVWFARBVMWWRFBCRTL ATORQDSFVGT SLBNFBYRL GGGLGCR
| GOCL GEGY GEGY GEGY GVGSF G GEESCEGF GEGFGEE | GEGYRESYGYGERY CRNCYANRWECCRW



>Cp_Bet a- B27

MBBVKDL COQPRBYCPDI CBDBCAYVCNERCVT SCCDSSAWFARBVVWRFBCRTL ATORQDSFVGT SLBNFRYTBWEGL GCR

AGACL GEGESWEGY GEGF GVGAGGER GOGEF GECEF GEGF GAGY GGSYGNWERY CRRCSYTSYRCPC

>Cp_Bet a- B28
MSCCPRQDC! BDI CPCRYI DVRNEPCI SSCCDSTAVWYAPRVVWINFBGRTMATCPQDSFI GTSLPNMBVRAGASYGSGGEFSG
Sl GSRGSYGAGFGEGY GEEFRGGY GECHEEGY GEGFGGEL RCGYGES Y GYGERCGYCRRSQRA TVL GGGYSCESSYENCERC

>Cp_Bet a- B29

MSYCPRQDC! BDI CPRBYI DVCNEPCI SSCCDSNAVWFAPRVVWRFBCGBTMATCPQDSI VGSSLPNMBI RAGGL YGSGGEFSG
Sl TSCESYGGEEFGEGYSGEYGEESS| VY CEGAGGGEY GGCAGEEY GAGY GESYCECGESRGYI RKSYRSI SCEGYSGFNRGNCCR
C

>Cp_Bet a- B30

MBYORPQDC! PDI OBRBY! DVCNERCI SSCCDSNAVWFARRVVWRFRCRTMATCORQDS! VGSSLBNMBI RAGGSYCSCEEFSG
SI TSGESYCGEGFGEEYSCEYCEGSS| VY CEEACGEGEY GECAGEEY GAGY CESYCCEGSREY! RKSYRS| SCEGYSCRFNRGNCER
c

>Cp_Bet a- B31

MSYCPRQDC! BDI CPRBYI DVCNEPCI SSCCDSTAVWFAPRVVWRFBGBTMATCPQDSFVGSSLPNMBI RAGASYGSGGEFSG
Sl TSCESYGGGEL GEGYSGEYGEESS| VY CEGAGGEEY GGCAGEEY GAGY GESYCECGESRGYI RKSYRSI SCEGYSGFNRGNCCR
C

>Cp_Bet a- B32

VSYCPRQDCYPDI CPRECI DVRNEPCI SSCCDSTAVWYAPRVVWRFBCGBTMATCPQDSFVGSSLPNLPI RBGGSYGESI SYGG
GYCCGYGEENSVVGSEEEFGEST GY COVY GECAGS GY GEGY CECAGELYCECY GESYGSGESRGYSKKS YRS SGEGYSGVNR
GNCVQS

>Cp_Bet a- B33
NBYC.QDCY.D| CPRPCI DVRNEPCI SSCCDSTAVVYAPRVWWRFPCPTMATCRQDSFVGSSLENLBI RBGGSYCGSLTYAG
COGYCEENSVWESGEEFCESTGY GOVY GELEVEEGY CGEGY CCCAGELY CCCAGELY CECY GESYGSGESRGYSKKSYRSI CG

GGYSGVNRGNCCIC

>Cp_Bet a- B34

MT'YCPRQDCYPDI CPRECI DVRNEPCI SSCCDSTAVWFAPRVVWRFBCGBTMATCPQDSFVGSSLPNLPI RBGGSYGESI TYGG
GYCCGYGEENSVWGSGECFGEST GY COVY GEGVGEEEY GEGYCEEAGCLYCEEAGEGYGECY CESYGSGESYGYNKKSYRSI SG
GGYCGVKSCENYCERC

>Cp_Bet a- B35

MBYCPPQDCYRDI CBRECI DVRNERCI SSCCDSTAVWFARPRVVWRFBCRTMATCRQDSFVGTSLENLPI RBVGSNGGSI SYGG
GYGGEGYGEENSVWGESGECF GEST GY GRVY GEGVGEEGY GOVY GEGVEEGY GEGY GAGVCECGY GEGAAGGY GECY GESYGSCGESR
GYSKKSYRS| SCCRSSGVKSCNBEKPSVE

>Cp_Bet a- B36
VBFNGVBCNDQCHNPCEVTCRQPI VNSSNQRCVWSCCEDSRWI YPRRVWWITFRCRI LSTCRPQDS| VESSAASGSRI SGSASVI
SSTRGVTCGCSKRYAESVFVRSERPQYTPKYSYTYSSPW HPGNT SGSCHYRSSYVQKACRRNEEPQONEKQDAEQCS

>Cp_Bet a- B17L

MBSSKAL CYBRPRCYPDI CBDBYVDACNERCVTSCCDSSAWYARRVWWRIFPCRI LATORQDSVVGSTLBNLBYGYCGESYECEG

SFSGSVGSGGAYGEGYGARYGEGY GEL YGYCKGYGRKCYSSRFGSCERC

>Cp_Bet a- B18L
MSSSKAL CYPRPRCYEDI CBNBYVDAWNEBCVTSCCDSSAVWYARRVVWRIBCRI L ATCGBQDSWCSTLENLBYGYRGSYGSG
SFGGESVSSGEAYACEY GAGY GEGYGEL YGYCKGYGRKCY SSRFGSCARC

>Cp_Bet a- 01

MTFSSL CYRPECCVARPSRVT CSSNERCVRQUBDSEWI RBSBVWVTLRCRI L SNFPQRSEVAAVGABVVGAGFGESFGLGALY
GYGCHYCCL YGL GRLGGYCERYGYGEL L GYGEHOGYRCL YGY GELWEY GLYCRRYL SGYCERC

>Cp_Beta- 2

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWVTLRCRI L SNFPQRSEVAAVGABVVGAGFGESFGLGALY
GYGCHYCCL YL GRLGGYCEHY GYGEL L CHEGYCGYREL YGY GELWEY GLYCRRYL CGYCERC

>Cp_Bet a- &3

MTFSSLCYRECGVARBSPVT GSANERCVRQCRDSEVWVI RESPVWVTLRCREI L SNFPQRSEVAAVGABVVGAGFGGSYCLGELY
GYGCHYGGEL YAL CRLGGYGGRYGYGELL GNGGYCGYPGALYGYCRL CLYGYGELWEYGCGHCGYRPALYGYGELSG
SGVSNHRYLSGSSCRC

>Cp_Beta-O4

MTFSSLCYPECCVARPSPI TCSSNERCVRQUBDSEWI RBSBVWVTLBCRI L SNFPQESEVAAVGABVWGAGFGESYCLGALY



GYGCHYGGL YGL CRLGGYGEHY GYGCEL L GYGEHCGYPGL YGYGEL WEYGGYCGRRYL GGYCERC

>Cp_Bet a- &6

MTFSSL CYRPECCVARPSPVT CSSNERCVRQUBDSEWI RBSEVWVTLBCRI L SNFPQESEVAAVGABVWGAGFGESFCLGALY

GYGCHYGGL YGL CRLGGYRCL YGYCRLL CHGGYCGYPGL YGYCEL WEYGGYCGRRYL GGYCERC

>Cp_Bet a- &6

MTFSSL CYRPECCVARPSPVT CSCNERCVRQUQDSQUVI RBSEVWVTLBCRI MSNFPQHSAVCGAVGABVVGAGFGESYCL GALN
CSGEQYGAL SGL GGYGEYGALCGSGVSCHRYL SGSGALC

>Cp_Bet a- O7

MTFSSL CYRPECCVARPSPVT CSCNERCVRQUQDSQUVI RBSPVWVTLBCRI MSNFPQHSAVGTVGABVWGAGFGESYCL GALN
CSCEQYCEL SGLGGYCGEYGALCGSGVSCHRYL SCSCARC

>Cp_Bet a- 8

MTFSSL CYRPECCVAQRSPVT CSCNERCVRQUBDSQUVI RBSPVWMTLBCRI L SNFPQHSVVCGAVGABVWGAGFGESYCL GALN

GSGCHYGOWBGL GGYGGYCGEL SGSGVSYHRYL SGSCERC

>Cp_Bet a- ®

MTFSSL CYPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWTLRCRI VBN CVGAI GABVWCRBGF GGSFCHEERG
YGELYGGL HEL GBYGGYGEHY GY GAL GGYL GOY GYGALCGSGVSCHRYL S C

>Cp_Bet a- 010

MTFSSL CYPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWITLRCR! VBN CVGAVCARWWCRGF GGSFCHEGRG
YGELYGGL HEL GBYGGYGCHY GYAGL GGYL GOYGYGALCGSGVSCHRYL S C

>Cp_Bet a- O11

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWITLRBGRI MSNFPQHSGVCAVCARVW B GF GGSFCHEGRG
YGELYCGCL YCL GBYGGYGCHY GY GAL GGYL COYGYGALCGSGVSCHRYL S C

>Cp_Bet a- 012

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWTLRCRI M5 Q-ISG/GAVGOIWCIG:GGSFG{BG_G
YGELYCGCL YCL GBYGGYGCHY GY GAL GGYL COYGYGALCGSGVSCHRYL S

>Cp_Bet a- 013

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSPVWTLRCRI M5 Q-ISG/GAVGOIWCIG:GGSFG{BG:G
YGCLYCGCL YCL GBYGGYGCHY GYAGL GGYL GOYGYGRLCGSCGLSCHRYLS

>Cp_Bet a- 014

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSPVWTLRCRI M5 Q-ISG/GAVGAIWCIG:GGSFG?GG:G
YGELYGCL YCL GBYGGYGCHY GY GAL GGYL GEYGYGALCGSCGLSCHRYLS

>Cp_Bet a- O15

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWITLBGRI MSNFRQHSGVCAVCARVW GBGF GGSFCHGGRG
YGELYGGL YCL GEYGGY GCHY GY GAL GGYGEL GEYL GGYGYGEL CESCGVSCHRYL SCNCCRC

>Cp_Bet a- O16

MTFSSL CYRPECCVARPSBVT GTONERCVRQUQDSEWI RBSBVWITLBGRI MSNFRQHSGVCAVCARVW B GF GGSFCHGGRG
YGELYGGL YCL GEYGGY GCHY GY GAL GGYGEL GEYL GGYGYGEL CESCGVSCHRYL SCNCCRC

>Cp_Bet a- 017

MTFSSL CYRPECCVARPCRVT GTONERCVRQUQDSEWI RBSBVWVTLRBCRI L SNFPQHSGVCGAL CABVWCRBGF GESFCHG

CGFGYCCELYCGAL YCEL GEYGEGYGERYGY CGELWEHGEY! CGLYGYCGCGLLGYGGYGRRYLGGRCERC

>Cp_Bet a- 018

MTFSSL CYPECCVARPCRVT GTCNERCVRQUQDSEWI RBSBVWITLRBCRI LSN AVGAL GARWWCRGFGESFGHCALY
GYGGLYCGOWCGL GEYGEYCERYGYGEL GEYL GCCYGYGA CESCVSCHRYL SGSCARC

>Cp_Bet a- 019

MTFSSL CYRPECCVAQRCRVT GTCNERCVRQUQDSEWI RBSEVWVTLRBCRI MSHYTQESVVCAL GABVWCBGFGESFCHEALY
GYGGRYSOWYGL GGYGEYCERYGYGSL GEY GAL GGYVEGYGYGA CGSGVSCHRYLSGSCGTC

>Cp_Bet a- Q20

MTFSSL CYRPECCVARPCRVT GTONERCVRQUBDSEWI RBSBVWTLRBCRI L SNFPQHSAVCGAVCARVW R GF GGSFCHERY G

YGGLYGGL YCL GGYGGYGEHY GY GELWEHGGYCGYPGL YGY GEL WEY GOYGRRY L CGHCGAW

>Cp_Bet a- 21

MTFSSL CYRPECCVARPCRVT GTONERCVRQUBDSEWI RBSPVWTLBCRI MSNFPQHSCVCAVCARWW B GF GGSFCHERY G

YGGLYGGL YGL GGYGGYGEHY GYGCEL L CHGGYCGYPGL YGY GEL WEY GOYGRRYL GGRCGTW



>Cp_Bet a- Q22

MTFSSL CYPECCVARPCRVT GTONERCVRQUQDSEWI RBSBVWTLBCRI L SNFPQHSAVCGAVCARVWCBGF GGSFCHERY G

YGGLYGGL YGL GGYGGYGEHY GYGELWEHGGYCGYPGL YGY GEL WEY GGYCGRRYL CERCGTC

>Cp_Bet a- 23

MTFSSL CYPECCVARPCRVT GTONERCVRQUQDSEWI RBSPVWTLBCRI MSNFPQHSCGVCAVCARWW B GF GGSFCHEGRG

YGGLYGGL YGL GGYGGYGEHY GYGELWEHGGYCGYPGL YGY GEL WEY GGYCGRRYL GGRCGTC

>Cp_Bet a- 24

MTFSSL CYRPECCVARPCRVT GTONERCVRQUQDSEWI RBSPVWTLBCRI MSNFPQHSCGVCAVCARVW B GF GGSFCHEGRG

YGGLYGGL YCL GGYGGYGEHY GYGELWEHGGYCGYPGL YGY GEL WEY GGYCGRRYL GGRCGTC

>Cp_Bet a- 25

MTFSSL CYRPECCVARPCRVT GTONERCVRQUQDSEWI RBSPVWVTLBCRI MSNFPQHSCVCAVCARWW B GF GGSFCHEGRG

YGGLYGGL YGL GGYGGYGEHCGY GEL WEHGGYCGYRGL YGY GEL WEY GGYCGRRYL GGRCGTC

>Cp_Bet a- 26

MTFSSL CYPECCVARPCRVT GTONERCVRQUBDSEWI RBSPVWTLBCRI MSNFPQHSCGVCAVCARWW B GF GGSFCHEGRG

YGGLYGCLYCLGGYGGYCCHYGYGA | CPWA LRLPGSLW.RGI M3l Wal WP

>Cp_Bet a- Q27

MTFSSL CYRPECCVARPCRVT GTONERCVRQUQDSEWI RBSBVWTLBCRI MSNFPQHSCGVCAVCARVW B GF GGSFCHERY G

YGGLYGGL YGL GGYGGYGEHY GYGELWEHGGYRGYRCL YGYGGVME Wil WP

>Cp_Bet a- 028

M SSSLCYRECGVARBCRVTGTCNERCVRQCQDSEVWI RBSPVWVTLPCRI L SNFRQHSAVGAL GABVVCRCFGESFCHGGYG
YCCLYGAEL YCLGGYGCEYCERYGYCELYGFGCEL GGYGYGCELCGSRLSCHRYL S C

>Cp_Bet a- 29

M SSSLCYRECGVARBCRVTGTCNERCVRQCQDSEVVI RBSPVWVTLPCRI L SNFRQHSAVGAVCARVVCRCFGESFCHGERG
YCCLYGAEL YCLGGYGCEYCERYGYCELYGFGCEL GGYGYGCELCGSRLSCHRYL S C

>Cp_Bet a- pl

MBCSSL CYRPECCVARPSPVSGTCNERCVRQUBDSEWI RBSBVWVTI BCBI L SNFPQQSEVCGAVGABVWGAGYGESFCL GALN
EOVOONKX

GYCCHYGALY

>Cp_Bet a- p2

MBCSSL CYRPECCVARPSPVSCSCNERCVRQUBDSEWI RBSBVWVTLBCRI L STFRPQRSEVAAVGABVWGAGYGESFELGALY
CEEOOOONKXXK

GSCOYYGAL YCL CEFGGYCSHYGY GEL GGYGEL GLYEEGY!

>Cp_Bet a- p3

MSBVKDL COQRCRYCPDI CBDBCAYVCNERCVRT CCDSSAVWFARBVVWRIFBCRTL ATORQDSFVGT SLENFRYTBWEGL GCR

ACGACL CECSWEGY CEEF GVGARGEL GEEF GAGF GEEF GEERXXXXXXXXXX

>Cp_Bet a- p4

MBCSSL SYPECCVARPSPVSCSCNERCVRQUBDSEWI RBSBVWVTI BCBI L SNFPQQSEVCGAVGABL VGAGYGESFCL GALN
EOVOONKX

GYCCHYGALY

>Cp_Bet a- p5

MTFSSL CYRPECCVARPSPVT CSFNERCVRQUBDSEWI RBSBVWVTLBCRI L SNFPQESEVAAVGABVVGAGFGESFCLGALY
RO

GYCGCHYGGVDGELGCEFS

>Cp_Bet a- p6

MTFSSL CYRPECCVARPSPVT CSANERCVRQUQDSEWI RBSBVWVTLRCRI L SNFPQRSEVAAVCGABVVGAGF GESFCL CDCT
AMOOOOOXKXCNAFF|

>Cp_Bet a- p7

VBCSSL CYRECGVARBSPVSGT CNERCVRQCRDSEVWI RBSPVWVTI PCRI L SNFRQRSEVCGAVGABVVGAGYGGSFCLGELN
GYGEHYGELYEL CEFGGYGCELYGYGEL GEYGEL CGYGCEGY GYGEL CRYGEL CGYGEGYCEL COYEEGYGYCEL GGYGELCOYG
GGEYGYGEL GRXXXXXXXXXX

>Cp_Bet a- p8

MBCSSL SYPECCVARPSPVSCSCNERC! RQUBDSEWI RBSBVWVTLBCRI L STFPQRSEVAAVGABVWGAGYGESFELGALY
CEEOOOONKXK

GSCCHYGAL YCL GEFGGYCELYGY!



>Cp_Bet a- p9
MBCSSL SYPECGVARPSPVSCSCNEPCVRQUPDSEVVI RPSPVAVTLRCRI LSTFPQRSEVAAVCABVWCAGYGESFCLGALY
CSCCHYGCELYCL CEFGGYCCELYGYGCEL GOYGCEL CGYGCEGY GYCEL GLYGEL CRYCGEL CEYTEEGY GEL COY GHEXXXXXXXXXX

>Cp_Bet a- p10

MBCSSL SYRECCVARBSPVSGSCNERCVRQCEDSEVVI RPSBVAVTLRCRI L STFPQRSEVAAVCARVVCGAGYGESFCLGELY
GSCEQYGEL YCL CGEFGGYCCELYGYGCEL CRYGEL CGYEEGY GYGEL GEOYCGEL GRYCGCEL COGYRGGYGYGEL GGYGEL CRYGELCG
YGGGYGY GEL Y XXXXXXXXXX

>Cp_Bet a- pl1

XOOXXXXXKXCEVARPSBVSGSCNEPCVRQCPDSEVVI RPSBVWITLRBCRI L SNFPQOSEVAAVGAPWWCGAGFGGSYGLCELY
GYGCHYGGELYGL GOYGGYGGRYGYGELL GNGGYYGYPALYGYGEL CLYGYCRLWEYGCGHCGYPALYGYGELSG
SGVSCHRYLSGSRGRC

>Cp_Bet a-pl2

MTFSSL CYRPECCVARPCRVT GTCNERCVRQUQDSEWI RBSBVWVTLBCRI MSNFRPQHSGVCAVGABVVCBGF GESF CHEGKX
XXX

>Cp_Bet a- p13

MTFSSL CYRPECCVARPCRVT GTCNERCVRQUBDSEWI RBSBVWVTLBCRI L SNFPQHSGVCGAL GABVVCBGF GESFCHEGKX
XXX

>Cp_Bet a- p14

MTFSSL CYPECCVARPSBVT GTONERCVRQUQDSEWI RBSPVWTLBCRI MSNFPQHSCVCAVCRRVV R GF GGSFCHEGRG
YGEL YGGL HEL GBYGGY GEHY GY GEL GRYL XXX

>Cp_Bet a- p15
XOOXXKKXXVARBSPVT GSSNERCVCQCPDSEVVI RBSPVWWITLRCRI L SNFPQOSEVAAVCGARVVGACFGESFCAL GALYGY
GCHYGGALYCGL GRLGGYRGL YGYGCELL CHGGYCGYPAL YGYGELWEYGGYGRRYL GGYCCEPR

>Cp_Bet a- p16
XOOXXKKXXKACNERCVRQCQDSEVVI RBSBVWVTLRCRI L SNFROHSAVGAL GARVVCPGFGGSFCHGEFGYGGELYGELYGL
GGYGGYCCEHYGYGELWEHGGYCGYRAL YGYGEL WEYGGYGRRYL GGRCGTC

>Cp_Bet a- p17
XOOXXKKXKXNPSBVVMTLBCPRI L SNFRQHSVVGAVGAPVWCGAGFGGSYGL GELNGSGEHY GEL SCL GEYGGYGELCGSGVTC
HRYLSGSCCEPC

Supplementary Figure S1. Amino acid sequences of proteins encoded by EDC genes of C. picta bellii
(Cp). (A) Amino acid sequences of EDC proteins other than beta-proteins. (B) Amino acid sequences
of beta-keratins of completely sequenced genes. (C) Amino acid sequences of beta-keratins of
partially sequenced genes. Amino acid residues K and Q (potential transglutamination sites), C
(potential disulfide bonding sites), P, G and S are highlighted by specific colors corresponding to those
in Figure 3. XXXXXXXXXX, missing amino acid residues (number unknown).



A

>Cm_CRNN
MIQLLSNI KAl | NAFYVSAKKDGACRTL SKCELRQLI CQEFADVTVWRPCLQTI DKMLQLL DTDSDGRLDFNGFLVL VFQUAK

ACYREVS CHCERSASPCEAKCCEHTQEPQTPERDPTRRQABEFQ SE QTPEHDPSPHQALKPQTPER
HQ/LQGQgIE@leRQL\L TPERDL SPRQAL EPQVEEVDRSP §|E SS é!IKQDS RQTR
ERDL EFQ SE E RQALEPQVS QKPEQDPSSHQAREPQTPKGD

SSPCQAPEPQTPEQDPSP QTQEQDPSL EQDSSPRQASEPQ PE HQDL EPQTBEQDL NHSETEL

TQORNQGVQDPR L KK

CQASKSSQCL YSWHY HW\PP

>Cm_EDAAL
MTYHHQKI SHHWECDBRWKNCEWEGYRCHYDCYRPWEY YRBY SYCWOBNYDSCY SYB YRWESGY GY CROWBCFAEEQ

>Cm EDAA2 parti al
MI'FDESI NEEL FYI\IV\SI—KB(.‘A/\I'—IGSRG—N(}:G?IV\GYG?@RL OWCEHGY DCYYIYSSRW}W(IYGXXXXXXXXXX

>Cm EDAA3
MTFDEL MNDEL YYNBYCYQAWRGYRCHY CCYRBWESVKBYRY OAGHQY CCHYRYRWEHGY GY CKFWBCL AEEQ

>Cm _EDAA4
MTYHHQKI SHHWECDPCSY GSWEGYRCHYDCYRBVS Y SRBY GY CCSYNDCCY YRY SSRWEHGY GGY GY CSHEY CKOWQE

>Cm_EDAA1OL
MIMBGY CCNDCCY SPCOY GCEQWACGSBCGYRCL CGY GERSCHEGSCOYRGSYGYRGSYDSCGHCYRFAFQRCGHRYSYCNCCERC

>Cm_EDAAOL
MTFYENFSDEL YYKBYYYCGEWECSRGY GYCRRVCYRRR YKCOWGYRK GCOWHR YRCHWAWEHGY CKOWPCFAEEE

>Cm_EDAAQ2_parti al
MTFDENFSDEL YYKPYYSGARGGSRCNGYHKBCCY QRBXXXXXXXXXX

>Cm EDbet al
MBCGGNLCl DECSACGVARPKRYTDSCNQPCVTQORDSRWI YRPRVWVTFRCRI LTTFRQESVWESVCGABVWASGYCETSGS

GAFGVCHENCGRCERC

>Cm EDbet a2
MBCSRNVCTAGCSACCGVARPRPFADSCNQPCVTQCPDSRWWI YPPRVWITFRCRI LTTFRPQESVVESVCARVVASGYCGTSDS
GAFGVCRGNRDL C(]C

>Cm _EDKM
MBALI KAl ADM DSYQRNAKKCCESERI RRCEFKKL LQQERSPAKI SSSNKYEHTTSLBDSDAELM KKEL| TANBCVY

>Cm _EDP1

LT S R S et

>Cm _EDP2

MASQONQQORKQTL TLBLAL SNATS EACPERCPATVEERENSPQEEEESQEE YKRPLNQPL CRAPEL EPERVL B
ESNPSEVKE! EYLQLDQRQYKHPRTLPPARGI ETSKEYQRAEPEL EREPCROPPRI SEAECRL FVQRSSPVEEQRRKQRH
PKRK

>Cm EDP3

MSADQRRCKQT CPPPPK CQEKCPPRCKEPCKPSK CQEQUPPPCKDRCPPKCPPPQRSCDVKHC

>Cm EDP3L_parti al
XXOOKKXXXXDQRRCKQT CPPPPK CQEK CPPP CKEP CKP SK CQEQCPPP CK DPCPPK CPPPQRSQDVKHC

>Cm EDPCV1
MVYQQQCKQT CL PPRCCVTKCT TKCL DPCOKVCV TKCVKKCVDRCCNVCVKKCT TKCL DRCCKVCVTKCVKKCVDRCCKVCVK
KCTTCVHRORCRCPQKCPRCPPCFPKCOPPVEHCCKEKKFW

>Cm EDPCV2
MVYQQQRCKQPCL PPPCCVTKCTTKCL DPCCKVCVTKCVTKCVDPCCKVCVKKCT TCVHBOBCBCBEKCI POPEKCI BOBQRCR
PCPPCPEKCPPVQHOCKEKKL C

>Cm EDPCV3
MVYQQQCKQT CL PPPCCVTKCT TKCL DRCCKVCVTKCVTKCVDRCCKVCVKKCT SCVHRCRCPCPQKC! PCPQKCI POPQKC
POPPCPPCL PKCPRVQHOCKEKKFW



>Cm_EDPCV4

MAYQQQCKQBCL PPBCCVTQCT TKCL DPCCKVCVTKCVTKCVDBCCKVCVKKCT TCVHBCRCPPKHVDRCRL CFPKCPRVQHC
CKEKKLC

>Cm_EDPCV5

VB YQHQCKQPCL PRRCCVKQCKTKCVDRCRCRRKCVDRCRRKCVDRORRKCVDRORL KCVDQUPCRRKCVDL OPRKCVDRCORR
KCVDROPPOPPL QHCCKEKKFC

>Cm EDPCV6_parti al
MY QL QCKQT CL-CCVT KCTTKCL DlCCKVCVT KCVKKCVD.CCKVCVXXXXXXXXXX

>Cm EDPCV7
CCVTKCTTKCL DBCCKVCVTKCVTKCVDBCCKVCVKKCT TCVHBCRCRCPEKC! BFPEKCI BOREKC

ICIQKC' IaEKCI OPRCREKCPRVQHYCKEKKI C

>Cm EDPCV8
MVYQQQCKQT CL BPPCCVTKCT TKCL DBCCKVCETKCVTKCVDBCCKVCVKKCT TCVHECRCPCPQRCPPK CPBVQHCCKEKK
FW

>Cm EDPL1- i ke

MSOQRPQQQRCKQRCVPPECKER CHBHT TDR CBQQCTEPRAQL CREBCPPKCVETCSPKCL SSAQSHVPSCAQSHVL QNAVRHY
PQNAHL YSSARNSSVTNKI HSSLARKKEI PNAGSQUM

>Cm EDQL_parti al
MCSRERBHCCHDT CSSSCHDT GSSSSBDT GSSFCXXXXXXXXXXSSSCHDT GSSSCHESGEGT CHDVKPLBQCR! BVBCQTTTI

POQRQTKQRCQNPPQRHQK

>Cm_EDQML
MCSRQEKDQCHKQDHCHKQDHCHKEDHCHGS CEGS SCHGS GRS SCHEKPQRP OQQEQRRQRKHCORVPSQKL K

>Cm_EDQWVR
MCSRQEKDHCHKQDHCHS SCSSCHGS GESSCHS GESSCHSSGES SCHEGESSCHSCESSCHEKPQRHOQRQRARK! CKVBORK
LK

>Cm_EDQVB
MCSRQEKDHCHKQDHCHS SCSSCHGS GESSCHS GESSCHSSGES SCHEGESSCHSCESSCHEKPQRHOQRQRARK! CKVBORK
LK

>Cm EDQW_parti al
MCSRQEKDHCHS SYXXXXXXXXXX

>Cm EDWML

M YSSCRESYFNRNSTWDPACSW. DTRRTBFTYAYSTCCSSCCHPRECHDNRCYEYRRSCCAENCHESSGSCHGSGEHOCVR
SYFHGSSGECHCHOWBVCSERSCHSSCSSCHESGSSCHESGSSCHET SCACHSARI YVKPKQHVQQCOPRVQKCOPRMIQC

CLBVKKC

>Cm EDVWWR
M YSSCRESYFNRNSTWDPAGSW. DTRRTRFTYAYSTCCSSCCEPRGEHDNRCYEYRRSCCAENCHGS SGSCHESGEHOCVR
RPSYFHCSSCEECHEHANBVCSERSCHSSTVL EHHATVL DRHATVBL EHATVHQFM

>Cm_EDYML

MBYFAYQYK YSATRL CWWK GTKCAETCA CATKCFERHAQRHPAQ
YI PKFSERVGVKCSTRCVTRYHERYCLI HBQRFRERWKNBCARR YARQWBDTWEYCNCR
c

>Cm LOR parti al
MCSHQEKQDCREI PAQAGCHHASCGAGSSGSCRGAL RCQH! L GSSCCEEEEGSSCCSSCESCAKI || TEEESEESSGESGESYG
COVEEESH CSCESERKI | I ADGESCEL SCCOVEEESGESESGESY WV GEECEEEGXXXXXXXXXX

>Cm PGLYRP3
MBLCI LDFI VWFFCLHI VTPCKWECRBANCSSPLKSVQBGYVI VL HTAGESCKTRAECNQQMINI QDYHVNNKGWENI AYNFL
| CEDCKVYECROWHTEGAHTYCFNDI SLGI ARl CDFTCRSPNAAAVKAL KHL L HFAVENGYL SSNYL L MAHCDVSNTL SBCQR
| RKTLKKWBHYKH

>Cm SCFN parti al

I\:lQ.LDSI STI | SVFYKHCKKDEDCSTI SKREVKRFI QREFDNI TVI\IYDAHTI EAVLQ_LDRDGDGAVDFNEFLLLVFRVAK

VCYW(L KQ-|L CQRT ETGLSGER EAGRAEGS GTEKGYYETRESETREI ERS RGD(ISGHYEI R
RENERSRHQL RCDERRRYET REEERR% RGNERSHRE.FE RGE 20.9,0.9.0.9.9.0.9.¢

?gElREDESRRR((fllQEElREDERSHR? EQREEERSRR&E!EHREDESRRRQ REDERSHRQPREPQPRE

EERSRRQPHEPEPREDESRRRQBREPEPRE DERSHRQPREPQPREEERSRRQPHEPEPREDESRRRQBREPEPREDERSHRQP



REPQRREEERSRRQBHEPERREDE SRRRPREPEPREDERSHRQBREPQBREEERSRRQBHEPERREDE SRRRQPRERERRED

ERSHRQBREPQPREEERSRRQPHERERREDE SRRRQBREPEPREDERSHRQPREPQRREEERSRRQBHERERREDESRRRQBR

ElElREDERSHRCIRE.QREEERSRRQHE.E.REDESRRRCIRE.E.REDERSHRQRE.CIREEERSRRCIHE.E.REDE

EPREDERSHRQPREPQRREEERSRRQBHERERREDE SRRROPREBERREDERSHRQBREPQRREEERSRRQBHE

lElREDESRRRQRElElREDERSHRCIRE.QREEERSRRQHE.ElREDESRRRCIRElElREDERSHRQRE.CIREEER

HERERREDE SRRRQBREPEPREDERSHRQPREPQBREEERSRRQBHEREPREDE SRRRPREBERREDERSHRQBRER

CIREEERSRRCIHElElREDESRRRQRElElREDERSHRCIRE.QREEERSRRQHE.ElREDESRRRCIRElElREDERS

QPREEERSRRQPHERERREDE SRRRQBREPEPREDERSHRQPREPQBREEERSRRQBHERERREDESRRRQBRERE

lE(E]DEREgHRQRElCIREEERSRRCIHE.E.REDESRRRQRE.E.REDERSHRCIRE.QREEERSRRQHE.E.REDERSR

ElREEERSRH(]QElESREDEGSCCI—lRK. REDGGSHL QPRERESREDERSHHQR ESQEDESSL

REDERSRRQB! EGERCSI QPQTRPEPRHEEGYL PRSSEREAREDL GTL HElNIZ]ESTDDY T TGDEGSQL
(:|RE5A REDDCS EHRECDGVL RHTBES! LEEAGSQE
DEAKASL. LYVYLL

HVQRDA QEESERSSHQA L PQL CEEPQCEVWSQSHPEPANAEE
EQTVEKQ_YLA-

B

>Ps_EDAA1l parti al
XXXXXXXXXXGCY.Y.O?V\GCGYGSG\ICV'CFAAEE

>Ps_EDAA2_parti al
XXXXXXXXXXCCYRYPCRWECGY GSCNCWBCFAAEE

>Ps_EDAA3 parti al
MI'FHHQKI SI‘VWCCYGJAHD?G?YDCYRAGXXXXXXXXXXMCSSS.SRVRGYGYG\O/‘GZAEQE

>Ps_EDAA4_parti al
MTFHHQKI SRBWECDBCCY GOWECCRERYDCYRAGXXXXXXXXXXSHPCSSSPSRWECGY GY GNCWBCFAECE

>Ps_EDAA5S
MTFDGSI | ELCYNPVWBHCOWHCSRSHFSY TRBCGNWEASRGANRHVYDCSRPCSSQAWGHWYBCCKHVRC

>Ps_EDAA6
MTYQHQKI SHOWEYSPCSYGSCEGEYRCHYDCYRBCCY SRRYRCOWEYDNCCY YRSSSRWEHCCEYQY CROVWEC

>Ps_EDAA7
MIFDDSPI SEL CYCRGSYGECCEY GESGYCRBVCYPRRYKCOWRRQYKCCYR YR YRWECGY GSCNOWBCFAAEE

>Ps_EDAA8
M FDENFRDEL YYWSYHYGGESRGY CCCRPCFAQEE

>Ps_EDbet al
MSCSRSVCAECGAAACVAPRQRCCDTWI QRCVTQCPDSRWI FBPPVWVTFRCRI LTTFRQESVVDSAGTPAVASGYGGSHCGAG
ALCGLGRGACGLCERC

>Ps_EDKM parti al
VBKFI KAI TDLI SSYQDNSRKCRESERFQRCXXXXXXXXXX

>Ps_EDP1L1 parti aI
MTY'Y GRKHQRHCL LY XOKXXXXXXXCVTKS QCVTKC-CVTKc-
QCVTKCPPPCVTK CVT KC-RCVTK CQCQSCENI KMSSQCKKYCS

>Ps_EDP1L2
MTYYGRK q KOQRVYVTKOPRL YCPQYAFRCAAQORRRCVTKCORRRCVTKCORRQCY
chrK chrK cerc.chrK CVTKOPPQCVTKCPPRCVTKORPQCVTKC
C-QNTKC-QNTKC-R(NTKCI QYBCQOQSCNI KMSSQCKKYCSABNVBW
>Ps_EDP2

EEA . QB KCBEAL PRAR AT CCEEAGERERCR RCPBR! SERC B FVCBEPR EEROK

>Ps_EDP4

MESQRHQCKQT K CK
h%;,a*i!'ﬁ#ﬁﬁ@%?ﬁ%%ﬁ




>Ps_EDPS

N R b R et e

>Ps_EDPCV1

MSHQQQCKQT CPPPPCCVKHCETKCVDRCRCPPKCVDPCPCPPKCPRCCPCPRCPRKCI DRCRCPPKCVDPCRCPPKCPPCRR
OPPVQRCOQEKKSC

>Ps_EDPCV2

MAHQQQCKQT KCTTKCL DBCCNVCETKCVTKCVDBCCNVCVKKCTT K K
CRCPPKCVDPCRCPCPPKCVDRCRCR QKCVlC-KC-VleCCKEKRLC O RRCRRKCTRRCRGRRKCTRCE

>Ps_EDPCV3
MAHQQQCKQT CPBL QCCATKCT TKCL DBWCNI CGTKCVAKCT DPCCNVCVKKCTKCVHBOPCPPKCVDSCPCRCSCRQKCPPC
PLI CPPVQQCCKEKKLC

>Ps_EDPCVA

MAHQQRCKQT CPPPQCCY TKCT TKCL DPCCNVCETKCV TKCVDBCONVCVKKCT TCVHPOBOPPKCVDRCPCRCBCRCPQKCY
POPPCPPKCPPVQQCOKEKRLC

>Ps_EDPL1

CQCIQQQCKQ‘\CI\.G(E|0.|KTTE|(]QQCTE|(]QQGTE|C.KCAE|F«|C|RRE|RLSSSARTAA|R| NCSRRARR
RQ BTREPSBLABCCFTVALLVFQLRTGLAAGT GRNEGFGTDT

>Ps_EDQL
MCSREBRCOPDSERSSOBSSERSSCHGSEATTCHDVKPHPQYRT TVROQTE T SPOQQQTKQT CRVPPQRHRK

>Ps_EDQML_parti al
XOOOKKXXXX CS CEESCHEKPQKPCVPDQRRHKDCOQVPSQKLK

>Ps_EDQMVR
MCSRQGCEDHCHSSDSCL SSGSSCHES GESSCHS SCESSCHEEES SCHS GESSCQECES SCHS GESSCHEGESSCHEEESCHAK

PQQPCRRUPQRRRKVCNVPCKKLK

>Ps_EDYML
MBYFAYQYK( YSTTRLLA CATKRPAPR CA HAQRCGRAH
gaKFSElA RCHERY YCQRFVT QA SYCRSF KYS CONGYGG

>Ps LOR parti al
MCSHQQKQDCHEI lA(]GGDCSCT GOEGSVGEEGESCAVLHQSTL GNSSGESACCGVEEESELEVEA AAGGCLGGGSG(;\/GG(]GQ
KGVVCGEES GEXXXXAXXXXXX

>Ps_PGLYRP3

MBQLAVLLWAVSAVSWEL SCLHI | TRCKWEGRBANCSTRL KDVQT GYWWTLHTAGRSCSTQAECNGEL LNI QQHHVNSKGWEN
LAYNFLI GEDGNVYECRGWNTEGAHT YCSENAAAW/AL KRL L HFAVEAGYL SSNYLI MAHCDVSNTI SPCQRI BNVLKTVBHY
KH

>Ps SCFN

I\:lQ.LDSI STI | SI FCTQCEKDECCSTVSRREMKRFLQREFADVTL T EAVL QL L DHDEDCAVDFNDFL LLVFRVAK
VCYWYL QPKCRL PPRAEKEMSCK KACRAKGSCEQPCEKGGYE! EARETEKS| HETEPRRDQCCRHKI HEPKP
RENSRSH EL QCDESWSY! EIREAET RES RGDERSCCE.FEY SEI—'H RCAESVCY!
PEPVEEERYRHQPREPKPQCDERRCHE! RVSEERENDRRHHQPRE SEPQCAERSWACACEPEAREEERHHPQPRQBE! QKDEW
RHYGE RDHERREVDRRQCOHLH EV\RGDDRSSI—K]REIEI@YERRRSEQEII EGCKS REQ(.RGGAKTHY SRPEQR
RDERHGYERCDREARREESR REIEL RGAERHHYETDAAELRENDGTSHQSHETQREDETRLYERHI L QRRNRDE! R
RESGT REDKNBHSERHA'KS(IBAKRRHH]NS.EFKQGDDRYSHERCEFEYRRNDKRH KL RRDERSHYQS ELRVD

PRECERS REDKRSL HL BREPESREDCSSR REDDKSH RECERSCHQBRL REDKRSLHL
ESREDGSSP REDDKSH RECERSCRQTHBRKDKRSL H_ BREPESREEERRHQBSEFERREAEQSL
HEL EPKCEERSHRQRH REEEQSLSH%. RGEERSH HERETTEKERSL HKBH ELREERSYE&LI] REEE
Q5L HRPHEREL RCEERRHRPRDFEHREDEQSL RCEEKSL HQBDRERRKDEQSHHQBL DREPRKDEQSHHQPL DRE

|RKDEQSHH(;|LD|E|RKDEQSHHQ|LD|E|RKDEQSH L DRERRKDEQSF HQRHEL EPKE CERSHQQPNKBERREEESSH

KWSCRQBRI REDDKSHRC.I RECERS REDKRSL HLIH%iREDGS REDDKSHI E




REPEPREEQRRCHQPPEREAGVEEV! GSgEEQEKGHL.L EAREDVGT GDYTRC.AWR? TCGE
QL GG

VA PLOARWDGSLAGCCEGSRQAATDSERRE EHREEDG L ESEPRAAT CDL ECQRECS

DRSCL PLDTEPPL ANRSL POPKERQEHASKRS SPQASEL QR CEARQE CEWSQSHPESASSQEERDET GAEDAKACL L
YVYLLEQTVEKQL YL

C

>Ps_Beta-1

VBCYRECGVARBSPVSGTCNERCVRQCPDSEVWI RBSPI AVTI PGBl MSTFPQRSEVGAVGARVVGSGY GESFGAGAL SGYCGA
PYGCGLYOL GEFGGYGEHF GEL COYGERYGY GELNGY CRGF GAL COYGEGY GAL COYGEGYGAL COYGEGYGELCOYRGGYGYG
GACGTGVSCHRYLSACGSBC

>Ps_Bet a-2

MBCYSECCEVARRSBVSGTFNERCVRQUBDSQVLI MRSBI AVTI BCRI MSTFRQHSEVGAVGABVVGSGY GGSFGAGEL FGSGA
GYGELFGL GESCGGYGEL COYGERYGYGEGY GT GVSCHRYL SACGSPC

>Ps_Bet a-3

MACSSL SYRECCVARRSBVSGTFNERCVRQUBDSHVL | RBSBI AMTIngI MBTFRQHSEVCGAVGARL VGSGYGESFGAGELF

GSCAGYGEL SVLGGSEGYCCEL CGYGERYGYGEGYGSGVSCHRYL SA C

>Ps_Bet a-4

MBCYRECCVARRSRVSGTFNERCVRQUBDSQVL I RBSB AMTIngI MBTFRQHSEVCGAVGARFVGSGY GESF GAGELFGSGA

GYCCLFOL GESCEYEERYGYGEGY GYCESCGT GVSCHRYL SAS C

>Ps_Beta-5

MBCYRECCVARRSRVSGTFNERCVRQUBDSQVL I I\:lSlVAMTIC!gI MBTFRQHSEVCGAVGARL VGSGYGESF GAGELFGSGA

GYCCLSOL GESCEYEELCGYCERYGYCEGYAE CLSCHRYL SAS C

>Ps_Bet a- 6
MBCYSECGVAQRRPVSGTFNERCVRQCPDSHVLI MBSPI AVTI PGBl MSTFRQHSEVGAVGABL VGSGY GESFGAGELFGSGA
GYCCLLOL GESGGYEEL COYGERYGYCEGY GSGVSCHRYL SA C

>Ps Beta-7

M KSLCAPRCYRCRDI CRDRCAYVCNERCVTSCEDSTAWYABRVAI RFRGRI LATCRQDSVVIETSLPQ BYCGRYGGGEAVIFAL
GVL

>Ps_Bet a-8

MBSHKDL COBRRSCOPDVORQR YVDAVWNQRCVTSCEDSSAWYRRRVI VRFRCRI LATORQESFVGT SLBNVRYGYGESYACS

NFGGSVSAGSVSGGTYGELYSYCKRYDRKCYPSRFGCCERC

>Ps_Beta-9

NBSCKDLCL.F‘AC(]NV(]CIYVDAV\I\K]C\HSCGDSSM\/I VRFRCRI LATORQESFVGTALBNVRYGYGESYGCG
C

Sl SGSVGSCHVSCGCAY CEGYAGFYGYCSKYDRKCSSSLF

>Ps_Bet a- 10

MASRKDL CORRPRCCRDI CPQBYVDAVWNCRCVTSCCDSSAWYRRRVWWRIRCRI LATORQDSVVGTALBNVBYGYGESYGGS

NFGGSLSSGSVSGEAYCEL CSYCKRYERKCYSSRFGECGSC

>Ps_Bet a- 11

MBSRKEL COBRRPQCYPDVORQR YVDAWNCRCVTSCEDSSAWYRRRVWWRIRCRI LATORQESVVGTALBNVBYGSCGCAYACS

KFGGSVSSGEVYCRGYTGGYGAGY GEL FGDGSKYCGRNCYSSRFGCECERC

>Ps_Bet a- 12

MASRKDL COBLPRCORDI OPQBYVDAWNCRCVTSCEDSSAWYRRRVWWRIRCRI L STORQDSVVGTALBNVBYGYGESYRGS

NFGGSL GSGSVSGGAYGGL CSYCKRYERKCYSSRFGECERC

>Ps Bet a- 13

MBSRKEL COBRRPQCYPDVORQR YVDAVWNCRCVT SCEDSSAWYRRRVWRIRCRI LATORQESVVGTALBNVRYGSCGCAYACS

KFGGSVSSGEVYCRGYTGGYGAGY GESFEDGSKYGRNCYSSRFGECERC

>Ps_Bet a- 14

MBSRKEL COBRRQCYPDI CPQBYVDAWNCRCVTSCEDSSVWYRRRVWRIRCRI LATORQESVVGTALBNVRYGSGCAYACE

KFGCLACSGEAYGSGYTGGYGAGY GGSFCEDGSKYCRNCYSSRFGECCRC

>Ps_Bet a- 15

MBSCREL CYQRSRCVBDI CRDRCAVARNERC! TSCGDSTAWYT\/SVL | LSTLRQHSWWGSTLRAI BYGARSSSGEG
GRRCYRYRCGRCWRC

| LGGSLGYGGEGYDCAYGEEGYCEE CGAFGYCGELCGYCKRY!



>Ps_Bet a- 16

MBFCRDL CRSPSYRACQVTCRQBFVDACNGRCVTSCCDSTA! VI VNFRCRI LAT QESl VGSSERLG GSAI GYGES
NL SVSSYGYRBSL GYCCSSCSQSL NSLRRSYTSGVSSVGRGESDRCSSRW MW GCCR

>Ps_Bet a- 17

VBT ARLW.NNLNSEDSEQDQDSKTKDPPKDCPK CCKCPKCEP CI
CNEPCVTSCGDSTAVVY. QvI | LATCPQDSVVGSSL
GCECVGEEEESSFGT M CRYCS SQE! RKTTLIGNIJ(RAADSRLS

CRRRCPRCVIPCRRECRRRCPRI CRQRCVNV

SCCFL CAGSSVGSGGYL GAGGYL CAVGSFCR

>Ps_Bet a- 18

VSTARLW.NNLNSEDSEQDQDSKTKDPPKI
PCVNVCNEPCVTSCCDSTAVWYAPRVQVI F
GSFCPGECVGGEGSSFGTV CRYGSCWPC

KCCKCRR! CKIYI CRRROPRCVIRCRRRORRRCPRI CRQ

| LATCPRQDSVVGSSL SCEFL GAGSSVCESGGYL GAGGYL CAV

>Ps_Bet a- 19
VBFQCERAT CTQSSQPCEVKCCERCVL THNEPCVWQCBDTRVI | YBRBVWITFBCRI LTTCPQESI VTAACPPDI SLAESSCM
SSATGCESGSVCEPQ HCCAPKATACLESRYTSKYSSTSRL SCQGL GESYCYCNRGQL

>Ps_Bet a- 20
VBFYCGRCNVPCECPHRMPSAVT YHERCVI QCRDSMHETDSPRGVAI | BGBTLTTLSHYSLVGSSAL L DVERPFCPHMCLGSEG
CWMNSFD

>Ps_Bet a- 21
VBFYCGRCNVPCECBHEMPSAVT YHERCVI QCRDSMHETDSPRGVAI | BAPTLTTL SHYSLVGSSAL L DVERPFCPHMCL GSEG
CWNSFD

>Ps_Bet a- 22
MYSSNMAFI GKDQ<IQE.QJDEKTC-HK EKTC.Q(T
| NVCNE.CNT CCCDSTALI F VRVI Fl | LAT CIQDSW(B
LGSGGSSFGTVCCI\.CS

CPKCPPCPRCRPCPRL CPRRCRL | CRERC

RRAGGSL GSCCAFGAGSSFNAGGYL GSCRY

>Ps_Bet a- 23

s =T TR 82 ekt R

VVGESSL RRAGGSL GSCGAFGAGSSFNAGGYL SSGGYL GSGESSFGTVSCNBCS C

>Ps_Bet a- 24

MYSTMALI G<DQI<IREIQQDQKI CPPRCKP Cl CPPCPKCPRCPRCRRFCPRRCRAI CRERCI NV
CNE.CVT SCCDSTAVVF (II LAT VVGSSLPFA RRAGGSL CSCCAFCAGSSFNAGGYL SSGGYLGS
GGSSFGTVSCNPCSCVRSWPC

>Ps_Bet a- 25
IVBTAKLV\L NNLNSEDSHQJQDTKTKHQ(K SKi DCL E
K K
K K K N
E K TK SK RL
CVNVCN CVT HCGDSTA I LST WGSS GG.LGAGG_LG_G(BFGSGG:FGG
GGSSFGTVRCNPCRCCRCWP
>Ps Bet a 26
KCIYIKCIDO—ICIQDIQCI
C. CVNVCNDTCVT HCCEDSTAVVY,
QJCGDSTAWY I LS LGAGG_LG_GCBFGSGGCFGGGGSSF

>Ps Bet a- 27

DO LR e e e

SCGYLGAGESV

GCECVGEEGSSFGTVCCNBCHY CRRVWR

>Ps_Bet a- 28

MACSSL SYRECCVARRSBVSGTFNERCVRQUBDSHVL | I\:lSlVAMTIC!gI MBTFRQHSEVCGAVGARL VGSGYGESFGAGELF

GSCAGYGEL SCLGGSGEGYCEL CGYGCERYSYGEGYGT GL SCHRYL SA C

>Ps Bet a- 29
I\/ACSSLSY.ECGVAI‘I‘VSGT FNE.CVRQC.DSHVLI I\IS.I AVTI l | NSTF.Q—ISEVGAVGAILVGSGYG(BFGAGG_F
CSCAGYGCEFSCEL GCAGGYECEL CGYCERSGYGEGEYGTGVSCHRYL SAR

>Ps_Bet a- 30
MBCYSECGVARBRPVSGTFNERCVRQOPDSQVLI MBSBVAVTI PGBl MSTFROHSEVGAVGARL VGSGY GESFGAGELFGSGA



GYGCELFCL GGSGGYGEL COYGERSGYGEEYGT GVSCHRYL SACGSEC

>Ps_Bet a- 31
MACSSL SYBECGVARBRPVSGTFNEBRCVRQCPDSHVLI MBSPI AVTI PGBl MSTFPQHSEVGAVGARL VGSGY GESFCGAGGLF
GCSCAGYGEL SCLGGSELYCCEL CEYCCERYGSERGYGTGVSCHI KAKCKTKD

>Ps_Bet a- 32

MBCYTECCEVARRSBVSGTFNERCVRQUBDSQVL I I\:lSlVAMTIC!gI MBTFRQHSEVCGAVGARL VGSGYGESF GAGELFGSGA

GYCCLFOL GESGGYREL CGYGERYGYCGEGYGT GVSCHRYL SAS C

>Ps_Bet a- 33
MBCYTECGVARBSPVSGTFNERCVRQCPDSQVLI MBSBVAMTT BCBI MSTFRCHSEVGAVGABVVGSGY GESFGAGELFGSGA
GYCCFSGLCGASGGYEEL \VVGSGY CESFCGAGEL FGSCAGY CEL FAL GESGGYGCEL CGYCEDRYGYGEGYCSGVSCHRYL SA

CcSPC

>Ps_Bet a- 34

MBCYSECGVARBRRVSGTFNERCVRQOPDSQVLI MBSBI AMTI BCRI MSTFRQHSEVGAVGARL VESGY GESFGAGELFGSGA
GYCCL SCL GESCEYCEL COYCERYSYGEGY GTGL SCHRYL SACGSPC

>Ps_Bet a- 35

MACSSL SYRPECCVARPRBVSGTFNERCVRQUBDSHVLI MRSRI AVTI BRI MSTFRQHSEVCGAVGABVVGSGYGESFGAGGLF
CSCAGYCCLFGL GESCEY AL CGYGERY GY GEGYGSGVSCHRYL SACESPC

>Ps Bet a- 36

MACSSL SYRECCVARBRRVSGTFNERCVRQUBDSQUL I I\:lSlVAMTIC!gI MBTFRQHSEVCGAVGARL VGSGYGESFGAGELF

GSCAGYGEFSCEL GCAGGYCCEL CGYGCERYGYGEGYGT GVSCHRYL SA C

>Ps_Bet a- 37

MBCYTECCVARBRBVSGTFNERCVRQUBDSQVL I I\:lSlVAMTIC!gI MBTFRQHSEVCGAVGARL VGSGYGESF GAGELFGSGA

GYCCLSOL GESCEYEEL COGYGERYCGSCRGYGT GVSCHRYL SAS C

>Ps_Bet a- 38
VBCYPECGVARBSPVSSTCNERCVRQUPDSEVWWI RBSPI AVTI PGBl MSTFPQRSEVAAL GABVVGSGY GGSFGAGAL SGYCGA
PYGGYYCOL GAL GEYGERFGYGEL COYGEGY GY CRGFGEL CGY GEGYGEL CGYRGGY GYGESCET GVSCHRYL SGSCTRC

>Ps_Bet a- 39
VBCYRECGVARBSPVSGTCNERCVRQCPDSEWWI RBSPI AVTI BCBI MSTFPQOSEVGAVGE GABVWGESGYGGSFGAGAL SGY
GARYGGYYCL GEFGGYGERFGYGEL CGY GEGY GY GREF GGL CGYGEGY GGL CGYGEGY GGL CGYRGGY GYGGESCGT GVSCHRY

LSACCSPC

>Ps Bet a- 40
NBCY.ECG/AF‘S.VSGT CNElCVRQ(]DSEWI F‘Sll AVTI lC]I IVSTF.Q}SEVAAL VVGSGYGGSFCGAGALSGYCA
lYGGYYG_GGFGGYGGRFGYGG_CGYGGGYGYG?G: COYCEGYCOVWEEVTVMVEDLVAPGYLVI GT

>Ps_Bet a- 41
MSCYTECGVARBRBVSGTFNEBCVRQOPDSQVLI MBSPVAMT| BCPI MSTFRQHSEVGAVGARL VGSGYGGSFCGAGELFGSCGA
GYCCLFOL GESCEYEELCGYCERYGYGEGY GT GVSCHRYL SA C

>Ps_Bet a- 42

MBCYRECGVARBSRVSGTCNERCVRQURDSEWWI RBSBI AVTI BCRI MSTFRQRSEVAAL GABVVCSGY GESFGAGELFGSGA
GYGGFSCL GASGEY L COYGERY GY GEGY GT GVSCHRYL SACGSEC

>Ps Bet a-43

I\/BCY.ECGVAI‘S.VSGT CNE.CVRQC.DSEVVI I‘Sll AVTI lGlI NSTF.QﬁEVAALGAIWGSGYGGSFGAGALSGYGA
GGYCALCOYCELEYEELCGYCEGYEEL CEYEEGYCAEL COYEEEYCEEL COYGEEYEEL CGYCEGY CAL CEYEEGYCAL CoYEEaY
CELCGYRGEYGYGEACGTGVSCHRYL SACGS.C

>Ps_Bet a- 44

MACSSL SYRPECCVARRSBVSGTFNERCVRQUBDSHVL I MPSRVAMTI BRI MSTFRQHSEVCGAVGABL VGSGYGESFGAGGLF
CSCAGYCCL SCLGESCEYCEL CGYGERYSYCGEGYGTGL SCHRYL SACESPC

>Ps_Bet a- 45
MSCYPECGVARBSBVSGTCNERCVRQOPDSEVWVI RBSPI AVTI BCRI MSTFPQQSEVGAL GABVWGSGYGGSFGAGAL SGYCGA
PYGEMY L GEL GGYCCEHFGYGEL CGY GEGY GY GREFGEL COYGEEY AL CGYGEEYGEL CGYRGGYGYGGSCGT GVSCHRYLS

CGSCTRC

>Ps_Bet a- 46
VBCYRECGVARBSPVSGTCNERCVRQCPDSEVWWI RBSPI AVTI PGBl MSTFPQRSEVAAL GABVVGSGY GESFGAGAL SGYGA
PYGGYYCOL GEFGGYCERFGYGEL COYGEGY GY CRGF GEL CGYGGGYGEL CGYGGGYGEL CGYRGEYGYGESCGT GVSCHRYLS

CSCTRC



>Ps_Bet a- 47

MACSSL YYRECGVARRSBVSGTCNERCVRQUBRDSEWWI RBSRI AVTI BCRI MSTFRQRSEVAAL CABVVGSGYGGSFGAGALS
GYGARYGGYYGL GEF GOY GERF GY GEL CGY GEGY GY GRGF GEL CGY GEGY GEL CGY GEGY GEL CGYGEGY GEL CGYRGGYGYG
GACGTGVSCHRYLSGSCTRC

>Ps_Bet a- 48
MSCSSLYYRECGVARBSPVSGTCNERCVRQCBDSEVVI RPSBI AVTI BCPI MSTFPQRSEVAAL CABVVCESGYGYGARY GGMY
L GGL GGYCCHFGYGEL COYGEGY GYCREFGEL COYGEGYGEL COYGEGYGEL CGYRGGYGYGESCGT GVSCHRYL SGSCTWR

KEP

>Ps_Bet a- 49

VBCYRECGVARBSPVSGTCNERCVRQCPDSEVWI RBSPI AVTI PCBI MSTFPQRSEVGAVGABVVGSGY GESFGAGAL SGYCGA
PYGGYYCL GEFGGYCERFGYGEL COYGEGY GY CRGF GEL CGYGGGYGEL CGYGGGYGEL CGY GEGYGEL CGYRGEYGYGEACG
TGVSCHRYLSACGSBC

>Ps_Bet a- 50
MSCYPECGVARBSBVSGTCNERCVRQOPDSEVWVI RBSPI AVTI BCRI MSTFPQQSEVGAVCGABVWGSGYGGSFGAGAL SGYCGA
PYGCLYCGL GGFGGYCCEHFGELCGYGERYGY GELNGY GRGF GEL CGYGEGY GEL COYGEGY GEL COYRGGY GYGGACGT GVSCH

RYLSACGSBC

>Ps_Bet a- 51

MACVRQDCGSDI CRRRY! DVCNSPCVSSCEDSTAWFABRVWVRFRCRTLATORQDS! VESALPQLRYCRCERRGVEEEVETR
C

FAGGYCOVSGEERFCENYGGY SCESEEGYAAGECEEGYSEEY GESCESRRSYRSI SSCGEGYSSK

>Ps_Bet a- 52

MACI BQNCCLDI CRCRYI DVCNSBCSSSCSDSTAVVYABRAVVRFBCRTLATORQDSFVGSVL PQLBSCRCGFRCEDEEAVEES
LGSGG

>Ps_Bet a- 53

MACVRQDCGSDI CRRRYI DVENSBCI SSCCDSTAVWFABRVWVRFBCRTLATORQDSFVGT SLPQLBSCRCGFRGVGEGVEEA
C

YCGERFGENYGGYSGEEYRGGYRGGY GEECEEEY CEENGESCEFRKSYSSI SSCEEGYSSK

>Ps_Bet a- 54

MACVRQDCGSDI CRRRYI DVCNSBCVTSCEDSTAVWVYABRVWVRFBCRTLATORQDSFVGT SLPQLBSCRCGFRGVGECAGEA
YGCRF CONY GGY SCEYREGYREGY GCECEEGYCEANGESCAFRKSYSS| SSCECEYSSK C

>Ps_Bet a- 55
VSRAPBVCVKFRCRTLATCPQESFVGT S| PYLAGCRCGFPGSGVGSRARFTAKSSSSGVYAGGYNGESGEGYVYGSCRQEGYG
GSCGYCRKL YGSRSVCGEQYSGY! C

>Ps_Bet a- 56
MKFBCABRCYPCPDI CRERCAYVCNERCVTSCCDSTAVVYAPPVAVRF | LATCPCDSVWGTTLRLPRYCRYRGGAGGCAG
SFL GEEGESGVFGCEGESGCEEAGCEL GEL GEGYCYGSSSGLYCRHCSYT! RYRPC

>Ps Bet a- 57

MTFPCARRCHPORDL CRERCAVVCNDRCVTSCEDSTAVWFARRVAI RFRCBTLATCAQDSVVGSSABW BYCRYGBSRGCGACE
CACSGAGEGVY GOV CEAVY CEAL GEESES R CECSCEGY CGSFRQUERYDRKCYANRYDCCPRC

>Ps Bet a- 58

MKFPCARRCHPCRDI ORERCAYVCNERCVTSCEDSTAVWYARRVAI RFRCRI LATORQDSVWGSSLPQ BYCGRYGGGAGEEEA
L GCCAGGL GECAL VGAGS GF GEESGEER GSGF GECHEGYWERRCYANRY!

>Ps_Bet a- 59
MKSL CAPRCYPCRDI CPDBCAYVCNERCVTSCCDSTAVWYAPBVAI RFPCRI LATCRQDSVWGTSLBQ BYCRYGGGAVFALG
VL

>Ps_Bet a- 60
MAFSSL CYBECGVARBSPVSGT CNERCVRQCBDSEVVI RBSPVAVTLPCRVL STFRQRSEVAAVCERVVGAGYGGSFANGCELY
GYCCRYGELFGYGGYGYCCERYGY CFYGYGGY! CGFFCPC

>Ps Bet a-61

MAFSSL CYlECGVAI‘SlVSGT CN CVRQC.DSEVVI SlVAVTLl STF.@EVAAVGE.WGAGYG(BFANGGLY

GYGCRYCGCELFGYGGYGYCERYGY! CFYGYGGY CFYCNGGY GYYCENGGY GYYCENGGY GCYYCNGGY
GYYCNCGGEY! GYYCNCGGEY GYYCNCGGEY! GYYCNCGGEY GYYCNCGGEY GYYCNCGGEY GYYCNCGG

CC(Ggl GYYCENGGY! GYYCENGGY! GYYCENGGY! GYYGYGG/VCBGVSCHRYRSGS(‘J‘C

>Ps_Bet a- 62

MAFSSL CYRECEVARRSRVSGTCNERCVRQUBDSEWWI RBSBVWVTLRGRVL STFRQRSEVAAVGERVVGAGY GGSFANGCLY

GYGCRYGGELFGYGGYGYGERYGY CGYWERPLRLWEL MELPRLLVWEWS LRLPRLLW



>Ps_Bet a-63_parti al
MAFSSL CYPECCVARPSPVSGTCNEBCVRQUPDSEVVI RRSPVAVTLEBCRVL STFPQRSEVAAVCERVVCGAGY GGSFANGCELY
GYCCERYCGCELFGYGLYGYCERYGY CRFYGYGGY CFYGYGGY GFYGNGGYCGY.GXXXXXXXXXX

>Ps_Bet a- 64

MAFSSLCYRECGVARBSPVSGTCN CVRQC.DSEVVI VTLP STFPQQSEVAAVCERVVGAGYGGSFANGCELY
GYCCRYGELFGYGGYGYCCERYGY CFYGYGGY! GYYCNWEYBGYYGCELCCGYGGYCGRRYLGGYCER
C

>Ps_Bet a- 65

MAFSSL CYRECCVARBSPVSGTCNERCVRQCBDSEWWI RPSBVWTLP STFPQRSEVAAVCEPVVGAGYGGSFANGELY

GYCERYGELFGYGCGYGYGERYGH CFYGYCGGY CFYGNCGGF CRYAHGGYCGYBGYYCGELCGGYCGYCRRYLGG

YCpC

>Ps_Bet a- 66

MAFSSL CYBECGVARBSPVSGT CNERCVRQCBDSEVVI RBSBVAVTLP STFPQRSEVAAVCERVVGAGYGGSFANGCELY
GYCCRYGELFGYGGYGYCCERYGY CFYGYGGY! CFFGGCCF CRYAHGGYCGYRGYYCONGGYCGYRCGFYGYCGV
VGSGVSCHRYRSGSWARC

>Ps_Bet a- 67

MAFSSL CYRECCVARBSPVSGT CNEPCVRQCBDSEWI RP LBCRVL STFPQQSEVAAVCERVVCGAGYGGSFANGELY
GYGCRYGGLFGYGGYGYGERY GYCGELWEYRGRYCN CRYAHCGYCGYRCFYCNWGY GYYCGCLCEGYCGYCRRY
LGGYCCRC

>Ps_Bet a- 68

MAFSSL CYRECCVARBSPVSGT CNEPCVRQCBDSEWI RP LBCRVL STFPQQSEVAAVCERVVCAGYGGSFANGELY
GYCCRYGGLFGYGGYGYGERY GYCGELWEYRGRYCN CRYAHCGYCGYRGYYCNWEYRGYYGELCCGYGEYCRRYL GG
YCCPC

>Ps_Bet a- 69

MTIFSSMCYBECGVARBSPI SVSCNERCVRQCBDSHVTI | B LBCPI LETHPQQSTVCGAVEDPAL GVGYGSSLGLGGELG
DNGGFY CL RKFGGFGGYL GECGYGGYCGYRGYYGYGRY GYYGYCRYCGYPGFYCGSRRLYGSGVSCHSYL GGYCCRC
>Ps_Bet a- 70

MTIFSSMCYBECGVARBSPI SVSCNERCVRQCBDSHVTI | B LBCPI LETHPQQSTVCGAVEDPAL GVGYGSSLGLGGELG
DNGGFYCLRKFGGFRGYL GGYRYCRYCGYRGYYGYGGRY GYYGYCRYCGYPGFYCGSRRLYGSGVSCHSYL GGYCCRC
>Ps_Beta-71

MAFSSL CYBECGVARBSPVSGT CNERCVRQCBDSEWVI RP LBCPVL STFPQOSEVAAVCERPVWCGAGYGGSFANGELY
GYGCRYGGLFGYGEYGYGERYGYGELWSYRGRYCN CRYAHGGYCGYPGFYCONGCF CRYAHGGYCGYRGYYCN

WEYBGYYGGLCGGYGGYCRRYLGGYCERC

>Ps_Beta-72_parti al

MAL SSL CYRECCVARRSPVSGTCNERCVRQORDS WL.C‘VLSTF.Q}SEVAAVGE.WGAGYGGSFANGG_Y
FENREDWEYBRXOGOXKXXX

GYCCRYGGLFGYGGYGYGERYGYGELWEYRGRYCN

>Ps_Bet a- 73
MAFSSL CYRECGVARBSPVSGT CNERCVRQCBDSEWV SlWVT LP STFPQRSEVAAVCEPVVGAGYGGSFANGELY
GYCCRYGALFGYGGYGYCCERYGY CFYGYCGY! CRYAHGGYCGYBGYYCNGGYCGYRGYYONGGY

CGYRGYYGYGAWGSGVSCHRYRSGNCARC

>Ps_Bet a- 74
MSCYPECGVARBSBVSGTFNEBCVRQOPDSEVWVI RBSPI AVTI BCRBI MSTFRQHSEVGAVCGARL VGSGYGGSFCGAGELFGSCGA
GYCGLFGL GEL GGYGEHFGYGEL COYCERYGY GEGY GY GESCGT GVSCHRYL SACGSPC

>Ps_Bet a- 75_parti al
XXXXKXXXXXI RFPCRTLATFAQDSVVCESSAPW BYCRY CRSRGCAGGGACSGAGEGVY GOV GEEVY GGAL GEGSGSERGEC
SCEGYCGSFROWBRYDRKCYANRYDCCPRC

>Ps_Bet a- 76
VSFAPRI | BLTLVLYVESTPLLSSSCLPPSLKTSFNGEPCTDRCHNBYEVTCPQRI GNSSNQPCVVACGDSRVWCRBLVWITC
PCPI LSTCPQDSI VGSSI PSCSRI FGSTSM SWHQESL GTQSHMGESS

Supplementary Figure S2. Amino acid sequences of EDC genes of Chelonia mydas (Cm) and
Pelodiscus sinensis (Ps). (A) Amino acid sequences of EDC proteins of Cm (beta-keratins are not
included). (B) Amino acid sequences of EDC proteins of Ps (beta-keratins are not included). (C) Amino
acid sequences of beta-keratins of Ps. Amino acid residues C, G, K, P, Q, and S are highlighted by
specific colors (see main text and legend of Suppl. Fig. S1).
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Supplementary Figure S3. Comparison of the EDCs in 3 species of turtles. The arrangement of genes on the EDC of C. picta, C. mydas, and P. sinensis is schematically depicted. Simple EDC
(SEDC) genes with 2 exons are represented by colored arrows with a black frame whereas other genes are shown as filled arrows without frame; red frames indicate SEDC genes that are
inactivated by mutations. Clusters of more than 2 beta-keratin genes are shown as boxes. Colors indicate groups of genes as defined in the text. Black vertical lines connect orthologs. Note that the
schemes are not drawn to scale. The complete sequences of SEDC genes containing multiple internal repeats, such as LOR and EDPE, could not be faithfully predicted because of uncertainties in
the genomic sequence assembly (p, partial sequence available; mut, mutation inactivating the gene). Note that the EDC of the soft-shelled turtle (P. sinensis) lacks the genes EDWM and CRNN and
contains fewer functional genes of the families EDQM and EDPCV.
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Supplementary Figure S4. Aromatic amino acid contents of turtle SEDC proteins. The contents of
aromatic amino acid residues (% of total residues) in Chrysemys picta SEDC proteins are depicted for
comparison with Figure 3A. Note that only the beta-keratins encoded by the first (Beta-A1) and last
(Beta-B36) gene of the beta-keratin cluster are included here.
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| PER %ﬁl Q
E HQCL
ER
| PE SL
EQDSSS
| PEQER
EQDL
EQDL SHSETQL
TQORNQEAQDRTEPAACQASKSSQCL Y SWHSQKRRRFRHVWPRKK

>Cm SCFN parti al
MPQLLDSI STI | SVFYKHCKKDEDCST! SKREVKRFI QREFDNI TVNBYDAHT| EAVLQL L DRDCDCAVDFNEFLLLVFRVAK
VCYWYL QPKQHLBORTETGL SCEI
GTEKGYYETRESETREI ERS|
RENERSRI—KJ.GE.E.RGDERRRYEI’

REDERSRR .

SAL GDEGS.Q(RRES

S LEEAGSQE RTECNRHQL QG(fASHVQRDAE.QQG\m REPQEESERSSHQAREPL PQL CEEPQCEVEQ
EPANAEE DEAKASLPCNPL YVYLLEQTVEKQL YL APRCQK

Supplementary Figure S5. S100 fused-type proteins (SFTPs) of turtles contain sequence repeats.
The amino acid sequences of 2 exemplary SFTPs (CRNN, cornulin (A); SCFN, scaffoldin (B)) of turtles
(Cm, C. mydas; Cp, C. picta bellii) are shown. Sequence repeat elements are aligned. For comparison
with other EDC proteins, amino acid residues C, G, K, P, Q, and S are highlighted with the same colors
as in the amino acid sequences shown in Supplementary Figures S1 and S2. The sequence repeats of
CRNN are not perfect. Sequence repeat elements of SCFN are composed of 3 internal imperfect
repeats with the consensus sequence P(E/Q)PRE(D/E)E(R/S)(S/R)(R/H)RQP(R/H)E. Sequence repeats
differ among turtle species (not shown). X, unknown residues because of incomplete gene sequence.



Hs Lor MSY- - - - - KKQPTPQPP

Hs PRR9 MSFS- - EQQCKQRCVPPR

Hs SPRRIA MNS--- QQQ KQPCTPPP

Hs SPRRIB MSS--- QQQ KQPCTPPP

Hs SPRR2A MBY- - QRRRCKQPCQPPP

Hs SPRR2B MBY- - QQQRCKQPCQPPP

Hs SPRR2D MBY- - QQQRCKQPCQPPP

Hs SPRR2E MBY- - QQQRCKQPCQPPP

Hs SPRR2F  MBY- - QQQQCKQRCQPPP

Hs SPRR2G MBY- - QQQRCKQPCQPPP

Hs SPRR4  MBS- - QQRORQRQRCPPQ

Ac EDCP MSY- - - - - QCKQRCLPPP

Ac EDPQ2  M5Y- - QQQQCKQRCQRRR

Ac EDPQB  MSSDSF- - QCTQRCKAPP

Ac EDSPR2  MS5- - - - - QQCKQGCKAPR

Ac EDSQ  MBY----- QVKQASLPPR

Ac EDEPT MSY- - - - - QARQPCTAPP

Ac EDSPRL MACRH- - QQCKQPCLPPR

Ac EDPSQ  MYC- - TDQQCKQACLPPR

Gy EDOQCM  M5YY- - - EQCKQRCLPPR

Gy EDPE M------ QCKQEVTLPR

Gg EDYML  MBYWY- - - QYKQQCFI PS

Cp EDYML  MBYFAY- - QYKQRNYTRY

Cp EDAAL  MFH- - HQKI CKPWOCKPH

Cp EDP3 VBS- - DQRQRCKQTCPPPR

Cp EDPCV1  MAY- - - QQQCKQRCLPPR

Cp EDPCV2  MAY- - - QQQCKQTCLPPR

Cp EDPCV3  MAY- - - QQQCKQTCLPPR

Cp EDPCV4  MAY- - - QQQCKQTCLPPR

Cp EDPCV5  MAY- - - QQQCKQTCLPPR

Cp EDPCV6  MAY- - - QQQCKQTCLPPR

Cp EDPCV7  MAY- - - QQQCKQTCLPPR

Cp EDPCV8 NAY- - - QQQCKQTCLPPP

Cp EDPCV9  MAY- - - QQQCKQTCLPPR

Cp EDPCV1O NAY- - - QQQCKQRCLPPR

Cp EDPE MSL HQDQRQCKQG TLPR

Cp EDPQL  M5Y- QHQQQCKQTCLPPR

Cp EDPQ2  MSY- QHQQQCKQTCLPPR

Cp EDPL1  MBCHQHQRQCKQPCMPPR
PGLYRPs Hs PGLYRP3 ALYNI | STPHF------ KH- *

Ac PGLYRP3 PI RAEI SKJIPNY- - - - - —KHNF

Cp PGLYRP3 Pl RKVLKTPHY- - - - - - KH- *
SFTPs Gy Cnn QEHLQP- QUPP- - - - -- - - RK*

Cp Crnn KPRPFEHIGPP- - - - - - - - KK*
SEDCs Hs vl QQ KQEVQUPR- - - - - - - KHK*

Hs Lor QQ KAPTUPS- - - - - - - - - K*

Ac EDCQL QVKRTAYPS- - - - - - QNQK*

Ac EDCQZ2 QVKQPTQUPE- - - - - - QNAK*

Ac EDEPK W@STNPL _________ K*

Ac EDPKC HKKQRCYIRH- - - - - - - - HK*

Ac Lorl Q TKOWTHPSG - - - - - - QK+

Gy EDGH QQ KSSQUPPS- - - - - - QKK*

Gg EDPE QOVKQPSPYPLT- - - - - - - QK+

Gy EDQrep  KKYCSASKNRY---------- *

Gy EDQL Q KPVAURT- - - - - - QQOK*

Gg Lorl QQT- QRI SARRAT - - - - - KHK*

Cp Lor QUTKQPCUPPNE- - - - - - RK*

Cp EDQL QUTKQRCQUPPQ - - - - KHOK*

Cp EDAAS HGYGYGKHIPCFA- - - - EEQ *

Cp EDP2 QQOKQRHHIPP- - - - - - - KRK*

Cp EDYML YRYBYAPQUPNTIGYGNCGRC*

Supplementary Figure S6. Conserved amino acid sequence motifs at the amino-terminus (A) and
carboxy-terminus (B) of EDC proteins. The amino acid sequence motifs of the lizard (Anolis
carolinensis, Ac), chicken (Gallus gallus, Gg) and human (Homo sapiens, Hs) were discussed in detail
in Strasser et al. (2014). The present study shows that these motifs are also conserved in several but
not all EDC proteins of the turtle (Chrysemys picta, Cp). *, end of the protein.



1 106
Op_EDQML  MCSRQEKDHCHKQDTCHGSGG - - - GSSCHGSGAGSSCHGS GEGS SCHESGEGS SCHESGEGSSCHASGG: - - - GSSCHEKPQKPOQREQRRQRKHOCQVPSQKLK
Op_EDQV2  MCSRQEKDHCHKQD- - - VSGGCHSSGSSCH SSGGSSCHS- - GGSSCHGSGE SSCHSSGE SSCHEGESSCHSGESCHAKPQOPOQR - QQQQK! C- KVPCQKLK
Op_EDQVB  MCSRQEKDHCHKQDGCHSSGGCHSSGSSCH SGAGSSCHS- - GGSSCHGSGG SSCHSSGG SSCHEGESSCHSGESCHAKPQRHORR: - QQRQK! C- KVPCQKLK
Op_EDQWA  MCSRQEKDHCHKQDGCHSSGGCHSSGSSCH SGAGSSCHS- - GESSCHGSGG SSCHSSGG SSCHEGESSCHSGGESCHAKPQRHORR: QRQRAK! C- KVPCQKLK
Op_EDQVb  MCSRQEKDHCHKQDGCHSSGGCHSSGSSCH SSGGSSCHS- - GESSCHGSGE SSCHSSGE SSCHEGESSCHSGESCHAKPQOHORY: - QQQQK! C- KVPOQKRK
Op_EDQVB  MCSRQEKDHCHKQDGCHSSGGCHSSRSSCH ESGGSSCHS- - GGSSCHGSGE SSCHSSGE SSCHEGESSCHSGESCHAKPQOHORY: - QQQQK! C- KVPOQKLK
>
1e)

_EDQW  MCSRQEKDHCHKQDGCHSSGGCHSSGSSCH SSGESSCHS- - GESSCHGSGG- SSCHSSGG- SSCHEGGSSCHSGBSCHAKPQRHORR: - QQQRKI C- KVPORKLK
“EDQVB  MCSRQEKDHCHKQDGCHSSGGCHSSGSSCH SSGESSCHS- - GESSCHGSGG- SSCHSSGG- SSCHEEGSSCHSGESCHEKPQRHOQR: - QQARKI C- KVPOKLK

Supplementary Figure S7. Amino acid sequence alignment of epidermal differentiation proteins
containing a glutamine (Q)-rich motif (EDQMs) of C. picta bellii (Cp). Amino acid residues implicated
in covalent protein cross-linking (C-C, Q-K) are highlighted.
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Supplementary Figure S8. Amino acid sequence alignment of epidermal differentiation proteins
rich in aromatic amino acids (EDAASs) of C. picta bellii (Cp). Aromatic amino acids are highlighted.



1
MAYQQQCKQPCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQRCKQECL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQTCL
MAYQQQCKQT CL
MAYQQQCKQT CL

CCVKQCKTKCV!
CCVTKCVTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL
CCVTKCTTKCL

C- - BCRRQCVDP
CYKVCVTKCVTKCL
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI

COKVCV- - - - - - - -

CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI
CCKVCVTKCVTKCVI

KCVDBECBPKCVI
CCKVCVKKCTRCVI

CCKVCVKKCTTCVI
CCKVCVKKCTTCVI
CCKVCVKKCTTCVI
CCKVCVKKCTTCVI
CCKVCVKKCTKCVI
CCKVCVKKCTTCVI
CCKVCVKKCTTCVI

------- KKCTTCV

CCKVCVKKCTTCVI
CCNVCVKKCTTCVI
CCKVCVKKCTTCVI
CCKVCVKKCTTCVI
CCKVCVKKCTTCVI

90
KCVDL OBPKCVDQFBCPBKCVDVCRR- -

Cp_EDPCV3  QKCPPC- - - - - - QHOCKEKKLC
Cp_EDPCV4  QKCPPC- - QHOCKEKKLC
Cp_EDPCV5  QKCPPC- - QHOCKEKKLC
Cp_EDPCV6  QKCPPC- - - - - - QHCCKEKKLC
Cp_EDPCV7 QK QHOCKEKKLC
Cp_EDPCV8 QK

Cp_EDPCVY QK CHQK QHOCKEKKLC
Cp_EDPCVIO QK QHOCKEKKLC
Cp_EDPCVI1 QK -- QHOCKEKKLC
Cp_EDPCV12 QKCPPC-- - ------------ QHOCKEKKLC
Cp_EDPCVI3 QK QHOCKEKKLC
Cp_EDPCV14 QK aaagaq QHOCKEKKLC
Cp_EDPCV15 QK C QHOCKEKKLC

Supplementary Figure S9. Amino acid sequence alignment of epidermal differentiation proteins
rich in proline, cysteine and valine (EDPCV) of C. picta bellii (Cp). Proline and amino acids implicated
in covalent protein cross-linking (C-C, Q-K) are highlighted. At the position indicated by “//“ a part of
the amino acid sequence of EDPCV13 has been removed to facilitate alighment of the carboxy-
terminal sequences. X, unknown residues because of incomplete gene sequence.



EDbet a Cp_EDbet al
Cp_EDbet a2

Beta A Cp_Beta- Al
Cp_Bet a- A2
Cp_Bet a- A3
Cp_Bet a- A4
Cp_Bet a- A5
Cp_Bet a- A6
Cp_Bet a- A7
Cp_Bet a- A8
Cp_Bet a- A9

Cp_Bet a- AL0
Cp_Beta- AlL1
Op_Beta- AlL2

Beta O Cp_Beta-OL
Cp_Beta- 2
Cp_Bet a- B
Cp_Beta- 04
Cp_Beta- 6
Cp_Bet a- G6
Cp_Beta- O7
Cp_Bet a- CB
Cp_Beta-

Cp_Bet a- 010
Cp_Beta- 011
Cp_Bet a- 012
Cp_Beta- 013
Cp_Bet a- 014
Cp_Bet a- 015
Cp_Bet a- 016
Cp_Beta- 017
Cp_Beta- 018
Cp_Bet a- 019
Cp_Bet a- Q20
Cp_Beta- 21
Cp_Bet a- (22
Cp_Bet a- @23
Cp_Bet a- (24
Cp_Bet a- @25
Cp_Bet a- 026
Cp_Bet a- 27
Cp_Bet a- 28
Cp_Bet a- 29

Beta B Cp_Bet a- BL
Cp_Bet a- B2
Cp_Bet a- B3
Cp_Bet a- B4
Cp_Bet a- BS
Cp_Bet a- B6
Cp_Bet a- B7
Cp_Bet a- B8
Cp_Bet a- B9

Cp_Bet a- B10
Cp_Bet a-B11
Cp_Bet a- B12
Cp_Bet a-B13
Cp_Bet a- B14
Cp_Bet a- B15
Cp_Bet a- B16
Cp_Bet a- B17
Cp_Bet a- B18
Cp_Bet a- B19
Cp_Bet a- B20
Cp_Bet a- B21
Cp_Bet a- B22
Cp_Bet a- B23
Cp_Bet a- B24
Cp_Bet a- B25
Cp_Bet a- B26
Cp_Bet a- B27
Cp_Bet a- B28
Cp_Bet a- B29
Cp_Bet a- B30
Cp_Bet a-B31
Cp_Bet a- B32
Cp_Bet a- B33
Cp_Bet a- B34
Cp_Bet a- B35
Cp_Bet a- B36
Cp_Beta- B17L
Cp_Bet a- B18L

Supplementary Figure $10. Amino acid sequence alignment of beta-keratins of C. picta bellii (Cp). Amino acid sequences were aligned with the Multalin algorithm. Beta-keratins form 4 groups
encoded by genes at different loci. EDbeta, Beta A, and Beta B proteins are encoded by genes arranged in this order within the EDC whereas Beta O proteins are encoded by genes outside the
EDC. The group of Beta A proteins shows high sequence similarity to Beta O proteins. Beta-A1L1, A1L2, B17L, and B18L are located on unplaced single-contig-scaffolds. Beta A and B proteins are
numbered according to the order of their genes in the EDC. Red, conserved in 90% or more sequences; blue, conserved in 50% or more sequences; /, additional sequence was removed to allow

1
IVBOGANLC- | DGGSACGVARPRPCADSCNQPCVTQCPDSRVI | YPPPVWITFPGPI LTTFPQESVWESVGAPWV- - ASGYGGTSGSGA- - - - - - - FGVGHGN- - -
IVBCSRNVC- TAGGSACGVARPRPFTDSCNQPCVTRCPDSRVI | YPPPVWWTFPGPI LTTFPQESVWESVGAPWV- - ASGYGGTSGSGA- - - - - - - FGVGHGN- - -

IVBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEV! | RPSPVWV/TI PGPl L SNFPQQSEVGAVGAPWV- - GAGYGGSFGLGGAL Y- - - - GYGGHYGAL YGYGEL GGYGERYGYGAL - - - - SGYGEL CGYGERYGYGAEL CGYGERYGYGALSGYGG: - - - LOGYG - - G- - GYGGGYGYGGACGSGVSCHRYLSGSCTPC-
MBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPl L SNFPQQSEVGAVGAPWV- - GAGYGGSFALGAL Y- GYGCHYGGL YGYGELGGYCCERYGYGG: - - - - -

IVBCS- SLC- YP- - - ECGVARTSPDSGSCNEL CVRQUPDSEVI | RPSPVWVTI PGPl LSNFPY- - - - - - - - - - - - - - RGHYGRLYCYGGLG GYGCHYG - - - YGALCGYRGRYGYGGL-
IVBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPI L SNFPQQSEVGAVGAPWV- - GAGYGGSFGLGAL Y- GYGCHYGGL YGYGGLGGYGGRYGYGG: - - - - - GYGGLOGYGERYGYGALSGYGG - - - ---LCGYG - - G - GYGEGYGYGGACGSGVSCHRYLSGSCTPC- - -
IVBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPl L SNFPQQEEVGAVGAPWV- - GAGYGESFALGAL Y- GYGCHYGGL YGYGGEL GGYCCHYGYGAL - - - - SGYGEL CGYGERYGYCEL SGYCERYG - G ---LCGYG - - G - GYG - - - YGGACGSGVSCHRYLSGSCTPC- - -
IVBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPI L SNFPQQSEVGAVGAPWV- - GAGYGGSFGLGAL Y- GYGCHYGGL YGYGGL GGYGGRYGYGG - GYGEGYGEL CGYGERYGYGAELSGYGERYG - G - - - LCGYG - - G - GYGGGYGYGGACGSGVSCHRYL SGSCTPC-
IVBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVVWTI PGPI L SNFPQQEEVGAVGAPW- - GAGYGGSFALCAL Y- GYGCHYGGL YGYGEL GGYCGCHYGYGEL SGYGEGYGEL CGYGERYGYCEL SGYCERYG: - G ---LCGYG - - G - GYGEGYGYGGACGSGVSCHRYL SGSCTPC
IVBCS- SRC- YP- - - ECGVARPSPVSGSCNEL CVRQUPDSEVI | RPSPVWTI PGQ LSNFPY- - - - - - - - - - - - - - GGHYGRLYGYGALG - - - GYGEHYG- - - - YGALCGYGGRYGYGGEL - - - - === = === - - - - - SGYGG- - ----------- HYGGLCD-
IVBCS- SLC- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPI L SNFPQRSEVGAVGAPWV- - GAGYGGSFGFGALN- - - - GYGGHYGALYGYGR- - GYGALSGYGG
IVBCS- SMC- YP- - - ECGVTRPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPl L SNFPQQERVGAI GAPWV- - GPGYGASFSLGAL Y- GSGSCYGELYSYA LYGYCALGGYRG - - - === === === o = s WG = - - oo o oo e oo m oo oo e oo oo e | RSLWG M - -
IVBCS- SLS- YP- - - ECGVARPSPVSGTCNEPCI RQCPDSEVVI RPSPVWVTLPGPI L STFPQRSEVAAVGAPW- - GAGYGGSFGLGAL Y- GSGCRYGGL YALGGFGGYGGEL YGYGAL - - - - GEYGEL CGYGGEGEYGYGEL GEYGEL GRYGGEL CGYGEGYGALCGYG: - - GEYGYGE. GGYGE. CGYGGYGRRYRGGYCGPC: - -
IVBCS- SLS- YP- - - ECGVARPSPVSGSCNEPCVRQCPDSEVVI RPSPVWTLPCGPI L STFPQREGVGAVGAPWV- - GAGYGESFGELGALY- - - - GSGEHYCEL YA GEL GEYGSHYGYGGAL - - - - GGYGEL CGYGEGYGYCEL GGYGEL GRYGEL CGYGGGYGAL CGYG - - GGYGYCELGEYCEL CGYGGYGRRYRGGYCGPC: - -

MIFS- SLC- YP- - - ECGVARPSPVTGSSNEPCVRQUPDSEVVI RPSPVWVTLPGPI L SNFPQQSEVAAVGAPWV- - GAGFGGSFGLGAL Y- - - - GYGEHYGGEL YALGRLGGYGGRYGYGAL - - - - LGYGGHCGYPALYGYGAL - - - - - WGYGGYGRRYLSGYCGPC- - -
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPCPI L SNFPQQEEVAAVGAPW- - GAGFGESFALCAL Y- GYGCHYGGL YALGRLGGYCGCHYGYGAL - - - - LGHGGYCGYPALYGYCAL - - - - - WEYGGYGRRYLGGYCGPC- - -
MIFS- SLC- YP- - - ECGVARPSPVTGSANEPCVRQCPDSEVVI RPSPVWVTLPGPI L SNFPQRSEVAAVGAPWV- - GAGFGGSYGLGALY- - - - GYGGHYGGEL YALGRLGGYGGRYGYGEL - - - - LANGGYCGYPAL YGYGRLWGNGGHCGYPALYGYGG: - - - LWGYG: - - GHOGYPGL YGYGGL SGSGVSNHRYLSGSSGPC- - -
MIFS- SLC- YP- - - ECGVARPSPI TGSSNEPCVRQCPDSEVVI RPSPVWVTLPGPI L SNFPQESEVAAVGAPWV- - GAGFGGESYGLGAL Y- - - - GYGCHYCGEL YAL GRLGGYGCEHYGYGAL - - - - LGYGGHCGYPALYGYCAL - - - - - WEYGGYGRRYLGGYCGPC- - -
MIFS- SLC- YP- - - ECGVARPSPVTGSSNEPCVRQUPDSEVVI RPSPVWVTLPGPI L SNFPQESEVAAVGAPWV- - GAGFGGSFGLGAL Y- - LGHGGYCGYPALYGYGEL - - WGYGGYGRRYLGGYCGPC- - -
MIFS- SLC- YP- - - ECGVARPSPVTGSCNEPCVRQUQDSQVVI RPSPVWVTLPGPI MBNFPQHSAVGAVGAPW- - GAGFGGSYGLGALN- --- - CGSGVSCHRYLSGSGALC- - -
MIFS- SLC- YP- - - ECGVARPSPVTGSCNEPCVRQCQDSQVVI RPSPVVWTLPGPI MBNFPQHSAVGTVGAPW- - GAGFGESYGAL CGALN- - - CGSGVSCHRYL SGSCGPC-
MIFS- SLC- YP- - - ECGVAQPSPVTGSCNEPCVRQUPDSQVVI RPSPVWMTLPGPI L SNFPQHSVWGAVGAPW- - GAGFGGSYGLGALN-
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVVWTLPCGPI MBNFPQHSGVGAI GAPW- - GPGFGESFGHEG: F- GGY-
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQUQDSEVVI RPSPVWVTLPGPI NBNFPQHSGVGAVGAPW- - GPGFGGSFGHGG: F- GYGGL YGGLHGAL GGYGGYGGHYGYAGL - - - - GGY-
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQUQDSEVVI RPSPVWWTLPGPI MBNFPQHSGVGAVGAPW- - GPGFGGSFGHGG: F- - - - GYGAL YGAL YA GGYGGYGGHYGYGAL - - - - GGY-
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPCGPI MBNFPQHSGVGAVGAPWV- - GPGFGESFGHGG: L- - - - GYGEL YGAL YA GGYGGYCEHYGYCAL - - - - GGY-
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPGPI MSNFPQHSGVGAVGAPWV- GYGGLYGGL YALGGYGGYGGHYGYAGL - - - - GGY-
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQCQDSEWWI RPSPVVVTLPGPI MBNFPCHSGVGAVGAPVV- GYGCELYGEL YALGGYGGYCCHYGYCAL - - - - GGY- -
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI NBNFPQHSGVGAVGAPWV- - GPGFGGSFGHGG: F- - - - GYGGL YGGEL YALGGYGGYGGHYGYGAL - - - - GGYGALGGYLGGYGYGAL - - -
MIFS- SLC- YP- - - ECGVARPSPVTGTCNEPCVRQUQDSEVVI RPSPVWVTLPGPI NBNFPQHSGVGAVGAPW- - GPGFGGSFGHGG: F- - - - GYGGL YGGEL YALGGYGGYGGHYGYGAL - - - - GGYGALGGYLGGYGYCAL - - -
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPCPI L SNFPQHSGVGAL GAPW- - GPGFGESFGHGG: F-
MIFS- SLC- YP- - - ECGVARPCPVTGT CNEPCVRQCQDSEVVI RPSPVWVTLPGPI L SNFPQHSAVGAL GAPWV- - GPGFGGSFGHGAL Y-
MIFS- SLC- YP- - - ECGVAQPCPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPCGPI MBHYTQESVVGAL GAPWV- - GPGFGESFGHGEAL Y-
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCPDSEVVI RPSPVWVTLPGPI LSNFPQHSAVGAVGAPW- - GPGFGGSFGHGG: Y-
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCPDSEVVI RPSPVWVTLPGPI MBNFPQHSGVGAVGAPW- - GPGFGGSFGHGG: Y-
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPCPI L SNFPQHSAVGAVGAPW- - GPGFGESFGHEG: Y-
MIFS- SLC- YP- - - ECGVARPCPVTGT CNEPCVRQCQDSEVVI RPSPVWVTLPGPI NBNFPQHSGVGAVGAPW- - GPGFGGSFGHGG: F-
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVVWTLPCGPI MBNFPQHSGVGAVGAPW- - GPGFGESFGHEG: F-
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI NBNFPQHSGVGAVGAPW- - GPGFGGSFGHGG: F-

GYGGL YGONCALGGYGGYCGPYGYG - - - - - - - - - CGLGGYLGCYGYGA -
GYGCRYSGWYGEL GGYGGYCGPYGYGSL - - - - GGYGELGGYVEGYGYCEA -
GYGGLYGGL YALGGYGGYGGHYGYGAL - - - - WEHGGYCGYPALYGYGEL -
GYGGLYGGL YALGGYGGYGGHYGYGAL - - - - LGHGGYCGYPALYGYGAL - - WGYGGYGRRYLGGRCGTW - -
GYGCELYGGL YAL GGYGGYCGCHYGYGAL - - - - WEHGGYCGYPAL YGYCEL - - WGYGGYCGRRYLGERCGT G- - -
GYGGLYGGL YALGGYGGYGGHYGYGAL - - - - WEHGGYCGYPAL YGYGEL - - WGYGGYGRRYLGGRCGTC- - -

- CGSGVSCHRYLSGSCGTC-
- WGYGGYGRRYL GGHCGAW - -

MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQCPDSEVVI RPSPVWVTLPGPI VBNFPCHSGVGAVGAPW- - GPGFGGSFGHGG F- - - - GYGEL YGGL YGL GGYGGYGEHYGYGG - - - - | GPWA LRLPGSLW.RG - - ME WG VP - -
MIFS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQOQDSEVVI RPSPVWVTLPGP! VBNFPCHSGVGAVGAPW- - GPGFGGESFGHGG: Y- - - - GYGEL YGGL YGL GGYGGYGGHYGYGEL - - - - WEHGGYRGYPGL YGYGGV- - M3 WG VP - -
M SS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQOQDSEVWI RPSPVWVTLPGPI L SNFPCHSAVGAL GAPW- - GPGFGGSFGHGG: Y- - - - GYGGL YGAL YGL GGYGGYGERYGYGAL - - - - YGFGG: - - - LGGYGYGAL- - - - - CGSRLSCHRYLSGNCGPC- - -
M SS- SLC- YP- - - ECGVARPCPVTGTCNEPCVRQOQDSEVVI RPSPVWVTLPGPI L SNFPCHSAVGAVGAPW- - GPGFGESFGHGG: F- - - - GYGEL YGAL YGLGGYGGYGERYGYGAL - - - - YGFGG: - - - LABYGYGGAL- - - == == = = = = = = = = mmmm e e e e e e mm e CGSRLSCHRYLSGNCGPC- - -

IVBFNGPQT GAQGSL PCGVKCSEPYI ATASEPCVWKCKDSRVI | YPPPVWWTFPGPI LTTCPQESI VASSGP- - VAESAARI SAAPRVTGS- - - LGPHLDRCPASI NI RHEA- -
MSCYGLR- - - - - NI PCEVPRPTPAAVTYNEPCVI QCPDSI FESDSPPG Al | PGPl LTTFPHYSVWETSP- - - LFDTERSFCSERSL GSQGFM\L YN
IVFSDEEFF- YK/ PPQYPSI CPQPYl GYWWWEPCVTECGDSTAVVFAPPVWVNFPGPTLATCPQDSVVGSSLPRG | GPYGPGGSL SSGGAFGT GSSFGSSVSSFSSAGSF- -
IMFSDEEFW YK/ PPQYPSI WPQPYI GWWEPCVTECGDSTAVVFAPPVWVNFPGPTLATCPQDSVWGSSLPRG | GPYGSGGSL GSGESFGAGSSFGSSVSSFSSGGSF

IVBSYEQLCNTQCYAPCNVTCPQPI VDTCNEPCI TSCSDSRAVVYPPLI WTFPGTLL SFCPQESVEESSA- - -
IVBSYRQLCNTQCYAPCNVTCPRPFVDACNEPCFTSCGDSSAVL YPPPVI VRFPGPI LATCPQESVVGSSAP- -
IVBSYRQL CNTQCYAPCNVTCPRPFVDACNEPCFTSCGDSSAVL YPPPVI VRFPCGPI LATCPQESVVGSSAP- -

- QYTPKYSY- - -

- - ARGNGCSYPSSSSQRFTTYRSG - - -
- - ARGNGCSYPSSSSQRFTTYRSG - - -
- SLGRGSSDPCSS- RALNWGCG

IVBFYGDPARSQCYL PCEGT CQQPVANVCNEPW/RSGEDSRGVGYAPL VVWTFPCPSSQYL L SGKHDVWNGT AK-
IVBSHRQLVSPRCATPWEVTCPQPGANI CSQPCVTSCEDSRVMYYAPPVWAFPGPI LSTCPQKSI TGSEVP- - - - GEMGAYL DL EGHWL GAHWSGL PMAL GKHWNMKSHL VL GCDHWQT THGSGGS Y GHGGS Y SASNSY GARGP Y GAGRFL VFRGSYGSGGS YSHSRAY T SRL SPL GTGNSCPYSSQRT SMSHYKNCGPY
IVBSCKDLS- CRPSPCYPDI CPDPCVWARNEPCI TSCADSTAVVYPPPVSVLFPGPI LSSSPQHSLVGSTLPAL - - - PYGARGSFGGGAL GGPl GYGSGYGGA- - - LEGGYGYGGL SGYGGSYGYGGEL SGYGGSYGYGEL CGYGEGYG - - RRY- - - GGRCYSSRRGSCGPC- - -
IVBSCKDL S- CRPSPCYPDI CPDPCVVARNEPCI TSCADSTAVVYPPPVSVLFPCPI L SSSPQHSVWGSTLPAL - - - PYRAGGSFGGGAL GGPl GYGSGYGGA-
IVBSCKDL S- CRPSPCYPDI CPDPCVWARNEPCI TSCADSTAVVYPPPVSVLFPGPI LSSCPQHSLVGSTLPAL - - - PYRAGGSFGGGAL GGPl GYGSGYGGA-
IVBSSKDLC- YPRPPCYPDI CPNPYVDAWNEPCVTSCEDSSAVVYAPPVVVRFPCGPI LATCPQDSVWGSTLPNL- - - PYGYGSPYGGG: - - - - - -

- - PQDCI PDI CPCPYI DVRNEPCI SSCGDSTAVWYAPPVWVNFPGPTVATCPQDSFI GTSLPNM - - PVRAGASYGS- - -
- PQDCI PDI CPRPY!I DVCNEPCI SSCGDSNAVVFAPPVWVRFPGPTVATCPQDS| VGSSLPNM - - Pl RAGELYGS- - -
- PQDCI PDI CPRPYI DVCNEPCI SSCGDSNAVWFAPPVWVRFPGPTVATCPQDSI VGSSLPNM - - Pl RAGGSYGS- - -

- GOGFSGS- - - | GSRGSYGA- - GFGEGYGEGEFRGG: - - - YGEGHGGEGYGEEFG: -
- GOGFSGS- - - | TSGESYGG- - GFGEGYSCGYGEESS| VYGEEAGCGYCEEAG: -
- GOGFSGS- - - | TSGESYGG - GFGEGYSGGYGEESS| VYGEGAGEGYGEEAG: -

GGYGAGYGGSYGCGGSRGYI RKSYRSI S- - GGGYSGFNRGNCGPC- - -
GGYGAGYGGSYGOGGSRGYI RKSYRSI S- - GGGYSGFNRGNCGPC- - -
GGYGAGYGGSYGOGGSRGYI RKSYRSI S- - GGGYSGFNRGNCGPC- - -

CYGGSYGSGESRGYSKKSYRSI S- - GEGYSGVNRGNCVQS- - -
GGYGECYGGSYGSGGSRGYSKKSYRSI C- - GGGYSGVNRGNCGPC- - -
- GGYGECYGESYGSGESYGYNKKSYRS| S- - GBGYCGVKSGNYCPC- - -
- - PQDCYPDI CPRPCI DVRNEPCI SSCGDSTAVVFAPPVWVRFPGPTIVATCPCDSFVGTSLPNL- - - PI RPVGSNGGS| SYGG- GYGGGYGEENSVVGSGEGFGESTGY GGEVYGEGVEEGEY GEVY GEGVEEEY GEGY GAGVGUGY GEGAAGGYGECYGGS YGSGGSRGYSKKSYRSI S- - GGRSSGVKSGNPEKPSVE

IVBFNGVPCNDQCHNPCEVTCPQPI VNSSNQPCVWSCGDSRWI YPPPVWVTFPGPI LSTCPQDSI VGSSAA- - - - - - - - - SGSR-------- | SGSASVI SSTPGVTGC- - - SKPYAE- - - - SVFVRSEP- - - - - - - - QYTPKYSY- - - - - - - TYSSPW HPGNT SGSGHYRSSYVQKACPRNEEPQONEKQDAEQCS
- GYGALYGYCKGYG - - - - RKCYSS- RFGSCGPG- - -
- - - YAGGYGAGYGG: - - - - GYGALYGYGKGYG - -

alignment of the N-terminus. Asterisks indicate positions of 2 beta-sheets.
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Supplementary Figure S11. Turtle EDAA gene locus outside of the EDC and homologous loci without EDAA genes in other
amniotes. The conserved genes VSIG8, SLAMF8 and SDHC flank a chromosomal locus that contains EDAA genes in turtles but not
in other amniotes. The relative arrangement and the orientation of genes is schematically depicted. The schematics are not
drawn to scale. For detailed information about EDAA gene names and positions, see Suppl. Tables S1-S4. Colors indicate gene
homology. EDAA genes carrying deleterious mutations have frames with a broken line. The numbering of NLRP (NLR family, pyrin
domain containing) proteins in reptiles is uncertain. GenBank accession numbers are shown below the various scaffolds. A
broken lines indicates a long region of human chromosome that contains too many genes to be shown here. The genome of the
ostrich (S. camelus australis) is shown as representative of phylogenetically basal birds. Asterisks indicate genome sequence gaps.
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Supplementary Figure S12. Beta-keratin (Beta-O) gene locus outside of the EDC in turtles and homologous loci without
beta-keratin genes in other amniotes. The conserved genes ODF3B and TYMP flank a chromosomal locus that contains
beta-keratin genes in turtles but not in other amniotes. The relative arrangement and the orientation of genes is
schematically depicted. The schematics are not drawn to scale. Colors indicate gene homology. Pink arrows indicate
beta-keratin genes comprising apparently functional open reading frames. Light pink and frames with broken lines
indicate the presence of deleterious mutations. For detailed information about gene names and loci, see Suppl. Tables S1-
S4. GenBank accession numbers are shown below the various scaffolds. In birds, represented here by peregrine falcon (F.
peregrinus), this locus is not well conserved but consistently devoid of beta-keratin genes. Note that high sequence
similarities to the genes on the above scaffolds indicate that additional genes (also designated Beta-O) on other short
scaffolds (Suppl. Tables S2-S4) belong to the same locus. Asterisks indicate genome sequence gaps.
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Supplementary Figure S13. Gene locus comparison and phylogenetic analysis of beta-keratins (also known as corneous beta-proteins) of a turtle (C. picta bellii) and a bird
(G. gallus). (A) Schematic diagram of beta-keratin gene loci of a bird (chicken, G. gallus) and a turtle (western painted turtle, C. picta). For an overview of the genes of the
surrounding locus, see Figure 2. Clusters of more than 2 similar beta-protein genes are shown as long boxes (length not proportional to the number of genes) whereas single
genes are depicted as short boxes. The names of the gene clusters of the turtle are defined in the main text. EDMTF (Strasser et al. 2014) and EDAA genes are indicated as
white boxes whereas beta-keratins are indicated by pink and violet shading with pink clusters being closely related according to molecular phylogenetics (panel B). The names
of chicken beta-keratin clusters clade are adapted from Ng et al. (2014) and Greenwold et al. (2014). Putative gene translocations linking clusters of related beta-keratin genes
(see panel B) within the EDC (left) and outside of the EDC (right) are indicated by blue arrows. Genes marked by asterisks belong to the groups Beta-B or bird Beta
“Keratinocyte”. The turtle gene EDAA10 is located between the clusters Beta A and Beta B of the turtle. §, the length of the line between Beta B2 (orthologous to chicken beta
15) and the rest of the Beta B cluster of the turtle is not proportional to the physical distance but indicates that this locus does not contain orthologs of avian feather and scale
beta-keratins. (B, next page) Maximum likelihood phylogeny of beta-keratins of the western painted turtle C. picta (Cp, in red) and chicken G. gallus (Gg, in blue). Support of
phylogenetic groups was computed by the ultrafast bootstrap approximation approach (UFBoot) (see Materials and Methods for more information). Since UFBoot support
values behave like posterior probabilities, branches with support values of at least 90% and 95% are regarded as supported and strongly supported, respectively. Branches with
support lower than 80% are not shown (see Materials and Methods for more information). For clarity, mid-point rooting was used to draw the tree, however, the true position
of the root is unknown. The strongly supported monophyletic groups of avian feather, scale and claw Beta proteins as well as the monophyletic group of turtle Beta-A with
Beta-O proteins are indicated (pink fonts) on the right. The relationships within these clades could not be resolved because of the limited phylogenetic information in the
underlying sequence alignment. Partial Cp beta-keratins (Suppl. Fig. S2C), the highly derived and possbily pseudogenic sequence Cp_Beta-B9, Cp beta-keratins Beta-A1lL1, A1L2,
B17L, and B18L encoded by genes on unplaced single-contig-scaffolds, and incomplete feather beta-keratin sequences (Ng et al. 2014) were not included in the phylogenetic
analysis. In the names of feather beta-keratins encoded by genes outside the EDC (labeled FK), the chromosome number is indicated after the species code. For example, Gg27
indicates Gallus gallus chromosome 27). Other labels of Gg sequences: F, feather beta-keratin encoded by gene within the EDC on chromosome 25; S, scale beta-keratin (EDC);
C, claw beta-keratin (EDC); K, keratinocyte beta-keratin (EDC).



Suppl. Fig. S13B

CpBetA2

99

gor— CpBetAl0

100

— CpBetA3

CpBetB36

0.2

L—— CpBetA8
CpBetAl
CpBetA4
CpBetA5
CpBetA6
82 CpBetA7
CpBetA9
—— CpBetO2
CpBetO1
CpBetO3
CpBetO4
100! CpBetO5
CpBetO8
pB
—fcp§3%7 Turtle Beta-A +
99 CpBetO10 Turtle Beta-O
CpBetO12
CpBetO13
CpBetO14
CpBetO15
88 CpBetO16
CpBetO11
— CpBetO9
98 | CpBetO21
93 CpBetO26
CpBet023
CpBetO25
CpBetO27
CpBetO24
CpBetO22
83 CpBetO29
CpBetO17
— CpBetO20
— CpBetO28
— CpBetO18
CpBetO19
100; Gg27_FK14
Gg27_FK21
90, Gg27_FK3
1 Gg27_FK8
— Gg27_FK38
Gg27_FK31
Gg27_FK34
Gg27_FK35
100| Gg27_FK36
— Gg27_FK32
Gg27_FKS3
Gg27_FK11
100, Gg27_FK40
' Gg27_FK41
— Gg27_FK®6
83 [~ Gg27_FK39
Gg27_FK13
Gg27_FK29
Gg27_FK30
Gg27_FK26
Gg27_FK28
Gg27_FK23
Gg27_FK9
Gg27_FK27
Gg27_FK20
Gg27_FK25
Gg27_FK19
971 ] Gg27_FK18
Gg27_FK15
Gg27_FK5
Gg27_FK1
99| | Gg27_FK2
Gg27_FK22
Gg27_FK7
88 _|_c;gz7 FK37
98[ - Gg27_FK42 Bird Beta Feather
Gg27_FK12
— GgZ? FK24
,— Gg27_FK10
Gg27_FK16
GgBet32-F
LI— Gg6_BKJ
Gg7_FK1
GgBet30-F
100 —.G927_FK43
Gg27_FK44
100 Gg27_FK45
Gg27_FK46
98 Gg27 FK47
— GgBet29-F
_1|— GgBetl16-F
GgBetl7-F
97 GgBet22-F
GgBet26-F
GgBet27-F
GgBet18-F
GgBet23-F
Ggl FK1
Gg2_FK3
82 Gg2_FK4
— 98 | Gg2_FK6
Gg2_FK7
— Gg2_FK1
— GgBet28-F
GgBet25-F
100— GgBet19-F
GgBet20-F
og GgBet21-F
GgBet24-F
— GgBet31-F
100 — GglO FK2
Ggl10_FK1
_|—_GglO_FK3
GgBet36-S
GgBet48-S
GgBet41-S
100 GgBet44-S
GgBet43-S
92 GgBet39-S
GgBet38-S
GgBet40-S
o6 GgBet42-S
GgBet47-S i
GoBet46.S Bird Beta Scale
GgBet37-S
GgBet45-S
GgBet35-S
— GgBet53-S
g 9 [ GgBet51-S
GgBet52-S
100 — GgBet49-S
GgBet50-S
GgBet9-C
97 GgBetl10-C
GgBet3-C
GgBet5-C
87| GgBet7-C
GgBet6-C
GgBet2-C
g2| C9BEEC o Bird Beta Claw
81 100[ . &9gBetl-
o |_ GgBetl11-C
GgBet12-C
| GgBet13-C
GgBet4-C
GgEDbet
100 { CpEDbetl
97 L—— CpEDbet2
100 | GgBet33
I GgBet34
99 r CpBetB2
L GgBetl5-K
81 CpBetB1
98 GgBet59-K
97 L GgBet14-K
GgBet64-K
CpBetB8
100 CpBetBlS
|_|_CpBetBll
CpBetB12
CpBetB28
82 | CpBetB34
— CpBetB35
L CpBetB32
85 98! CpBetB33
CpBetB31
87 98 | CpBetB29
— CpBetB30
94 100 | CpBetB3
— CpBetB4
CpBetB27
o 100 CpBetB24
CpBetB25
CpBetB26
— CpBetB14
100 — CpBetB16
—— CpBetB18
— CpBetB19
—— CpBetB20
CpBetB21
CpBetB22
—— CpBetB23
L CpBetB15
100' CpBetB17
100 | CpBetB6
CpBetB7
96 CpBetB10
— GgBet55-K
87 GgBet57-K
GgBet54-K
gBet61-K
97 85 89 ——%9 GgBet60-K
98 | GgBet62-K
GgBet63-K
96 GgBet58-K
— L GgBet56-K
CpBetB5



1 60
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Supplementary Figure S14. Examples of proteins encoded by orthologous SEDC genes of the
western painted turtle and the chicken. Orthology of genes was inferred from reciprocal highest
sequence similarity and gene locus synteny. Amino acid sequences of EDQL (A) and EDP3 (B) proteins
were aligned. Note that EDQL of the chicken was previously named EDQM3 (Strasser et al., 2014).
The EDP3 gene of the chicken had been missed in our previous study of the chicken EDC (Strasser et
al., 2014). Here, we identified the coding sequence of chicken EDP3 in the EDC on chromosome 25
(Accession number: NC_006112.2, nucleotide positions 1108303-1108470, reverse orientation).
Asterisks below the alignments indicate identical amino acid residues. In the alignment of EDQL
sequences, the carboxy-terminal sequence similar to the carboxy-terminus of loricrin (Suppl. Fig. S6B)
is underlined. Amino acids involved in cross-linking via cysteine bridges (C) and transglutamination
(Q, K) as well as proline residues (P) are highlighted by color-shading as in Suppl. Fig. S1. Cp,
Chrysemys picta bellii; Gg, Gallus gallus.
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MCESRI YAAGREPYFNLNSTWYDPAGSW. DTRRKPFHYTVNTSCVPCCNKNNNCDVPRRG
MPEER!I YSSGREAYFNLNSTWDPAGSW.DTRRKPFRYVDNTACVTCCNPRSN- - VPRRG
M - - - TCSSGRESYFNLNSTWYDPSGSW.ENHRI PLCYADDSCCGGC- - - - - NPDVRGVG
M - - - | YSSGRESYFNLNSTWYDPAGSW.DTRRTPFRYGYNNCCSSRC- - - DGEGVEGVR
M - - -1 YSSGRESYFNLNSTWYDPAGSW.DTRRTPFTYAYSTCCSSGG- - - CPRG- - - - -
M - - - | YSSGRESYFNRNSTWYDPAGSW.DTRRTPFTYAYSTCCSSGC- - - GPRG- - - - -

61 120
GHNYRCYSYRQST CTPECNPRL PCGFRNPSGGPRDYWGERPI GDSCDGRTGGYYSNEESVN
GHNYRCYCYRQCT CTPGGNPRVTCCVHNPSGGPRDYWGRPI GCDACDGCT GGHYSHAGSDC
GHNYRPCWYRRSVCSEAERGSSSGYCGSEDSCCAR- - - RPTLGYSDGC- GGYRRGPDRCN
GHNYRHYGYRQPVCSERCQGYSTAESCHGGGGESSCA- RRPT- - YSYGSTGCCQGYGRSVC
GHDNRCYEYRRSGCGENCHGSSG: - SCHGSGGHCCV- RRPS- - YFHGYSGGCHGHGRSVC
GHDNRCYEYRRSGCAENCHGSSG- - SCHGSGGHCCV- RRPS- - YFHGSSGCCHGHGASVC

121 180
GSCCRASGGCGSGGG - ACAKPSSS| GEOGGGEVCAEPGCQSSGRCGERRRGL CSEPGOGL
GSCCGSL GGCGTGGRTMACAQPCAT- - - - SGGVCAEPGCRPAGRGVCAEPC! TSSGGCS-
GECSSHEFGRRPTYHYAADVYL ANERL ACSEGCHGSSGGF Y GSSGGCHRRRROGEPC: - -
R- CQGSSGSCHGGGEGSSCVR: - - - - - - - - -
RSCHGSGSSCHGSG SSC- - - - = - - = - - - -
RSCHSSGSSCHGSG SSC- - - - < - - = - - - -

181 240
FRRRRSVCSETCSRSSRGCGSGGCAGPQ SFSGECGERGLCSEPG G- - - G ARRRQSVC
- - SGRGVCAEP- - - GCRPAGRGVCAEPCI TSSGGCR- TGVCAEPT- CTPSGYGRRRRGVC
- - - - HGSGSYGSSRGCHGRRRSVCGEPCHDSGSSGYL QRVCVKPGPCI PRCPPRQKYVRS
- - - - RPTYSYGSTGGOQGYGRSVCSERCQGSSGRGF- HSSGQQPQCSEP- - - - - - - - VQY
HGSGSSCHGSGSSC: - - - - - HNTSGAG- HST- - - Pl YVKP- - - - - - - -
HGSGSSCHG = - = = == == - - - - TSGAG- HSA- - - Pl YVKP- - - - - - - -

241 284
SETYSRSSRGOQPYARGAC- - VGPQSSVSGGOGARGVCSEL - - -
FEPCSGTSNGG- - - - = = === = === mmsmmmm e e e
TQSCCI PVQTYCAPVQAYCPPVGKYSSGGEQQCKQTSKLPI LKAK

| PQCCPMPVPVQQVPTAKCI PHQQQQQ: - - - - QQVCKVPARKI K
VQQCCP- - - PVQQG- - - - CLPVKK- - - = = == - - - - CCPPVQKC-
VQQCCP- - - PVQKC- - - - CPPMQQ- = === = = - - - - CCLPVKKC-

Suppl. Fig. S15. The EDWM gene is deleted in the soft-shell turtles. Continued on the next page.
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Supplementary Figure S15. The EDWM gene is deleteriously mutated in soft-shell turtles. (A) Amino acid
sequence alignment of EDWM proteins. EDWM is conserved in representatives of all main clades reptiles
whereas the conceptual translation of an EDWM gene fragment of the softshell turtle Apalone spinifera (Asp)
shows inactivation. An "X" on black background indicates the premature end of EDWM because of an in-frame
stop codon in the Apalone spinifera sequence. Because of the end of the genomic sequence contig, the
conceptual translation of Asp EDWM is incomplete (indicated by question marks). Red letters indicate residues
present in all species and blue letters indicate residues present in more than 50% of the species (except
Apalone spinifera). Aca, Anolis carolinensis; Asi, Alligator sinensis; Cmy, Chelonia mydas; Cpi, Chrysemys picta
bellii; Gga, Gallus gallus; Oha, Ophiophagus hannah. (B) The coding sequence of EDWM has been lost in the
softshell turtle Pelodiscus sinensis. DNA sequences from the predicted EDWM locus within the EDC region of
Pelodiscus sinensis (Ps) and Chrysemys picta bellii (Cp) were aligned. Identical nucleotides are shown in red. The
coding sequence of the EDWM gene of C. picta is highlighted by yellow shading. The amino acid sequence is
shown below the coding sequence. Cp, Chrysemys_picta_bellii-3.0.3 Scaffold107, whole genome shotgun
sequence, gi|636526453:c1011496-1010237 (reverse complement); Ps, PelSin_1.0 scaffold1810, whole
genome shotgun sequence, gi|557455322:¢36333-35817 (reverse complement).
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Supplementary Figure $16. Amino acid sequence alignments of orthologous EDC proteins of 4
species of turtles. Continued on the next page.
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Supplementary Figure S16. Amino acid sequence alignments of orthologous EDC proteins of 4
species of turtles. The amino acid sequences of EDP1 (A), EDP2 (B), EDQL (C) and EDYM1 (D) of
Chrysemys picta (Cp), Chelonia mydas (Cm), Pelodiscus sinensis (Ps) and Apalone spinifera (As) were
aligned using the Multalin algorithm. Red fonts, residues conserved in all sequences; blue fonts,
conserved in 50-75% of the sequences; p, partial amino sequence; X, unknown amino acid residue.
Note that the highly fragmented genome sequence of A. spinifera did not allow the prediction of
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Supplementary Figure S17. RNA sequencing (RNA-seq) data suggest upregulation of EDC gene
expression during epidermal maturation in embryos of Pelodiscus sinensis. To estimate the
expression levels of EDC genes during embryonic development of the soft-shelled turtle P. sinensis.
RNA-seq data deposited in the GenBank sequence read archive (SRA) (Wang et al.,, 2013) were
screened by tBLASTn using the sequence of the first 17 amino acid residues of each protein as query.
The RNA-seq reads yielding a 100% match to the query sequence were counted and plotted over
each sample (Tokita and Kuratani (TK) development stage - number of replicate). Data from 2
biological replicates of various embryonic stages were analyzed. The results obtained for the two
final developmental stages, TK17 and TK23, of Wang et al. (2013) are shown. A subset of the EDC
genes of P. sinensis (Supplementary Figures S2B, C) were investigated. The ubiquitous pro-apoptotic
protease, caspase-3 (CASP3), was used for comparison. As the amino-terminus of the predicted
caspase-3 protein of P. sinensis (XP_006128558.1) appears to be incorrect, we used the sequence of
residues 28-44 as query for CASP3. Note that the expression levels of all EDC genes increased from
development stage TK17 to stage TK23 whereas the expression of CASP3 remained unchanged.
Accession numbers of transcriptome data: DRX001551 (TK17, sample 1), DRX001552 (TK17, sample
2), DRX001553 (TK23, sample 1), DRX001554 (TK23, sample 2). References: Tokita M, Kuratani S.
2001. Normal embryonic stages of the chinese softshelled turtle Pelodiscus sinensis (Trionychidae).
Zool Sci. 18:705-715. Wang Z, Pascual-Anaya J, Zadissa A, Li W, Niimura Y, Huang Z, Li C, White S,
Xiong Z, Fang D, et al. 2013. The draft genomes of soft-shell turtle and green sea turtle yield insights
into the development and evolution of the turtle-specific body plan. Nat Genet. 45:701-706.



Supplementary Figure S18. Hematoxylin & eosin (H&E) staining of tissues of the European pond turtle
(E. orbicularis) on embryonic day 45. Continued on next page.
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Supplementary Figure S18. Hematoxylin & eosin (H&E) staining of tissues of the European pond turtle (E.
orbicularis) on embryonic day 45. Tissue samples were taken from embryos of the same developmental stage that
was used for RNA preparations (Fig. 4). (A, B, E) Carapace, (C) plastron, (D) tail, (F) leg, (G) rhamphotheca, (H) oral
epithelium, (I) toe including claw, (J) neck skin. Asterisks indicate artifacts of tissue preparation. In panels E-J the
epidermal compartment is indicated by a thin-lined bracket, and the cornified epidermal compartment is indicated
by a thick-lined bracket. Note the presence of the periderm (peri), an embryo-specific layer. Scale bars: (A, D, 1) 200
pum; (B,C, J) 100 um; (E, F, G) 50 um; (H) 40 um.
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Supplementary Figure $19. Continued on next pages.
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M YSSGRESYFNLNSTWDPAGSW.DTRRTPFTYAYSTCCSSGGECPRGGHDNRCYEYRRSGCAENCHGSSGSCHGSGGHCCVRRPSYFHGSSGGCHGHGRSVCSERS
CHGSGASCHGSGSSCHGSGSSCHNTSGACHSTPI YVK

>Eo_GAPDH_parti al
LAKVI NDNYG VEGLMI TVHAI TATQKTVDGPSGKLWRDGRGAAQNI | PA

>Eo_LOR parti al
MCSHQEKQDCYE! PAQAGGCHASGGGSSGSGSGAL LGQPI LGSSSYGVGGEGESSYCGSGE

Supplementary Figure $19. Continued on next page.



C

Cp_EDbet al MECEBANL Cf DEESACGVARPRPEADSCONGPCVTQCPDSRVI | YPPPWVTFPGPI LTTFPQESWESVGA
Eo_EDbet al MBOGANL Cf DEGSACGVARPRPEADSCNGPCVTQCPDSRVY

Cp_EDbet a2 MBCSRNVCTAGGSACGVARPRPFTDSCNGPCVTRCPDSRVI | YPPPVWVTFPGPI L TTFPQESWESVGA
Cp_Bet a- AL MBESSL CYPECGVARPSPVSGSCNEPCVRQUPDSEVI | RPSPVWVTI PGPI LSNFPQRSEVGAVGA
Eo_Bet a- AL** MBESSL CYPECGVAXPSPY

Cp_Bet a- A2 MBCSSLCYPECGVARPSPVSGSCNEPCVRQUPDSEVI | RPSPVWVTI PGPI L SNEPQSEVGAVGA
Cp_Bet a- A6 MBCSSLCYPECGVARPSPVSGSCNEPCVRQOPDSEVI | RPSPVWVTI PGPI L SNFPQUBEVGAVGA
Cp_Bet a- A7 MBCSSLCYPECGVARPSPVSGSCNEPCVRQUPDSEVI | RPSPVWVTI PGPI L SNFPQUBEVGAVGA
Cp_Bet a- A4 MBESSL CYPECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWA/TI PGPI LSNFPQOSEVGAVGA
Eo_Bet a- Ad** MBCSSLCYPECGVARPSPYV

Cp_Bet a- AS MBCSSLCYPECGVARPSPVSGSCNEPCVRQOPDSEVI | RPSPVWVTI PGPI LSNFPQBEVGAVGA
Cp_Bet a- A9 MBCSSLCYPECGVARPSPVSGSCNEPCVRQUPDSEVI | RPSPVWVTI PGPI L SNFPQUBEVGAVGA
Cp_Beta- AlL1 MBCSSLSYPECGVARPSPVSGTONEPCI RQCPDSEVVI RPSPVWVTLPGPI LSTFPQUBEVAAVGA
Cp_Beta- A1L2 MBCSSL SYPECGVARPSPVSGSCNEPCVRQUPDSEVVI RPSPVWVTLPGPI LSTFPQUBGVGAVGA
Cp_Bet a- A10 MBCSSMCYPECGVTRPSPVSGSCNEPCVRQUPDSEVI | RPSPVWVTI PGP LSNFPQERVGAI GA
Cp_Bet a- A3 MBCSSLCYPECGVARTSPDSGSCNEL CVRQOPDSEVI | RPSPVWVTI PGPl LSNFPYRGHYGRLYC
Cp_Bet a- A8 MBCSSRCYPECGVARPSPVSGSCNEL CVRQOPDSEVI | RPSPVWVTI PGQl LSNFPYGGHYGRLYG
Cp_Beta- GB MIESSLCYPECGVARPSPVTGSANEPCVRQUPDSEVVI RPSPVWVTLPGPI LSNFPQRSEVAAVGA
Cp_Beta- OL MIESSLCYPECGVARPSPVTGSSNEPCVRQUPDSEVVI RPSPVWVTLPGPI LSNFPQUSEVAAVGA
Cp_Beta- O4 MIESSLCYPECGVARPSPI TGSSNEPCVRQUPDSEVVI RPSPVWVTLPGPI L SNFPQESEVAAVGA
Cp_Beta- @ MIESSLCYPECGVARPSPVTGTCONEPCVRQOQDSEVVI RPSPVWVTLPGPI L SNFPQESEVAAVGA
Cp_Beta- 6 MIESSLCYPECGVARPSPVTGSSNEPCVRQUPDSEVVI RPSPVWVTLPGPI L SNFPQESEVAAVGA
Cp_Beta- Q17 MIESSL CYPECGVARPEPV|GTCNEPCVRQOQDSEVVI RPSPVWVTLPGPI L SNFPQHSGVGALGA
Eo_Bet a- QL7 MIESSL CYPECGVARPEPVIEXTCNEPCVRQCQDSEVVI RPSPW

Cp_Bet a- @2 MIFSSLCYPECGVARPCPVTGTONEPCVRQOQDSEVVI RPSPVWVTLPGPI LSNEPQHSAVGAVGA
Cp_Bet a- @3 MIESSLCYPECGVARPCPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl MSNFPQHSGVGAVGA
Cp_Bet a- 4 MIESSLCYPECGVARPCPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl MSNFPQHSGVGAVGA
Cp_Bet a- @5 MIESSLCYPECGVARPCPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl MSNFPQHSGVGAVGA
Cp_Bet a- Q20 MIESSLCYPECGVARPCPVTGTONEPCVRQUPDSEVVI RPSPVWVTLPGPI LSNFPQHSAVGAVGA
Cp_Bet a- @1 MIESSLCYPECGVARPCPVTGTONEPCVRQUPDSEVVI RPSPVWVTL PGPl MSNFPQHSGVGAVGA
Cp_Bet a- (26 MIFSSLCYPECGVARPCPVTGT ONEPCVRQUPDSEVVI RPSPVWVTL PGPl MBNFPQHSGVGAVGA
Cp_Bet a- 7 MIFSSLCYPECGVARPCPVTGT ONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAVGA
Cp_Beta- 9 MIFSSLCYPECGVARPSPVTGT ONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAI GA
Cp_Bet a- Q10 MIFSSLCYPECGVARPSPVTGT ONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAVGA
Cp_Beta- Q11 MIFSSLCYPECGVARPSPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAVGA
Cp_Beta- Q12 MIFSSLCYPECGVARPSPVTGT ONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAVGA
Cp_Beta- Q13 MIFSSLCYPECGVARPSPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAVGA
Cp_Beta- Q14 MIFSSLCYPECGVARPSPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl NSNFPQHSGVGAVGA
Cp_Bet a- Q15 MIFSSLCYPECGVARPSPVTGT ONEPCVRQOQDSEVVI RPSPVWVTL PGPl NBNFPQHSGVGAVGA
Cp_Bet a- Q16 MIFSSLCYPECGVARPSPVTGT ONEPCVRQOQDSEVVI RPSPVWVTL PGPl NBNFPQHSGVGAVGA
Cp_Bet a- (28 M SSSLCYPECGVARPCPVTGTCNEPCVRQOQDSEVVI RPSPVWVTLPGPI LSNFPQHSAVGALGA
Cp_Bet a- (29 M SSSLCYPECGVARPCPVTGTCNEPCVRQOQDSEVVI RPSPVWVTLPGPI LSNFPQHSAVGAVGA
Cp_Bet a- Q18 MIESSLCYPECGVARPCPVTGTONEPCVRQOQDSEVVI RPSPVWVTLPGPI L SNFPQHSAVGAL GA
Cp_Bet a- Q19 MIESSLCYPECGVAQPCPVTGTONEPCVRQOQDSEVVI RPSPVWVTL PGPl MSHYTQESVWGALGA
Cp_Bet a- 06 MIESSLCYPECGVARPSPVTGSCNEPCVRQOQDSQUVVI RPSPVWVTL PGPl NSNFPQHSAVGAVGA
Cp_Beta- O7 MIESSLCYPECGVARPSPVTGSCNEPCVRQOQDSQUVI RPSPVWVTL PGPl NBNFPQHSAVGTVGA
Cp_Beta- C8 MIESSLCYPECGVAQPSPVTGSCNEPCVRQUPDSQUVI RPSPVWMILPGPI LSNFPQHSVVGAVGA
Cp_Bet a- B2 MBCYGLRNI PCEVPRPTPAAVTYNEPCVI QOPDSI FESDSPPG Al | PGPl LTTFPHYSWETSPL
Cp_Bet a- B1 MBFNGPQT GAQGSL PCGVKCSEPYI ATASEPCVWKCKDSRVI | YPPPVWVTFPGPI LTTCPQESI VASSGP
Cp_Bet a- B36 MBFNGVPCNDQCHNPCEVTCPQPI VNSSNGPOWSCGDSRWI YPPPVWVTFPGPI LSTCPQDS| VGSSAA
Cp_Bet a- B10 MBSHRQLVSPRCATPWEVTCPQPGANI CSQPCVTSCEDSRVMYYAPPVWVAFPGPI LSTCPQKSI TGSEVP
Cp_Bet a- B6 MBSYRQLONTQCYAPCNVTCPRPFVDACNEPCFTSCGDSSAVL YPPPVI VRFPGPI LATCPQESWGSSAP
Cp_Bet a- B7 MBSYRQLCNTQCYAPCNVTCPRPFVDACNEPCFTSCGDSSAVL YPPPVI VRFPGPI LATCPQESVWGSSAP
Cp_Bet a- B8 MBFCRDL CKYPSYPSCDVTCPQPFVDACNGPCVTSCGDSSVWYPPPVWVRFPGPI LATCPQESWGSSEP

Cp_Bet a- B3 MFSDEEFFYKNKQPQKPQKGQNPCL PQKKPKPCPPQKVPCTPKPPRCPTYPPY! PPPRPCPPQYPS| - CPQPY! GYWKEPCVTECGDSTAVWFAPPVWVNFPGPTLATCPQDSWGSSL P
Cp_Beta- B4 MESDEEFVWKSQQP QKPOREONPCEPQRK PKPEPPQRYPCTPKPERERTIPRY! PPPRPCPPQYPS! - WPQPY! GYWNEPCVTECGDSTAVWFAPPVWYNFPGPTLATCPQDSWGSSLP
Eo_Bet a- B4* MESDEERSYKSQORH PQKGONPCLPQKE TKPCPPOKVPCPPKRPPCPKYPPCI PYPRPCPPQYPSI - CPNHILGSGTNRVSQNAVTRLQSSLHHWLS

Cp_Bet a- B14 MBSSKDLCYPRPPCYPDI - CPNPYVDAWNEPCVTSCGDSSAVWYAPPVWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B19 MBSSKALCYPRPPCYPDI - CPDPYVDAWNEPCVTSCGDSSAVVYAPPVWVRFPGPI LATCPQDSI VGSTLP
Eo_Bet a- B19 MSSSKAL CYPRPPCYPDI - CPDPYVDACNEPCVTSCGDSSAVWYAPPVLVRFPGPI LATCPQDS

Cp_Bet a- B21 MBSSKALCYPRPPCYPDI - CPDPYVDAWNEPCVTSCGDSSAVWYAPPWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B15 MBSSKALCYPRPPCYPDI - CPDPYVDACNEPCVTSCGDSSAVWYAPPVWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B16 MBSSKALCYPRPPCYPDI - CPDPYVDACNEPCVTSCGDSSAVWYAPPWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B17L MBSSKALCYPRPPCYPDI - CPDPYVDACNEPCVTSCGDSSAVWYAPPWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B17 MBSSKALCYPRPPCYPDI - CPDPYVDACNEPCVTSCGDSSAVWYAPPWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B20 MBSSKALCYPRPPCYPDI - CPNPYVDACNEPCVTSCGDSSAVWYAPPWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B18L MBSSKALCYPRPPCYPDI - CPNPYVDAWNEPCVTSCGDSSAVWYAPPWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B18 MBSSKDLCYPRPSCYPDI - CPNPYVDAWNEPCVTSCGDSSAVWYAPPVWVRFPGPI LSTCPQDSWGSTLP
Cp_Bet a- B22 MBSSKAL CYPRPPCYPDI - CPDPYVDAWNEPCVTSCGDSSAVWYAPPVWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B23 MBSSKAL CYPRLPCHPDI - CPNPYVDAWNESCVTSCGDSSAVWYAPPVWVRFPGPI LATCPQDSWGSTLP
Cp_Bet a- B11 MBSCKDL SCRPSPCYPDI - CPDPCVWARNEPCI TSCADSTAWYPPPVSVLFPGPI LSSSPQHSLVGSTLP
Cp_Bet a- B12 MBSCKDL SCRPSPCYPDI - CPDPCVWARNEPCI TSCADSTAWYPPPVSVLFPGPI LSSSPQHSWGSTLP
Cp_Bet a- B13 MBSCKDL SCRPSPCYPDI - CPDPCVWARNEPCI TSCADSTAWYPPPVSVLFPGPI LSSCPQHSLVGSTLP
Cp_Bet a- B28 MSCCPPQDCI PDI - CPCPYI DVRNEPCI SSCGDSTAVWYAPPWVNFPGPTNVATCPQDSFI GTSLP
Cp_Bet a- B29 MBYCPPQDCI PDI - CPRPYI DVCNEPCl SSCGDSNAVWFAPPWVRFPGPTNVATCPQDSI VGSSLP
Cp_Bet a- B30 MBYCPPQDCI PDI - CPRPYI DVCNEPCl SSCGDSNAVWFAPPWVRFPGPTNVATCPQDSI VGSSLP
Cp_Bet a- B31 MBYCPPQDCI PDI - CPRPYI DVCONEPCI SSCGDSTAVWFAPPWVRFPGPTNVATCPQDSFVGSSLP
Cp_Bet a- B32 MBYCPPQDCYPDI - CPRPCI DVRNEPCISSCGDS[TAVVYAPPWVRFPGPTNVATCPQDSFVGSSLP
Eo_Bet a- B32 MXYCPPQDCYPDI - CPRPCI DVRNEPCI SSCGDSTAV

Cp_Bet a- B33 MBYCPPQDCYPDI - CPRPCI DVRNEPCI SSCGDSTAVWYAPPWVRFPGPTNVATCPQDSFVGSSLP
Cp_Bet a- B34 MI'YCPPQDCYPDI - CPRPCI DVRNEPCI SSCGDSTAWFAPPVWVRFPGPTVATCPQDSFVGSSLP
Cp_Bet a- B35 MSYCPPQDCYPDI - CPRPCI DVRNEPCI SSCGDSTAWFAPPVWVRFPGPTVATCPQDSFVGTSLP
Cp_Bet a- B24 MFAEFLCWOPRPYCPDI - CPDPCAYVCNKPFVTSCGDSNGVWYAPPDVMVRFPGQAL TTCPQDSFVGTVGP
Cp_Bet a- B25 MBPVKDLCCQPGPYYPDI - CPDPCAYVCNEPCVTTCGDSNAVWFAPPVWVRFPGPTLATCPQDSFVGT SLP
Cp_Bet a- B26 MBPVKDLCYQPRPYCPDI - CPEPCAYVCNEPCVTTCGDSNAVWFAPPVWVRFPGPTLATCPQDSFVGT SLP
Cp_Bet a- B27 MBPVKDLCCQPRPYCPDI - CPDPCAYVCNEPCVTSCGDSSAVWFAPPVWVRFPGPTLATCPQDSFVGT SLP
Cp_Bet a- B5 MBSYEQLCNTQCYAPCNVTCPQPI VDTCNEPCI TSCSDSRAWYPPLI VWTFPGTLLSFCPQESVEESSAH
Cp_Bet a- B9 MBFYGDPARSQCYL PCEGT CQQPVANVCNEPW/RSGGDSRGVGYAPL VWVTFPGPSSQYL L SGKHDWNGTA

Supplementary Figure S19. EDC genes identified by sequencing cDNAs of E. orbicularis. (A) Nucleotide
sequences of cDNAs from EDC-related genes of E. orbicularis (Eo). The cDNAs were amplified from various
embryonic tissues (day 45) of E. orbicularis (see main text) and sequenced. In addition, the partial sequence of
EDPE, amplified from genomic DNA (gDNA) is included. (B) Amino acid sequences of EDC-proteins of E.
orbicularis (Eo). Amino acid residues are highlighted as in Suppl. Fig. S1. (C) Alignment of partial (N-terminal)
amino acid sequences of beta-keratins from E. orbicularis (Eo) and C. picta (Cp). Eo sequences (highlighted by
yellow shading) are inserted next to the most similar Cp sequence in which identical amino acid residues are
also highlighted. Conserved residues characteristic for individual beta-keratins or clusters of beta-keratins in C.
picta are highlighted by green shading. *The cDNA of Eo_Beta-B4 contained a frame shift (italics indicate
residues downstream of the frameshift). **, annotation based on nucleotide sequence alignment (not shown).
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Consensus

MBG- - - - - SSLCYPECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPl L SNFPQQSEVGAVGAPVWGAGYGGSFGL GAL YGYGGHYGGEL YAL GGEL GGYGGRYGYGGGYGG - - - LCGYGGRYGYGEL SGYGERYGGEL CGYGGEGYGGEGYGYGGACGSGYSCHR:- - YLSGSCTPC
MBG- - - - - SSLCYPECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWVTI PGPl L SNFPQQSEVGAVGAPVVGAGYGGSFGL GAL YGYGGHYGGEL YGYGGEL GGYGGRYGYGGGYGG - - - LCGYGGRYGYGEL SGYGERYGGEL CGYGGEGYGGEGYGYGGACGSGYSCHR:- - YLSGSCTPC
NVBC- - - - - SSLCYPECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWWTI PGPI L SNFPQQSEVGAVGAPVWGAGYGGSFGEL GEL YGYGGHYGAL YGYGEL GGYGERYGYGGEGYGGEGYGEL CGYGERYGYGGEL SGYGERYGEL CGYGEGYGEGYGYGGACGSGVSCHR- - YLSGSCTPC
NVBC- - - - - SSLCYPECGVARPSPVSGSCNEPCVRQCPDSEVI | RPSPVWWTI PGPI L SNFPQQSEVGAVGAPVWGAGYGGSFGAL GEL YGYGGHYGAL YGYGEL GGYGGERYGYGGEGYGEGYGEL CGYGERYGYGGEL SGYGERYGEL CGYGEGYGEGYGYGGACGSGVSCHR- - YLSGSCTPC

- - SSLCYPECGVARPSPVTGSSNEPCVRQCQDSQVVI NPSPVWMILPGPI L SNFPQHSVVGAVGAPVWGAGFGGSYGL GALNGSGGHYGEL SAL GGYGGY- - - - GALCGSGVSCHR- - YLSGSCGPC

- - SSLCYPECGVARPSPVTGSCNEPCVRQCQDSQVVI RPSPVWVTLPGPI MBNFPQHSAVGT VGAPVVGAGFGGSYEL GALNGSGEQYGCEL SALGGYGGEY- - = = = = = = = = = m = m o m oo e e e oo m e e e oo e e e oo o GGLCGSGVSCHR- - YLSGSCGPC

- - - - SSLCYPERGVARPCPVTGTCNEPCVRQCPDSEVVI QPSPVWVTI PGPl L SNFPOHSAVGAVGAPVVGPGFGGSFGHGEG YGYGGEL YGAL YGLGGYGGYGERYGYGAWG - - - - == === m = - m o m o m e - o HGGYCGYPGLYG - - - YGELWGYGGYGRR- - YLGGRCGTC

M S- - - - - SSLCYPECGVARPCPVTGT CNEPCVRQCPDSEVVI QPSPVWWTI PGSI L SNFPQHSAVGAL GAPVWGPGFGGSFGYGG YGYGAEL YGAL YGLGGYGGYGGHYGYGA WG - - - - - === == == - - o m e o - - HGGYCGYPGLYG - - - YGELWGYGGYGRR- - YLGGRCGTC
M S- - - - - SSLCYPECGVARPCPVTGT CNEPCVRQCQDSEVVI SPSPVWWTPPGPI L SNFPCHSAVGAVGAPVWGPGFGGSFGHEG YGYGAEL YCAL YGLGEYGGYCGHYGYGAMMG: - - - = - = - = === - - oo e e o - - HGGYCGYPGLYG - - - YGALWGYGGYGRR- - YLGGRCGTC
----- SSLCYPECGVARPCPVTGTCNEPCVRQCPDSEVVI RPSPVWWTLPGPI L SNFPQHSGVGAVGAPVWGPGFGGSFGHGG YGYGEL YGAL YALGGYGGYGEHYGYGAWG- - - - - - - - = = - = - = - = - - - - - - - - HGGYCGYPGLYG - - - YGELWGYGGYGRR- - YLGGRCGTC

- - SSLCYPECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI NBNFPOHSGVGAVGAPVVGPGFGGSFGHGG FGYGGEL YGGEL YGL GGYGGYGGHCGYGAEAL WG - HGGYCGYPGLYG - - - YGALWGYGGYGRR- - YLGGRCGTC

- - SSLCYPECGVARPCPVTGTCNEPCVRQCPDSEVVI RPSPVWTLPGPI L SNFPQHSAVGAVGAPVWGPGFGGSFGHGG YGYGGEL YGAL YL GGYGGYGGHYGYGEL WG - HGGYCGYPGEYG - - - YGALWGYGGYGRR- - YLGGHCWPC

----- SSLCYPECGVARPCPVTGTCNEPCVRQCPDSEVVI RPSPVWWTLPGPI L SNFPQHSGVGAVGAPVWGPGFGGSFGHGG YGYGEL YGAL YALGGYGGYGERYGYGA WG - - - - - = - = - - = - = - = - - - - - - - - HGGYCGYPGLYG - - - YGELWGYGGYGRR- - YLGGHCWPC
----- SSLCYPECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPGPI L SNFPQHSGVGAL GAPVWGPGFGGSFGHGG FGYGAL YGAL YALGGYGGYGERYGYGAWG- - - - - - - - == - = - = - = - - - - - - - - HGGYCGYPGLYG - - - YGGLLGYGGYGRR- - YLGGRCGPC

- - SSLCYPECGVARPSPVTGTCNEPCVRQCPDSEVVI RPSPVWTLPGPI L SNFPQHSGVGAVGAPVWGPGFGGSFGHGG YGYGGEL YGAL YALGRLGGYGGRYGYGELLG -
- - SSLWYPECGVARPSPVTGSSNEPCVRQCPDSEVVI RPSPVWVTLPGPI LSNFPQESEVAAI GAPVVGAGFGGSFGL GAL YGYGGHNGGL YGLGRLGGYRALYGYGGELLG -
- - SSLCYPECGVARPSPVTGSSNEPCVRQCPDSEVVI RPSPVWVTLPGPI L SNFPQESEVAAVGAPVVGAGFGGSFGL GAL YGYGGHYGGEL YGLGRLGGYRALYGYGRLLG: -
- - SSLCYPECGVARPSPVTGSSNEPCVRQCPDSEVVI RPSPVWTFPGPI L SNFPQQSKVAAVGAPVVGAGFGGSFSL GRL YGYGGHYGGELHGEL GGYGGYGVLYGYGELLG -
- - SSLCYPECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI NBNFPOHSGVGAVGAPVVGPGFGGSFGHGG: LGYGGEL YGGEL YAL GGYGGYGGHYGYGEL GG -
- - SSLCYPECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI NBNFPOHSGVGAVGAPVVGPGFGGSFGHGG: LGYGGEL YGGEL YALGGYGGYGGHYGYGEL GG - Y- -L----GGYG - - - YGGLCGSGVSCHR- - YLSGNCGPC
- - SSLCYPECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWTLPGPI MNSNFPCQHSGVGAI GAPVWGPGFGGSFGHGG FGYGGEL YGAELHAEL GGYGGYGGHYGYGEL GG - Y--L----GGYG - - - YGALCGSGVSCHR- - YLSGNCGPC

----- SSLCYPECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPGPI MBNFPQHSGVGAVGAPVWGPGFGGSFGHEG YGYGAL YCAL YALGGYGEYCEHYGYGALGG - - - - - - === === === - === - - - - Y- - L- - - - GGYG - - - YGEALCGSGVSCHR- - YLSGNCGPC

----- SSLCYPECGVARPSPVTGTCNEPCVRQCQDSEVVI RPSPVWWTLPGPI MBNFPQHSGVGAVGAPVWGPGFGGSFGRGG FGYGAEL YGAL YALGGYGGYGEHYGYGALGG - - - - - - === === =-=-=------Y--L- - - - GGYG - - - YGGLCGSGLSCHR- - YLSGNCGPC
M S- - - - - SSLCYPECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI L SNFPQHSAVGAL GAPVVGPGFGGSFGHGG- FGYGGEL YCEL YGLGGYGGYGERYGYGALYG - FGGEL- - - - GGYG - - - YGALCGSGVSCHR- - YLSGNCGPC
M S- - - - - SSLCYPECGVARPCPVTGTCNEPCVRQCQDSEVVI RPSPVWVTLPGPI L SNFPQHSAVGAVGAPVVGPGFGGSFGHGG- FGYGGEL YCGEL YGLGGYGGYGERYGYGAELYG - FGGL- - - - GGYG - - - YGALCGSRLSCHR- - YLSGNCGPC

YGGHCGYPALYG: - - - YGALWGYGGYGRR- - YLSGYCGPC
HGGYCGYPGLYG - - - YGALWGYGGYGRR- - YLGGYCGPC
HGGYCGYPGLYG - - - YGALWGYGGYGRR- - YLGGYCGPC
YGGHCGYPALYG: - - - YGALWGYGGYGCR- - HLDGYCGSC
Y--L----GGYG - - - YGGLCGSGVSCHR- - YLSGSCGPC

MIF- - - - - SSLCYPECGVARPCPVTGTRNEPCVRQUPDSEVWI RPSPVWVTLPGPI L SNFPQHSAVGAVGAPVVGPGFGGSFGHGG- YGYGGL YGAL YGL GGYGGYGERYGYGGELYG - - - === === mmm oo e e e oo - FGGL- - - - GGYG - - - YGALCGSGVSCHR- - YLSGNCGPC
MTF- - - - - SSLCYPECGVARPCPVTGTCNEPCVRQUQDSEVVI RPSPVWVTLPGPI L SNFPCHSAVGAL GAPVVGPGFGGSFGHGAL YGYGGL YGOWOGL GGYGGYCGPYGYGALGG - - - - - = === - - = m - oo o - - Y--L----GCYG - - - YGE CGSGVSCHR- - YLSGSCGPC
M - - KSLCPPRCHPYPDI - CPEPCARVCNEPCVTSCGDSTAVVYAPPVAVRFPGPI LATCPQESI VGS- S- - - EPLG GSATGYGGSNLSVSSYGYRPSLGYGGSSGSQSLNSFR- - - - = - - - m e e e e e e e e o RSYTSGVSSVSRGGSDPCSSRW.MWG- - - - CGPRPTQQH
VBFCRDL CPSPSYPACQVTCPQPFVDACNGPCVTSCGDSTAVWYPPPVI VNFPGPI LATCPQESI VGS- S- - - EPLG GSAI GYGGSNLSVSSYGYRPSLGYGGSSGSQSLNSLR- - - - = - - - m e e e e e e e o RSYTSGVSSVGRGGSDPCSSRW.MWG- - - - CGPRPTQQH
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Supplementary Figure S20. Alignment of amino acid sequences of turtle beta-keratins described in the present study and those investigated in
previous gene expression studies. Amino acid sequences of beta-keratins from Pseudemys nelsoni (Ps, yellow) (Dalla Valle et al., 2009) and
Apalone spinifera (As, grey) (Dalla Valle et al., 2013) were aligned with sequences of beta-keratins from C. picta (Cp, green) and P. sinensis (Ps,
blue) (Supplementary Figures S1 and S2). The alignment was made with the Multalin algorithm. Red fonts, >90% conserved; blue fonts, >50%

conserved.
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Supplementary Figure S21. Scenario for changes of the EDC during the evolution of soft-shelled turtles. The
presence and absence of EDC genes in the various clades of terrestrial vertebrates (Strasser et al. 2014; this
study) and application of the principle of parsimony was used to infer features of the EDC as well as gene origin
and loss events during the evolution of turtles. Fossil evidence suggests that a hard shell was a basal trait in the
evolution of all extant turtles (Gaffney, 1990; Li et al. 2008; Lyson et al. 2014). Abbreviations are explained in
the main text. Note that the current model is built on data from a limited set of species. In-depth analyses of
the EDC in further genomes, especially among turtles as well as birds and crocodilians (together indicated as
Archosaurs), will allow refinements of this model.
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Supplementary Table S1
Tentative abbreviations and full names of EDC genes in Chrysemys picta

Species

Gene name abbreviation

Full gene name

Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta
Chrysemys picta

Crnn
EDAA1
EDAA2
EDAA3
EDAA4
EDAA5
EDAA6
EDAA7
EDAAS8
EDAA9
EDAA10
EDAAl11l
EDAA12
EDAA13
EDAA14
EDAA1S5
EDAA16
EDAA17
EDAA18
EDAA21
EDAA22
EDbetal
EDbeta2
EDKM
EDP1
EDP2
EDP3
EDPCV1
EDPCV2
EDPCV3
EDPCV4
EDPCV5
EDPCV6
EDPCV7
EDPCV8
EDPCV9
EDPCV10
EDPCV11
EDPCV12
EDPCV13
EDPCV14
EDPCV15
EDPE
EDPL1
EDPQ1
EDPQ2
EDQL
EDQM1
EDQM2
EDQM3
EDQM4
EDQM5
EDQM6
EDQM7
EDQMS8
EDWM
EDYM1
Lor
Pglyrp3
Scfn

Cornulin

Epidermal Differentiation protein rich in Aromatic Amino acids 1
Epidermal Differentiation protein rich in Aromatic Amino acids 2
Epidermal Differentiation protein rich in Aromatic Amino acids 3
Epidermal Differentiation protein rich in Aromatic Amino acids 4
Epidermal Differentiation protein rich in Aromatic Amino acids 5
Epidermal Differentiation protein rich in Aromatic Amino acids 6
Epidermal Differentiation protein rich in Aromatic Amino acids 7
Epidermal Differentiation protein rich in Aromatic Amino acids 8
Epidermal Differentiation protein rich in Aromatic Amino acids 9
Epidermal Differentiation protein rich in Aromatic Amino acids 10
Epidermal Differentiation protein rich in Aromatic Amino acids 11
Epidermal Differentiation protein rich in Aromatic Amino acids 12
Epidermal Differentiation protein rich in Aromatic Amino acids 13
Epidermal Differentiation protein rich in Aromatic Amino acids 14
Epidermal Differentiation protein rich in Aromatic Amino acids 15
Epidermal Differentiation protein rich in Aromatic Amino acids 16
Epidermal Differentiation protein rich in Aromatic Amino acids 17
Epidermal Differentiation protein rich in Aromatic Amino acids 18
Epidermal Differentiation protein rich in Aromatic Amino acids 21
Epidermal Differentiation protein rich in Aromatic Amino acids 22
Epidermal Differentiation protein beta (beta-keratin) 1

Epidermal Differentiation protein beta (beta-keratin) 2

Epidermal Differentiation protein containing a KKLIQQ Motif

Epidermal Differentiation protein rich in Proline 1

Epidermal Differentiation protein rich in Proline 2

Epidermal Differentiation protein rich in Proline 3

Epidermal Differentiation protein rich in Proline, Cysteine and Valine 1
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 2
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 3
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 4
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 5
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 6
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 7
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 8
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 9
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 10
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 11
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 12
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 13
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 14
Epidermal Differentiation protein rich in Proline, Cysteine and Valine 15
Epidermal Differentiation protein rich in Proline and glutamic acid (E)
Epidermal Differentiation Proline-rich protein, close to Loricrin, 1
Epidermal Differentiation protein rich in Proline and glutamine (Q) 1
Epidermal Differentiation protein rich in Proline and glutamine (Q) 2
Epidermal Differentiation protein rich in glutamine (Q), close to Loricrin
Epidermal Differentiation protein containing a glutamine (Q) Motif 1
Epidermal Differentiation protein containing a glutamine (Q) Motif 2
Epidermal Differentiation protein containing a glutamine (Q) Motif 3
Epidermal Differentiation protein containing a glutamine (Q) Motif 4
Epidermal Differentiation protein containing a glutamine (Q) Motif 5
Epidermal Differentiation protein containing a glutamine (Q) Motif 6
Epidermal Differentiation protein containing a glutamine (Q) Motif 7
Epidermal Differentiation protein containing a glutamine (Q) Motif 8
Epidermal Differentiation protein containing WYDP Motif

Epidermal Differentiation protein containing Y Motif 1

Loricrin

Peptidoglycan recognition protein 3

Scaffoldin

NOTE - Genes of the main beta-keratin gene cluster and S100A genes are not included here.



Suppl. Table S2A
Western painted turtle Chrysemys picta bellii EDC and related genes

Expression confirmed by

Gene Accession nr. CDSstart CDSend RNA-seq data
S100A1 NW_007281429.1 14272 17371 yes
S100A13 NW_007281429.8 34709 36274 yes
S100A14 NW_007281429.7 38691 41083 yes
S100A4-like NW_007281429.6 76480 78681 no
S100A2-like 1 NW_007281429.5 83904 84560 no
S100A2-like 2 NW_007281429.5 92858 95973 no
S100A4 NW_007281429.4 99204 100383 yes
S100A5 NW_007281429.3 105793 106688 yes
S100A6 NW_007281429.2 108926 110289 yes
S100A7 NW_007281429.1 130785 131826 yes
S100A12 NW_007281429.0 919813 921972 yes
PGLYRP3 NW_007281429.1 945790 948573 yes
EDKM NW_007281429.1 956038 956573 yes
EDQM1 NW_007281429.1 966063 965767 no
EDQM2 NW_007281429.1 977351 977064 no
EDQM3 NW_007281429.1 980759 981055 no
EDQM4 NW_007281429.1 985624 985325 no
EDQM5 NW_007281429.1 989554 989850 no
EDQM6 NW_007281429.1 994595 994299 no
EDQM7 NW_007281429.1 997887 998183 no
EDQMS8 NW_007281429.1 1002794 1002498 no
EDWM NW_007281429.1 1011168 1010626 no
EDQL NW_007281429.1 1018639 1018421 no
LOR-partial NW_007281429.1 1025940 1024173 no
EDPL1 NW_007281429.1 1049594 1049397 no
EDYM1 NW_007281429.1 1058038 1057526 no
EDAA1 NW_007281429.1 1089591 1089310 no
EDAA2 NW_007281429.1 1096092 1096304 no
EDAA3 NW_007281429.1 1101495 1101277 no
EDAA4 NW_007281429.1 1175917 1176147 no
EDAAS NW_007281429.1 1183381 1183160 no
EDAAG6 NW_007281429.1 1188493 1188705 no
EDAA7 NW_007281429.1 1194163 1193942 no
EDAAS8 NW_007281429.1 1203066 1202806 no
EDAA9 NW_007281429.1 1209101 1209331 no
EDAA10 NW_007281429.1 1302661 1302413 no
EDAA11l NW_007307341.1 608 378 n.a.
EDAA12 NW_007306063.1 608 378 n.a.
EDAA13 NW_007295621.1 671 901 n.a.
EDAA14 NW_007286563.1 4325 4095 n.a.
EDAA15 NW_007284381.1 11696 11926 n.a.
EDAA16 NW_007284381.1 5762 5532 n.a.
EDAA17 NW_007284381.1 1172 1393 n.a.
EDAA18 NW_007286375.1 5287 5508 n.a.
EDAA19 NW_007282178.1 8553 8332 no
EDAA20 NW_007282178.1 17818 17597 no
EDAA21 NW_007282178.1 24458 24679 no
EDAA22 NW_007284676.1 2449 2670 n.a.
EDP1 NW_007281429.1 1745592 1745020 no
EDP2 NW_007281429.1 1758947 1758441 no
EDPE NW_007281429.1 1772376 1773518 no
EDP3 NW_007281429.1 1778600 1778418 yes
EDPQ1 NW_007281429.1 1784025 1784378 yes
EDPQ2 NW_007281429.1 1791904 1792283 yes
EDPCV1 NW_007281429.1 1796867 1796439 no
EDPCV2 NW_007281429.1 1803508 1803780 no
EDPCV3 NW_007281429.1 1813639 1814222 no
EDPCV4 NW_007281429.1 1820502 1820137 no
EDPCV5 NW_007281429.1 1825113 1825448 no
EDPCV6 NW_007281429.1 1832160 1831816 no
EDPCV7 NW_007281429.1 1836997 1837419 yes
EDPCV8-partial NW_007281429.1 1854445 <1854179 yes
EDPCV9 NW_007281429.1 1858298 1858651 no
EDPCV10 NW_007281429.1 1865591 1865271 yes
EDPCV11 NW_007328050.1 366 704 n.a.
EDPCV12 NW_007301624.1 43 387 n.a.
EDPCV13 NW_007284487.1 1526 1984 n.a.
EDPCV14 NW_007283637.1 1802 2254 n.a.
EDPCV15 NW_007283637.1 11177 11569 n.a.
CRNN NW_007281429.1 1889578 1892139 no
SCFN-partial NW_007281429.1 1905413 1919585 yes
S100A11 NW_007281429.1 1926091 1930102 yes

Notes - CDS, coding sequence; n.d., not determined; n.a. not applicable.

The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.
Contigs of EDAA11 and EDAA12 have 98% identical nucleotide sequences and identical beginning.
Beta-keratin genes are not included here.



Suppl. Table S2B
Western painted turtle Chrysemys picta bellii beta-keratin genes

Gene Accession nr. CDS start CDS end

EDbetal NW_007281429.1 1068086 1067787
EDbeta2 NW_007281429.1 1073627 1073328

Beta-Al NW_007281429.1 1221404 1221946
Beta-A2 NW_007281429.1 1227812 1227300
Beta-A3 NW_007281429.1 1232913 1232557
Beta-A4 NW_007281429.1 1238857 1239357
Beta-A5 NW_007281429.1 1244817 1244311
Beta-A6 NW_007281429.1 1255598 1255074
Beta-A7 NW_007281429.1 1262738 1263268
Beta-A8 NW_007281429.1 1266045 1265725
Beta-A9 NW_007281429.1 1272115 1272609
Beta-A10 NW_007281429.1 1277733 1277368
Beta-B1 NW_007281429.1 1311841 1311398
Beta-B2 NW_007281429.1 1323678 1323409
Beta-B3 NW_007281429.1 1358869 1359462
Beta-B4 NW_007281429.1 1363692 1363099
Beta-B5 NW_007281429.1 1392765 1392532
Beta-B6 NW_007281429.1 1400809 1400411
Beta-B7 NW_007281429.1 1414967 1414569
Beta-B8 NW_007281429.1 1426768 1426361
Beta-B9 NW_007281429.1 1431942 1432160

Beta-B10 NW_007281429.1 1452827 1452231
Beta-B11 NW_007281429.1 1463460 1462954
Beta-B12 NW_007281429.1 1473077 1473625
Beta-B13 NW_007281429.1 1479472 1479942
Beta-B14 NW_007281429.1 1493090 1493488
Beta-B15 NW_007281429.1 1504652 1505050
Beta-B16 NW_007281429.1 1516699 1517097
Beta-B17 NW_007281429.1 1532013 1532411
Beta-B18 NW_007281429.1 1536315 1535917
Beta-B19 NW_007281429.1 1540929 1541327
Beta-B20 NW_007281429.1 1547570 1547172
Beta-B21 NW_007281429.1 1551278 1551676
Beta-B22 NW_007281429.1 1555985 1555575
Beta-B23 NW_007281429.1 1563465 1563863
Beta-B24 NW_007281429.1 1568853 1568296
Beta-B25 NW_007281429.1 1584967 1584521
Beta-B26 NW_007281429.1 1592788 1593246
Beta-B27 NW_007281429.1 1630944 1630501
Beta-B28 NW_007281429.1 1641756 1641259
Beta-B29 NW_007281429.1 1646851 1646348
Beta-B30 NW_007281429.1 1655316 1655819
Beta-B31 NW_007281429.1 1661046 1660543
Beta-B32 NW_007281429.1 1673002 1672484
Beta-B33 NW_007281429.1 1685593 1685051
Beta-B34 NW_007281429.1 1698616 1698074
Beta-B35 NW_007281429.1 1708560 1707973
Beta-B36 NW_007281429.1 1730188 1729709

Beta-All1l NW_007295316.1 298 858
Beta-AllL2 NW_007283747.1 10082 10642
Beta-B17L NW_007357687.1 90 488
Beta-B18L NW_007351657.1 996 1394
Beta-O1 NW_007281530.1 1866927 1866487
Beta-02 NW_007281530.1 1878475 1878915
Beta-03 NW_007284315.1 7904 8452
Beta-O4 NW_007306927.1 879 439
Beta-05 NW_007307261.1 919 479
Beta-06 NW_007284788.1 1495 1127
Beta-O7 NW_007281980.1 49619 49987
Beta-O8 NW_007284421.1 6417 6785
Beta-09 NW_007299123.1 79 498
Beta-010 NW_007337571.1 2687 2268
Beta-O11 NW_007282030.1 33208 33627
Beta-012 NW_007282723.1 2923 3342
Beta-O13 NW_007285688.1 649 1068
Beta-O14 NW_007282723.1 44024 44443
Beta-O15 NW_007284434.1 3624 4061
Beta-016 NW_007283772.1 13629 13192
Beta-O17 NW_007282173.1 68401 68838
Beta-018 NW_007282173.1 8154 7732
Beta-019 NW_007282030.1 80425 80865
Beta-020 NW_007286070.1 2133 2570
Beta-021 NW_007285023.1 9662 9225
Beta-022 NW_007284070.1 9973 9536
Beta-023 NW_007282723.1 20021 20458
Beta-024 NW_007283734.1 7236 7673
Beta-025 NW_007285589.1 4598 4161
Beta-026 NW_007284118.1 2918 3325
Beta-027 NW_007282340.1 53526 53119
Beta-028 NW_007305077.1 418 843
Beta-029 NW_007286872.1 295 720

Note - CDS, coding sequence.



Suppl. Table S2C
Western painted turtle Chrysemys picta bellii partial beta-keratin genes

Gene Accession nr. CDS start CDS end

Beta-pl ~ NW_007281429.1 1288079 >1288360
Beta-p2  NW_007281429.1 1297097  >1297471
Beta-p3  NW_007281429.1 1610400 >1610771
Beta-p4  NW_007309963.1 717 >998

Beta-p5  NW_007281530.1 1835247  >1834948
Beta-p6  NW_007281530.1 1877180 1877467

Beta-p7  NW_007284266.1 6219 >6746
Beta-p8  NW_007312745.1 602 >928
Beta-p9  NW_007303124.1 779 >1243
Beta-pl0 NW_007284082.1 5517 >6053
Beta-pll NW_007305201.1 <3 521
Beta-pl2 NW_007282030.1 14653 >14895
Beta-p13 NW_007282340.1 19970 <19728
Beta-pl4 NW_007282340.1 63694 <63356
Beta-pl5 NW_007301237.1 >1339 935
Beta-pl6 NW_007297142.1 <1 375
Beta-pl7 NW_007299554.1 <1 255

Notes - CDS, coding sequence.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S3

Green sea turtle Chelonia mydas EDC related genes

Gene Accession nr. CDS start CDS end
S100A12 NW_006666501.1 68848 66632
PGLYRP3 NW_006666501.1 49058 46106
EDKM NW_006666501.1 39190 39044
EDQM1 NW_006666501.1 26343 26564
EDQM2 NW_006666501.1 12945 13202
EDQM3 NW_006666501.1 7329 7072
EDQM4-partial  NW_006581571.1 91560 91589
EDWM NW_006581571.1 87240 87761
EDQL-partial NW_006581571.1 72904 73211
LOR-partial NW_006581571.1 65336 66987
EDPL1mut NW_006581571.1 40144 40500
EDYM1 NW_006581571.1 30097 30603
EDbetal NW_006581571.1 20666 20965
EDbeta2 NW_006581571.1 15641 15940
EDAA1 NW_006618844.1 12655 12425
EDAA2-partial NW_006605119.1 6741 >6935
EDAA3 NW_006605119.1 11428 11207
EDAA4 NW_006605119.1 20822 20583
EDAA10-like NW_006579794.1 125068 125316
EDAAO1 NW_006654175.1 672005 672229
EDAAO2-partial NW_006706580.1 207 >320
Beta-Al-like NW_006605119.1 40249 40734
Beta-B36-like NW_006589899.1 22435 21983
EDP1 NW_006589899.1 36953 36543
EDP2 NW_006589899.1 50928 50416
EDP3 NW_006620999.1 6565 6756
EDP3L-partial NW_006593002.1 <2 184
EDPCV1 NW_006612892.1 2974 2603
EDPCV2 NW_006612892.1 8093 8410
EDPCV3 NW_006612892.1 16189 15863
EDPCV4-fused NW_006612892.1 24874 24455
EDPCV5 NW_006612892.1 28308 28580
EDPCV6 NW_006612892.1 36193 36510
EDPCV7-partial NW_006640425.1 475 >624
EDPCV8 NW_006579140.1 724 365
EDPCV9 NW_006647290.1 3758490 3758747
CRNN NW_006647290.1 3732282 3729834
SCFN NW_006647290.1 3714784 3705629
S100A11-partial NW_006647290.1 >3685053 3684187

Notes - CDS, coding sequence.

The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.
Only the first and the last gene of the main beta-keratin cluster are indicated.



Suppl. Table S4A
EDC genes and related genes of Pelodiscus sinensis

Expression confirmed by

Gene Accession nr. CDS start CDS end RNA-seq data
S100A12-partial NW_005853395.1 40971 <40149 yes
PGLYRP3 NW_005853395.1 8585 4835 no
EDKM-partial NW_005856649.1 1542 >2160 yes
EDQM1 NW_005856649.1 >14845 14759 yes
EDQM2 NW_005856649.1 29466 29140 yes
EDQL NW_005856649.1 38597 38379 yes
Lor-partial NW_005856649.1 49344 <49066 yes
EDPL1 NW_005856649.1 75700 75299 yes
EDYM1 NW_005856649.1 87919 87407 yes
EDAA1l-partial NW_005856649.1 <124860 124940 yes
EDAA2-partial NW_005855424.1 <4987 5067 yes
EDAA3-partial NW_005855424.1 25646 25443 yes
EDAA4-partial NW_005855424.1 32648 32852 yes
EDAAS NW_005855424.1 43933 44142 yes
EDAAG6 NW_005855424.1 50778 50557 yes
EDAA7 NW_005857151.1 897 1121 yes
EDAAS NW_005853100.1 1125816 1125706 no
EDP1A-partial NW_005854020.1 39149 38495 yes
EDP1B NW_005854020.1 43373 42675 yes
EDP2 NW_005854020.1 60896 60405 yes
EDP4 NW_005854020.1 87726 86956 yes
EDP5 NW_005854020.1 99701 99126 yes
EDP6 NW_005854020.1 104798 106018 yes
EDPCV1 NW_005856448.1 38543 38836 yes
EDPCV2 NW_005856448.1 10144 10548 yes
EDPCV3 NW_005856448.1 2730 3032 no
EDPCV4 NW_005854374.1 35445 35128 yes
SCFN exon 2 NW_005854801.1 1094 957 yes
SCFN exon 3 NW_005852012.1 115937 112076 yes
S100A11l-partial NW_005852012.1 >91333 91160 yes

Notes - n.a., not applicable; n.d., not determined. For beta-keratin genes, see Suppl. Table S4B.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.
SCFN exon 3 was partially re-sequenced and found to lack premature stop codons.

The amino acid sequence of Ps_SCFN (Fig. S2B) differs from the translation of NW_005852012.1.



Suppl. Table S4B
Beta-keratin genes of Pelodiscus sinensis

Gene Accession nr. CDS start CDS end
EDbetal NW_005856649.1 98695 98399
betal NW_005855424.1 63829 64257
beta2 NW_005855424.1 69435 69043
beta3 NW_005855424.1 77992 78390
betad NW_005855424.1 85432 85040
beta5 NW_005855424.1 96312 96704
betab NW_005855424.1 103633 103241
beta7 NW_005859062.1 6208 5948
beta8 NW_005859062.1 12458 12084
beta9 NW_005859062.1 21403 21789
betall NW_005859062.1 28806 28432
betall NW_005859062.1 32967 33365
betal2 NW_005859062.1 38336 37962
betal3 NW_005859062.1 44144 44542
betald NW_005859062.1 50063 50461
betals NW_005859062.1 55226 54819
betal6 NW_005859062.1 98548 98985
betal7 NW_005859062.1 129236 128580
betal8 NW_005859062.1 134400 134996
betal9 NW_005856726.1 57244 56828
beta20 NW_005856726.1 70492 70223
beta2l NW_005856726.1 75358 75089
beta22 NW_005856726.1 109400 108828
beta23 NW_005856726.1 119265 118549
beta24 NW_005856726.1 131020 130457
beta25 NW_005856726.1 153300 151990
beta26 NW_005856726.1 164107 163331
beta27 NW_005856726.1 171808 172395
beta28 NW_005857404.1 2092 2496
beta29 NW_005857404.1 5648 6052
beta30 NW_005857404.1 12458 12066
beta31 NW_005857404.1 18761 19162
beta32 NW_005857404.1 29821 29429
beta33 NW_005857404.1 40813 40298
beta34 NW_005857404.1 48692 49084
beta35 NW_005857404.1 59580 59176
beta36 NW_005857404.1 66269 66673
beta37 NW_005857404.1 76424 76816
beta38 NW_005857404.1 82108 81620
beta39 NW_005857404.1 94016 93492
betad0 NW_005857404.1 99897 100355
betadl NW_005857404.1 103517 103909
beta4?2 NW_005857404.1 111063 111455
beta43 NW_005857404.1 122467 123066
betad4 NW_005857404.1 127548 127952
betad5 NW_005857404.1 135528 135010
betad6 NW_005857404.1 142059 142577
betad7 NW_005857404.1 154083 153523
betad8 NW_005857404.1 160552 161061
beta49 NW_005857404.1 171148 171696
beta50 NW_005857404.1 178202 178732
beta51 NW_005851315.1 6976 7437
beta52 NW_005851315.1 14859 15125
beta53 NW_005851315.1 19991 20437
beta54 NW_005851315.1 25942 26388
beta55 NW_005851315.1 29687 30031
beta56 NW_005851315.1 48842 49258
beta57 NW_005851315.1 66396 66842
beta58 NW_005851315.1 88113 88523
beta59 NW_005851315.1 97314 97571
betab0 NW_005851515.1 864 484
betabl NW_005851515.1 10845 11831
beta62 NW_005851515.1 22566 22147
beta63-partial NW_005851515.1 29766 >30206
betab4 NW_005851515.1 52402 52905
betab5 NW_005851515.1 72310 72825
betab6 NW_005851515.1 83793 83239
betab7 NW_005851515.1 93560 94084
beta68 NW_005851515.1 108705 109220
beta69 NW_005853269.1 45707 45216
beta70 NW_005853269.1 60041 59550
beta71 NW_005858327.1 3703 3116
beta72-partial NW_005858327.1 16881 >17297
beta73 NW_005856853.1 11358 10768
beta74 NW_005852318.1 1255 695
beta75-partial NW_005870254.1 <793 488
beta76 NW_005854020.1 23969 23571

Notes - n.a., not applicable; n.d. not determined.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Supplementary Table S5. Primers for RT-PCR analysis of Emys orbicularis

Exon in which

Orientation of primer

Scaffold containing the annealing site

Annealing site start

Annealing site end

Target gene(s) primer anneals relative to gene Primer sequence used for prm;irr:s:gn (Accession (Nucleotide number)  (Nucleotide number) Notes

Beta-Al exon 1 sense CTTCATCCCCTCGGTGAACTG NW_007281429.1 1220330 1220350

Beta-Al exon 2 anti-sense CGGCTCGTTGCAGCTGCCAGA NW_007281429.1 1221461 1221481 same anti-sense primer as for Beta-A4
Beta-A4 exon 1 sense CTTCAGCTCCTCAGTCAACTG NW_007281429.1 1237822 1237842

Beta-A4 exon 2 anti-sense CGGCTCGTTGCAGCTGCCAGA NW_007281429.1 1221461 1221481 same anti-sense primer as for Beta-Al
Beta-pl exon 1 sense CTTCATCTCCTCAGTGAACAC NW_007281429.1 1286991 1287011 gene not amplified in E. orbicularis
Beta-017-like exon 1 sense CTTCATCTCCTCAGTGAACAC NW_007282173.1 67319 67339 annealing with mismatches
Beta-pl exon 2 anti-sense AATTGGTCCTGGGATGGTTAC NW_007281429.1 1288211 1288231 gene not amplified in E. orbicularis
Beta-017-like exon 2 anti-sense AATTGGTCCTGGGATGGTTAC NW_007282173.1 68533 68553 annealing with mismatches
Beta-B8 exon 1 sense CTTCTTCTCCTCGGTGAACTG NW_007281429.1 1427463 1427443 gene not amplified in E. orbicularis
Beta-B32 exon 1 sense CTTCTTCTCCTCGGTGAACTG NW_007281429.1 1673882 1673862 annealing with mismatches
Beta-B8 exon 2 anti-sense GACAACTGGTGGTGGATAGAC NW_007281429.1 1426642 1426622 gene not amplified in E. orbicularis
Beta-B32 exon 2 anti-sense GACAACTGGTGGTGGATAGAC NW_007281429.1 1672894 1672874 annealing with mismatches
Beta-B19 exon 1 sense GACTTCATCCCCTTGGTGCACT NW_007281429.1 1540259 1540280

Beta-B19 exon 2 anti-sense TGGTAAGGTGCTTCCCACAAT NW_007281429.1 1541118 1541138

Beta-B3 exon 1 sense ACTTAATCTCCTTGGTGAACA NW_007281429.1 1347417 1347437

Beta-B3 exon 2 anti-sense TCCATAGTGACATGGGTTCCA NW_007281429.1 1359424 1359444

EDbetal exon 1 sense CGAGTTATTCTCAGTGAACTGG NW_007281429.1 1068750 1068729

EDbetal exon 2 anti-sense ACGACAACCGGTGGTGGGTAG NW_007281429.1 1067961 1067941

EDAAS exon 1 sense ACTTCTTCTGTCTTACTCTCC NW_007281429.1 1208021 1208041

EDAA8 exon 2 anti-sense GGCAAAACATGGCCAGCATCT NW_007281429.1 1176115 1176135

EDAA19 exon 1 sense TCACTTACTCTCCTCGGTGAC NW_007282178.1 9818 9798

EDAA19 exon 2 anti-sense GGTACCAACAACCTTTGGGAT NW_007282178.1 8423 8403

EDKM exon 2 sense CTGCACCATCACCCCGGAATG NW_006666501.1 39208 38188

EDKM exon 3 anti-sense CGACCGTGACCACTATCCAAG NW_006666501.1 37570 37550

EDP3 exon 1 sense CCTTGTACCTACAGCTGAAAC NW_007281429.1 1779587 1779567

EDP3 exon 2 anti-sense CTGCTTCCAGTCTTGGGACTG NW_007281429.1 1778444 1778424

EDPCV exon 1 sense TTTGTTCCTGTTGGTGACTTG NW_007281429.1 1812055 1812075

EDPCV exon 2 anti-sense CAGTGCTGCACAGGTGGGCAT NW_007281429.1 1837374 1837394

EDQM1 exon 1 sense CACGAGTTCTTCTCTGCATTC NW_007281429.1 966842 966822

EDQM1 exon 2 anti-sense CACCTGGCAGCAGTGCTTCTG NW_007281429.1 965807 965787

EDQM7 exon 1 sense CACGTTCCTGGAGGTGAATAG NW_007281429.1 997067 997087

EDQM7 exon 2 anti-sense TGGCAGGGCACCTTGCAGATC NW_007281429.1 998150 998170

EDWM exon 1 sense ACGGTCCTTGTTGGTCAATAG NW_006581571.1 86642 86662

EDWM exon 2 anti-sense ACTGTTGCACATGTTGCTTTG NW_006581571.1 87673 87693

LOR exon 1 sense ATTTGTTTCCAGTTGCTGAAC NW_007281429.1 1028005 1027985

LOR exon 2 anti-sense GCAATTATAATCTTCTGGCAG NW_007281429.1 1025761 1025741

GAPDH exon 5 sense CTTTGGCCAAGGTCATCAAT NW_006634294.1 527040 527059

GAPDH exon 6 anti-sense CAGAACATCATCCCAGCATC NW_006634294.1 527493 527474

Notes - The primers were designed using genome sequences of C. picta or C. mydas . The primers were used to amplify cDNAs of E. orbicularis .

Primer sequences are shown in 5'-3' direction. Annealing site starts and end refer to numbers on the scaffold but not to the 5" and 3" ends of the primers.



Suppl. Table S6
Chicken (Gallus gallus ) beta-keratin genes within the EDC

Gene Orientation Accession number CDS start CDS end
within EDC

GgEDbeta + NC_006112.1 825202 825525
GgBetl - NC_006112.2 854410 854012
GgBet2 + NC _006112.2 855666 856082
GgBet3 - NC_006112.2 858814 858425
GgBet4 + NC_006112.2 860071 860460
GgBet5 + NC_006112.2 864665 865081
GgBet6 - NC_006112.2 867842 867435
GgBet?7 + NC_006112.2 869099 869506
GgBet8 - NC_006112.2 872116 871700
GgBet9 + NC_006112.2 873374 873781
GgBet10 - NC_006112.2 876526 876110
GgBetl11 + NC_006112.2 877786 878175
GgBet12 - NC_006112.2 880823 880434
GgBet13 + NC_006112.2 882416 882823
GgBet14 - NC _006112.2 885937 885545
GgBet15 - NC_006112.2 895274 894897
GgBet16 + NC_006112.2 906469 906762
GgBet17 + NC_006112.2 909282 909578
GgBet18 + NC_006112.2 912696 912992
GgBet19 + NC 006112.2 920610 920906
GgBet20 + NC_006112.2 921450 921746
GgBet21 + NC_006112.2 927670 927966
GgBet22 + NC_006112.2 929118 929414
GgBet23 + NC _006112.2 932678 932974
GgBet24 + NC_006112.2 936060 936356
GgBet25 + NC_006112.2 939315 939611
GgBet26 + NC_006112.2 944034 944330
GgBet27 + NC _006112.2 947082 947378
GgBet28 + NC_006112.2 950614 950910
GgBet29 + NC_006112.2 956699 957049
GgBet30 + NC_006112.2 960981 961331
GgBet31 + NC _006112.2 967208 967558
GgBet32 + NC _006112.2 973298 973642
GgBet33 - NC_006112.2 975768 975106
GgBet34 + NC_006112.2 979013 979657
GgBet35 - NC_006112.2 981718 981359
GgBet36 + NC 006112.2 982872 983237
GgBet37 - NC_006112.2 985238 984873
GgBet38 - NC_006112.2 989144 988779
GgBet39 + NC_006112.2 990297 990662
GgBet40 - NC_006112.2 993140 992775
GgBet41 + NC_006112.2 994299 994664
GgBet42 - NC_006112.2 997105 996740
GgBet43 + NC_006112.2 998247 998612
GgBet44 - NC_006112.2 1001042 1000677
GgBet45 + NC_006112.2 1002152 1002517
GgBet46 + NC_006112.2 1005687 1006052
GgBet47 - NC_006112.2 1008543 1008178
GgBet48 + NC 006112.2 1009693 1010058
GgBet49 - NC_006112.2 1013391 1012921
GgBet50 + NC_006112.2 1017136 1017624
GgBet51 - NC_006112.2 1020045 1019563
GgBet52 + NC_006112.2 1023690 1024181
GgBet53 + NC 006112.2 1029671 1030066
GgBet54 - NC_006112.2 1034534 1034160
GgBet55 + NC_006112.2 1038872 1039195
GgBet56 - NC_006112.2 1042806 1042375
GgBet57 - NC_006112.2 1045505 1045008
GgBet58 - NC_006112.2 1049893 1049459
GgBet59 - NC_006112.2 1057634 1057089
GgBet60 - NC_006112.2 1063389 1062721
GgBet61 + NC _006112.2 1066589 1067158
GgBet62 + NC_006112.2 1070763 1071293
GgBet63 - NC_006112.2 1074197 1073667
GgBet64 - NC_006112.2 1081224 1080733

Note - CDS, coding sequence.
For phylogenetic analyses, sequences of "feather" beta-keratins
encoded by genes outside of the EDC were taken from Ng et al. 2014.
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YCBBVEBCY YC cq YC CCBBIKKYCPBIQOBCC YC RCY] RYC CCBABORY
C cc RYC cs RYC cc RYCPBIQBCC RYCPBVEPSCBPLEIS VCRVEPBHLL

>Pb EDPQ2

ViS008 CKOBCOBBBOCOK T BB ACBBOK v BKECEEQ " v BKECBEGF C BKECBE0F CBBRECBBB00CCONERRC

>Pb EDPQ3

Sy TNOOCKOBCE 1 BEQCKK 11 BB - 0CCBEE00  CBBE00CCEO00arBKCC

>Pb_EDPS1
TISIBCREVHPSMPBTSIBINLCEVES SssPsICIBLCBsSBEsSEss SIPLCLS
SQLSIBLCLCBOPSSSSSGSSSSPSISISFS ssssrLYCI LsBs SISLSEs@s
L
S

MFHCCVESCSMGBTABLCFOBCOOSRS
FSGSSSGSNSRISISLS SEssss@
Ss

SSHSICIBFCBsPLPssssOBsFCIBL TSSSSSSSSPRISISLSESPSBSc0SOSCIBLCFSBOBTGSGSGSESSBRISIS
LsPsBrsss@sQBsyCIBLCES SM TCCIBIIIBSNBCFCGC
>Pb_EDPS2
XXXSSSCQSQBSIBLCFSPOBSGScSGScSESGSSPSISISLEPSHSSSCQSOPSIPLCFSBOPSCSGSGSESGSSPSISISLEBSSSS
SSQSQBFYCIBLCBTOBSESMSEsSSSQBTCCIBISIBSNBCFCVC
>Pb_EDPS3
MSSCCVEBSCRVGBIABLRVOBRDISSSLBSCISC SMPBTSIBISLSBvBsMSOBGEsPLsSCIPLCEMOSPBSMSLSESBPPET
SsQBsYCIBLCES SMSETESPPBSCCIBITIBSTBCFIVE
>Pb_EDPSQ

MDCCSQQCKOBCLBPB1COOKIGIKRTLWQORGSSOCTRBCSBSW QSYilE?AYrQGRAVCWAQliQQSISWIRQIC?CISVS
GSPOCVTKE OBHT

FNSKGLRAPHGMOOSASKGKRQCLLQCSQD HQCLliCA GCCKKCAN SRGGLECAY GCDWTWE IKGNQQCVS
Q

OBCVTRVNBLYSSKGSOQYRRKGGYCKTOLKVSSNGOKYCSASNN



>Pb_EDQL partial

MCSHHDRGCHGVSHDHGCHSGSSCHEDHGSCHNRSSCHDGGNBSFRVMT IBVAQDRNEMB I vOQ0SBvVvYBABKLOOTOOLKOBTE YR
0061.00B0000KOK SKTORKSCx X

>Pb EDQM

MCSREDKDQCYRQEKDESBCCYSHRSSCCCNRBSSRACSGSYCWEBsSBY cOcKs DOBOOOOORKO-COTBBOK

>Pb EDQSG

GE] MSTAAQCKASAVSQSQGATVDQCHGESSGEN TIGSTGI CGGSAVS GSTGNQCQGSMPSQTQSSGVSQWRGS
TGDQCGGSAVSQSKGESTGENQC GSM.N SOSSCVSQWRGSTGDQCGEVSVVSQGOESVAFQDQESMVEQGOGSPRNOQCGGRPSVSQDQGST

GCQCHESAGTKY

>Pb EDSC1
MS.I.GSSCCCCCGSSGGCCSRGSGGGCCGSSGGVVYV.S SSRGCCINRTGACCGRCCGRRCGGGECCRRESGEGECCSREGTGEEC
CGSSGEAIYVQOSSRCCCINRTGPCCGRCCGRRCGEGCCSEESSQOKLK

>Pb_EDSC2_partial
RGGCCCCRCCGGGGGGGCGCHSGGGSIVSRSSGGGCCGRSSGGSS.SXXXSSGGGCCGRSSGGSS.SHSSGGGCCGRSSGG

MS
ssﬂsssRccc;GGGss-M.

>Pb EDSCP

MvFSCHRBTCTSBSCBIrB1scesascvBvcgBresIBscBrcTrRBscBIrBIsEcsHSCVEVCBBBCCIBccBBTvVC cvBv
i.glccx CGBBTVC SCIBvCBSBCSNBCGBRTVCVOBRSSBCCIBSCTTESREVITVSECCSVRSCSIABLCBOBGSBSCVV
S

ILPVSS SCIBISVHPCSPCLTFF

>Pb EDSPR1

MAC YmL-I ccRecvkgeaveBBacBc@sveavBsvRvveDBcTBIcIBBcaABRcAVDNICVESCBBsc@s 1cvEBOvVCE

CDSKCBDRCCKQGSC

>Pb EDSPR2

MSQCKQACKABBCBEBcCcBTRCBBRTCCSSBeTRAVSKRGBCCBBsADVRCBBBRVKEBSsKDCcC

>Pb EDSQ

FMRGTTVCAGBCTTVCVSBTOCES IEVCASBTCAICVTQEONGAQCANVCODCCESVVVSBVONGCFSBCATLCTR
EQSSAVC ac@csvegeNisvaBr@s@scacaricasBessvevTBIATELGBAATICTSECACATVCODBCGS
VCVTSKGATKCATRCATKCVABGATVCVDBCGGVRSVKSCTTKCTSBCFAVSNEQVCVRACES I SMNQCNVEKKC

>Pb_EDSRWM

MNFYMBQE YWDLNSWETNYENNYDFBSEYYYAYNBRSY ILDYQ@SRWGSBSYSSCSDCCDBCYSATCGSBRYRSRSSYCBSCABSSNSSW
GSBpcssNsSCCBBCWTCGSCNBRYSBICRPOCHRSRSVSPFRSNSRSSCCEBCCRCGRWAHBSSSSSQSBEDGSSNSSYCBBCWTCGESC
N HYSIICRECHRSRSVS.;RSNSGSSYC CCRCGHWAPPSSSTSQOSPDGSSNSSYYBBCWTCGSCNBHY SBICRERRHRSRSVSEF
RSNSRSSCCEBCCRCGRWAH DGSSNSSCYPBCCRCGGWAPRSSSCSPSBDGSSNSSYCBBCWTCGSCNBRYSBICRERCH
RSRSVSPFRSNSGSSCYBBECCRCGCWABESSSCSQSPDGESSNSSYCPBCWTCGSCNBRY SBICRBRCHRSRSVS FRSNSGSSY?LCC
RCGCWAPBSSSCSQSPDCSSNSSYCBBCWTCESCNERY SPICRPRCHRSRSVSPFRSNSGSSCCRPECCRCGRWARESDSCSQSPDCSCH
SSCCPBCCTCGSCN CYCIIC SNFRSSSRRCBCCCRCGRCABBCCCSSQCCRSSCSCCRECWTCSSCNBCYCBSC NSSFS

scccBBcCBcccYGECYDESC
>Pb_EDWM
MSEERIYSSGREPYFNLNSTWYDBAGSWLDNRRRKBFCYVENTACVTCCNPRTNVBRRGGHNYRCYCYRRSTCRBGGNBRVRCCVHNBSG
RDYWGRBIGDACNGCTGCYYSHGDCGSCCESSCECCTGEELVACAQPCVSSCEVCAEBCCRBAGRGVCAEBCVMSSGENESGRGVCA
EBECSASGCGSRRRGVCSEBCARASGGC

>Pb_EDY1
MIGITILSSHBSEGTKAIYCBBTIYKESCSDSSAYBBYTSLAGTAARCY IBRKSRYLBCETYYLSGWDCSREMBHTYRSTYCBCSYEYL
LDNSQGYYDBCVYKYLSKGVQRSYDPYGLEYLYSYRRRYYDBSDYRY YBSYGGRCDBCVYNNBBS YGRSSYSSRGYTYRCGFSNDBCGY
SCABGYROERYADRRRYSSRBISSDEYGSCBESPYASECRRESSDSSSYCGEC
>Pb_EDYM2

YAYHC UBLFVKRRLPRYGSQYFBLYGSRYVSSRSIBFHRRGIWMTEYSLASVAGYOBWI IBRVSEACSSKSPRKLRTTRNE
VRBYVDSYQYPLOTTVBYDGMTKGBHGBINKGSLECVIBERVLRVT LYSSKDLHBSSAQIPLRRACKGEVFYASQD LLCSilE‘.E

Gs

M
LBRVSKGEDQYBLKGAQRSRAADS Y LBMTEDBBOSGARVTOPRATKGBRLIATRVBRFSALTVSRSFLKRGVHSFLTRKTSQTNLC
SSLSKTSWLSLGKGSQPSLVRTATT TLSKNVKISSTCKKYCSTTRWEF

!ilGESSCCCGGGRGRDGRGS NOOSBGSICCSGEESEESSEOTIIVVBGESSGEDEWCCCCEEEESSD
SSECCIGGGSWECSGSAMSQOKCDGGE ICCGEVSGEEESEGASGEVT INMGGGSGEESSCCOTIT
SLGSSMGGGSGGEGESSGCYTI IVBGGRRESGSCQSLESSMEGESGEESSECOTI IVECGRRGSGSCESSCESSMEGESD
CGRRGSGSGORSXXXSGHSSGSSMEGGSGGEESSGCOTIIVBCCRRGGESGQSSGSSMEEESEEESSGCPTIIVBGER
ﬁSGSSMGGGSGGSSSGGIT IIVBGGRRGSGSCOSSGSSTGEESSEESSE

ISIPBCIGETK

R

>Pb_LOR1 partial
MTSWEOTSCCCCSSGESICCSY
GSSGGSCPIIISSCEEVERSED

VlGGRRGSGSgI

GGSSGGQTII
RGSGSGRSSGSSMGEESEEESSGCQTI IVBGGRRGSGS
GCRTIIVQCGGASGGGSSRAQSSGCCIRGEMGAGSMOT




>Pb_LOR2 partial
MSKQT@SSVCCEEEESSAGCCVRSRSGESSCCCACCCCCREESCHVTAVSGSPESSCCEETRRTSSSSCCEESSTEVVVVBEEESSECe
IGGGHGGGICQORIBLIGVGGGEICCEEESGEESGERTVIVBGEEESGCCEESGEVRVVGEESGSCHCCEEESGERTVIVEESGSGCCEE
SGGVRVIGGGSGSGHCCEGGESGERTVIVEGEESGNNGESXXXGGGSGEVRDVGGGESE

RWBNYKHSFYVLDRGGQ

%
>Pb SCFN1

MTYFLDSVCTIVGIFHKYAQWOCRNLTLNRREMKML IQTEFAEVLENBCDBORVEFTFQLLDVNGDSLVDFNEYLIFIFQTAKACYSYL
OPREYLLOEDGSRALHEGEQGGSKRDHWOLODEEREEDYVHERRGS DRTBLRBMEDSRRGELGKCY LESEBEEEEEEKEEERNFQGRDR
ELRDGDRRIHBSWEHQERETERRRLE EDIETPEHHOLROREPALEEGSPROSRRRRNDNDRROQADEHLDRDEHRGRETEHREAEG
RLFRCGSKARVDQGNHHAEYNSERSQASCEBRELEDGRRDLETHDELRTRAFEBHVTDERRDQIRNRREVDDYEEHRELEREGERRSQS
HETEHRESERRRRDHSAF SRDDVRIANRAEEEEVRGCERRRDEDEWSRI CEALR EVEELEHRERERRSYSIELENMDRRN HE
SEGRLRRSRHREDEERR FSWEET! ATESRRRR.RSHEIE RDBKYGRS RYEEE RAD R HNYE SIERDVARRRRL TRES
AEREDNIER-YYERESRGSEGDRR LCYSEPREGEKRRHQLTDSRVVERERLQSRESVT

RDIEQREGRRRSYDRRSC I GIDID:REGE RRTNAEAGDVD T TRGVDHGESE RRTSSRDSGDIDID RRT TDEZ—\SS

RDGEDQRRTSSHDSNTRQVN LSN TGDREFAEDLLRD
RRWLQPH TEA.EGEAGVE T L GS RAASQBGE
EVEG.VEEDDEN

>Pb_PGLYRP3
MVTLQILFLILCSLSQATCCFQLITBSKWCAKBANCSOBLROVBBEYVVI IHTAGN
IGEDGYVYEGRGWRNEGSHTYGYNDLSLGIAFIGTFVERSBODVAWKALRCFLNFS

RTHADCRKEVKNIQDFHMNLKGWCDIAYSFL
IGYLABEYILLAHSDVSDLVSBGEFVRAEIS

DEGESVAGKG

NBLYEYLLAQKKQEQE

ISISI RTLE TRGS CLS ELR

LEEDD AVTE DSLGESISSVVC

>Pb_SCFN2 partial

MACLVDSVCTIIGVFHKYAERRNACST
YBKECLSBKEERSRVVRNGEBRGNENNH
RELRDGDRRVHLSREQHKKETERRRLE
REDGRORRGRETEHREAEGRLFRCGS
RHHEDDEQRROQSNREETRATESRSRRERS
IDYEHESRDSEGDRRR.MILEIETRDED R

RSRKBARRG
B

>Pb_Betal
MSGSGVRCVTTECITSCBDARVVVHBPEL1LTLECLSLRTSBNGCLLET@TSCLINGSEVGCNEGSTATVT SSGVCALSGGD CCTT
VCIT!.GAVLTS%ECLIl.STICVIS ALTRSTSVSDCSLT! RRLSRSASV.gGLDSLSRCVTR TTRV
LEIAAQECAVEVYNBCSSNNALTSSDOKAITSSDEGEVRKALTTQAKSCTTVCGLMDTSSCISQGBEMKIIT
BiEVELECBILEVFBEACKIETLNBSELEBEAITGSETRALCSSKMTSTALATTSN LBENLRRABREWAEMYSRSMTBRTIALS
TRLAKYRNTLHSMNFQBSF

RREMIRLI.EFGEILENIRD LTFQLLDVNRDSLVDFNEFLLLIFEVATACYSSG
F DEEREEDYVHERRGSDRT MEDSRQGELGKCYLBSEBEEEEE EEERNFIGRD

EDIETIERHILRIREIALEERS RESREPMRRNDSNRRAGDBLDRDE DLYSIVVTSR
ARVEEGNHRAECDSERSRASREBRELEDGRRDLETHDELRTRAFEBRVTDEXXXATAEARRE

MEIRD.YGRSIGYEERRRDEIRRIRNYI;ESIERDVARRRR TRESAEREDNIDR

ETGSRYGERERRQERDGRIRBTCRELGSESDGCORELDSSRBQISRCRTAELSRSE

>Pb_Beta2
MERRBLCYASCEBBSTVTIQBBErTLT IBCBAIFCBNOBrHIMOYNBCARDGMGI GGRMMFSDFISEDLEDLKLESSSGHGSALVTLYRS
RMALLLAMTGSN

>Pb_Beta3
MSECYASCBASTVTVOBBBFvLTIBCEALYCBDEVFGIEQYNBCAGFGEMVTRGGEEIGVEGRGGTLGALGAGRGGWGESWSGESGIGS
RIGGGLGIGGVGGERGGELEIGGVGERRGGELGIGEVGEERGGELEIGGVEGEBRGEELGIDGVEGETGGELDI DEBRGTTGSWSGESGY
GGTVGGRRGSIGAGSITGGDLGTGGVGGTRGGCLSTGGTRVT TGGWSGGSRTGGSVGGRRGS IGAGGTVAGHSGGGGRRGSVGTVSVTG
GDYGLSGAGGGWSSSHRISGSHRWSGSGYGGSGGYSGEEYGEEYGSSGYGGEFSSGRYGTSGYGGGYGHTGGYRRIKY SVGGGSGHRSG
GFSSRSYGGSYGGTLAVLEGESDISCY

>Pb_Beta4
MSTSYNBADVCAFSCBBTMVTIOBBBFTLT IBCBT1HCBDOBLOr00HNBCVFNKEHSBLLASRNSSFYSRALBSGSYTSSTYRY

>Pb_Betab
MSANRSFWENCYAQCBASTVTIOBBBrvLT IBcBALYCBDOBLC DY NBCEYCAYBIBLCRCGESNLTNFYSRCLESCSFSSTTYRSSN

>Pb_Beta6
MASGWNBCCASCBBLTVT IQBBBY TvNIBCcESLYCADEBLCIEQCNBCVBIQB I SHGCYSLLSSSAVSDFSSSSQKSLRSQRF

>Pb Beta’
MASGWDECYSNCBBMTVT IQBBBrTLNLBCEALECBEQBFrCIEQCNBCVBTBHCDNSLFSSTASCFSSSSVASPKSVSGROSSCCFECR
RC

>Pb_Beta8



MSFGSNSCYASCBBVTVTVOPPBFTLNIBCESLYCBDOBLCIDOYNBCVBPE 1 CPBRRSYTSNSISSSSSLEOKSLBRSQSENSSVSER
F

>Pb Beta9
MFCCWNBCSSSRBMTAGBBrrsTNTBC TS TCCBEWBCCBrOYNBCABVOBCCRMNYGRYGSYWSCRASDCNS LKFSABRHLHOSOTRSL
HY

>Pb Betall
MASRWDLCSFNCBBTSvVTIOBBBrTvS IBCcBsLYCBo@Br.cTEQCNBCVBCYCesSYGRSRBVILASTSSQRTVSEYORCSEBFRR T

>Pb Betall

MSFEWNICYINCTIMTVTLHTMN IIGTSHCilDILLCVDSCSICSITVCAIMVCSITVCSITLCAITHCGITHCAISICAIVVCT

SGLNRSRYSSCFSSCSLBSRKCLBRVOSVCDECTKY

>Pb Betal2
MASRWDLCSENCBATTVT IQBBBrTINIBCcESLYCBD@BLCIEQCNBCVBCYCESNYGRFRBSSATSAASTYSPKSVS@O0SCCDECER
F

>Pb Betal3
MNAARVYSCWDBRFSNCSBMTVTVHBBBLTLS IVSBAHY SBNHSBCTEBCNBCABFOCWDCRNRYGYHALTNGVABCL TS TNSSSPKCL
BrsKsccvBCcrsY

>Pb Betal4
MTSY LCTCVSCSiILIYSIA-SCLCMFVSEINIISHIELVIARSETLSEAINIRRFSR-SNLTCLITSILLGHLGRGITRRISYN
g LRSYRYIKC

>Pb Betalb
MAFWDYBSFNSGLCGVSVSCVSQIBASEVI IQBBBVALT IBCEILSASTEBVAVTONSBCALGALGACABBGYGYGSGRRYHYGICARE

SYAQKSS

>Pb Betalé6
MSYCGBVCHVSCASSGGSCGLVEAYGSSSLSGAVSSYYGGGBITCSSOLTGSEVILOBBASVVTIBGBILSATTEBVTVCQVTBCSYSH
BLSFVGESSYGEYGRLGYSCYGSYGTWRRY SRRCLENYCGEC

>Pb Betal?7

MAFEG‘CIL.C.E.SCAIISCASi.SVGFGIGGLGGLASRSFGLISG.ASSLGTLEGVTISCINIIIAAEVVI-VIVTLIGII
TBC

LSASCDBVAVGENTBCAAGGCYCQCUETCLLGCESREGSRYRFVENRGSICY IBC

>Pb Betal8
MAFCCPBCPLBPBCAIPSCASSBSVCFGBGGLGGLASRSFGLESGOPASSLGTLESVTBSCINGIBAAAVVSKXXEVVIQBBSVIVTLEG
B11SASCDBVTVGGNTECAAGGYGQCLBTGLLGGGSSCGBREGRRFTFVGRRGSICYSEF

>Pb Betald
MPHCGPSCAIBSCASSBVVGFGSAGLGYRGLGLGCGYGLGYGYGLGSGYGLGSGYGLGSGYCPGALATSSGSLGTLAGVIBSSINGIBE
AEVVI SIVTIBGBILAASCEBVCVGGNTBCAAGGFGRYGGYLGGRWGRLGRRGSVCELBCELEC

>Pb_Beta20 partial
MIYCGISCAIIECASAIVVGLGSTGCGISGLGYRGLGLGYGYGGWGESASNLGTLAGVNISC ISQIBBSEVVIQBPBVVVTVEGEILSA
SCDBVSVCGEYTEXXX

>Pb_Beta2l
MBYCGPBSCAVBSCASSBVVGFGSAGLGLGSGYGLDSGYGLGSGYGLGYGYGSGALATSSGSLGTLAGVNBSCINGIPBAEVVIQBEASY
VTIBGAILSASCEBVCVGGNTBCAVSDSGLRGSWGYGDWEY GGLEGLRNRGLLGRRFBPLSRRGSICYSRRGSICE

>Pb_Beta22 partial
xxXBCBILSASCDBVSVCCYTBYATCEFERYGESLGGRLERFGRRESVCBLECBLBCBLBCBLBCT1BC

>Pb_Beta23 partial
xXXVBCBILSASCDEVSVGEY TBCATGEFGRYGGSLGERLGRFGRRGSVCTLECBLBCBLBCTLEC

>Pb Beta24
MscCVBscTVBTCVBSGSBEICYBVGCLESLNBCATISTAGEVSASSLGIVBEASVGCINGTBBSELVIQBBB I TvVIBCBVLSASCERV
RVGGFTACSGGSSNGGSSRVRCYBCNBCKV

>Pb Beta25
MPHCGBSCAIBSCASSBVVGFGSAGLGYRGLGLGSGYGLESGYGSGALATSSGSLGTLAGVIBSCINGIBBAEVVIQBPASIVTIBGET
LSASCEBVYVGENTBCAAGGFGRYGGYLGGRWGRLGRRGSVCTLECBLEC

>Pb_Beta26 partial
MAFCAIVCGLIK;CAIISCASA-YGLGSSGGSGGLGLGLGGRGGLGGDSLGGSTTSGILGTLAGVN-INIIISAEVVI RBPBVVVTI

BcBIosxxx



>Pb_Beta27_partial
XXXGRGGLGGESLGESTTSGQLETLAGVNBOBINGIBSAEVVIOBPBVVVT IBCBILSASCEBVAIGENTBCALSGSCBLERBLALGTG
BrGRCLLGGRGNBCLBECGE

>Pb Beta28
MSYCGEBACAIBSLASNBIVGFGSAGLGCEGYCLUBYSSGSSALAESSGCLGTLAGITESCVNG IBBAEVVIQPPASIMTIBGBILSASC
EBVAVGENTBCAVSGSGSDLFGNCLBGNEGLGLRRGTLLGRRSLLGNHGDVCL

>Pb Beta29 partial
XXXCAISTAGGVSASSLGIVBGASVGCINGTBESEVVIQPSBFLITIBCELLSASCEBVRVGGFTAGGGESSNGGSSREGRCYBCIBCNE
CRS

>Pb Beta30
MscYVBTCcTIBrcvBTCBBASSSBTCYBVCCVESLSSSSSTSSCEETAASSLCTABGATVSCINGTBASE TVIgBASVILTVBCBILSA
SCEBVRVGGYTACAGSSGRSSRSMMSGSREBYICRS

>Pb Beta3l
MSCCIBACLBBCPPECPETCAVESCAAABTIGLGSCGSGSGILGYGGGECAASASSLGILBGASVGCLSQIBESEVVIQBPBFVITIBCA
ILSASCDBVAVGCYSBCASGSGEYLGGELEGICRBRRRFSICKYBC

>Pb Beta32
MSCCRBCCBBTCAIBSCASRELICLGCCGEESALGGFGSCECGARSASSLEMLAGVNESSISQIBBSEVVIQBBEVVVTIBcBILSASC
DBVAVGGYSACSSGSYGSYSRGLLGASSRGICABRRRYSICSSEC

>Pb Beta33
MYCGSBCBPTCAIBSCRETLGLGBCCLESGSGEIGEEESGIIGYGGESCLAASASSLEMIBGVEVSCVSOIBBSEVVIQPPBYVLTIEG
IILSSSCE LAVGGYSPCATGGYGASGGYGYSRYGLESSGGYLGSGRCYGSKRROSVCGYRC

>Pb Beta34
MACFIBTYTTBAAASNVGLGSCRIGENISDCGGYGYGESGEVITGEESSILGLTSGANIARTSRLBBSEIVIOPBLCVLTVEBEBVVSAT
TBELILGGSSSYIYGFBCYCYCECSVESCLRGDIMGCFONIGYSRERCNI YQYES

>Pb Beta35
MSLCNYCCNBVYRVDTBCILQIBLSEVAVQALBFLI TVBCBVMSASBELVAVRGNTBRAAADCYEBYCSCEWVLECCHCABLABTHIBR
CGBTRGYF

Suppl. Fig. S1. Amino acid sequences of proteins encoded by EDC genes of the python (P. bivittatus).
(A) Amino acid sequences of EDC proteins other than corneous beta proteins (CBP). (B) Amino acid
sequences of CBPs, also known as beta-keratins. Amino acid residues K and Q (potential
transglutamination sites), C (potential disulfide bonding sites), P, G and S are highlighted by specific
colors corresponding to those in Figure 4. Stretches of X's indicate unknown numbers of amino acid
residues, that could not be predicted because of gaps in the corresponding gene sequences. Pb, P.
bivittatus.



A

>Oh_CRNN

MSHLLRNIRSIICIFEKY TIETVLHLLDTDCDGKVGFEE FTVLVFIVVIACY¥

EC GTAGG.S!i LSRDGPSKRDITST

ISXDGBSORDTSS
ILDAEELPQEQERERTRLETSYDEKEQSQOEEASIRERTQTS
SALPBRRRCLQEPLSPDQEASQODVLOSVEQOQSS VEERSSTCQEEVTSQ

ICDQESRSVTLRQHONDQORCOSQGCVEQSSVV
VISRRQEBOMEVYRPHOEKERYBTTLECQRCBSEQRAVSQEVT AERYPRGEBGELTI

LOF WST

>0Oh_EDCATM

MFFHRKLGWLTENTVSSBTDSCLSBSTESCSGGSBCLGSRT FRMAGL SVTSSPLACEGLSSSIPRASGTEIVLMSCSER
DAGEN WNRNESAIWERNIFTNEL NLSVFLS LTLOCOPDCITRLCLTSFBELGHGBCCBLCVVBCATQRVNLEFBCGT

LABNCANMVEBCTVKIAALGECAMKGASLCNTEPRPLASKCASBLSCTMTCEYAAKDANSLECTME I ILASNCASBVSCATKGAAEMQY
D GAALTSICGSIiADI
T C

HBCDVEIL IIBYATRGATLTSBCGTRGANFHBCGVEIL crsBvscaTkeM
CATRCVSAIBTLEQOCAC LTBSWBVLTLCTENSCHNABAFTVEOV
>0h_EDCG

MGMWDCCSCCGNSSGRSTIVLCMBSGGY@scyBecMBscecaBveeMBT YCTNMRRNSCCGCECEE

TIBYATKGATMS

>0h_EDCM
MSCCRCCGGRGCCCCNRYRBRTVYYAGRSATAGCCCRBRGCCCGRBGCCCTSYYBSYBY YRVBVQTYCTOVRRC

>Oh_EDCP

MSYQCKOBCSCBTVCVEKS TBCSBBSSCICVSE CETSCQKSCTDT SCTSBCSSECBVVCVSSCESKBACSCOTAT
CVVTTQSCDCTKECQDTKSC EBCQTOTCTCIBVOLSOCCCGRIVLVEBVSACAABSAPBAPCCTCTCCCKBCCN

>0Oh_EDCS1

MBcNcenyesBeceTsTRI 1cABC@s YHVSEscemcceeececaseeescesscecBBoMrcBsBvReccBBAMKCBBBVOLTESCC LB
KKCC

>Oh_EDCS2
MYGGCGCGGEGEESDETTIICIBCENSCESMECCMBCCEEMREGCCSBCCYMBCSBGEYECECEEIMAYRIBSSRRGSSSSCCEEY

>0Oh_EDCS3

MTCCGDCCDCCGATCENCGAVLLCVBeccc@gccsBecc@sscsscec@sscsBeceTRssce@sscec@sscsscecsksscxeskss

giISSCSCGGS!iGCGISSCSCGGS SSCGQSSCSCEESKSSCEPSSCSCEESKSSCEQSSCEEESSCERSCCEEOSSCEESCEERSSE
SCCGGESSC

SSCGGCEOSSCSPCSCALBCIQTCCBISCPBCCRK

>0Oh_EDEPK

MSTE TBVFBSGESKLMAELVPEIASQRGHDGESLESAEQCDVVPEDLKESHORKEWTSECSAIE IBVSEDTSGAKHGSLTRKE
KEHLTSVDQHCREBBTLSQVENKETFKSSEBBFBVREAEGHBATQBSVLGE TNQWLEBK

>Oh_EDEPT

MAYQCKEBCLBBB 1 DvAQCS:GDAQDSCTLTDMAQCVETCDCVELEACSABDSLS YOTROBCVSESFRVALCBRATSIBCTSBCLSLRTE
MCAGSESVEBCGSVALQBCSBCPEDSQBCSTCTADACAPBSPBTCGSRCSCHCSCBQEDEEMSYVFBCESTVCLEBSGCVSVRECVGSBEM
EGTTMFLASYQBPHFM

>Oh_EDETM
MACLGLSSYNBAYSASBSKSFLLRBBEFVAETRLTKLEI LVBERIBWDVBDVCSHBYSBLAFCYHEBBIVVGFFETSLHEV

>0h_EDGPC
MGNMESNSGGGEECECSECECEEDYEESDARVICMETEEccccBsceaBeccaBecsBeccaBeesBecesBecessececcgssgecsg

CCKQCK

>0h_EDGY1
MNFYTQBESIDSSYLBFYLSCYABCYBOYCYGTCTSYCDBENGCNYGCYQBYSYGCGELNTCSTSBCSYGYRY TDRGSCYEBWNYRMGYG
ARRNFBSRRYNCENEW

>Oh_EDGY2
MSCYBNBSCYDBCRAKSFSSGSSGLKRRTRWSSGSCYGSYGREVRY IBSCEYCYGEYQSBAHGEICYPBIRYDCCYCYCYGNKYCBBVC
YGGYGSGEYDYGCKYGGLYGRROSICYDBCYCERYQYGSRRGSFCHEC

>Oh_EDHEM

CTTBNKSTEEITAMHFVSIQBLDEISLGSHFHENHHDBCIFLEDBNVMEC THFNDAHBHGEFYRRIHIVEMIELBFSEDAKESDCEL
HKHVHPGSEHSQEDBEKATSESSSEPKSKEKLETANDGGGENIASNGDANNLSBSKDPEDAVGLMY TCKLEYQWSBMLKYCTMEELGY.
BruLL



>Oh_EDKM
MSRLLRAFTEMIEGNSKVABRKSTDAELLKKSEFKTLIQKELTESKTRKHKNAKL LHESDGELMNEKE LMGOWR

>0Oh_EDP3
MSQOOCKOTBCVBBVSHRCTSSCSKBCEBSTCYASSCBHCBeSsTCSHCBESTESOCBEMTC TBCSESTCESCONBTCRSGNNGCFCRH
C

>0Oh EDPAM

MTHOCKLBVELBGCLRIGTRSSS@TRSSSABSTCACCCGIBYSABBBSBBBOTVTVCAIBABABABTSMTCCGIBVES TS SBBBTVS
ICAVEAPABAQSQSITCCGIBLOTRSATEBEPQTLTICVBAQAVAQSOCOSVSCCGIBVOARKPABAQTLTICAVEBAPABABABSCVEVT
LHLVQPASABTSSCMCCSGCKT

>0Oh EDPCCC1

MTIEslcccilcchCGcslcc TCCngGCCICCCCCC.CGCCICCCCSICCC.CNCAICCC.CVCAICCCVCGCSICCC.SS
G CCFPKOGKS

CSQSCCGYSKGCESKGCCS

>0h_EDPCCC2
MrccskeaesBecc@bccesBccc@OTCcCOSCCERGCECECECECREECECECXECECECREECECECECECECECRESCECECECRGE
CGCGCHGGCGCGCGCHGGCGCGLGE] c

>0Oh EDPCCCilpartial
C

GSSICCCSIAAS-iAICGSSICCCSIAASSLISICSICGCSICCCSITLCi.CGCﬁICCC’ilCAICGCXXXS
c C sBc

MSSGTRSBRC
RCSRCGC&CCCSﬁRCSRCGCSICCCS SRCSRCGCCEBCCCBOSRCCRCGCSECCCRSOSRRCSKCGCFBCRES crcGecBece

PorcCBRCGFPCCQOTQBYCYBCHR

>0Oh EDPCCC4 partial
MACC ICGCYlEléCVlCCSCANCCGCGICCSSCG cccsBessccBecaccceasBescBgcssccveeBcCsRESSEEECECECSEC
CGCQRSCGESCGESCEXXXCEESCGESCGSCGSCFBNQCFS

>0Oh_EDPCS

MNYEYLF] EFLEEAEIYFFEANEDIWTIGGTYC CPBYRCVT! RlRYCRf.C“C-C-CL.C.IR.C.S.CY.
L YPKCLEQYEC

LYBLEQ CYBsYBCRYBBOWIC cvBORBY YEscOLECBRYwcREC DLLEIY

>0h EDPKC

MASSHNQHOCKO BT BEE 1CRTABCBErO0CKOBE V= BREKECBEQ: BECK= BBy vy 1B TECH= BRECBBK=BECK-BE v I ETE
CBEBRECBEK=-BECK:-BEAE1BCBE: == 0CCOOK SQCKKEEY 1B TECEEBKKBO: BECKEBE 1 vV 1B PKECBEK:-BECK:BE
ABTECREKEE=BCLBK-BTEDCOOKTOCKKEE v 1 ESB=B-ECBEOr RECKrBE vy TR ECEr BRECBEQ- BECKOBBECDDOOOKK

OECSWBBONE
>0Oh_EDPQ1

MYTTENGDGEDSYSNYMRSVSCEPPSYSVRWSAEMEYCDT RSYCPPRRIYCPPAPKGCRT YC RYCPPVOKYR Y
CCPBGRKS WCS CH SYC YCRBVQRYC YHPBA YCPPAQOSYRPER YCPBA
gsy LCY, YC SYC cy YCPBAQSYCPBAEBCY, YCPPAQOSYCPBAQBECY YCPBROBCCS
BOBKICOIKEVCKABEHLLER

>Oh_EDPQ2

MSYQQOOOCKOBCOPPBOCOKRTCETEVCTEQVC IPRECPPODC IEDBCPPRVCIPRECSBOECLBRBCETOECLBRECSPQECLERBCSE
OECLPRPCPQOVCLPEPCPODOOSCRBSQRPKRC

>Oh_EDPQ3 partial

45 YQS00CKOBCETBBOCK 1 TBBEOOCCBBBOR CCBBBXX X

>Oh EDPS1

MFHCCMBSC IABLCVOBLOOPS IS IBCSBELBBMBSVS IBvSLSPBBSCIBVCRROBSESSSBTISIPLSS SIsLABs@s
liGss TISIBLSALIBSPPSQPCCISLCPOPSSS SIsilL SBSPSSRPECFLPLCPCQGSPCISL sﬁscs TISIBLSA
L FS

LRSSISLABSQOBSSRSSPETISIPLSALIESPESRBCCIBFGESESSSCGBTISIEMNFSBRSNBSBICCFRIBMBSSECFIC

>Oh_EDPS2

MFCYCLBSYYMCBTABLDVOFYOQTSSMBATCTBCRSVESS CIBIRFSBcBsTSQscBcsFBsCIBICBMOSPESFSLBEYSESE
ii.ﬂTYCI';D NBSPESsSsQT SIIiSFC SSSSQTPYCIPLCBSAOSESSCQTTSAG SYCIIVSTC SBSMSFC SSSS
E S

MSISLSPSLSSGSQSYCIPEFCSY SISSSN SYSVIPCCPSQTPRSDANVSI SFSIS SBEN TCRIBCSPCFLVFE

>Oh_EDPS3 partial
XXXI LSSLfiS!S.CYIILCISIESSNSSSGISIILGSSSSSSN-CYIIICIGIS-SSGSGITISIILSSLI.SSSIS
CQBSs S

OBcyIBvsP TISIBMNLSPSESSNPPBsCMIBIBMSSSPCFIY

>0Oh_EDQK
MSSKDOQOKKBCGTFSTBOEPOKOCLBRNCCVVNBPE TRSBCCLSBOBCTEPOKBGCLSCHECBONBKS Y00

>0h_EDQL

MCSRNNEGCSHDNTCHSGRSCCHEDRGYCGDRSNBSFTVTAIBVVODRNBLTOTOROCETvVYSTEOLOHTOOLKOB 1B YBBOOQL KOBO



S GF| TTNOCKGSTCEQTOCEAVOOSQCODSABSOCOSSCVTHVHS SCVSEMOGCEVSOMAGSCVTRIRSSCLESRAs
DLDQCQGSGISQCOGSGENQCRESBMDOCGCSBVSQCKESSGEOCKESBVDOCGECSBVSQCRESSCEOCKGSBVDOCGSSDVCECRESS
GCBVDOCKGSKCKY

>0h_EDSC1
MS@O0000CSCCHEESSELECECCRRESSGECCSRETTGEEECCERRESSGECCSRETEBVYVRESEETARCCCTNRSGBCCGRCCERR
CGGGCCGEESTQLROR

>0Oh_EDSC2
MS@OOORCEECCCCRCCEECEESSPVSRSSESECCERSCEESSPOARSSCEECCERSGEESSPATESSCESCCEESSOORME

>0Oh_EDSCP

MvLSCHRBTCYSBscB1rBvccesscevBveHBaBccBBTvC sscvBvcasPceuscePBrvevOBLOsBcvBvCcasBceIsce
TvCVOPLOSECIBvCGSBCeBBAMCIOBKSSFESCVSBSCEIFBVSSSSSIBVABLCVOESKBSCVSESCRIFBVSGEHSSCMBTCA

IPVSVHECSBCHLWF

>0Oh_EDSPR1

usYBv@OcKoBc1LBBBvCccKecAaTOCKRVCVBACBCDVBICcATBeVRVVGEACVEVCBBBCABRCAGBAVD I CVRBOGVCBCDCKCBDEC
CK

>Oh EDSPR2

MSQBKOCCK 1 BECE=ACCBBR CBOR CCsHBNRDVEORBCCBESKovCBBOR KOCB C

cLBPBcLRcATVCVGBeTTVCISBTES@CIEVCASBTCAICVTCOSSCOCARISHECCCBVVVTBVOTESFSBCATIAVS
S GC!iVTCRGSVATI SQCGCATVCASBVCISEV VVC@DBCENVCVASKGTAKCATKCAABCTVVCY

DBCECVKSVKNCDDAVCAKGCOSVNOCNVKRC

>Oh_EDSRWM

MIFYTPQOYLDLDSWDINYGNDDNSESEYFYADDBTSFVLDHKSRWDSPEYSCSSDLCGERVRASSGSRSSCHESCVRCHCWSESCEDE

sccPBBuscccscNBCYSELCKBRECRSRSABBSMeNGBOsSsssCCBBwSRCCBCNBCABCCRWEPBSMSRRGSEDSTSSCRY FBELS

RCGBCNBCABCCHWCPBSMSRRGSQODSTSSCRYF LSRCGIC“C- CCRWCEBSMS GSRRSSCY’RSTCGSCICYE‘IC R
C

CHSLRCPBESMDSREPQSSSSSCCPPSRCVEBCNECSBCCRICGBPSMSRRGSODSSSSCRY FBBLSRCCECNBSCESCCWNFBSRIRWE
SQDRSSCYPBGSTCESCNECYSEICKPRCHSLRCPBPSMDSSCCCBBFCWSBEFMNRWCEBVCRSCBTIYYYBCYYC

>Oh_EDWM
CN;IIEERIYSSGREAYFNLNSTWYDIAGSWLDTRR.FRYVDNTACVTCCN RSNVBRRGGHNYRCYCYRQCTCT

RDYWG
caEBGC

GGNBRVTCCVHNBSG
IGDACDGCTGGHYSHAGSDCGSCCGSLGGCCTGGRTMACAQBCATSGGVCAEBGCRBAGRGVCAEBCITSSGCCSSGRGY
GRGVCAEBCITSSGGCRTGVCAEBTCTESGYGRRRRGVCFEBCSGTSNGC
>Oh_EDY1

MIGITILNNDESGDTRAIYCBBTTYCESASNESICBEYSSLAGTAARCY IBRRYRHLFGLSENCYLSDLSMACGYSSSLSDWRSACQEC
NYGHLFKSNQGYYDECTFGFLSRGVORSSDBYGLEYLYSYRRRYCDBCGYSYSPSYSRRCYDBCVYNYBSNYGRSSYBSRGYTYRCGYS

NDBCGYSCATWSCQERYAERRRYSCOBVSCDBYCFSFESPYSSCGSWRRSSDFCNDCGEY

>0Oh_EDYM2

MBYYAYHCKB1GBBLBVFVKKRLBKYCSQY IBLYGSKLISSRNIBLYRRGIWVTBYSLAHVAGYQBRT IBVEFDACLNKFSKLRTTRNL
VRSDVEDYRYQIQSTVGYDGTTRGEHCEBIHRGSLBCVVBERVBRMTRGEVLYSSRDLHOGLTOVPRVSRRETFYASEDBLLCSSKEELS
ORTRRLTTQYPS GNRVRDSDLPGIDDBLOBEAKISSQBTATKGSRVITTRVPRANFLTLSHSFIKRGARSFLTKTSQAHFYRGSR
ASLVKBSRTSLVKGSQBSLBHTAIFPAPRKNLSKTVKISSTCKKYSSAVNWEF

>0Oh_LOR1
MASCOQSKSCCYSSGERCVCICSEOEESLCCCKEREGRGSVRCVSBIQETOTSVCCGEERRESSCRTIIVLBEGSGEEDECCCRGRRGSSG
GRSGQIIISPGCESGEEESSECCIGEEICGVEEIGMNQORCGEEI ICSCEWROQSCSACCSCEVRVISGESSGGRRGSGSRSRSGSBIG
RSSGGGEOTIIVECGCKGSESRBGSBIGVCSCEDOTI IVBCBRRGSESGSREBESPIKGVCSGEQTI IVBCERRESGSESREG
GSQTIIVBCPRRGSGSGSRBGSBIIGGFGGGSIDGERTI IVBCDGGESGEEGESSSVQVSGEGITVGVGAASMOTROSIIL

BOCBBT.OKL

SBIRGVSA

CIGQTKOA

>0Oh_LOR2
MS@QIPSSCCCSTGGESSCHCHRRRGSGETGCCCACCCCRGESREVMYVSGS@essceccI@IEsveeccesBrevvvvBee@ssece

IGGGLGGGICOORVBLIGGDSGECICCEEESGEELGEQTTIVAGGGSGSCCCCESGVVRVIGGESGSESGWCETCEESGEQTTVITGES

GGCCGGSGGVRVIGGGSESGSCHCCTGSGESCEQTTVVTGSGEGCCEESGVRVIGEGSGSVCVDGEESECVRVIGGESSGEGGSFGDVRY

IGGGSGGVCGTGGGS%.AWVTGGSSEASACCSTGGSSGTVAVVGTGGSGGSGGITIVVSGGGGGSDCCSGGGSGGASVVIAGGGGSS
VC

OTKCBIVVPBCIGQT PLBPBHIK

>Oh PGLYRP3

MVILQISFLILCSLS@DLASSISBATCCFRLITESKWEAKAANCSEBLRDVBAEYVVI THTAGNBCRTHRDCHNEVRMI GNY HMNLKCH
CDIAYSFLIGEDGYVYEGRGWRNEGSHTYGYNDLSLGIAFIGTFVERSBEDKAWKALRCFLDFSVKIGYLSPEYIMLAHSDVSDIVSEG




EFIRAEIAKWBNYKHSLYILNRGGQ

>Oh_SCFN1

MSYFLDSVCTIVGIFHKYARCODGNLALNRREMKALIQKEFAEVLENBCDBOT IELTFKLLDVNGDSLVDFNEYLIFVFQT YRYL
OPREYLLRDESSRALHEGEAGGSKRGDHOLODGERRGDY VHERQGLDGTFLHSTEEGSRGELVGRY LEIEEVEEEDSNFEGHEPKLRDG
DRRDHESQEHOEREPEQOWREBKEWEDIETPEBCOWROQESTLEEDSPROSRELVRRNDNDRREARGLLDRDEEDLY SBIVBSRREEMR
OHRGQETEGRLFRYGSQARVDHTDY DVERSWESHEWQEVEDGRRELEMHNERRSHAFEHRVADDBRDRIHHRSBVEE YEEHHBLSTEGE
RRSQFHEDDHRESERRRQGRSVE SRIDVRRAFRAEEEEVRRSERRHDEDEWNR.REASRRSEV.DLERRERETRRIYSSELINMDS
BSRSHESESREEVRRSQHBEDI RRREFSREDTRVTEVRRRRSISLE ARDIRYVRS RYEEIRSND RREHNYEGRSLERDVARRR

RLILRES.EEDNIE WYYEHETWDSERDGRRC LRYSE!REREMRR DSRVDERE SREAVT DRFSISDS GEYDISGI

YETDBRDGEQQRTVQSSDEN
FRDTEAT HNMGDST REATSLSN TADREFDLRRD ESGESQES SKAEQSEVSPYEQHOBTRESORLSGPELRGBORRW
LBHHOTE EEAGVD GS S RAIS ITEGQESRIQGCYHRTBVSQAECESELSLDGEGDRKAQERPAALNQOOVHREGEV
‘VAEE VEEDDGSGS LEDDD AITE SSSLVESKSCVICNBLYEYLLAQKKQEQE

IIYESRH REGRGQRYDRLSN IWAIDIAQRESE RRSNVEVRIVDIFRGVDHRESEHIRRTSIHDSDDENTD TYEAS

SREDEDQRRTSSHDSGTRGINQRRTETYEVGBKDDORRRR SRESF.RWRTHTIzDLAEDG

>Oh_SCFN2

MAGLVDSICTIIAVFH YAD?SESSSMIRRIMIRLI.EFGDVLENIRD IVKLTFQLLDVNGDNRVDFNEFLFLIFEMATACYSVW
HBRECFSYNEERRRAVEDEEPRGCDESNRREFLGEDRRRDDVRERRGADRTELESMEEGRRGELSSELREEVDRRFEGHDRELRDGDRRD
RISREL EREBEQRRLEPKEWEDVDIPEERORRORESAVEEDSPROSRELVRRNDNDRREARGLLDRDEEDLYSETVISRREDERQROG
RETEHQEAEGRLFRHGSQARVDTRNHRBEYDVERGOBSRERREGEDGRRELEMHNERRSRAFEBRVADDRRDRIRHRSBVEEYEEHREL
SREGERRS@SYEDDHRESESRRQCRSVFQSREDVRRAIRAEEEEVRRSERRHVEDEWSRERBREASRREEVODLERRERETRREYSSEL
ENMDRBSRSHESEGREAVRRSQRBEDVERRRQELSWEETRATESRGRRBOSQEPEBRDPKYDRSQS YEEEBRRDDORRERNYEVRSQERD
AERRRRLOPRELVEREDNQERQHYERESRDRERDGRRAMSLEAETRDEVRRREQESASRYGERERLBEGDARMRRTGRDMASESDAGRR
ELDBSSPQQOISRRRABELRRSEEHSFMBATRG

B

>0Oh_Betal
MSGSGVKCVTTBCVTSCEDARVVVHBPPLVLTLECLSLKTSENQCLVES TSCLTNGCEVNCDIGSIAIVT TSGLVALSGGD CCTT
VCITIPGAVLTSYBNECLISSSTNCITSG RlAL RSTSVSDCSLTESRLTRSAS SGLNSSTRCLT SN \%

LEIAAEECTVEVYNSCTDNNALTGSDQAAT TSGDESEV.TLI SCTTVSGLMDTSTCISOGEEMKIIT
GBILEVFEEACKVETLTECEBBRKBEAITCNE IIALCDSIIISTALATTTTS LBEDVRRBBRBWAEMYSRSMTBRSLALS
YRSALYSMHSQSSY

>Oh Beta2
MDRESBCYASCBESTVVIRBEBTFTLTIBCEATIFCENOBLO I AQHNBCAHGEMEVEERMMLS DF INEDLENLELELSSRYGSALATLYRS
RMAFBSESWL

>Oh Beta3
MSECYASCBASTVTIQBBEFVLNIE ALFCIDIAFGéilHNICAGFGGMGARGSGVGIEGTVGGSMGALGIGRGGWGGSWSGGSGIG
R

SRMGGGLGVAGVGGVGGLGGGGLGIGGHTGLGIGGLGGERSGGLGIGGLGGBRSGELGIGGLGGHRSGGLGIGGVVGERGSLGLGGER
GTTAGWSGGSRLGGXSVGMGSMTGGDLGSGEGGDMSGRRGS IGAGGSTVGWSGGSRLEGTVGGRRGSVEMGSMTGGDLGSGEGGVMSG
RRGSIGAGGSTVGWSGVGDTVGVRRGSVGTGS ITEGDLGTGGVDGT IHGGLSSGGTRI ITGGRGGGSGTGVSVGGRRGSIGTGGTIGG
GVGSSMSGRRGSIGTVSVTGGDYGLSGTRGSTVGGWTSGRRMSGSHRYGGSIGYGGGEYGGGYSSGEYGSSGYGDGYGHTGHGSGGYG
GGYGHTGHGSGGYRRIGYSVGGGDGYRSGGFSSRSYGGSFGGNLAVMBGESDIYSYY

>Oh Betad
MSDHCSFSCBBLKVT IQBBBr11TVBCES1cCBDOBLCIEQHNBCAINHNSBBOATRASSFYSRALBSTBYSBSIYRE

>Oh_Beta5
MWNECYAQCBASTVT IOBBBFvVLTIBCcBALYCEDOBLCIEQHNBCALBMERGGSNLTSFYSRALBSTNFSSSTYRSSY

>0Oh_Beta6
MASCWNCYTSCBBMMyT IQBBVY TN TBCBSLYycAD@SVCVEGCNBCAATBSSCT INHGEYGLLBANVASDFSCSSBRSLENAY YF

>Oh Beta7
MTSCWNYCYTSCBSMIVT IQBVBrAMNLTCEALECBOOSI.CIEQENBCVBTBHCKDSLCSSTASNFSTSSVASQKS I SRSQRSCCFECR
WR

>0Oh_Beta8

MSCGRMBCYSSCBBVTVTVQPPBFTLSIBCESLYCBDOPLCIDOCNBCVBPPPLCPBITRRSYASSVVSSESLBOKS LBRSOSEWSSVS
ORF

>0Oh Betal

MASRWDLCSFSCBBTSvVTIOBBBrTvTVECESLFCBDOBLC1DQYNBCVBOCLSYNRBRBL ILASTSSQRTVSKE

>0Oh_Betal0

MSYGWNNCYBNCTBvVTVTLOPPBFSMNIBsssLcCBDOYacIDECRBCcSBTvesTMVCSBTVCCBSMCABRACCBARCCBARCCBVSCA



BvsccBvscaBvsceBvsccBvscaBvscaBvvCcCBAFSRSRYNSYYNSCSLESRKCLBRVOTICDBCTRY

>0Oh Betall

MASKWDLCSENCBBTTVT IQBBBrcLS IBcESLHCBDOBLCIEQCNBCVBLBYRESLBLBSSAAS T YSOKSOO000000 YOORF

>0Oh_Betal2
MHSCWDHCYBNCTBMTMMVOBBBL. T1.s TMSBAHY SBCHBAC TRBENBCABVHCWDGRSHY GHHCLTQCAABCFTSTSPRC T BRSKSC YV
BcrTY

>Oh Betal3
MTSFNFCTCASCSSTRBCFHARBSCL.CMYFSQTNMBLHEELVSTBREMLS TTOR TQCFLKOKTREYCCL.STSRBLKYLRGBTSCISYSL

ORNPPLOSYRYIKC

>0h_Betal4
MCRENKLVMATHBYFLDCRENBBAVAVTIBCBILSACTEBTATTOHSBCABSCCECAFBEYGNRSCRRYHNRT GBRSCCTORSSSCENGE
BYLRNCKLEKI IRKSCKVFRNSENS

>0Oh_Betal5

MSYCGSICHVEYASNSGSCALVSSYGSGTLTGLAANCYTGGHVNCSSQLTGSELI IQPPASVVSIBGEIISSTHDBVSVGQVTECSYTH
BLNSYGAYGRLGYWGYGNYGNYGNYGGWRRYSRRKCLTYN

>Oh Betalé6
MALCCESCAIBSCASABSVCFGSAGLGELABGSLGFSBFBLSESSGSLGTLAGIVESCING IBBAEVVLOBBSCVVTIBGBILSASCER
VAVGGNTBCAVAGCFGQCLBLSLGGESRLGARYGFVENRGSICYTEC

>Oh_Betal?
MarccBscTvBscasaBsveresacreeLaBesLcLsErBLSESSESLETLSGIVESCING IBBAEVVLOBBBCVVT IBCcBILSASCER
VAVGENTBCALAGGFGQGLBTGLLGAGLLGSRLGRRYNFVCKRGSICYSEC

>0Oh_Betal8 partial
MAYCGIACAV.ECAS VVGFGSAGGKGLEWELEYGELGYCLEY GRELGXXXGBILSASCEBVAVCENTBCABCCIGGIGEFGHYGGEY
GGRLGRLGRRGSICNLEC

>0Oh Betal9
MAYCGBACAVESCASABVVCFGSGESKELEWGHEYGLGYGYGLEYGYGRELEYCYGAGALAETSGSLGTLAGVIBSCINGIBASEVTIQ
BBssvvTIBCBILSASCEBVAVGGNTECABCCLRGEWGY GEWGY GEGWGHGGLGFRGY GGLLGKRY BWNRRGSICLSRRGSVCL

>Oh Beta20
MByYCcBscavBScASABVIGLESSGCEBWEYGYRGLGLGYGAGALAETSGSLETLAGY IBSCING TBASEVTVOBBsvVvTIBCBILSA
SCEBVAVGGHTBCAAGGYGRYGGYYGGRLGRFGRRGSVCALBCNEC

>0Oh_Beta2l
MACCBBSCAVESCASTEVVGLESTGCCBCGYGSWEYGYGELELEYGYGSARFGESARNLGTLAGVVESCISGIBASEVTIQBABVVLTT
BGBILSASCDEVAVGGYTBCABGGFGGYGGYYGGRLGRFGRRGSICSVGRRGSICTLEC

>0Oh_Beta22 partial
MAYCCPACAVEBSCASAXXXRLGRLGRRGSICALGSRGSICNLEC

>0Oh_Beta23
MAYCGBACAVESCASSBVVGFGSAGARGLGWGLGYGGLGYAGLGYGAGALAETSGSLGTLAGVVBOBINGIBASEVTIQBBSFVITVEG
BILsASCEPVAVGENTBCABGGIGRLGASYLGGRLGRLGRRGSIICNBCNLEC

>Oh_Beta24
MsccABaCAVETCIBACSSBVCYBVGELGSLTSCGVGSYGMGSSAGGSSSAASLALABGASVSCVNG IBBSE IMVEBTEIAVI IfCATL
AATCEBVRVGGYTACASGSSSGESSKLRYVECNBCGECK

>0Oh Beta25
MAYCGBSCAVESCASABAVEFGSAGARGLEWGLGYGELEYGLGFGLEFGRELGYGYCAGALAETSGSLGTLAGVIBQEINGIBASEVTT
OBBSFVIT ILSASCEBVAVGGYTBCABGGIGRLGASYLGGRLGRLGRRGS IICNBCNLEC

>0Oh Beta26
MALCPBTYVIESCASTBOFCLGSAGASAGLELGERGLGGELOGES ISCLYGESMGELEGGLLGEEVSSCELCTLSGIVEOBINGIPBAE
IVIQPBSFIVTIBCBILSASSDBVAIGGNTECAABGSRILCGRESABSRGLLGGRNLQEGRENITLVECGY

>Oh Beta27
MAFCPBSCTIESCASABOFGLGSAGASAGLGLGCRGLGGELOGESMSGLEGELLGGEVSSCELGTLSGITBOAINGIBPAEIVIQBBSF
IVTIBGEILSASCDBVAIGENTBCAABCSCGILERBSALSRGLLGGRNLOGEREGNVTLIBCGY

>Oh Beta28 partial
MAFCBBSCI IIKS>CCYTSILGLGSAGVSGGASAGGLXXX



>0Oh_Beta29
MAYCCPACAVBSLASSBTVGFGSAGAGCLGYGILBYNBAASALAESSGSLGTLAGINESCINGIBEAEVVLOPPSVLVTIBGBILSASC
EBTAVGGNTECAISGSGIVGSDLYGNLLSGNLGLGLRRGTLLGRRSLLGSRGNICL

>0Oh_Beta30
MSCCABACAVETYIPACSSBVCYBVECLGSLTSCEMEGSYCIGSAGGSMSAATLALABCASVSCVNQTBBSELVIQPBEVAVVIBCAILA
STSEBVRVGGYTACASGSSSGGSSKLRY YBCIBCNBCRN

>0Oh Beta3l
MSCCABACAVETCIBACSSBVCYBVECLGSLTSCEMESYCIGSAGGSMSAASLALABCASVSCVNQTEBBSELVIQPBEVAVVIBCAILA
STSEBVRVGGYTACASGSSGGSSKLRYFECNBCGECK

>0Oh_Beta32
MSCYVBTCSVEBTYVBTCAPPESSBICYBVECLESLSSGEEMMSSGESMMSSGEECATLAASLEMABCASVSCINGIBSSEVVIQBABLM
LTIBGAILSASCEBVRVGGYTACATCESGSSGRASRSMMYSCREYICRS

>0Oh_Beta33
MSCCPBACLBECBESCAIPSCASVBRIGLESCCGIGSCLLEYGGCGAASASSLEGILBCANVECINGIBSSEVVVOBBY FTVTIBCBILSA
SCEBVAVGGYSACAAGYGGYLGGGSGLGAICRBRRRASICKYEC

>0Oh Beta34
MSCCPBCVBCCPBSCVIBSCAARBTVELGECETESALGCFGEIGGYCEFCEFGEYGEFSSCSCGBASASSLGTLAGVTESBISQIBSSEY
vvQ VLTIBGBILAASCEBVAVGGYSACAAGSFGESYSREGLLGAGSRGICCEBRREFSICGSEC

>0Oh Beta35
MOSQCABSCAIBSCREVOALGSCCIGEEFESGEFGFGEGEYCMMEYGEGSCLATSASSLGLIBEVBVSCISQIBESEVVIQBPBFSLTIE
GBVLASSCEBVAVGGYSBCSSGGYGVSEVYGSSRYGLESSCEYLEGSEEYLEGGRSYGSKRROSICCYEC

>0Oh Beta36
MACFNBSYTMBCATSNVGLGSCRTGBTVSGWGEYGYSCGFGESIGGEESGMLGLTSGANFSRTSQLBBSEIVIOBBTCVLT IBEBVVTET
TBEMVLSSSSPCSYGSLGYGYGSGYCYGSGESVEGCFREGDIMRCGFOSIGBBRGRCNI YRCEC

Suppl. Fig. S2. Amino acid sequences of proteins encoded by EDC genes of the cobra (0. hannah). (A)
Amino acid sequences of EDC proteins other than corneous beta proteins (CBP). (B) Amino acid
sequences of CBPs, also known as beta-keratins. Amino acid residues K and Q (potential
transglutamination sites), C (potential disulfide bonding sites), P, G and S are highlighted by specific
colors corresponding to those in Figure 4. Stretches of X's indicate unknown numbers of amino acid
residues, that could not be predicted because of gaps in the corresponding gene sequences. Oh, O.
hannah.
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bivittatus gen

EDPCCC4

BRFARAR GG TCCCCCCATTCCCCAAACCCTCCATTCAGCTGGATTAACTCTCCTGGCCAC
——————————————————————————————————————————————— CTCTCCTGGACAC

< intron >

TTCCACTGCTTACAAAGGTAAG//TTCAGCTAGACCTTCGCTACTCATTGCAAAGATGAC
TTCCACTGCTTACAAAG-—-—————————— CTAGACCTTCGCAACTCATTGCAAAGATGAC

CTGCTGCCCCATCTGTGGCTCTTCACCCTGCGGTTGTGCCCCTTGCTACTCTTGTTCCCC
CTGCTGCCCCATCTGTGGCTCTTCACCCTGCGGTTGTGC-—=====—=—===——=———————

EDSRWM

FATARARRGTCAGTTGAGTCCTGAGAAGTTCTAGAGATCCCTCCATACTGTCTATTGTCT
——————————————————————————————————————————————————— CTATTGTCT

< intron >

GTGGTCCAGGIAAG//TTCAGACCCACCTTCATCCTCTCAAGATGAACTTCTACATGCCT
GTGGTCCAG-——===——————— ATCCACCTTCATCCTCTCAAGATGAACATCTACATACCT

CAAGAATACTGGGACCTAAACAGCTGGGAGACCAACTATGAAAATAACTATGATTTCCCC

P. regius RNA-seq CAAGAATACTGGGACCTAAACGGCTGGGAGACCGACTATGAAA-———————————————=—

Suppl. Fig. S3. Alignment of RNA sequence reads versus genome sequences confirms the
expression and the presence of an intron in the 5"-non-coding region of EDPCCC4 and EDSRWM
genes of pythons. (A) The nucleotide sequence of EDPCCC4 in the P. bivittatus genome (gen) was
aligned to the sequence of a P. regius RNA-seq read (GenBank sequence read archive, SRA,
accession number ERR216300.5250820.1). (B) The nucleotide sequence of EDSRWM in the P.
bivittatus genome (gen) was aligned to the sequence of a P. regius RNA-seq read
(ERR216300.7157883.2). The complete sequences of the RNA-seq reads (100 nucleotides) were
aligned to python gene segments corresponding to exon 1 and the start of exon 2 including the
flanking sequences. TATA boxes are highlighted by green shading, splicing signals (GT and AG) at
the ends of the intron are highlighted by blue shading, and start codons are highlighted by yellow
shading. Hyphens were introduced to maximize the alighment. Red letters indicate identical
nucleotides in both sequences.



A

>Ac_EDCATM
MFLSQLSCLLBBIFBTKBTCACSTQCMNSCTENRTSQYLDBCTAEHKSBSDSNFVSIBDBCTCVSABRCVDLCCBEBRKS SQKCEDESA
IAKDRLESSWGERWGIIINNNNDNGBQFBSSSAKOCTSTIRCETKCTSMLUBCTTKAYDSCATCVBRIILACARRCGIBCSNTCAR

>Ac EDCS1
MGNCNGYGGGQSQISMMCLILGGCGSCCQISCGQSCGSSGCLYLVSMGRSNSGGCCGGCCGGGGY

>Ac_EDCS2
MGQCGCCEESEEESMLVET ISCNBRCBBRSCBBOCCBBE Y CBPB Y CBBRSCBPB Y vBORYCBBSYRsssccssscessBeTYFIRLGES
SNSGCCGGCGCEN

>Ac_EDCS3

MCSCGQS gscc ccC sscc ccgssce cc sscc sscc c|sscc CCKSsCCAPPBCCKSSC
CKQSCCSPPECC CKosC cs-ccs ccs CKQOSCCSPPBCCOSSCCAPP
SSCCA-CC SSLLCTTSLLQILLLCTTSL VHHL VHH ARARN QVQGSLEIFHLSLNHVHHVCF

LAHLNCINLLTWLLQIYL

>Ac_EDETM1
MVEBGEFSCCNTSYSTSLBBSTVLIQBBSYVAETSLTDLET ILBEBSBrEHBE YCFENYHVBBL YCHLBBEQBLFLASFLTVLHQV

>Ac_EDETM2
MVFBGEFSGCNTSYSTSLBBSTVLIOBBSYVAETSLTDLEI 1 LBEBSBrEHBE YGFENYHVBBLYCHLBBEQBL FLASFFTVLHQV

>Ac_EDGPC1
MGNSGSsYGCQcesBypecsBacpgec@sceegsccaBacBscesBe@sTcBccTBBCOOCCK

>Ac_EDGPC2
MGNSGSGGGCDCCEEEEECESMMIVSCBeNNNCcBsBeccaBrecvBeen@ecT@ecaBecc@eeck

>Ac_EDGY1
MGFYGGLDCYPPYFOBCYPBYYQBYYBOYCYCYCEYCYCYENQEBCNYBQYCECEYGEYCYESRYGSBELOBCSYGYRYTNRGGCYDERA
FRCGYGSRRSFBSRRYGYGGSYGGGCYGGYCGEF

>Ac_EDGY2
MTHIKGQSYCDBSGDKVYSGSSSGAYRORNRRGSTGSYSGEYSQERGCEDYGCYGEQGCORNSDOGCEYGYGEQRGRCYSGQECYSYDEY
RGRHYSGQESYGCDGORGRRLSGQGGYSYDGORARRFSGQGGYGYYGQGENCYNNQGVYGYGGRQGGREYSIQGGCGYGRQGGYGFGNQ
GDFGYGGLGGYGFGNQGGCGGLVGYGLGNQGGCGELGGYGLGNQRGFGYGGLGGYGCLGGYGYGDQGRGTCLOBIGYGCRSEGYRYGNF
GCHSLGRGLLGRGCYGNTSSYGSGGYGYGSDGCGVRALLGYRHNSYQBGYSCGYBGN

>Ac_EDHEM
MLFLSLERSPBLLGTMDAQDCESDTRBFRPTNFLSRTBRILI IRKQOTSEEVTGNGDALVEDGNBNLVEVEREPPEKIQGNLBESVFCGND
SNGMGOEDETPKEGSGDNDGGHGSVNLAATE CKBMEEMANEDENS LBCANENCGIMTWRDCDIQQCKT DWRMGENIEAVLNWSGNRAST
GYDKAASYGYEGNNGSPESNDITITRBIVOQWSMDYRWSPLLKYC

QGHHECVSED

>Ac_EDP3
MSHQHQQOCVOPBSFBBvVACVODBKCVEBCBPBACOVVTDCOWBCSTCRKBCOGSTGSSEQCVSENHDESASCVLQOEBROC
>Ac_EDPAML

FTCNQISIGAECTSLVEDTC

MARRKRS T cCTESEAKDIBSGDTECESECES C
QTISCSTL RGSYSTLRGSITCGS\.}iQTS CAHTCRI LRLSliNNRIRL L

Q
>Ac_EDPCCC1

SCTSCDEBLVMTAYLBITIRLCOATCSSNVBCVCASBCOSBTCSQCC
MAYNYCHTSSBCCELFBCOKscsBcysHBcrRKOCcCDLCBRQCcCDBYBKOCcsHBccDBcccBBacKBoccHEY YCENBYNE

EBTTADSLACQRYYCNAICGKKQVLALAGATV
QFTLCNTEBSDBCSTLCSNTCNGQCNTESSCEQ

>Ac_EDPCCC2
MAKATSCSQCNCSBCCCEQCCCIBCESCACCBHCGVCBCSCRNRHASSDSYSCLCHECGYBN

>Ac EDPCCC3 artlal

xxx cccslcs CGCS CGC ccc.cs.cccs.;cslslcmc|cﬂcyss|T|csIcscs.cg?cs\l}iGcsIccc
YSIY

CSTCGCS cscs cs CCCPKSECSTCGCSPCSCPRCSKCGCSBCCCPRSPCSNCESSPCCCYTH CCCBRCV
CARSALNRSCCL CYRGQCYYNYS CCCYGHSCGCGIY

>Ac_EDPCCC4
MTYGCGSCCNSCGYRNFCGBecaBeenscecnscecusceescesBecesBeccesBecesBeccesBeccesBecsBecsBeenBeccaeuwe
CGScCHBcCGY

>Ac_EDQK



MSSKDOOKKQQSOKPBEEQKASKNECBEKSPKTORKOEKEEBTKKRON

>Ac_EDQM
MCSRODKDKAYKOEKEEKBSGCGRONSGNESRGCGSGRONSGSSCCKBOKPRPSODO00000000VCKVBDOKOK

>Ac_EDQSG
MSYQREQQYKBMYBEACCPRBYSPEE Y SRECPPSSSSGSTGIQCQGSSCGTHCRWSTRIQSSSGTQCOESSGNRROWETGNBCQGSTHNS
CQEBSGTQYQGBTGSLWQCSSGTDGGTHSQY YHHYROGSODBKQC

>Ac_EDSC2
MSPOOORGSSCCCSGESSGEEEEEEEEECCGRSGESPPSPSSGECCRSRRSSGECCSREGSSPPSPESSCGECCERSSGESSGGCCGESS
GGGSSQRRMBIOOMK

>Ac_EDSRWM
MTYYGCLGYCDBCNYSUBEKCSASNGYQRLYIQILBSEYYACSBCWDNYGHQISCVEBWYRMRFSYCSBCYSYNCCSESYYCDEFCHTL
KSsSDYIBRYKSTSRYCLBHGSYNYSESYGBRTRCYSEYYSSKTKGCSHSSSNHQFTHRYGSBSSYCSECYRTETIRGTECYSSNECSSC
YSSPLSSCSSCYDARTRAWSECYSSNESSSCYGSESSSCSSCYAFKTRGCTECYNNHOHSBCHRCCSPY Y TSRSRCCSBGYTYRRCSEC
CSSKGYSPHYNSGSKCRTESYRYSQCLSCYRSRCHSPYYHFGSRCGABGYRNSHY YPCRGADFGCHSBSHSSTCSSSHSTSCTYSMKSN
SYSSGCRRCSCEW

>Ac_EDY1

MAGFILFGBYBPBFDLOKI YGSOGLYHBWYEBMY YEBWSYTDESDVFANCYVEGY YNGLBNYNTSFLOBNSYGAFBCREBNGEDBLSNNG
CSCYKPRSYSHLSGLSRNGYQBGDSGNRGSNSKPHHFGSPTSDGDRYLNLYDSGCYRBRAYLSNSSRRCYDBCCYNFNSGLSNECCYBY
LSGCGGSCYELBYSYGYBFSYGGSCYNBCGYNYRTSYGGRYCRBRGYTYISGYGGSCYDEYSAMCBYBY YTGRNRYFS

>Aca EDYM1

MTNCNYQCWBONFBBOCBOrcBcBoccBeLgccBcBoccBcBaccBcBocCBCBg Y cMMRBSAS FMNMNOBB FMNMNGBANFBEBYRMN
FCNIQGGMBCABCGRTECDSKYAESSDAKSTEKHTSSCDTSGHESCTMENSSQBTDRCSSQRBECESMBGISLCSBSCCBSMGRBHGER
SSSQCFBBRNMYQYTTSKTFKSCYAK

>Ac_EDYM2

MBYYRYYSKBLCBBLSBFrVKRRLBRYCSQY IBFYGBRYFSSRTLBLYERCLFSSKTLBLYORCLY IBBYHOSCCACYQBRCLNBRBESH
CTKLBORNLARNPTQPHVNIYQORHLLOSEYSCMTKDRECT ITRKGSVBCAPRABLBRMTKGEVL Y SBKDLEPHLBKAPLBRVTKCEBVLYS
BrRDLEBHLPKSPPEH IPKSBTKHSAKRIPBVVBTDSQLNVTRKAQOHHTSKSMLSRATKGSRT IASKVERFNLLNFSRSLRKKASRRNRA
KTSOBSLVKGSQESLVRDSRGSLAKSSQENLVHTATCEDLKKLSSNVKVSKTCRKY CSAAKWEF

Suppl. Fig. S4. Update of amino acid sequences of proteins encoded by EDC genes of Anolis carolinensis
(Ac). (A) Newly identified amino acid sequences of EDC proteins in this study. Other EDC genes have already
been reported by Strasser et al. (2014) Mol Biol Evol 31:3194-3205. Amino acid residues K and Q (potential
transglutamination sites), C (potential disulfide bonding sites), P, G and S are highlighted by specific colors
corresponding to those in Figure 4. Stretches of X's indicate unknown numbers of amino acid residues that
could not be predicted because of gaps in the corresponding gene sequences.



Pb
Pb
Ac
Gg
Gg

EDSPR1 MACBY--Q0CKQBCLEPE
EDPSQ  MDCCS--QOCKQBCLEPP
EDSPR2 MS——---- QCKQACKAPP
EDCP MSF-—--—- QCKOACBCES
EDEPK  MSTE--QQOQRKQTSVLEE
EDEPT  MAY-----

EDQSG ~ M-—---—-

EDP3 MS---000QCKQIBCTER
EDPQ2  MSYH--QQQCKQBCOBPP
EDPQ3  MSYLN--QQCKQBCET
EDSQ

EDPAM PP
EDCP  MSY----- QCKQRCLEBPE
EDPQ2  MSY--000QCKQOBCOPBP

EDPQ3  MSSDSF--QCTQBCKAPP
EDSPR2 QQCKOGCKAPE
EDSQ QVKOASLEPP
EDEPT  MSY----- QrRQBCTAPE
EDP3 MSH-QHQQOQCVQPBSFBR
EDOSG  MSY-QREQQOYK-B-MYPP
EDSPR1 MACPH--QQCKQPCLEPE
EDPSQ  MYC--TDQQOCKQACLEPE
Lor MSY----- QKKQPTPOPP

PRRY MSFS--EQQCKQBCVPPP
SPRRIA MNS---000-KOBCTBBE
SPRRIB MSS---000-KOBCTBBE

SPRR2A  MSY--Q00QCKQBCOPPE
SPRR2B  MSY--Q000CKQBCOPPE
SPRR2D MSY--QQ00CKQBCOPPE
SPRR2E  MSY--QQ00CKQBCOBPE
SPRR2F MSY--QQ00CKQBCOBPE

SPRR2G MSY--0QQOCKQBCOPPP
SPRR4  MSS--Q0Q0ROO0QCEEQ
EDQCM  MSYY---EQCKOBCLPPE
EDPE QCKQEVTLEE
EDYMI  MSYWY---QYKQOCFIBS
EDP3 MSSH---00-K00001BA

EDPKC QOKKOBCS----[[PB---ONK*
EDQL QOKKOGCO----LPP----0K*
Lorl Q-TROBISIBBCIGE-T-—-K*
EDCQ2 QOVKQP - - --TOJPP --ONAK *
EDQL QQVKQE----TQ[JBS--QONOK *
EDEPK OQRKQB----STBL--—-- K~
EDPKC HOKKQEBC----Y[JBH----HK*
Lorl Q-TKQ----MNTJBSG---QK*
Lorl QQT-QBI1S----[PPQOT-KHK*
EDGH QOIKQ----SSQPPS--QKK*
EDPE QOVKQB----SEJBLT---0K*
EDQL QQTKOP----VOJBT--Q00K *
Ivl 00-KQ----EVQ[JPB---KHK*
Lor 00-KQ----ABTES—---- K*
EDPSQ GOR--McsasNNER*

EDYM2 TGKK-

EDYM2 TGKK-

EDQrep HAKK-

EDYM2 HSKKSRC-AS-KELE*

Suppl. Fig. S5. Conserved amino acid sequence motifs of snake SEDC proteins. Amino acid sequence
alignments of motifs present at the amino-terminus (A) and carboxy-terminus (B, C) of some but not all SEDC

proteins of the lizard (Anolis carolinensis, Ac), chicken (Gallus gallus, Gg) and human (Homo sapiens, Hs). The

amino acid sequence motifs shown in A and B were discussed in a previous paper (27). The present study shows

that these motifs are also conserved in several SEDC proteins of snakes, represented here by the python

(Python bivittatus, Pb). Panel C shows a newly identified sequence motif at the carboxy-terminus of proteins

that are encoded by gene neighbors of the beta-protein gene cluster. *, end of the protein.



1 111

Pb_EDPS1 MFHCCVBSCSMGBTABLCFQBCOOSRSMBTISIBCREBVHESMBBTS IBINLCEVESMBE------- BsssBs1cIBLCBsBsEssOrROBS IBLCLSBOESGSSSGSNSRIS
Oh_EDPS1 MFHCCMBSCOMOBTABLCVOBLOO----Bs1sIBcsBBLBEVMEsvsIBvsLsBBBsCIBVCRROESBsSSETIsIBLSSMOBBBSISLABSQ---- sBscssEr
Ts_EDPS1 MFHCCMBSSOMGBVSBLCLOBLOH----BSISIE------ BrsBrsiBrsLsTsBsGIBL----- sBsssBs1s1BLsaLOBsEsIsLABSQ-----------] BsscssBr
Pb_EDPS2 XXXXXXXXXKSSSGOSOBS IBLCFSBOBSGSGSG-———-----——==—————==—-
Oh_EDPS2 MFGYCLBSYYMGEIABLDVOFYQOTSSMBAIGIBCRSVOSSMBBEC IEIRFSBGESTSQS----- GBGSFEs-CcIBICBMosBBSFSIBBYS-
Ts_EDPS2 MFGYCBBSYCMGBIABLDVQFYQRSSSMBTITIB---vossMBBECTBVRFSEGEsMSES----- GBssFEs-cvBIcBMosBEsFsYBASE-------------------
Pb_EDPS3 MSSCCV BscrvVGBIABLRVOBRDOSSSLE-----------------—--—-
Oh_EDPS3 XXXXXXXXXX IBLSSLIBE-EsKBsBBcy 1BLCE-------------------—-—-
112 222

Pb_EDPS1 ISLSPsBssssosoLsIBrcLcBoBssssscssssBsIsIsFSENOssssQBLYCIBLSBSOBBBsIsLsEsosossssusIcIBrcBSBLEssssoBsFcIBLrREsBEOTS
on_EDPS1 ISIBLSALIBSE--BsoBcci----sLcBoBssscBsisIBLaABsBsEssrRBECFLELCBGOGsBcIsLvEsOBsscsGBris-- IBLsAL--QLRSSISLABS-Q

Ts_EDPS1 ISIBLsALIBsssNBsBBccI----sccBoBssscBrIsIsLABSEsEssoBECFLBLCEGEGSBCVSLVBSOBSSGSGBTIS------- 1BLsaL1BsBEssoBccIBr-c
Pb_EDPS2 SGSGSGSSPSISISLGBSHSSSGOSOEsIBLCFSBOBsGSG
Oh_EDPS2 —------| BsBsrouTvcIBFD----BNBsBEsssoros IBLsFcBBEssssoTEvCc1BLCEsAQSBSSGOTTSAGOES-------- yc---1BvsTcOBsBsMsFCBABO--
Ts_EDPS2 —-----| BBvsrouTYCIBFC----BsssBssysososvBLsFcBBEssssQIBvc1BvcEsAQsBSSGORBSGGOES-------- yC---IBvsTGOEsBsLsFCEsBo--
Pb_EDPS3 scI---sCREBVOBsMBBTsIB1sLsEvEsMsoBcEsBLssC
Oh_EDPS3 sBessnsssGISIBLGSsssssNOBBCY IBICBcOSBEOBS

223 331

Pb_EDPS1 SSssssSBrI1SISLSEsEsBscososciBLcrsBoBrcsescscssErIsISLSEsBFsssQsoBsyCIBLCBSOBBE- - - -svsErRBABBETCCIBI I IBsNBCFCGe

on_EDPS1 [Bssrss-BrisiBrsariBsBBsrEccIBFGESE --sssGBTISIEMN--FSERsSNBSBICCFBI By--BssBcrI-c
Ts_EDPS1 [BsPBsscBrisiBrsaLiBsBBsoBcciBressp-------- BsscBrisiBrssLIBBBBOBSBsCyMBLCBSOBssGBI 1s1BussHBBBACCFEM--BssEcFI-C
Pb_EDPS2 ---SGSGSGSSPSISISLGBsssss-----------------s0sOBFvCIBLCET---0BsE----------sM--------- sBssssgBrccIfrsiBsnEcreve

Oh_EDPS2 --SSSSRBEMSISLSBSLS-sGSQSYCIBFCSYEsE -SEsBNBBETCRIBC----SBCFLVF
Ts EDPS2 --SSCSGBvMSIBLSBSBs-scTocyCcIBFCSABS BsBNBBBACCIBC----RECFLDF

Pb_EDPS3 ---IBLCBMOSBB-svsLsBSBBBE----------------- PPP -sETBsBBEsccIBITIEsTBCFIVF

oh EDPS3 ---SGSGETISIBLSSLIBBssSE--------------------sQBcy-1BvsBc---0BsscBrIsIBvvLsE--------- sBssNBBBscMIBIBMSSSBCF-TY

Suppl. Fig. S6. Alignment of EDPS amino acid sequences of snakes. Amino acid residues K and Q
(potential transglutamination sites), C (potential disulfide bonding sites), P, G and S are highlighted
by specific colors corresponding to those in Figure 4. Stretches of X's indicate unknown numbers
of amino acid residues, that could not be predicted because of gaps in the corresponding gene
sequences. Oh, Ophiophagus hannah (king cobra); Pb, Python bivittatus (Burmese python); Ts,
Thamnophis sirtalis (common garter snake).



SCFN1
0. hannah genome seq. EABARRAGGGGTTTGGCTTCCTGGCGTTTCCATACTTTTGTCTCTGAGGCTGCTCACCTG
E. coloratus RNA-seql --—-——————-—-—"—"———————-"—"—"—\—"—————— CACACTTTTGTCTCTGAGGCTGCTCACCTA

E. coloratus RNA-SeQZ ————— =~ == == =

< intron >
O. hannah genome seq. ATTTTGCTGAGCTGGGTGAG//TGCAGAAAGGGTCTTCAGGATGAGCTACTTTCTGGACA
E. coloratus RNA-seqgl ATTTTGCTGAGCTGG-—————————=— AAAAAGACTTCAGGATGAGCTACTTTCTGGAAA
E. coloratus RNA seQZ ——————————— - - - - -

0. hannah genome seq. GTGTCTGTACCATTGTTGGAATCTTTCACAAGTATGCCCGATGCCAAGATGGCAACCTCG

E. coloratus RNA-seqgl GTGTCTGCACCATTGTCGGAAT——————————————————————————————————————

E. coloratus RNA-seq?2 —-—-—————————————————————— TTCACAAGTATGCCCGATGTCAGGATGGCAACCTCG
<

0. hannah genome seq. CTCTCAACCGGAGAGAAATGAAGGCGCTTATCCAGAAAGAGTTTGCTGAAGTCTTGGAGG

E. coloratus RNA-segl ————————————————————————— - ———

E. coloratus RNA-seqg2 CTCTGAACCGGAGAGAAATGAAGACGCTTATCCAGAAAGAGTTTGCTGAAGTCTTGGAG-

intron >

O. hannah genome seq. TGAG//TCCAGAATCCTTGCGACCCTCAGACAATTGAACTCACTTTCAAGCTGCTA

E. coloratus RNA-segl ———————————————————————— - ———

E. coloratus RNA-seq2 ----——————- AATCCT T————— === ——————————mm

SCFN2

0. hannah genome seq. FATARARAGGAATCGGATACCTGCTATTCTCCAACAGTTCCCTGAAGGCTTCCAACC

E. coloratus RNA-seq3 —-—————————————"——————"—"—\—"—"—"—(—~—\—~—\—"—(—(—(—(—~—~—~—~—— CTGAAGGCTCCCTGCT

E. coloratus RNA-seg4 ——————————————— -

< intron >
O. hannah genome seq. GTTGAATGTACTGAGCTGGGIGAG//TAGAGACAAAGTCTCCAACATGGCTGGTCTC
E. coloratus RNA-seqg3 GTTGAGCATACCGAGCTGG-———=—====——- GCAAAGTCTCCAACATGGCTGGTCTC
E. coloratus RNA-seq4 ———————————— -~~~ -

O. hannah genome seq. GTGGACAGTATCTGCACCATCATTGCTGTCTTTCACAAGTATGCTGACAGGAAGAGT
E. coloratus RNA-seq3 GTGGACAGTATCTGCAACATCATCGTGGTCTTTCAGAAG-——————=———————————
E. coloratus RNA-seq4 ———-——————————— -~ -~ " - - - - ————— G
O. hannah genome seq. GAGAGTTCCTCCATGAAGCGAAGGCAGATGAAAAGACTCATCCAAAAAGAGTTTGGT
E. coloratus RNA-seQg3 ———————————— ==
E. coloratus RNA-seqg4 GAGTGTTCCTCCATGAAGCGGAGGCAGATGAAAAGACTCATCCAGAAGGAATTTGGT
< intron >
0. hannah genome seq. GACGTTCTAGAGGTAAG//CCCAGAACCCTCGTGATCCTCAGATTGTCAAGCTGACC
E. coloratus RNA-seq3 ————————————— -~ - -
E. coloratus RNA-seqg4 GAAATTCTAGAG--——--—-——---—- AACCCTCGTGACCCTCAAATTGTCAAGCTG———

Suppl. Fig. S7. Alignment of RNA sequence reads versus genome sequences confirms the expression and the
presence of 2 introns in the SCFN1 and SCFN2 genes of snakes. (A) The nucleotide sequence of the scaffoldin 1
(SCFN1) gene of the king cobra (0. hannah) was aligned to RNA sequence (RNA-seq) reads of E. coloratus: RNA-seql
(GenBank sequence read archive, SRA, accession number ERR216301.7454688.2) and RNA-seq4
(ERR216301.7454688.1). (B) The nucleotide sequence of the scaffoldin 2 (SCFN2) gene of O. hannah was aligned to
RNA-seq reads of E. coloratus: RNA-seq3 (ERR216319.8005522.2) and RNA-seq4 (ERR216319.8005522.1). Green
shading highlights TATA boxes, blue shading splicing signals (GT and AG) at the ends of introns, and yellow shading
start codons. Hyphens were introduced to maximize the alignment. Red letters indicate identical nucleotides in 2
sequences.



A

KLF4 AP-1 TATA box
kkkkkhkkkkkk *kkkkhkkkk *kkkkk*k
Hs_Tchh GAGCTGGECTTGGTTAGGAATGAATCAGGCC // CCCCTATAAAAGGCC
Gg_Scfn CAGCTGGGTTTGGCCAAAGATGAATCAGGAC // ACCCTATAAAAGCGC
Ac_Scfn GACTTGGGTTGGGTTGGAGATGAATCAGACC // ACTCTATAAAAAGAG
Pb Scfnl  GGAACAAGCCGGTCTAAGGATGAATCAGTTC // CAACTATAAAAGGGG
Oh_Scfnl GGAACGAGCCGGGCTGAAGATGAATCAGATC // AACCTATAAAAGGGG
Pb Scfn2 AAACTGGGCTGGGCTGCAAATAAATTTATCT // AATGTATAAAAAGGA
Oh_Scfn2 AAACTGGGCTGGGCTGGACGTAAATTTATCT // AATATATAAAAAGGA

B C
KLF4 AP-1

Hs_Tchh Hs_Tchh 9.56

Gg_Scfn 9.01 Gg_Scfn 9.56

Ac_Scfn 7.50 Ac_Scfn 9.56
Pb_Scfnl Pb_Scfnl 9.56
Oh_Scfnl Oh_Scfnl 9.56
Pb_Scfn2 8.95 Pb_Scfn2
Oh_Scfn2 8.95 Oh_Scfn2

0 5 1IO 0 5 1I0

Suppl. Fig. S8. Transcription factor binding sites in the promoters of SFTP genes. (A)
Nucleotide sequences of the proximal promoters of the genes encoding S100 fused-type
proteins (SFTPs) were aligned. As a previous investigation, which did not include sequences
of snakes, suggested the presence of binding sites for the transcription factors KLF4 and AP-1
in SFTP promoters (see Figure S4 in Mlitz et al. 2014), the transcription factor binding scores
were calculated using the the JASPAR 2016 server (http://jaspar.genereg.net). The positions
of putative binding sites are indicated. Nucleotides compatible with the consensus binding
motifs are shaded grey whereas nucleotides incompatible with the transcription factor
binding are highlighted with yellow and blue background. (B) Binding scores for KLF4 in the
promoters of SFTP genes at the site indicated in panel A. (C) Binding scores for AP-1 in the
promoters of SFTP genes at the site indicated in panel A. Human (Homo sapiens, Hs), chicken
(Gallus gallus, Gg), green anole lizard (Anolis carolinensis, Ac), python (Python bivittatus, Pb),
and cobra (Ophiophagus hannah, Oh) sequences were analyzed. Scfn, scaffoldin; Tchh,
trichohyalin.



Suppl. Table S1
Tentative abbreviations and full names of EDC genes identified in this study

Gene name abbreviation Full gene name

Crnn Cornulin

EDCATM Epidermal Differentiation protein containing the CAT Motif

EDCG Epidermal Differentiation protein rich in Cysteine and Glycine repeats
EDCM Epidermal Differentiation protein containing a CCCC Motif

EDCP Epidermal Differentiation protein rich in Cysteine and Proline

EDCRP Epidermal Differentiation Cysteine-Rich Protein

EDCS1 Epidermal Differentiation protein, Cysteine-rich Short 1

EDCS2 Epidermal Differentiation protein, Cysteine-rich Short 2

EDCS3 Epidermal Differentiation protein, Cysteine-rich Short 3

EDEPK Epidermal Differentiation protein rich in glutamic acid (E), Proline and lysine (K)
EDEPT Epidermal Differentiation protein rich in glutamic acid (E), Proline and Threonine
EDETM Epidermal Differentiation protein containing an ET Motif

EDETM2 Epidermal Differentiation protein containing an ET Motif 2

EDGPC Epidermal Differentiation protein rich in Glycine, Proline and Cysteine
EDGPC2 Epidermal Differentiation protein rich in Glycine, Proline and Cysteine 2
EDGY1 Epidermal Differentiation protein rich in Glycine and tyrosine (Y) 1
EDGY2 Epidermal Differentiation protein rich in Glycine and tyrosine (Y) 2
EDHEM Epidermal Differentiation protein containing a HEM Motif

EDKM Epidermal Differentiation protein containing a KKLIQQ Moitif

EDP3 Epidermal Differentiation protein rich in Proline 3

EDPAM Epidermal Differentiation protein containing a PA Motif

EDPAML Epidermal Differentiation protein containing a PA Motif Like

EDPCCC1 Epidermal Differentiation protein containing PCCC repeats 1

EDPCCC2 Epidermal Differentiation protein containing PCCC repeats 2

EDPCCC3 Epidermal Differentiation protein containing PCCC repeats 3

EDPCCC4 Epidermal Differentiation protein containing PCCC repeats 4

EDPCS Epidermal Differentiation protein rich in Proline, Cysteine and Serine
EDPKC Epidermal Differentiation protein rich in Proline, lysine (K) and Cysteine
EDPQ1 Epidermal Differentiation protein rich in Proline and glutamine (Q) 1
EDPQ2 Epidermal Differentiation protein rich in Proline and glutamine (Q) 2
EDPQ3 Epidermal Differentiation protein rich in Proline and glutamine (Q) 3
EDPS1 Epidermal Differentiation protein rich in Proline and Serine 1

EDPS2 Epidermal Differentiation protein rich in Proline and Serine 2

EDPS3 Epidermal Differentiation protein rich in Proline and Serine 3

EDPSQ Epidermal Differentiation protein rich in Proline, Serine and glutamine (Q)
EDQK Epidermal Differentiation protein containing glutamine (Q) and lysine (K) repeats
EDQL Epidermal Differentiation protein rich in glutamine (Q), close to Loricrin
EDQL2 Epidermal Differentiation protein rich in glutamine (Q), close to Loricrin 2
EDQM Epidermal Differentiation protein containing a glutamine (Q) Motif
EDQSG Epidermal Differentiation protein rich in glutamine (Q), Serine and Glycine
EDSC1 Epidermal Differentiation protein rich in Serine and Cysteine 1

EDSC2 Epidermal Differentiation protein rich in Serine and Cysteine 2

EDSCP Epidermal Differentiation protein rich in Serine, Cysteine and Proline
EDSPR1 Epidermal Differentiation protein Small Proline Rich 1

EDSPR2 Epidermal Differentiation protein Small Proline Rich 2

EDSQ Epidermal Differentiation protein rich in Serine and glutamine (Q)
EDSRWM Epidermal Differentiation protein containing a SRW Motif

EDWM Epidermal Differentiation protein containing a WYDP Motif

EDY1 Epidermal Differentiation protein rich in tyrosine ()

EDYM1 Epidermal Differentiation protein containing Y Motif 1

EDYM2 Epidermal Differentiation protein containing Y Motif 2

Lorl Loricrin 1

Lor2 Loricrin 2

Pglyrp3 Peptidoglycan recognition protein 3

Scfnl Scaffoldin 1

Scfn2 Scaffoldin 2

Note - EDC genes encoding corneous beta-proteins (beta-keratins) and S100A proteins are not included here.



Suppl. Table S2
Burmese python (Python bivittatus) EDC genes (other than corneous beta protein genes)

Sequence Expression confirmed by P.

Gene Accession nr. CDS start CDS end complete regius RNA-seq data
S100A1 NW_006533184.1 1588 555 yes yes
S100A13 NW_006533184.1 14911 15919 yes yes
S100A14 NW_006533184.1 19278 23485 yes yes
S100A16 NW_006533184.1 37282 38809 yes yes
S100A2 NW_006533184.1 46616 47229 yes yes
S100A3 NW_006533184.1 51063 52413 yes yes
S100A4 NW_006533184.1 56042 57171 yes yes
S100A5 NW_006533184.1 61202 61812 yes yes
S100A6 NW_006533184.1 66291 66748 yes yes
S100A12 NW_006539396.1 10278 9093 yes yes
PGLYRP3 NW_006539396.1 4288 1166 yes yes
EDKM NW_006540970.1 21714 20641 yes yes
EDPQ3 NW_006540970.1 15196 15360 yes yes
EDPQ2 NW_006540970.1 9469 9227 yes yes
EDSC1 NW_006543838.1 4076 3660 yes no
EDSC2 NW_006543838.1 12950 13385 no no
EDOM NW_006533945.1 464 240 yes yes
EDWM NW_006533945.1 10373 9753 yes yes
EDPQ1 NW_006533945.1 15513 14725 yes yes
EDCS1 NW_006533945.1 21723 22019 yes yes
EDHEM NW_006533945.1 24848 24321 yes yes
EDCS2 NW_006533945.1 31505 31266 yes yes
EDCM NW_006533945.1 35942 36157 yes yes
EDCS3 NW_006533945.1 40476 39946 yes yes
EDPCCC1 NW_006533945.1 46880 46335 yes yes
EDPCCC2 NW_006533945.1 51062 50646 yes yes
EDPCCC3 NW_006533945.1 63364 61049 no yes
EDCG NW_006533945.1 77683 77486 yes yes
EDPCCC4 NW_006533945.1 81785 81345 yes yes
EDGPC NW_006533945.1 85309 85572 yes yes
EDQL NW_006533945.1 92571 <92239 no yes
LOR2 NW_006533945.1 102481 101773 no yes
LOR1 NW_006533945.1 109065 107293 no no
EDY1 NW_006538280.1 8900 8205 yes yes
EDSRWM NW_006538280.1 15145 17079 yes yes
EDGY1 NW_006538280.1 23044 22733 yes yes
EDGY2 NW_006538280.1 34934 35329 yes yes
EDETM NW_006540169.1 33959 34210 yes yes
EDPS1 NW_006541849.1 19165 20127 yes yes
EDPS2 NW_006547155.1 <1262 867 no no
EDPS3 NW_006533133.1 7040 7441 yes yes
EDSCP NW_006533133.1 11620 10994 yes yes
EDYM?2 NW_006533133.1 51320 50361 yes yes
EDPSQ NW_006533133.1 59918 58921 yes yes
EDEPK NW_006533133.1 66212 65754 yes no
EDPKC NW_006533133.1 77786 78652 yes yes
EDP3 NW_006533133.1 83736 83521 yes yes
EDQSG NW_006533133.1 87350 87931 yes yes
EDSPR1 NW_006533133.1 90689 90375 yes yes
EDPCS NW_006533133.1 97800 98342 yes yes
EDCP NW_006533133.1 107373 106795 yes yes
EDCATM NW_006533133.1 113018 113974 yes yes
EDPAM NW_006533133.1 121454 122536 yes yes
EDSQ NW_006533133.1 130252 131010 yes yes
EDEPT NW_006533133.1 135106 135657 yes yes
EDSPR2 NW_006533133.1 139240 139043 yes yes
CRNN NW_006533133.1 146971 149243 yes yes
SCFN2 NW_006533133.1 154919 152258 no no
SCFN1 NW_006533133.1 160207 164241 yes no
S100A11 NW_006533133.1 167015 170608 yes yes
S100A10 NW_006533133.1 183743 184878 yes yes

Notes - CDS, coding sequence.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S3
Burmese python ( Python bivittatus) corneous beta protein (beta-keratin) genes

Sequence Expression confirmed by
Gene Accession nr. CDS start CDS end complete P. regius RNA-seq data
Betal NW_006533945.1 129573 128446 yes yes
Beta2 NW_006533945.1 141471 141166 yes yes
Beta3 NW_006533945.1 148257 149408 yes yes
Betad NW_006533945.1 153207 152950 yes yes
Beta5 NW_006533945.1 162249 161980 yes yes
Betab NW_006533945.1 175889 175638 yes no
Beta7 NW_006533945.1 178952 179227 yes no
Beta8 NW_006533945.1 182958 182686 yes yes
Beta9 NW_006533945.1 185558 185833 yes no
BetalO NW_006533945.1 187387 187124 yes yes
Betall NW_006533945.1 193099 192722 yes no
Betal2 NW_006533945.1 196728 197000 yes no
Betal3 NW_006533945.1 204035 203727 yes no
Betal4d NW_006533945.1 212727 213041 yes yes
Betal5 NW_006538280.1 44064 44354 yes no
Betal6 NW_006538280.1 49426 49821 yes yes
Betal7 NW_006538280.1 52808 52377 yes yes
Betal8 NW_006538280.1 57570 58020 yes yes
Betal9 NW_006538280.1 62708 62235 yes yes
Beta20 NW_006542926.1 15275 >15577 no yes
Beta2l NW_006542926.1 2255 2746 yes yes
Beta22 NW_006551345.1 >212 15 no no
Beta23 NW_006555159.1 >522 334 no no
Beta24 NW_006552039.1 197 556 yes no
Beta25 NW_006540169.1 583 1002 yes yes
Beta26 NW_006540169.1 5880 <5596 no yes
Beta27 NW_006540169.1 <11505 11825 no yes
Beta28 NW_006540169.1 17257 16829 yes yes
Beta29 NW_006541849.1 >5559 5290 no yes
Beta30 NW_006541849.1 13806 13432 yes yes
Beta31l NW_006533133.1 21000 20548 yes yes
Beta32 NW_006533133.1 27649 28053 yes yes
Beta33 NW_006533133.1 31407 30952 yes yes
Beta34 NW_006533133.1 39313 39747 yes no
Beta35 NW_006533133.1 43812 43522 yes no

Notes - CDS, coding sequence.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S4
King cobra (Ophiophagus hannah) EDC genes (other than corneous beta protein genes)

Gene Accession nr. CDS start CDS end Sequence complete
S100A9 AZIM01042421.1 45 >188 no
PGLYRP3 AZIM01003248.1 1855 5074 yes
EDKM AZIM01003248.1 12034 12171 yes
EDPQ3 AZIM01003248.1 19465 <19349 no
EDPQ2 AZIM01003248.1 33024 33395 yes
EDSC1 AZIM01003248.1 41385 41068 yes
EDSC2 AZIM01003248.1 52467 52712 yes
EDWM AZIM01003248.1 68925 68212 yes
EDPQ1 AZIM01003248.1 73668 72802 yes
EDCS1 AZIM01003248.1 78687 78968 yes
EDHEM AZIM01003248.1 82623 82117 yes
EDCS2 AZIM01003248.1 87881 87576 yes
EDCM AZIM01003248.1 92670 92894 yes
EDCS3 AZIM01003248.1 97472 96797 yes
EDPCCC1 AZIM01003248.1 104405 104049 yes
EDPCCC2 AZIM01003248.1 109843 109472 yes
EDPCCC3 AZIM01003248.1 122470 118393 no
EDCG AZIM01003248.1 133443 133243 yes
EDPCCC4 AZIM01003248.1 137976 137235 no
EDGPC AZIM01003248.1 141722 142009 yes
EDQL AZIM01003248.1 145280 144999 yes
LOR2 AZIM01003248.1 151769 150621 yes
LOR1 AZIM01003248.1 157066 155969 yes
EDY1 AZIM01004187.1 73541 74254 yes
EDSRWM AZIM01004187.1 64099 62798 yes
EDGY1 AZIM01004187.1 58166 58483 yes
EDGY2 AZIM01004187.1 47891 47478 yes
EDETM AZIM01000954.1 23704 23952 yes
EDPS1 AZIM01000954.1 41059 41844 yes
EDPS2 AZIM01000954.1 58107 58886 yes
EDPS3 AZIM01000954.1 <63568 63978 no
EDSCP AZIM01000954.1 69647 69066 yes
EDYM2 AZIM01000954.1 107053 106094 yes
EDEPK AZIM01000954.1 119831 119364 yes
EDPKC AZIM01000954.1 131139 131972 yes
EDP3 AZIM01000954.1 135690 135409 yes
EDQSG AZIM01000954.1 140286 140879 yes
EDSPR1 AZIM01000954.1 146227 145952 yes
EDPCS AZIM01000954.1 153869 154345 yes
EDQK AZIM01000954.1 156359 156141 yes
EDCP AZIM01000954.1 162072 161572 yes
EDCATM AZIM01000954.1 167242 168537 yes
EDPAM AZIM01000954.1 174551 175153 yes
EDSQ AZIM01000954.1 183997 184629 yes
EDEPT AZIM01004605.1 3309 3890 yes
EDSPR2 AZIM01004605.1 8254 8066 yes
CRNN AZIM01004605.1 14916 17816 yes
SCFN2 AZIM01004605.1 23685 21601 yes
SCFN1 AZIM01004605.1 28678 32401 yes
S100A11 AZIM01004605.1 <38940 40166 no

Notes - CDS, coding sequence. Further S100A genes are present close to border of the EDC.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S5
King cobra (Ophiophagus hannah) corneous beta protein (beta-keratin) genes

Gene Accession nr. CDS start CDS end Sequence complete
Betal AZIM01003248.1 174867 173737 yes
Beta2 AZIM01003044.1 87502 87801 yes
Beta3 AZIM01003044.1 81345 79850 yes
Betad AZIM01003044.1 76531 76767 yes
Beta5 AZIM01003044.1 68820 69074 yes
Betab AZIM01003044.1 55588 55848 yes
Beta7 AZIM01003044.1 52619 52344 yes
Beta8 AZIM01003044.1 49125 49403 yes
Betad AZIM01003044.1 43757 43984 yes
BetalO AZIM01007131.1 26847 27329 yes
Betall AZIM01007131.1 17992 17738 yes
Betal2 AZIM01007131.1 13225 13509 yes
Betal3 AZIM01007131.1 3381 3070 yes
Betal4d AZIM01004187.1 42024 41680 yes
Betal5 AZIM01004187.1 36898 36512 yes
Betal6 AZIM01004187.1 34624 35034 yes
Betal7 AZIM01004187.1 30955 30533 yes
Betal8 AZIM01004187.1 27140 27531 no
Betal9 AZIM01004187.1 23240 22722 yes
Beta20 AZIM01004187.1 18585 18992 yes
Beta2l AZIM01004187.1 7539 7093 yes
Beta22 AZIM01004187.1 2467 2882 no
Beta23 AZIM01041946.1 772 344 yes
Beta24 AZIM01008786.1 16443 16057 yes
Beta25 AZIM01008286.1 17037 16576 yes
Beta26 AZIM01008286.1 11937 12416 yes
Beta27 AZIM01008286.1 8808 8353 yes
Beta28 AZIM01008286.1 1958 >2062 no
Beta29 AZIM01000954.1 3170 2733 yes
Beta30 AZIM01000954.1 29658 29272 yes
Beta3l AZIM01000954.1 38016 37636 yes
Beta32 AZIM01000954.1 47356 46940 yes
Beta33 AZIM01000954.1 76707 76306 yes
Beta34 AZIM01000954.1 85348 85815 yes
Beta35 AZIM01000954.1 89721 89242 yes
Beta36 AZIM01000954.1 100589 101041 yes

Notes - CDS, coding sequence.
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S6
Green anole lizard (Anolis carolinensis) EDC genes newly (*) identified in the present study.

Expression confirmed by RNA-seq

Gene Accession nr. CDS start CDS end Sequence complete data (A. carolinensis)
EDSC2 NW_003338916.1 1040943 1040629 yes yes
EDQM NW_003338916.1 1036851 1037078 yes yes
EDHEM NW_003338916.1 995360 996070 yes yes
EDCS1 NW_003338916.1 990209 990406 yes yes
EDCS2 NW_003338916.1 982933 983241 yes yes
EDCS3 NW_003338916.1 961905 962762 yes yes
EDPCCC1 NW_003338916.1 951749 951994 yes yes
EDPCCC2 NW_003338916.1 936661 936473 yes yes
EDPCCC3 NW_003338916.1 <919157 919798 no yes
EDGPC1 NW_003338916.1 893728 893540 yes yes
EDGPC2 NW_003338916.1 876803 876600 yes yes
EDYM1 NW_003338916.1 780003 780617 yes yes
EDY1 NW_003338916.1 571522 572292 yes yes
EDSRWM NW_003338916.1 561996 560887 yes yes
EDGY1 NW_003338916.1 556637 557008 yes yes
EDGY2 NW_003338916.1 540103 539129 yes yes
EDETM1 NW_003338916.1 305599 305339 yes yes
EDETM2 NW_003338916.1 298118 297858 yes yes
EDPCCC4 NW_003338916.1 238742 239044 yes no
EDYM2 NW_003338916.1 184370 185365 yes yes
EDP3 NW_003338916.1 129131 129376 yes yes
EDQSG NW_003338916.1 120578 120174 yes yes
EDQK NW_003338916.1 87721 87867 yes yes
EDCATM NW_003338916.1 57594 57070 yes yes
EDPAML NW_003338916.1 47259 46576 yes yes

Notes - * other EDC genes have been reported in previous paper of our laboratories (27).
CDS, coding sequence; the symbols < and > indicate that ends of the coding sequence were not present on the scaffold.?
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Suppl. Fig. S1. Using the PCB antibody two weak bands approximately around 18 and 19 kDa appeared while mainly a band around
37 kDa decreased in P. bivittatus. In P. sicula, only a slight decrease of bands around 43-46, 37 and 27-29 kDa was noted, a weak
band appeared around 17-18 kDa. Red asterisks indicate modifications in the range of the 15-19 kDa CBP band. Black arrows
indicate an intensification or weakening of bands above the CBP monomer size. Molecular weight is indicated by markers on the
side (in kDa). A 12% polyacrylamide gel and nitrocellulose membrane were implied.
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Suppl. Fig. S2. The effect of a reducing treatment with DTT followed by alkylation with IA on lizard skin samples using keratin
intermediate filaments (KIF) Abs. A) A. carolinensis with Ab al bands at approximately 37, 43-46, and 50, 55-70 kDa in both control
and Reduced-Alkylated samples, with a slight increase in the approximately 50 kDa band and reduction in the approximately 55 kDa
band in the latter. Using the HgGC10 antibody for CBPs on the same blot, the bands at approximately 37 and 42-43 kDa disappeared
suggesting the latter antibody for CBPs recognizes only proteins present in the 55-70 kDa range B) P. vitticeps using Ab AK2 bands
approximately at 50 and 55-70 kDa were present in both controls and reduced samples, and a low intensity band around 45-46 kDa
appeared in the Reduced-Alkylated sample. Using the HgGC10 antibody for CBPs on the same blot, similar bands at approximately
50 and 55-65 kDa were seen in both control and reduced samples, but in the latter an intense band around 45-46 kDa was present.
C) Control with Ponceau red and with secondary Ab CY3 used for the KIF marking. Controls for the beta Ab on “clean” membrane are
shown at the right of blots. Blue arrows indicate reduced bands. A 12% polyacrylamide gel and nitrocellulose membrane were
implied. The CY3 secondary Ab gives a less clean signal than CY5 and some background signal in the beta range is seen.
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Suppl. Fig. S3. A) Western blot analysis of CBPs in skin protein extracts from the lizard A. carolinensis and snake P. bivittatus. The
anti-CBP antibodies (Ab) PCB and HgGC10 were used. B) Schematic overview of observed mobile CBP bands with at the left the MW
marker in kDa and at the right species where the band was observed. Green boxes mark size range of keratin intermediate
filaments; blue and red boxes indicate main protein bands in the size range of CBPs. Candidate CBP that have predicted molecular
weights of 17-18 kDa (blue) and 15-16 kDa (red) are indicated on the right.
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Suppl. Fig. S4. A) Alignment of the HgGC10 epitope with the most likely protein candidates for WB results in A. carolinensis (Aca) and
P. bivittatus (Pb). In red the epitope and identical amino acids in CBP sequences. B) Schematic representation of the CBP cluster in A.
carolinensis and P. bivittatus. The CBP cluster is marked in grey, in red the sub cluster I1IB to which the likely candidates of WB
results belong and in white non CBPs. The sub clusters are named with roman numbers and if requested a capital letter to further
indicate clustering within a subcluster. C) Alignment of orthologous CBP sequences from sub cluster IlIB of A. carolinensis (Aca) and
P. bivittatus (Pb).



Suppl. Table S1

Corneous beta protein names of Anolis carolinensis used here and in

previous pubblications.

Holthaus et al., 2017

Dalla Valle et al., 2010 Accession nr.

Beta-1

Beta-2

Beta-3

Beta-4

Beta-5

Beta-6

Beta-7

Beta-8

Beta-9

Beta-10
Beta-11
Beta-12
Beta-13
Beta-14
Beta-15
Beta-16
Beta-17
Beta-18
Beta-19
Beta-20
Beta-21
Beta-22
Beta-23
Beta-24
Beta-25
Beta-26
Beta-27
Beta-28
Beta-29
Beta-30
Beta-31
Beta-32
Beta-33
Beta-34
Beta-35
Beta-36
Beta-37
Beta-38
Beta-39
Beta-40

Li-Ac-40
Li-Ac-39
Li-Ac-37
Li-Ac-36
Li-Ac-35
Li-Ac-34
Li-Ac-33
Li-Ac-32
Li-Ac-31
Li-Ac-30
Li-Ac-29
Li-Ac-28
Li-Ac-27
Li-Ac-26
Li-Ac-25
Li-Ac-24
Li-Ac-23
Li-Ac-22
Li-Ac-21
Li-Ac-20
Li-Ac-19
Li-Ac-18
Li-Ac-17
Li-Ac-16
Li-Ac-15
Li-Ac-14
Li-Ac-13
Li-Ac-12
Li-Ac-11
Li-Ac-10
Li-Ac-9

Li-Ac-8

Li-Ac-7

Li-Ac-6

Li-Ac-5

Li-Ac-4

Li-Ac-3

Li-Ac-2

Li-Ac-1

Li-Ac-38

NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003338916.1
NW_003341365.1

Note: Li, lizard and Ac, A. carolinensis



Suppl. Table S2

Compatibility of corneous beta protein candidates with WB results and with the beta epitope
HgGC10 and keratin epitope al.

Compatibility WB Predicted MW Identity epitope
CBPs results (kDa) HgGC10 (%) Coverage epitope
Ac_Beta-21 (Li_Ac_19) Yes 17,1 60 10|16
Ac_Beta-22 (Li_Ac_18) Yes 17,9 60 10|16
Ac_Beta-24 (Li_Ac_16) Yes 17,9 50 14|16
Ac_Beta-27 (Li_Ac_13) Yes 15,8 50 14|16
Ac_Beta-28 (Li_Ac_12) Yes 16,2 50 14|16
Ac_Beta-35 (Li_Ac_5) Yes 16,6 58 14|16
Ac_Beta-15-Ab target No 10,5 100 16|16
Ac_Beta-20-Ab target No 11,5 100 16|16
Pb_Beta-19 Yes 15,1 50 14|16
Pb_Beta-21 Yes 16,1 50 14|16
Ac_K14-like-Ab target Yes 50,7 100 23|23
Ac_K17-like X1 Yes 37,4 57 21|23
Ac_K17-like X2 Yes 46,2 57 21|23

Note: A. carolinensis (Ac) and P. bivittatus (Pb)
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Suppl. Table S1
Tentative abbreviations and full names of EDC genes in crocodilians

Species Gene name abbreviati Full Gene Name

Asi Crnn Cornulin

Asi EDAAL Epidermal Differentiation protein rich in Aromatic Amino acids 1

Asi EDAA2 Epidermal Differentiation protein rich in Aromatic Amino acids 2

Asi EDAA3 Epidermal Differentiation protein rich in Aromatic Amino acids 3

Asi EDAA4 Epidermal Differentiation protein rich in Aromatic Amino acids 4

Asi EDAA5S Epidermal Differentiation protein rich in Aromatic Amino acids 5

Asi EDAAG6 Epidermal Differentiation protein rich in Aromatic Amino acids 6

Asi EDAA7 Epidermal Differentiation protein rich in Aromatic Amino acids 7

Asi EDAAS Epidermal Differentiation protein rich in Aromatic Amino acids 8

Asi EDAA9 Epidermal Differentiation protein rich in Aromatic Amino acids 9

Asi EDAA10 Epidermal Differentiation protein rich in Aromatic Amino acids 10

Asi EDAALl Epidermal Differentiation protein rich in Aromatic Amino acids 11

Asi EDAA12 Epidermal Differentiation protein rich in Aromatic Amino acids 12

Asi EDAA13 Epidermal Differentiation protein rich in Aromatic Amino acids 13

Asi EDAA14 Epidermal Differentiation protein rich in Aromatic Amino acids 14

Asi EDAA15 Epidermal Differentiation protein rich in Aromatic Amino acids 15

Asi EDAAL6 Epidermal Differentiation protein rich in Aromatic Amino acids 16

Asi EDAAL7 Epidermal Differentiation protein rich in Aromatic Amino acids 17

Asi EDAA1S8 Epidermal Differentiation protein rich in Aromatic Amino acids 18

Asi EDAA21 Epidermal Differentiation protein rich in Aromatic Amino acids 21

Asi EDAA22 Epidermal Differentiation protein rich in Aromatic Amino acids 22

Asi EDAA23 Epidermal Differentiation protein rich in Aromatic Amino acids 23

Asi EDAA24 Epidermal Differentiation protein rich in Aromatic Amino acids 24

Asi EDAA25 Epidermal Differentiation protein rich in Aromatic Amino acids 25

Asi EDAA26 Epidermal Differentiation protein rich in Aromatic Amino acids 26

Asi EDAA27 Epidermal Differentiation protein rich in Aromatic Amino acids 27

Asi EDAA28 Epidermal Differentiation protein rich in Aromatic Amino acids 28

Asi EDAA29 Epidermal Differentiation protein rich in Aromatic Amino acids 29

Asi EDAA30 Epidermal Differentiation protein rich in Aromatic Amino acids 30

Asi EDAA31L Epidermal Differentiation protein rich in Aromatic Amino acids 31

Asi EDAA32 Epidermal Differentiation protein rich in Aromatic Amino acids 32

Asi EDAA33 Epidermal Differentiation protein rich in Aromatic Amino acids 33

Asi EDAA34 Epidermal Differentiation protein rich in Aromatic Amino acids 34

Asi EDAA35 Epidermal Differentiation protein rich in Aromatic Amino acids 35

Asi EDAA36 Epidermal Differentiation protein rich in Aromatic Amino acids 36

Asi EDAA37 Epidermal Differentiation protein rich in Aromatic Amino acids 37

Asi EDAA3S8 Epidermal Differentiation protein rich in Aromatic Amino acids 38

Asi EDAA39 Epidermal Differentiation protein rich in Aromatic Amino acids 39

Asi EDAA40 Epidermal Differentiation protein rich in Aromatic Amino acids 40

Asi EDAA41 Epidermal Differentiation protein rich in Aromatic Amino acids 41

Asi EDC1 Epidermal Differentiation protein rich in Cysteine (C) 1

Asi EDC2 Epidermal Differentiation protein rich in Cysteine (C) 2

Asi EDC3 Epidermal Differentiation protein rich in Cysteine (C) 3

Asi EDC4 Epidermal Differentiation protein rich in Cysteine (C) 4

Asi EDCH1 Epidermal Differentiation protein containing Cysteine Histidine motifs 1
Asi EDCH2 Epidermal Differentiation protein containing Cysteine Histidine motifs 2
Asi EDCH3 Epidermal Differentiation protein containing Cysteine Histidine motifs 3
Asi EDCH4 Epidermal Differentiation protein containing Cysteine Histidine motifs 4
Asi EDCH5 Epidermal Differentiation protein containing Cysteine Histidine motifs 5
Asi EDCH®6 Epidermal Differentiation protein containing Cysteine Histidine motifs 6
Asi EDCH7 Epidermal Differentiation protein containing Cysteine Histidine motifs 7
Asi EDCHS8 Epidermal Differentiation protein containing Cysteine Histidine motifs 8
Asi EDCH9 Epidermal Differentiation protein containing Cysteine Histidine motifs 9
Asi EDCH10 Epidermal Differentiation protein containing Cysteine Histidine motifs 10
Asi EDCH11 Epidermal Differentiation protein containing Cysteine Histidine motifs 11
Asi EDCH12 Epidermal Differentiation protein containing Cysteine Histidine motifs 12
Asi EDCH13 Epidermal Differentiation protein containing Cysteine Histidine motifs 13
Asi EDCH14 Epidermal Differentiation protein containing Cysteine Histidine motifs 14
Asi EDCH15 Epidermal Differentiation protein containing Cysteine Histidine motifs 15
Asi EDCH16 Epidermal Differentiation protein containing Cysteine Histidine motifs 16



Asi EDCH17 Epidermal Differentiation protein containing Cysteine Histidine motifs 17

Asi EDCH18 Epidermal Differentiation protein containing Cysteine Histidine motifs 18
Asi EDCH19 Epidermal Differentiation protein containing Cysteine Histidine motifs 19
Asi EDCH20 Epidermal Differentiation protein containing Cysteine Histidine motifs 20
Asi EDCH21 Epidermal Differentiation protein containing Cysteine Histidine motifs 21
Asi EDCH22 Epidermal Differentiation protein containing Cysteine Histidine motifs 22
Asi EDDM1 Epidermal Differentiation protein containing DPCC Motifs 1

Asi EDDM2 Epidermal Differentiation protein containing DPCC Motifs 2

Asi EDKM Epidermal Differentiation protein containing a KKLIQQ Motif

Asi EDP1 Epidermal Differentiation protein rich in Proline 1

Asi EDP2 Epidermal Differentiation protein rich in Proline 2

Asi EDP3 Epidermal Differentiation protein rich in Proline 3

Asi EDPCV Epidermal Differentiation protein rich in Proline (P), Cysteine (C) and Valine (V)
Asi EDPCQ Epidermal Differentiation protein rich in Proline (P), Cysteine (C) and glutamine (Q)
Asi EDPE Epidermal Differentiation protein rich in Proline and glutamic acid (E)
Asi EDPL1 Epidermal Differentiation Proline-rich protein, close to Loricrin, 1

Asi EDPQ1 Epidermal Differentiation protein rich in Proline and glutamine (Q) 1

Asi EDPQ2 Epidermal Differentiation protein rich in Proline and glutamine (Q) 2

Asi EDPQ3 Epidermal Differentiation protein rich in Proline and glutamine (Q) 3

Asi EDPQ4 Epidermal Differentiation protein rich in Proline and glutamine (Q) 4

Asi EDPQ5 Epidermal Differentiation protein rich in Proline and glutamine (Q) 5

Asi EDRYA Epidermal Differentiation protein containing a RYA terminus

Asi EDQL Epidermal Differentiation protein rich in glutamine (Q), close to Loricrin
Asi EDQM1 Epidermal Differentiation protein containing a glutamine (Q) Motif 1

Asi EDQM2 Epidermal Differentiation protein containing a glutamine (Q) Motif 2

Asi EDWM Epidermal Differentiation protein containing a WYDP Motif

Asi EDYM1 Epidermal Differentiation protein containing Y Motif 1

Asi Lor Loricrin

Asi Pglyrp3 Peptidoglycan recognition protein 3

Asi Scfn Scaffoldin

NOTES - Asi, Alligator sinensis ; Genes of the main beta-keratin cluster and S100A genes are not included here.



Suppl. Table S2
Chinese alligator (Alligator sinensis) EDC genes (other than corneous beta protein genes)

Sequence  Expression confirmed by
Gene Accession nr. CDS start CDS end complete RNA-seq data
S100-A9 NW_005842477.1 1145232 1147151 yes yes
PGLYRP3 NW_005842477.1 1169577 1172879 yes yes
EDKM NW_005842477.1 1177140 1177832 yes yes
EDOM1 NW_005842477.1 1184449 1183881 no n.a.
EDQM?2 NW_005842477.1 1193599 1193236 no yes
EDWM NW_005842477.1 1203609 1202815 yes yes
EDRYA NW_005842477.1 1208055 1207771 yes yes
EDC1 NW_005842477.1 1211616 1211338 yes no
EDC2 NW_005842477.1 1214928 1214671 yes yes
EDC3 NW_005842477.1 1218546 1218277 yes no
EDC4 NW_005842477.1 1221558 1221827 yes yes
EDCH1 NW_005842477.1 1225947 1225675 yes yes
EDCH2 NW_005842477.1 1229984 1229763 yes yes
EDCH3 NW_005842477.1 1237563 1237312 yes yes
EDCH4 NW_005842870.1 580904 580653 yes yes
EDCH5 NW_005842870.1 585629 585420 yes yes
EDCH6 NW_005842870.1 599749 599414 yes yes
EDCH7 NW_005842870.1 604640 604305 yes yes
EDCH8 NW_005842870.1 609200 609524 no yes
EDCH9 NW_005842870.1 619754 619453 no yes
EDCH10 NW_005844546.1 3361 3003 no yes
EDCH11 NW_005843704.1 59713 >59898 no yes
EDCH12 NW_005843704.1 55726 55977 no yes
EDCH13 NW_005843704.1 52814 52587 no yes
EDCH14 NW_005843704.1 49501 49728 no yes
EDCH15 NW_005843704.1 47207 46962 yes yes
EDCH16 NW_005843704.1 42440 42664 yes yes
EDCH17 NW_005843704.1 39297 39103 yes yes
EDCH18 NW_005843704.1 24401 24141 yes no
EDCH19 NW_005843704.1 18101 18361 yes no
EDCH20 NW_005843704.1 11489 11268 no no
EDCH21 NW_005843704.1 <7754 7990 no yes
EDCH22 NW_005843425.1 770 444 yes yes
EDQL NW_005843425.1 18736 18485 yes yes
LOR NW_005843425.1 29177 26733 yes no
EDPL NW_005843425.1 52261 52076 yes yes
EDYM1 NW_005843425.1 55098 54616 yes yes
EDAA1 NW_005843425.1 84974 84705 yes yes
EDAA2 NW_005843425.1 90565 90906 yes yes
EDAA3 NW_005843425.1 111579 111848 yes yes
EDAA4 NW_005843425.1 124193 124534 yes yes
EDAAS NW_005843425.1 136224 136463 yes yes
EDAAG6 NW_005843425.1 140780 140583 yes no
EDAA7 NW_005843425.1 147065 >147124 no yes



EDAAS
EDAA9
EDAA10
EDAA11
EDAA12
EDAA13
EDAA14
EDAA15
EDAA16
EDAA17
EDAA18
EDAA19
EDAA20
EDAA21
EDAA22
EDAA23
EDAA24
EDAA25
EDAA26
EDAA27
EDAA28
EDAA29
EDAA30
EDAA31
EDAA32
EDAA33
EDAA34
EDAA35
EDAA36
EDAA37
EDAA38
EDAA39
EDAA40
EDAA41
EDPCQ
EDP1
EDP2
EDPE
EDP3
EDPQ1
EDPQ2
EDPQ3
EDPQ4
EDPQ5
EDPQ6
EDPCV
EDDM2
EDDM1
CRNN

NW_005843981.1
NW_005843981.1
NW_005843981.1
NW_005843927.1
NW_005843927.1
NW_005844332.1
NW_005843574.1
NW_005843574.1
NW_005843574.1
NW_005843574.1
NW_005843574.1
NW_005843574.1
NW_005843574.1
NW_005844741.1
NW_005843835.1
NW_005843835.1
NW_005845569.1
NW_005844011.1
NW_005844011.1
NW_005844011.1
NW_005844749.1
NW_005844209.1
NW_005844209.1
NW_005844434.1
NW_005844013.1
NW_005844369.1
NW_005843959.1
NW_005843488.1
NW_005843488.1
NW_005843488.1
NW_005843488.1
NW_005843488.1
NW_005843488.1
NW_005843488.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1
NW_005842911.1

10631
16492
20879
16210
26472
5706
6507
17750
48584
60961
68008
73107
77958
2326
3825
12420
535
7276
12653
20753
563
418
6158
5164
4582
2281
5272
26363
30610
37639
71905
77357
95540
106922
417543
409961
391439
381471
371479
366995
358795
341777
339046
334654
331432
327146
317953
310213
289193

10470
16301
21076
16401
26281
5897
6698
17553
48417
60764
67841
73298
78125
2481
4004
12229
338
7079
12844
20556
754
609
6313
5358
4776
2117
5508
26085
30807
37875
71708
77635
95731
106764
418958
410779
391792
380539
371697
366747
359001
342013
338840
334890
331226
327553
316673
311412
285697

yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes
yes

no

yes
yes
yes
yes
yes
n.a.
yes
yes
yes
yes
yes
yes
yes
n.a.
n.a.
n.a.
n.a.
yes
yes
yes
yes
n.a.
n.a.
n.a.
no
yes
yes
yes
no
yes
no
yes
yes
no
yes
yes
yes
yes
no
yes
no
yes
yes
no
yes
yes
no
yes
yes



SCFN NW_005842911.1 276363 271612 yes no
S100A11 NW_005842911.1 26699 260312 yes yes

Notes - CDS, coding sequence; n.d., not determined; n.a. not applicable
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S3
Chinese alligator ( Alligator sinensis) corneous beta protein (beta-keratin) genes

Sequence Expression confirmed by

Gene Accession nr. CDS start CDS end complete RNA-seq data
Betal NW_005843425.1 61017 60622 yes no
EDBeta NW_005843425.1 66835 67149 yes yes
Beta2 NW_005843776.1 14927 15322 yes yes
Beta3 NW_005843776.1 38892 39287 yes yes
Betad NW_005843293.1 6303 6698 yes yes
Beta5 NW_005843293.1 20473 20928 yes yes
Betab NW_005843293.1 38862 39252 no yes
Beta7 NW_005843293.1 50698 51093 yes yes
Beta8 NW_005843293.1 57220 56816 yes yes
Betad NW_005843293.1 81993 81634 yes yes
BetalO NW_005843293.1 98267 97782 yes yes
Betall NW_005843293.1 106917 107294 yes yes
Betal2 NW_005843293.1 128505 127948 yes yes
Betal3 NW_005843293.1 134659 135228 yes yes
Betal4d NW_005843293.1 141781 141224 yes yes
Betal5 NW_005843293.1 159177 158686 yes no
Betal6 NW_005843293.1 164860 165426 yes yes
Betal7 NW_005843293.1 >195188 194952 no yes
Betal8 NW_005843293.1 203180 202836 yes yes
Betal9 NW_005844928.1 970 1539 yes yes
Beta20 NW_005843827.1 9986 <9816 no n.a.
Beta2l NW_005843827.1 21239 <20973 no n.a.
Beta22 NW_005843827.1 27575 27246 yes n.a.
Beta23 NW_005843827.1 35668 35213 yes n.a.
Beta24 NW_005844022.1 479 141 yes yes
Beta25 NW_005844022.1 5518 5856 yes yes
Beta26 NW_005844022.1 9390 9052 yes yes
Beta27 NW_005844022.1 17261 16923 yes yes
Beta28 NW_005842911.1 582806 582468 yes yes
Beta29 NW_005842911.1 575088 575426 yes yes
Beta30 NW_005842911.1 571820 572158 yes yes
Beta31l NW_005842911.1 567179 566859 yes yes
Beta32 NW_005842911.1 554888 555226 yes yes
Beta33 NW_005842911.1 550148 549810 yes yes
Beta34 NW_005842911.1 543674 544258 yes yes
Beta35 NW_005842911.1 506800 507279 yes yes
Beta36 NW_005842911.1 502103 501663 yes yes
Beta37 NW_005842911.1 496471 497001 yes yes
Beta38 NW_005842911.1 492176 491685 yes yes
Beta39 NW_005842911.1 479390 479022 yes no
Betad0 NW_005842911.1 470088 470714 yes yes
Beta4dl NW_005842911.1 457868 458509 yes yes

Beta42 NW_005842911.1 447145 448434 yes yes



Beta43 NW_005842911.1 430348 430953 yes yes

Notes - CDS, coding sequence; n.d., not determined; n.a. not applicable
The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S4

Australian saltwater crocodile (Crocodylus porosus) EDC genes (other than corneous beta

protein genes)

Gene Accession nr. CDS start CDS end Sequence complete
S$100-A9 MDVP01000026.1 <243744 245030 no
PGLYRP3_partl JRXG01058286.1 2179 <232 yes
PGLYRP3_part2 JRXG01058285.1 >626 450 yes
EDKM JRXG01058284.1 952 252 yes
EDQM1 JRXG01006413.1 5178 5645 yes
EDQM2 MDVP01000026.1 290589 290200 no
EDWM MDVP01000026.1 299694 298879 yes
EDRYA MDVP01000026.1 305213 304929 yes
EDC1 MDVP01000026.1 308751 308485 yes
EDCH1 MDVP01000026.1 318243 317992 yes
EDCH2 MDVP01000026.1 322239 321967 yes
EDCH3 MDVP01000026.1 328285 328034 yes
EDCH4 MDVP01000026.1 332130 331879 yes
EDCH5 MDVP01000026.1 335663 335391 yes
EDCH6 MDVP01000026.1 >339228 339166 no
EDCH7 JRXG01099277.1 1279 1539 yes
EDCH8 JRXG01099277.1 8174 7932 yes
EDCH9 JRXG01013561.1 <1 175 no
EDCH10 JRXG01039386.1 5323 5090 yes
EDCH11 JRXG01044410.1 575 808 yes
EDCH12 JRXG01044410.1 3294 3058 yes
EDCH13 JRXG01044410.1 6192 6464 yes
EDCH14 JRXG01044410.1 8965 >9174 no
EDCH15 MDVP01000026.1 344777 344499 yes
EDQL MDVP01000026.1 353105 352866 yes
LOR MDVP01000026.1 363815 362264 no
EDPL MDVP01000026.1 385663 385451 yes
EDYM1 MDVP01000026.1 388477 387995 yes
EDAA1 JRXG01066409.1 1710 1901 yes
EDAA2 JRXG01066410.1 3519 3328 yes
EDAA3 JRXG01076834.1 4212 4397 yes
EDAA4 JRXG01063821.1 2219 2046 yes
EDAA5 JRXG01104627.1 4938 4741 yes
EDAA6 JRXG01076832.1 4468 4758 yes
EDAA7 JRXG01076832.1 10472 10227 yes
EDAAS JRXG01076832.1 17367 17561 yes
EDAA9 JRXG01076833.1 5689 5492 yes
EDAA10 JRXG01069781.1 2547 2783 yes
EDAA11 JRXG01060709.1 13537 13301 yes
EDAA12 JRXG01060709.1 4202 4387 yes
EDAA13 JRXG01060708.1 17706 17428 yes
EDAA14 JRXG01060708.1 2046 2225 yes
EDAA15 JRXG01060708.1 22931 23128 yes
EDAA16 JRXG01104928.1 2430 >2603 no



EDAA17
EDAA18
EDPCQ
EDP1
EDP2
EDPE
EDP3
EDPQ1
EDPQ2
EDDM2
EDDM1
CRNN
SCFN
S100A11

JRXG01076836.1

JRXG01099001.1

MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1
MDVP01000026.1

>15917
128
653561
662837
681392
691240
699606
704196
709497
721051
728952
749469
762021
<776095

15705
<1
652116
661880
681024
692343
699430
704399
709703
722289
727573
752090
770451
776844

no

no
yes

no
yes
yes
yes
yes
yes
yes

no
yes
yes

no

Notes - CDS, coding sequence; n.d., not determined; n.a. not applicable

The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



Suppl. Table S5

Australian saltwater crocodile ( Crocodylus porosus) corneous beta protein (beta-keratin) genes

Gene Accession nr. CDS start CDS end Sequence complete
Betal MDVP01000026.1 394371 393976 yes
EDBeta MDVP01000026.1 400062 400376 yes
Beta2 MDVP01000026.1 425383 425778 yes
Beta3 MDVP01000026.1 430625 430230 yes
Betad MDVP01000026.1 454438 454079 yes
Beta5 JRXG01074025.1 3021 2515 yes
Betab JRXG01074025.1 16939 16616 yes
Beta7 JRXG01074025.1 28647 28060 yes
Beta8 JRXG01110871.1 14074 14595 yes
Beta9 JRXG01110870.1 10001 9576 yes
Betal0 JRXG01110870.1 15546 >15716 no
Betall JRXG01110870.1 <1 271 no
Betal2 JRXG01110869.1 <1 225 no
Betal3 JRXG01004993.1 2781 2437 yes
Betald JRXG01110864.1 1952 2296 yes
Betal5 JRXG01110865.1 2994 3338 yes
Betal6 JRXG01004994.1 5855 5400 yes
Betal? JRXG01004994.1 >12153 12043 no
Betal8 JRXG01086413.1 2155 1736 yes
Betal9 JRXG01011795.1 3986 4324 yes
Beta20 JRXG01011795.1 10908 11246 yes
Beta2l JRXG01011795.1 17328 16774 yes
Beta22 JRXG01011795.1 38823 38389 yes
Beta23 MDVP01000026.1 583004 582435 yes
Beta24 MDVP01000026.1 587243 587755 yes
Beta25 MDVP01000026.1 590427 590167 yes
Beta26 MDVP01000026.1 595099 595419 yes
Beta27 MDVP01000026.1 600837 <600541 no
Beta28 MDVP01000026.1 605656 <605360 no
Beta29 MDVP01000026.1 611827 611207 yes
Beta30 MDVP01000026.1 625170 623850 yes
Beta31 MDVP01000026.1 641121 640585 yes

Notes - CDS, coding sequence; n.d., not determined; n.a. not applicable

The symbols < and > indicate that ends of the coding sequence were not present on the scaffold.



A

>Am_CRNN
MTQLQGNIECIVSAFNAYAKEDGGCITLSKGELRQLIQQEFADVLVKBHDLQT I DQVLORLDVEREDRI DFDEFLVLVEQVAK
ACHRKLSECQPS-D:Q=SARQ-DASRDQAQRADQEQ-QKQBDAPEQDETREQAPETRTAE CDLSRRETQDPEVSCTQDBEVSQ
DCNHEAQAAKTBEHDS IRRQCQEBEQDBSHHRAQEQDENRE QDBOVBQODVKHEALES - ABEQABNRHBVLOBSVSERDLD
HSHSSASERDLDHHBTLOENTLETDLDREBTLOBNTLETDLDRLBTLOBSTSETDLDHHOGLETEABEQDLNSTTCRESTHNE
AHELQABEQESQESQBDEQDONRHQSEEPEASEHT LHHOBQEAQRTEQDLTWETQTBRVEECDVSRCCTEFSBALOQODRGAQQ
DEREEALTAYREYIYQCOKPBTFEYQWLBKQ

>Am_EDAAl partial
MFDSLDTTEDLFYQ:CWDBCYRREYWNSCWDBCTYRREXXXCCCYBYSSRWERRYSYCNCHEC

>Am_EDAA2
MFDSLDVIEDLHYB:QSDCFBHORRRBBY TCCCYDQWCRLVWRGCCWSABBWWCRRCSSCNCWEC

>Am_EDAA3
MFDSLETLYDLFYQ:QSDCWBBTBRRTEYTCCCYDRCCRLVWRECCWS IBBW

>Am_EDAA4
MFDSLDMIEDLSYB:QSDCWBBFBRRESYTCCCYDRCCRLVWYCCCWS IBBWCBIQTALEITCHARSSKNIHCTGTMRTSKB I
YIFMADBKDMACTSAKHSTELL

>Am_EDAAS
MSDSLDMIEDLYYQNBSCCWRBBCRRRCWCCCYDBCTCOLIWQCWCWCBCWRSRERY CRCWEBC

>Am_EDAA6
MFDSLHTFEDLFYLCQSDFRWBBYHQRQYLCCCYDRYECLVWQGBCCYB-BWCRR

>Am_EDAA7
MSDSLDMLENFY YB-QsNCWDECYRREYWNSWWDBCTYRREBSWY-CWDBCTYRREYIYDNCYCYGELYCLECCYBYSSRWERR
SWESCWEC

>Am EDAAS
MSDSLDMLEELYYQSB-CCWRERRRRECYCCCYDBCTCELVWECWCCCBWWECRERY CRRWEBC

>Am EDAAY partial
MSDSLDMLEDLWYB-QSNCWXXXRRBYWNSCWDBY TYRRESWSCCWNBCTYRKBY IYNRSYCYCCLYCAGCCFBYSTRWERRY
SAGSCHWEC

>Am_EDAA1Q0_partial
MFDSLDMIEDLSYQXXX

>Am EDAA1l
MTYHQSCCDDVCYTHCSYGVLYCYHCLTACWEBWTYCRBYSYCCCNBCTYRWENRYWEBCCYCT

>Am_EDC1
MCSCCSCGCHETRSVQBICYVOBVCCEBVY THRSSCSCCQBCESCCESCCRESRACEVVIQRREMEVCCBBLOY SABMOQHCS
BLRKC

>Am_EDC2
MCSCCSCGCHETETICYVQPBVCCEPVY THRSSCSCCOBCESCCESCCESCCHELRSCBQVVIQRRBMBVCCEBLOYSSBEMOOCC
SBLEKC

>Am_EDC3
MCSCCSCGCHETDETICYVOBVCCEBVY IQRSLESCCOBCESCCESCCECSRSCERVVTQRREMBVCCBBL.OY SABMHOCCTBL
KKC

>Am_EDC4
MCSCCSCCHETESVQBICCEBVY TQRSSeSCCOBeesceesceecsRBFBRVVIQRREMBVCCBBLO Y SABMRKY SABMOQCC

BBLKKC

>Am_EDCH1
MCSRRSCHDH:SSSHCGCHRHESSCH:SSSSINCVIEKBVEICBMBoCCBBIooccBBvoKCCBEvVRCcCcooNooCcCKFBBOYEBK

>Am_EDCH2
MCSRRSCHDHCSSSHCCHCHESSCHESSSSINCT TERBVBICEvBocCcBorBoccvBvoBCCBBMDRCCBBVOCCOOSKOCCK

IPPBCBK



>Am_EDCH3
MCSRRSCHDHCSSSHCGCHSHESSCH:SSSSINCVIEEBVBvVCEvBoccBorBoccvBvooccBBMoccooTKoCCK 1 BBoCEK

>Am_EDCH4
MCSRRSCHDHCSSSHCCHSHESSCH:SSSSTBCT TERBVE1CBvOBCCBBVooCCBBVORCCBBVRCCO0SKOCCKFBBOCER

>Am_EDCH5
MCSRRSCHDHCSSSHCCHCHESSCHSSSSSIBcI 1ERBVBvCEvoBccBBvooccBBMoKCCBBvRCCcooTROCCKFBBOCEK

>Am_EDCH6
MCSRRSCHNHCSSSHCCHCHESSCHSSSSSTBCT TERBVEVCEVOBCCBBVooCcCBBMORCCBBVRCCOOSKOCCKFBBOCER

>Am_EDCH7
MCSRRSCHNHCSSSHCCHCHESSCHSSSSSIBCI IERBVBvVCBvoBccBBvoocCcBBvoRCCBBvooccBBMoKCCBEVRCCO
QTKOCCKFBBOCBK

>Am_EDCHS8
MCSRRSCHDHCASSHCGCHCHESSCHSSSSSIBCILERBVBvCTVOBCCBBvooCcCcBBVORCCBEvVRCCoosKoCCKFBBOCEK

>Am EDCH9

MCSRRSCHDHCSSSHCCHCHESSCHCSSSSIBCT1ERBVEICBMOBCCcBBvooccBBvoRCcCcBBvooccBBMoKCcCBBVRCCO
QSKQCCKFPPQCPKSHSDEEDTKTCPLESSBWDCCL

>Am_EDCH10
MCSRRSCHDH:SSSHCCHCHESSCHSSSSSIBc1 1EKBVEVCEvoBccBBvooccBBvoKccBBvooccBBvoKCcCBBVRCCO
QTKOCCKFBBOCBK

>Am_EDCH11
MCSRRSCHDHCSSSHCCHCHESSCHESSSSIBCT TERBVBvVCBMoBccBBvoocCcBBvoRCCBBvoowcBBMoKCCBBVRCCO
QTKOCCKFBBOCBK

>Am_EDCH12
MCSRRSCHDHCSSSHCCHGNESSCHDSSSSINCVIEKBVEICEMPOCCEBVOQYCPBvVOQCCBBvVOQCCBEVOCCO0SOQCCK

1BBorFEK

>Am_EDCH13
MCSHCGSCHNRHRSCHC:SSSHCHESRBSCNIVVVERBYCCBVERYYBBVSCCYBRYQYSQCCKrBOYBRCBBOYBK

>Am EDCH14 partial
XXX-SSSHCHESRESCNIVVVEKEYCCBVEBRYCBBVSCCYBRYQYSOCCKFBQYBRYBOYEK

>Am _EDCH15 partial
XXX-SSSHCHESRBSCNIVVVEKBYCCBVBRYCPBVSCCYBRYQYSQCCKFBQYPKYBOYPK

>Am EDCH16_partial
XXX-SSSHCHESRESCNIVVVEKEYVQACCEVESYCBBVSCCYBRYQYSQCCKFBOYBRCBBOYBK

>Am _EDCH17_partial
XXX-SSSHCHESRBSCNIVVVEKBYVQACCEVEBSYCPBVSCCYPRYQYSQCCKFBQYBRCPPQYPK

>Am EDCH18
MCSRGSCHDHHNTCHRSQCCSHCHESRESCNINEVERLSVQSWCEVQQYCEBVQHYCBBTCCYPRYQYSQCCKFPBEYBRKCEEO

YBK

>Am_EDCH19
MCSRCGSCHDHHSSSHCSRCRSRCHESRBSCNITVVERBS T0SWCEvVQQYCBVOHYCBBTCCYBRYOYSQCCRFBBOYBRCBL.O
YBKCBLOYBK

>Am_EDCH20
MCSRCGSCHDLHSSCHRSRRCSHCHESRBSCNITVVERBSVOSWCEVOQYCBVOBYCBBTCCYBRYODSQCCKFBBO YBRCBEO

YBKCPBoYPRCBBOYBK

>Am_EDCH21
MCSRRSCHNHHSSCHRSRYCSHCHESRBSCNITVVERBFMOSWCEVOQYCBMORYCBBTCCYBCYQOYSQCCKFBBO YBRCBEO
YBK

>Am_EDCH22
MCSRCGSCHDHHNTCHRSRCCSHCHESRBSCN I TVVEWBSVRSWCBMOQYCBVORYCBBTCCYBRYQYSQYBRCBBO YBR

>Am_EDCH23



MCSRCGSCHNHHNSCHRSRREGSHCHEYRBSCNITVVDRESMOSWCEBMQQOYCBTORCCBETCCSBRYQYSQCYRFBPBOYBRCEBO

YBR

>Am_EDCH24
MCSCRSCHDHHSSCHGSRCESHCHESILYCNIMVVERBSLLTWCEBMQQYCBVOLYCBBTCCYLRYQYSQCCQCBLOYRKCEPE

YBKYPBoYBRCBBOYEK

>Am_EDCH25
MCSRRRCHDRETSCHDSRESCHSSCSRCHESRESCHVSVIERBBYCOWQOYRBVOBY YB-YOYSOCCRFBOYBRYBOYBR

>Am EDDM1 partial

MY YBOooHQCKOBCLBBB 1 VRNCBLOTVEBCCTVEVSQCATRCVDTCETLSVAQAASCSLSECECISEAQAMCTSLSBCCCISE
AQAASKSVDBRCCVSVAQACGTSLCBCEEVCVACAASRSVEBYCCVSVAQAAXXXSASQSVEBYCCVSVAQAASKSVDBRECA
SMAQAACGQSVDBCCDASMAQATCQSVDBYACVSVAQAASKSVDBR:CASMAQATQSVDEYACVSVAQAATRCIE YVR
BYAIQCADVCRSKCVASYCQVRVDXCABCCARTYBLONVDECLEK=SEVQOCSRKSKOC

>Am_EDDM2
MAFBNQOQYKOE RCVDQCDAACVKKHTDLH NICAISCTTliVDSCD ISTMLCMTliMDIC AACVKEC

D

CLPBLVCIQKCPE
TTRCMCESNTVCAKPCVTKYVDBCCTSCVMSCATBCLEBCNT ICVKECVTKCMDBCCTFCAEBYVTRY CSNSAKBCITK
CVDSCNTVCVKECTTKCVDLCSTRYAKBCVTNCVDSCCETCCCRLCVTRCVDBCETECEKLCVTRCMDBCCTMCTRECLTMCMN
BcSTRCARKPSVTKCVNLCGTMCCRPCITKHEDBCCTICVRECTTRKCMDPCCIICTRKBCVTKCVDECTTSCVTSCVTKSTESCS
TVCIKKCTVRCVDTCSTICAKBFVEKCTDECCBRCTASSCTTSMDECARVCKRTYBLQIVDLRLSKCBEVOOCCORPROC

>Am_EDKM
MSKLLKAITNLIDSNQCNSRKECKAEMFCRSEFKKLVQODLABIRLSBSYRYRHIKSLBESETEBVNHKKISTVRHCVY

>Am_EDP1 partial
MSYYCQQCKQRCLBLEICODQLBVKCEBMCBOOWTEQYSTRSYSCYDCYCESSSLOCMEPCCPR-WLKCRBOCEQVYVPBCEE
cvTRcPoocvToCVTRCBPECVKCEPPCVKCBOBCVTOCITRCBBBCVTRCBOOCVTRCBOOCVTKCEPRCVTRCBOOX XXV
TKCPPPCVTKCBOQCVTKCPPBECVTKCBQOCVTKCEOQCVTRCPQOCVTR-QSSKVKISSNNKKYCSASKWE

>Am EDP2

MSSRONQQOCKQVBTLEBALSKA 1BDEVEVLDEEVBEEVEACBEBCBABVKEBENABRRROEEEHCKOBL -OBL TLABKLEBE
PESKLCCFLVPEERPEDSVBVOLBPLVEQOQOBSL

>Am EDP3

MNLOKOEKQVEVSFRASERBESEFLFSDLFSS0000001vBBKCODKCBBKCVELCKBBKCQDKCBBKCBBOO

>Am EDPQ1

5 ¥50000CKQvvCEEEvCBE TKCBE v BEOKCEBE BB CBEOKCBEOK CBBEnCBBBKCBEOK

>Am_EDPQ2

usvEN00QH00VvOEEEY T BEORCBEL v = BEORCEBEO T BEBRCEvED 1 BEOKCEBEOEOOKCEEQR

>Am EDPQ3

vsvEN000COKvv+BEEY 1 BEOKCBEE v BEOKCBBHo T BBERCEvE - BE+KCSBE0vE000CEEOR

>Am_EDPQ4

usvBN00QCKQvCEEEY 1 BEORCBBEQCE L BRCBESKCBBEQW DK CBLE0E O CBBE0CHDORCBBEOCE000

>Am_EDPE

>Am_EDPL

MSHDQQQIKQEFQPPPESSQLCBBLKFLESCPSAPPKCPEBAPPPPK - PEBsPOPPMMBTC

>Am_EDPCQ

MBWNRQQCKHOBLL:SSHVNKSLWQQODCEYCBLOCBOBRC-KQCMQOCLALYBLHQSVCK:SLB-MTVSPQHMCVAECLRBCES
ESLQBCCTAEQBLOQHVINSQLCCAHTAQNWHQTANSQBCCTTVTTEPQRVTKCKABCAESABNQECVNNRBBCABSABNOKC
VNNRPBCABSTENQKCVNNRPBC-PPAANHSCCTKS ESBAEERQEESPLWESVBERLQLODMTDSQ-MTKCBOLLCMM

DDLPSCMHTCPALKCKTTCEPPSSAQCPALOQSLASCPBLOATIQHBBLPRATNCSLBYDATHLBPPQOCWTTCELTH
PLLEQSIATCHLBPCVMECLLBATTKYER RQHLilHL SFMTRRFBSCMTAAARQSCLTKRRRQRILRRELLRE

00CFAMRBLBBSASECLLECTTECBPEQRABAHLBOOHTARAHBOCVTCFBRYHRE

>Am_EDPCV



MSFQHQCK.QlCL.LIC QTVEBsQBcvaBCcsTVYVDBCBE-CVNEBCEBQCVDBCEE - CcVKBCBBOCVDBCBBVCVNBCBBQCY

DBCLBRCBESQQCCAQTRLC

>Am_EDQL
MCSRENRDCHDRESSSCHDSC-RSSCHGSGDVICHEVTELED I QBPMPBMPMBTEMBABABTBCQOQ0TKOB I HWBBOOOHOK

>Am_EDQM1 partial
MSWQONQQ-=S-CYRSGC-CHSR(ESS CHS CH SS CHS CHSR(:SSSESCH SSSCECECHSXXXIGREYY
CH ST CHSSCGCCHS YYCCRSFHVISCCHSQ SQQHKQISQVISQKLK

>Am_EDQM2
MSQQSQQCSCCHESCECHETRSSSCEECH CH CHGCGDSSCEGEECHEEESSSEECHSCACCHECRFSQVIGEEHSQESQ
QCKQISQVESQKLK

>Am_EDRYA
MYS!lHYTAFCH BscscrLeRecPBYcCEQTFCSCIQHSQEDSRSSCHSSCPLCHESCPFDORTWRRQHVRRRREVIEBCOABVQ
KccABAQLRYA

>Am_EDWM
MTCSSCRESYFNLNSTWYDBSCSWLENHRIBLCYADDSCCGCCNEDVREVECHNYRBCWYRRSVCSEAERGSSSCYCCESEDS
CARRBTLCYSDGECGGYRRCGBDRCNGECSSHEFCRRBTYHYAADVY LANERLACSECGCHCSSGEFYGSSECCHRRRRCCEBCH
SCSYGSSRECHGRRRSVCCEBCHESGSSCYLOBVCVRBEBC IBRCBBROKYVRSTOSCCIBVOTYCABVQVYCBBVCRYSSCR
QOCKQTSKLETLKAK

>Am EDYM1

MSYY:YQLKQQCYVEE VKYSSCVTRCIKHATKWTTICATKRTEIIATKK‘AICATTCVKTRVVRCILICTITilEICAAE
Qw C

ciTBcarcYLEBCCLOOBOBFSKCWEH QY IQBCBMICRBVC-BAYIQBBAQKCTABYYFOWSNRCCYCGNC

>Am Lor_ partial
MSSTQOKTACOEIBOOSRCLOGSSCHEGESSVSSENCIGEASSCCEESSEONICVSESSESSCCTEESEYET
FNYCCGSSCQRICGVTCECSSSXXXVSSEQTIVESESEESDYGIGEESSCECVSSCHRTIVESESGESEYCISEESS
YCTGGESSSEEVSSCHRTIVESGSEESSYGICEESSSEEVSSCHRTIVESGSGESEYCTEEESSYCTEEESSSA
VSSCHRTIVGSGSGESEYCIGEESSYGIGEESSCAGGSSCQTISICSCSESEESSCISIGEECIGEELSSEESER
SSSKLIINSRCGSGESCSISCESSSSESGESLOSVBOHOTROBCOWBBOOK

>Am_PGLYRP3

MMLRLAVLFSALCASSCOLACBEIISBARW SREAKCAABLSKVBB-NVIIIHTSCSACHTQBECSELLRNIQVFHRDMKEWC
DISYNFLICEDGNVYECRCWLLECAHTYCYNDLSLGIAFICNFTERSENEAAWKTLENLLTYAVQSCYLASDYLLMAHSDVSN
TISPCKLIRETIKMWBHYRH

>Am S100-A9
MKCIDAQTELEKAIETIINIFHQYSVRV HFDTLTKMEMKLLIEKQLINYMKNQTKIXEIDALFKDLDKNKDKQLSF EFMVL
ITRVITIATHEHLHHCCEEECQHHHQD

>Am S100-All
MSKVBVABTETERCIESLLAVFQRYACGRSDRDETKLSKTEFLAFMNSELASFTRNQKDBAVLDRMMKKLDLNCD:QLDFQEFL
NLIGGIAVACHDALCTGCCBCCPRCSSCBRCSSCPKKL

>Am_SCFN_partial
MBHLLDSICTIINVEYQYATEDREGSSLSRRQMRLFIQKEFADILVNEYDBLMIDTVLRLLDQDGDGSIDFBEFLILSFRVAQ
ACYSYLAPKB-LOERQEQ-RRSKELNELEAKADRCRSHQLREBEBRVCRRRHPEDPERKBEBRRDE CRRQQOSLEBEQQVYECR
RHOSHDBEQOEEVRSRSQERDITQSHERSQROVLEHEBBLYEESHROBHEQECREKVRSRSQBRDTNTQAYERNRRBVLERES
QLDKESHRQPREPKKQEEVRSRFQSREBEPRWDECRORQPLEBKEREEVRCRSQPRDTDTQTYERSRREBVLEBEPQLYEERHH
KBREBEQREEVRCRSQBRDTNIQIYERSRHBVLEBEBOLYEERHHOBREQEQREEARSRSQBOEBEQLVYECKCRREHEBEER
EKVKSRSQBRDIDAESYERCQRBILEREBOLYEESHRQBREQEQQEAVRSHSQTQEPEQVYACRRROPLEBEQREEVRCRSQOB
RDNDTQTHERSQRBVLEHEBRLYEESRROPHEBEQREEARRRSBROEBEQOPVYERCRROBREBEQOEEVKSRFQBCDTDTOSF
EKSRHBALEREPELYEESHRQPREPEQREKVRSHSQPQEPEPRCDECRHRQLHELEQQEEVRCRSQPRCNDKQTHERSQHBVL
EREBOLYEESHROBRVTEQOEEACSCSQSREAEQQVYDCRGHOBCEBEQOEEVRSRSQBREPRER - CERRRHLEBHDBROREEV
KSHSQBSDTDTQTYERSQHBC-LECEBQLYEESHRQBREPEQQCEVRSRFQBOESEQQVYECRRHQBRCPEQQEEVKSRSQBHN
ADTQNSERKQHPALERE QLHEERSRQIREIEQREEVRSRFQIQEIEQQVY RRCHOBRDPRREEVRSCTQWHETDTQNYERS
REHBVLERESQLYERSRRQBREPEQQEEVRSHFQBOEB-BRCDE RQRQALEIEQQVYE KRROPLEBEQQKDIRSRFHPSDTY
TQSYVRSQ LERESQFYEE RROPREBEOREKVKSRSOPOEBEPOCNERRHCOBY BEQRAEVRSQSQBRDSDTQTYERS
VLEXXX VLEHEBRLYEESHRQBREPEQREEVRSRSQBRNNDIQIYERSQ VLECEIRLYEESRRQ EBEQREEARS
YDSCRHOBREBEQOEEVRSRSQBHEBEQVSRESYCEBRVPEQREVRDCYOSRESEQVYEESRHQVYEBDOOR
EVRSCY HVSEIRVDQ RQHOLRVSEEQYECRRHOBHEAKTQAYERSRHBFLEREBERYECSRIQLRELAQECVRNRFRERE
RCAQTDKRSHHELSEREBQVDEERCRQLCKPEHLCDVRREBYQBYEREQQVNCRRLROSREPEQEHE SHHQISEAEW AEVRT
HYLPREPEYMHECRRRQVQDADRQCEVRSHYQERABDTRAFECAHRPLFEQEBOLYERSRRQPPEBDOL EERRHYE R
QVNEESRHQAHRIELQVYEQSRDLLCEBEBRVDEQRORHROEBEQOVYKRSRHQLSEVEQ EVRSHSQTREREQVIKSHHQ R
DBEQRCGAKDRYLSREPEQVYEESHRQVCEBNQQCEVRRCYQBRETRBOAFKCRHCQLLECEBQLYECRHEVKQADECSHLELE




PEQRETRSLYCLYDCHQHOBHQLEQRVDDCSRYQHHEBEQLRDVRSRYQBREB -BO-DARSRREFHEREBELHE SRRQBREQ
RDVWSHSQBREBDBRVDERSOBREROBELOVYECSCHBLRDREQCESRDRSLELDBETQTYERSRVOARDBEBORDCOTREER
DSELQLDEKSLCOBRABVQLCNCRRRYQBRELEBEANECSCYQBRCPEQORNLOSR-QBREBEQRVKE -SRSHLBEQVQO:DA
QSRYVBLETRBQAHD SRRQLQEIEIQHYE NCHQSONB:QQ-DVRSHYRBHEBAQQVHK -NRQELHESETQKCECSQRQ RE
PREQVYECSHRBTBLCDPEBORAVONS-QSRDETBOQEEVNCHOBREPE R VA NVHQRHEVLEBBERDDQSLLEBDQ

DSSDDEOBEVRPHDRSLEQBLEBERQCNERTORQTLEBERREAERNCQ KRDDEICHLVSAKQRDD ROBO SRETE
PRCCGTETRLQORESEAQ NTATSRNIREIEAQ ERARQBRYPESQ VESS KAAIQE ERDNQLBOKAEPODCERNREQ
ACEAKBSKEEASQREBHNBNSMDDNRSRAABTEPBT DE-SQTOBRECE RD SRHOSNRBECRCDEGSQBRAYEBCCRACAT
VBSQTBERGLRECECSROQOBWALEABAECCSROOPBO-DAASQROQE IAPEQAECSHHLEREBLAQLOEESETRAAESQECEQ
SHHPPEBVVSQERLGDBSLDEAKASLECSBLYVYLLAQKAEQQLCEVEABOEQB

B

>Am EDbeta
MACSTNVCNNSSVSCCVAABOBIADSCNEBCVRQCEDSTVVIYPBBVVLTFBCBILSCFBOESVVESSASBVLESSLEGSYGA
YBYGGSRCGSRYSNGSC

>Am Betal

MTCSBALSSCICASBCCVAVEQBITDSWNEBCVROCBDSTVVIQBBBSVVT IB-ATLSSFBOECIVESTCABHVAACFCEEF
SQCFYGSRAYMCAGCBYCYCEIWGYCELCESCEWRSGHRY LNGNCARC

>Am Beta2

MSCCTCCSNBCEVNC QIQAVTANE.’ICVITCIDSRVII?VVVTFI BILTTCBOESVVASTASADTVEAEMBASVEBLTAR
APEI CN

VSGSLEBRAETI IBRBLERYVBKYSHTYSSHWMHBCNTNRFCRRWAY

>Am Beta3
MSCYDISYPBCCVTLPBCPEBFAVTSNEIYSAQYBDRIVETELEDCQBCTVTYBCBILTTFBQQTLVESSALFDMERLLGSRR
SFEFEGLLGL SLCNSEBFDDFBYCNCGRV

>Am Beta4
MACTDLCYBSSCIACETBIANSYNDLCVRQCEDSRAVIQPBEVVVTFBCBILSSFBQDSIVESS VGEYCSSFGTREGYS
LEGSLGCYGSSCGEYGESCYECLEGEYVEESLEYESESLEYCEELCSSESLYNYCRLYGSCFCYCYCSEFSYRRYNRYRRESC

Bc

>Am Betab

MSCYDECYVBCRATCESEBVADSCNELBCVRQCEDSTTVIQ VVTFBCBILSSCBOCSVVELLGABSTCSSACSLSYVESE
SGELYNYGELYSSCLSCLETCDCCBYSRELNTYHYGRCERC

>Am Beta6
MSCTDLCYBS:CIACBRBYADSCNEARVROCBDSRVVIWBBBAVVTFE-BILSNFBQDSIVESTCVBAVEHCAAGGTALSNGI
AGGFYGYEASLDSGGLYGYGGSLGYGGLCGYGGLSSDSGSCYSSGYCSEYSYR

>Am Beta7
MSCTDLCYBSS:IACBREYADSCNEACVROCEDSRAVIOBBEVVVTFECBILSNFBQDSIVESVCVETVEHCAAGCTALSNGT

VGGIYGYGAYLGSGGLYDYGGSLVYGGGYGGSLGSGELCGYRGSLEYGGPCCYGGLSSGSESCYSSCYCSPYSYRRYGRYR
yesceBe

>Am Beta8
MSSYCQLISSRCYNBCEVTCERBYADAWNEBCVTSCCDSRAVVYPBBVAITFBCBILTSCBODSYVETSEBOCICSBYAACEY
LEYRGSVETCYSYPSYSROLNRYHYGECERC

>Am Beta9
MSSYCQLISSRCYNBCEVTCEREYADAWNEBCVTSCCDSRAVVYBPBVAITHB-BILASCBQESYVETSEBQCICCBYTAGCY
LEYRGSVETCYSYPSYSRQLNRYRYGGCEBC

>Am Betal0
MSSYCQLISSRCYNBCEVTCEREYADAWNEBCVTSCCDSRAMVYPPBVAITFB-BILASCBQESYVETSEBQCICCE
YTAGCYLGYRGSVETCYSYPSYSRQLNRYSYCCCEEC

>Am Betall
MSSYRQLISSRCYNBCEVTCEQBEYADAWNEBCVTSCCDSRAVVYBPBVAITHB-BILASCBQESYVETSEBQCICCBYTFCCY
LEYRGSVETCYSYPSYSCQINRYRYGGCREC

>Am Betal2
MSAYGQLISSRCYNBCEVTCEREYADAWNEBCVTSCCDSRAVIYBBLVAITFECBILASCBQESYVETSEBQCVRVBYTACSY
LCYRGSASTCYSYBSYSROLNRYQYGGCCEC

>Am Betal3



MFBSFHBVFQANLHCRNTSSYCQLISSRCYNBCEVTCBRBYANAWNEBCVTSCEDSRAVVYBBBVAITFBCBILASCBOESYV
TSEPQCICGCAYTAGCYLEYRGSASTCYSYESYYRQLNRYRY CACREC

>Am Betal4
MSSYCGQLISSRCYNBCEVTCERBYADAWNEBCVTSCCEDSRAVVYBPBAAITFBCBILASCBQESYVETSEBQCICLBYTADCY
LCYRGSVETCYSYBSYSRQLNRYRYGECEEF

>Am Betal5 partial
XXXLSCEAA SLGYGGLYGNNFVSGGYGGYGGYGGYGEYGGYGSLYGLGSYGGSGELECYGELCCYGEYGCEYGGWGESSCY
LGSCGFGYCRCYSBYYSRRYRYGICABC

>Am Betal6
MSLYRQLISSRCSNBCEVTCEQBYADAWNQBCVTSCCEDSRAVVYBPBVVITFBCBILSSCBQESYVESSABISICSSFEYGES
FTYCESLEYCESCSTESTYBCYSQRVNRYRYRSCEBCOTOREFTCTRNIQETKCKIQAQCLADDCEKC

>Am Betal?7
MSFNRQLLSSRCFNBCEVTCBOBYANAWNEBCVTSCCDSRAVVYBBEVVITFBCBILSSCBQESYVETSEBLQICSSFVSRES
VGSESSLECLSBYYSQRYNKYRYDNCESC

>Am Betal8 partial

MTLT ALCCY@ER.CDVVC.R.YADAWNE.CVKSC DSRAVVHBBBVVVTFBCBILASCBOESYVCTSLBEVNGESFCSCESS

FGAGFGYRGNLGSRGYLGYGGGSLGYGGGSLGYGEGSLEYGEXXXGFLGYGGGSLEYGGESLGYGSYLGSGGSLGYEGRFCGE
BrccycsycesyescLssycccySSBYYSRRYSKYRYGSCEBC

>Am Betal9
MSCSENBCNDSCSTRCEAKCEEBOVITSNEBCVIACEDTRVIIYBBBVVVTFBECBILTTCBOETVVASTVTLAESSDDATLAE
SBAMIBSABEVTRSSVBCHEICRECIIE QYLENYSYTFSTQWIHBCNRSCFRKYKSS

>Am Beta20
MSQSLSSRCLBBCOMTCBRBCADAWNWEBCVTSCEDSRAVVYBBBVVVNFBCBILASCBOES TVETVLBRESCDICBFBYCY
YGSVSSYGFGGEYRSGSDYGSESCYGSVSSRRYRRFSSCGSCCRC

>Am Beta2l
MSQSLSSRCLBBCDVTCBRBCVNAWNWECVTSCEDSRAVVYBBBVVVNFBCBILASCBODSIVETVLBRSSCCICBFBYCS
YGSCESSYESGECYCIGSESEYCESYEMESCYESEESYCVSSEYESEYESCFDCEFGSEYCYCEEYRSESSYESVSSRRCRRY
ssasccBc

>Am Beta22

MALSSRCCESDICBRBCVDACNWEBCVTSCCDSKAVVYAPBVIVHFBCBILTSCBOESIVETSMENIIR BysscrIcscE
SSGFSSGFSSGSGSGFGGGYGLGGGYGLGGGYGIGGGYGMGGGYGIGGCYGFGGGYRSGGYYGSVSSRRRRFSSVGCG]C

>Am Beta23 partial

MGSYGBLVSSRCSNBCEVMCBEBCVQACNQBCVTSCEDXXXRRSY TSCRSSFESSCEESRRESCHEF

>Am Beta24

MSCCQISSRCLEBCEMMCBEBYVAACNYBNTTSFGDSRAVVFABBVIMTFBCBILASCEQESVVCAAEBYBICCYBCCBYECS
SYGESSGIGGESYCASYCHSGESYCYSEESYGESSEIGESYGTSCRSYCESSRTGESSCATYGSSCGHSSCISGESRESETSY
SGGSREGSREGSGRTEVSSVSSEDBYCISCESHRSGSSSCESCESBRRY CESHERECESEHSSCSFGGESYCISEESRASET

SSCGSCESPRGYCESHECHCESEHSSGRSGGSYCICGESRRSGTASGEFCESHEGSRRNEDSSESSRGFYGISCGESYGSGDEY

ECYCGSYAVGGSCIFRSSFFSRCBBCSFSSTFBFTRFAYQROFCNNEFF

>Am Beta25

MSCNTDECEBECRESPCEVRCBOBIVTSTNEACVVSC DSRVIIY-VIVTFl.lILSTCIQESLV AAV!iES VSQSATTV

OBs

PLTSEICCNSCFSVBLRSEICCNSCFSVBLRSEIMCNSCGCSAERLYLNREBE TYTYSFTSQWRHBCNRECWNRYRSFYMK
KEEBEEEERBREWHVCTEESS

Suppl. Figure S1. Amino acid sequences of proteins encoded by EDC genes of Alligator
mississippiensis (Am). (A) Amino acid sequences of EDC proteins other than corneous beta proteins
(CBP). (B) Amino acid sequences of CBPs, also known as beta-keratins. Cysteine (C) is highlighted in
yellow, proline (P) in green, lysine (K) in cyan, glutamine (Q) in grey. Serine (S) and glycine (G) are bolded
and in red and orange respectively. Stretches of X’s indicate unknown numbers of amino acid residues,
that could not be predicted because of gaps in the corresponding gene sequences. Based on database

version prior to update of December 2016.



A

>Gag_EDAAl
MSDSLCGMLEDLCYQGLDCCWRSHY CRBCYCCCSDECTEELIWEEWRCCBWWHSRCRY CRCWEC

>Gag_EDAA2
MSDSLDMIEDLHFQDESCCWRBRRTRECYCCCYDBCTCELIWECWCCCBCWBRRRRY GTRWEC

>Gag_EDAA3
MFCSLDMIEDLSYQCQSDCFEHQRRRBBY TCCCYDQCERLVIWSCCSWSLBBWWCRQCSBCcCWBC

>Gag_EDAA4
MSDSLCMLEDLHFQDESCCWREBCRRRECYCCCYDBCTCELLWECWCCCBCWECRERY GSRWEC

>Gag EDAAS5
MFDSLDMIEDLSYQ=QSDCFEHYHRCPBYACCCYDQCERLVWRECCHS IBBWWCHWDSSCSSWEC

>Gag EDAA6
MSDSLGMLEDLHFQDESCCWRERRTRECYCCCYDBCTCELIWECWCCCBCWERRRRY GNCWEBC

>Gag EDAA7
MSDSLCGMLEGLCYRDSSCCWRERRTREBCYCCCYDBCTCELIWECWCCCBWWRSSSRYGSCHEC

>Gag EDAAS
MFDSLDIIEDLSYQ:QSDCFBHYCRREBYTCCCYDQCCRLVWRGCC

>Gag EDAAY
MFDSLDMIEDLHFB-QSDCFBBYNRRBEYTCCCYDRWERLVWRGCCHSVEBSWCYQ:SSCRSWEC

>Gag EDAALO
MFDSLDTVEDLYYBCQLDCTBBYB-RRYWCCCYDRYCRLVWQCBCCYBCBWCBRRESSCREWLE

>Gag EDAAll
MFDSLDTFEDLFYB-QSDCRWPPYBORRYLCCCYDRYCRLVWRCWCCHBCBYYR

>Gag EDAA12
MSESLDMLENLWYB-QSNCWDECYRRBYWNSCWDBCTYRRBYWS-CWDBCTYRRBY IYNSCYCYCSLYGAG_GCYBYSTRWCR
RYSACGRCWEC

>Gag_EDAA13
MSESLDMLENLWYB:QSNCWDBCYRREYWNSCWDBCTYRRBYWSGCWDBCTYRRBY IYDNCYCYCRLYGSGSCYBYSTRWERR
SWESYWBC

>Gag_EDAA1l4
MSESLDMLENLWYB:QSNCWDBCYRREBYWNSCWDBCTYRRBYWSGCWDBCTYRRBY IYDNCYCYCRLYGSGSCYBYSTRWERR
SWESYWBC

>Gag_EDAA1S
MFDSLDAIEDLCYQGQYDCWDECYRREBYWYGCWDBCTYRRBYIYDNCYCYGELYCLEGCYBYFSRWGRKYSYCNCWEC

>Gag_EDAA16
MLDSLDTFEDLFYQ:-QSDCCSBSBRRBBYMCCCYHRWERLVWRCCCWS IBBWWCCK I SBCRHWEW

>Gag_EDAAl7_ partial
XXXCELIWECWCCCBCWBWRCKY CRRWEC

>Gag_EDAA1S8
MTYHQSACDYVCYTBCSYGELYCYQELTCCWEBWTYRRBYSYGC

>Gag EDAALS
MFDSLDMIEDLHFB:QSDCFBHORRRBEYTCCCYDQCCRLVWRGCCWS IBBLWCSK:SSCSSWEC

>Gag_EDC1
MCSCCSCGCHETRSVOPICYVQBVCCEBVY IQRSLESCCOBCESCCESCCERSRSRERVVIQRWBMEVCCPBLOY SABMOQCCS
PLERY

>Gag_EDC2
MCSCCSGCHGTESVOBICCEBVY IWRBLGTCCOBCESCCESCCECSRESBWLY IQRREMBMCCEBLLOY SABMWK Y SABMOQCC

PBLKKC



>Gag_EDCH1
MCSRRSCHDRDTSCHRSRBSCHSSCSRCHESRESCHISVVERBBYCOWOQYRBBY YB-YQYSOCCKFBOYBOYBOYBK

>Gag_EDCH2
MCSR?CHERETSCHESRISCHSS SRCHESRBSCHISVVERBAYCOWQOYRBEYYBDYOQCYKYBPOYPRIBOCBOYBOYEO

YBorBoYBK

>Gag_EDCH3 iartial

XXXYQOCYKYPBOYBRIBocBoYBoYBovBorBoYBK

>Gag_EDCH4
MCSRRSCHDHHSSCHCSRYCSHCHESRBSCNITVVERBSIQSWCBVORYCBBETCCYBRYQYSOCCKFBBOFBRCEBO YK
>Gag_EDCH5
MCSRCGSCHDHHSSCHRSRCESHCHESRLACNITCVERBSMOSWCEVQQYCBVORYCBASCCYPRYQYSQCCKFPBOYBRCEBH
vBK

>Gag_EDCH6_partial
MCSHCGSCHSCHNSCHGSSSHCREPRBSCNVVVVERBYVQACCBVBRYCBVECYCPBVSCCYBRYQSSOXXX

>Gag_EDCH7_partial
MCSRCGSCHSHHNSCHCSSSHCHEBRRCCNIVVVEREYVOACCEVBCYSPBVSCCYBRYQSSOXXX

>Gag_EDCHS8
MCSRRSCHSHHRSCHC:SSSHRHEBRRCCNIVVVQRBYVOACCBLBCYCPBVECCYB-yQYsQcCKFBQYPKCEBOYPK

>Gag_EDCH9
MCSRGSCHDHCSSSHCECHCHESSCHESDSSINCVIERBVEVCEVEBOCCBOLEBOCCVBVOQCCPBVOCCOQSKOCCKIPPBCER

>Gag EDCH10

MCSRRSCHDHCSSSHCCHCHESSCHESSSSTHCVIERBVBLCEvVOBCcBBvoocCcBBVORCCBBVKCCooSKoCCKFBBBCEK

>Gag_EDCH11
MCSRRSCHDH:SSSHCCHSHESSCHGSSTSVNC I IERKBVEVCEVBOCCBOPBOCCVBVOQCCPBVOCCOQSKOCCKIPPBCEK

>Gag EDCH12

MCSRRSCHDHCSSSHCCHCHESSCHCSSSSTHCVIERBMB I CBvoBccBBvooccBBvoRCCBBVKCCcoosKoCCKrBBBCEK

>Gag EDCH13
MCSRRSCHDHGSSSHGCHGHESSCHGSSSSIHCVIEKBMPICEVOPCCEPVOQCCPBVORCCPBVRCCOOSKOCCKFPPPCER

>Gag EDCH14

MCSRRSCHDHCSSSHCCHCHESSCHESSSSTHCVTERBVBLCEVOBCCBBvOOCCBBVORCCBBVRCCOOSKOCCKFBBBCER

>Gag EDCH15 partial
xxXCKFBOYBKCPBOYBK

>Gag_EDCH16
MCFHCSCHDHHSSCHRSRCCGSHCHEBRASCNIMVVERLSVQSWCEVQQYCBVRRYCBBTCCYBRYQYSQCCKCBBOYBRYKTY
HQH

>Gag_EDPCV

MSFQHQCKOBCLPPEICCQTVBSQBECcVAPC:TVSVDBCEB-CvNBCBBoCVDECBPVCVRBCESQCcvDBCLEVCVNSCBBQCY
DECPBACVKECEPOCVDECEBVCVKBCEROCVNEBCBROCVDECPPKCRBHOCCTQOTKLC

>Gag EDPQ1

1SSENQOQWOOVMOBEE Y 1 BEOKCEBBEC 1 BBEKCH1 Ep1BLOKCEBECWBO0OCHEOK

>Gag_EDPQ2
PvgiYINQ%WﬁQWQ-L TBBOKCPREVCREOKCERRVCERRVFBEOKCERRY FBROKCPREQ 1 PREKCRVED T BEOKCEREQ
QQOCPRQ

>Gag_EDPQ3

MSYBNQQOCQOVVYPBPBYV IPEQKCPPEVYPPOKCPPLY IPPOKCPPTQFPPPKCEVED IBLOKCBPBOWBOQOCPEOK

>Gag EDPQ4

1S YENQOOCOOVMOBEBEY 1 BEOKCEEE Y -BEOKCEEEO 1 BBBKCEVEDI FEOKCBBECWEQOOCEEOK

>Gag_EDPQ5

MSYBNOQQCKQVVCEEEVCEEOKCEREYCBBOKCPROKCEREY CBBOKCBBEQWEDOKCBREQWEDOKCEEOK



Suppl. Figure S2. Amino acid sequences of proteins encoded by EDC genes of Gavialis gangeticus
(Gag) that showed differential conservation within crocodilians. (A) Amino acid sequences of EDC
proteins other than corneous beta proteins (CBP). Note- list is limited to proteins belonging to some
gene clusters and genes where differences in number was observed. Cysteine (C) is highlighted in
yellow, proline (P) in green, lysine (K) in cyan, glutamine (Q) in grey. Serine (S) and glycine (G) are bolded
and in red and orange respectively. Stretches of X's indicate unknown numbers of amino acid residues,

that could not be predicted because of gaps in the corresponding gene sequences.
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