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Chapter 1

Introduction

Brown rot caused by Monilinia laxa and Monilinia fructigena is consid-
ered one of the most important diseases affecting Prunus species. It can
attack either the peach blossom or fruits during growth. Normally, the first
symptoms appear on blossom; from here they can invade the whole flower
and stem. In humid weather, the fungus brown conidia become evident on
infected organs which then start to dry. Sunken cankers at the base of the
infected flowers may also become apparent (fig.1.1).

Symptoms on fruits consist of small, circular brown rot, which can enlarge
and involve the entire fruit (fig. 1.2). This can become completely rotten
and dry up into a mummy (fig.1.3).

Although some losses can result from the rotten fruits in the orchard,
major economics losses occur during the post-harvest phase. In the most
severe cases, up to 50% -75% of the fruit may rot in the orchard, whereas

the rest may be lost after harvest, before reaching the market.
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Figure 1.2: Monilinia brown rot on a peach fruit.



Figure 1.3: Mummies of peach fruits.
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Fungicide applications are mostly based on the use of strobilurins dur-
ing the fruit growth phase. However, due to the recent concern about the
environment and human health, a considerable interest in development of
disease resistant cultivars and in the identification of appropriate markers
associated with resistance, has recently emerged among researchers, farmers

and consumers [1].

Several studies reported that brown rot incidence during fruit develop-
ment highly varies; green fruits appear more resistant to the pathogen than
later ripening stages [2]. The molecular basis of this phenomenon is still not
well understood. Different hypothesis has been proposed to explain the asso-
ciation between the decrease in Monilinia susceptibility and the green fruit
stage: 1) the higher mechanical resistance, ii) to the inhibitory substances
abundant in the tissue of this type of fruits, iii) to a different biochemical re-
sponse between unripe and ripe fruits. More recently, susceptibility of peach
fruits to M. laza has been deeper characterized by monitoring it during the
entire period of fruit growth. It was found that, at a period correspond-
ing to the the pit hardening stage, fruit susceptibility drastically decreases
[3, 4, 5], to be quickly restored afterwards. Furthermore, no difference in
the rot incidence was found between wound and un-wound fruits, suggesting
that resistance associated more to a specific biochemical response of the fruit,

rather than to a higher mechanical resistance [3].

The South American peach cultivar Bolinha is known to have a high de-
gree of resistance to brown rot [1]; among the Bolinha fruit typical features,
such as an high compactness of epidermal and subepidermal cells, few tri-
chomes and an high cuticle, they differ from more susceptible ones also for
a higher concentration of phenolic compounds. Similarly, an inverse relation

between the severity of brown rot and the polyphenolic content was already



found in apples [6]. Some of these compounds, such as chlorogenic acid,
caffeic acid, the catechin and epicatechin, were used in in wvitro assays to
evaluate their antifungal potential as inhibitors of spore germination and of
fungal growth. However, despite they showed inhibition of the activity of
fungal lytic enzymes, which are fundamental for pathogen infection, such as
cutinase, no direct inhibition on M. fructicola growth was detected [1].

The antimicrobial activity of several phenolic compounds, such as antho-
cyanins and chlorogenic acid (3-caffeyl-quinic) is well established [7]. Consi-
stently, an increase in the total phenolic compounds in peach skin during the
pit hardening stage was already shown; in particular, catechin and chloro-
genic acid were found as the major phenolic compounds [1].

With respect to fruit size, peach fruits, during growth, display a typical
double sigmoid pattern, with four standard growth stages (S1-54):

e S1 phase in which the pericarp enlarges
e S2 phase in which pit hardening occurs and fruit stop to growth

e S3 phase, the pre-climateric phase, during which the mesocarp in-

creases

e S4 phase the climateric phase, in which fruit ripening occurs

Consistently, in the peach cv.K2, the level of chlorogenic acid was found
to strongly increase in the fruit peel, from the late S1 phase for the entire
S2 phase; on the other hand, the level of cathechin increases later on the S2
phase, when the pit hardening is already completed (Mari, data not shown).

So far, the interaction Monilinia-peach was analyzed through chemical
approaches. In this study, a bio-molecular approach was undertaken, in
order to reveal alteration in gene expression associated to the variation of

susceptibility.
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Regulation of the gene expression is one of the mechanism used by cells
to respond to external stimuli. Although the enzyme activity determines
the real level of a specific function, measurement of the transcripts level
has proven to be a valuable tool for highlighting the genes encoding for the

important activities in each specific cellular process [8].

In this thesis three different methods of gene expression analysis were
used to analyze the alterations in gene expression occurring in peach fruits
during the pit hardening stage, in a period encompassing the temporary
change in Monilinia susceptibility. Real time PCR analysis was performed
to study the variation in expression of those genes encoding for enzymes of
the phenylpropanoid pathway and of the jasmonate pathway, both involved

in the production of important defence compounds.

The phenylpropanoid biosynthetic pathway is a plant specialized metabo—
lism which provides important secondary compounds. Among these, there
are anthocyanins for pigmentation, flavonoids, such as flavons, for protection
against UV photo-damage, polymeric lignin, for structural support, and a
series of antimicrobial compounds classified as inducible phytoalexins and
preformed phytoanticipins. Moreover, phneylpropanoid products may play
an important role as signal molecules, both in plant development and plant
defence [9]. These natural products are mainly derived from the amino acid
L-phenylalanine, through a three steps commitment of the carbon flow, from
primary metabolism to the general phenylpropanoid pathway. The first step
is catalyzed by the phenylalanine ammonia-lyase (PAL) enzyme, and con-
sists of the deamination of the phenylalanine to produce cinnamic acid, the
phenylpropanoid skeleton (fig.1.5). The second step is catalyzed by the cin-
namic acid 4-hydroxylase (C4H) enzyme, which catalyzes the introduction of

a hydroxyl group in the cinnamic acid, producing the 4-coumarate compound.



The third reaction is catalyzed by p-coumaroyl:CoA ligase (4CL), which con-

verts the 4-coumarate to its corresponding CoA thiol ester. From this step

on, the phenylpropanoid metabolism branches, to produce thousands of com-

pounds, many of which are plant species specific. An important branch leads

to the production of flavonoids, including flavonols, anthocyanins and tan-

nins. The first committed step in this pathway is catalyzed by chalcone syn-

thase (CHS). The phenylalanine ammonia-lyase and the chalcone synthase

are the key enzymes in phenylpropanoid and flavonoid assembly, respectively;

for this reason they are the most studied and the most regulated ones [10].
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Figure 1.5: The phenylpropanoid pathway.

Jasmonic acid (JA) and the methyl ester MeJA, generate the best char-

acterized fatty acid derived signals in plants. The cellular membranes have
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an evident important function in separating the cell from the environment;
they are the site of signal perception and transmission and therefore are an
important source of signalling molecules, many of which derived from the
fatty acids, the components of the membrane itself. JA is known to have
important role not only in defence response to biotic or abiotic stress, such
as microbe interactions and wounding, but also in plant development [11].
The first step to generate JA and MeJA is committed in the chloroplast by
the lipoxigenase (LOX) enzyme, which catalyzes the production of fatty acid
hydroperoxides, substrates for the subsequent enzymes in the pathway (fig.
1.6). In general, the correlation between LOX activity and defence was well
characterized in transgenic plants, in which LOX expression was silenced.
Fatty acids hydroperoxides can be in turn metabolized to produce not only
jasmonate, but also antifungal compounds and plant-specific volatile com-
pounds.

In this study, real time PCR analysis was used to analyze the variation
in gene expression of PAL and CHS, as the key enzymes of the phenyl-
propanoid pathway. Moreover, the expression pattern of the second gene of
the pathway, C4H, of the gene involved in the last step of the catechin syn-
thesis, leucoanthocyanidin reductases (LAR), and of the key gene involved in
the synthesis of the chlorogenic acid, hydrozycinnamoyl CoA quinate hydrox-
yeinnamoyl transferase (HQT), were analyzed. The variation of LOX gene,
which commits the first biosynthetic step in the jasmonate synthesis, was

analyzed.
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As further methods of gene expression analysis, the microarray and the
cDNA AFLP (amplified fragment-length polymorphism) techniques were used
to study the whole ’transcriptome’ and to investigate on gene expression dif-

ferences between Monilinia susceptible and resistant peach fruits.

Microarray technology is an efficient and accurate method for large-scale
analysis of gene expression variations; it allows the acquisition of a large
amount of biological information from multiple samples. It is considered a
hybridization-based method and its major advantages are miniaturization,
automation and the simultaneous relative expression analysis of large num-
bers of genes on two samples, through the use of two different fluorescent la-
beling dyes. On the other hand, one considerable limit can be the availability
of a large amount of sequences, either derived from the genome analysis or
from expressed sequence tag (EST) library. For plant tree species this holds
particularly true, since, so far, the genome is totally or partially known only

for few species.

Microarray is based on the specific hybridization of two labeled samples
to the probe immobilized on the chip. This consists of collections of DNA
sequences. Data have to be normalized and for each gene an expression ratio
is obtained; finally the biological meaning are speculated from data analysis

between one or more experiments [8], (1.7).

Two different types of microarray are available: ¢cDNA microarray and
oligonucleotide microarray. The first is prepared directly from existing cDNA
libraries with the appropriated instrumentation. Its production depends only
on sequences availability and they can be created also as smaller array with

a sub-set of genes, for a specific research.

Oligo microarray are more expensive and their production is more time

consuming with respect to the cDNA microarray. The advantages are the
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Figure 1.7: Schematic diagram of the microarray technique.

uniqueness of the probe sequence, the uniformity of probe length and melt-
ing temperatures, which can significantly reduce experimental variation and
increase precision [12].

Many microarray chips for different plant species are now available; for
Arabidopsis and the other plant sequenced genome, chips with sequences
representing almost the complete 'trascriptome’ are available. In Arabidopsis,
the genes upregulated during stress defence and upon wounding were revealed
using cDNA microarrays [13, 14, 15]. For the fruit gene expression analysis,
some smaller microarrays are also available, such as the one for tomato [12]
with 8500 tomato genes, the one for strawberry [16], for pear [17], citrus [18],
grape [19] and peach[20].

Peach is a well studied species, and lately has been considered a good
model for both ripening and genome analysis of fruit tree species. The first

microarray on peach fruit was named pPEACH1.0. It contains 4800 oligonu-
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cleotides probes, derived either from a cDNA library of ripening fruits or from
the sequences available in the Genome Database for Rosaceae at Clemson
University Genomics Institute (http://www.genome.clemson.edu/gdr/projects/
prunus/unigene/). pnPEACH1.0 was developed with the specific purpose of
studying the changes occurring from the pre-climacteric to climacteric phase.
However, in this study, it was shown to be a powerful tool also to analyze
variation in gene expression during the physiological change in Monilinia

susceptibility, which occurs earlier in the fruit growth (S2 phase).

Gene expression analysis in susceptible and resistant peach fruits was
also performed using the cDNA AFLP method. This can be used also when
genome or EST sequences are not available. It consists of a PCR-based
method. cDNAs are prepared and restricted to generate cDNA specific tags;
these are then amplified by PCR and separated on polyacrylamide high res-
olution gels. The differences in intensity of the bands reflect differences in

gene expression (1.8).

cDNA AFLP analysis was already used to study many plant-microbe in-
teractions. For instance, it was used to study the interactions between tomato
and the fungal pathogen Cladosporium fulvum [21], the interactions between
the aphid Dysaphis plantaginea and susceptible and resistant cultivars of ap-
ple [22], to investigate the expression variation in apricot fruits P.armeniaca
upon inoculation with Plum poz virus [23], or also to simultaneously study
the signal transduction pathways activated after different stress treatments
[24]. ¢cDNA AFLP has been proven to be a useful technique also to study
change in expression during plant development, such as seed germination in
Arabidopsis thaliana [25] and seed dormancy in Nicotiana plumbaginifolia

126].

In our work, cDNA AFLP was carried out following the method of Bryene
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two additional selective nucleotides. The amplification products are then
separated by polyacrylamide gel electrophoresis and visualized by autoradio-

graphy [27].
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and Zabeau [27], developed on the basis of the original one published by
Bachem et al. [28]. Bryene and Zabeau demonstrated also that the method
could be used to perform genome-wide expression studies and it could be
considered a valid alternative to the microarray [27].

The aim of this thesis was to investigate on the molecular basis of the
physiological change in Monilinia susceptibility of peach fruits during growth.
Three gene expression analysis methods were used: real time PCR, microar-
ray and cDNA AFLP. Among the most interesting genes found differentially
expressed between susceptible and resistant fruits, genes encoding for patho-
genesis related (PR) proteins were found. To investigate on the association
of Monilinia resistance and PR biological function, some PR proteins were
expressed in heterologous system and in vitro assayed for their anti-microbial

activity.



Chapter 2

Materials and methods

2.1 DNA isolation and cloning

All primers were designed using the Primer3 software (http://frodo.wi.-
mit.edu/primer3/primer3_code.html) or on the basis of multiple protein alig-
ment. Oligonucleotides were synthesized by PRIMM s.r.l. (Milan, Italy) with
PCR grade of purification. All PCR reactions were performed with the Go-
Taq DNA polymerase (Promega, Madison, WI, USA) and provided buffers,
on a T3 termocycler (Biometra, Gottingen, Germany) and the amplifications
were analyzed on ethidium bromide agarose gel. PCR products of the cor-
rect size were gel-purified with Nucleospin Extracts II kit (Macherey-Nagel,
Diiren, Germany) and cloned in the pGEM-T Easy Vector (Promega, USA),
following the manufacturer’s instructions. The PCR products used for FE.
coli expression (PruP1 and PruP2) were cloned in the pHAT vector [29],
following the standard procedure [31].

The E.coli DH5« strain was used to amplify the plasmids and FE.coli BL21
(DE3) strain for protein expression experiments. Plasmids were introduced in

E.coli cells with electroporation technique, according to the standard proto-
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cols [30]; competent cells were previously prepared with the standard method
[34]. Transformant cells were grown over night at 37 °C in Luria-Bertani solid
media. Liquid cultures were prepared from a single colony and the cells were
grown in Luria-Bertani media with agitation. For plasmid selection, ampi-
cillin was added to all media to a final concentration of 100 pg/ml. Plasmids
were purified from an overnight liquid culture of E.coli DH5« cells, using the
Nucleospin Plasmid kit (Macherey-Nagel, Germany) and following the man-
ufacturer instructions, the presence of the insert was verified by restriction
[31].

DNA fragments were sequenced by BMR-genomics (Padova, Italy; www.bmr-
genomics.it); DNA fragments cloned into the plasmids were sequenced using
the universal T7 forward primer, whereas the other PCR fragments were
sequenced using the specific forward primer. The chromatograms were ana—
lyzed with Chromas lite software, freeware version, available on the BMR-
genomics site and the obtained sequences were analyzed using BLAST se-

quence alignment programs [31].

2.2 Fruits and fungal materials

In 2005 peach fruits (cv.K2) were weekly harvested during a 17-week long-
period, starting from the fourth week after full bloom (4* May), until full
maturity (17" August). The fruits were harvested in a local fungicide-free
orchard, located in Crespellano, Bologna.

M.laza cultures were grown on 25% V8 juice in solid agar plates (4%
bacto-agar) at room temperature; conidial suspensions were obtained by
scraping off one week-old fungal plate culture. The conidia were eluted in

0.05% Tween 80, quantified through microscope analysis (Carl Zeiss Mi-
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croscope) of a Thoma cells counting chamber previously filled with conidia
suspension, and properly diluted to a concentration of about 10° conidia/ml
for the fruit infection trials.

At each sampling time, three replicates of five fruits each, were dipped
for 1 min in the M.laza conidial suspension or in distilled water, as negative
control. The fruits were maintained at room temperature for 3 hours; after-
wards, they were peeled with a scalpel; the peel was immediately frozen in
liquid nitrogen and transferred to -80 °C until use.

Similarly, for the analysis of susceptibility, three replicates of 20 fruits
each, were inoculated with conidial suspension or with distilled water as
negative control, and stored at 20 °C and 95% of humidity for one week.
After that time, the degree of susceptibility of peach fruit to the pathogen
was determined as percentage of infected fruits.

The fruit growth was evaluated by weekly measuring the diameter of 30

fruits.

2.3 Analysis of conidial germination

In vivo conidial germination was assessed at time zero and after 3, 6,
12 and 24 hours of inoculation on 3 replicates of five fruits each. The fruits
were inoculated rolling them for 1 min in a M.laza conidial suspension (107
conidia/ml). After incubation at room temperature, the conidia were scraped
off with adhesive tape in three different positions of each fruit surface, and
the tape was placed on a glass microscope slide surface and fixed with a drop
of nail varnish. The conidia were stained with 1-2 drops of lactophenol blue
solution, covered, incubated for 5 min and finally fixed under the flame. The

conidia were visualized on a microscope (Carl Zeiss, Microscope).
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2.4 Expression of genes of the phenylpropanoid

and jasmonate pathway

The fruit samples harvested from 6 week after full bloom (end of S1
phase) to 12" week after full bloom (end of S2 phase), were chosen for
this analysis. From the peel of each fruit sample, either inoculated with the
pathogen or mock inoculated, three replicates of RNA extraction and ¢c-DNA

first strand synthesis were made.

2.4.1 Small scale RNA extraction

Total RNA was extracted from 0.1 g of the peach skin using the Concert
Plant RNA reagent buffer (Invitrogen, Carlsbad, CA, USA) with some modi—
fications. Briefly, two extractions were done for each replicate; of these, each
was precipitated overnight in 3 M LiCl at 4 °C, to increase the RNA yield.
RNA was dissolved in 35ul of 0.1% DEPC (diethyl pyrocarbonate) water
solution, incubated at 60 °C for three min and then centrifuged at maximum
speed for two min. The supernatant was transferred in a fresh tube, frozen
and stored at -80 °C. Before use, the RNA was heated at 60 °C and again

centrifuged to eliminate the precipitated fraction.

The RNA integrity and purity was evaluated on agarose gel and by mea-
suring the absorbance ratios Asgy:Agzg and Aggg:Asgy. Sample concentration
was calculated from the absorbance at 260 nm.

Seven ug of RNA were treated with the TURBO DNA-free™ kit (Am-
bion, Applied Biosystem, Foster City, CA, USA) to remove any trace of
contaminating DNA, following the manufacturer’s instructions. RNA losses

were evaluated by a second absorbance reading at 260 nm.
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2.4.2 c-DNA first strand synthesis

To generate first strand c-DNA, 360 ng of total RNA was used with
the ImProm-II Reverse Transcriptase’™ (Promega, Madison, WI, USA) and

oligo(dT) as primers.

2.4.3 Target gene isolation

Primer design

Multiple alignments of CHS, C4H, LOX, LAR and HQT proteins were
generated using CLUSTALX software (http://bips.u-strasbg.fr/fr/Documen-
tation/ClustalX/). Degenerated primers coding for protein conserved regions
were designed (table 2.1) and synthesized by PRIMM srl (Milano, Italy).
Specific primers were designed for the peach PPrich protein, Actin, PAL,
B -glucanase gene sequences available on GenBank database (www.ncbi.

nlm.nih.gov).

PCR, gene cloning and sequencing

Using the degenerated primers and the c-DNA first strand as template,
amplicon of the target peach genes were generated by PCR reactions; reaction
conditions (concentration of primers, template and MgCls, and annealing
temperatures) were optimized for each amplification as shown in the table

2.2.

Amplicon of the correct size were purified cloned and sequenced using the

procedures described in the DNA isolation and cloning.
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Gene Degenerate primer sequences 5°-3° Specific primer sequences 5’-3°
PAL F TGCCATAATGGAGCACATTT
R CAGCCATTGGGGAGAAGTT
CHS F ATHAARGARTGGGGNCARCC AGATCACCGCAGTCACCTTC
R TANCGNCCNGGNGGNCCYAC CTTCTCGATCTCGGGAATTG
C4H F TTYGAYATHTTYACNGGNAARGG AGAATTCGGCTGTTCAAGGA
R ACRTTDATRTTYTCNACDATRTA CGTTGATCTCTCCCTTCTGC
LAR F ATHTGYTGYAAYWSNATHGC TTCACAATGAAAACGGTGGA

R TGRCANCCNTTDATRAADATRTCRTG GCCAATTTTCTTCTCCCACA

HQT F AAYTGYAAYGGNGARGGNGT AGCTCGTTCCTGCTGTTGAT

R GGRTGRTAYTCNACRTGYTCRAA TGGAGACCAGAAAAGCCATC
LOX F ACNGAYGARGARTTYGCNMG TTTTCCAGCCATCTTGGAAC

R TGNCCRAARTTNACNGCNGC AGGTTCTGTGACGCAGTGTG
ACT F ATCATGTTTGAGACCTTCAATG

R AGAGTCCAGCACAATACCAGTT
PP-rich F ACCTTCCACACCTTCCACAG
protein R TTGGATGAGACTGCAGCAAG

Table 2.1: Primer sequences

Gene Melting T [MgCl;] [Primers] Amplicon length

CHS 50 °C 2 mM 50 pmol 600 bp
C/H 45 °C 3 mM 50 pmol 600 bp
LOX 44 °C 3 mM 50 pmol 600 bp
LAR 48 °C 2 mM 50 pmol 400 bp
HQT 46 °C 1.8 mM 50 pmol 380 bp

Table 2.2: PCR conditions
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Gene Annealing T

PAL 57 °C
CHS 60 °C
C4H 60 °C
LAR 58 °C
HQT 60 °C
LOX 60 °C
ACT 57 °C
PP-rich 60 °C

Table 2.3: Real Time PCR annealing Temperatures

2.4.4 Real Time PCR analysis

Suitable primers for real time PCR were designed on the basis of the spe-
cific sequences, using Primer3 software (http://frodo.wi.mit.edu/primer3/-
primer3_code.html), (fig. 2.1).

Real Time PCR was performed on an MX3000 machine (Stratagene, La
Jolla, CA, USA) using the Brillant SYBR Green QPCR Master mix (Strata-
gene, USA). Each reaction mixture contained 1:50 of cDNA first strand as
template, 120 nM of each specific primer, 15 nM ROX as reference dye and 1x
Brillant SYBR Green QPCR Master mix (Stratagene, USA). T'wo replicates
of each reaction were always run in the same experiment. All thermal cycles
started with an initial denaturation step at 95 °C for 10 min, followed by
40 cycles consisting of a denaturation step at 95 °C for 30 sec, an annealing
step at a specific temperature (tab. 2.3) and an extension step at 72 °C for
1 min.

Fluorescence was monitored at the end of each annealing step. To assess
the amplification specificity, melting curve analysis was always performed at

the end of each experiment by monitoring the fluorescence from 55 °C to 95



22 Materials and methods

°C every 0.1 °C.

Amplified products were checked by agarose gel electrophoresis and se-
quencing (BMR-genomics, Italy). Quantification was carried out using the
standard curve generated by serial dilutions (1:1.5, 1:2, 1:5, 1:10, 1:30) of
a cDNA first strand randomly chosen. Data were analyzed using MXPro
QPCR Software, Version 3.0 (Stratagene, USA).

Quantifications were normalized through Real Time amplification of the
actin housekeeping gene, whereas amplification of the PP-rich protein gene
(whose transcript abundance in S1 and S2 was known) was used to check the
data reliability (Data not shown).

Data were analyzed by ANOVA and means were separated by the least
significance difference test at the 0.05 probability level. STATISTICA soft-
ware was used (Statsoft INc., Tulsa, OK, USA). Unless noted otherwise, only

results significant at P< 0.05 are discussed.

2.5 Microarray analysis

The samples harvested on the 8 week after full bloom (AFB) (named
S, for susceptible ones) and on the 10" week after full bloom (named R, for
resistant ones) were compared on microarray analysis; both type of fruits,
inoculated with the pathogen (SI and RI) or mock inoculated (SH and
RH), were analyzed. All the microarray experiments were carried out at the
University of Padua (Dept. of Environmental Agronomy and Crop Science).
The pnPEACH1.0 microarray together with the suited protocols were used
20, 32]. Each microarray experiment was run in three replicates, using three
preparations of labeled ¢cDNA first strand, generated from as many RNA

extractions, for each sample.
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Tris-HCI pH8 100 mM
NaCl 100 mM
EDTA pHS 5 mM
Ascorbic acid 5 mM
PVP 40 1%
PVPP 1%

Proteinase K 10 pg /ml
[-mercaptoethanol 2.5%
SDS 1%

Table 2.4: RNNA extraction buffer

2.5.1 Large scale RNA extraction

The RNA was extracted following the protocol published by Bonghi et
al. [32], with some modifications. 2.5 g of frozen peach skin were ground to a
fine powder in liquid nitrogen with mortar and pestle, and the ground tissue
was suspended in 10 ml of 65 °C preheated extraction buffer (tab. 2.4) and
leaved at 65 °C for 10 min.

One volume of 65 °C preheated phenol was added to the mixture and
samples were then centrifuged at 14000 x g for 6 min. The aqueous phase
was extracted with an equal volume of phenol:chlorophorm:isoamylalcohol
(25:24:1), re-centrifuged as above, and re-extracted with one volume of chlo-
roform:isoamylalcohol (24:1). After centrifugation at 14000 x g for 6 min, the
RNA was precipitated in one volume of isopropyl-alcohol and 0.3 M sodium
acetate (pH 4.8), washed with 1 ml of 70% ethanol and resuspended in 6
ml of TBE 1x. The RNA was then precipitated in 3M LiCl overnight at 4
°C, centrifuged at 30000 x g for 30 min at 4 °C and washed with 1 ml of
70 % ethanol. The pellet was resuspended in 1 ml of 0.1% DEPC water,

transferred in a 2 ml eppendorf tube and precipitated with one volume of
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isopropyl-alcohol and 0.3 M of Sodium Acetate pH 4.8 at -80 °C for 60 min.
After a centrifugation at 14000 x g for 5 min and one washing step in 70 %
ethanol, the pellet was air dried and resuspended in 50 ul of 0.1% DEPC
water. DNA was removed from the samples by Turbo DNase treatment
(Ambion, USA) following the manufacturer’s instructions. Two additional
purification steps with one volume of phenol:chloroform 3:1 and with one
volume of chloroform: isoamylalcohol 24:1 were always performed. RNA pu-
rity was analyzed by measuring the Aggo : Agzg and Aggg : Aggg ratios; RNA
quantity was calculated from the absorbance at 260 nm; to analyze the in-
tegrity of the samples and to confirm the quantification, 0.5 ug of RNA was

run on agarose gel (fig. 2.1).

- - -

LI R

Figure 2.1: Agarose gel of total RN A.The integrity of RNA was indicated
by the presence of the two ribosomal RNA bands. In the last lane the 1kb
Gene Ruler (Fermentas) was loaded. RNA yield ranged from 40 to 120 ug,
from 2.5-3 g of tissue. Only high quality RNA with Asgy : Aazg and Aggg : Aagg

ratios > 2 was used to generate the labelled cDNA.
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2.5.2 cDNA synthesis, labeling and quantification

20 pg of high-quality RNA (OD ratios higher than 1.8) were used to
prepare cDNA first strand with the Superscript’™ Indirect Labeling Sys-
tem (Invitrogen, USA) and 5 ug of Oligo(dT)y associated with the system
as primers; the manufacturer’s procedure was followed. The term ”indirect
system” refers to the fact that, instead of fluorescent nucleotides, the c-
DNA first strand contains aminoallyl- and aminohexyl-modified nucleotides
together with other dNTPs; compared to direct labeling systems, this sys-
tem ensures a greater incorporation of fluorescent dye and an higher signal
intensity.

A purification step was performed with the S.N.A.P.”M columns (In-
vitrogen, USA), associated with the system, to remove unincorporated nu-
cleotides. Subsequently, the cDNA first strands were coupled to monoreactive
N-hydroxysuccimide (NHS)-ester fluorescent dyes (specifically, the green-
fluorescent cyanine3 (Cy3) or the red-fluorescent cyanine5 (Cyb)(GE Health-
care, Milano, Italy), at room temperature for 1 hour, as suggested by the
instructions. A second purification step was performed with the S.N.A.P.7M
columns (Invitrogen, USA) to eliminates unincorporated dyes.

Labeled ¢-DNA quantity and purity were analyzed at the spectropho-
tometer (Ultrospec 2100 pro, GE Healthcare,Italy) using the procedure and
formulas specified in the Superscript’ Indirect Labeling System Manual

(fig. 2.2).
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cDNA Cy3 Cy3 Bekgrd Cys Cy5 Bekgrd
Sample Pow Pom Aracigrona 10 Yield (ng A Boo Asm Az
Sl 3a Cy3 0.252 0173 0032 a02 0212 7 00E-03
SI3b Cy3 0.355 0271 0.14 490 0272 6 60E02
RITaCy3 0.337 0.243 0.084 577 0.287 190E02
RIThCy3 0.474 0121 007e 907 0.386 3.40E-02
RH Cya 0.342 0227 0.061 641 0.4 b.00E-03
Sl da Cyd 0.231 0.158 0.052 408 022 7.00E-03
Sl db Cys 0.172 0123 0053 n on 7.00E-03

pmols of pmol of Nucleotides per  Cy3 molecules/ pmol of Nucleotides per  Cy5 molecules. pmoli/ul 50 pmoli
Sample cDNA Cy3 Cy3 Molecule 1000 Nucleotides Gy Cy5 Molecule 1000 Nucleotides
Sl 3a Cy3 1505 820 164 630 137 36.5854
SI3b Cy3 1471 824 1739 545 1:3% 36.4078
Ri1aCy3 1731 952 182 538 1.59 31.5126
RITbCy3 prieci 1408 193 a03 23 21.3088
RHCyh 1922 167.6 12,1980 798 2E3 19.0355
Sl da Cya 1225 852 143731 67.7 1.42 35.2113
Sl 4h Cya a14 412 19,7600 49.3 03 72.8185

[Best 2500 Best =125 | Best <45 | ool 050 | et =125 | Beat <5 | Gesl 2060 |

|Tmuh\e QSDI Trouble: <50

Figure 2.2: Probe quantification
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2.5.3 Microarray hybridization

The microarray was pre-hybridized for two hours with the pre-hybridization
solution (5X SSC, 0.1% SDS, 1xX Denhardt’s and 100 ng/l carrier DNA),
washed with 0.2X SSC and isopropanol and dried. 150 pmol of Cy3 and Cy5
labeled samples were mixed, ethanol precipitated, suspended in 37 ul of hy-
bridization solution (5X SSC, 0.1% SDS, 25% formamide and 40 ng/1 carrier
DNA) and boiled. The hybridization was performed in Corning chambers
for 48 hours and the unbound material was washed away from the slide once
with 1x SSC 0.2% SDS, once with 0.1 SSC 0.2% SDS and twice with 0.2 SSC
[20].

The following samples were directly compared: RH vs. SH; RI vs. SI;
RH vs. RI. To increase the accuracy of the experiment, each couple was
analyzed three times, of which, one with the cDNA labeled with inverted

fluorescent dyes in order to avoid artefact due to the dye incorporation.

2.5.4 Microarray data analysis

The samples were scanned with a two channel confocal microarray scanner
(ScanArray Lite, Perkin-Elmer, Waltham, Massachusetts, USA) using the as-
sociated software (ScanArray Express 3.0.0., Perkin-Elmer). The laser power
was set between 78 and 81%, the photomultiplier tube (PMT) was set be-
tween 73 and 81 %. The dies excitation-emission wavelengths were set on
543-570 nm for Cy3 and on 633-670 nm for Cy5. The scan was performed at
a resolution of 5 pm.

The fluorescence emission of each dye was converted into a digital output
and was stored as a TIFF image. The images were then processed with the

TIGR Spotfinder 2.2.3 software, available online at www.tigr.org.
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A grid was superimposed on the image; this was built on the basis of pa-
rameters specific for the pPEACH1.0, such as the spot spacing, the printing
pins, the distances between them and the number of columns and rows of
each grid. For each experiment, the left top grid was manually modified and
aligned, then the alignment was automatically propagated to the rest of the
grid. Each spot was carefully analyzed in order to eliminate artifacts. A tab
delimited text file with all slide data was generated by the software.

These data were manually processed: for each dye the mean intensity of
the randomly negative controls was calculated, representing the background
fluorescence caused by non-specific binding; the 60% of the mean was arbi-
trarily attributed to those spots having, only in one channel, a fluorescence
value less than the mean of the negative control. This avoided over- evalua-
tion of the two channel ratio.

The so processed data were used as the input file for Genespring Soft-
ware (Agilent Tech., USA): the data were normalized and the differentially
expressed genes identified. The genes with an expression ratio >1.7 (up-
regulated) or <0.5 (down-regulated), as processed using a Student’s test,

were considered differentially expressed genes.

2.5.5 Real Time analysis

The results obtained with microarray analysis were validated with Real
Time PCR. 1 ug of the same RNA samples used in microarray analysis
was retro-transcribed using ImProm-II Reverse Transcriptase’ (Promega,-
USA) and oligo(dT) as primers. Three replicates of c-DNA first strand were
synthesized for each sample. Specific primers were designed with Primer3
software (http://frodo.wi.mit.edu/ primer3/primer3_code.html), on the basis

of gene sequences deposited in the ESTree database (www.itb.cnr.it /estree),
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Gene

Major allergen Pru av 1 (Pru a 1)[Prunus avium]

ATP sulfurylase [Brassica juncea]

S-adenosylmethionine decarboxylase.[Malus domestica)

harpin inducing protein [Nicotiana tabacum)]

heat shock protein 70, cytosolic [imported] - spinach

Defensin protein 1[Prunus persica]

Ferritin 1, chloroplast precursor.|[Brassica napus]

Histidine-containing phosphotransfer protein[Catharanthus roseus]

Cinnamyl alcohol dehydrogenase (Fragment).[Zinnia elegans]

Calmodulin

Zinc finger

Primer sequence
CCCCGATGCCTACAACTAAA
GCAACAAGAAAAGCCACACA

CGAACACTTGCAAGGAACAA
CTGCTTCTGGGACTTTACCG

GGGATACTGTTGCGGAGAAA
CAACTTCCTCGTCCTTCTCG

TGACAGCACCCTCCACTACA
GTCGAGGTGTACGTGCTGAA

GGTGAAGAGAGGCAGTTTGC
AGCCTGACGCTGAGAATCAT

CGCTCCATGCGTTTATTTTC
TCACAGGTCCTAGCCTCAGC

TCTCTTGCTCGTCAGCGTTA
TATGCAAACAGGGCATGGTA

CCAGCATGTGAAGCATGAGT
CCCACTGGGTTTCATCATTT

GGCTGAAATGGTGCTTTCAT
CACAGTCATCATCCCACACC

AGCCTTCAGCCTATTCGACA
TGGTTCCATTACCATCAGCA

TTGGGTCAATTCCCTGGTTA
GTTGCTTATGCCCTCTGCTC

Table 2.5: Specific primers used in real time PCR.

(tab. 2.5).

The same procedure mentioned above (sec. 2.4.4) was followed. All genes
were amplified using an annealing temperature of 60 °C, except for the actin

gene, for which an annealing temperature of 57 °C was used.
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Wash-binding buffer Elution buffer Low salt buffer
0.5 M NaCl 10 mM Tris-HCI (pH 7.5) 0.15 M NaCl
20 mM Tris-HC1 (pH 7.5) 1 mM EDTA 20 mM Tris-HC1 (pH 7.5)
1 mM EDTA 1 mM EDTA

Table 2.6: Poly(A)* RNA isolation buffers.

2.6 cDNA AFLP analysis

Total RNA was isolated from the same fruit samples used for microarray
analysis: these were the fruits harvested on 8" week AFB (S fruits), and
on 10" week AFB (R fruits), both inoculated with the pathogen (SI and
RI) or mock inoculated (SH and RH). The large scale extraction method,
as previously described in the microarray analysis, was used except for the

DNase treatment which was not performed.

2.6.1 Poly(A)" RNA isolation

poly(A)™ RNA was isolated from 100 ug of total RNA. The streptavidin
magnetic beads (New England Biolabs, Ipswich, MA, USA) and biotinylated
oligo d(T)(PRIMM,Italy) were used following the manufacturer’s instruc-
tions. In the table 2.6 the composition of the used buffers are reported. The
mRNA was resuspended in 50 pl of Elution Buffer (tab. 2.6).

2.6.2 Double stranded cDNA synthesis

30 pl of poly(A)™ RNA (corresponding approximately to 0.6 ug of mRNA)
were mixed with 56 pmol biotinylated oligo d(T) (PRIMM, Italy) and heated
at 72 °C for 5 min for denaturation. First-strand was synthesized using

M-MuLV Reverse Transcriptase (NEB, USA); the mixture (tab. 2.7) was
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First strand synthesis mixture Second strand synthesis mixture
20 pl poly(A)™ RNA 50 pul first strand mixture
56 pmol oligo d(T) 1x E. coli ligase buffer (NEB)
1x first strand buffer 12 mM dTT
8 mM dTT 0.6 uM ANTP
0.4 uM ANTP 30 U E. coliDNA ligase (NEB)
200 U M-MuLV reverse transcriptase 50 U E. coli DNA polymerase I (NEB)
water up to 50 pl 1.6 U RNase H (NEB)

water up to 160 pl

Table 2.7: Double strands cDNA synthesis reactions

incubated at 42 °C for 2 hours. Second strand synthesis was carried out with
RNase H (NEB, USA), E. coli DNA polymerase I (NEB, USA), which possess
exonuclease activity, and E. coli DNA ligase (NEB, USA); the mixture was
incubated for one hour at 12 °C and one hour at 22 °C.

Double strand cDNA was purified with an equal volume of phenol: chlo-
roform: isoamylalchol 25:24:1, precipitated with 2 volumes of ethanol and
resuspended in 50 ul of Elution buffer (tab. 2.6). The purified cDNA was
quantified by measuring the OD at 260 nm (Nanodrop spectrophotometer )

and analyzed on 1% agarose gel.

2.6.3 Template preparation

cDNA was double digested with a rare-cutting enzyme (BstYI) and a
frequent-cutting enzyme (Msel). 500 ng of double strand cDNA were digested
in a final volume of 40 ul with 10 U of BstYI endonuclease (NEB, USA) at 60
°C for two hours. After digestion, an equal volume of streptavidin magnetic
beads (NEB, USA) were added to immobilize the biotinylated 3’-terminal

cDNA fragments, the reaction mixture was incubated at room temperature
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Primer name Primer sequence (5’- 37)
BstYI-top-adapter CTCGTAGACTGCGTAGT
BstYI-bottom-adapter GATCACTACGCAGTCTAC
Msel-top-adapter GACGATGAGTCCTGAG

Msel-bottom-adpter =~ TACTCAGGACTCAT

BstT0 GACTGCGTAGTGATCT
BstCO GACTGCGTAGTGATCC
Mse0 GATGAGTCCTGAGTAA
Mse-X GATGAGTCCTGAGTAAX
BstT-X GACTGCGTAGTGATCTX
BstC-X GACTGCGTAGTGATCCX

Table 2.8: cDNA-AFLP oligonucleotides

for 30 min in gentle agitation. The beads together with the anchored bi-
otinylated fragments, were collected by magnet and washed four times with
the Wash buffer (tab. 2.6). The bead-coupled ¢-DNA fragments were re-
suspended in 30 pl of Elution buffer (tab. 2.6) and digested with 10 U of
Msel restriction enzyme; the reaction mixture (40 pl final volu—me) was incu-
bated at 37 °C for two hours in gentle agitation. After that time, the beads
were collected by magnet and the supernatant, containing the digested tem-
plate fragments, was transferred in a new clean tube for the adapter ligation
reaction.

Before ligation, BstYI and Msel adapter were prepared by mixing the
nucleotides named as top and bottom adapter (tab. 2.8) at room temperature
for 30 min. The adapters were ligated to cDNA fragments using T4-DNA
ligase (NEB, USA) in the following reaction mixture:

e 5 pmol BstY1 adapter

e 50 pmol Msel adapter
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10 mM ATP

1x buffer 2 NEB

1 U T4 DNA Ligase (NEB)

10 U BstY1 (NEB)
e 40 pl digested DNA fragments

The mixture (final volume 50 pl) was incubated at 37 °C for 3 hours. The

product of the ligation reaction is termed primary template’.
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2.6.4 Pre-amplification

Two pre-amplification reactions were performed on each ligation; in these,
BstT0- or BstCO-primers (tab. 2.8) were combined with Mse0-oligonucleotide
(tab. 2.8). The reaction mixture (50 pl ) contains:

e 5 ul of 10- fold diluted ligation

75 ng BstTO or BstC0O primer

75 ng MseO primer

0.2 uM dNTP

1x Taq polymerase specific buffer

1.5 mM MgCl,
e 1 U Go-Taq polymerase (Promega)

The pre-amplification reactions consisted of an initial denaturation step at 94
°C for 3 min, 25 cycles (40 sec at 94 °C, 1 min at 56 °C and 1 min at 72 °C)
and a final elongation step at 72 °C for 2 min. 1/10 of the pre-amplification

reaction (termed ’secondary templates’) were checked on 1% agarose gel.

2.6.5 Selective amplification reaction with labeled primer

Secondary templates were diluted 50-fold and used in a second round of
PCR performed with selective primers, which contained a specific nucleotide
at the 3’ end. In this amplification, the primer complementary to the BstYI
site was labeled with v-33P-ATP using the T4 polynucleotide kinase (NEB,
USA). The selective amplifications were carried out with an initial denatura-
tion step at 94 °C for 10 min, followed by 13 cycles of 30 sec at 94 °C, 30 sec
from 65 °C to 56 °C(-0.7 °C / cycle) and 1 min at 72 °C; subsequently, other

23 cycles were performed with the conditions of the last cycle, followed by
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a final extension step for 10 min at 72 °C. For each condition (SI, SH, RI,
RH) 32 different primer combinations were analyzed, each reaction mixture

contained:
e 5 ul of 50-fold dilution of the pre-amplification mix

5 ng 33P-labeled BstYT selective primer

30 ng Msel selective primer

0.08 mM dNTPs

1x Tag-polymerase buffer (Promega)

0.6 U Go-Taq polymerase (Promega)

water up to 50 ul

2.6.6 Gel analysis

Gel analysis was done as in conventional AFLP protocol [33]. The PCR
products were mixed with an equal volume of loading dye (98 % formamide,
1 mg/ml bromophenol blue, 1 mg/ml xylene cyanol, 10 mM EDTA pH 8.0)
and put at 4 °C overnight. 6 ul of each PCR sample were analyzed on 6%
denaturing Sequagel polyacrylamide gel (Polymed s.r.l., Firenze, Italy ), us-
ing the Sequigel system (Biorad, Hercules, CA, USA). The gel matrix was
previously prepared following the manufacturer’s instructions. Electrophore-
sis was performed at a constant power of 90 W for about 2 hours, in 0.5%
TBE buffer. After running, the gel was transferred on Whatmann paper
3MM (Whatmann, Maidstone ,UK) and vacuum dried. Then it was exposed

overnight, at -80 °C on a Biomax MR autoradiogram (Kodak).
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2.6.7 Isolation, re-amplification and sequencing of AFLP

fragments

Fragments that were differentially expressed in the selected conditions,
were excised from polyacrilamide gels with a scalpel, eluted in 100 ul of
distilled water and put for at least one night at -20 °C; 5 ul of the solution
were amplified using 75 ng of the specific AFLP primers, with an annealing
temperature of 56 °C. The PCR products were loaded on 1.5% agarose gel,
purified with Nucleospin Extracts II kit (Macherey-Nagel, Germany) and
sequenced (BMR-genomics, Italy).

2.6.8 Sequences analysis and bioinformatics

Each sequence was analyzed with the BLAST programs [31] against all
sequences in the EStree databases (www.itb.cnr.it/estree) and the NCBI
(www.ncbi.nlm.nih.gov /blast /Blast.cgi) databases. Only homologies with an
e value < 10~ were accepted. The resulting sequences were annotated in ac-
cording to the Gene Ontology system (http://mips.gsf.de/proj/funcat_ DB/

search_main_frame.html).

2.7 Pru P1 and Pru P2 expression and activ-

ity test

2.7.1 c-DNA cloning

The full length c-DNA of Pru P1 (GenBank::AM493970) and of the Ctgl
[20] (termed Pru P2) were amplified from a first strand cDNA synthesis prod-

uct used for the microarray analysis. Specific oligonucleotides were designed
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Primer name Primer sequence (5~ 3°)

Pru P1 forward TATACCATGGGTGTCTTCACATATGAGAGCGAGTT
Pru P1 reverse TATAAGCTTAGTTGTAGGCATCGGGGTGGCCCTTA
Pru P2 forward TATACCATGGGTGTCTTCACATACTCAGACGAGTC
Pru P2 reverse TATAATGCATTAGTTGYAGGCATCWGGGTTGGC

Table 2.9: Pru P1 and Pru P2 primer sequences. In bold the restriction

site sequences

using the Primer3 software and the following restriction enzyme recognition
sites were introduced for cloning reasons: Ncol in both the forward primers;
HindIII and Avalll, in the Pru P1 and Pru P2 reverse primers, respectively
(tab.2.9).

1/10 of the first strand ¢cDNA synthesis product was amplified in PCR
reactions with 25 pmol of each primer, 2 mM dNTP mix, 1,5 mM MgCls,,
Ix buffer without MgCl, and 1 U of GoTaq polymerase (Promega, USA).
PCR started with an initial denaturation step at 95 °C for 3 min, followed
by 35 cycles (95 °C for 30 sec, 58 °C for 1 min and 72 °C for 1 min) and
a final extension at 72 °C for 10 min. PCR amplification was analyzed and
purified as previously described in the section DNA isolation and cloning
and the total amount of purified PCR product was digested with 25 U of
each restriction enzyme (Fermentas, Burlington, Ontario, Canada), at 37 °C
overnight. 50 pg of pHAT plasmid [29] were digested with 25 U of the same
restriction enzymes. The digested products were gel-purified (Nucleospin
Extracts II kit, Macherey-Nagel, Germany) properly eluted in sterile water
and quantified as band intensity on agarose gel. 60 ng of purified PCR
product were ligated with 18 ng of pHAT plasmid with 2 U of T4 ligase
(NEB, USA). The reaction was incubated at 16 °C overnight. Cloning and
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plasmid purification were performed as described in the section DNA isolation

and cloning.

2.7.2 Protein expression and purification

Over-expression of the His-tagged PruP1 and PruP2 were obtained using
E.coli BL21(DE3) cells. The bacteria were transformed with 1ul of each
plasmid preparation and 10 pul of the transformed bacteria were plated on
LB- ampicillin ( section DNA isolation and cloning). The proteins were
expressed from an overnight culture of F.coli BL21 (DE3), diluted 100x in 1
L LB liquid medium. The culture was grown to an ODggg of 0.45, afterwards
the expression was induced with 0.4 mM IPTG for 3 h. Bacteria were pelleted
at 5000xg for 15 min at 4 °C and the pellet was suspended in 25 ml buffer A
(20 mM phosphate buffer pH 7.5 and 300 mM NaCl). Cells were disrupted
with French press (SLM AMINCO I) at 1200 psi; DNasel (10 pg/ml) and
MgCl, (10 mM) were added to the solution prior to the lysis. The lysate was
centrifuged at 75600xg (Avant J-25, Beckman Coulter, Germany).

The supernatant was subjected to Ni-affinity purification using the 1 ml
HiTrap affinity columns (GE Healthcare, USA). The columns were previously
activated with 0.5 volume of NiSO4 0.1 M and equilibrated with 5 volumes
of buffer A, according to the manufacturer’s instructions. The supernatant
fraction of E. coli lysate was loaded onto the column, washed twice with
5 volumes of wash buffer I (buffer A with 20 mM imidazole) and with 5
volumes of wash buffer IT (buffer A with 50 mM imidazole), and eluted in 3
fractions of 2 ml each with elution buffer (buffer A with 200 mM imidazole);
a last elution step with buffer A with 500 mM imidazole was performed.
All fractions, included the total lysate, the supernatant and the pellet were
analyzed on tricine SDS page, following the standard protocols [34].
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The proteins were dialysed overnight against a buffer containing phos-
phate buffer 50 mM ph 7.5 and 150 mM NaCl and quantified as OD 280

nm.

2.7.3 In wvitro antimicrobial activity of recombinant

proteins

Inhibition of M. laxa, M. fructigena, Botrytis cinerea, Colletotrichum
acutatum, Rhizopus and Penicillium expansum hyphal growth by Pru pro-
teins were assayed. The fungi were grown on potato dextrose agar plates at
room temperature, until the colony reached a diameter of 3.5 cm. Sterile
filter paper discs of 6 mm diameter were put at 0.5 cm from the growing
front and 5 or 10 ug of the recombinant protein, or the lysate supernatant
of a BL21(DE3)- pHAT vector, or protein buffer, as a control, were applied
onto the discs. After 12 hours of incubations the growth of the fungi were

analyzed.

2.7.4 Ribonucleolytic activity assay

Total RNA from peach fruit was extracted and purified as previously
described (section Large scale RNA extraction). Both proteins were ana-
lyzed for RNase activity by incubation with RNA for 2-4 hours at 37 °C.
The reaction mixtures contained 15 ug of peach total RNA and 10 ug of
the recombinant protein in a final volume of 50 ul of phosphate buffer; three
negative controls were performed in which the purified protein was replaced
by the boiled purified protein, the protein buffer and the lysate supernatant
of a BL21(DE3)- pHAT vector. Three replicates of each experiment were

performed. The proteins were removed from the reactions mixture by ex-
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traction with phenol-chloroform and the RNA was analyzed on 1% agarose

gel and ethidium bromide stained.



Chapter 3

Results

3.1 Fruit growth and susceptibility

The fruits caliber of peach fruits was weekly measured and the growth
curve showed the typical double sigmoid pattern with the four standard
growth stages (S1-S4) (fig. 3.1) [20]:

S1 phase in which the pericarp enlarges (from 4 to 7" week after

full bloom)

S2 phase in which pit hardening occurs and fruit stop to growth (from

8" to 12" week after full bloom)

S3 phase, the pre-climateric phase, during which the mesocarp in-

creases (from 13™ to 18" week after full bloom)

S4 phase the climateric phase, in which fruit ripening occurs

Peach fruit susceptibility to M.laxa was weekly evaluated as percentage

of infected fruit upon artificial infections. During the S1 phase, fruits were
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Figure 3.1: Peach fruit growth curve. Variation of fruit caliber (mm)
during the weekly sampling times from the 4 may (4" weeks after full
bloom, to 17" august (19" week after full bloom). Data are the average of

30 samples.
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highly susceptible to Monilinia (50 to 90% fruits showed infection symp-
toms); after this period, susceptibility strongly decreased from 58% of in-
fected fruits (at the 9" weeks after full bloom) to 10% at the 10%". At 12"
week all fruits showed resistance to Monilinia infections. Susceptibility in-
creased again, thereafter (fig. 3.2). The variation in susceptibility showed by
peach fruits from the 6 to the 12" weeks AFB, is very reproducible among
different years [3], whereas the one before and after this period varies each

year.
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Figure 3.2: Variation of peach fruit (cv.K2) susceptibility to infec-
tion of Monilinia rot during fruit growth. Fruits were weekly har-
vested. Three replicates of 20 fruits were inoculated by dipping in a conidia
suspension (10°/ml) for 1 min or mock inoculated with water. Infections were
analysed after one week incubation at 20°C and the percentage of infected
fruit was calculated. The yellow box indicates the period in which suscepti-
bility follows a reproducible pattern through years and samples selected for

real time analysis. R and S indicate the sample selected for microarray and

cDNA AFLP analysis.
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3.2 Analysis of conidia germination

The timing of Monilinia laxa conidia germination on the peel of peach
fruit was analyzed. After three hours of inoculation about the 50% of the
M.laza conidia were germinated and the germinative tube reached a length
of 13-16 pum; whereas after 6 hours after inoculation, 70% of conidia appeared
germinated with a germinative tube length ranging from 25 to 54 pym. After
12 and 24 hours after the inoculation 90% of the conidia appeared germinated

(figs. 3.3, 3.4).

l £

%
o

Figure 3.3: Un-germinated Monzilinia conidia on the cv. K2 peach
fruit peel at time 0. Conidia, stained with lactophenol blue, appear among

the peel trichomes.
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Figure 3.4: Germinated Monilinia conidia on the cv. K2 peach fruit
peel after 3 hour of inoculation. Conidia are considered germinated when
the germination tube length is equal or greater than the conidial body larger

diameter.
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3.3 Expression of genes of the phenylpropanoid

and jasmonate pathway

In order to investigate on the possible causes of the temporary loss of
susceptibility during S2 phase, a specific gene expression analysis was under-
taken on the peach fruits harvested from the 6" to the 12" week after full

bloom.

Alteration in expression of the genes encoding for enzymes of the phenyl-
propanoid metabolism, phenylalanine ammonia lyase (PAL), chalcone syn-
thase (CHS), cinnamate 4-hydroxylase (C4H), leucoanthocyanidine reduc-
tase (LAR), hydroxycinnamoyl CoA quinate hydroxycinnamoyl transferase
(HQT), and for enzymes of the jasmonate pathway, involved in plant de-
fense response, such as lipoxygenase (LOX) was monitored by Real Time
PCR analysis on fruit samples of a period encompassing the pit hardening
stage and the corresponding temporary resistance to M.laza infections. This
consisted of fruits harvested weekly from the 6" to the 12" week after full
bloom. Expression was analyzed on fruits both inoculated with M. laza or

mock-inoculated (fig. 3.2).

No difference in any gene expression was detected between mock inocu-

lated and inoculated fruits.

The mRNA level of PAL gene, the key enzyme of phenylpropanoid path-
way, strongly decreased during the S2 phase; it significantly decreased by 50
% from the 6 to the 7 week after full bloom (AFB) and by 62.5% from
the 7 to the 8 week AFB. Then its expression level did not significantly
change until the 12" week AFB. On the other hand, the expression level
of the C4/H gene, gradually decreased during the seven weeks analyzed by
87.5%; significant changes occurred from the 6™ to the 7% week AFB, when
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C4H expression decreased by 37.5%, and from 10" to the 11** week AFB,
when its transcript level decreased by 50%. Conversely, the mRNA levels
of CHS showed an increment of 5- fold from the 7% to the 8" week AFB;
during the following weeks its expression gradually decreased by 75% at the
12" week AFB. LAR expression pattern appears similar to the CHS pat-
tern: it doubled its value from the 7% to the 8" week AFB. Afterwards, its
expression level remained stable until the 11" week AFB, when it showed
a decrease of 50%. The expression level of HQT did not show significant
change until the 8 week AFB. Afterward it significantly decreased by 67%
during the 9" week AFB; after which, its expression level remained constant.
LOX, a gene involved in jasmonate synthesis, increased to a value 2.7- fold
higher from the 6 to the 8" week AFB; after this, it decreased significantly
by 76.3% the week after (9" week AFB) and it remains constant thereafter.
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Figure 3.5: Expression levels of genes of the phenylpropanoid path-
way (PAL, C4H, CHS, HQT, LAR) and of the jasmonate pathway,
(LOX), during the S2 growth phase. Three replicates of cDNA were
synthesized from three separated RNA preparations. Concentration of each
target cDNA was normalized to the amount of actin cDNA. Two replicates

for each reaction and two experiments for each gene were performed.
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3.4 Microarray

To investigate on the transcriptome variation underneath the temporary
loss of susceptibility of peach fruits to Monilinia rot during the S2 phase, the
puPeachl.0 microarray was used [20].

Total RNA was extracted from the peel of the susceptible fruits (S) (har-
vested on the 8™ week after full bloom) , and of the resistant ones (R har-
vested on the 10" week after full bloom); both samples were either inoculated
with Monilinia (SI and RI) or mock inoculated with water (SH and RH).
Three independent experiments in which three pairs of samples were com-
pared, were performed: 1) RH vs. SH, 2) RI vs. SI, 3) RH vs. RL

Upon the array image confocal scanning and the TIGR Spotfinder anal-
ysis (figs.3.6, 3.7) a .TAV file containing values for fluorescence intensity of

each spot of both channel and for the background was generated.

Figure 3.6: Fluorescent image. The samples were scanned with the con-
focal microarray scanner and a hybridization image was obtained from the
overlapping of the single channel images. Intensity and colour of each spot

are associated to a different expression in the samples.
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Figure 3.7: Grid with the spots visualized on the TIGR Spotfinder
software. Hybridization images were processed with TIGR Spotfinder soft-
ware. Each spot was manually analyzed in order to eliminate unspecific

fluorescence.
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The Genespring analysis of the TAV file showed that 30 genes (corre-
sponding to the 0.6% of the total sequences (4806) contained in the pPeach1.0
microarray) were found up-regulated and 31 ( 0.6%) down regulated in RH
vs. SH fruits. On the other hand, 20 genes (0.4%) were shown to be up-
regulated and 13 (0.3%) down-regulated in the RI vs. SI fruit (fig. 3.8). No
genes were found differentially expressed in the mock-inoculated resistant
fruits (RH) vs. the inoculated resistant fruits (RI) . 15 genes were found
differentially regulated in all the R vs. all the S fruits (namely, genes found
similarly regulated both in RHvs. SH and in RI vs SI experiments). Of
these five genes were up-regulated (ATP sulfurylase, heat shock protein 70,
magor allergen Pru P1, harpin inducing protein and S-adenosylmethionine
decarboxylase) and ten genes down-regulated (Cinnamyl alcohol dehydro-
genase, photosystem I reaction center subunit PSI-N, histidine- containing
phosphotransfer protein, ferritin 1, PGPD14 and other unknown proteins)
(fig.3.8).

All sequences were grouped following the Arabidopsis thaliana Munich In-
formation Center for Protein Sequences, MIPS (www.mips.biochem.mpg.de)
functional classification (fig.3.9).

Furthermore, the susceptible mock inoculated fruits (SH) vs. the suscep-
tible inoculated ones (SI) were not directly compared, because the differen-
tially expressed genes could be deduced from the other experiments.

The fact that no gene was found differentially expressed between RH
and RI sample, whereas the genes found differentially expressed between
RH and SH experiment partially diverge in quality and quantity from those
found in the RI vs. SI experiment, indicate differences in the expression
between SH vs. SI. This allows drawing indirect conclusion also for SH vs.

SI comparison for which there is no experimental evidence [35] (fig.3.10).
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Figure 3.8: Table of the differentially expressed genes.

The table

indicates the contig name [20], the fluorescence ratio mean value with stan-

dard deviation, the relative sample condition, the best Genbank matching

sequences with its E value and the GO classification [20]. In orange are

indicated the genes differentially regulated in all the R vs. all the S fruits.




55

3.4 Microarray

RH vs. SH

2suajap puo
2n2s34 [|29

8 yp O down

- B -D.:ﬂ

oI INPSDIL
|oubis

8 yp O down

uoidluosuv.dy

2404 w2404y

RI vs. SI

SISYLUAS
124044

Abaaugz

wsioqoia

bﬂ-lﬁmﬁ{

] ] 1
o 1 O 1 O OCVOITNO
N - - i

sauab Jo uaqunu

umou sjup)

2suajap puo
EENYTED)

oI INPSDIY
|oubis

Jdodsub.ay
«D[nj|37

uo14diiosup.ay

2404 w2404y

Abuaugz

wsloqoia

sau2b Jo uaqunu

Functional group classification. Distribution of up- and

Figure 3.9:

down-regulated genes among MIPS groups.
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Figure 3.10: Functional group classification. Distribution of up- and

down-regulated genes among MIPS groups.
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3.4.1 Real time PCR analysis of microarray data

The microarray experimental results and the data indirectly derived, were
tested by Real Time PCR analysis. Among the 91 total genes found differ-
entially expressed in the microarray analysis, 11 genes (seven up regulated
and four down regulated in R samples) were assayed. These were chosen on
the basis of their functional role on plant defence against fungal pathogens.

Real time PCR analysis showed a variation in the expression of ATP
sulfurylase, Heat shock protein 70 (hsp70), Major allergen Pru P1, SAMDC
and harpin induced protein qualitatively and quantitatively similar to the
one shown by microarray (fig.3.11 and tab.3.1); genes appeared up-regulated
in the R fruits with respect to the S fruits with a ratio of about two. Variation
of the harpin induced protein gene also appeared up regulated in the R fruits
as in the microarray; for this gene the real time PCR showed a much higher
expression ratio (15 by real time PCR vs. 5.9 by microarray).

In the microarray analysis, calmodulin was found down-regulated in RH
vs. SH, but not in RI vs. SI, indirectly indicating a down regulation also
in SH vs. SI. However, the calmodulin up regulation in SI was not signif-
icantly supported by the real time PCR data (fig. 3.11), suggesting that,
for some gene, the value of 1.7 chosen as minimal fluorescence intensity ra-
tio for significance, may be misleading. Similarly, real time PCR data on
gene expression of the CCCH-type Zinc finger protein did not support the
microarray findings; this gene was found up regulated in the microarray anal-
ysis in the RI sample with a ratio RI/SI of 2.25, but not in RH vs. SH;
it was then considered down regulated in SI fruits. However, real time PCR
showed up regulation of the CCCH-type Zinc finger protein both in RH and
RI samples.

On the other hand, among the genes down regulated in R samples, the
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Gene RH/SH RI/SI RH/RI SH/SI
Micro Real Time Micro Real Time Micro Real Time Micro Real Time

ATP sulfurylase 2.47 4.12 3.67 3.24 - 1.18 - 0.93
Heat shock protein 70 1.94 2.41 2.31 2.59 - 0.78 - 0.84
Pru P1 2.25 2.39 2.33 2.14 - 1.28 - 1.15
SAMDC 1.96 2.43 2.24 2.19 - 1.3 1.17
Harpin inducing protein 4.21 15.3 5.92 14.73 - 0.92 0.88
Calmodulin 2.09 2.01 1.7< x<0.5 1.83 - 1.06 <0.5 1.17
CCCH-zinc finger protein 1.7< x<0.5 1.55 2.25 1.94 - 0.84 1.23
CAD 0.49 0.54 0.41 0.28 - 1.78 - 1.78
Ferritin 1 0.29 0.24 0.31 0.14 - 1.42 - 0.83
Histidine protein 0.3 0.41 0.42 0.27 - 1.54 - 1.02
Defensin 1 0.35 0.42 1.7< x<0.5 0.31 - 1.45 > 1.7 1.09

Table 3.1: Comparison of the expression ratios of the selected genes

in microarray and in real time analysis

real time PCR showed a variation in expression for CAD, ferritin, and histi-

dine containing phosphotransfer protein qualitatively and quantitatively sim-

ilar to the one shown by microarray analysis. For defensin gene, which was

indirectly classified as differentially expressed in SH vs. SI comparison, real

time PCR analysis showed that this gene was up-regulated in both SH and

SI.
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Figure 3.11: Real time

analysis of the genes up-regulated in the

R fruits vs. S fruits. Three replicates of cDNA were synthesized from

three separated RNA preparation. Concentration of each target cDNA was

normalized to the amount of actin cDNA. The mean value and the standard

deviation were calculated for each replicate.
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Figure 3.12: Real time analysis of the genes down-regulated in the

R fruits vs. S fruits. Three replicates of cDNA were synthesized from

three separated RNA preparation. Concentration of each target cDNA was

normalized to the amount of actin cDNA. The mean value and the standard

deviation were calculated for each replicate.
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3.5 cDNA AFLP

The same fruits samples analyzed on the pPeachl.0 were also used in a
cDNA AFLP analysis. ¢cDNA was generated using high purity RNA. The
cDNA fragments were amplified using all possible 32 primers combinations.

For each primer combination 50- 70 AFLP bands were observed. The
20-35% of these transcript derived fragments (TDF) appeared differentially
expressed; they ranged in size from 100 to 1100 bp (fig.3.13).

TDF were considered significant for Monilinia resistance and selected for

excision using the following criteria:

e 1) Fragments up- or down-regulated only in the susceptible fruits inoc-

ulated with Monilinia. SI vs. SH, RH, RI

e 2) Fragments up- or down-regulated only in the resistant fruits inocu-

lated with Monilinia. RI vs. RH, SH, SI

e 3) Fragments expressed in both resistant and susceptible fruits inocu-

lated with Monilinia (I) vs.mock inoculated (H). I vs. H

e 4) Fragments expressed only in the resistant fruits (both inoculated or
mock) (R) or only in the susceptible fruits (both inoculated or mock)
(S)Rvs. S

A total of 339 TDF were excised from the gel, re-amplified with spe-
cific primers and sequenced. Sequences were both analyzed using BLAST
software [31] against the ESTree database (http://www.itb.cnr.it/estree/),
specific for Prunus persica EST sequences and against the NCBI databases

(http://www.ncbi.nlm.nih.gov/blast /Blast.cgi) (fig. 3.14).
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Figure 3.13: cDNA AFLP analysis. The autoradiography shows the ex-
pression pattern of the four fruit samples (RH-SH-RI-SI). On the top, the
primer combination (BstY-CA/TA with each MseX) and the sample (RH,
SH, RI, SI) are indicated. The numbers indicates the excised TDF.



63

3.5 cDNA AFLP

AT qan

£ rapyed A2 10 podarey -a yandares -a ogagussojmgd e S e A EE-EN0Y | o W earsad s joous yoesd JUNAS100°dT dd [T LRELrEAn ale® ey LET +101 4]
. (o B0D BT H T1areTe a3 A
A e A 2r . - —
i A Ppeey VT go weatodiina- Ay 3 5 ) ursyond | xeopino) T pIETHIPZE T p0d | Poorod e | R el
AT LASETR A0 Jodang = arAA Al e e e o) e PC-EI0Y PO 5 -waoad B0 g a7 [ pORAD - COd 01 1dH oF = 4 +z E9LL
A aseqprAs ] ¥ Sunicdswer) N [ stay sExg Ranay
R g Eoly vaop weBophy ranoe 8 EpAs RS T aosmontd Erpuajoom jeq Ienns ssqpids dIY 3z ISTT00TT 44 ki s6r i it
1
xepinon ddeadsa s 1
wenerdesmoyoqd AAnoE SRR SmogES iy E-E0E (172 FYDUFD Smpisp Smoqm o] 160w dH) L0 62710 10 saryss 181 3 01z
TEpROIp oI
d .
SRR AR SRS ALY AR LoRER Sakan AT 0S| o wmre s ks hﬂwﬁwﬁo&%ﬁ _“_R_Rnc 01E-12- 1485 e L & |
EUERR S5
shmsaped L 2rara 10 god Ay -2 Ao 25T OTSIORTIO WOLTP A 2T SE-AN0T HAAVH 1 HAT WO wﬁuanmamﬂ.u:va””uuﬂmﬂmmmmn\nﬂz e ;A5 297 +d1 BR[O
N 3 yeepdoacpp I r -
ssaT)s R P of sarcdset-sseoond opogqraw Apanae asmd-crpl] .- LESANO'T (wargae snerad ssepmaoce aapEind: 1 pE0E TTYY) 509 wZs®IT T0d sarpse z51 +d1 TEID
UOEPTIC I ALCeHoTL
. B . (PRI RIAR ] 3 EigaEgRiae
e “eBrarqo-apao s mood aqoqEreD MENoAEDcLon | AJLARIE srEARATEGHE-T) YoopGeR ‘“epagoomu 0LFDOLLY | os-ann B & s _ satyss @1 +IE 980
o ramao e *see0oed SRS R e D oo paete g 2o Yoo KRR T R0S Y YO H00 £3md Znd
Adrawy
#6000 AR ang R AR VIR PR i e deaqp OISIEO7IF | Sb-E001 CmreTe - e fats +I5k [iTAS
; e i e e B Zsdopraeny Jurpun pre cumEaseqpAs s oyaE L1068 dH)- CIO0RT S
WSOl SR 0GTED Aparioe s oaply AT 2100 1| ([eorsesd smmad] a=preowigan -1 e (eeerd gv) - 111 L9°E pid 3a0y5a 15T #1351 L1L
TEyeAe o
WS HRIpAT oG A sepec IR RE g S ot o (RemmuE XRrE IR 2 BpLcy R R RR A FC POV ) H1T LEHAT T 0L e =4 1z 1L
T
wroqEA peuslon AR seEprogEdap AT VOSZHSOELY | BE-H00Y | ravagy) aspicoqreanp sﬂ&uﬁéﬂxﬂﬁh. s ITE P o sy =1 I 293
g
MR PR Al FHBELER PRNTT | EETNELY | 0 | ara) pooqne o e ?Emuéga U pre Y100 zeR zd e il M 2
[ T EE1S09Y GRHEFTIE
ond A -
i it Tugee oS elq AT DICEPOTLY | op "poag| ot oeiopy - [evamma g ] wmiond xR SLAL (10009 MY e L i g
ssmocad @ o oG TEaL
Eﬁ&xaﬁ&ﬁwﬂ_@;ﬁ“wﬂﬁﬁ ez muﬂsmzﬁﬁ. L Apranyae aserggaeD DEESFOSLY | OT-E00%T [rurmas sumag] sy - (oo |[geeerd Il HEIga = AL EELL
T
e AR P Ay i i OISSOOULY | SEIOT | orew 3svEl SHOTHL NITLOMA SREYD TADY 11 ZEISSPHONE e L o MLk
TropAnTy
scaonxd aoqejAu asopiy-(] A asepixoqEIap oscgsa 6TESCELY o i B usomasw.mob e i T sarsa ot ST 000
TR e 1 . =
ommaig e e e Apagae sengaTpATIA prasdrce mTes P AN0'T | CIReame o3 ompay] srmiamnpanan ORnd - [/ SEEERT Y 680V 05 sy ®1 3 ]
ssanead oo i AmarAped sssocal Aroqeea S e Apapae senAre TOOSE0ORLY | $E1-300°T (rmmawe swred MO 1 OSREAY YOS FY RIS S dd bt fatd +5L | {>e}
FATIES [Crid
smaoed X[OgE}AT oy dig i = = aanyss
FoEA ssmps spdsap L [owad(E ¢ F[opT DEE0Y | oot s [amad(E-g- 2R S [ GES YY) SO0 ET bad o 1 L
WEOGE AT e Rodai e 0 [eees e2hig] OOPSEFORSDFCT [ 128550 100 dH e QEeli=d T dd sarjsa e +aF LBLL
T rerred B STEPRAT JEV O (T PR
Spmmnye* era00tT TpAPLLEON AUITE TE onIIOE symum Ay de iy Ceoap-r yempdaacpp OLRZZOTLY ] o e sty dnioyeapdinos P oTRRTPE - T GRECEVY O, 10 eIz =anen 214 Iz WD
ERATES ATLAOURE YA TR BIEAE] ATSOUpE ODEEQESLY | pe-dD0 | (Wmowqe) moenoo] 17 WHngos e0s] S SOuepe - T oy [V Y) STE0L8Y 0ed =agsn o1 +de [oue]
2 e FUIAUME
SRR HOGE M HESaE AR Teso L P wﬁwz&mws.ﬁﬁﬂﬂw qwﬁwwqu»c.%mqaou o0v-z1-1dd 09 R 0l = reLo
=
STEATITONY PUE ORI 20 30 Lunoe selgareg WAL ST-A00% . TN ﬂ:_mywiy i T r— prata: 1) sE +IT =T
e " =
g p e a2 s e e e LTI SeERTpA] HHIooe Tosca TL-E00% (HT4RamD seRpeapA] Emony 0101 -JSTOS00RTT dad = ®z +IZ [iTke]
R
sseoar ATeXNS qong WO TEm Y o1 rcodivos repEy) | Mo UIVI | eqEa g FOTEAETED ULAT} SArmbos TEULY TEETE( {dq)orrs | woprpuo) |awes e




Results

64

=15 FUPWL Q TS0 WIOpads S7-R47 [ BLETEAIY) - 60001 TdH o9

sdarco
wogmmmbgnuEend A sseRy wecad-wmmbgn SSeprg wnwﬂﬁaﬂa OSERLOTLY |86 T-H00°T | (Ranes wadngy Sarspond Amaryy yeedas nusgeo-siaq oTPRRLTs ooy S VY ) - ZOIPOALS smyse BT T ETI0
Tl B
SR R ] Lo LU0 | oy s pepond g e - g1 ﬁauhwusoa Eonagodi - Teroezvahd) ot e | e it
Tpn : Lo ;
e R e e QUEDRLY | Bos aseaofarEg umead | 84%?% wumaﬁ“ﬁﬂmzxm:mﬁm%ﬁu& e o1 % S
eGP R a Y o TR 5 ATy DRSS pLee ot SRt
Taarmy igsead ROEOQTpAR FUCReAETIse] arguanop | SUHEEOELT S TEOT]  anuae:agimu v insod paapedar T 06 IpIVD) 600 L5994 10d e = E teL
W (Fmig g Ay o] WO JRATEED Bemis ;
wonEpadsapd Fav cumirs s erd Az sy el wrerquop | BELEORLY | SWEBO | oo e o i od pomanedii) [ p0LLITE D S 0SToET T | LT 2r 5 1L
an o
WOREP PRI IO “saR o] ol Swpe sl A0SO OLETHOG LY a roqdion auosorERRs EOUﬁ%ﬁmﬁﬂm w.m R:MME i B e R sase 143 s E1L
ssnctd ompe geyen e eal Hunmendly Ao WedYE | (94E501 17 | er-@00g (= 5oteqTy T 5 Bo(e] go pmqrs Kopnes sesoad sor - 5 [hed R a1 b =)
HORINpateg R £ T ] SELQUEAR A 95200 (1 &7 Cz ol Q7 PO ety B 0oL = Ao PRIed BODPERA S sanEs ®1 +Tr FEL
AT IEoE = E =
Bupoy weoed A R e i WD SCTADT mrepeg ssdop gy (e g egardd p A sase @1 +IT AR
Aun= Er [awrerag; asdoproery] wegead
AT d eIt -| = — b
R b s wmpoad-ugrnbrgn Aurpog e od QLELOOSLY |ogop1gop| Amrgresdssmslpe |7 ppssel AHF™ /(P S8 S BOI000°T T 4 b il e HE £
apeg upgarg
([
Ao s p w3y Auosoqn onaeg AULDEOEE F0 PRTEAT0D [T S AwosoqR OISOPOELY T e TR e R T T S sasn 0% 151 itL
A s e 2 MEEag AL0sOqR NonRaED ARCSOF JO PRTER0D A4 TEYS ARC5OqR TL-AI0E (rages womgam] wp 1o Twees0 g sagend Qoery A7) #2d seeed g sase [ +159 182
2 T
WA ogEyan wepoad ATATE 10)0T] 25E AL UOTE]ATED urEpdogdn o - aaysa E
o i T AR =t TR0 ey FEVATHS SILOAMVND £ I4T: £5Azas T AN F X T0o0eT T 3 e 15 oo
e SO PR E ARG SPORSOILY | e-@D0E (1pT ot (esoq-] S PorE AT el s 1 Td1 )
WOHE]STE} O W AT TGS ARC5OGR WECSOILY | ie-§D0T (ere wnad Ay g Turapord uosoqs [ o089 - 81T pAFT 1nd 2asd e T [dis)
3 [nrEuoduos [AADsoq
ATgongs TR SR BT S Ao SEEI0 S v v MR CPI0S0) b a0 s '] +TaR1 o
" - T rers Womera e ]
i SRR iy kBl ilgumsord (anosoql §op STOAT £ 154 (ST26kd) SLH aketd 10d £l 1 e
FrTT =
1! B ity 7 o
uapRige pE woRvaEn ol R s g | NP Fragciund FmATe e 1 iop ueneRes -z 9199 ZOd s 1 +db Za1L
T TR iy B A0 | g toprgery] amncoqgo prong nsm.ﬁiguﬁm 1o0lgsl dH) o eRr End i L 7= e
SsATsEorg P STUOTS [AROSOQR ROQEATer), Aqumor pEd 10 sk TZTEWT (g nearg wioddisso 5 15T CEECI VA Y JIE WIETOETT 44 =Sy 24 +HE [i5e])
FALUAT
ureay
Az [Eod
Aun® Aol oD 00" e et 5] vregond reag agodiy- |1 2 1qan
unE Aol YL PARSRYHT | oy nenenpoyaey E-E00F [erapume s ] wragoed reonanodq- |1gpez BV Dl 14 %1 +136 9ED
WOT LTI e D P ShaTEs —
PR ML WIS ATARS URTR ST} N B sre(mut TOBROORLY |T&06E)0 ( TETHIZEYY - 20 Au0p St oof i JTTELT00RE A 3d = s &t 151 2
opoeg uondnontEen, - pog Fu g
I SrTos g £ SAns e Of aarcdsal WOGOTpATED, AR
. ATELO F P[]0 SBIpaes T ma TR ERL ]
ApamaE seETE £
WSOEAL ¥ A0 e WAL ‘Nmﬁwﬂm PSSP0 POATALS [T CPECLRATINE T BLEBL HY Dl =apna s saysa 16T +TdE (238
: G wajond [Eonagoday - (Fyeattoy [ 5= |1 09 158 A ) 008 [00°0T dd
RTATAE AT
PEFTPAU I P paa o aarcdsar owmamap S sqonqropT
PoR5 1T 2T pue randofanep TR0diqus ‘s i i suAame W dnyn | OIFEFO 1LY | L0-EDO0E (FETERgIE ] ATEROEE [-[OOV: [Z0S108Y) - o 0w Tnd sase iz +TdE el o)
e o) ewodsa ssaoard JA UEME “BUIETSs CEPT W TR AP TR
PEITQUT ST “RaTaraTs Arsd (Auogdwaarery sod
WSOFERE ¥ AyAR I SsEIpIAs WAL 0SHSOELY | wmam ([ereey) 2edoproery] (oYM T WEIS] dH ) ST 2esrid +ad s - 0 01 81D
wog dknsuer]
Frsaped L3 10 podamy -2 AU aEpiogEIp e [FoCanE] (TPEIREAYY) SArAMs MOw Lefecoqasp qeintd JATOPZ0FIT dd s 1 +TH6 Ep1L
Ao sapyed £3em 10 podare -5 Apan e myod arery arerqua prsepd £8-T00%S (FMEomA CBevpa saysa cep Iz 2910




65

3.5 cDNA AFLP

wodaren wepdd e AP g PR As £0-A00°%6 (rames =lag)] geplol [sowmedd Foepodiy [TR07een v Iy T ¥E +15E 5]
E o P AR IR F[Xora LG v - - — . -
s ‘s upLicay g o[y W o saundest | 8L L ¥-Srpg spreamEyeard | poam Spoarey | DEETOSIY | &2-300°1 (AR} A sdapTaEny CHY A *TLE998d WD) dYOLdY - L1107 6699 1nd H Benls L
. (Frpeamn cFeorpait
wsoEAT Uy Apgoe mpcd arery - o e g
R, - OPSOROELY | Sranot TOME0RIE Y Acdaren W ad - 19955 o 30w o19 ppad £0d oz s oL
e N _
polarg arrpanopm | VOFRIOELY | 00-@00% stedoprqere e rd Aue Wy TP -1 TZZ56T AN ey s A1 1910
vodaren sEpiogEn Lpanoe mpcd awmn SEAQuAL FEeEld LPIEO0T| (e EaArp g tewod aren ss0aons T g aICIaY) 110 2o cad s ¥EE +Ldf SFID
e
. (t MIZLOHD
podarmn mEqaEmEe e % pepdnon el | QOSE0OLLY |8 TE00T " . - see b +Td9 9€10
“fparpre rndaren funE sy DY DISHIELNI-NOH YHYTTVHL SISdO0IS ¥ ¥ =pd VLY ) SIEELSY (ed
AT [N WO Y TR 4 :
wad d o} aawodsax Jrodarery wot R QAT TUT: 3 SIAE STO 0 pagES-: oo AT x
aped o) kK 4 SPeSETIE Ak RMTAG UTpATE qur e a1-300T TrE3TA STORSAL] O FILTD PRR-ApROqoTE MY |[BSESaHTYIR it =74 +Tda TEDD
pod arey danae apod arer) - Aqugor sy | swEiquAn masepd CZ-300% | =emsmuoprenEr HIET0Hd TIIT-LEOd SHYEL BJAL-D9Y [T865T50000k2 R a1 “IdF E110
(RTAgEs W] TF]
oo arer: A 2% wjrod arer: ATEIQITAN B
¥ i i y SRR ETAT | cosmomd sopeocqeung-speqdsoplyspeydso-g-ssom - [ szsBI0VYI-10CL [E15 i = e ST
AT waed 3 . — \
ste[omE wog podie YT SRR FITD eepm ok AT (T edaT wRed oA - 1830060100 dHD 020 5= pad e 51 +3 ZIzl
[ {roTed SO TR ) oAl
podaren Apagae mpod e arerquan o (e o s xyeEq Ry +
il ™ VOPEDTERLY |- gom1| rommpolf rorocyzya - (y mpodsms: | sopses 40 LI 9z T 20d i e i EED
[T
wodarer wajoad SUEIRT . n 1500 a[ADsA ] - _ aatyss
T — e T SH0R | rpgsons] wre ot 4 ques = Fos TR [ Sye0bdY ¥ EZHECDRET dd L s £
podaren -(Cuy) ssange 0y 2 modea g RIS =weaquan mised | g8 L LoELy | FE-E00Y (e ssdoproecy] JAyH S TELIAS | [BSLET dH) P99ELE0Y (Rl a2 e +ME 1610
Aqun = - - x
LHOd SHY AL W A R R A A TOISTOILY | £p-300% | (RARSs sobg)sr v Dasaodamn wasasdnn |[ 211 FAlPRasHS 1512 Eatat 1= +I1 91L
LI} U =
LACdSH AL yodsen ve o da MET ermumad wr wEa:w:qm_m ETA00°T (ereAumd eeurTanRACT W Q00 TBERAOYY SIIEZHS T00° T dd aanss oe +IZ 360
e To50HE P n = =
A — AT LD maqua s 99-H00T |(ARead PR 416 - Wead Qe s Wl 171120V YA 010 2o zad e /23 +IE zio
] (e wrspond ES(one Sparg
podarer; Ay e apgospnT S0JT PUE ST O = = sansa +]
e o ! SOVAWT | g1 smoAT 1 -weersd oo U ST Shoged ) 80N ST O e 4 a5
AT tspodwAs
pdaren edar: sEIpAOGRS AU BTPAT R I YR sredany, arquan TS TERIY 0 (sremtan mumad podareq [oqrqes waapEind [ZE0P IV Y BLOMIEO0RTT ad e 5 +HE 841
ATET QUALATET) AJELPA]OGED
o
D
WITron ST (e stadoprqery] wspord [eogapoddy |1 7oy (047 e )mruna
ursgoqEyar ursond -unnepl oA ol Apagae aseagaen L CETPEDLLY | -HO0E ase0y] FOIS £ ] 7 SSmyaTen prmyame oA I3l RELURTT 4L sagysa 6l +I5E PEL
z (110 e
20 I Apagoe = adopi= add mredse 2 o - sanyes
Spads Wby panTR FrepRdadope B Ty SEECIOELY | SPTAI0T | vrop ooy Sompeyen “mamdss s e 1 71 (EEREY) - 5 IHL0OUF T dd :t =z +159 FIL
eijosyoad Aqunae asepgdado pracyeau s TO0R0OTLY | S0-300°T “auqrp asmumant ssepyded earges e=Aa0 1G/0R50100 MH R &1 +159 980
Ul
S d Ao d s i 2 i
TRy o P cad poens ey AT OSEE0ORLY | PT-B00T | omgs peaq (¥l £.575 T dH o900 pronfyejodiif-+on samop T |-£ GRA59A 0 WY [ruid +135 $ED
WA BurpTq Ao AT ELLEDILY | £0-300% wRiead AP SPROTETIE AR TAOREY E0rSE0T WA T =01 Iz 670
WonaDas P RUCEEER F[] ORI jsaromde (L9 =) AsBugug O NI sEnomsond moetsp
AU 10T MR A PG Aol g uspanl 01-38 | s arepipyan sy -{dnot-rantro vomode]) wies v24tc] (0SSO0 GRS a8 e &
] ¥ (E12296 NI
1ad d Es . b -] oy
R S SR panae 2y adamprbign. smapummbgn | DOFSTOSLY | 06-800°7 sxedapraeny) e Rep proArecap f0q-() 114 S hd sen 91 +1358 g}
APy
W A AR SsnC A dsoqd (1BSHEREI ) Fear I *34h (HAT A LT WG A0E to5mp( ¢
smoomd Jqoge A Um0l a0 TLIPUOUDOYIL - - = sanyes
i “p{oRsAmApTI - semm i : OLETOELY | SZH0Y | oo st o oy T - LA WRaredm 3 - 5107 910 0% 2 e 1L
< s dsond p{ogsamapnad sond -1
Augor sseagoad < = =
woRmmmETAp W ad 2 [osopa OILISDILY | 99-300% (=27 g 2@ao sgaedsmETbiqn | (9SE0CY -I P THECOFI T dd e =23 +TdE 8310

i e o s s




Results

66

ssaqys of asrodsar -ssaonad apoqeres apored us S0y Apane aseEED A Ed DSIEEORLY | $ET-I00°T ZLyo Easmd swmad aseeEa-1 gEg IO STEGLELY U8d sarysa e +I58 ZaL
z (I sRapAs MootV azd D)
o0 0} aarodsar Anparg- d - g _ aat}ss
woe ol TR AR s EZLEDELY | ZE-300°T R RS P o e dsep e eE A0 LR BE R b1 +ISTI 261
uw s —
wRaged o smede-csaond JqogHEd R AqaTie SEATLS amr eum& cpre | UOOLTOSPLY | TH-B00% | TIHSERER WIn, 3 [#3eaanp * Susp] somip I S0 L6Chepd VIT GRCTHIVY | et SLE +I51 [
usEaged of ssuodsa (Bupag mig o) podaeg -3 £5-300T [eramus syt wapond Eonapoday 7067 N7 o B L] SH2 +IS1 1LL
gy soanay g raddes mmTE BT W [BRA WAL T9TE0'T| ([Formawme smare] WA S AR 9 EERT T V) - PETSLET 081 apsa =4 1% 7L
umyLs 7 = . -
ssatys Tmorge of sendss TP A SOTE00T|  wrwop ganalempme sl weed SE-CTTE T ISSREATY - ZOATS =2 +TdF 9L
sarodeat satgpapIpeap [+ AT IR s e | 0TIO1IV | 1L-300% ATy T ard (TR AEIGARTEY WA [[OSE9 [ dHIRT BEEL fonig +THE 11D
o (WIS Y NP BgsAep X SR sUPR L sd 99y [ aptase Ad
ssatys o asndsat At Mmciopn EC-A00°T |(rymamy, c2eompapy] (dsp)) wejord ssaq s esEane) [ HCTHEAT V) SOELELY O8] sagysa 204 +AS P10
WwEyEs o R
WP WROIEET amiquancpm | DESSTOLLY | 813007 [mremep 3 sdopripry] wpiord 2SO E-C T BT R ORSHY ¥ g b1 +5F 1210
TG FE Fapy P T A . [ e Ty e i
D qE I S5R0E MGEPRIO” £ s Ipante0 of asundest | prapralp- Ui Su g ua i naEs MBI | DesEoLled) el (9 ALLY 5 ¥ 24 50 WERE- [ S60E 90 100 dH M IT0E00ETT dd i L5, bl 10
wogETdap 154F e 0} ssundsa RO s I TISLZ0D1LY | 887300 ([eazsprqreq uimtdis so0] o wapoad Bog [ Ch1LLHYY ) PEALST *d TqA-BaTm HE +E TEL
sampEp
e anosar [y
SATE}ST T SPOIEER wpEpTn AT LTET | Do swmad]o] aeydeast s [-oed[H wom0d [ ZI808edY - £ T 10d apsa 6T +TdE friase]
Fe reped SUITRUETE SRiD] ATSOTG WOl - wmyels @
e arer) g dsogd v umpond Aan e BT 1Y AR oe sseen e OF-300°T [Fonsauop x sqepy] ssaiy opdsoat avgend [8) LSV OV e E5E +5¢ LEED
ROIMpATED [FUE S ApAn® 1ojTR udRoaED T[T 00SSCOTLY | ve-a00L Acgorg uydnaaen wastd- onf (p9ed cnd =aT}En 0% +15T 0ZL
FME R P [ RORoAET Jo uoqe Tas AEDE 10T RAdREL [ OIELTORLY | &1 (Fegy) STEdn e ey oy RonIUoRreY (o010 100 G0 S04 255 TOg Eeat £ +I5F )
LT 1040RF WG Aot P ROy pajes W= oad Xe[duos modsre)
adop- W dRoaEDy o0 wonH T i g s sTiapomr ‘gsepdon = 5 o amysa
FEpR R FHIRRIRIART J2UCRT “Aprpe s mowvoy proass | T P e | EESIULT | ETAT) 5108 oggy 1y teames ey wpsand onapodi - [ DAESEOI00 dH ) L0 LS e e T
s o N i SUIPULG WIOpOTE D Toscita &5 12001 ( NIZLCHd OHIINIE-HIINAORTYD )= 104 5F E0ES dd 2anpsa 02 HHS L8510
= mooal Aqoqeau prl woganpsen (RS ApargTe BsEOIRAY serquan easeld | (/gc06 LY | 21-A00% “0 asedyoydsapd aop s popd werpe mady 1670 0LFLYIEE BT &E +TAL EFID
T AR TEe ssundees prArodaoo N 3
VR WETER LD W B aTp %, [T i A oy fonibgen sTe[aa (EORTOPLY | CE-E00°T | [reama cBearpsyy] =l o wad iy 2 Toymrder smodsey |7 70006 97 |8 g 2 +TdE 5710
(rArRaliancaqd Jo RS MRE S S e E— (77 (1 W= SEPTYY T o b AL o
2 — . $EE]
oG AT, §O TGRS MRS RtRORSnp S (R FRAnd b OEISOORLY | S H00Y | prgond smprq-stmure y1q S04 1900 TSPLEMYD LT ERMTbad s | a2
[ BuoE wised 7 LNV LSISTI-A TOZ¥ HISSTAd
SR pe—— ropep wonduane - Aapurg wsgnad e »10 P vy weospr ey poandyy alng ooe T LST-EP0EH0AD i = s oes
STIAT S WD ojda = = (mEEg,
01 s dsar il ap faTy Ao e may | “THER I pRdnes waal-o PEHER 0T | etopraery] amdsom pepinco smend § e TER0CMIVY)ALLLO00FET dd I i #E sl
(A== 2539 FT ¥] Spmq ¥ IO (b7 OIE LY SHIMIFLIHOD
Apagoe am, 0 Moy TR S STe[aTaL =) o o sanyes
e BRdL DR i i EWOOLLY | &1 “HIONL DHIZ THIT-dY O DY) bFOIZ ppere T dH 1900 T3 bod & E +62
o peear
s
Awogemumuro
FED
e derp [lngc i g wm i T AEord FOSPTE -[SOR0EE dH WRFANCP XSOTVIT [ZL9406H D =g x4 +Hb 0RL
Burssarard v
e A TRD
U (ATACd SHTAL
od arer; Apanoe myod arer i a3 aanys =
i i e i amquauopue | TOVEEOLLY | O04T00D | ooy jomond aquaeg g5 Srains wapand roonoes  [53zheg dtD 109BLTS 2 i E e




67

3.5 cDNA AFLP

WiAATm WCIGRT AT L@ wreg 00y AraaH ECer 19T [TL0IZEEE0E PR Y A VAL SEL
WREATUT, WROLTITL AT - L(AnodE-reargr vamods) x
m EUHI0R | sugee wming] miomond ot pepesdspmes e |1comeayale i 13 jicd gL
wwaTm WwoLEET AT E2-E00% PO} RO - pIESIES s [ [ Z5LL
jaod aren) ungasg Srpnqus e TR TOEIREDELY uwm%m‘x 0d &= 10 e Ao [ramna iy ] wsord pagapeddy |TEaLRHYD sst}ss s15 +dr FEIL
N orp i R eRd 100 PO TIv IS ([(Feniae
b b - A fe Ensseag] geOniy £f wead rogapoddy |1 p1eeaddy) e1T ST wnd e e i HLL
AT WROITET AT HE-E00R el AT - JOTHSTO0RET od ) [ i TBIL
TERRAC SATEPIOLE TR By Ao dsa
A d - e
JSETICIORP P AR WO ITEC JEd0anTD R o WISLOLLY | 8H0E | gopemumom ywdosyo aqy pornber wrepond wrewp (J1OVE/ [ 101585 4Nt iz o i &L
WAL WHOIGRT AT SraN0T e ) i I SLIL
WG WCIGRT AT S-E00T (myoed waoRipT 0 -PATSY S ST St 104 ) il ) BEED
WD WRCIGRT: AT 01T PETRF SH OB (T4{1E S ] &L e LEED
; PHRHRTE
e e e ST | pmpend reposomss o eeuiseraror aga wmord Eqapdi -1 pas 3107 0l e ot i veeD
6 A00L FPRTCF S - [[OFES ] T It LIED
u. u T RIS . P AdEuEa 14 Y -aayE +
v o araquancpe | TOVSSPSELT | STVI00T) wugeynd 1opopomy s - vy maetd s o0 0 )22y S 13 tng | 0 i i e
Uz
= FRARi s U0 | copat sty 2y apond Suppepuno-=nnp Uy S [0 |1 552 b5 b e et Glail EoL)
i THRCIERT s [En) PRIC S % glEl o biog watye 061 “Ir EE1D
i i i g i s el A P 1 R ] A I EELD
2 [T TR
" ¥ i FERN OV pocang wopany maaspmyovmioad (T Soleay)- aIH ErsmT 10 R b H 51D
TF ORI T B~y o EXjE oo % FITEq]
wwaspm wwowpn T = jsm1
il EHHOLLY | -39 1-gs | wmejond peonpu o sndopuny 1510 12 G- =y weoulwrompn [ 76044 1A i g i o
” RO AL SenTE-s s ol ARL § o AR
" ¥ i T Ay ey Seloppry waond aagendl posas v o) SO RIS 10 i 1 B g
¥T 13X
wmanpm uronpn W = P R
- % - 61-%8| SHAY [FEOMCEISTURIN IT0Shoe7 AI98 - WOPUmp umatym ahe g S0 0Rd T % P 1L
e RO s 12-300'7 [ersprows st p] wsoad Eoqapeddy [ sEomRvolwee F i e 13 + OfL
WAOLT WO O [7-A00°T WOLAN - ZZ0EL BV OEd [ 1z +E £EL
WA WROIGET AT 9 E00%E ([ mages mAc] W0l RGBT COCE OV ¥) BESELAY 06D =g =41 I 660
WA WROIEET AT E-EI0L STIV.L.L il OMINTFLHOO IONENDE S MM SHEEET 05l e 55 +19 30
UMD e e S0-A00% AT} OWEEOFPD- AL WAL SedopIqEry wge [TEHPESLATIE R TN i +E [}
WAOET WOILHT oL Ur-d00E ¥ (I F[TyEam, cBeorpaY] poITPEL ZE965E1 TG 4 +HE, LLD)
£ PR~ Ay
" SRR RN T BLE00E | wargppen sy pecn wemop ponapodin £ 51 R E0d [TESeRaRdle® i B HE L
e
ranen ey wrotEET T 008 (T aarysa +
e WLLEDELY | 8808 | arycnad sorymar seposorue-muepey stsdope oy ['[E580T00 DI TAIEDOEET dd] e it 50
o dos
remyes
Fo aracdog
LATAULIOp Pass U1 RMIPUR Prandofassp Jurakiqurs WRCITIT TR TILINSOLIY | &2 1200 urord A aanysa 7T ISk Ll
ureuop wordsr urparg wsjonloganuoqn S sssonad ¥ RIE-SLT) -OR0LL ST Fd
WOREAIRCATE |- [0y WAL . [eeqeqy 2 sdoproeay] a=2y
“ovmiop peas T Bwpes prEARc|aep MOLGUS A yemdorope | SPEPOOTLY |STVEO0T| o ypp-ampacnany om0 w40 § ROPRQ ALY (T840 15 430 JSTSPO00SAT 4d i e L L
)
ckRicilar | . (rsrad snmad () (3mpARaTRag)
BR[O AT 25ER ST [P0 AR LD 2 o aatyss
T¥LHEMO T WRs=0Tp o [ 2 TR s .ﬁsm e L g resmazsl gegdd *RINEAEA] TINES T A0 - HE TP T dd L H KL
usurdop Aag
umyake . B = — -
ssatys pengE o sawndse TP amaquancpm | CSSPOLLY | [1E0'T ZHIL Awee wmonl wEOp $ING © 7 - (SLTLETY 06d aarysa i1 15 6L




Results

68

"UOIJROYISSR[D (YY) O} pue oud3

IV, SnOS0[0WOY] 91} :on[eA  SIT [[IIM dSR(RIRD SAIIR[AI 91 ‘9duanbas Suryojewt 189 o) ‘YISUS] J(I.[, Y3 ‘UOIIIPUOD

o[dures 9AIIR[OI O} ‘OUWIRU (., OU) :S91RIIPUL 9[(e) 91 ], *Soua3 passaadxo A[[eIjUaIsfIpP oY1 JO 9[qe], F] ¢ 2In31q

WA WHOCIR LhatEm 0 senbes 1 Tt 8 @IS - b7 G 7] i gy | {8l
e LU i L8007 umad wsanian - 0 EET dd By 53 +138 [
ks ] EN 2
AT WO 21 A g (TTHaRE T dH 20 Vo Wheoet) FIZ AT A T dd s €15 +I58 28l
WAL LU g 6-H00% drean oyt [ phRdr ] 54 1 S6ERERIYIE mEy Tl +38 SEL
T LD WO, 91-400% rpeamg odeompan janpoid wajoud prmam |14 1S05I YR Hay %7 5 7EL
4 [emoeanmey oZeompayy]
U Lmae aeEp 3 WA ik EL ] -
Kie sl o w BUI0T)  somqasogt oe ey |1 agesoay) se ey - p0d el 2 o | o
AT LU, LEE [B9ZELY | 0- Sl ComR dTERiL) nEgaEy gl 415 7k}
® ey aRed vAne 18) ppace (0ot EEpody | AV
AT LU LEE FIAM' | AT #00 ¥ H *pysovng, oZe ey paeme] sl d (0060 1A G 165 5% %)
Amprquentey Arpnqusod TEAEOLLY | L0ra0 Eaqsaap X SUEQ PP I6 FE08 CAET (1068 A012 et AR 152
AT WO LEEEL 6T | (05T O[OS RIPTATE  SSTIRTAY F-00 JS B10) WMMTPLATHIT] - Z(ETH3 Et £t 1% ££
e LU g BEEL UL Ty -0 S que cgmuo s e ] (9498 [1GLELERST HpE G -Ig [id +H5E 90
e UL A -l waad Fajapedd ferpa, s wayedd Eagagodd] |[g07 [BHYolEe =g 065 +I3h [8)
[CEE)
WOAEUm WHCICTL yeepdon - | 3 EEEE] -
i WEOOLLY | (Fd0T TP E@POR0T 00 AR Jrwiop qgguos snajard wwanpm - 0 G rd 74 a M HiL
AT AT SRR C-OpE i | [0y | a-anit (oE}TaT DpN-BE|INEST CYYOPTE: 353506 AR WOH 219 ild FERARE [ I8 HIL
AT e At 73007 01 pY PIES 4 s mr [ +ma 6210
AT WO At 1E-300°T wamETERRg A T6a1-00 TERITE ) A MIVRO00CAT T s3cmm0dl® TG &1 +TdL i1
AT LI A s (e punsotd FARodA Togseady @) 107 acad 1d B a7 5 0710
AT LI LEEE 03007 | FITLONA HAORTIRN YALLYS ZEEO0 TS 190100 4K - D0E0HRe00 e L4 +55 870
e AU, i Er-a00% T} A U JETYE00YT T dd By ig ] £17L
WAL AU i T P AU - SEL ST (R By 34 +5E 6L
WEats =
AT WO S 1E-300% | (BN weou patafare 112 pie wsor Wt gparp oY A - 1SS 10T dH A %7 + I17L




3.5 cDNA AFLP 69

48.7% of the analyzed sequences showed high similarity to plant genes,
whereas 38.9 % belonged to bacteria, particularly to Pseudomonas spp..

1.5% of the sequences analyzed belonged to fungi and 10.9% of the se-
quences did not match any significant homology.

51 genes were found to meet the 1°) criterion of TDF selection (genes dif-
ferentially expressed in the susceptible fruits upon Monilinia infection (SI):
of these, 39 genes (76%) were induced and 12 (23%) were repressed.

Similarly, 46 genes were found for the 2°) class of genes (genes differen-
tially expressed in resistant fruit upon Monilinia infection RI) of these, 39
genes (85%) were found up-regulated and 7 (15 %) down-regulated.

31 TDF belonging to the 3°) class of genes (genes differentially expressed
in Hvs.I) were selected; of these, 9 genes were induced in H (repressed in I),
and 22 repressed in H (induced in I).

Finally, 46 genes were selected for the 4°) class of genes (genes differen-
tially expressed in S vs. R). Of these, 13 genes were down-regulated in S
(up- in R) and 33 genes up-regulated (down- in R).

All sequences were functionally classified following the same functional
classification used by Arabidopsis thaliana MIPS. Genes potentially involved
in cell rescue and defence were well represented (8%); several genes (12.1%)
involved in the protein folding, post-transductional modification and genes
(9.2%) involved in cellular transport were also found. A further 10.3% of
genes were classified as involved in the metabolism of amino-acid, carbo-
hydrate and fatty acid. On the other hand, genes involved in the protein
synthesis (5.7%) and in signal transduction and communication (5.7%) were

a smaller group (tab.3.2 and fig.3.14).
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Results

Functional group classification Number of sequences analysed %

Cell cycle and DNA processing 1 0.6
Metabolism 18 10.3
Energy 11 6.3
Transcription ) 2.9
Protein synthesis 10 5.7
Protein fate 21 12.1
Cellular transport 16 9.2
Cellular communication-signal transduction 10 5.7
Cell rescue, defence and detoxification 14 8

Development 9 5.2
Biogenesis of cellular component 1 0.6
unknown 30 17.2
unclassified 28 16.1

Table 3.2: Functional group classification.
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Genes differentially expressed in I (I vs.H)

3
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Figure 3.15: Functional group classification of peach genes and their

distribution in the four selected class.
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3.6 Pru P1 and Pru P2

Microarray analysis showed that two genes encoding PR (pathogenesis
related) 10 proteins were up-regulated in the R fruits. These consisted of the
major allergen Pru P1 (GenBank accession AM493970) and its isoform Ctgl
[20] (here named Pru P2). To investigate on their antimicrobial properties,
Pru P1 and Pru P2 were cloned, expressed in E. coli system, purified and
used in functional assay.

Full length c-DNAs were isolated from the R fruit ¢-DNA first strand,

and expressed as His tag fusion proteins.

2RYILBIEBEE

Figure 3.16: Multiple sequences aligment of PR10 protein from dif-

ferent plant species.

Pru P1 and Pru P2 were both expressed as partially soluble proteins,
with a protein yield of 7.3 mg/l and 5.4 mg/l, for Pru P1 and for Pru P2,

respectively. Despite the molecular mass was 18.5 and 18.1 kDa, respectively
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(figs. 3.17, 3.18), both proteins migrated on SDS PAGE as 22 kDa proteins.

Proteins were purified by nickel affinity chromatography both eluting with
200 mM imidazole (fig. 3.17 and fig.3.18).

Figure 3.17: SDS PAGE of E.coli BL21 (DE3) expressing PRU P1.
n) total lysate of E. coli BL21 transformed with the pHAT vector alone. M)
protein marker. T) total extract from FE.coli cells transformed with pHAT-
PRU P1. s) Supernatant fraction of the cellular lysate. P) insoluble fraction
of the cellular lysate. F) nickel column through. W) column wash with

20 mM of imidazole. el, €2, e3) PRU P1 fractions eluted with 200 mM of

imidazole.
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n M T S P F w el e2 e3

ru P2

Figure 3.18: SDS PAGE of E.coli BL21 (DE3) expressing PRU
P2. n)total lysate of E. coli BL21 transformed with the pHAT vector only.
M)protein marker. T) total extract from E.coli cells transformed with pHAT-
PRU P2. s) Supernatant fraction of the cellular lysate. P)Insoluble fraction
of the cellular lysate. F) nickel column flow through . W) column wash with
20 mM of imidazole. el, €2, e3) PRU P2 fractions eluted with 200 mM of

imidazole.
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3.6.1 Ribonuclease activity and In vitro antimicrobial
activity

The recombinant proteins showed ribonucleolytic activity after 2 and 4
hours at 37 °C. RNA was totally and specifically degraded by PRU P1 and
PRU P2; no degradation was detected when RNA was incubated with the
protein buffer, nor with the lysate of E.coli transformed with the vector
alone, nor when incubated with the boiled PRU P1 and PRU P2. Moreover,
Pru P2 showed a more efficient degradation activity than PRU P1; after 2
hours, the RNA was completely degraded by PRU P2, and only partially
degraded by PRU P1 (fig.3.19, 3.20).
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M A1 2 3 4 S 6 F 8 990 10 42

Figure 3.19: RNase activity of recombinant Pru P1 protein against
peach RNA at time 0, and after 2 h and 4 h of incubation at 37°C.
M) DNA marker; 1-3) RNA and phosphate buffer; 4-6) RNA and purified
lysate of E. coli transformed with the pHAT vector alone; 7-9) RNA and Pru
P1 recombinant protein (10 ug); 10-12) RNA and boiled recombinant Pru
P1 protein (10 ug)
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Figure 3.20: RNase activity of recombinant Pru P2 protein against
peach RNA at time 0, and after 2 h and 4 h of incubation. M) DNA
marker; 1-3) RNA and phosphate buffer; 4-6) RNA and purified lysate of E.
coli transformed with the pHAT vector only; lanes 7-9, RNA and Pru P2

recombinant protein (10 pg); lanes 10-12, RNA and boiled recombinant Pru
P2 protein (10 ug)
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Because many PR 10 are known to have antimicrobial properties, Pru P1
and Pru P2 recombinant proteins were also checked for direct antimicrobial
activity against M. laxa, M. fructigena, Botrytis cinerea, Collethotrichum
acutatum, Rhizopus and Penicillium expansum. The effect of the protein
on hyphal growth was analyzed by placing them on filter paper discs in
proximity of the hyphal growth. After 12-24 hours of incubation, depending
of the fungal growth speed,, no inhibitory effect of PRU P1 or PRU P2 was
detected (fig.3.21).

Figure 3.21: Antimicrobial activity of recombinant Pru P1 and Pru
P2 proteins.. Filter paper discs were placed 0.5 cm from the growing front
of the pathogen; the plates were photographed after 19 hours of incubation.
30 and 15 pg of Pru P1 or Pru P2 were placed on disc 1 and 2, respectively;
30 pg of the boiled protein were placed on disc 3 and 30 ug of the lysate of

E.coli cells transformed with the pHAT vector alone, was placed on disc 4.



Chapter 4

Discussion

The variation of susceptibility of peach fruits to Monilinia laxa during
fruit development has been studied for several years and in different con-
ditions. First investigations revealed that green fruits are more resistant
than the ripe ones [2]; more recent studies revealed that peach susceptibil-
ity strongly decreased during the pit hardening stage and increased there-
after [3, 4]. The reason of this dramatic decrease of susceptibility is not yet
clear, many hypothesis have been proposed; these take into consideration the
mechanical resistance of green fruits, the presence of inhibitory substances
during this period, or some host physiological mechanisms that can prevent
fungal development. This last hypothesis was made on the basis of a similar

behaviour of wounded and un-wounded fruits [3].

In this study a molecular approach was undertaken to investigate on the
genetic bases of this temporary loss of susceptibility, by evaluating either the
constitutive or the pathogen induced differences, between susceptible and

resistant fruits .
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4.1 Expression of genes of the phenylpropanoid

and jasmonate pathway

To associate the presence of inhibitory compounds in the peel of peach
fruits during pit hardening with variation in gene expression of key genes
of the phenylpropanoid pathway, transcript levels of these genes were de-
termined in susceptible and resistant fruits. Several phenylpropanoid com-
pounds are involved in plant defence, either as preformed compound or as in-
ducible products after pathogen attack, both in local and systemic resistance
[36]. An increase in chlorogenic acid and epicathechin was shown by HPLC
analysis (data not shown) during the peach pit hardening in correspondence
to the apparent fruit temporary resistance to M. laxa. Gene expression was

2th week after full bloom in

analyzed on fruits harvested from the 6 to the 1
a period encompassing the pit hardening stage; fruits were either inoculated

with M.laza or mock inoculated.

These data suggest a critical change in the expression level of the phenyl-
propanoid pathway from the 7" to the 8" week AFB; such change could be
directly physiologically associated to the peach growth and could indirectly
determine the decrease of susceptibility of peach fruit to Monilia rot during

the subsequent weeks.

It is known that the activity of the phenylpropanoid enzymes is regulated
at the transcriptional level [10]. The promoter sequences of the key genes
of this pathway have been extensively studied, revealing regions regulated
during development and after both biotic and abiotic environmental stimuli
[9]. Therefore, difference in gene expression of these genes during the S2
phase could be correlated to a difference in the enzyme activity and, as a

consequence, to a change in the concentration of the metabolites produced.



4.1 Expression of genes of the phenylpropanoid and jasmonate
pathway 81

Consistent to this, the changes in expression of the genes involved in
phenylpropanoid pathway reflect the standard physiological requirements of
each fruit growth phase. The process of pit hardening requires the produc-
tion of several antioxidant compounds necessary for the lignification process.
According to this, transcription of the key genes of the phenylpropanoid
pathway PAL and C/H, and of the HQT gene, which regulates the metabolic
branches leading to production of chlorogenic acid and the lignin, are down-
regulated from 6" and the 8" week AFB, respectively, when seed lignification

has completed.

Conversely, CHS gene undergoes a dramatic increase in expression from
the 7" to the 8 week AFB. Similarly LAR expression shows a signifi-
cant up-regulation from the 7** to the 10" week AFB. CHS is the first en-
zyme committing the phenylpropanoid pathway into the branch that leads to
the production of flavons and antocyanins, whereas, LAR is a downstream
enzyme, specifically involved in the synthesis of conjugated tannins. The
physiological reason underneath the production of such compounds is still
unknown, however, it is known that flavonoids and tannins have an estab-
lished role in defence against different type of plant parasite [9]. In order
to determine whether they play a role also in conferring fruit resistance to
M.laxa, by direct inhibition, or by inhibition of crucial pathogenesis compo-
nents, further investigation are needed. Furthermore, also the up-regulation
of the LOX gene during the 8" week AFB could be important for conferring
temporary resistance to Monilinia. LOX is a key enzyme in the production
of jasmonate precursor. Jasmonate is one of the several lipid-derived plant
growth regulators. The action of jasmonate are wide-ranging. In the last few
years, it has become clear that is a key component of the wound-signaling

pathway that allows plants to protect themselves from insect attack. Jas-
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monate induces expression of genes that lead to the production of proteinase
inhibitors and other defence compounds. Furthermore, the use of Arabidop-
sis mutants, has demonstrated that jasmonate, along with ethylene, is an
important chemical signal in non-host resistance against fungal pathogens

37).

4.2 Microarray and cDNA AFLP analysis

Transcriptome analysis can identify even complex genetic pathways that
underlie important physiological processes and intricate pathogen-host inter-
actions. Among these, microarray technique has a lot of advantages because
it can measure expression in a semi-quantitative manner, it is sensitive to low
abundance of transcript and it is a rapid method, exploiting existing EST
sequences. On the other hand, since microarray analysis is restricted to the
number of EST sequences available, the data obtained with this method can

be partial.

In the case of peach fruit, the yPeachl.0 microarray is the only available
microarray. It contains 4806 unigenes, estimated as the 20% of the entire
transcriptome. Moreover, the chip was built to study changes in gene ex-
pression during the S3 - S4 ripening phase transition [20]. All together these
features, could make the pPeach 1.0 not totally suited for studying changes
in the S2 ripening phase. Consistently, only few genes were found differen-
tially expressed in RH vs. SH fruits and RI vs. SI, whereas no differences
were found between RH and RI fruits. For 11 genes, the expression pattern
revealed by microarray was also analyzed by real time PCR; the differences
between the RH vs. SH and RI vs. SI fruits were always qualitatively and

quantitatively confirmed, except for the harpin protein, for which real time
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PCR showed a much higher expression ratio (15 by real time PCR vs 5.9 by
microarray). On the contrary, all the differences resulting from the indirect
comparison between SH and SI, once tested in real time PCR, did not meet
the expected results. This could possibly be due to the value of fluorescence
ratio used as lower limit of data significance. This was 1.7, slightly lower than
the one usually used for microarray analysis, which is 2. In our analysis, the
value was lowered on purpose, to highlight even mild differences, which could
anyway be relevant when comparing fruits differing in growth for only two
weeks time. This, however, may have led to the collection of some noisy, as
shown by the real time analysis.

In order to overcome the above mentioned limits of puPeach 1.0 and to
complement the microarray transcriptome analysis, a cDNA AFLP analysis
was also performed on SH, RH, SI and RI samples. This technique, al-
though less sensitive, allows investigation of poorly characterized genome, as
in the case of peach; it does not require preliminary sequence information,
and hence enables identification of novel genes. Furthermore cDNA AFLP
allows the analysis of a large number of samples at the same time.

Four groups were selected and sequenced:

e TDFs differentially expressed during fruit development (S vs. R fruits)
were selected to investigate on their possible role in physiological de-

crease of the susceptibility to Monilinia rot.

e TDFs differentially expressed in the SI fruits (up- or down-regulated)
were selected to identify the genes that are possibly induced or inhibited
during the early phase of the interaction and to investigate on the

possible relationship with the susceptible phenotype.

e TDFs differentially expressed in the RI fruits (up- or down-regulated)
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were selected to identify the genes that are possibly induced or inhibited
during the early phase of the interaction and to investigate on the

possible relationship with the resistant phenotype.

e TDFs differentially expressed in H vs. I were selected to identify the
genes up- or down-regulated upon infection both in the susceptible and
resistant fruits. Moreover TDFs of the I fruits could derived from the

pathogen.

TDF were functionally classified following the same functional classifica-

tion used by Arabidopsis thaliana MIPS.

4.2.1 Fragments differentially expressed in R fruits or

in S ones

Metabolism

Polyamine metabolism

Two genes implicated in the polyamine metabolism were found differen-
tially expressed in the R and S fruits: these encode for an arginase and S-
adenosylmethionine decarboxylase. The arginase was found down-regulated
in the R fruits, both in the microarray and in cDNA-AFLP analysis. This
enzyme commits the biosynthesis of ornithine from arginine pathway which
leads to the synthesis of polyamine putrescine. The S-adenosylmethionine
decarboxylase, enzyme located downstream in the pathway, was found up
regulated in the R fruits in the microarray analysis. The real time analysis
showed an increase of 2.34 times in RHvs.SH and of 2.19 times in RIvs.SI.

Polyamine are polycationic compounds of low molecular weight, ubiqui-

tous in plant cells. Their function is associated with the tissue development
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and their metabolism is also altered after the interactions of plants with
fungal pathogens [38]. Also it has been found that polyamines conjugated
to the phenolic compounds hydroxycinnamic acid amides (HCAAs) accu-
mulated during incompatible interactions [39]. The expression levels of the
genes and the enzyme activity of the polyamine pathway was already stud-
ied in peach, however Ziosi et al. founded that SAMDC expression level in

mesocarp remained quite stable during fruit development [40].

A physiological increase of polyamine synthesis during the S2 phase could
be associated with a decrease in M. laza susceptibility. Also the role played by
the hydroxycinnamic acid amides, known as the main phenolic constituents
of seed, could of relevance during plant defence; further investigations on this
compound during the pit hardening stage of peach could be useful to find

relationship with M.laza resistance.

ATP sulfurylase and glutathione metabolism ATP sulfurylase
gene was found up-regulated in the RI and RH fruits of 3.24 and 4.12-fold
vs SH and SI respectively, in microarray analysis. This enzyme catalyzes the
first step in sulfate assimilation and sulfate is a crucial element in glutathione
(GSH) biosynthesis, a well-known antioxidant compounds. Consistently, in
the microarray analysis, a glutathione reductase gene was found 1.6-times

up-regulated in the RH fruits with respect to SH .

It is known that not only GSH is essential for protection against chilling
injury and other stress, but also a large portion of sulfated metabolites play
various roles in plant defence against biotic and abiotic stress [41]. It could
be speculated that a general increase in the sulfate metabolism in the R

fruits could contribute to protect fruits against the pathogen attack.
Shikimate, aromatic aminoacids and lignin biosynthesis

Cynnamoyl alcohol deydrogenase gene (CAD) is down regulated of 0.45-
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fold in R fruits, whereas diphenol ozxidase appeared up regulated in the
RH fruits, (but of only 1.7 times) in the microarray analysis. CAD is the
first enzyme of the lignin biosynthesis, whereas the laccase diphenol oxidase
acts downstream in the lignin pathway. The increase in expression of lac-
case diphenol oxidase gene could be associated with the seed lignification
occurring in this period. The presence of the diphenol oxidase in the peach
mesocarp has been shown [42] and the association between lignification, as

a preformed or induced barrier, and defence has already been found [43].
Energy

Four genes encoding for mytochondria and for the chloroplast proteins
involved in the energy metabolism, an aconitase (TDF C182), a NADH ox-
idoreductase TDF C186), a gamma chain of ATP-synthase (C188) and a
carbonate dehydratase (C210), were found in cDNA AFLP analysis as up-

regulated genes in R fruits.

It is known that altered mitochondrial function is a requirement for the
programmed cell death (PCD), mechanism involved in every plant develop-
ment process as well as induced after pathogen attack and after the exposure
to abiotic stresses [44]. In fact the hypersensitive response occurring when
an avirulent pathogen attacks a plant cell, is considered a form of PCD. The
PCD process in plants involves enhanced respiration with the occurrence of

an oxidative burst [45].
Transcription

Among the genes involved in transcription, the microarray analysis showed
that an ethylene responsive element binding protein (ERF-binding protein)
and an AP2 transcription factor were up-regulated in R fruits. ERF and
AP2 are both involved in the regulation of disease resistance pathway. In

fact, it has been shown that, in several cases, over-expression of the AP2
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TFs results in resistance to multiple pathogens. The A.thaliana gene ERF'1
influences the resistance to Sclerotinia sclerotium and to Botrytis cinerea,

which are fungi phylogenetically close to M.laza [46].
Protein fate

Protein fate includes all post-transduction modifications that can oc-
cur to protein. Plants possess an innate immune system that recognize
the pathogens and rapidly activate the defence system. The perception of
the stress and the downstream signal transduction are controlled by post-
translational modification of protein, which is rapid, reversible, highly spe-
cific, and provide a tool to regulate protein stability, activity and localiza-
tion. With respect to this group, the microarray analysis revealed 4 genes
up-regulated in the R fruits : the heat shock protein 70 and two proteins
involved in the proteolysis (a nucellin and a cysteine protease) were up-
regulated in the RH fruits, whereas an heat shock protein 90 is found up-
regulated in the RI fruits. ¢cDNA AFLP found only a gene up-regulated
in the susceptible fruits (C235, a translocase involved in protein secretion),
whereas there are three fragments up-regulated in resistant ones: a chaperone
of the endomembrane system (T200) and two component of the proteasome-
signalosome (C228, T131). Ubiquitin- and proteasome- mediated protein
degradation is a well regulated process that play a crucial role in plant, in
fact as sessile organism, they must change continuously their proteome to be
ready to bear the different circumstances. It has been shown that several
ubiquitin components displayed an altered expression level in response to
biotic stress, the reasons and causal relationship of which are still ignored.
Fungal elicitors form Phytophtora megasperma causes up-regulation of ubiq-
uitin transcripts in soybean cells, similarly, in rice cells treated with fungal

elicitors, an increment of ubiquitin transcripts is evident [47, 48, 49].
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AMP + PPy

Figure 4.1: Ubiquitin pathway

Cop9-signalosome is a protein complex that controls the ubiquitin-proteasome-
mediated protein degradation. It was found involved in a large number of
developmental processes. The chaperonin heat shock protein 90 (HSP90),
found up-regulated in the R fruits, is also involved in several defence path-
ways and it could also contribute to resistance protein accumulation. In this
context, up-regulation of the ubiquitin system in the R fruits could correlate

with the increase of pathogen resistance.
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Cellular transport

Genes involved in the cellular transport were found up-regulated in the
resistant fruits, both in microarray and cDNA AFLP analysis. Among these
genes there is the PPA2 ATPase (Prunus persica atpase 2). In microarray
analysis, this was found up-regulated of 1.7 times in SI vs RI. On the other
hand, cDNA AFLP revealed up-regulation in S of SYP121 (syntaxin protein
121), forming the t-SNARE complex (soluble N-ethylmaleimide sensitive fu-
sion protein attachment protein receptor complex), and of a protein of the
clathrin coat. It was demonstrated that cellular trafficking, in particular
vesicle trafficking (including endocytic and exocytic processes), is an impor-
tant component of plant innate immune response [50]. Moreover cytoskeleton

rearrangement was observed in response to fungal pathogens [51].

Plant immune system functions at two levels; the first occurs at the cellu-
lar surface, where the perception of the pathogen-associated molecular pat-
tern (PAMPs) is mediated by the cognate recognition receptor (PRRs). This
first level concerns the aim of this study, that was to analyze the early inter-
actions between peach fruits and Monilinia rot. It was demonstrated that
several PRRs are internalized in the endomembrane system after the inter-
actions with their specific ligand [50]. This molecular mechanism was orig-
inally shown in the Arabidospis-bacteria flagellin interactions [50], however,
recently, it was also appreciated for fungal-plant interactions[52]. Moreover,
endocytosis also seems to play a role in effector-triggered immunity [53], sug-
gesting that the receptor endocytosis may be a general phenomenon in plant
defence signaling and regulation. At the first level of interaction, the ap-
pressorium, formed by the germinated spores, can exert high pressure on the
plant cell walls, to allows the fungal hyphae to enter. This create an invagi-

nation of the cell membranes, and a remodeling of the cell endomembrane
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Figure 4.2: Plant cell endomembrane system
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system; these changes could represent a signal to block the pathogens (fig.
4.2).

t-SNARE SYP-121, found up-regulated in the skin of the R peach fruit
encodes a plasma membrane resident syntaxin. This protein was first char-
acterized in A. thaliana; PEN1(penetration mutant 1)(SYP-121) Arabidopsis
mutants are susceptible to penetration of powdery mildew, but not to the
further growth, suggesting that PEN1 contributes to the pre-invasive immu-
nity of the fungus [54]. Subsequently, two other members of the SNARE
were found and the following model was proposed to explain the function
of these proteins: in response to fungal attack, a local accumulation of the
syntaxin PEN1/AtSYP121 and of the SNAP-25-like protein (AtSNAP3) on
the membrane, at the site of fungal penetration occurs [54]. These proteins
form a binary t-SNARE complex marking the target membrane. Cellular
vesicles labelled with cognate v-SNAREs are trafficked to the target mem-
brane where they form a ternary complex. Here the vesicle fusion occurs and
compounds with antimicrobial activities are thus delivered and secreted to
contrast fungal ingress. The importance of membrane trafficking in plant-
pathogen interaction was further highlighted by the finding that Brefeldin
A (BFA), a compound from the fungus Alternaria carthami, promotes plant
disease through interference in the formation of Golgi-derived vesicles [55], in-
dicating that intracellular trafficking of vesicles can be a target for pathogen
effector proteins and compounds. Therefore, the presence of the SYP-121
protein in the peach R fruit could have a role in blocking the M. laza pen-

etration 4.3.
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Figure 4.3: t-SNARE pathway
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Cellular communication and signal trasduction

Microarray analysis revealed that an histidine containing phosphotransfer
protein and leucin rich repeat transmembrane kinase were down regulated in
R fruits, whereas a protein responsive to gibberellin stimuli, a MAP kinase

and the calmodulin 1 were up-regulated.

Histidine phosphotranfer protein is an intermediate between the sensor
His kinase and the response regulator in the bacterial two-components sys-
tem. This system has a modular design and occur in a variety of organ-
isms, including plants, in order to allow cell signaling circuits to sense and
respond to changes in environmental conditions [56] (fig.4.4) Leucine-rich re-
peats (LRRs) motif is present in different proteins with different functions;
however all the proteins containing the motif are involved in the formation of
protein-protein interactions [57]. LRR motifs are principally known as related
to defence, in fact the most common plant resistance proteins, that recognize
specific pathogen virulence factors, possess an extracellular LRR motif [58],
however the Tomato curl3 gene, an LRR receptor kinase, is involved in the
brassinosteroid hormones signaling [59]. Moreover the CLAVATA1 gene of
A. thaliana is a LRR receptor kinase with a role in the development pathway
[60], and the ERECTA-family receptor like kinases of A. thaliana regulated
the inflorescence mechanism [61]. The up-regulation of these genes in the S
fruits could be correlated better to a developmental function more than a

defence function.

Map-kinase is implicated in the signal transduction via phosphorylation;
MAP kinases take part to the kinase cascade that transduce diverse extra-
cellular stimuli into intracellular responses. These proteins are ubiquitous
in most eucaryotic system, from yeast to mammals and plants. The rice

MAPK1 was found involved in multiple stress responses, including pathogen
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infection, as it was demonstrated in rice [62], through a tissue-specific regu-

lation [63].
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Figure 4.4: Two component phosphotrasfer scheme.
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PR proteins

Plants have evolved a variety of potent defense mechanisms, including the
synthesis of low-molecular-weight compounds, proteins, and peptides which
show antimicrobial activity and appear to be involved in either constitutive
or induced resistance to fungal attack. These antifungal proteins are known
as pathogenesis related proteins, they were classified in 13 classes on the basis
of sequence homologies and functions [64]. In our study several PR proteins
were found to be altered in expression when comparing R and S or H and 1
fruits. A peach defensin was found up-regulated in S fruits by microarray and
real time PCR analysis. Defensins are low molecular, cysteine-rich proteins,
belonging to the innate immunity system. It has been shown that plant
defensins cause fungal inhibition by the modification of ion efflux [65]. Peach
defensin (PpDfn1) has been firstly isolated from the bark tissue during winter
time. Its transcript was found associated with early fruit development, and
absent in the mature fruits. Consistently our data show that defensin gene
was found up-regulated in S fruits vs R ones. Expression of defensin in the
early stages of fruit development was associated with the evolutionary role of
fruit, which is to disperse the seed, maintaining the embryo alive. Defensin
induction would then contribute in protecting the embryo during the very
early stage of fruit development, when the pit has not hardened yet. Upon

pit lignification, defensin gene is then dow-regulated [66].

c-DNA AFLP analysis revealed another PR protein up-regulated in the
S fruits. This is a beta-1-3 glucanase like protein (C181, fig. 3.14). Beta
glucanases form the class 2 of PR proteins. They are vacuolar or extracellular
proteins and their antifungal activity appear to be displayed through the

hydrolysis of glucan compounds in fungal cell wall [64].

So far, three peach beta-1-3 glucanase have been characterized for ex-
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pression in the reproductive organ of peach and it was found a spatial and

temporal regulation in flower and in young fruit [67, 68, 69].

Microarray analysis revealed other 3 PR proteins up-regulated in the
resistant fruits. These are the major allergen of peach (Pru P1) and its
isoform, named in this work Pru P2, and a class IV chitinase. Pru P1 and Pru
P2 proteins belong to the class 10 of the PR proteins. They were expressed
as recombinant proteins and tested for their antimicrobial activity. Data on
this part of work will be discussed further on. The class IV chitinases (PR~
3 proteins), similarly to the class I, contained an N-terminal cysteine-rich
domain and a chitin-binding domain, but they are smaller, due to four major
deletions. They were shown to have a potent antifungal activity against
several fungal pathogens [64]. Their action is based on cleavage of the fungal

cell wall chitin. Their action is very similar to the one of beta-glucanase.

A constitutive expression of chitinase was found also in grape during berry
growth and also in this case it was suggested that the induction of the PR

proteins during fruit development was associated to embryo protection [70].

Interestingly, an harpin induced protein was found up-regulated in the R
fruits, up-regulation which, by real time PCR analysis, was quantified as a
15-fold increase from the S to the R fruits. Harpin is a bacterial protein that
can induce hypersensitive cell death and systemic acquired resistance during
the non-host interactions [71]. Since many bacterial genes were found during
the cDNA AFLP analysis, it could be interested to investigate whether the
interaction with a bacteria could determine the onset of resistance in the

peach fruits.
Calmodulin and calcium metabolism

Variation of the cytosolic free Ca?* concentration is a well known early

component of signal transduction pathways involved in plant-pathogen inter-
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actions. Host cells respond to pathogen attack through a rapidly increase in
cytosolic Ca** concentration, which in turn initiates a cascade of reactions
that leads to the defence responses. Several genes belonging to these signal
transduction pathways were found differently expressed between S and R
fruits. For R fruits, the microarray and the cDNA AFLP analysis revealed
up-regulation of a calmodulin 1 gene and an annexin gene. Consistently, a
gene coding for a calmodulin binding protein and a cyclic nucleotide gated
channel C (CNGC-c) were found up-regulated in RI. Annexin and CNGC
are two membrane proteins, involved in Ca*" uptake into plant cells [72];
calmodulin is a small Ca?T binding protein that, through the interaction
with other proteins (calmodulin binding proteins) allows the cellular percep-
tion and the transduction of the Ca®" signal [73]. Increase in intracellular
calcium is associated with apoptosis both during normal development and
in hypersensitive responses to pathogens [74]. Therefore, the higher level of
genes involved in the Ca?" signal in R and in RI fruits, could indicated a
possible association of this pathway with the resistance to Monilinia rot of

the same fruits 4.5.
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Ferritin and fe homeostasis

In microarray analysis, ferritin 1 gene was found down regulated in R
fruits. This data was confirmed by real time PCR analysis. It is known
that iron homeostasis is correlated with fungi pathogenesis, in particulary
Bostok et al.[1] referred that cutinase production in M. fructicola and iron
availability are inversely related. The presence of high level of ferritin in the
peach S fruits could be associated to a lower level of extracellular free iron,
which lead to the activation of Monilinia lytic enzyme.

Iron is an essential element for most organism, however it could be dele-
terious toward DNA, lipids and protein, by generating free radicals in the
presence of oxygen. Ferritin proteins prevent the damages holding iron in a
non-reactive form in the cell. It has been showed that ferritin gene expression
is transcriptionally regulated in response to oxidative stress and to microbial
invasion. For example it accumulated during infection in Arabidposis, sug-
gesting an action in the basal defence mechanism [75].

Contrary to microarray, cDNA AFLP analysis revealed differences in gene
expression between H and I fruits. These would be important for the early
steps of interactions. TDF specifically present and missing only in the SI
fruits (SI+ and SI-, respectively) were selected as indicative of the com-
patible infection. Conversely, TDF specifically present and missing only in
the RI fruits (RI4 and RI-, respectively) were considered relevant for the

incompatible interaction.

4.2.2 Interactions in the susceptible fruits

Early steps in fungal infection are the adhesion to the plant surface, the
germination and the differentiation of penetration structure, such as the ap-

pressorium. Afterwards colonization can start. The appressoria formation
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takes place at suited places in the plant surface [76]; pathogens have to over-
come the host protecting coats (waxes and cutin), using either physical forces
or lytic enzymes. On the host side, the pathogen attempt leads to cellular
rearrangements, such as cytoskeleton reorganization and organelle movement
to the entry site of the pathogen, which results in polarization of the host
cell. Furthermore, reinforcement of the cell wall and accumulation of specific
proteins at the pathogen entry site can occur. In a compatible interaction
the pathogen overcomes or suppress this attempt of defence. After cell wall
overcome, ROS generation is a frequent plant response to pathogen attack,
however, the role of ROS in mediating compatibility or resistance is contro-
versial [77]. In fact it appears that hemi-biotrophic pathogens have evolved
mechanism to cope with the oxidative stress caused by the host. In non-host
interactions, if the non-adapted pathogen penetrates the cell wall, the host
cell responds with the hypersensitive response and cell death. In compat-
ible interactions, pathogens copes with the all the possible species-specific

defences raised at the plant cell periphery.

From this point of view the genes with a defined role in plant defence,
which were found up-regulated in the SI fruits, could be associated to an

attempt of the host cell to protect itself from the pathogen attack.

Three SI+ TDFs, were found to encode for proteins involved in the ubig-
uitination process. Proteolysis and ubiquitin- dependent lysis, play an im-
portant role in plant defence, as reported above. Furthermore, cDNA AFLP
showed up-regulation of a DNAJ heat shock protein (C85, fig.3.14) in SI+.
Heat shock proteins function as folding helper of other proteins and their
expression is associated to stress response. Therefore, DNAJ induction in
SI+, could also indicate an attempt of the host to respond to the pathogen
attack.
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Two homologous TDF's to transcription factors (C92, T30, fig.3.14) were
also found up-regulated specifically in SI+4 fruits. They encode for proteins
homolog to A. thaliana, whose function is not yet known. They should be
investigated anyway, as interesting candidates for proteins with important
functions in defence to M.lazxa infection.

Among the SI4+ TDFs, a catalase gene was also found; catalase is im-
plicated in the hydrogen peroxide scavenging. HoO, and the other reactive
oxygen intermediates accumulate in plant cell upon a pathogen attack. In-
duction of catalase gene in susceptible peach fruits could be explained as
standard cell defence mechanism in plants which raises upon a stress and the

associated H202 production [78].

4.2.3 Interactions in the resistant fruits

The genes found up-regulated only in the resistant inoculated RI4 fruits
were selected as significant of those molecular mechanisms induced by M.laxa,
during the early phase of the interaction, mechanisms which would then es-
tablish the resistant phenotype.

With respect to the energy metabolism, cDNA AFLP analysis revealed
four TDFs (C150, C152, C168, T143,fig.3.14) up-regulated in the RI fruits.
These encode for proteins involved in either in mythocondria or chloroplast
electron transport. Up-regulation of the energy pathway is known to be
a host response to stress, often leading to an increase of oxygen reactive
intermediates during the onset of the hypersensitive response. Consistent
to this, no TDF functionally belonging to the energy metabolism class, was
found up-regulated in the SI fruits. [44].

Among those TDFs functionally related to trasncription, cDNA AFLP

revealed the up-regulation of a gene named Argonaute (AGO) in RI fruits.
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This gene encode for a protein associated with the small non-coding RNAs,
such as small interference RNA sirna interference -RNAi- and microRNA
-miRNA-) (fig. 4.6). In these process,the small non coding RNAs specif-
ically silence the expression of specific genes through degradation of their
homologous cognate mRNA. The role of AGO proteins is to bind the small
RNA and cleave the cognate RNA [79](fig. 4.7). AGO proteins were ini-
tially functionally associated with Arabidopsis embryogenesis and witu leaf
development [80, 81]. Recently, it was shown that they have important role
in several processes associated with plant growth and development,such as
the maintenance of genome integrity, the control of protein synthesis and of
RNA stability and the production of a specific set of small non coding RNA
[82].

Similarly to SI4, several TDFs functionally associated with ubiquitina-
tion and protein folding were found up-regulated in RI. Among these there
are a small heat shock protein (C126), an armadillo protein (C128), a ubig-
uitin specific protease (C169) and a chaperonin CPn60 (T159). Armadillo
encodes for a U-box/ARM-repeat-containing protein. These were found in-
duced by elicitors in plants and appeared to participate in plant defence
response in both basal and resistance-mediated pathways. As previously
described, heat shock proteins and chaperonins are involved in protein modi-
fication processes; these proteins can have an important part in plant defense
responses, by marking substrates and building specific targets in signal trans-

duction pathways, upon pathogen attack.

Among the TDFs encoding for cellular transport genes, two ABC (ATP
binding transport) like proteins (C118, C136) were found respectively down-
regulated and up-regulated in RI samples. ABC transporters are transmem-

brane proteins with a cytosolic domain, involved in the ATP binding and
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Figure 4.6: Structural features of argonaute proteins.
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hydrolysis. They are known to be involved in the transport of several sub-
stances, including secondary metabolites that act as defence compounds [83].
As an example the ABC transporter AtPDR12 of A. thaliana gene expression
was induced after inoculation with compatible and incompatible pathogens
and after exposure to some stress factors, such as salicilic acid, ethylene and
methil-jasmonate. These data suggested an involvement of ABC transporters

in plant defence [84]

A phospholipase C (C149) was up-regulated in the infected resistant
fruits. In plants, phospholipase C produces phosphatidic acid (PA), a sec-
ond messenger involved in the activation of NADPH oxidase complex, MAP

kinase cascade and ion channel leading to the oxidative burst [85].

Among the TDFs up-regulated in RI samples, two fragments are known
to have a direct relationship with stress and defence: C164, encoding for
a universal stress protein and C177, encoding for an MLO transmembrane
protein. The universal stress protein domain binds ATP and it is believed
to be involved in signal trasduction. Its function has been well studied in
prokaryotic systems, such as E. coli, where it mediates survival of cells starved
for a wide variety of nutrients, or exposed to toxic chemicals, or osmotic
stress or UV light damage. Recently, this domain was also found as the N-
term domain of a receptor-like cytoplasmic kinases of Arabidopsis (RLCK
class VI)[86]. However the precise biological function of the bacterial UspA

protein and the UspA domain of eukaryotic proteins is not known.

MLO transmbembrane protein is a well studied component of the plant
innate immunity response.lt is believed that MLO is necessary for building of
the plant delivery system for toxic cargo at the infection site. Consistently to
this MLO is accumulated on the plasma membrane at the pathogen penetra-

tion site. However recent data have reported on the importance of MLO for
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successful compatible interaction. In the compatible powdery mildew-barley
is required for successful penetration of the host cell wall by the powdery
mildew ascomycota: barley lacking functional MLO are resistant against
the pathogen. This suggests a sort of exploitation mechanism of the MLO
system by the pathogen for its successful penetration 4.8. Barley MLO is
an integral plasma membrane-localized protein, possessing seven hydropho-
bic membrane-spanning helices [87]. The cytoplasmicC-terminus harbours
an amphiphilic -helix that serves as a calmodulin binding domain Calcium-
dependent calmodulin binding to this peptide domain preliminary evidence
suggests that MLO may form homooligomers and requires interplay of cyto-
plasmic domains for functionality. Recently, a gene Ror2 (required for mlo
resistance 2) that, when mutated, suppresser mlo-mediated resistance was
found to encode a plasma membrane-resident syntaxin, which in our cDNA
AFLP analysis also appeared as differentially expressed gene in R fruits (RH
+RI)[88].
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4.3 Pru P1 and Pru P2 expression and activ-

ity test

Among the sequences found up-regulated in the R fruits, two genes, Pru
P1 and Pru P2, having high similarity to members of the PR10 proteins,
were isolated. Interestingly, during the development of the yPEACH1.0 mi-
croarray [20, ?], PRU P2 was classified as the most represented EST (5% of
the total EST number) found in peach fruit. PR-10 proteins are known to
be pollen or food allergens. For several PR10 protein the biological function
is still yet unknown, however, many of them have shown to be involved in
activities related to disease resistance and for this reason they have been
included in the PR protein super family. Members of PR10 were found to
be developmentally regulated in different plant tissue [89]. Particularly, ex-
pression of the M. domestica Mal-d1 (major allergen) was found ripening
differentially regulated during fruit growth [90]. With respect to this, it is
interesting to note that Pru P2 as been found to be the most represented
transcript in peach fruits of the S3 - S4 growth phase, the phased in which
ethylene accumulation occurs [20]. PR-10 proteins were also shown to be
induced upon pathogen infection [36]; The induction of a wide range of PR-
10 proteins was characterized in various plant species in response to viruses,

bacteria and fungi [89].

As the Pr-10 proteins are widely spread in plants and a putative role
in defence, biological characterization of these kind of proteins has a great
importance for their potential application in a biomedical field as well as in
plant protection. Peach PR10 were first classified as storage proteins, found
in large amount in bark, xylem and root of peach tree during the dormancy

period, suggesting a role in defence against pathogens and abiotic stress [91].
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Similar features were found for another peach PR protein, defensin [66],
which were also found differentially regulated in R vs S fruit in our study.
Sequences analysis revealed that Pru P1 and Pru P2 protein sequences
share 98% of similarity to the cherry major allergen ( P.avium), 88% to apple
Mal d1 protein and 76% to birch Bet v1, which is the first plant PR-10 to be
characterized [92] (fig.4.9). However, differently from the other pr protein,
PRU P1 and 2, like the PR-10 proteins, do not contain a signal peptide
sequence, . This suggests that they are intracellular proteins, in contrast to

most of other PR proteins which are generally extracellular.

BYILBIEBEE

Figure 4.9: Multiple sequences aligment of PR 10 protein from dif-

ferent plant species.

Despite the relatively low sequence similarity, PR10 share a common ter-
tiary structure as shown by the NMR and X-ray structure of Betvl and Pru
avl. Interestingly, the protein structure revealed the presence of a P-loop

motive (GXGGXG), which is well conserved even in the peach allergens and
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in other PR-10 proteins. This P-loop motif is typical of nucleotide binding
proteins functioning as nucleotide binding site in enzymes such as kinases or
RNases [93]. Consistently, a ribonuclease activity has been shown for several
PR-10 proteins, such as the ginseng [94], the birch bet v1 [95], the white lupin
[96], the hot pepper [97] and the yellow-fruit nightshade [98]. In this study
the ribonuclease activity of the recombinat Pru P1 and Pru P2 proteins was
assayed against peach total RNA. Both proteins displayed RNase activity,
despite Pru P2 with higher efficiency. It was suggested that the ribonu-
cleolitic activity of PR-10 proteins could be important for the host cells to
contrast pathogen penetration [89]. The up-regulation of peach Pru proteins

in R fruits could then be determinant in the decrease of susceptibility.

Various PR-10 proteins were also found to have a direct antimicrobial ac-
tivity against fungal pathogens. Ocatin, a PR-10 protein from O. tuberosa,
has direct antifungal effect against Nectria hematococcus and Fusarium oxys-
porum[99]; the SsSPR10 protein of Solanum surattense inhibits the growth of
Pycularia oryzae, but did not have effects on the growth of S. sclerotium
and Gibberella zeae[98]. Pru P1 and Pru P2 recombinant protein were tested
for inhibition of hyphal growth of M. laxa, M. fructigena, B. cinerea, C.
acutatum, Rhizopus and P. erpansum, however any inhibition was observed.
This is the first characterization of the biological function of PR-~10 proteins
in peach. The peach Pru P1 and P2 displayed RNase activity, but with
different efficiency; after 2 hours of incubation, Pru P1 partially degraded
peach RNA, whereas Pru P2 showed complete degradation. Recent data on
other PR-10, suggest that the RNase function is not the primary function
of PR-10 [89]. Several PR10 homologs, in fact, were shown to bind a large
number of physiological ligands, such as cytokinins, fatty acids, flavonoids

and brassinosteroids. Pru av 1, a PR 10 cherry allergen, which share strong
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sequence similarity to the peach Pru P proteins, is able to bind phytosteroid
and brassinosteroid [100]. Brassinosteroids have important functions in the
regulation of plant growth and development and they have been found to
induce disease resistance in plants [89]. PR-10 proteins interacting with the
brassinolide may have an important role in the steroid hormone-mediate re-
sistance. Whether peach Pru P1 and 2 also have binding activity is not yet

known and must be investigated in order to define their role in pathogenesis.
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