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Soil tillage and crop rotation effects on Triticum durum (Desf.) vield and mycotoxins content in its grain

Intfroduction

Durum wheat [Triticum durum (Dest.)]

Wheat (Triticum spp.) is one of the first domesticated species. Grown by
man since the Neolithic revolution, for 8,000 years it has been the basic staple
food of the major civilizations of Europe, West Asia and North Africa. Today it is
the most cultivated crop in the World (on more than 215 million ha [16% of all
tilled land], 627 million t of production, FAO source), more than all other cereals

(figure a).

Figure a. Main cereals in the World (% cereal cropped area in 2000-2005; FAO Datasheets)
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Together with rice, wheat provides more nourishment to humans than
any other food source. It is a major diet component mainly because of the ease
of its dry grain storage. It is usually grounded into flour for making edible,
palatable, and satisfying foods. Wheat is the most important source of
carbohydrate in a majority of countries. Its starch is easily digested, as are most
of its proteins. Because of the high content of minerals, vitamins and fats



(lipids), with the addition of a small amount of animal or legume proteins, wheat
grain becomes highly nourishing. A predominately wheat-based diet is higher in
fibre than a meat-based diet (Johnson et al., 1978).

Wheat has a very wide agronomic adaptability. Moreover, widely differing
pedigree varieties exist, which allow its cultivation in many environmental
conditions. Although successfully grown between the ranges: 30-60°N and 27-
40°S of Latitude (Nuttonson, 1955), wheat is cultivated well beyond these limits,
from within the Arctic Circle to the Equator, at high elevations. In the past
couple of decades, researchers of the International Maize and Wheat
Improvement Centre (CIMMYT, Mexico) have shown that wheat production can
be technologically feasible also in much warmer areas (Saunders and Hettel,
1994). In altitude, the crop is grown from sea level to more than 3,000 m a.s.l.,
and in Tibet there are wheat fields up to 4,570 m a.s.l. (Percival, 1921).

The optimum growth temperature of wheat is about 25°C, with minimum
and maximum of 3-4°C and 30-32°C, respectively (Briggle, 1980). It is adapted
to a broad range of moisture conditions: from xerophytic to littoral. About three-
fourths of the World wheat area receives an average of 375-875 mm of annual
rainfall, but it grows also where precipitation ranges from 250 to 1,750 mm
(Leonard and Martin, 1963). Sufficient water availability during the whole
growing season is needed for optimal production. However, too much rain can
lead to yield losses from disease and root asphyxia. Although in any months of
the year somewhere in the world wheat is being harvested, the harvest in the
main temperate zones generally occurs between April and September in the
Northern Hemisphere and from October to January in the Southern Hemisphere
(Percival, 1921).

The traditional classification into spring and winter wheat refers to the
growing season of the crop. For winter wheat, heading is delayed until the plant
experiences a period of cold (vernalization with an optimum of 0° to 5°C). So, it
is usually planted in the autumn, remains in the tillering phase during winter and
resume growth in early spring, to mature in early summer. This cycle has the

advantage of profiting by autumn moisture for germination and spring sunshine,
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warmth, and rainfalls for rapid vegetative growth. Spring wheat, on the contrary,
is planted in spring and matures late in summer because of a low vernalization
requirement to flower. However, in countries with mild winters, such as in South
Asia, Mediterranean Basin, and Middle East, spring wheat can also be sown in

the autumn.

Durum wheat in the World

Durum wheat (Triticum durum Desf.) is traditionally produced in only a
few areas of the Planet. Low rainfalls and frequent water shortages characterize
these zones. Therefore the cultivation of this cereal is heavily dependent on
weather, which can substantially affect both its product quantity and quality.
Adverse climatic conditions often limit the production and worsen grain
characteristics, thereby pushing up market prices, which are widely variable
over the years.

Durum wheat is considered a minor cereal crop, representing only the
5% of the global wheat production, but it has a great relevance in the
Mediterranean countries, where it is largely used for human consumption, as
pasta, couscous, and bread. In Southern Europe it is mainly used for pasta
production (85%). The ltalian, French and Greek rules authorize only semolina
and water in pasta making. Therefore, the quality of this food highly depends on
the characteristics of the raw material (wheat grain) and on the industrial
technology.

Today durum wheat in the World is grown on 14 million ha,
approximately, that are concentrated in the Mediterranean Basin and North
America (table a). On a global basis, its surface is spreading, due to a
continuous increase in pasta consumption. In the last four years World
production reached about 28 millions tons. Together, Italy and Canada gave the
15% of this amount (table b).

The yield of this cereal widely varies in the different countries. According
to FAO statistics, the last few years the highest average yields (about 5 t ha™)

have been obtained in UK and Germany. In France, Austria, and Mexico the



mean yields have varied between 3 and 5 t ha™", while 2-3 t ha™ have been the

means in Argentina, India, Syria, Italy, USA, Spain, Turkey, Greece, and

Australia. The lowest productions were recorded in Russia (less than 1t ha™).
In 2006 the UE average vyield was 3.4 t ha™; 32% higher than that of the World
(Eurostat Database).

Table a. Durum wheat area in the World (2002-2006 avg.; Source: FAO Datsheets)

Country 1,000 ha Country 1,000 ha Country 1,000 ha
Canada 2,216 Spain 895 Australia 178
Italy 1,681 Syria 851 Portugal 146
Algeria 1,230 Tunisia 702 Kazakhstan 80
Russia 1,220 Greece 450 Argentina 48
USA 1,067 India 440 Austria 14
Turkey 1,060 France 363 Germany 6
Morocco 1,022 Mexico 232 UK 1
Table b. Durum wheat production in the World (2002-2006 avg.; Source: FAO Datasheets)

Country 1,000 t Country 1,000 t Country 1,000 t
Canada 4171 Spain 1,359 Australia 350
ltaly 4,166 Syria 1,322 Portugal 168
Algeria 2,418 Tunisia 1,240 Kazakhstan 144
Russia 2,240 Greece 1,160 Argentina 90
USA 2,180 India 1,160 Austria 55
Turkey 1,980 France 1,031 Germany 33
Morocco 1,616 Mexico 903 UK 6
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Durum wheat in ltaly

In Italy durum wheat represents the major crop, being grown on 1.5
million ha. Its annual production is 5 million t, approximately, against a need of
6.0-6.5 million t that are mainly used by the pasta industry (table c). The crop is
concentrated in Southern Italy and in the islands, where the 75% of the Italian
durum wheat surface and the 66% of the country production are located (figure
b). In Italy the quantity and quality of grain production is quite unsteady due to
variable weather and differentiated environmental conditions, agronomic
management, and genetic background. Recently the Italian durum wheat yields
steeply increased, thanks to the intensive breeding and to an expansion in the
Northern regions, where there are more fertile soils (Boggini et al., 1992). In
2006, however, because of the C.A.P. reform, the Italian durum wheat surface
drastically reduced: 14% area loss and 19% less production were recorded than

in the previous year.

Figure b. Regional production of durum wheat in Italy (2004-05 avg., ISTAT)
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Most of the durum wheat that is produced and imported in Italy is used by
the industry to make semolina.



Table c. Evolution of durum wheat balance in Italy (Source: Italmopa)

Years Production Import Needs Import/Needs
1,000 t 1,000 t 1,000 t %
1966-67 1,685 631 2,316 27.2
1976-77 3,230 396 3,626 10.9
1986-87 4,493 908 5,400 16.8
1996-97 4,419 1,311 5,730 229
2004-05 5,666 1,510 7,176 21.0
2005-06 3,605 1,500 5,104 29.4

This amount is mainly transformed to pasta (48%), bread (6%) and other
bakery products. The transformed foods are almost equally addressed to the

internal market (53%) and to the exportation (47%) (Source: Barilla).

Durum wheat yield limiting factors

Durum wheat can be damaged by several biotic and abiotic factors that
limit its yield and worsen the quality of its production.

The major biotic adversities are represented by pathogenic fungi, which
can infect various parts of the plant at different stages of growth. It is calculated
that each year these pathogens cause million of tons grain losses (10-20% of
the global production). Under particular circumstances and sites they can
reduce yields of more than 80%. Many pathogens can be highly detrimental to
the production quality as well. Wheat grain from diseased plants can lose the
capacity to satisfy the demands of industrial procedures and health safety. In
the last decade this latter problem has become increasingly important as the
final consumer expects more rigorous controls on food healthiness. For this
scope a series of new methodologies have been set up that can rapidly analyze
great amounts of cereal grains. Today one of the most troublesome problems
from this point of view remains the possible contamination of wheat kernels with

mycotoxins that are difficult and costly to determinate and that are particularly
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toxic in the human and animal diets, even at very low dosages (few ppm or

ppb).

The mycotoxins risk

The study of mycotoxins is only recent but these molecules have always
threatened man and animals health. Their diffusion is global, but the intensity of
food contamination, whose detection is quite difficult, and its consequences
vary among the different localities on the basis of the type of agriculture, dietary
habit and health safety sensibility of the different people in the World.

Figure c. Law limits concerning the milk contamination with aflatoxin M1 in 60 countries all over the World
(Van Egmond and Jonker, 2004). In ltaly the limit is 0.05 ppb; in the USA itis 0.50 ppb (10 times higher).
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This variability makes any comparison meaningless and partially explains
why among the countries there are wide differences in the regulation limits
about these substances in human food (figure c). Recently, the CEE has ruled
the content of mycotoxins in food and feedstuffs, imposing precise limits for the
different products (2174/03, 683/04 and 472/02 UE Reg.).



Mycotoxins are molecules that are produced by the secondary
metabolism of various fungi, particularly those belonging to the genera:
Aspergillus, Penicillium and Fusarium.

The fusari mycotoxins are considered the most troublesome for wheat all
over the World because of the wide diffusion of these fungi. A recent
investigation of a joined commission of food additives experts (JECFA) and of
the World Health Organisation (WHO) found a significant contamination,
particularly by DON (a mycotoxin produced by fusari), in the grain of wheat
grown everywhere in the World (57% of 11,022 samples contained up to 30
ppm of the toxin). The European SCOOP project aimed at the evaluation of
mycotoxin risk to man, found contaminations in 61% of 6,358 European wheat
samples (FAO/WHO JECFA, 2001; Schothorst and Van Egmond, 2004). In ltaly
as well the mycotoxins more frequently found in wheat kernels are those
produced by Fusarium spp. Their occurrence in the Italian production was first
investigated in 1995 (Lops et al., 1998). The analyses revealed a high
contamination frequency in the Emilia Romagna grains, sometimes with more
than 1ppm DON, while the Southern samples resulted uncontaminated Triticum
durum Desf. was more prone to contamination than Triticum aestivum L.

Since then mycotoxins in wheat grain were thoroughly studied also in
Italy. Some researches confirmed a strong association between Fusarium spp.
ear diseases and DON in the kernels (Campagna et al., 2005). Pascale et al.
(2000, 2001 and 2002) studied the effects of weather on ear syndrome and
consequent DON contamination. In particular, they found that the disease
diffusion and intensity, together with DON frequency and concentration levels,
greatly depend on the amount of propagules that are present in crop residues
and on the occurrence of high temperatures, humidity and rainfalls during the
period: ear emergence (10.1 Feekes’ scale) to grain milk-dough maturation
stage (11.3 Feekes’ scale). These requirements explain why, in ltaly, the
Northern productions, where these conditions are commoner, are more

frequently contaminated than the Southern ones.
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The fusari are the main causal agents of the “head scab” blight, a
common syndrome affecting the spike of many cereals. The ear partially or
totally dries down, with consequent heavy vyield reductions. The caryopses of
infected ears have a high probability to be contaminated by mycotoxins that,
under favourable conditions, are rapidly and abundantly produced by the fungi.
Mycotoxin production generally begins in the field but it can continue throughout
the storage period, encouraged by a scarce cleanliness of the storage facilities.

The optimal conditions for mycotoxin production vary with the substrate,
the fungus species and the isolate. Their production, however, depends also on
well-defined ranges of both temperature and humidity.

The commoner mycotoxins produced by fusari are ftrichothecenes,
zearalenone, and fumonisins. In addition, moniliformin, beauvericin, and
fusaproliferin have been occasionally reported as problematic (Logrieco et al.,
1990; Wiese, 1987).

Trichothecenes

They can be divided into two types: A and B.

A-Type trichothecenes include: T-2 toxin (T2) and its derivatives (HT-2
toxin, T-2 triol, T-2 tetraol), that are produced by strains of F. sporoftrichioides,
F. acuminatum, and F. poae; diacetoxyscirpenol (DAS) and
monoacetoxyscirpenol (MAS), produced by strains of F. poae, F. equiseti, F.
sambucinum, and F. sporotrichioides; and neosolaniol (NEO), produced by
strains of F. sporotrichioides, F. poae and F. acuminatum.

B-Type trichothecenes include: deoxinivalenole a.k.a. vomitoxin (DON)

and its mono-acetylated (3-AcDON, 15-AcDON) and di-acetylated derivatives
(3,15-AcDON), which are produced by strains of F. graminearum and F.
culmorum; nivalenol (NIV) and its monoacetylated derivative (fusarenone X,
FUS) and the di-acetylated derivative (4,15-AcNIV), produced by strains of F.
cerealis, F. poae, F. graminearum and F. culmorum.

Trichothecenes have shown to cause a variety of toxic effects in

laboratory animals, including skin inflammation, digestive disorders,



haemorrhagic syndrome in internal organs, blood disorders, haemolytic
imbalance and depletion of the bone marrow, immuno-suppression (leukopenia)
and nervous system disturbances (IARC, 1993). In farm livestock they are held
responsible for several mycotoxicoses, including haemorrhagic syndrome
caused by A-type; emetic and feed refusal syndromes, associated with B-type
(Rotten et al., 1996). T2 and DON have also been implicated in human
toxicoses (ATA); but they have not yet proved to be genotoxic. Indeed, no
trichothecene is classified as carcinogenicity compound to animals or humans
by IARC (1993).

/earalenone

Zearalenone (ZEA) is produced by F. graminearum, F. culmorum, F.
cerealis, F. equiseti and F. semitectum. It is among the most widely distributed
Fusarium mycotoxins in agricultural commodities and it is often found at
relatively high concentrations, especially in maize grain. ZEA is both
uterotrophic and estrogenic, and may cause reproductive disorders in domestic
animals, particularly swine. It is responsible for recurring toxicoses in livestock,
characterised by hyperestrogenism in swine, infertility and poor performance in
cattle and poultry, and there is a possible impact on human health. The
preliminary scanty evidence of ZEA genotoxicity is limited to mice and cultured
mammalian and human cells. Thus it is not classified as human carcinogen
(IARC, 1993).

Fumonisins

Fumonisins were first isolated from F. verticillioides, then they were found
in cultures of F. proliferatum and in a few other Fusarium species, with unclear
ecological distribution. Amongst them, fumonisin B1 (FB1) and fumonisin B2
(FB2) represent the greatest toxicological concern. Feed contaminated by FB1
cause leukoencephalomalacia in horses, pulmonary oedema in swine, poor
performance in poultry, and altered hepatic and immune function in cattle.
Moreover, home grown maize contaminated by FB1 has been associated with
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oesophageal cancer of humans in Africa, China, and in the United States. The
structural similarity with sphingosines suggests a role for fumonisins as
depletion agents of the complex sphingolipids from biological membranes. This
could account for their toxicity and, perhaps, their carcinogenicity. However, the
evidence that F. verticillioides cultures and FB1 samples can promote liver
cancer in rats, led to the classification of fumonisins as carcinogenic to animals
and possibly to humans (Group 2B) (IARC, 1993).

Wheat root and crown disease

Wheat pathogens can be schematically classified according to the plant
organ that they infect. Generally they are grouped into pathogens causing
blights on leaves and ears and those rotting the root and the basal part of the
culm (the so-called crown).

In Italy these latter diseases are frequently referred to as “mal del piede”.
This is a vague, all including terminology. It comprehends a complex syndrome
that can be attributed to many soil-borne fungi, with different morph-
physiological traits. In other languages the disease is more precisely
distinguished, according to the pathogen. For example, in French the
terminology “piétin echaudage” refers only to the disease caused by
Gaeumannomices graminis var. tritici (Ggt), while “piétin verse” indicates the
root rots due to Fusarium spp., Bipolaris sorokiniana, Rhizoctonia cerealis and
Ramulispora herpotrichoides. In English there are five terms: “take-all” defines
the pathology caused by Ggt, “eyespot” that caused by Ramulispora
herpotrichoides, “sharp eyespot” by Rhizoctonia cerealis, “rhizoctonia root rot”
by Rhizoctonia solani, and “common (dryland) root and foot rot” the disease due
to Fusarium spp. and Bipolaris sorokiniana.

All the reported pathogens produce a certain amount of inoculum, whose
modality of action vary according to:



a) Geographic site
b) Edaphic condition (soil conditions)
c) Climate and weather courses

d) Agronomic practices

To better identify the disease causal agents, the influence of these
variables has been studied for most single pathogens. However, the rot is
frequently provoked by the infection of several species that can simultaneously
or subsequently proliferate on the same plants and show synergic effects during
the whole cultural cycle (Corazza et al., 1993 a and b).

A common feature of all root and crown disease pathogens is that they
spend most of their vital cycle in the soil, where they use crop residues as
survival and diffusion means. They live on them as active mycelium or as
dormant propagules. Their saprophytic ability is not only a specific trait but often
depends on the amount and distribution of plant debris along the soil profile
(Bateman et al., 1998, Innocenti, 1993).

The competitive phenomena between the pathogens and the microflora
living in the soil influence the primary infection potential in the autumn, at the
beginning of the vegetative season (Garrett, 1970). A secondary contamination
by low pathogenic species largely depends on the intensity of that primary
contagion. Later infections, caused by species with long living soil-borne
propagules, can also be important for the quantity and quality of produced grain.

The simptomatology of the root and crown syndrome can vary according
to:

a) Main causal agent
b) Weather conditions
c) Edaphic conditions

d) Phenological stage of the host plant
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A typical symptom of the root and crown disease is a more or less wide
necrosis on the roots and/or on the basal portion of the culm. This causes an
insufficient water and nutrient supply to plants because the culm mechanical
resistance and its conductivity potential are reduced. In both instances hot and
dry springs, provoking water stress, cause the appearance of the so-called
“‘white ears”, which give typically scanty caryopses. The mechanical damage to
the culm favours lodging, which is worsened by strong wind and heavy rains.
The ears, contacting the soil, can easily be infected by opportunistic pathogens
that cause rot. Moreover, lodging increases the grain losses at harvest. Plant
can die under heavy infections; this often happens soon after crop emergence
(1.3-2 Feekes’ scale), when autumn is moist and mild, and with large amounts
of inoculum in the soil (Wiese, 1987). The plant physiological status represents
a major factor in the starting and development of the pathology. For example, a
nutrition deficiency favours the attacks of G. graminis by slowing down the root
growth (Hornby, 1998). Instead excessive N supply favours lodging of the
diseased plants. It can also augment the “white ears” density due to water
stress because N increases transpiration (Wiese, 1987).

There exists a specific difference in susceptibility to this disease among
the cereals. Wheat (both T. aestivum and T. durum) and triticale proved the
most susceptible crops. Barley, thanks to its stronger root system, resulted less
damaged by a same amount of inoculum in the soil. Oat revealed a higher
resistance, particularly against G. graminis. Maize, rice, sorghums, and several
wild Poaceae have a great importance in the pathogens survival and spreading
in the absence of wheat (Domsh et al., 1993; Wiese, 1987, Matta, 1996).

The major pathogens of wheat root and crown disease will be described

more in detail in the following chapters.



Wheat root and crown disease main causal agents
Fusarium spp.

Taxonomy

The genus Fusarium includes several species that are considered causal
agents of the root and crown disease of cereals. Many Fusarium spp. are
metagenetically linked to the teleomorph genera Nectria and Gibberella that
belong to Hypocreaceae family and Ascomycetes class. Other species (e.g. F.
culmorum) exist only as anamorphs and belong to the Hypomycetes class
(Deuteromycotina). Throughout this paper all species will be called fusari, thus
referring only to their asexual state.

The main fusari causing the cereal root and crown syndrome are F.
culmorum (W.G. Smith) Sacc., F. avenaceum (Fr.) Sacc., and F. graminearum
Schwabe. Among them traditionally was included also Microdochium nivale (Fr.)
Samuels & |.C. Hallet (in metagenetic linkage with Monographella nivalis
(Schaffnit) E. Muller) that was classified as F. nivale (Fr.) Ces., until recently.
The role of other Fusarium spp. as causal agents of this disease is still
uncertain. Often they are considered scarcely pathogenic or not pathogenic at
all: simple saprophytic fungi thriving in the rhizosphere, but their pathogenic
capacity was reported variable (Balmas et al., 2000). Among them there are: F.
sporotrichioides Sherbakoff, F. equiseti (Corda) Sacc., F. oxysporum (Schl.)
Snyder & Hansen, F. solani (Mats.) Nirenberg, F. proliferatum (Mats.)
Nirenberg, and F. tricinctum (Corda) Sacc. (Specht et al., 1988; Burgess et al.,
1988).

Symptomatology

The Fusarium disease on cereal plants is mainly characterized by brown
spots on the roots, at the first or second node or flame-like necrosis spreading
along the first internodes of the culm. However, many fusari can also cause
seedling and ear diseases. Climatic conditions and, partially, the inoculum soil
content can greatly change the symptoms (Cook, 1968; Parry, 1990). Seedling
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withering can occur when infected seeds are used and with hot and dry spells at
seeding time (Wiese, 1987). Root and crown rot appears later, and, again, it is
favoured by hot and dry weather. Diseased plants, particularly when water
stressed, suddenly dry down becoming easily recognizable (the so-called “white
ears”) from the still completely green, healthy, plants. They mature earlier and
produce few, scanty caryopses. All these effects can be ascribed to the injured
parenchyma tissue at the culm base. The major interferences to the plant
vascular system due to heavy infections can even kill the plants before
flowering (Wiese, 1987, Matta, 1996).

Under wet springs, many fusari can reach the ear. There they cause
spike sterility and withered kernels. Beside, the caryopses can be contaminated
by the mycotoxins produced by the fungi.

Host range

Fusarium spp. are generally polyphagous fungi but some of them can
show a narrow specialization on single hosts, as to present “formae specialis’.
Moreover, many fusari can saprophytically live for long periods on alternative
hosts, such as wild and cultivated Poaceae, or even broad-leaf weeds (Matta,
1996). Their pathogenicity varies according to the geographic site. For example,
F. graminearum is considered the main responsible of fusari diseases on
cereals in Australia and North America (Colhoun et al., 1964; Wong, 1985) but
its importance is negligible in Europe (Corazza et al., 1987; Bateman et al.,
1995; Rossi et al., 1995) where, on the contrary, F. culmorum is more
widespread and dangerous. The pathogenic activity is variable also in different
isolates. Some isolates of F. equiseti and F. tricinctum, which are common
species not only in agricultural land, have shown a high pathogenicity towards
cereals both in controlled environment and in the field (Balmas et al., 2000),
while innocuous F. culmorum isolates are largely reported in the literature (Salt,
1978). Moreover, certain conditions of the host plant and weather can suddenly
turn the fungus from a saprophytic to a pathogenic state (Matta, 1996).



Life cycle

Although the transmission through infected seed can be frequent, the
contaminated residues of the preceding crops represent the main inoculum
source. The primary infection starting from the organic debris on the soil can
last throughout the vegetative season. Notwithstanding a high tolerance to
various climatic conditions, the infections by several fusari (e.g. F. culmorum
and F. graminearum) prevalently occur under hot and dry weather, while others
(e.g. F. avenaceum and M. nivale) are favoured by high moisture and relatively
low temperatures. At crop emergence, the primary infection starts on the
coleoptile and on the seedling roots, later it can infect the crown, the developed
roots and the culm internodes. The upward progress of the disease is
accomplished by secondary infections, which, however, still depend on the
success of the first entrance (Wiese, 1987). The inoculum content in the soil
before seeding, although can affect seedling emergence, is not always
correlated to the disease intensity on adult plants, which appeared more
influenced by weather conditions. Under rainy and humid springs (Pancaldi et
al., 1994), the inoculum originated from the sporodochia at the stem base can
infect all aerial plant organs through rain spattering (Jenkinson et al., 1994) or
even with the insect aid (Sturz et al., 1983).

On the crop residues the fungus can survive as active mycelium or as
chlamydospores and perithecia, in the instance of pathogens with the sexual
state. In the soil the survival is achieved only by chlamydospores, which, in

some species, remain viable longer than two years.

Ecology

Fusarium spp. are common on the cereal crops all over the world.
Species are not differentiated on the basis of their diffusion, but mainly on their
pathogenic capacity. For example, in Australia the Fusarium disease is mainly
ascribed to pathogenic strains of F. graminearum, while the isolates of this
fungus were found scarcely damaging in Europe (Colhoun et al., 1964). In
particular habitats Balmas et al. (2000) and Domsh et al. (1993) reported
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virulent strains also of F. equiseti, which is a typical saprophytic, ubiquitous
fungus that is quite common everywhere, in untilled soils. The various species
show different climatic requirements. M. nivale is particularly abundant and
harmful in Northern Europe (Colhoun et al., 1964) because it is mainly active in
cold and wet periods, which are too short in warmer climates. However, a high
presence of this fungus has been reported also in some parts of Southern Italy
(Piglionica et al., 1975) under particularly wet winters. F. avenaceum as well
results more harmful in colder climates, where it mainly damages emerging
seedlings (Domsh et al., 1993). This marked behavioural variability of the
different Fusarium strains as a function of edaphic and climatic condition, make
their control extremely difficult and site-specific.

A high N fertilization generally favours Fusarium spp., while they show a
great adaptability to other soil factors, like pH, P, K, and organic matter soil
content. Their survival ability endures a quite wide range of soil temperatures
and moistures, with different optima for the single species. For example: F.
culmorum and F. graminearum prefer hot and dry soil, while F. avenaceum and

M. nivale colder and wetter conditions.

Diagnostic technigues

Visual diagnosis: Typical disease symptoms are spots on the first 2-3

basal internodes, slightly narrowing at the nodes. At the crown a flame-shaped
necrosis can be often noted, that can extend over a large portion of the first
internode. Inside the culm, mainly at the node level, a whitish or rose mycelium
can often be observed.

The fusarioses identification is not easy for it is quite impossible to
distinguish them from B. sorokiniana disease. In case of serious infections, the
typical brown elliptical spots of this latter fungus join together and give a diffuse
browning that resembles that of Fusarium spp. The symptoms of G. graminis
disease are alike as well, mainly in heavy infections. Moreover, all three
pathogens, besides causing similar symptoms, can be simultaneously found on
a same host plant.



Photo 1. Darkening at the crown up to the 15-2" node of the culm. The symptoms
can be ascribed either to Fusarium spp. or to B. sorokiniana.

Conventional isolation methods: Fusarium spp. can be isolated in the soil

either directly, from the solid matrix, or through a serial dilution technique. The
latter method is mainly used for the species that survive only by
chlamydospores (Windel, 1992). The isolation from diseased tissues is also
possible. They can be grown on many agar media (e.g. PDA, MPA, etc.). For
species identification it is advisable to induce the sporulation and especially the
macroconidia production. For this scope PDA nor MPA are not always
adequate. Many species do not sporulate on them and, even if they do, their
spores are misshapen. For the sporulation, many researchers use sterile
dianthus leaf water agar (Nelson et al., 1983) or SNA (Spezieller Nahrstoffarmer
agar), with a previous exposure to near ultraviolet light (Nirenberg, 1981). The
species diagnosis is based on several parameters, such as the morphology, the
colour, the growth speed of mycelium, the presence of chlamydospores, the
sporodochia colour, the conidiophora type, the presence of micro- or
macroconidia, etc. (Nelson et al., 1983).
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Bipolaris sorokiniana (Sacc.) Shoemaker

Taxonomy

Bipolaris sorokiniana is the anamorph of Cochliobolus sativus (Ito &
Kurib.) Drechs., an Ascomycete of the Plesporaceae family, Dothideales
subdivision. Once it was included in the genus Helminthosporium; for this
reason the disease that it causes on many Poaceae is still frequently called
Helminthosporiosis (Matta, 1996).

Symptomatology

The symptoms are similar to those reported for Fusarium spp. at the
crown zone and on the first internodes scorches that are slightly darker than
those that fusari develop. The disease can also reach the root system, but
generally with little damage. Under wet weather, the lower leaves can be
infected from the diseased crown, developing dark spots, particularly evident
after flowering. B. sorokiniana disease is more manifest under hot and dry
weather, which favours water stress in the host plant. However, differently from
Fusarium spp., its infection never reaches the spikes (Wiese, 1987).

Host range

It is a pathogen of a wide range of Poaceae. However, it can be isolated
also from several dicotyledonous crops, on which it causes only slight damages
(Stack, 1992; Matta, 1996).

Life cycle

It is similar to that of Fusarium spp. The mycelium mainly survives on
infected plant debris as a saprophyte. It contaminates the kernels with which
gets in touch. Its dormant conidia can survive in the soil for many months,
waiting for a host. Therefore primary infections can start from the seed, from
crop residues or from free-living in the soil conidiospores. Not too low
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temperatures are required. Secondary infections develop from the culm lesions,
from which conidia are produced that infect leaves in wet periods. However, the
most serious damages occur in hot and dry early summers, when the injured
vascular system causes water stress. In the open field the disease often
manifests with irregularly spread patches of dwarfed and chlorotic plants
(Wiese, 1987)

Ecology

It is widespread all over the World, wherever cereals are grown. This
fungus is well suited to various climatic situations. Its ecological requirements
are similar to those of Fusarium spp., therefore the two pathogens are often
isolated together. Like Fusarium spp., it benefits from high N concentrations in
the media. In general, it tolerates wide variations of soil pH and humidity
(Domsh et al., 1993).

Diagnostic technigues

Visual diagnosis: As already mentioned, it is hard to visually identify the
pathogen because of the resemblance of its symptom with that of fusariosis.
The spots on the internode just below the crown are perhaps the most
distinctive symptom.

Conventional diagnostic methods: They consist of the isolation of the

pathogen from soil or from diseased tissue samples kept on culture media. Its
mycelium is green-black and originates several erect and septate
conidiophores. They stand alone or clustered so to give a velvet aspect to the
colony. The conidia are slightly curved with 2-3 septa, where the cell wall is

thicker. They are well identifiable with an optical microscope.
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Gaeumannomyces graminis (Sacc.) Von Arx & Olivier
var. tritici Walker

Taxonomy

This Ascomycete was previously classified as belonging to the
Diaphotales order. Recently it was linked to Magnaporthe spp. and now it is
included in the Magnaporthaceae family, which hasn’t yet been assigned to any
specific order (Cannon, 1994). The anamorph of G. graminis var. ftritici is
Phialophora radicicola Walker and both states are collectively referred to as the
“Gaeumannomyces-Phialophora complex”.

Symptomatology

The primary infection starts on the seminal roots of autumn sown wheat
on whose surface dark runner hyphae develop. The hyphae enter the root
through the cortex, colonizing and destroying the vascular tissue. Diseased
roots and stem darken to nearly black and the lower leaves typically become
chlorotic. If the plant doesn'’t die, it produces few or no tillers. With time, the
black lesions can spread toward the root tips and extend up into the crown
tissue. If the soil remains moist for long periods, the disease may patchily
spread in the field. Eventually, the infected plants develop “white ears” and die

prematurely.

Host range

G. graminis var. tritici is a pathogen of wheat but can also be found on

many other cereal crops wild grasses and volunteer cereal weeds.

Life cycle

During the intercrop period, G. tritici saprophytically survives on crop
residues, which represent the major inoculum source. The amount of viable

inoculum that remains in the soil sharply drops in the absence of susceptible
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crop. This is usually sufficient to drastically reduce the disease incidence after a
break year in cereal successions. Perithecia, which subsequently release
ascospores, are sometimes produced at the crow of cereal plants or on
stubbles. However, this propagation is considered negligible in the field.

Ecology

G. tritici distribution is worldwide, wherever wheat is grown. It is more
frequent in temperate regions or at high elevation in the tropics. It prefers
neutral or alkaline soils and thrives on water soaked and NP deficient soils.

Nitric-N is more favourable to the fungus than ammonium-N.

Photo 2. G. graminis. Black lesions develop on the root and extend up into the crown
tissue

Diagnostic technigues

Visual diagnosis: As above mentioned, the identification of the fungus on

the basis of a simple visual diagnosis is not easy because of the resemblance
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of its symptoms with those of Fusarium spp. Perhaps the darkening of the first
internode below the crown is the more typical feature.
Conventional diagnostic methods: They consist in the isolation from

infected tissue or soil samples kept on cultural media. The main fungus feature
is a black-green mycelium, which produces several erect and septate
conidiophores. They develop alone or clustered conferring a velvet aspect to
the colony. The conidia are slightly curved with 2-3 septa. They are easily
recognizable with an optical microscope.
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Ramulispora herpotrichoides (Fron) Arx

Taxonomy

It is the anamorph of Tapesia yallundae Wallwork & Spooner, which is an
Ascomycete of Helotiales subdivision (Matta, 1996). R. herpotrichoides has two
varieties that differ according to their conidia morphology: vaR. herpotrichoides,
with 4-septate conidia (35-80 um length), and var. acuformis, with 4-6 septate
conidia (43-120 um length). Both of them are cereal pathogens (Murray, 1992).

Simptomatology

The initial disease symptoms are dark, irregular spots that become more
evident at the ear emergence stage. The symptoms at the plant base are
typically long strikes running along the culm. They are grey to yellowish-brown
in colour, with darker centre and margins, and are called “eyespot” lesions.

Host range

R. herpothrichoides parasites all herbaceous plants; but mainly Poaceae.

Life cycle

It is a polycyclic pathogen. Its life starts with a primary infection that
originates from the crop residues, where the fungus survives as active
mycelium. Then the disease progress with secondary infections brought about
by conidia that are produced by the mycelium from the crown lesions. The
primary infection begins whenever the autumn, winter, or spring temperatures
fall below 16°C. Epidemiologic researches have shown that the amount of
inoculum left in the soil until the next crop depends on the secondary infections
(Wiese, 1987). R. herpotrichoides mycelium can survive also on wild Poaceae,
which represent another major factor of inoculum diffusion and survival. The

sporulation has a maximum at 10°C, but can occur within 0-20°C range.
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The fungus can survive as a saprophyte on infected residues up to three
years. However, adverse edaphic conditions and many agricultural practices
(e.g. soil ploughing) can markedly reduce its survival (Garrett, 1970; Wiese,
1987).

Ecology

In Europe R. herpotrichoides has been frequently reported in France,
where it is considered a major problem in all cereal crops (Colbach et al., 1995),
and recently also in Central Europe (Cavelier et al., 1997). It has also been
found in South and North America, in New Zealand, Australia, and Africa. In
Italy it appeared less common and less damaging (Innocenti, 2000 b).

Mild winters and cool, rainy spring favour the fungus. However, also dry
and hot spring can be dangerous on the plants infected in winter. The fungus
thrives in high N fertilized soils, particularly when their moisture remains high
throughout plant life.

Diagnostic technigues

Visual diagnosis: The disease shows clear symptoms on adult plants, but
only when the lesions are not too extended. They consist of eyespots that are
grey to yellowish brown, darker in the central zone than in the margins. The
lesions can look like those of R. cerealis, but they differ having more blurred
margins and a darker centre. The grey mycelium inside the culm can be seen
trough the lesions, while externally, on the infected tissue, dark hyphal stroma
develop and produce conidia. Sometimes, in heavy infections, the culm twists
and breaks down, causing lodging. As mentioned above, many lesions can
merge together and determine a diffuse darkening of the culm that is not easily
distinguishable from the symptoms of Fusarium spp. or B. sorokiniana. All three
species can live together on the same culm part. This coexistence has been
shown both with conventional isolates (Bateman, 1993) and with PCR
techniques (Turner et al.,, 1999). It often causes an overvaluation of Fusarium
spp. dangers with respect to R. herpotrichoides.
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Conventional diagnostic methods: The isolation from diseased tissues is

not simple because of the scarce competitiveness of the fungus in cultural
media, mainly in the rich ones, like PDA. The isolation is easier when the
tissues are still green and with less presence of bacteria and other fungi. After
having superficially sterilized the tissue, it is better to use poor agar media (e.g.
water agar), enriched with antibiotics, in particular with rifampicin (Murray,
1992). Mycelium needs 18-20°C to grow and produce conidia when stimulated
with NUV light. A typical mycelium growth progress slowly, regularly, and in a
concentric way around the inoculum site. The mycelium appears compact and
hyaline. The isolation from the soil is very hard. It can be done from infected
residues, after an incubation period in a humid chamber. The conidia directly
originate from the tissue and can thus be collected with a small spatula (Murray,
1992).

Photo 3. Ramulispora herpotricoides. The symptoms at the plant crown are grey to
yellowish-brown longitudinal spots with darker centre and margins which are called
eyespot lesions
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Rhizoctonia spp.

Taxonomy

Both Rhizoctonia solani Kihn and Rhizoctonia cerealis Van der Hoeven
can be cereal pathogens. The first one is the anamorph of the Basidiomycete
Thanatephorus cucumeris (Frank.) Donk; the second of Ceretobasidium cereale
D. Murray & L.L. Burpee. In anamorph state they spread only by mycelium.
Both species can be divided into anastomosis groups, i.e. in accordance with
the possible hyphal fusion between compatible strains. AG-8 is the commoner
R. solani pathogen of the cereal root system. Also R. cerealis was divided into
several anastomosis groups (CAG), but their incidence is still unclear (Carling et
al., 1992).

Simptomatology

R. solani can be a very noxious pathogen of the cereal root systems,
where it causes rot. Its visual diagnosis is difficult because at sampling the
infected root tear off, remaining in the soil. The extracted plants show only slight
spots on short pieces of roots. In some circumstances the infection is so heavy
that all roots almost disappear. The root injury causes plant dwarfing, lodging
and “white ears” in adult crops. Sometimes the fungus directly kills the seedling.
The pathogen infection can facilitate the entrance of other, secondary invaders
(e.g. Acremonium spp., Epicoccum spp., etc.). These fungi can prolong the
radical disease even during the hotter months, when R. solani normally
regresses. On the contrary, R. cerealis is a pathogen of the culm. Its symptoms
are often mistaken with those of R. herpotrichoides. They appear as very sharp
eyespots, with dark margins and white centre, generally located on the first
basal internodes. These spots are some cm of width but they can merge so as
to enclose the whole culm circumference. When this happens the plant is

particularly susceptible to lodging. Also the vascular system is damaged, but
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usually less intensively than by other pathogens. However, patches of “white
ears” plants can be observed in the field.

Host range

The hosts vary with the anastomosis groups. The cereal root rots is
usually ascribed to AG-8 R. solani. The other groups are either saprophytic or
parasite other hosts, many of which are cultivated plants, like potato, sugarbeet,
Fabaceae and Brassicacae species (Carling et al., 1992). R. cerealis is a
polyphagous fungus on the Poaceae species, with a high saprophytic capacity.
Probably for this fungus as well there are specializations of various anastomosis
groups, but they are still scarcely known.

Life cycle

The mycelium of both species can easily saprophytically survive on plant
residues or free in the soil, where it is very resistant to microbial attack. The
infection starts soon as it gets into contact with the host, generally soon after
emergence. Usually R. solani enters the root, while R. cerealis infects the
lowest leaves sheaths. At first it spreads superficially towards the apex, then
inside the foliar parenchyma. When it reaches the culm it determines the typical
eyespots. For this fungus primary or secondary infection cannot be
differentiated because the mycelium is always active. Its constant growth does
not allow any conidial stage. Therefore the teleomorph role in the disease
seems negligible (Wiese, 1987).

Ecology:

R. solani is widespread in all temperate regions, but not always behaves
as a pathogen. For example, heavy damages have been reported in Australia,
USA, Europe, but not in ltaly. R. cerealis is common in North America, Europe
and also in Italy (Innocenti et al., 2000 a; Rossi et al., 1995). The first fungus is

prevalent in wet and cool environments, while R. cerealis thrives in hot and dry
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climate. R. solani prefers humid soils while sandy and slightly acid soils favour
R. cerealis.

Photo 4. Rhizoctonia spp. Symptoms located on the first basal internode. They look
like sharp eyespots, with marked dark margins and white centre.

Diagnostic technigues

Visual diagnosis: The determination of R. solani through the examination

of its symptoms is particularly difficult because the infected roots easily tear off
from the plant and remain in the soil. On the contrary, R. cerealis is easier to
recognize for the typical eyespots shape of its disease. Moreover,
pseudosclerotia, which are characteristic survival propagules of the fungus, are
often found on the lesions.

Conventional diagnostic methods: The mycelium isolation is quite easy

when infected tissues are grown on agar media. Instead the serial dilution
method to isolate Rhizoctonia spp. from the soil cannot be used for the absence

of conidia production. However, the fungus sclerotia can be directly extracted by
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sieving the dried soil particles. In the agar media rhizoctonia colonies are
typically yellow-brown in colour and grow rapidly. They develop little aerial
mycelium and concentrically produce sclerotia that become dark brown with
time. Microscopically, the fungus is characterized by narrow hyphae at the
lateral branches that depart at right angle from the main hypha. R. cerealis
differs from R. solani for the darker colour of its mycelium, for larger hyphal
diameter and, particularly, for binucleate cells instead of polynucleate. The
anastomosis groups can be determined by growing mycelia on water agar and
letting intercrossing in a same plate the unknown colonies with tester strains
(Parameter et al., 1969; Carling et al., 1988).
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Wheat root and crown disease in ltaly

Notwithstanding the wide diffusion of root and crown disease in the
Italian wheat, the papers dealing with this pathology are relatively few,
particularly those treating the epidemiologic aspects. This is mainly true in the
Northern regions, where only Picco (1985), Innocenti et al. (1985, 1986 and
1992), Rossi et al. (1995), and Toderi et al. (1976 and 1978) have studied the
pathology in the last 20 years. In the South, where durum wheat is
concentrated, the researches have been more numerous (Frisullo et al., 1991;
Piglionica et al., 1975 and 1976; Corazza et al., 1987, 1993 a; Balmas et al.,
1992; Cappelli et al., 1977; Covarelli et al., 2000).

Many authors studied the disease as influenced by various factors, such
as: botanical species (Corazza et al., 1998 and 1999), crop variety (Corazza et
al., 1987; Rossi et al., 1995), fungicide efficacy (Frisullo et al., 1978; Covarelli et
al., 2000), N fertilization (Cappelli et al., 1977), crop sowing date (Covarelli et
al., 2000; Cariddi et al., 1985), crop residue management (Corazza et al., 1993
a) soil tillage, and crop rotation (Innocenti, 1993 and 1996; Innocenti et al., 2000
a).

Amongst the fungi responsible for the “mal del piede” syndrome, F.
culmorum resulted the most frequent and dangerous pathogen all over ltaly,
particularly on durum wheat grown in the South (Innocenti, 1996, Innocenti et
al., 2000 a; Corazza et al., 1987, 1998 and 1999; Piglionica et al., 1976; Frisullo
et al., 1991). Beside this species, M. nivale was found extensively spread
(Rossi et al., 1994; Piglionica et al., 1975 and 1976), particularly when
investigations were made in spring, with weather more suitable to the fungus.
All other species have been reported only sporadically, though sometimes they
showed really heavy infestations. This happened, for example, for G. graminis
(Innocenti, 1992), R. herpotrichoides (Innocenti et al., 2000 b; Covarelli et al.,
2000), B. sorokiniana (Rossi et al., 1995; Corazza et al., 1999), R. cerealis
(Rossi et al., 1995; Innocenti et al., 2000 a) and R. solani (Corazza et al., 1998).
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Sporadic resulted the frequency of other Fusarium species that are potentially
pathogenic to durum wheat.

The influence of several factors on the development of the disease was
found extremely variable, probably as a function of the different environmental
conditions, where the researches took place. Thus the experimental results are

not easy to generalize.

Control methods of wheat root and crown disease

The control of root and crown disease in the Italian wheat is extremely
difficult for several reasons, among which: a) the number of possible causal
agents, b) the weather fundamental role on the infection frequency and severity
and c) the necessity to obtain satisfactory crop yields with a minimum
environmental impact. Being a complex syndrome, its control requires multiple
managements. Indeed, the techniques that are aimed at the control of a single
pathogen are usually unsuccessful. Sometimes good results are obtained, but
they are sporadic and generally last for short periods of time. The eradication of
a causal agent often favours another one, which can be even more noxious
than the target organism. The large diffusion in French wheat fields of R.
cerealis, was attributed to the successful, widespread chemical control of R.
herpotrichoides. According to Bateman et al. (1999), a complete control of G.
tritici can increase the F. culmorum infections. This agrees with what Cavazza
(pers. comm.) observed on durum wheat grown in the Ozzano experimental
farm of Bologna University, where the control of G. graminis with agronomic
practices favoured the fusariosis. Chemical control and the development of
genetic resistances in crops have received great importance in fungi
management within the intensive agriculture of the developed countries.
Unfortunately, for most of the wheat pathogens both methods are often not so
effective or cheap enough to be extensively employed. This is particularly true
for Rhizoctonia spp. and G. graminis. The introduction of genetically resistant
varieties has been sometimes successful, but not thanks to a direct action
against the pathogen, but for a better resistance to the consequences of its
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infection. This is the instance of short wheat varieties, which can better resist to
lodging, or varieties with stronger and branched root system that can replace
rotten portions (Hornby, 1988). However, it should be stressed that the new
cultivars do not reduce the amount of inoculum in the soil. Therefore from a
phyto-pathological standpoint their use is not so useful. In the past the seed
treatment with systemic benzimidazoles resulted quite successful against
Fusarium spp. (Frisullo et al., 1978; Roberti et al., 1992). However, the currently
increasing distrust of the public opinion regarding pesticides makes their use
less recommended also in intensive agriculture.

Within a sustainable agroecosystem the biological control should receive
a major importance because it exploits the natural cycles of biotic and abiotic
elements, with a reduced environmental impact. This term comprehends all
measures that negatively affect the pathogens. The methods can be direct or
indirect: organisms that are not normally involved in the Host-Parasite complex
can be used (Matta, 1996), or we can physically modify the environment to
disfavour the parasites. The direct biological control consists in introducing
antagonists with the target pathogen in the soil or on the host plant. They can
act through the following mechanisms: a) predation, 2) competition, 3)
hyperparasitism, 4) antibiosis and 5) plant resistance induction. The
conventional techniques for using mycoparasites to control fungi are the
treatment of seed or propagation material and the spreading on tilled soil of
their propagules in liquid or semi solid formulations (Chet, 1990).

The most utilized organisms against the mycopathogens belong to the
genera Trichoderma e Gliocladium. In controlled environments (laboratory and
glasshouse) Trichoderma strain on wheat proved successful in controlling root
and crown disease pathogens, such as Fusarium culmorum (Roberti et al.,
2000), G. tritici (Almassi et al., 1991; Dunlop et al., 1989; Simon et al., 1988)
and R. cerealis (Innocenti, 1989). Unfortunately their application in the open
field seldom gave satisfactory results and appeared not yet economically
recommended. The use of low virulence strains of G. graminis or Phialophora
spp. to check G. graminis gave some positive results (Tivoli et al., 1974), but
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the action of less virulent strains is still uncertain. The use of not-pathogenic or
scarcely pathogenic fusari (e. g. F. equiseti) can be interesting. In the
glasshouse they showed the ability to reduce the occurrence of F. culmorum
disease, probably through competition for infection sites (Balmas et al., 2000),
but further confirmations in the open field are needed. The successes obtained
with Pseudomonas spp. strains applied in seed treatments to contrast G. tritici
appear more promising (Cook, 2000). These organisms produce antibiotics with
a powerful inhibitory activity towards G. graminis (Thomashow et al., 1988).
However, their scarce action against other root pathogens, like R. solani,
represents a limiting factor in their widespread agricultural use (Cook, 2000).
Biological control has other drawbacks. For example, the current methods of
antagonist applications in the field do not allow it to develop sufficient biomass
and persistence in the soil. Indeed the newly introduced organism suffers both
from the competition of soil microflora and from sub-optimal soil conditions.
Therefore repeated applications would be required, intolerably rising the costs
of control. Moreover, many of the purposed antagonists are site-specific and
require precise environmental, edaphic conditions that hinder their widespread
commercialization. Recently organic matrixes as means to carry the useful
organism into the soil have been tested with the aim of developing an active
and stable biomass in the soil. Today the most promising matrix appears the
compost originated from the differentiated organic waste disposal. Several
researches have found that some physical, biological and chemical factors in
the compost enhance the efficacy of the antagonist, prolonging and stimulating
its activity (Postma et al. 2000). If this use will spread we could simultaneously
obtain numerous benefits: the amendment of soils, their protection from runoff
and erosion (Giardini, 1982), together with a reduction of waste disposal
problems.

The indirect biological control is essentially based on the use of one or
more agronomic practices aimed at limiting the pathogens spread by: a)

eradication of the inoculum from the soil, b) enhancement of the competition
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and inhibitory activity of naturally occurring soil microflora and c) optimization of
the soil conditions to create a more favourable environment to cropped plants.

Amongst the agronomic practices, soil tillage can directly destroy the
inoculum in the soil. Ploughing, by overturning sods, carries the pathogen
inoculum present in crop residues in deeper soil layers, where there are sub-
optimal edaphic and environmental conditions (Giardini, 1982). Moreover, it
determines a dilution along the soil profile of the inoculum. This reduces its
infective potential by removing it from the first cm below the soil surface, where
the crop seed will be placed. In that way a seedling infection soon after
germination is less probable (Innocenti et al., 2000 a). Also the soil ripping
(without the sod turning) can destroy some fungi by fragmenting their hyphal
chains, particularly those, like Rhizoctonia spp., which develop large mycelium
nets in the soil (Wardle, 1995).

Some other agronomic practices can reduce the soil inoculum. Rotations
can be particularly successful against highly specialized pathogens, like G.
graminis or R. herpotrichoides. The best results can be obtained by alternating
wheat with not-host crops (Innocenti et al., 2000 a; Rovira, 1985), with set aside
(Cook, 2000), with host crops sown in spring (Cook, 2000), or late in the autumn
(Covarelli et al., 2000; Hornby, 1998). The fungi with a low saprophytic capacity
can’t survive on plant debris for a long period without the host plant. Therefore
they will be rapidly replaced by the resident saprophytic microflora (Cook,
2000). The rotation of wheat or other winter cereals with not-host crops enriches
the soil with an alternative biotic community that replaces the previous
population by competitive effects (Innocenti et al., 2000 a; Kollmorgen, 1985).
The positive effect of not-host crops can be due not only to the selection of a
different microflora but also to the production of root essudates with antibiotic
actions (Baker et al., 1982). According to some authors (Cook, 2000; Yarham et
al., 1981), soil tillage that less disturb or do not disturb the soil at all (like
minimum or no-tillage), can favour the settlement of the antagonist fungi, which

can help control the diseases.
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Many agronomic practices are aimed at the improvement of crop plant
physiology. The same ploughing, for example, by creating large macroporosity
in the soil: a) increases the water availability for the crop by enlarging the water
reserves, b) prevents water stagnation risks, reducing the problems of root
asphyxia and root rot and c) increases the volume of soil available for root
growth. However, also no-tilage can improve soil structure and nutrient
availability by favouring the organic matter build-up in the first layers of soil
(Giardini, 1982). A uniform and adequate sowing density can reduce the wheat
susceptibility to lodging (Wiese, 1987). Nitrogen fertilization as well can greatly
influence the physiological status of the crop. It can improve the growth and
strength of host plants that thus can better resist to the infections. But excessive
N rates favour lodging and increase crop transpiration, thus worsening the
water stress of infected plants (Wiese, 1987). The same type of nitrogen
compound used in the fertilization can influence the interaction host-parasite. It
was shown that ammonium is less favourable to G. graminis. By lowering soll
pH, it increases manganese availability that stimulates antagonist bacteria in
the rhizosphere (Sarniguet, 1990).

Effects of soil tillage on wheat root and crown disease

Schematically soil tillage today has three variants:

a) Ploughing (to various depths, generally from 20 down to 50 cm)

b) Minimum tillage (with various tools, without the sod turning effect
of ploughing)

c) No tillage (direct sowing, with crop residues on the soil surface)

The three systems have a great impact on soil habitat. Soil tillage directly
influence the physical and chemical soil properties, such as the moisture
content, the aeration, the temperature, etc., all of which determine the root
growth and nutrient assimilation. The physical impact on soil microhabitat and
the dislocation along the soil profile of soil pathogen and of their antagonists
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can directly affect the incidence and severity of root and crown disease
(Sumner et al., 1985). The sod overturning operated by ploughing has
numerous advantages, like the reduction of weed seedbank, the burial of crop
residues and propagules, the placement of fertilizers at an optimal depths, the
reduction of water stagnation risks, etc. However, in the last years this practice
has been abandoned in many developed countries due to its high costs both
economic and energetic. Besides, its ecological impact is considered too heavy.
Ploughing, by a better soil aeration, improves organic matter mineralization,
thus depleting the soil of this important component. Soils with less organic
matter, particularly in the shallower layers, are more prone to erosion,
superficial runoff and pollution risks due to applied chemicals. Moreover they
show a reduced nutrient availability to plants (Giardini, 1982). Therefore
nowadays ploughing is considered beneficial only in heavy soils and in localities
with high precipitations in the autumn-winter period, where soils can get water
saturated. The economic benefits of reduced tillage greatly depend on the crop
requirement of soil structure. Some plants, like sugarbeet, sunflower, etc., are
particularly favoured by aeration deep along the soil profile; others, like many
shallow rooted cereals (e.g. wheat, barley, etc.) are less demanding. According
to Giardini (1982), also in the heaviest soils a ploughing depth to 20 cm should
be sufficient to obtain a satisfactory economic return from these latter crops. For
them minimum or no tillage is often preferable.

No tillage (sin. zero-tillage, sod seeding, direct drilling, etc.) is one of the
most revolutionary agronomic practices of the last century. It consists in the
sowing of a crop without disturbing the soil. That means with the soil surface still
covered by the residues of the preceding crops. It demonstrated successful all
over the World, particularly on lighter soils, on sloping land prone to erosion, or
on low in organic matter soils. With respect to ploughing no tillage has the
advantage to: reduce cultivation costs to a minimum, limit the erosion risks and
favour the humification processes of soil organic matter. A stable high organic
matter reserve is particularly beneficial also from an ecological point of view. It
arises the soil cation exchange capacity and absorption power, which are

39



important prevention means of water table pollution by agricultural chemicals. A
drawback of no tillage is a major presence of weeds whose seeds are less
disturbed. This contributes to a seedbank build up, mainly on the soil surface,
with an increased emergence of weed seedlings. The recent progress in the
weed control with the availability of safer and economic herbicides (e.g.
glyphosate) has markedly reduced this problem in the last years. One of the
disadvantages of no tillage not so easily resolvable remains the risk of water
stagnation in heavy, clayey soils, which are typical, for example, in the Italian
eastern Po Valley, particularly with high precipitations in the autumn-winter
period.

Regarding the no-tillage effects on the root and crown syndrome in
wheat, the researches have been few and their results often contrasting. Direct
sowing showed little influence on the mobility and diffusion of R. herpotrichoides
(Herman et al., 1985; Vez, 1979; Yarham et al., 1979; 1981), and Cook (1977)
did not find any significant difference between no tillage and ploughing. G.
graminis demonstrated a variable response: in an American research take-all
was more aggressive on direct tilled crops (Moore et al., 1984), while a study in
the Czech Republic gave the opposite results (Novotny et al., 1981). Other
experiments showed no significant differences on this fungus between
ploughing and no tillage (Yarham et al., 1981). When no tillage was found more
effective against the pathogen this was attributed to the more compact soil at
the shallower layers that limits the movements of the fungus propagules or
mycelium.

Minimum tillage has been studied on heavy ltalian soils (Triberti et al.,
2000). This practices is aimed at the same beneficial effects of not ploughing: a
decrease of cultivation costs, a reduction of erosion risks, and slower soil
organic matter degradation, which makes the soil management more
sustainable. In one of its simpler variants minimum tillage is obtained by a
unique disc harrow passage before the seeding, comporting a shallow soil
disturbance (15-20 cm, on average). In more intense minimum tillage a ripper

passage and one or two harrow passages are added (Giardini, 1982). With
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respect to no tillage, minimum tillage has the advantage to form a looser soil,
with consequent soil warming, especially in spring, and minor water stagnation
risks, and to favour a slightly better burial of cultural residue into the soil, but
never so good as that obtained by ploughing. Thus it can be considered a
middle course between ploughing and no tilling. As ploughing it superficially
disturbs the soil and thus bring about a direct physical eradication of many
fungal inoculums, but, like no tillage, it leaves most crop residues, which are the
major infection sources, in the first cm of soil, where the crop seed will be
placed. From the literature it seems that minimum tillage favours the fusariosis
and R. herpotrichoides infections (Innocenti et al., 2000 a; Innocenti, 2000 b).
Instead its effects on G. graminis are still uncertain (Yarham et al., 1981).
However, high disease damages have been reported in the instances of heavy
infestations of this fungus on minimum tilled plots (Innocenti, 1992). Minimum
tillage can affect soil mycopathogens also indirectly. For example a repeated
minimum soil disturbance over the years usually lowers soil pH and this
acidification, in the long term, should reduce the pathogenic activity of some
fungi, such as the same G. graminis (Triberti et al., 2000).

Crop rotation effects on wheat root and crown
disease

Since the Roman times, and even before, the crop rotation has always
been considered an important mean to prevent the soil fertility loss that is
frequently observed when a same crop is repeated on a field. Today the
monosucession of some crops (e.g. maize, rice, cotton, etc.) is widespread in
some countries with a highly specialized and mechanized agriculture, but it is
more often criticized. The monosuccession cannot be included in a sustainable
agriculture (particularly in organic farming) mainly because it greatly relies upon
an effective chemical control against pathogens and weeds. The crop
succession beneficial effects on the agro-system, however, are highly variable
according to the adopted rotational design and to the chosen crops. From this

point of view a rough classification divides crops into these groups:
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Improving crops (e.g. leguminous leys) that improve the soil structure and the

nutrient (mainly N) availability.
Impoverishing crops (e.g. winter cereals, sorghums, colza, etc.) that leave the

soil after being harvested in worse condition than before their sowing.
Preparatory (or renewal) crops (e.g. sugarbeet, sunflower or peas) that improve

soil structure for the intensive tillage practices they need. Set aside
(fallow) can be included among them because it can contribute to a
better water and nutrient availability to the subsequent crops and to a
drastic reduction of the weed seedbank in the soil, particularly when it is
covered with Leguminous plants to be buried under (N enrichment) or
when it is well managed with the aid of chemical or cultural means (weed

suppression) (Giardini, 1982).

The effects of crop successions on the mycopathies are extremely
variables. The first factor is whether the alternating crops consist of plants that
are hosts, not-hosts or alternative-host of a single pathogen. In the latter
instance the crop can be or not damaged by the pathogen. If the crop is not
particularly injured, its presence can even augment the inoculum content in the
soil, thus resulting in heavier infections in the subsequent cultivation. This
represents a so-called “bridge crop”. Oat is an example of this phenomenon.
Without revealing any fusariosis symptoms it caused a greater infection on the
successive wheat crop in many researches in different parts of the World
(Innocenti et al., 2000 a; Cook, 1981; Corazza et al., 1993 b). Maize resulted a
bridge crop for G. graminis and R. cerealis (Colbach et al. 1997). The same
authors (Colbach et al., 1995) found that an alfalfa ley of three years has a
bridge effect for R. herpotrichoides, not because the fungus directly infects
leguminous plants but because the ley is frequently infested by Lolium spp.,
which are particularly susceptible to its disease (Ponchet, 1959 and Maenhout,
1975). Even barley, which is usually tolerant to G. graminis resulted in heavier
pathogen damages on the subsequent wheat (Innocenti et al. 2000 a,
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Proceedings of the First International Workshop on Take-all of Cereals, 1983, in
Ecology and Management, 1985). The more a not-host crop is grown in a field
less pathogen agents in the soil can be found. The pathogen decline, that can
be more or less rapid, depends on a reduction in the soil of its required specific
nutrients, or on the selection of alternative microflora that competitively invades
all the pathogen living space. This particularly happens for those species that
are highly host specific and have a reduced capacity of saprophytic life. For
example, G. graminis and R. herpotrichoides infestations in wheat are
drastically controlled even by one year’s break of winter cereal monosuccession
with a not-host crop (Innocenti et al., 2000 a; Colbach et al., 1995; Wiese,
1987). These rotational benefits are less evident against polyphagous fungi
(e.g. Fusarium spp. and, particularly, Rhizoctonia spp.). Indeed, as already
mentioned, many Fusarium spp. can infect a wide range of plants and even with
no host they can survive in the soil at least for a couple of years as dormant
chlamydospores. This phenomenon partially explains why alternating wheat
with other crops in biennial rotations couldn’t significantly reduce the gravity of
this fungus (Innocenti et al., 2000 a). Even scarcer resulted the rotation effect
on R. cerealis spreading. Indeed the fungus is endowed with a high capacity of
saprophytic survival. Moreover, it can actively live on many other wild Poaceae,
on which it encounters a slight competition from other specific pathogens, like
R. herpotrichoides (Colbach et al., 1997). In Australia the precession of not-host
crops to wheat even worsened the infections of R. solani on the cereal (Anon,
1994).

The influence of fallow on the pathogens of the subsequent wheat is
actively studied today because of the contributions that UE gives for this kind of
set aside. However, up to now its effects on mycopathologies is not yet well
defined. It appears highly variable according to many factors; mainly as a
function of the edaphic conditions and of the type and amount of plant cover
during set aside. The benefits against soil borne diseases could come from the
development of a stable antagonistic microflora and the drawbacks from the
occurrence of bridge phenomena due to the presence of certain wild plants.
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Notwithstanding that wheat monosuccession has always been
considered a highly negative practice for several soil borne phytopathogen
organisms, in some instances it was shown that it can confer the soil a
repression potential against some parasites. The phenomenon, which has been
discovered for G. graminis wheat infestations, was named TAD (Gerlagh,
1968).

TAD (Take All Decline)

TAD is a classical example of how an agronomic practice can enhance
the soil repression against a fungus. It was a well-known phenomenon in
England and the USA since the 30’s years, but it had been scientifically proved
only at the end of the 60’s. It consists of a drastic decline in the G. graminis
infections after 3-4 years of continuous wheat growing. The repression agents
are purely biological. Indeed this capacity is temperature sensitive (it disappears
with high moisture and at temperatures above 55-60°C) (Grelagh, 1968;
Shipton et al., 1973), it can be transferred form one soil to another and it can
proliferate (Baker et al., 1982). Which is the causal agent of this repression is
still uncertain. Very important seem the fluorescent Pseudomonas bacteria that
grow together with G. graminis (Sarniguet et al., 1993). American and English
researches confirmed that these bacteria, besides being highly competitive in
the rhizosphere, synthesize specific antibiotics against the fungus (Thomashow
et al., 1988; Raaijmakers et al., 1997 and 1998). Other studies identified other
probable repression agents, such as Trichoderma spp. (Simon et al., 1988) or
fungi acting through antagonistic mechanisms (Andrade et al., 1994). Instead,
some authors have hypothesized a genetic variation inside the pathogenic
population toward less virulent forms (Asher, 1980; Cunningam, 1975) or the
selection of less damaging species, like Phialopora spp. and Ggg, that are
correlated with G. graminis and competitive with it at the infection site level
(Asher, 1981). All these results, which were obtained in various parts of the
World, imply that TAD should be a ubiquitous phenomenon, but with variable
intensity in the different sites.
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The time distribution of TAD varies as well. Some English research
showed that the repression takes place only during the pathogenic phase of the
fungus, particularly on the secondary infections (Cook et al., 1986). On the
contrary, in Australia Simon et al. (1989) revealed a repressive action also
during the saprophytic stage.

What is confirmed in most of the literature is that TAD can be annulled by
just one year of interruption of the monosuccession. This is frequently explained
with the disturbance that this break causes on the TAD antagonistic microflora
in the soil. This was clearly demonstrated when the break of monosuccession
was made with not-host crops, but it is still to be verified in the instance of an
alternation with susceptible cereals, for example in a rotation barley-wheat.
Cook (2000) and Hornby (1995) have discordant views. The first author claims
that barley growing can maintain the soil repressive capacity, while the second
thinks that TAD will be drastically reduced due to rapid selections inside the two
pathogens populations, that, in a long term, could develop distinct antagonistic
microflorae (Ward et al., 1992; Bateman et al., 1997).

TAD cannot be stable over many years, even after a prolonged wheat
monosuccession. Indeed sudden burst of disease were detected even after
many years of TAD, particularly with climatic conditions unfavourable either to
the microflora linked to TAD or to the same G. graminis. As a paradox, a low
intensity of the disease doesn’t encourage the antagonistic microflora and
causes a slower decline in the following years (Hornby, 1988). This fact,
together with the high yield losses in the first years of continuous wheat and
with the probable increment of other wheat phytopathogens, advise against the
wheat monosuccession, particularly in the Italian conditions, where Fusarium

spp. are the prevalent causal agent of the root and crown disease.

Interactions between tilage and rotations on root and
crown disease of wheat

The knowledge of the interactions on wheat soil-borne diseases between

the two agronomic practices is still scarce. However it must have significant

45



effects. Indeed, tillage influences the position of crop residue in the soil profile.
The previous crop residues have a paramount importance in determining the
possibility and seriousness of primary infections, which are linked to their origin
and type, that is to their ability to host the pathogen during the intercropping
period. Schematically, and in theory, a great concentration at the soil surface of
host-residues should bring high infestations, whilst the agronomic practices that
cause a presence on the soil of not-host residues should be advantageous in
favouring a potentially antagonistic microflora. Colbach et al. (1995) verified this
hypothesis, at least regarding R. herpotrichoides, in an experiment where
various biennial rotations (host/host, host/not-host and host/bridge crops) where
compared with or without ploughing. No tillage gave the highest infections in the
succession host/host or host/bridge, while the opposite happened with the
host/not-host succession. In this latter instance ploughing, by turning sod,
brought again at the soil surface the infected residues of the host crop grown
two years before. The plant debris still showed an infective ability after two
years due to the content of inoculum that had survived in the deep layers of the
soil. On the contrary, no tillage favoured the not-host crop residue presence at
the soil surface, thus an antagonistic microflora that can limit the pathogen
development. Other experiments showed that the increment of root and crown
disease, which is usually brought about by minimum tillage, is less marked
when wheat alternates with renovation crops than in cereal succession
(Innocenti et al., 2000 b).

Fusarium Head Blight (FHB) of small grains

The Fusarium head blight of small grains (a.k.a. ear scab or ear blight),
that infects wheat and other cereals, is an important disease in many parts of
the World, especially where humid or moist conditions prevail in the period from
ear emergence (10.1 Feekes scale) to kernel maturity (11.4 Feekes scale).
Poland, the Netherlands, United Kingdom, Russia and Austria are countries
where ear scab most frequently occurs. There it can reach high intensities.
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During 1979-85 its frequency in Nederland fields was about 67%, with 2%
severity on infected spikelets. Therefore this pathology can cause important
production losses : for example, it halved the yield of Chinese and Japanese
wheat in certain year. Not only ear scab can drastically reduce grain yields; the
mycotoxins that can be produced by fusari can contaminate grain and are now
regarded as a major problem in the diet of both animal and humans.

Table d. Fusarium spp. isolated and identified as causal agents of FHB (Wang 1988)

F. graminearum Schwabe

F. culmorum (W.G. Smith) Sacc.

F. campoceras W&R

F. moniliforme Sheld var. subglutinans (W&R) Nelson, Tousson &Marasas
F. longipes W &R

F. equiseti (Corda) Sacc.

F. compactum Gordon

F. sambucinum Fuckel (W&R) W&R

F. graminum Corda (W&R)

F. avenaceum (Fr.) Sacc.

F. tricinctum Corda W&R

F. acuminatum Ell et Ev.

F. nivale (Fr.) Ces

F. sporotrichoides Sherb

F. chlamydosporum (W&R)

F. semitectum Berk &Rav.

F. oxysporum (Schlecht.) Snyd & Hans.
F. solani (Mart.) Appel & Wollenw
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Photo 5. FHB symptoms — Above: red margins on the wheat spikelets - Below:
infected kernels, on the left, are compared to healthy ones (right).

The fungus Fusarium graminearum was more frequently found as the ear
blight causal agent. Some investigations in the Netherlands and other areas of
Central Europe, however, have detected similar virulence levels (from severe to
acute) also for F. culmorum and M. nivale, while F. avenaceum was reported as

mildly to moderately virulent. In several other studies on FHB as many as 18
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Fusarium spp. were isolated and identified (table e). In particular, on wheat
infected ears Wang (1988) isolated the following Fusarium spp. (in order of
frequency): 98% Fusarium graminearum, 8,2% F. poae, 2,4% F. acuminatum,
1,8% F. moniliforme var. subglutinans, 1,6% F. equiseti, and 0,1% F. culmorum,
F. avenaceum and M. nivale, cumulatively.

F. graminearum is teleomorph of Giberella zeae (Schw.) and produces
perithecia also in the field. On wheat it grows on the glumes, protruding from
them. Under favourable circumstances it releases ascospores, which constitute
the initial inoculum source for head scab. The intercrop survival of F.
graminearum is allowed by mycelia or immature perithecia remaining on
infected spikelets and grain left on the soil surface at harvest. Thus cultural
practices play an important role in its survival. If crop residues are ploughed
under, perithecia mainly die and the primary inoculum source drastically
decreases. High moisture and warm weather are the main climatic factors
favouring the inoculum production The required temperature for macroconidia
formation are 16-36 °C, with an optimum at 32 °C. Rain and wind are the main
means of inoculum dispersal. Besides wheat, barley, oats, rye, maize, alfalfa,
and triticale represent the commoner hosts of F. graminearum. Some wild
grasses are either secondary hosts or saprophytic substrata. The infection site
of F. graminearum is the wheat spike, where it invades all the floral organs. This
affects both wheat pollination and grain filling. Macroconidia or ascospores
represent the principal inoculum that is dispersed by wind. Infected spikelets
quickly fade losing chlorophyll. Later they turn pink or peach colour, especially
at the base and at the glumes margins. If wet weather continues, disease
spikelets are invaded by saprophytic fungi and turn dark or black. For this
reason, scab is sometimes mistakenly called “head smut”.

Primary inoculum comes from infected plant debris on which the fungus
overwinters as saprophytic mycelium. In spring, warm and humid weather
favours the growth and maturation of conidia and perithecia that produce
ascospores simultaneously to wheat flowering. The contact of spores with spike
tissues soon starts the infection process. Thus wheat head are most infected
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during anthesis (Sutton, 1982). The fungus spread in wheat from floret to floret
inside a spikelets and the movement from a spikelet to another occur through
the rachis and rachilla vascular bundles (Ribichich et al., 2000). Under wet
condition mycelia can spread over the external surface of the glumes (Bushnell
et al., 2003). The fungus has a brief biotrophic relationship with its host before
switching to the necrotrophic phase. This stage is associated with enhanced
fungus colonization. Eventually, plant death leads to a complete colonization of
the host substrate. Asymptomatic F. graminearum can be found in various
grass hosts (Farr et al., 1989; Inch and Gilbert, 2003) or colonizing different
plant organs, such as corn stalks (Bushnell et al., 2003).

Fusarium is one of the most prolific mycotoxins-producing genera,
especially on such cereals as maize, wheat, rice and sorghum. It is also one of
the most dangerous pathogen because the many produced toxins have diverse
metabolism origin and mode of action on human and animal health. (D’'Mello et
al., 1999)

Agronomic practices and soil biodiversity

The soil biotic community consists of several trophic levels, starting from
that of bacteria and fungi, mainly decomposers, through that of primary
producers up to the primary and secondary consumers, which are composed by
micro-, meso- and mega fauna. The knowledge of the interactions between all
trophic levels is still fragmental and obscure, considering the great complexity of
trophic nets in the soil. The confusion is increased by the great variability of the
soil habitat, by a frequent overlapping of ecological niches, and by the
interactions (predation, neutralism, symbiosis, etc.) between many taxonomical
groups that vary during a same life cycle (Wardle, 1995). The high number of
soil microrganisms that hasn’t yet been identified testifies the richness of the
soil biotic component. Up to now it is estimated that only the 1% of bacteria, the
3% of nematodes and the 5-10% of fungi living in the soil have been recognized
(Wardle, 1995; Viaud et al., 2000).
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Many authors claim the existence of a positive correlation between
biodiversity and ecosystem productivity (Adams et al. 1989, Connell et al.
1964). Although a straight relation is partially criticized (Connell, 1978;
Colinvoux, 1995), some researchers try to transfer this model to the soil system.
A wide biodiversity enhances the ecosystem capacity to rapidly regain the
equilibrium after a perturbation (resilience) (Pankhust, 1997). In the soil a high
resilience could be favourable because it could sustain a microbial population
rich in antagonists of different plant pathogens (the so-called “soil repression
ability”) (Caporali 1993; Pankhurst, 1997; Sivapalan et al. 1993; Altieri, 1991).

Many scientists studied the impact of different agronomic practices on
soil population stability and on soil system functioning. For example,
Wasilewska (1979) showed that the diversity of nematode population in the soil
is reduced in tilled land when compared to permanent leys. Other studies on
fruit trees (Houston et al., 1998 a and b) grown with or without chemicals didn’t
show any difference in the fungi number, though the abundance of single
species markedly differed. Ploughing destroys some microhabitats and creates
completely different ones. Thus many researches on soil biodiversity focused
on this agronomic practice. As a theory, no tilled cropped soil should be the
most similar to natural systems (House, 1984). This kind of agroecosystems
should have the highest grade of diversity and buffering ability (Altieri, 1991).
This relationship has been confirmed in many papers on macro and meso fauna
(Andrén et al., 1983; Yeates et al., 1990, Bertolani et al. 1989), in which
ploughing often reduced the biodiversity and the functional groups. However,
some contradictory results were obtained (Sabatini et al., 1997; Hendrix et al.,
1986), showing that the correspondence minimum impact - maximum diversity
is not so straight. Less, and even more contradicting, have been the results
regarding the ploughing impact on microflora diversity (Wache et al., 1979).
Some authors reported a marked increase of the microbial content in minimum
tilled soil, particularly in the shallower layers, and linked it to the positive effect
of the reduced disturbance on the soil organic matter (Triberti et al., 2000,
Saffigna et al., 1989; Angers et al., 1992; Wardle, 1992). On the contrary,
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Wardle (1995) claims that the ploughing influence on fungi communities is only
slight. These contradictions can be partially explained by the insufficient
taxonomic resolution of the conventional isolation techniques, that doesn’t allow
a precise evaluation of biodiversity in the soil. Moreover, the soil decomposers
can be endowed with a superior stability than most of the trophic nets in other
ecosystems. But many other biotic and abiotic factors can explain the wide
variability of the obtained results. For example, a reduced tillage can cause a
different root growth according to the soil type and conditions. In heaviest soils
this practice should cause a less extended root system. This could significantly
reduce the microflora linked to the rhizosphere, which is considered the major
component of soil ecosystem (Wardle, 1995).

The rotation effects on soil biological diversity were analyzed mainly
regarding the quantitative variations of single species (Bateman et al., 1999).
It's a common opinion that a greater diversity of cropped species widens the soil
biotic diversity (Letourneau, 1987). Zelles et al. (1995) confirmed this
phenomenon for the bacterial community. The fallow should have the same
positive effect, thanks to the diverse microrganisms that are promoted by the
wild vegetation covering the uncropped field (Hornby, 1988). As previously
mentioned, Wardle (1995) thinks that our little knowledge of soil biotic diversity
is mainly due to uncertainty of organism individuation and ineffectiveness of
conventional isolation methods. Indeed, the major Ilimit of conventional
techniques is the hard detection of microrganisms that cannot grow on the
commoner substrata. Many authors have tried to analyze the biological diversity
with alternative, modern techniques, such as the analysis of the fat acid profile
(Zelles et al., 1995) or the soil DNA extraction (Viaud et al., 2000). However,
besides being extremely expensive, these methods are unsuitable to handle a
large number of samples and seldom give quantitative results (Pankhurst,
1997). The DNA analysis, moreover, up to now can be only approximate, due to
the still scarce number of organisms, mainly fungi, that have been sequenced

and whose traces are stored in available databases (Viaud et al., 2000).

52



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Research aims

The main purpose of the research was to find out how to improve the
production of Italian durum wheat from both a quantitative and qualitative point
of view by adequately modifying some agronomic practices. With so many
people still starving to death in the World the necessity of increasing such a
basic staple as wheat is out of doubt. In Italy Triticum durum production is even
more important because we are net importers of this commodity, mainly used
for pasta that is exported all over the World. But an optimal grain quality is
required, both on the side of the industrial performance (one of the prerequisite
is a heavy, kernel, full of starch and proteins) and from the human health point
of view. Today this latter aspect is becoming increasingly important. In the
developed countries the consumers are well aware of the risks of food
contamination and pretend strict controls on commercialized foodstuffs. In the
last few years the problem of mycotoxins in cereal grains has burst out. By now
these substances were confirmed to be very noxious to humans and animals
and were frequently found also in the Italian durum wheat production. The
control of the fungi that produce mycotoxins should be the first step to bring the
risks of grain contamination below the extremely low levels that the recent
European rules impose. But in a prospect of a sustainable agriculture (and even
more in organic farming) the control of parasitic organisms without chemicals
appears very difficult. Therefore it would be interesting to know if it is possible to
reduce the spreading of the causal agents of the major wheat diseases
adopting adequate agronomic strategies. First of all, however, the life and
infective capacity of the pathogens must be well known. Fortunately most of the
parasites of wheat have already been thoroughly studied. The take-all, eyespot,
etc. at the base of the culm and the fusariosis ear blight on the ears are well
known diseases and much is known about the biology and ecophysiology of

their agents. A great part of the life cycle of the pathogens is spent in the soil,
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particularly on plant debris. Thus to control wheat infections the management of
crop residue must certainly considered. For this reason we thought important to
study the interaction between the preceding crop and soil tillage on the major
fungi of wheat. The study was conducted on a long-term experiment, where
different crop rotations and soil tilage are being compared for many years..
Thus it is probable that in the soil of the different plots the biotic phase has
reached a steady condition, in equilibrium with the repeated treatments. Indeed,
because of the high resilience, the fungi population in the soil presumably
changes slowly and the effects of an ecological perturbation (such as wheat
monosuccession or minimum tillage) can become manifest only after a long
time. For four years we observed many aspects of the fungal compartment of
the long-term trial with the scope of understanding how the soil pathogen
population infects wheat plants and what can be the consequences of the
diseases on the grain yield quality and quantity. We also could study the
influence on wheat soil-borne pathogens of the crop residue management,
based on the interaction between crop precession and tillage sequences. In the
research the microflora composition in the soil was assessed with recent,
innovative techniques that much helped in the identification of fungi that is so
difficult by conventional means. Finally we wanted to investigate the possible
contamination of wheat grain by the most troublesome mycotoxins. Our intent
was to verify the existence of a relation between the ear fusari disease, which is
so easy to visualize in the field, and the risk of kernel poisoning. The results of
our efforts should help the growers to choose a successful and economically
sound agronomic strategy against the wheat diseases so that, with no risk of
polluting the environment with pesticides, he can produce more wheat of good

quality and absolutely safe from the human health.
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Materials and methods

Field experiment

Description of the long-term experiment

All soil and plant samples that were used in this research had been
collected from a long-term field experiment that started in 1985 and is still going
on at the experimental and didactic farm of Bologna University, located near
Ozzano del’Emilia (Bologna), at the foot of the hills in the southeast Po Valley
(Italy). In the experiment several crop successions, all including wheat, are
compared under three tillage regimes consisting of sequences of conventional
ploughing or minimum tillage for seedbed preparation. The treatments and
some environmental characteristics of the site are reported in figure a and are
more detailed described in Toderi et al. (2000). The rotation sub-plots are 48 m?
of area each. The following cv. are used: ‘Creso’ variety of durum wheat;
‘Valeria’ hybrid of maize; ‘Taxus’ hybrid of sorghum and ‘lppolita’ hybrid of
sugarbeet. The experiment is not irrigated and all agronomic practices other
than the compared ones are conducted according to what is normal in the zone.
Wheat is seeded around mid October and harvested at the end of June. At
seeding it receives a fertilization of 80 kg P,Os ha™ with no K. 180 kg N ha™ are
supplied in two fractions: 2/3 at the mid tillering stage (3 Feekes’ scale, usually
in the first days of March), and the rest at the beginning of stem elongation (4
Feekes’ scale, in mid April). Weeds are controlled with post emergence
herbicide mixtures including grass killers. No fungicide or insecticide treatment
is carried out.

For this research we observed the plots reported in table a for 4 years
(from 2003 to 2006) in order to study on wheat the interaction between the
previous crop and the tillage sequence. The long time elapsed from the

55



beginning of the experiment (18 vyears) allows to suppose that
assessment years a steady equilibrium was already reached

agroecosystem, after a probable transition phase.

Figure a. Schema of the long-time trial on crop rotation x tillage sequence in Ozzano Emilia (BO)

in the
in the

01 015 Acso B Department of Agro-environmental Science and Technology
Alma Mater University of Bologna Via Fanin 44, 40127 Bologna (ltaly)

Prof. Gudio Baldom

Prova 31
Compared treatments  Crop rotation x Soil tillage Start of the trial 1985
End of the trial -
Location Ozzano del’Emilia (BO) Crop rotation (arable) Variable
i Long. 11°29°E Lat. 44°25°'N Elevation m a.s.l. 190,0
Climate
Mean air temperature °C 14 Precipitation mm/year 750
Soil
FAO Classification Fine mixed mesic udertic Clay <2 ym (%) 37
. i _ 0
Soil texture (USDA . o oo Silt 2-200 pm (%) 29
Soil survey Manual) Sand >200 pm (%) 34

pHinwater 77  C content (%) 0,67 Avg. bulk density 1,83 g/em’
Experimental design  Split plot with 3 replicates

Crop assessments  Crop density, plant height, crop yield and production quality
Biological assess.  Weed density, Plant pathologies symptoms
Soil assessments Soil density, porosity, pH, OM, N & P content

Compared treatments

CROP ROTATION
A) Winter cereal monosuccessions: Winter wheat, Barley, Triticale
B) Wheat alternated with winter crops:
W.-Barley, W.-Triticale, W.-Oat, W.-Faba bean (one W.-Peas)
C) Wheat alternated with winter crop:
W.-Maize, W.-Sorghum, W.-Soybean, W.-Sunflower, W.-Sugarbeet
D) Wheat-Setaside
E) 4-year rotation: Wheat-Sugarbeet-Sunflower-Barley
SOIL TILLAGE
a) 50 cm ploughing alternated with 25 em ploughing (50/25)
b) 25 cm ploughing every year (25/25)
¢) Minimum tillage
In rotations with only winter crops:
¢1) Harrow + 50 cm ripper alternated with harrow (50/MT)
In rotations with winter + summer crops
c2) 25 cm plough for summer crops alternated with harrow for wheat (25/MT)

Contact Prof. Guido Baldoni Tel +39 0512096664 Fax +39 051 2096241 E-mail guidobaldoni@tin.it
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Table a. Treatments of the long-term experiment that were taken into consideration.

Rotations Year 2003 Year 2004

Wheat/ P25/ P25/ P50/ P25/ P25/ P50/
Wheat MT P25 P25 MT P25 MT
Maize/ P25/ P25/ P50/ P25/ P25/ P50/
Wheat MT P25 P25 MT P25 MT
Sorgum/ P25/ P25/ P50/ P25/ P25/ P50/
Wheat MT P25 P25 MT P25 MT
Sugarbeet/ P25/ P25/ P50 / P25/ P25/ P50 /
Wheat MT P25 P25 MT P25 MT
Rotations Year 2005 Year 2006

Wheat/ P25/ P25/ P50/ Ar25/ P25/ P50/
Wheat MT P25 MT MT P25 MT
Sorgum/ P25/ P25/ P50/ P25/ P25/ P50/
Wheat MT P25 MT MT P25 MT
Sugarbeet/ P25/ P25/ P50/ P25/ P25/ P50/
Wheat MT P25 MT MT P25 MT
4-year rotation P25/ P25/ P50 / P25/ P25/ P50 /
Sb/W/So/W MT P25 MT MT P25 MT

Tillage sequences: P25/P25 = ploughing to 25 cm depth every year; P25/MT = ploughing to 25 cm
alternated with minimum tillage; P50/P25 = ploughing to 50 cm alternated with ploughing to 25 cm;
P50/MT = ploughing to 50 cm alternated with minimum tillage

Photo a. View of the 25/25 ¢cm ploughed wheat main plot in spring 2004
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Figure B. Precipitation, average daily temperature and relative humidity in decades of 2004-05 and 2005-

06 wheat cycles
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In 2002 autumn-winter period was particularly rainy and wet. Winter and
early spring 2003 were cold and dry. During wheat stem elongation it copiously
rained and humidity remained high. Since anthesis to harvest rainfalls was
scarce and days very hot. The autumn of the following year was very wet and
rainy so that wheat roots suffered from asphyxia, tillering was scarce and the
conditions were favourable to fungi development. During 2004 spring the
rainfalls were more evenly distributed than the previous year, but temperatures
kept cool (stem elongation and flowering were delayed) and humidity quite high
also during the last maturity stages. In 2004/05 a mild and wet autumn-winter
promoted wheat tillering. The elongation phase started early and the kernel
maturation proceeded slowly, thanks to temperatures and moisture that
remained optimal through harvest. The winter of the following year (2005/06)
was very cold. In spring a long drought (from January to mid April) caused
severe water stress to wheat, enhanced by an early and prolonged hot spell
(from March to June). The hot and dry May induced early wheat maturation, and
precluded a satisfactory translocation of elaborates into the kernels.

Assessments

During the 4 years the phenology and healthiness of wheat was
constantly observed on the chosen plots and many parameters were measured.
Schematically, they interested the soil, with core samplings, and the crop yield.
Wheat grain was harvested using an experimental combine; its humidity and
specific weight were measured. Regarding wheat pathologies, we assessed
the incidence and severity of Fusarium blight on the spike after wheat flowering,
with a visual diagnosis. At the end of the milky maturity stage we performed a
visual diagnosis of the root and crown diseases, with a measurement of the
damage degree. At the same time we made a collection of diseased plants to
isolate pathogens in the laboratory. Samples of grain coming from the collected
plants were taken to identify the causal agents. This was done in the DISTA
laboratory, on the flour obtained by grinding the sampled kernels. In the same
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laboratory the mycotoxin contamination was measured on the flour coming from
the grain harvested in each plot. The structure of microflora population in the
soil samples was analyzed in a Wageningen (NL) laboratory.

Evaluation of wheat root and crown disease

The determination took place at the wheat milky-dough maturation stage
(11.1 — 11.2 Feekes’ scale). From each plot 100 fertile plants were collected
taking one individual each meter along two lines running parallel to the plot
length. Plants and roots were freed of soil; their culm base was freed by
removing all the leaf sheaths and was put into paper bags. The bags were kept
into a cold chamber at 5-8°C until the assessment date, for a period never
longer than 1 week. On each culm we visually determined the occurrence and
the severity of the disease affecting the root and the first three internodes.
When possible, the causal agent was identified on the basis of diagnostic
symptoms. The visually recognized pathogens were: Fusarium spp. and B.
sorokiniana (that were considered a unique group due to the difficulty in their
visual differentiation), G. graminis, Rhizoctonia spp. and R. herpotrichoides.
When there were more symptoms on a same culm only the most important was
recorded. Each disease was evaluated by the following scale, based on the
percentage of diseased area (Ledingham, 1981): 0 = No symptoms; 1 = slight
infection (1-25% of infected surface), 2 = moderate infection (25-75%), 3 =
serious infection (75-100%). A damage degree (i) of each pathogen was
calculated for every plot, according to the following formula (Towsend-
Heubergher, 1943):
Damage degree (i %) =( Z nyvi/N)x 100/ M

where: i = Class index
n;= Number of culms in each class
vi = Numeric values of the class
N = Total number of samples
M = Numeric value of the highest class
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To better identify the pathogens, particularly to recognize the various
Fusarium spp., simultaneously with the visual diagnosis we performed a
conventional isolation by standard laboratory methods on 120 samples taken
from each plot. We started with a superficial disinfection of the samples, on the
hypothesis that so we could select only the fungi living in the parenchyma or the
vascular bundles of the culm or in the cortex and central cylinder of the root
(Muller et al., 2000). The culm were cut at the 3™ internode and washed in tap
water for at least 10 min. Then they were sterilized with 15% solution sodium
hypochlorite for 2 min, rinsed three times with bi-distilled water and placed on
blotting paper to dry off under sterile hood. Later the dried tissues were placed
in 9 cm-diameter Petri dishes with agar and water at 14 g/lI concentration added
with the following antibiotics and growth inhibitors (Covarelli and Santori, 2000):
160 mg/l of Streptomycin sulphate, 60 mg/l of Tetracyclin, and 6 mg/l of
dichloronitroaniline. The plates were incubated at 20-24°C for 4-5 days. From
the grown colonies we took mycelium that was transferred to Petri dishes with
25 g/l of PDA (Potato Destrose Agar, Difco) for pure culture isolation. To
stimulate the spore production of organisms that do not sporulate on PDA, like
most Fusarium spp., we transferred the colonies on Sucrose Nutrient Agar
(SNA) (Nirenberg, 1980) (table B) and exposed them to Near Ultraviolet light
(NUV) at a constant temperature of 17°C.

Table B. SNA (Sucrose Nutrient Agar) substratum composition

Concentration Constituent

1.0 4l KH2PO4

1.0 4l NaOH

0.5 dl MgSOq4

05 gl NaCl

02 gl Glucose

02 gl Saccharose
150 gl Agar — Agar
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We identified the genus or species of fungi on the basis of the visual
observation of the micro and macro morphologic features of the mycelium and
reproductive structures, according to the identification keys proposed by Von
Arx (1970), Domsh et al. (1993), Nelson et al. (1983) and Nirenberg (1980).

Analysis of the fungi community in the soill

At the end of 2006 May in the second block of the field experiment we
collected soil samples to investigate the soil microflora.

Sampling procedure

From each sub-plot 3 soil samples were taken to 15 cm depth with a 3
cm diameter soil corer. They were collected along a diagonal at 1 m distance
each other and from the plot border. The samples of each plot were bulked
together, ground and sieved through a 1 cm mesh. They were sealed in plastic
bags and kept at 3°C in the dark. Then they were sent to the Plant Research
International Institute of Wageningen (NL) to investigate the fungi population of

the saoil.

Soil analysis

At the laboratory of the Plant Research International Institute of
Wageningen (NL) the soil samples were analysed by the DGGE (Denaturing
Gradient Gel Electrophoresis) method. This is a recent fingerprinting technique
in which PCR-amplified DNA fragments are separated according to their
sequence information. Double stranded DNA molecules of the same length, but
differing in base-pair sequence can be partially separated as they migrate down
a polyacrylamide gel containing a linearly increasing gradient of denaturants
(Muyzer et al., 1996). Theoretically, each DGGE band corresponds to a single
operational taxonomic unit (OTU), where the total banding pattern is reflective
of a community species richness and diversity (Muyzer et al., 1993).

In Wageningen each soil sample was divided into two sub-samples and
each of them was twice analyzed to reduce the analytic error.
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DNA extraction.

DNA was extracted from 0.5 g of soil as described by Protocol MO.BIO
with Ultraclean Soil DNA isolation Kkit.

PCR amplification

PCR of fungal ITS sequences was performed according to Anderson et
al. (2003). PCR amplification of bacterial 16S rDNA genes was performed
according to Postma et al. (2000). Amplifications were performed in a PTC-100
thermal cycler (Mj Research Inc., Tilburg, NL).

Analysis of PCR products by DGGE

DGGE was performed with the phorU2 system (Ingeny, Leiden, NL).
PCR products (15 to 20 ml) were directly applied onto 6% (wt/vol)
polyacrylamide gels in 0.53 TAE buffer (20mM Tris-acetate [pH 7.4], 10 mM
sodium acetate, 0.5 mM di-sodium EDTA) containing a linear denaturing
gradient (in general, the concentration of the denaturant ranged from 35 to
65%). The gradients were formed with 6% (wt/vol) acrylamide stock solutions
that contained no denaturant and 100% denaturant (the 100% denaturant
solution contained 7 M urea and 40% [vol/vol] formamide deionized with
AG501-X8 mixed-bed resin [Bio-Rad, Veenendaal, NL]). The gels were
electrophoresed for 16-18 h at 60°C and 100V. After electrophoresis, the gels
were stained for 30 min with SYBR Gold | nucleic acid gel stain (Molecular
Probes Europe, Leiden, NL) and were photographed under UV light by using a
SYBR Green gel stain photographic filter (Molecular Probes) and a Docugel V

system apparatus (Biozym, Landgraaf, NL).
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Analysis of DGGE gels and statistics

Banding pattern analysis and comparison of gels was processed by
Gelcompar® Il software (version 1.61; Applied Maths, Woluwe, Belgium).
Correspondence of bands between different samples was performed with 1%
dynamic range settings. Experimental data was exported and connected to
band tables containing band positions and relative intensity. The obtained
results underwent a cluster analysis to visualize the similarity between groups of
populations and a RDA discriminant analysis to evaluate the main factors
influencing their composition. The results where shown by a dendrogram of
similarity and by a two axes graph of concentration, respectively.

Evaluation of the Fusarium head blight (FHB) of small
grains

The assessment took place in 2005 and 2006, ten days after wheat
flowering (10.53 Feekes’ scale) approximately, in all plots of the second block.
The disease visual evaluation was performed on 10 ears chosen in ten sites per
plot. The sites were chosen along the perimeter and diagonal of a rectangle
created at a distance of 1 m from the margins of the plot. In each site we
counted the diseased spikes and obtained an incidence value (1% = frequency
of infected ears). Moreover, to every spike we attributed a grade on the basis of
the disease spread. Thus we obtained an indication of the seriousness of the
disease (DS = Degree of Severity, expressed as percentage). The severity
scale was as follow: 0 = no symptoms, 2 = some symptomatic spots; 5 = 2-3
diseased spikelets per spike, 10 = 4-5 diseased spikelets, 25 = diseased a
quarter of the spike, 50 = diseased half spike; 75 = diseased three quarters of
the spike, 90 = healthy only few spikelets, 100 = the whole spike was infected
and completely white. By averaging all recorded data, we obtained single | (%)
and DS (%) for each plot.
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Photo B. Scale of the Fusarium Head Blight severity on wheat ears

Analysis of the Colony Forming Units (CFU) in wheat
flour

At harvest, in 2004 and 2006 a sample of diseased ears were hand
collected from each plot of the second block, air dried for 4-5 days and shelled.
The obtained kernels were grounded with a laboratory mill to get 0.5 mm flour.
Flour samples were kept in plastic bags in a refrigerated chamber at 4°C in the
dark. Their analysis was performed in the laboratory of the Dept. of Agro-
environmental Science and Technologies of Bologna University. Each analysis
was replicated on four 0.5 g sub-samples. Through subsequent dilutions with
distilled water we obtained a 1:20 = flour : water (wt/vol) solution. It was placed
on 9 cm diameter Petri dishes containing 25 g/l of PDA (Difco) agar substratum
and the following antibiotics: 300 mg/l Streptomycin sulphate and 150 g/l

Neomycin. The plates were incubated for 4 days at 22°C and then the grown
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fungi colonies were counted. They were moved to Petri dishes with PDA to
obtain pure cultures and they were thus identified. For the not sporulating fungi
on PDA the same above reported procedure (SNA medium and NUV
exposition) was used. The already mentioned classification keys were used to
identify the fungi.

Determination of mycotoxin content in wheat flour

The flour mycotoxin contamination was assessed all the four years in the
laboratory of the Dept. of Agro-environmental Science and Technologies of
Bologna University. The analysis concerned the plots of the second block, the
same where Fusarium Head Blight had been evaluated. All the harvested grain
in each plot was dried to constant weight in an oven at 60-80°C. It was mixed
once then from it we took 3 sub-samples that were separately ground in <1 mm
flour. The flour coming from each plot was then mixed and bulked in a unique
sample. From it we took 500 g of flour to be analyzed in the laboratory. The

following mycotoxins were searched:

. Aflatoxin B1, B2, G1, G2

. Fuminosin B1 and B2
. Zearalenone (ZEA)
. Deoxinivalenole (DON)

They were analyzed by high purification liquid chromatography (HPLC),
after purification of extracts with the use of columns based on specific mono-
and polyclonal antibodies for single mycotoxins or groups of them. The samples
were extracted and purified using the immuno-affinity column methods that are
reported in Vicam manuals. Mycotoxin quantity was measured by the external
standard method, using calibration curves within a concentration range whose
limits were those of the lItalian regulation on food grains or, if absent, in the
legislations of other countries. For each mycotoxin we had previously fixed the
analytical determination limits, the recovery and the analytical repeatability. The
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first two parameters were obtained by a simultaneous test performed on six sub
units of the sample. The repeatability (r) was calculated, according to the Italian
rules on aflatoxins in food, as:

r = 2.8 x standard deviation
(Gazzetta Ufficiale n. 33, 9 Febbraio 2001).

Staftistical analysis of data

The wheat yield was expressed as areic grain production with 13.0% of
moisture, the grain apparent specific weight in kg hl™'. Each year, separately,
their data were subjected to an analysis of variance (ANOVA SAS® procedure)
considering the split-plot design of the experiment. When the F rate between
variances of a single factor or interaction was significant at P<0.05 the
differences between the means were evaluated by a S.N.K. test at P<0.05 (SNK
SAS® procedure). To test the possible relationships between recorded
parameters we used the linear correlation analysis (Excel data analysis) and
obtained a Pearson’s correlation-r whose significance was evaluated on the
basis of the comparison degrees of freedom. A multiple regression analysis was
used to evaluate the importance of diseases in determining the grain yield. For
this analysis the Excel statistical package was used. The CFU data of single
pathogens were related with the tillage intensity and the wheat precession to
analyze their mutual influence. For this scope an analysis of correspondence
was used (SSA SAS® procedure) on the basis of the relative frequency of fungi
in each plot. For the analysis the previous crops were scored in the following
order: Wheat/W = 1; Sorghum/W = 2; Maize/W =3 and Sugarbeet/W = 4 on the
basis of an assumed decreasing presence of Fusarium spp. inoculum in the
soil. On the same basis, the tillage sequences were ordered as a function of
their increasing soil disturbance. They were graded as follow: 1 = P25/MT; 2 =
P25/P25; 3 = P50/MT; 4 = P50/P25. The results of the concentration analysis
were shown by a 2 axes graphs based on the two major directions of variability
of the studied universe.
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Results and discussion

Yield quantity: Effects of crop succession and soll
tillage on wheat yield

In the field experiment the crop precession and the intensity of soil tillage
significantly influenced the grain yield of durum wheat in all four years (tables 1,
2, 3, and 4).

Table 1. Crop succession and soil tillage effects on grain wheat yield (t ha-' £ standard error of the mean)
in 2003. (Tillage sequences: 25/Mt = 25 cm deep ploughing for preceding crop and minimum tillage for
wheat; 25/25 = repeated ploughing to 25 cm; 50/25 = 50 ¢cm deep ploughing for the previous crop and
ploughing to 25 cm for wheat). The interaction: Successions x Tillage was significant at P<0.01

wheat/wheat sorghum/wheat maize/wheat  beet/wheat :nigaa?]z
25IMt  243+£040 3774025 445012 350033 3.46
2525  385+015  422+021 464038 496026 4.42
50/25 3504021  394+018  456+0.11  4.86+0.14 422
Rﬁ?g:}%” 3.16 C3 3988 455 A 4.44 A 4.03

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test

Table 2. Effects of crop succession and soil tillage sequence on grain wheat yield (t ha™' + standard error
of the mean) in 2004. (Tillage sequences as in table 1). The interaction: Successions x Tillage resulted
significant at P<0.01

wheat/wheat sorghum/wheat maize/wheat  beet/wheat :nigaa?]z

25IMt  049+079  399+028  388+055  4.46+033 321B
2525 369020  3.81+0,61 456034 421027 407 A
50Mt  313+052  455:019  387+035  431:045 3.97 A
Rﬁ?g:}%” 2.44 B 412 A 411A 433A 3.75

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test
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Table 3. Effects of crop succession and soil tillage sequence on grain wheat yield (t ha™' + standard error
of the mean) in 2005. (Tillage sequences as in table 1). The interaction: Successions x Tillage resulted
significant at P<0.05

wheat/'wheat  sorghum/wheat  beet/wheat* beet/wheat Egaaaz
25/Mt 0.56 +£0.53 5.71+0.41 5.35 £0.63 513 +£0.61 419
25/25 3.03+£0.19 558 +£0.70 477 +0.30 5.68 £ 0.35 477
o50/Mt 2.95+0.51 496+0.18 5.55+0.24 5.25+0.51 4.68
Rrggi]%” 2.18 B 5.42 A 5.22 A 5.35 A 455

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test
* Inserted in a 4-year course rotation: sugarbeet/wheat/sorghum/wheat

Table 4. Effects of crop succession and soil tillage sequence on grain wheat yield (t ha™' + standard error
of the means) in 2006. (Tillage sequences as in table 1). The interaction: Successions x Tillage resulted
significant at P<0.05.

wheat/wheat  sorghum/wheat sorghum/wheat*  beet/wheat 222%2
25/Mt 118 +0.15 3.56 +0.36 3.88 +0.58 3.70 + 0.4 3.08B
25/25 3.33+0.12 4.05 +0.67 3.85+0.06 2.82+0.27 3518
50/Mt  2.96+0.70 5.00 +0.16 444 +0.16 3.76 + 0.49 404 A

Rrggg‘ 2.49 BS 420 A 4.06 A 343 A 3.54

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test
* Inserted in a 4-year course rotation: sugarbeet/wheat/sorghum/wheat

On average, continuous wheat produced less than the crops following
maize, sorghum, or sugarbeet. Moreover, minimum tillage for wheat generally
gave lowest yields than ploughing to 25 cm depth. Tillage that was performed
for the preceding crops showed only a little influence on grain yield, with the
exception of 2006. However, because the interaction of crop succession with
tillage was frequently significant and the variability among years was high, the
effects of both factors on wheat production will be examined more in details.
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Continuous wheat (W/W)

In wheat monosuccession minimum tillage gave always significantly
lower yields than ploughing. The influence of depth of the ploughing that had
been carried out for the preceding crop was slight. From this standpoint the
straw burial appears important to mitigate the soil drop in fertility that is common

in continuous wheat.

Maize-Wheat succession (M/W)

Wheat yields after maize generally showed slight but constant responses
to tillage sequences in both years. The best results were always obtained with
ploughing repetition to 25-cm depth. The other sequences gave lower yields,
similar between them, but with a tendency of worst results given by minimum
tillage to wheat. This response can be attributable to the benefits of turning the
soil sod each year respectively to reducing the tillage intensity for wheat.

Sorghum-Wheat succession (So/W)

With the sorghum precession wheat yield showed significantly different
responses to tillage in the four years, probably because sorghum emergence
needs a good soil structure and this depends on the interaction between tillage
and climate conditions. In 2003 the highest grain productions were recorded
with 25-25 cm ploughings and the lowest with minimum tillage (the same
pattern that was observed in continuous wheat). In 2004 and 2006 the best
yields were given by the most intense tillage (deepest ploughing for sorghum),
probably for the better incorporation in the soil of the residues of both crops
facilitating wheat seedbed preparation that was particularly difficult in the wet
autumn. On the contrary, in 2005 wheat yielded most with the shallowest tillage
sequence, probably because of the drier autumn that implied a reduced wheat

requirement for a good soil structure.
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Sugarbeet-Wheat succession (Su/W)

In two years out of four (2003-2005), wheat yield was higher when 25 cm
ploughing for wheat had followed 25 ploughing for sugarbeet. They were the
years with the driest autumns. Thus it seems that minimum tillage for wheat is
not particularly favourable for this cereal in dry conditions. In 2004 and 2006,
with more rainy Novembers, the best productions were obtained with minimum
tillage, independently from the tillage performed for the previous crop. The
importance of a good structure for the rotations including sugarbeet is thus not
confirmed. Again, as in sorghum precession, the interaction between tillage and
climate during crop emergence confirmed very important in determining the
wheat yield. Perhaps, the break in the cereal succession could have been
favourable form a pathological standpoint, with the introduction in the soil of
microrganisms that are antagonists to cereal pathogens.

Among the many factors that can explain the above reported yield
responses, indeed, certainly there is the occurrence of plant pathologies,
particularly those present in the crop early, at the stem base (wheat root and
crown disease) and later, at the ear level (Fusarium Head Blight a.k.a. FHB). In
the four research years all these diseases were recorded and their occurrence
significantly affected wheat yield (table 5).

Table 5. Correlations between the severity of plant diseases and wheat grain yield (t ha') based on the
data of four years (2003-06) and all rotations, with repeated ploughing to 25 cm depth (25/25).

Pearsons’ r of their correlation

Plant pathology Recorded parameter with wheat yield
Wheat root and crown disease Damage degree [i (%)] -0.42*
Fusarium Head Blight (FHB) Incidence (I %) -0.57"*
Fusarium Head Blight (FHB) Disease Severity (DS %) -0.33*

§ ¥ *** Correlation significant at P<0,01 and P<0.001, respectively (with 46 d.f.)
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Effects of wheat root and crown disease on
grain yield

At the end of wheat milky maturation phase, on average, the most
frequent disease that we found on the roots and at the base of wheat culm was
the common stem rot, which was mainly caused by Fusarium spp. (47.1%, on
average over the four years; F) and Bipolaris sorokiniana (Sacc.) Shoemaker
(21.5%; B). To a lesser extent we also found Rhizoctonia spp. sharp eyespot;
(18.1%; Rh), take-all by Gaeumannomyces graminis (Sacc.) Von Arx & Olivier
var. tritici Walker (6.4%; Ggt) and eyespot due to Ramulispora herpotrichoides
(Fron) Arx (4.5%; Ps).

Figure 1. Isolation frequency of wheat plants infected by root and crown diseases of different causal
agents (F = Fusarium spp.; B = Bipolaris sorokiniana; Ggt = Gaeumannomyces graminis var. tritici; Rh =
Rhizoctonia spp.; Ps = Ramulispora herpotrichoides; NI = not identified).
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The isolated fusari mainly consisted of: F. tricinctum (Corda) Sacc.
(35.2% of isolations, on average over the four years), followed by F. culmorum
(W.G. Smith) (27.0%), F. graminearum Schwabe (15.3%) and F. avenaceum
(Fr.) Sacc. (10.1%). The occurrence of other species (F. moniliforme Sheldon
var. anthophilum (Braun) Wollenw, F. chlamydiosporum Wollenw & Reiking, F.
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proliferatum (Mats) Niering, F. sporotrichioides Scherbankoff, F. nivale (Fr.)
Ces., and F. solani (Mart.) Sacc.) never exceeded 5% of the total.

In the four years the pathogens colonized wheat with a various frequency
(figure 1), probably due to different climatic courses. On average, the worst
infections were recorded in 2004, the slightest ones in 2003 and 2006. The
autumn-winter weather of 2002 was cold and rainy and should have favoured
G. graminis (Ggt) and R. herpotrichoides (Ps), which are less thermophyl and
prefer soaked soils. The subsequent hot and dry 2003 seasons should have
stopped the secondary infections of these fungi and promoted fusarioses (F),
especially those caused by F. graminearum and F. culmorum, and also by
Rhizoctionia spp. disease, all of which are thermophyl pathogens. However,
also the later infections of these blights on the upper parts of the plant should
have been inhibited by the too dry conditions after wheat anthesis till harvest.

Figure 2. Isolation frequency of the different Fusarium spp. isolated in the four years on tissues at the base
of wheat culm.
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The following year (2003-04) the autumn-winter was milder, with more
evenly distributed precipitations: the optimal conditions for the spreading of Ggt
and Ps. Later, the cool and humid spring should have favoured also root rot; not

caused by the same specie of the year before, but by less thermophyl ones,
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e.g. F. avenaceum and F. nivale. Therefore 2004, on the whole, was particularly
favourable to all fungi of the root and crown diseases on wheat. In 2005 the
autumn-winter weather was similar to the previous year, favouring Ggt and Ps
infections. In late spring, at wheat anthesis, the temperatures were already high,
but the early drought did not allow a wide spreading of root rots, particularly of
those caused by F. tricinctum and F. culmorum whose infections require high
moisture to progress.

The rotation significantly influenced the pathogen spreading as well. With
repeated shallow ploughings (25 cm deep, each year), which is the commoner
tillage sequence in Northern Italy, the most troublesome pathogens in all
successions were the Fusarium spp. and Bipolaris sorokiniana (F+B) (figure 3).
They showed a higher damage degree in continuous wheat, but were also
particularly noxious to wheat after sorghum and sugarbeet. Ggt was mainly
found in continuous wheat, while Rh was prevalent in wheat after the other two
crops. In all successions Ps caused very little infections to wheat.

Figure 3. Visual determination of the damage degree (i %) of the pathogens of the root and crown
diseases as affected by crop precession in the soil continuously tilled to 25 cm depth (averages of four
years). (F = Fusarium spp.; B = Bipolaris sorokiniana; Ggt = Gaeumannomyces graminis var. tritici; Rh =
Rhizoctonia spp.; Ps = Ramulispora herpotrichoides; NI = not identified).
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The importance of single pathogens in the determination of wheat yield
was more thoroughly studied through a multiple regression analysis, based on
all the four years’ disease degrees, whose results is shown in table 6. The high
corrected-R? of the regression (0,59, significant at P<0.001) confirms that much
of the observed variability in wheat production can be ascribed to the
occurrence of the root and crown infections. Considering the b coefficient
significance of each pathogen, the F+B and Rh influence on wheat yield (even
positive, but statistically not significant) resulted far less than those of Ggt and
Ps (both with negative b coefficients, significant at P<0.001), which thus

appeared the most dangerous pathogens in the experiment.

Table 6. Multiple regression analysis with y = wheat grain yield (t ha') and x = the main wheat root and
crown disease pathogens (damage degree %). The analysis was performed on the means of the four
years (48 observations)

Multiple regression R = 0.79; R?= 0.62; Corrected Rz= 0.59

ANOVA d.f. S.S. M.S. F F signif.
Regression 4 39.92 9.98 17.79 1.09E-08
Residue 43 2412 0.56
Total 47 64.04

Coefficients Coeff. St. error Studentt  t significance

Intercept 3.954 0.280 14.09 1.01E-17
F+B 0.019 0.016 1.13 0.2664
Got -0.060 0.016 -3.66 0.0007
Rh 0.037 0.020 1.79 0.0799
Ps -0.093 0.021 -4.33 8.74E-05

The analysis of the inter-correlations between the damage degrees of the
single pathogens (table 7) revealed a negative relationship between Ggt and Rh
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that underlies some sort of antagonism between them. On the contrary, Ggt and
Ps were strongly positively linked, which testify that they can both proliferate on
a same plant, without any competition effects. Synergic phenomena can explain
their high capacity of colonizing and damaging wheat yield.

Table 7. Correlations’ r between causal agents of wheat root and crown disease. The analysis was
performed on the damage degree (i %) means of the four years (48 observations)

Correlation r F+B Ggt Rh Ps
F+B 1

Ggt -0.021ns 1

Rh 0.158 s -0.364* 1

Ps 0.106 " 0.409* -0.108 s 1

**, ™ Correlation significant at P<0,01 or not significant, respectively (with 46 d.f.)

The principal component analysis conducted on the basis of the damage
degree means of all four years (figure 4) allows a better visualization of the
relationships between the single pathogens of root and crown disease in wheat,
the studied agronomic factors (soil tillage and crop succession), and between
themselves altogether.

Three types of pathogens can be identified in that graph. A first, small
group whose presence is mainly determined by crop rotation (R.
herpotrichoides (Ps) and Gaeumannomyces graminis var. tritici (Ggt)), and a
second group, mainly influenced by tillage, which is made up of many fusari (F.
tricinctum, F. avenaceum, F. chlamydosporum, F. proliferatum, F. graminearum,

F. anthophilum), together with B. sorokiniana (B). The presence of the other
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casual agents resulted only slightly affected by both agronomic factors. In
particular Rhizoctonia spp. (Rh) appeared the least influenced pathogen.

Figure 4. Principal component analysis of the two agronomic factors (soil tillage and crop succession) and
the main agents of wheat root and crown disease. The analysis was based on the damage degree means
of the four years. The two axes explain the 24% of total variability
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Effects of crop succession and soil tillage on the
causal agents of wheat root and crown disease

As shown above, the single agents of the root and crown syndrome of
wheat showed different responses to the agronomic factors that we examined.
Therefore it can be interesting to better illustrate how the main pathogens were

influenced by the crop succession and soil tillage sequence.

Fusarium spp. (F) and Bipolaris sorokiniana (B)

The main agents of the “Common stem rot” resulted pooled in a unique
group, which was mainly influenced by soil tillage. Therefore their responses
are discussed together, particularly regarding the agronomic aspects (table 8).

Table 8. Damage degree (i %) on wheat of common stem rot disease caused by Fusarium spp. and B.
sorokiniana in 4 years as affected by soil tillage sequences (25 or 50 cm ploughing for the preceding crop,
followed by 25 cm ploughing or minimum tillage for wheat) (means of the crop successions).

Tillage 2003 2004 2005 2006 Means
25/MT 10.28 22.52 15.13 9.21 14.29
25/25 12.68 19.81 13.20 13.48 14.79
50/ MT nd$ 17.38 1343 10.90 13.90
50/25 740 nd nd nd 740
Means 11.48 19.90 13.92 11.20

$nd = Tillage sequence not present in that year, the means are calculated without this datum

The common stem rot disease was abundant in all four years. In 2004
wheat was severely damaged, probably because of spring conditions that were
favourable to the pathogens. As a mean of the four years and of all the
successions, a deep ploughing for the previous crop resulted in less stem rot
than shallow tillage. On the contrary, the difference between minimum tillage
and shallow ploughing for wheat were quite slight on the disease spreading on
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the crop. Probably a deep burial of the propagules of the pathogens on wheat
stubble for the seedbed preparation of summer crops can effectively reduce the

inoculum presence for at least two years.

Gaeumannomyces graminis var. tritici (Ggt)

The take-all disease was particularly infectious in 2005 while was almost
absent in 2003 (table 9). As expected, it always resulted strongly associated
with wheat monosuccession. Surprisingly, sugarbeet was more favourable to
the disease than sorghum, which was the crop that caused the least take-all
infections to the following wheat. Probably sorghum residues create a microbial
population on the soil surface that includes many antagonists of G. graminis.

Table 9. Damage degree (i %) on wheat of take-all caused by Gaeumnannomyces graminis var. tritici in
four years as affected by crop succession (averages of the different tillage).

Succession 2003 2004 2005 2006 Means
Wheat/W. 0.69 20.87 22.60 9.87 13.51
Sorghum/W. 0.00 0.12 0.13 0.14 0.10
Maize/W. 0.00 1.45 nd nd 0.73
Sugarbeet/W. 0.00 0.35 0.43 3.08 1.29
Means 0.23 7.48 11.37 5.00

§$ nd = Succession not present in that year, the means are calculated without this datum

Ramulispora herpotrichoides (Ps)

The eyespot was particularly damaging in 2004 (table 10), but the
disease was common in all four years. As the previous fungus, the continuous
wheat markedly favoured R. herpotrichoides and, again, sugarbeet resulted less
effective against its colonizing ability than sorghum, but not so evidently as for
take-all.
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Table 10. Damage degree (i %) on wheat of eyespot caused by Ramulispora herpotrichoides in 4 years as
affected by crop succession (means of the different tillage sequences).

Succession 2003 2004 2005 2006 Means
Wheat/W. 5.62 11.86 4.74 3.18 6.35
Sorghum/W. 0.15 2.90 1.01 0.07 1.03
Maize/W. 0.00 1.28 nd nd 0.64
Sugarbeet/W. 0.14 2.01 115 0.00 1.05
Means 1.92 5.35 2.88 1.63

§$ nd = Succession not present in that year, the means are calculated without this datum

Rhizoctonia spp. (Rh)

Differently from all other pathogens, the most serious root rot by
Rhizoctonia spp. was prevalently found on wheat following other crops,
particularly maize. Instead the continuous wheat was less affected by
Rhizoctonia spp. (table 11), probably because this pathogen is less competitive
on wheat stubbles than other aggressive pathogens, like G. graminis.

Table 11. Damage degree (i %) on wheat of root rot caused by Rhizoctonia spp. in 4 years as affected by
crop succession (means of the different tillage sequences).

g&gsession 2003 2004 2005 2006 Means
Wheat/Wheat 121 2.09 0.56 0.17 1.01
Sorghum/Wheat 168 13.23 3.58 192 5.10
Maize/Wheat 6.73 12.33 nd nd 9.53
Sugarbeet/Wheat 5.53 12.01 10.51 3.52 8.68
Means 3.21 9.22 2.07 1.04

§$ nd = Succession not present in that year, the means are calculated without this datum
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Effects of crop succession and tillage on the saill
fungi population

The DGGE analyses of microbial soil population that were performed in

Wageningen (NL).

Figure 5. Ordination by discriminant analysis performed on the DGGE bands of soil samples collected in
2006. Means of 2 gels/sample. The graph shows the major factors of discrimination between fungi
populations and the reciprocal distance between the different soil samples, each with its fungi population.
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The analysis gave gels with different bands that can be used to
determine if the agronomic factors modified the fungi population in the soil, thus
influencing the root and crown disease of wheat.

The results of the ordination of the soil samples that were collected in the
experimental plots allowed to clarify which of the agronomic factors that we
compared had a major influence in determining the composition of the fungi
population in the soil.

The discriminant analysis results are reported in figure 5 as a two axes
graph, showing arrows whose length is proportional to the factor influence. The
factors that mainly determined the fungi population in the soil were tillage,
particularly that for wheat: 25 cm deep ploughing vs. minimum tillage, and crop
succession, mainly the difference between continuous wheat and wheat
inserted in the 4-year rotation. Minor importance had the preceding crops
(sugarbeet or sorghum) and the tillage performed for them (ploughing to 25 or
50 cm).

The observation of the analytic gels (figure 6) revealed that continuous
wheat with respect to 4-year rotation and minimum tillage vs. ploughing for
wheat both caused a drastic drop in the number of bands and an increase of
their thickness.

This is a clear indication of a simplified soil microbial population that
many authors consider unfavourable to cropped species (particularly to wheat)
for the lack of pathogen antagonists. Indeed, on the basis of what we observed
in the field, most of the more abundant fungi in continuous wheat presumably
belong to two aggressive species: G. graminis and Ramulispora
herpothricoides, which are generally overwhelmed by Fusarium spp. in the

other successions.
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Figure 6. Classification of gel lines on DGGE bands corresponding to various soil samples
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Interaction of Fusarium Head Blight (FHB) with
wheat root and crown disease

The results of the field determinations that we carried out in 2005 and
2006 after wheat flowering on the diffusion and severity of Fusarium Head
Blight are shown in figures 7 and 8

Figure 7. Influence of crop succession on the incidence (1) and severity (DS) of Fusarium head blight.
Averages of two years (2005 and 2006) and 6 tillage treatments + standard errors
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As an average of both years, with a similar occurrence of FHB, after
sugarbeet head scab on wheat crop resulted sparser and less severe than after
sorghum or wheat. The precession of the two cereals, instead, caused no

significant difference on its diffusion and on severity of its damages (figure 7).

Figure 8. Influence of tillage sequence on the incidence (1) and severity (DS) of FHB (MT= minimum
tillage; 25 or 50 cm ploughing depth). Averages of two years (2005 and 2006) and three crop successions
* standard errors
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Both parameters appeared augmented when wheat was seeded in

minimum tilled soil, maybe for a less vigorous growth of crop plants during stem
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elongation that made them more prone to the Fusarium late infection. The
tillage influences on FHB, however, were slighter than what we expected. The
results of the correlation analysis between the incidence (l) and severity (DS) of
scab and the detected root and crown pathogens (expressed as disease

incidence [i%]) are shown in table 12.

Table 12. Correlations between Fusarium Head Blight (FHB) incidence (1) and severity (DS) on wheat and
root and crown disease pathogens isolation frequency (%). Analysis based on 48 observations
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¥ * ns Correlation-r significant at P<0.001, P<0.01, P<0.05 and not significant, respectively
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We did not find any significant relationship between Fusarium head blight
of small grains and most of the Fusarium spp. isolated at the wheat culm base
and root, except in the instance of F. sporotrichioides. On the contrary,
significant relations were found with Rhizoctonia spp. (Rh), B. sorokiniana (B),
G. graminis (Ggt), and R. herpotrichoides (Ps). While B, Ggt and Ps showed a
positive correlation, meaning that when there is a heavy infection at the culm
base it is probable to register a severe head scab disease. The relation of Rh
with FHB was negative. Probably Rh infection does not weaken wheat plants,
thus they can better resist to FHB. On the contrary, with heavy infestations of
other root and crown disease pathogens (Ggt, Ps, B) FHB is more severe and
Rhizoctonia spp. less present.

All these relationships can be probably due to the same antagonistic and
synergic effects between the pathogen infections that we previously conjectured
and can explain why most Fusarium and Rhizoctonia spp. at the culm base do
not damage vyield as the other pathogens. From this point of view G. graminis,
R. herpotrichoides, and B. sorokiniana appear the most troublesome pathogens
over the whole cycle of wheat crop, and they can effectively limit the diffusion of
Rhizoctonia spp. On the other hand the Fusarium spp. and Rhizoctonia spp.
that were so frequently found at the stem base do not seem significantly linked
to the FHB damaging the wheat ear, which is so detrimental to grain yield.
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Yield quality: effects of crop succession, tillage
and diseases on wheat grain apparent specific
weight

The compared agronomic practices had a marked influence on the
quality of wheat caryopses. Their effect was clear on the apparent specific
weight of the grain (tables 13,14,15,16) that varied similarly to wheat yield (table
17). This quality parameter was always lowest in continuous wheat with respect
to other successions, and minimum tillage worsened it compared to ploughings.
The best results were obtained in wheat following maize or sugarbeet with the
alternation of ploughings to 25 and 50 cm depth. These tillage sequence and
succession are also those that most limited the infections of wheat root and

crown diseases.

Table 13. Effects of crop succession and soil tillage sequence on the apparent specific weight (kg hi-' +
s.e. of the means) of wheat grain in 2003. (Tillage sequences: 25/Mt = 25 cm deep ploughing for the
preceding crop followed by minimum tillage for wheat; 25/25 = repeated ploughing to 25 cm depth; 50/25 =
50 cm deep ploughing for the previous crop followed by ploughing to 25 cm for wheat). The interaction:
Successions x Tillage was not significant

: Tillage
wheat/w. sorghum/w. maize/w. sugarbeet/w. means
25Mt  7420+135  7740+032 78374059  76.27 +0.60 7648 B
25/25  77.03+096  7807+072  7843+027 7830035 77.96 AB
50/25  7827+037  7843+034 79034035  78.33+0.35 78.44 A
Rotation 76 29 as 7777 AB 78.61A 7763 AB
means

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test
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Table 14. Effects of crop succession and soil tillage sequence on the apparent specific weight (kg hi-' +
s.e. of the means) of wheat grain in 2004. (Tillage sequences as in table 13). The interaction: Successions
x Tillage was significant at P<0.01

wheat/w. sorghum/w. maize/w. sugarbeet/w. Ul
means
25Mt  72.83+130 78734069  7716+022  78.90+0.95 76.91 A
25/25  7867+058 78634042 78704024  78.87+0.35 7872 A
50/25  7863+029  7827+041  7877+035  79.40+0.85 78.77B
Rotation 75.74 BS 7854 A 7821 A 79.06 A
means

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test

Table 15. Effects of crop succession and soil tillage sequence on the apparent specific weight (kg hi-' +
s.e. of the means) of wheat grain in 2005. (Tillage sequences as in table 13). The interaction: Successions
x Tillage was not significant

wheat/w. sorghum/w. beet*/w. sugarbeet/w. e
means
25/Mt  7433+196 78774082 77204021  7753+1.30 76.96
25/25  7483+042  7860+045 77604037  77.87 %040 77.23
50/25  7580+018  7823+041 77574017  77.60+0.83 7730
Rotation 74.99 CS 7853 A 7746 B 77678
means

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test

*inserted in a 4-year course: sugarbeet/wheat/sorghum/wheat

Table 16. Effects of crop succession and soil tillage sequence on the apparent specific weight (kg hi-' +
s.e. of the means) of wheat grain in 2006. (Tillage sequences = in table 13). The interaction: Successions
x Tillage was not significant

. Tillage
wheat/w. sorghum/w.  sorghum*/w.  sugarbeet/w. means
25/Mt  7367+196  7843+032 78904004  78.33+0.29 7733
25/25  7457+044  7857+041 78334031  76.87+043 77.09
50/25  7573+015 78804067 79934020  77.93+0.30 78.10
Rotation 74.66 CS 78.60 AB 79.05 A 7771B
means

§ Means followed by different letters are significantly different at P<0.05 according to S.N.K. test
*inserted in a 4-year course: sugarbeet/wheat/sorghum/wheat
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The grain apparent specific weight was better correlated to Fusarium
head blight (FHB) severity than to most of the wheat root and crown disease
pathogens (table 17), demonstrating the importance of the pathologies infecting
the spike on the quality of produced grain. The significant negative correlation
between grain specific weight and R. herpotrichoides incidence means that its
disease also damages grain quality.

Table 17. Correlations between the grain apparent specific weight, the wheat yield, the Fusarium Head
Blight (FHB) incidence (1) and severity (DS) and the isolated root and crown disease pathogens (%).

e
Wheat grain yield (t ha") § +0.63™
Fusarium Head Blight incidence (1%) § -0.47
Fusarium Head Blight severity (DS%) § -042™
Fusarium spp. on root and crown (%) # -0.02 s
F. sporotrichioides (%) # -0.46™
Rhizoctonia spp. (%) # +0.19ns
B. sorokiniana (%) # +0.14ns
G. graminis (%) * -0.11ns
R. herpotrichoides (%) # -0.3%

*** ** ns Correlation-r significant at P<0.001, P<0.01, and not significant, respectively,
$based on 48 observations;# based on 24 observations
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Flour quality: Fusarium Head Blight and fungi
content in wheat grain

The determination of pathogens content in the grounded wheat grain
revealed a vast quantity of fungi other than Fusarium spp., such as Penicillium
spp., Verticillium spp. and Aspergillus spp., some of which resulted the most
abundant contaminants of the flour (table 18). Most of them are ubiquitous
saprophytes, whose spread shouldn’t directly depend on the studied agronomic
factors.

Table 18. Fungi in the flour of wheat (averages of the 3-years determinations, 48 samples per year)

PRl % lsolations in flour samples
Penicillium spp. 38.51

Verticillium spp. 30.29

Fusarium proliferatum 15.57
Aspergillus spp. 10.89

Bipolaris spp. 1.67

Fusarium culmorum 1.64

Fusarium graminearum 1.31

Fusarium sporotrichioides 0.13

Tillage had no significant influence on the amount of fungi content in
wheat flour (figure 9). On the contrary, crop rotation was determinant. In
particular, continuous wheat caused a significant increase of UFC (Unit forming
Colonies), while the precessions of both sorghum and sugarbeet caused much

lower, similar, contents.
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Figure 9. Influence of preceding crop and tillage sequence on the amount of fungi in wheat flour (means of
48 determinations + standard errors of the means)
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Regarding the frequency of single microrganisms (figure 10), it's clear
that the difference of wheat monosuccession from the other rotations was due
to Penicillium spp. and Verticillium spp. The fungi of both genera were favoured
by continuous wheat, not showing any antagonistic effect. Aspergillus spp. were
slightly less present in wheat after sugarbeet, also compared to sorghum
precession, while F. proliferatum was found more in sorghum and sugarbeet

precession than in continuous wheat.
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Figure 10. Composition of the population of fungi that were detected in the wheat flour as affected by crop
succession and soil tillage sequence (means of 48 determinations)
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The tillage sequence, notwithstanding a scarce influence on the amount
of fungi in the flour, markedly varied their composition. Surprisingly tillage did
not influence the occurrence of F. proliferatum, which resulted indifferent even

to the preponderance of Penicillium spp.

Table 19. Correlation-r between wheat grain yield and specific apparent weight, fungi in the flour (UFC/g)
and Fusarium Head Blight (FHB) incidence (1%) and severity (DS%) on wheat spikes (means of 48 data).
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T £ & § € B8 & g8 S 8 =
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= (©) Q < o = w w w w T
Wheat Yield t ha™! 1
Grain specific wt. kg hl-t 063 1
Penicillium spp. UFC/g -080a 072a 1
Aspergillus spp. UFC/g 020 011 -007 1
Bipolaris spp. UFC/g 025 -004 020 -020 1
Verticillium spp. UFClg 018 020 -018 030b -0.09 1
F. proliferatum UFC/g 034b 021 -030 009 022 004 1
F. sporotrichioides UFC/g 045 008 -005 086a -002 -004 0.21 1
F. culmorum UFClg 002 -020 023 021 017 -009 008 -018 1
F. graminearum UFC/g 001 027c -005 028 -035b 041 -003 017 -029 1
FHB (1%) -057a -047b 056a -041 007 -004 -016 000 008 -0.14 1
FHB (DS%) -033b -042b 020 021 024 007 -008 -010 038 -043a 053 1

§ a, b. ¢, Correlation-r significant at P<0.001; P<0.01 and P<0.05, respectively

Instead we found much more Penicillium spp. in the sequence 25 cm
deep ploughing followed by minimum tillage for wheat. In the other sequences
the Penicillium place was taken by Verticillium spp., which, on the contrary,
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appeared scarce with less intensive tillage. These responses of fungi population
to tillage remain obscure. They could be due to competition effects between the
two saprophytic genera, which have similar environmental requirements and
behaviour, when they develop on a substratum more or less contaminated by
other fungi.

The correlations between FHB, the pathogens found in the flour, grain
yield and specific weight are shown in table 19. A significant negative relation
was found between the wheat yield quantity and quality and the Penicillium spp.
flour content. Because Penicillium spp. is not a pathogen we didn’t expect this
result. However Penicillium in the grain was strongly positively correlated with
FHB, which was the more detrimental disease to wheat yield and its quality.
Thus Penicillium damage to yield could be only due to indirect effects.

This conjecture is also confirmed by the fact that the great diffusion of
fusari in continuous wheat and in shallow tilled plots brought about a high flour
content of Penicillium spp. On the other hand, the preponderance of saprophytic
Penicillium spp. and Verticillium spp. fungi in the flour would have masked any
straight relationships between the manifest FHB in the field and the grain

content of Fusarium spp.

Product quality: pathogen content in wheat
flour and mycotoxins contamination

We decided to search for mycotoxins on the basis of pathogens that
were mostly found in wheat flour. Thus, we analyzed aflatoxins G1, G2, B1 and
B2 because of Aspergillus spp. presence; fumonisin B1 and B2 because of F.
proliferatum, DON and ZEA because we had found F. sporotrichioides, F.
culmorum and F. gramineaurum (Figure 11). In the three years’ determinations
all mycotoxins concentrations were below the detection limits of our
instruments, with the exception of fumonisin B2 (table 20). The presence of this
latter can be explained by the high content of F. proliferatum that we found in
the grain, little influenced by the agronomic practices and by the presence of
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other fungi on the flour. However also fumosinin B2 was detected within a
concentration range (0.05-0.10 ppm), which is well below the recent European

regulations about winter cereal grains.

Figure 11. Determined mycotoxins
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Table 20. Results of the analysis of fungi (CFU countings) and
mycotoxins (HPLC) in wheat flour (averages of 12 detections per year).

Years Detection

2004 2005 2006 Limits
Fungi in wheat flour
Aspergillus spp. CFUlg 342 1.46 15.71 -
Fusarium proliferatum CFU/g 0.25 14.79 9.75 -
Fusarium sporotrichioides CFUlg 0.08 0.04 0.17 -
Fusarium culmorum CFUlg 0.96 2.08 0.50 -
Fusarium graminearum CFUlg 1.58 0.48 1.58 -
Mycotoxins in wheat flour
Aflatoxin G1 ppb nd nd nd <0.12
Aflatoxin G2 ppb nd nd nd <0.03
Aflatoxin B1 ppb nd nd nd <0.09
Aflatoxin B2 ppb nd nd nd <0.03
Deoxinivalenole (DON) ppm nd nd nd <0.15
Fumonisin B1 ppm 0.05-0.1 0.05-0.1 0.05-0.1 <0.05
Fumonisin B2 ppm nd nd nd <0.05
Zearalenone (ZEA) ppb nd nd nd <6.00

nd = Less than the detection limit of the instrument (HPLC)
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Conclusions

The results that we obtained in this preliminary research show that durum
wheat yield quantity and quality can significantly vary according to the crop
rotation and the intensity of soil tillage sequence carried out for many years.
The crop succession was the major factor in this sense, causing significant
differences in wheat yield in all the four years. Continuous wheat substantially
differed from the other rotations, because it always gave lower yields (1-3 t ha™
less) and scanty kernel quality. The productivity of the other successions (wheat
preceded by maize, sorghum or sugarbeet) didn’t differ much among them.
Tillage influence was less marked and unsteady. It resulted significant only two
years out of four. The interaction between tillage and rotation treatments was
seldom found significant. Therefore the lower productivity of monosuccession
couldn’t be significantly improved by any soil tillage intensification.

Many factors can substantially vary the responses of wheat yield to
tillage; for example, its effects heavily depend on weather, which can affect not
only the efficacy of this practice, but also crop growth and all crop adversities,
including soil mycopathogens. However, wheat grown on minimum tilled soil
yielded always less than after shallow ploughing. Instead the tillage performed
for the previous crop had only a slight influence on grain production.

Much of the observed yield variability, and principally that linked to the
continuous wheat vs. other crop successions, can be explained by the
occurrence of pathogenic fungi infecting wheat, many of which survive in crop
residues.

In our field experiment, which was conducted in rather wet conditions, in
northern Italy, on a plain at the foot of the hills, most infections on the root and
culm base were caused by the Fusarium genus, and, to a lesser extent, by B.
sorokiniana. This result confirms what was already found in many other

investigations on the wheat root and crown disease in Italy (Corazza et al., 1987
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and 1998; Rossi et al., 1995). Also Innocenti et al. (2000) reported a similar
pattern in another research, conducted in the same Ozzano farm. Thus it seems
that fusari are always abundantly present in our wheat fields. Probably this
genus can easily adapt to a wide range of environmental conditions, thanks to
the different requirements of its several species. However, luckily, their
infections didn’t markedly reduce wheat yield. Their occurrence was more
intense in wheat monosuccession than in any other rotations. G. graminis as
well was more present in continuous wheat, but it was more noxious to the crop.
Its infections did not show any trend throughout the experiment: in a year it
caused very high damage degrees, the next one almost no symptom at all. This
irregularity doesn’t agree with the TAD theory that forecasts a progressive
decrease of take-all intensity in cereal monosuccessions with time. The
contrasting results can be simply due to different weather conditions. The crop
preceding wheat had a significant effect on G. graminis diffusion. In particular,
this pathogen developed better after sorghum than after sugarbeet and maize.
Our investigation revealed the great importance of R. herpotrichoides in
wheat root and crown disease in Italy. Up to now this pathogen has been
scarcely reported in our country; probably it received little consideration
because Fusarium spp., which are often simultaneously present on the same
wheat culm, can easily mask its symptoms. Moreover, it is difficult to isolate
because on agar medium many fusari grow more rapidly and can even stop its
mycelium development when they are grown on the same rich substratum, such
as PDA. Therefore, R. herpotrichoides can actually be in Italy as serious a
cereal pathogen as it is in France and in other Central European countries, but
it is often undervalued. In our research its occurrence was positively correlated
with the other most troublesome wheat pathogen (Ggt) and, together, they
caused the worst yield reductions. The most serious infections of R.
herpotrichoides were observed in wheat monosuccession; sorghum precession
was slightly more favourable to the fungus than sugarbeet. Maize gave the least
disease on the subsequent wheat, but this crop precession was tested only for

two years.
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We also found Rhizoctonia spp., whose spreading is increasingly
reported in other Europe countries (Colbach et al., 1995). However, its
dangerousness didn’t appear high: the correlation between its damage degrees
and wheat yield was never significant.

The diseases caused by the detected fungi were influenced by soil tillage
and even more by crop precession. The rotation influenced mainly G. graminis
and R. herpotrichoides, while tillage treatments showed major effects on most
Fusarium spp. and B. sorokiniana. In particular minimum tillage for wheat
favoured fusari. Ggt and Ps mainly occurred in monosuccession because they
are wheat host specific and have a reduced capacity of saprophytic life. On the
contrary the propagation of many Fusarium spp. is less dependent on the
presence of crop residues because they can easily survive free in the soil. Both
tillage and rotation treatments had no significant influence on Rhizoctonia spp.,
which are typical polyphagous pathogens, widespread on all the crops and can
also survive for some years in the soil without plant debris.

Anyway, in our research the importance of crop residues as the main
survival mean and the primary source of inoculum for most soil-borne
pathogens was confirmed. Tillage mainly modifies the crop residues distribution
in the soil profile, while crop precession determines their characteristics. But
there can be an interaction between the two effects. If a residue from a host
crop is left on the soil surface, where the crop seed will be planted (as it
happens in a succession of host/host or bridge/host crops with minimum tillage)
it is highly probable that the subsequent crop plants will be soon infected. On
the contrary, if what remains on the soil surface is made of not-host residues
(like when minimum tillage is performed for a not-host/host succession), primary
infection will be limited both for a smaller inoculum amount and for a higher
competition from the microflora that is linked to the not-host crop. This can
explain why in the rotation: renewal crop-cereal, minimum tillage is
unfavourable to many pathogens, while in the successions host/host (i.e.
continuous wheat) or bridge/host, ploughing remains the most effective control
practice against the two most frequent root and crown diseases of wheat:
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Fusarium spp. and R. herpotrichoides. The sod turning brought about by
ploughing, besides diluting the crop residues in the soil profile, carries them far
from the seed and deep into the soil, where the pathogen propagules find sub-
optimal growth conditions. Moreover, ploughing creates a macroporosity that
speeds up the residue degradation, thus depriving pathogens of their main
propagation means (Giardini, 1982). A long period from ploughing to sowing
can drastically reduce the inoculum soil content, and this is what usually
happens on clay soils, like those typical of the Po Valley. This phenomenon is
more decisive for the scarcely saprophytic pathogens (Wiles, 1987). Our results
on R. herpotrichoides confirm this theory. Its disease on wheat was more
serious after minimum tillage than after ploughing, and its infections were
particularly low when ploughing for wheat followed deep ploughing for summer
crops. On the contrary, residue burial by ploughing didn’t significantly affect Ggt,
even in 2004 and 2005, when this pathogen resulted particularly damaging.

The Fusarium Head Blight of small grains (FHB) on wheat spikes was
particularly noxious to the quantity and quality of grain yield. Its incidence and
severity appeared little influenced by fungi that we isolated at the culm base,
even if the literature reports the possibility of an upward movement of Fusarium
spp. along the wheat culm. The major FHB infection source should be the
amount of inoculum in the soil, more than the severity of Fusarium spp.
diseases at the culm base. Relatively to other pathogens of wheat and crown
disease, FHB was found positively related with Ggt, B. sorokiniana and R.
herpotrichoides and negatively with Rhizoctonia spp. These relationships can
be ascribed to the fact that a plant that is weakened by aggressive pathogens,
like Ggt and Ps, is more susceptible to other later diseases, like FHB. On the
contrary, less aggressive pathogens, like Rhizoctonia spp. don’t favour further
infections.

To reduce FHB sugarbeet appeared a good precession, better than the
summer cereals. Sorghum caused FHB infections on subsequent wheat not
different from wheat precession. Tillage type had a slight influence on the
disease. However, 25-cm ploughing for wheat seemed to discourage the
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infections more than minimum tillage. This confirms the hypothesis that much of
the FHB infection starts from the Fusarium spp. in the soil, that are reduced by
ploughing before wheat seeding. However these phenomena can be also
determined by indirect influences between populations of fungi in the soil-crop
continuum, which are difficult to clarify. There can be great effects due to
climatic factors; indeed, the diffusion of Fusarium head blight seemed also
determined by the weather in mid spring.

The wheat grain quality was significantly reduced by a wrong crop
succession (continuous wheat) and by too a shallow soil tillage (minimum tillage
for wheat in certain years with heavy autumn rain). As expected, the grain
specific weight, which is well correlated with the semolina yield, was lowest in
wheat monosuccession and with minimum tillage, similarly to what we observed
for the grain yield. Moreover, it was strongly affected by the incidence and
severity of Fusarium head blight of small cereals. The fungi contaminating the
flour were also different from the causal agents of FHB symptoms. In our
research many of them belonged to Verticillium, Aspergillus and Penicillium
genera, which include typical saprophytic species. They are ubiquitous not-
pathogenic organisms, also present on the aerial parts of the plants, where they
can survive without revealing any symptom of their presence. In wheat flour
they find an optimum substratum and, in the absence of other competitors, they
can rapidly develop large populations. In the instance of wheat plants that are
stressed because of nutrient or water deficiencies, or due to early infections of
G. graminis, those saprophytic fungi can contaminate the kernels more
efficiently than FHB Fusarium spp.

The rotation had a great influence on the fungi flour content.
Monosuccession gave the highest amount of saprophytic organisms, probably
due to a more severe crop stress. We found a strong negative correlation
between Penicillium spp. occurrence and the crop qualitative and quantitative
production that can be due to an indirect influence on Penicillium and FHB

symptom intensity.
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Tillage had a slight influence on the amount of fungi on the flour, but
greatly affected the composition of their population by favouring either
Verticillium or Penicillium as a consequence of turning or not the soil sod for
wheat. Also at the flour level, thus, our research revealed complex relations
between various microrganisms, which should be always considered when
better control means of certain diseases are to be chosen.

The low content of Fusarium spp. and Aspergillus spp. that we always
found in wheat spikes and flour could explain why mycotoxins were almost
completely absent in wheat final product. Some traces were found only of
fumonisin B, probably originated by the F. proliferatum infecting the flour. The
mycotoxin problem, however, remains serious. In our research the presence of
Penicillium spp. on the kernels that were produced by weakened plants is
worrying. Indeed durum wheat in Italy can be easily stressed by water shortage
or nutrient deficiencies or even by infections of fusari or other pathogens during
its whole cycle. Many Penicillium spp. can produce ocratoxins, which are toxic
as well. The search for these toxins in the flour coming from fusari diseased
ears should be an interesting future step for a better understanding of the risks
of mycotoxins contaminations of durum wheat grain with the aim to prevent any
intoxication to humans.

From our experiment it can be evinced the difficult choice that a farmer
should take regarding the control of wheat pathogens in Italy. Would it be more
profitable to control wheat root and culm disease than Fusarium head blight?
On the basis of our results perhaps it would be better to prevent any stress to
cropped plants due to soil-borne pathogens, to reduce the possibility of later
infections on the spikes by fungi that can contaminate grain production with

mycotoxins.

104



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Literature

Adams J.M. (1989). Species diversity and productivity of trees. Plant Today.
Nov-Dic, 183-187

Almassi F., Ghisalberti E.L., Narbey M.J., Sivasithamparam K. (1991). New
antibiotics from strains of Trichoderma harzianum. Journal of Natural
Products. 54, 396-402

Anderson, I. C., Cairney J. W. G. (2004). Diversity and ecology of soil fungal
communities: increased understanding through the application of
molecular techniques. Environ. Microbiology. 6: 769779

Andrade O.A., Mathre D.E., Sands D.C. (1994). Natural suppression of take-all
disease of wheat in Montana soils. Plant and Soil. 164: 9-18.

Andrén O., Lagerlof J. (1983). Soil fauna (microarthropods, enchytraeids
nematodes) in Swedish agricultural cropping systems. Acta Agric.
Scand. 33: 33-52.

Angers D.A., Pesant A., Vigneux J. (1992). Early cropping-induced changes in
soil aggregation, organic matter and microbial biomass. Soil Sci. Soc.
Am. J. 56: 115-119

Anon. (1994). Biennial Report for 1992/4. Victorian Institute for Dryland
Research, Horsham, pp. 21-25.

Asher M.J.C. (1980). Variation in pathogenicity and cultural characters in
Gaeumannomyces graminis var. tritici. Trans. Br. Mycol. Soc. 75:
213-220.

Asher M.J.C., Shipton P.J. (1981).Biology and control of take-all. Accademic
Press, London, pp. 538.

Baker K.F., Cook R.J. (1982). Biological control of plant pathogens. 2nd ed.
American Phytopathological Society, St. Paul, Mn, 433 pp.

Balmas V., Santori A., Corazza L. (2000). Ruolo di alcune specie di Fusarium
nel determinare sintomi di "mal del piede" del frumento duro. ATTI/
Giornate Fitopatologiche. 2: 247-252

105



Bateman G.L., Coskun H. (1995). Populations of Fusarium spp. in soil growing
continuous winter wheat, end effects of long-term application of
fertilizers and of straw incorporation. Mycological Research 99: 1391-
1394

Bateman G.L., Kwasna H. (1999). Effects of number of winter wheat crops
grown successively on fungal communities on wheat roots. Applied
Soil Ecology 13: 271-282.

Bateman G.L., Murray G., Gutteridge R.J., Coskun M. (1998). Effects of
method of straw disposal and depth of cultivation on populations of
Fusarium spp. in soil and brown foot in continuous winter wheat. Ann.
Appl. Biol. 132: 35-44.

Bateman G.L., Ward E., Hornby D., Gutteridge R.J. (1997). Comparisons of
isolates of the take-all fungus, Gaeumannomyces graminis var. tritici,
from different cereal sequences using DNA probes and non-
molecular methods. Soil Biology and Biochemistry. 29: 1225-1232.

Bertolani R., Sabatini M.A., Mola L. (1989). Effects of change in tillage
practices on collembola populations. in Proceedings of Il Int. Sem.
on Apterygota. R. Dallai ed. pp. 291-297

Boggini G., Annichiarico P., Longo A., Precetti, L. (1992). Produttivita e
adattamento di nuove costituzioni di frumento duro (Triticum durum
Desf.). Rivista di Agronomia, 26(4): 482-488.

Briggle L.W. (1980). Origin and botany of wheat. In E. Hé&fliger, ed. Wheat
documenta cibageigy, Basle, Switzerland. 6-13.

Burgess L.W., Liddel C.M., Summerell B.A. (1988). Laboratory manual for
Fusarium research. 2™ ed. Department of Plant Pathology and
Agricoltural Entomology. The University of Sidney, pp. 154

Bushnell W,R., Hazen B.E., Pritsch C. (2003). Histological and physiology of
Fusarium head blight. In Fusarium head blight of wheat and barley
(Leonard, K.J. and Bushnell, W.R., eds). St Paul, Mn: APS Press, pp.
44-83

Campagna,C., Haidukowski, M. Pancaldi, D., Pascale M., Ravaglia, S.,
Silvestri, M., Visconti, A. (2005). Fonti di rischio e gestione delle
micotossine nel frumento. L’informatore agrario, 1: 39-47.

Cannon, P.F. (1994). The newly recognized family Magnaphaceae and its
interrelation ships. System Ascomycetum, 13: 25-42

106



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Cannon, P.F. (1994). The newly recognized family Magnaphaceae and its
interrelation ships. System Ascomycetum, 13: 25-42

Caporali F. (1993). Agricoltura ecocompatibile. In Ecologia applicata a cura di
R. Marchetti. Ed. Citta Studi. pp. 875-903.

Cappelli C., Raggi V. (1977). Indagine sull'influenza dell'azoto e sul
comportamento varietale del frumento tenero agli attacchi di mal del
piede prodotto da alcune specie di Fusarium. Annali della Facolta di
Agraria, Universita degli studi di Perugia. 1: 21-31

Cariddi C., Piglionica V. (1985). Influenza dell'epoca di semina del frumento
sulle infezioni di Fusarium culmorum. Difesa delle Piante. 3: 371-377

Carling D.E., Kuninaga S., Leiner R.H. (1988). Reletedness within and among
intraspecific groups of Rhizoctonia solani: a comparison of grouping
by anastomosis and by DNA hybridization. Phytoparasitica. 16: 209-
210

Cavalier N., Lardier P.A. (1997). Variations in eyespot populations: result of
several years multisites field experiments. pp. 16-19 in: Proceedings
of the Int. Conf.: Protection of Cereal Crops Against Harmful
Organisms. Kromeriz. Cz. Rep.

Chet 1. (1990). Biological control of soilborne pathogens with fungal antagonist
in combination with soil treatments. in “Biological control of soil-borne
plant pathogens”. Ed. D. Hornby. C.A.B. International, pp. 15-27

CIMMYT. 1978. CIMMYT report on wheat improvement 1978. Mexico, DF.
Colbach N., Duby C., Cavelier A., Meynard J.M. (1997). Influence of cropping

systems on foot and root diseases of winter wheat: fitting of a
statistical model. European Journal of Agronomy. 6: 61-77.

Colbach N., Meynard J.M. (1995). Soil tillage and eyespot: influence of crop
residue distribution on disease development and infection cycles.
European J. of Plant Pathology. 101: 601-611

Colinvaux (1995). Ecologia. EDISES pp. 733

Connell J.H. (1978). Diversity in tropical rain forests and coral reefs. Science,
199: 1302-1310.

107



Connell J.H., Orias E. (1964). The ecological regulation of species diversity.
Am. Nat., 98: 387-414

Cook R.J. (2000). Ruolo della lotta biologica nell'ambito dell'agricoltura
sostenibile. Informatore fitopatologico. 3: 39-48.

Cook R.J., Reis E. (1981). Cultural control of soil-borne pathogens of wheat in
the Pacific North-West of the Usa. In "Strategies for the Control of
Cereal diseases". Jenkyn J.F. & Plumb R.T. coord., Blackwell,
Oxford, 167-177.

Cook R.J., Waldher J.T. (1977). Influence of stubble mulch residue
management on Cercosporella foot rot and yields of winter wheat.
Plant Disease Report. 61: 96-100.

Cook R.J., Wilkinson H.T., Alldredge J.R. (1986). Evidence that
microrganisms in suppressive soil associated with wheat take-all
decline do not limit the number of lesions produced by
Gaeumannomyces graminis var. tritici. Phytopathology. 76: 342-345

Corazza L., Balmas V., Chilosi G. (1987). Il "mal del piede" del frumento duro.
L’Informatore Agrario. 38: 75-76

Corazza L., Balmas V., Rizzo V., Maiorana M., (1993a). Sviluppo del “mal del
piede” su frumento duro in relazione ad intrerventi agronomici sui
residui vegetali. Agricoltura e Ricerca, 151-152, 263-266

Corazza L., Balmas V., Santori A. (1999). Il mal del piede di orzo, avena e
triticale. L’Informatore agrario. 41: 75-76

Corazza L., Chilosi G., Balmas V. (1993b). Relazione tra i diversi tipi di
ordinamenti colturali e lo sviluppo di patogeni fungini. Agricoltura e
Ricerca, 151-152: 255-262.

Corazza L., Ficara M., Balmas V. (1998). Patogeni fungini dei cereali autunno-
vernini trasmessi dal terreno. Informatore fitopatologico. 42: 107-109

Covarelli L., Santori A. (2000). Influenza dell'epoca di semina e di trattamenti
fungicidi sul mal del piede e sulla septoriosi del frumento tenero
(Triticum aestivum L.) in condizioni di monosuccessione prolungata.
Risultati preliminari. Atti Giornate fitopatologiche. 2: 253-258

Cunningham P.C. (1975). Some consequences of cereal monoculture on
Gaeumannomyces graminis (Sacc.) Arx and Olivier and the take-all

108



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

disease. Bulletin, European and Mediterranean Plant Protection
Organization. 5: 297-317.

D’Mello J.F.S., Placinta C.M., Macdonald A.M.C. (1999). Fusarium
mycotoxins: A review of global implications for animal health, welfare
and productivity. Animal Feed Science and Technology 80: 183-205

Domsch K.H., Gams W., Traute-Heidi A. (1993). Compendium of soil fungi.
Vol. I. IHW-Verlag.

Dunlop R.W., Simon A., Sivasithamparam K., Ghisalberti E.L. (1989). An
antibiotic from Trichoderma koningii active against soilborne plant
pathogens. Journal of Natural Products. 52: 67-74

FAO/WHO, JECFA 2001 (2001). Safety evaluation of certain mycotoxins
in food. WHO Food Additives Series 47, FAO Food and
Nutrition Paper 74, Fifty-sixth meeting of the Joint FAO/WHO
Expert Committee on Food Additives, Geneve, Switzerland, 6-
15 February 2001: 281-415.

Farr D.F., Bills G.F., Chamuris G.P., Rossman A.Y. (1989) Fungi on Plants
and Plants Production in the United Stated. St. Paul, MN: APS Press,
p 1252.

Frisullo F., Piglionica V. (1978). La concia secca delle sementi quale mezzo di
lotta contro alcuni agenti patogeni che causano il mal del piede del
grano duro. In: Rapporti sull'attivita svolta nell'ambito del subprogetto
Fitoiatria del frumento, del mais e del sorgo, pp. 167-184

Frisullo F., Rossi V. (1991). Variazioni delle popolazioni fungine associate al
mal del piede del frumento duro nell’ltalia meridionale. Petri, 12: 99-
110.

Garrett S.D. (1970). Pathogenic Root-infecting fungi. Cambridge Univ. Press,
294.

Gerlagh M. (1968). Introduction of Ophiobolus graminis into new polders and its
decline. Neth. J. Plant Pathol. 74 (Supplement 2): 1-97.

Giardini L. (1982). Agronomia generale. Ed. Patron, Bologna. pp. 612.

Hendrix P.F., Parmelee R.W., Crossley D.A., Coleman D.C., Odum E.P.,
Groffman P.M. (1986). Detritus food webs in conventional and no-
tillage agroecosystem. Bioscience 36: 374-380.

109



Herman T., Wiese M.V. (1985). Influence of cultural practices on incidence of
foot rot in winter wheat. Plant Disease. 69: 948-950.

Hornby D. (1998). Take-all disease of cereals. CAB International UK, pp. 384.

Hornby D., Gutteridge R.J. (1995). The natural biological control phenomenon
of take-all decline in different sequences of cereals. pp. 53-60. In:
Manka, ed. Environmental Biotic Factors in Integrated Plant Disease
Control. European Foundation for Plant Patology and the Polish
Phytopatological Society, Poznan.

House G.J. (1989). Soil arthropods from weed and crop roots af an
agroecosystem in a wheat-soyabean rotation: impact of tillage and
herbicides. Agric. Ecosyst. Environ. 25: 233-244

Houston A.P.C., Visser S., Lautenschalger R.A. (1998a). Response of
microbial processes and fungal community structure to vegetation
management in mixedwood forest soil. Can. J. Bot. 76: 2002-2010.

Houston A.P.C., Visser S., Lautenschalger R.A. (1998b). Microbial processes
and fungal community in soil from clear-cut and unharvested areas of
two mixewood forest. Can. J. Bot. 76: 630-640.

IARC (1993) IARC Monographs on the Evaluation of Carcinogenic risks to
Humans. Vol. | 56. Some Naturally Occurring Substances: Food
ltems and Constituents, Heterocyclis Aromatic Amines and
Micotoxins. Internal Agency for research on Cancer, Lyon, 397-444;
445-446; 467-488

Inch S., Gilbert J. (2003). The incidence of Fusarium species recovered from
inflorescences of wild grasses in southern Manitoba. Can. J. Plant
Phathol. 25: 379-383

Innocenti G. (1985). Indagine sul mal del piede del frumento in Emilia-
Romagna. I° contributo. Informatore fitopatologico. 6: 51-55.

Innocenti G. (1993). Effetto della lavorazione del terreno sulle malattie fungine
dei cereali vernini. Informatore fitopatologico 6: 31-38.

Innocenti G. (1996). Effetto della lavorazione del terreno sul mal del piede dei
cereali in condizioni di omosuccessione. Atfti  Giornale
Fitopatologiche. 2: 419-424.



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Innocenti G., Branzanti M.B. (1986). Indagine sul mal del piede del frumento in
Emilia-Romagna. 2° Contributo Informatore Fitopatologico, 10: 32-34.

Innocenti G., Govi G., Manzini S. (1992). Effetto della profondita di lavorazione
e dell'avvicendamento colturale sul mal del piede dei cereali. Afti
giornate Fitopatologiche, 2: 277-286.

Innocenti G., Montanari M., Marenghi A., Toderi G. (2000b). Ramulispora
herpotrichoides in cereali vernini in diverse situazioni colturali. Atti
Giornate Fitopatologiche, 2: 241-246

Innocenti G., Montanari M., Nastri A., Marenghi A., Toderi G. (2000a). Effetti
di avvicendamento colturale e tecnica di lavorazione del terreno
ottenuti in ambiente pedecollinare con sistemi colturali semplificati.
Nota IV. Interazioni con Fusarium spp., Bipolaris sorokiniana e
Gaeumannomyces graminis var. tritici su frumento, triticale, orzo e
avena. Rivista di Agronomia, 34: 276-285

Johnson, V.A., Briggle, LW., Axtel, J.D., Bauman, L.F.,, Leng, E.R. &
Johnston, T.H. (1978). Grain crops. In M. Milner, N.S. Scrimshaw &
D.I.C. Wang, eds. Protein resources and technology. Westport, CT,
USA, AVI Publishing, pp. 239-255

Kollmorgen J.F., Griffiths J.B., Walsgott D.N. (1985). Effects of cropping
sequences on  saprophytic survival and carry-over of
Gaeumannomyces graminis var. tritici. In "Ecology and management
of soilborne plant pathogens", Parker C.A., Rovira A.D., Moore K.J.,
Wong P.T.W., Kollmorgen J.E. coord., Am. Phytopath. Soc., St. Paul
Mn. pp. 240-242

Ledingham R.J. (1981). Special methods: Common rot on wheat. In Crop loss
assesment methods FAO manual on the evaluation and prevention of
losses by pests, diseases and weeds. CAB International, UK, 29

Leonard, W.H., Martin, J.H. (1963). Cereal crops. New York, NY, USA,
MacMillan Publishing.

Letourneau D.K. (1987) The enemies hypothesis: trophic interactions and
vegetational diversity in tropical agroecosystems. Ecology. 68: 1616-
1622

Logrieco A., Bottalico A., Ricci V. (1990). Occurence of Fusarium species and
their mycotoxins in cereal grain from some Mediterraneam countries.
Phyt. Med. 2, 81-89



Lops R., Pascale M., Pancaldi D., Visconti A. (1998). Infezioni fungine e
presenza di deossinivalenolo in cariossidi di frumento prodotte in
diverse regioni italiane. L’Informatore fitopatologico. 48: 60—66

Markell, S.G., Francl, L.J. (2003). Fusatium head blight inoculum: species
prevalence and Giberella zeae spore type. Plant Dis. 87: 814-820

Matta, A. (1996). Fondamenti di patologia vegetale. Patron editore, Bologna.
pp. 494.

Meanhout C.A.A.A. (1975). Eyespot in winter wheat: effects of crop rotation
and tillage, and the prediction of incidents. Bull OEPP. 5: 407-413.

Moore K.J., Cook R.J. (1984). Increased take-all of wheat in direct drilling in
the Pacific Northwest. Phytophat. 74: 1044-1049.

Murray T.D. (1992). Pseudocercosporella. pp. 149-153 in Methods for research
on soilborne phytopathogenic fungi. APS PRESS

Muyzer, G., de Waal, E.C., Uitterlinden, A.G. (1993). Profiling of complex
microbial populations by denaturing gradient gel electrophoresis
analysis of polymerase chain reaction amplified genes coding for 16S
rRNA. Appl. Environ. Microbiol.

Muyzer, G., Hottentra'ger, S., Teske, A. and Wawer, C. (1996). Denaturing
gradient gel electrophoresis of PCR-amplified 16SrDNA — a new
molecular approach to analyse the genetic diversity of mixed
microbial communities Molecular. Microbial Ecology Manual, pp. 1-
23. Kluwer Academic Publishers, Dordrecht.

Nelson P.E., Toussoun T.A., Marasas W.F.O. (1983). An lllustrated Manual
for identification. The Pennsylvania State University Press.

Nirenberg H.l. (1981). A simplified method for identifying Fusarium spp.
Occuring on wheat. Can. J. Bot. 59: 1599-1609

Novotny J., Herman M. (1981). [Effect of soil cultivation on incidence of take-all
(Gaeumannomyces graminis) on winter wheat]. Sbornik UVTIZ,
Ochrana Rostlin. 17: 245-251.

Nuttonson M.Y. (1955). Wheat-climatic relationships and the use of phenology
in ascertaining the thermal and photothermal requirements of wheat.
Washington, DC, American Institute of Crop Ecology



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Pancaldi D., Casulli F., Grazzi G., Grifoni F. (1997). Indagine sulla fusariosi
della spiga del frumento duro in Emilia-Romagna. Informatore
fitopatologico. 10: 43-48

Pankhurst C.E. (1997). Biodiversity of Soil Organism as an Indicator of Soil
Health. CAB International. pp. 297-324.

Parameter J.R. Jr., Sherwood R.T., Platt W.D. (1969). Anastomosis grouping
among isolates of Thanetophorus cucumeris. Phytopathology. 59:
1270-1278

Parry D.W. 1990. The incidence of Fusarium spp. in stem bases of selected
crops of winter wheat in the Midlands, UK. Plant Pathology., 39: 619-
622

Pascale M., Pancaldi D., Visconti A., Perrone G., Bottalico A. (2001).
Fusarium ear blight, deoxynivalenol and toxigenic Fusarium species
in selected wheat cultivars assayed all over ltaly. In: Proceedings of
11th Congress of the Mediterranean Phytopathological Union, 17-20
September 2001 (pp 123—-125) University of Evora, Portugal

Pascale M., Pancaldi D., De Girolamo A., Visconti A. (2000). Indagine sulla
presenza di deossinivalenolo in cereali prodotti in alcune aree del
nord ltalia nel 1998. Informatore Fitopatologico, 10, 68-73.

Pascale M., Visconti A., Chelkowski J. (2002). Ear rot susceptibility and
mycotoxin contamination of maize hybrids inoculated with Fusarium
species under field conditions. Eur. J. Plant Pathol., 108:645-651 42

Percival, J. (1921). The wheat plant. A monograph. New York, NY, USA, E.P.
Dutton & Company

Picco A.M. (1985). Segnalazione di mal del piede del frumento tenero da
Gaeumannomyces graminis (Sacc.) v. Arx et Olivier var. tritici
Walker, nel nord Italia. Rivista di Patologia Vegetale. 2: 67-78

Piglionica V., Frisullo S. (1975). Le malattie dei cereali nell'ltalia meridionale.
IV. Problemi connessi con alla presenza di Fusarim nivale e del suo
stato perfetto Calonectria nivalis su grano. Phytopathologia
mediterranea, 14: 76-81.

Ponchet J. (1959). La maladie du piétin verse de céréales: Cercosporella
herpotrichoides  Fron.  Importance  agronomique,  biologie,
épiphytologie. Ann. Epiphyties, 1: 45-97.

113



Postma J., Montanari M., van der Boogart (2000). Microbial enrichment of
enhance the disease suppressive activity of compost. In press in
Geoderma, 2001.

Raaijmakers J.M., Weller D.M. (1998). Natural plant protection by 2,4-
diacetylphloroglucinol-producing Pseudomonas spp. in take-all
decline soils. Mol. Plant-Microbe Interact. 11: 144-152.

Raaijmakers J.M., Weller D.M., Thomashow L.S., Cook R.J. (1997).
Biocontrol agents for take-all. Patent application, filed November 24:
1997.

Ribichich, F.K., Lopez, S.E., Vegetti, A.C. (2000). Histophatological spikelet
changes produced by Fusarium graminearum in susceptible and
resistant wheat cultivars. Plant Dis. 84: 794-802

Roberti R., Flori P., Busi L. (1992). Evaluation of chemical seed treatment for
the control of seed-borne Fusarium culmorum and Bipolaris
sorokiniana on wheat. Med. Fac. Lanbouww. Univ. Gent, 57/2aq,
223-230

Roberti R., Flori P., Pisi A.M., Brunelli A., Cesari A. (2000). Evaluation of
biological seed treatment of wheat for the control of seed-borne
Fusarium culmorum. J. Plant Dis. Prot. 107: 484-493

Rossi V., Cervi C., Chiusa G., Languasco L. (1995). Fungi associated with
foot rots on winter wheat in Northwest ltaly. J. Phytopathology. 143:
115-119

Rossi V., Chiusa G., Languasco L. (1994). The effect of browning of basal
cum on vyeld components of winter wheat. Phytopathologia
Mediterranea. 3: 200-206

Rotter B.A., Prelusky D.B., Pestka J.J. (1996). Toxicology of deoxynivalenol
(vomitoxin). Journal of Toxicology and Environmental Health 48: 1-
34.

Rovira A.D., Venn N.R. (1985). Effect of rotation and tillage on take-all and
Rhizoctonia root rot in wheat. In "Ecology and management of
soilborne plant pathogens”, Parker C.A., Rovira A.D., Moore K.J.,
Wong P.T.W., Kollmorgen J.E. coord., Am. Phytopath. Soc., St. Paul
MN. pp. 255-257



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Sabatini M.A., Rebecchi L., Cappi C., Bertolani R., Fratello B. (1997). Long-
term effects of three different continuous tillage pratices on
Collembola populations. Pedobiol. 41: 185-193

Saffigna P.G., Powlson D.S., Brookes P.C., Thomas G.A. (1989). Influence of
sorghum residues and tillage on soil orgaic matter and soil microbial
biomass in an Australian vertisol. Soil. Biol. Biochem. 21: 759: 765

Salt G.A. (1978). The increasing interest in minor pathogens. Proceedings 6™
International Symposium "Factors determining the behaviour of plant
pathogens in soil', Munchen (Germania) 16-23 agosto, 289-312.

Sarniguet A. (1990). Receptivité des sols au pietin-echaudage du blé: influence
des rotations et de la fertilisation azotée en relation avec certain
facteurs physicochemiques et les peuplements de Pseudomonas
fluorescens. These, Université de Paris-Sud

Saunders D.A., Hettel, G.P. (1994). Wheat in heat stressed environments:
irrigated, dry areas and rice-wheat farming systems. Mexico, DF,
CIMMYT.

Schothorst R.C., Egmond H.P. van (2004). Report from SCOOP task 3.2.10
"collection of occurrence data of Fusarium toxins in food and
assessment of dietary intake by the population of EU member
states". Subtask: trichothecenes. Toxicol. Letter 153: 133-43

Shipton P.J., Cook R.J., Sitton J.W. (1973). Occurrence and transfer of a
biological factor in soil that suppresses take-all in wheat in eastern
Washington. Phytopathology. 63: 511-517.

Simon A., Sivasithamparam K. (1988). Interactions among Gaeumannomyces
graminis var. tritici, Trichoderma koningii and soil bacteria. Canadian
Journal of Microbiology. 34: 871-876

Simon A, Sivasithamparam K. (1989). Pathogen suppression: a case study in
biological suppression of Gaeumannomyces graminis var. tritici in
soil. Soil Biology and Biochemistry. 21: 331-338.

Sivapalan A., Morgan W.C., Franz P.R. (1993). Monitoring Populations of Soil
Microorganisms during a Conversion from a Conventional to an
Organic System of Vegetable Growing. A.B. Academic Publishers.
pp. 9-27.

15



Specht L.P., Rush C.M. (1988). Fungi associated with root and foot rot of
winter wheat and populations of Cochliobolus sativus in the Texas
Panhandle. Plant. Dis. 72: 959-963

Stack R.W. (1992). Bipolaris. In Methods for research on soilborne
phytopathogenic fungi. APS PRESS pp. 94-100

Sturz A.V., Johnston H.W. (1983). Early colonisation of the ears of wheat and
barley by Fusarium poae. Can. J. Plant Path. 5: 107-110

Sumner D.R. (1985). Cropping practices and root diseases. In "Ecology and
management of soilborne plant pathogens”, Parker C.A., Rovira A.D.,
Moore K.J., Wong P.T.W., Kollmorgen J.E. coord., Am. Phytopath.
Soc., St. Paul MN. pp. 267-271

Sutton J.C. (1982). Epidemiology of wheat heat blight and maize ear rot caused
by Fusarium graminearum. Can J. Plant Pathol. 4: 195-209

Thomashow L.S., Weller D.M. (1988). Role of a phenazine antibiotic from
Pseudomonas fluorescens in biological control of Geaumannomyces
graminis var. tritici. J. Bact. 170: 3499-3508

Tivoli B., Lemaire J.M., Jouan B. (1974). Premunition du blé contre Ophibolus
graminis Sacc. par des souches peu aggresives du meme parasite.
Annales de Phytopathologie. 87: 123-131

Toderi G. (1976). Aspetti agronomici della difesa del frumento contro le
malattie. Ann. Acc. Agr. 169, V, 49-58

Toderi G., Govi G. (1978). Influenza della successione colturale, della
concimazione e del comportamento varietale sulla risposta del
frumento ai trattamenti antiparassitari. Informatore fitopatologico. 4:
27-31.

Toderi G., Stefanelli G., Marenghi A., Triberti L. (2000). Effetti di
avvicendamento colturale e di tecnica di lavorazione del terreno
ottenuti in ambiente pedecollinare con sistemi colturali semplificati.
Nota I. Risultati produttivi ottenuti con specie autunno-primaverili. Riv.
Agron., 34: 251-260.

Towsend G.R., Heubergher J.W. (1943). Methods for estimating losses
caused by diseases in fungicide experiments. Plant Dis. Rep., 24:
340-343.



Soil tillage and crop rotation effects on Triticum durum (Desf) yield and mycotoxins content in its grain

Triberti L., Stefanelli G., Marenghi A., Toderi G. (2000). Effetti di
avvicendamento colturale e di tecnica di lavorazione del terreno
ottenuti in ambiente pedecollinare con sistemi colturali semplificati.
Nota Ill. Influenza sul pH e sul contenuto in sostanza organica, N,
P.Os del terreno. Rivista di Agronomia. 2: 269-275.

Turner A.S., O'Hara R.B., Rezanoor H.N., Nuttal M., Smith J.N., Nicholson
P. (1999). Visual disease and PCR assessment of stem base
diseases in winter wheat. Plant Pathology. 48: 742-748

Vez A. (1979). Soil tillage in long term with monoculture. Incidence on soil,
physical soil properties, plant diseases, weed infestation and with
yield. Atti VIII Conf. Int. Soil Tillage Res., Univ. Hoehenheim, 263-
269.

Viaud M., Pasquier A., Brygoo Y. (2000). Diversity of soil fungi studied by
PCR-RFLP of ITS. Mycol. Res. 104: 1027-1032.

Von Arx J. A. (1970): A Revision of the Fungi Classified as Gloeosporium.
Lehre: Verlag J. Cramer.

Wache A.G., Tiffany K.H. (1979). Soil fungi isolated from fields under different
tillage and weed control regimes. Mycologia, 71: 1215-1226.

Ward E., Gray R.M. (1992). Generation of a ribosomal DNA probe by PCR and
its use in identification of fungi within the Gaeumannomyces-
Phialophora complex. Plant Pathology. 41: 730-736.

Wardle D.A. (1992). A comparative assessment of factor which influence
microbial biomass carbon and nitrogen levels in soils. Biol. Rev. 67:
321-358

Wardle D.A. (1995). Impacts of disturbance on detritus food webs in agro-
ecosystem of contrasting tillage and web management practices.
pp.105-185 in Advances in Ecological Research vol. 26. Academic
Press

Wasilewska L. (1979). The structure and function of soil nematode
communities in natural ecosystem and agro-cenoses. Pol. Ecol. Stud.
5: 97-145.

Wiese M.V. (1987). Compendium of wheat diseases. APS PRESS, pp.101

117



Windels C.E. (1992). Fusarium. In Methods for research on soilborne
phytopathogenic fungi. APS PRESS pp. 115-129

Wong P.T.W. (1985). Interactions between microbial residents of cereal roots.
In “Ecology and management of soilborne plant pathogens”.
Proceedings of sect. 5 of the IV International Congress of Plant
Pathology.” The American Phytopathological Society. pp. 144-148

Yarham D.J. (1979). The effect on soil-borne diseases of changes in crop and
soil management. In Soil-borne plant pathogens, Schippers B., Gams
W. Coord., Accademy Press. pp. 371-383

Yarham D.J. (1981). Practical aspects of epidemiology and control of take-all.
In Biology and control of take-all, Asher M.J.C., Shipton P.J. coord.,
Accademic Press. pp. 353-384

Yeates G.W., Hughes K.A. (1990). The effects of three tillages regimes on
plant and soil nematodes in an oats/maize rotation. Pedobiol. 34:
379-387.

Zelles L., Rackwitz Q., Bai Q.Y., Beck T., Beese F. (1995). Discrimination of
microbial diversity by fatty acid profiles of phospholipids and
lipopolysaccharidies in differently cultivated soils. Plant and Soil 170:
115-122.



Soil tillage and crop rotation effects on Triticum durum (Desf.) vield and mycotoxins content in its grain

Summary

INTRODUGCTION ..o 3
DURUM WHEAT [TRITICUM DURUM (DESF.)] «eeeeeeeeeeeeeeeeeeeeeeeeeee 3
Durum wheat in the WOIIQ ..............ooommii e 5
Durum wheat in Italy .............ccooi oo 7
Durum wheat yield limiting factors ... 8
THE MYCOTOXINS RISK .ttt s 9
WHEAT ROOT AND CROWN DISEASE ......uuuuiitiiiiiiiiiiiiiiiiinsnnesisissnes 13
Wheat root and crown disease main causal agents..............ccccc.ccoviiiiieiaiienennnn. 16
Wheat root and crown disease in ltaly ...............ccccceeeiiiiiiiiiiiiiiiiiiiiiiii e 33
Control methods of wheat root and crown diS€ase................ccccccuuuuueuuiuniuninnnnnnns 34
Effects of soil tillage on wheat root and crown disease.................ccccoeeevuuceeeeee... 38
Crop rotation effects on wheat root and crown diS€ase ...........cccoeeeeeevveeeeevrnnaaan. 41

Interactions between tillage and rotations on root and crown disease of wheat... 45

FUSARIUM HEAD BLIGHT (FHB) OF SMALL GRAINS .....cooiiiiiieeieeeeeee e 46
AGRONOMIC PRACTICES AND SOIL BIODIVERSITY ...ueeieeeeeiiiiiaeeeeeeeeeeeeinnaaeeeeeeee 50
RESEARCH AIMS ... 53
MATERIALS AND METHODS ... 55
FIELD EXPERIMENT ....iieieieieiti e e e e e e e e eeett e s e e e e e e eeeeann e e e e e e e eeeannnnnaaeeeeeeeeennnnns 55
Description of the long-term experiment................cccoiieeiiieeiiiiiiise e 55
WeatRer data ................oo oo 58

19



A S S E S SMENT S e ettt e ettt et e ettt 60

Evaluation of wheat root and crown diS€ase ...............ccccceeeeeeeiiiiiiiiiiieeeeeeee 61
Analysis of the fungi community in the SOIl .................cccoiiiiiiiiiiiiiiiiii e 63
Evaluation of the Fusarium head blight (FHB) of small grains ............................. 65
Analysis of the Colony Forming Units (CFU) in wheat flour ................cccccccuuunnnn. 66
Determination of mycotoxin content in wheat flour ...................cccoooveeeeieeeeeenee. 67
STATISTICAL ANALYSIS OF DATA...cciiiiiiiiieiiiiiiie et 68
RESULTS AND DISCUSSION ....ooiiiiiiiiieeeeee e 69

YIELD QUANTITY: EFFECTS OF CROP SUCCESSION AND SOIL TILLAGE ON WHEAT

EFFECTS OF WHEAT ROOT AND CROWN DISEASE ON GRAIN YIELD .......ccuuveeeeennnn... 73

EFFECTS OF CROP SUCCESSION AND SOIL TILLAGE ON THE CAUSAL AGENTS OF

WHEAT ROOT AND CROWN DISEASE ... et ernreree e e 79
Fusarium spp. (F) and Bipolaris sorokiniana (B)..............cccccceeiiiiiiiiiiiiiiieeeeee 79
Gaeumannomyces graminis var. tritici (GGE)...............uuuuuuuuuuieiiiiiiiiiiiiiiiiiiinns 80
Ramulispora herpotrichoides (PS) ... 80
Rhizoctonia Spp. (RN)........coooo e 81

EFFECTS OF CROP SUCCESSION AND TILLAGE ON THE SOIL FUNGI POPULATION..... 82

INTERACTION OF FUSARIUM HEAD BLIGHT (FHB) WITH WHEAT ROOT AND CROWN
DISEASE ... itteetttte et ettt ettt e et e e e n e e e e e e rrnnaan 85

YIELD QUALITY: EFFECTS OF CROP SUCCESSION, TILLAGE AND DISEASES ON WHEAT
GRAIN APPARENT SPECIFIC WEIGHT ..eiiaii e 89

FLOUR QUALITY: FUSARIUM HEAD BLIGHT AND FUNGI CONTENT IN WHEAT GRAIN.. 92

PRODUCT QUALITY: PATHOGEN CONTENT IN WHEAT FLOUR AND MYCOTOXINS

CONTAMINATION . .. ettt et ettt e et e et e e e e e e e e e e e e e e e e aeeaeeneens 96
CON CLUSIONS .. e 99
LITERATURE ... ..o e 105

120



Soil tillage and crop rotation effects on Triticum durum (Desf.) vield and mycotoxins content in its grain

121




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


