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Abstract

The rate of photosynthesis and transpiration, intercellular CO; concentration and stomatal
conductance in spring wheat plants were determined in an experiment conducted during the years
2004-2005. The severity of fungal infection of wheat kernels was estimated by a traditional method
and a molecular BIO-PCR technique with the use of universal and SCAR primers. It was found that
water deficit decreased thousand grain weight, grain weight per plant and the values of gas exchange
parameters (including photosynthesis, transpiration, stomatal conductance, intercellular CO, con-
centration), in particular photosynthesis. The values of biometric characters did not decrease.
The rate of wheat grain colonization by fungal pathogens was slightly higher under water stress
conditions.
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Abstrakt

W latach 2004-2005 przeprowadzono eksperyment badawczy, w ktorym mierzono intensywnosc
fotosyntezy i transpiracji, miedzykomorkowe stezenie CO? oraz przewodno$é szparkowa pszenicy
jarej. Okreslono ponadto zasiedlenie grzybami ziarniakéw — metoda tradycyjna oraz molekularna
BIO-PCR z wykorzystaniem primeréow uniwersalnych oraz typu SCAR. Wykazano, ze deficyt wody
spowodowal obnizenie MTZ, masy ziarna z rosliny oraz wskaznikéw wymiany gazowej (fotosynteza,
transpiracja, przewodnosc szparkowa, miedzykomérkowe stezenie CO,), a zwlaszcza fotosyntezy. Nie
stwierdzono natomiast spadku wartoSci cech biometrycznych. Zanotowano takze nieco wyzsze
zasiedlenie ziarna pszenicy jarej patogenami grzybowymi w obiektach z niedoborem wody.

Introduction

One of the factors that determine the growth, development and yield
of crops is adequate water supply, which is essential to all life processes. Water
deficit disturbs metabolic reactions, leads to changes in the chemical composi-
tion of seeds as well as to considerable yield loss and quality deterioration
(KACPERSKA 1991, GRZESIUK and GORECKI 1994, OZTURK and AYOLIN 2004).
Water deficit is caused by a substantial water shortage in the soil, atmospheric
drought, and the excess of transpiration over absorption (BOCZEK and SZLEN-
DAK 1992, FORDONSKI et al. 1994). Moisture deficiency is manifested in plant
wilting already when water levels decrease from 75-90% (considered optimal)
to 55-70% (GRZESIUK et al. 1999). Long-term drought may damage photosys-
tem II (PS II) structure, which in turn reduces the rate of photosynthesis.
Plants respond to water stress by closing their stomata to prevent water loss,
which hinders CO. assimilation. The adverse changes in the photosynthesis
process lead to considerable yield loss. On the other hand, plants grown under
water deficit conditions have an ability to alter their metabolism so as to save
water and minimize the negative effects of its shortage.

Among the biotic factors affecting the photosynthesis process, an important
role is played by various diseases, 80% of which are caused by fungal patho-
gens. At an advanced stage of a fungal disease, the rate of photosynthesis may
be reduced by as much as 75%. This results, among others, from a decrease in
leaf surface area caused by damage to the green organs of a plant, plant growth
inhibition or the occurrence of extensive necrotic lesions. Moreover, organelle
destruction in infected plants leads to disturbances in water relations.

In view of the above, a study was undertaken to determine the effect
of water deficit on the morphological characters, gas exchange parameters and
grain wholesomeness of spring wheat.
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Materials and Methods

A two-factorial pot experiment was conducted in six replications in the
greenhouse of the University of Warmia and Mazury in Olsztyn, during
the years 2004-2005. The experimental factors included spring wheat cv.
Nawra, and two levels of soil moisture content:

— optimal (60-70% of capillary water capacity),

— deficient (30-35% of capillary water capacity).

Scope of the study:

— determination of gas exchange parameters (the rate of photosynthesis and
transpiration, stomatal conductance and intercellular CO;, concentration),
with the use of a LI-COR 6400 portable gas analyzer;

— mycological evaluation of wheat grain by a traditional method and molecular
techniques (BIO-PCR, SCAR-PCR), preceded by DNA isolation;

— determination of selected biometric characters of wheat plants.

Gas exchange parameters were measured five times, at several-day inter-
vals, using a LI-COR 6400 gas analyzer (Portable Photosynthesis System,
DMP AG S.A. LTD, at a constant CO; concentration of 400 ppm and
illumination of 1000 pmol m? s. The source of photons was a LED Light
Source lamp, emitting wide-spectrum light at a peak wavelength of between
670 nm and 465 nm. Measurements were performed on the flag leaf of spring
wheat plants, at selected development stages. Mean values for each stage are
given in the paper.

In order to determine the health status of spring wheat grain by a tradi-
tional method (artificial cultures), 100 kernels were selected randomly of each
treatment. The kernels were rinsed under running water for 15 to 20 minutes
and surface disinfected with 70% ethyl alcohol and 1% sodium hypochlorite to
remove impurities, and next rinsed three times in sterile distilled water. Then
the kernels were placed in Petri dishes with a PDA solid medium. The dishes
were stored in a thermostat at 20 to 23°C for 7 to 10 days, and next mycelium
hyphae were transferred to PDA slants. Finally fungal cultures were identified
to genus and species based on their morphological characters observed under
an optical microscope, as described in the monographs by ELLIS (1971), GILMAN
(1957) and KWASNA et al. (1991).

Mycelium hyphae (i.e. live pathogen inoculum with potential infectious
properties) obtained from kernels cultured on a PDA medium were isolated in
separate Petri dishes for BIO-PCR analysis. After 2 to 3 days mycelium pieces
were taken with a scalpel, placed in porcelain mortars and ground in liquid
nitrogen. DNA was isolated by the CTAB method (NICHOLSON et al. 1996).
Polymerase chain reaction (PCR) was performed using primers known from
literature (PARRY and NICHOLSON 1996, HUE et al. 1999).
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Experimental results were processed statistically based on a multiple range
test involving mean values in homogenous groups, at a significance level
of a = 0.01, with the use of STATISTICA ver. 6.0 software.

Results and Discussion

The results of the present study, obtained both in the first and second year
of the experimental period, revealed a decrease in the values of the tested
biometric characters of spring wheat plants under conditions of reduced
capillary water capacity, in comparison with the control treatment (Table 1).
However, significant differences were observed only with respect to grain
weight per plant and thousand grain weight.

Table 1
Selected biometric characters of spring wheat cv. Nawra under water stress conditions (mean values
of 2004-2005)

Watgr . Number Number Thousand |Grain weight
Culti capacity | Plant height . . . .
ultivar of the soil (em) of spikes of grains |grain weight | per plant
Pl per plant per spike (8 (g
N 60-70% 49.60% 2.90% 11.874 38.78 1.29%
awra 30-35% 45.844 2.264 12.64% 30.94 0.774

Homogeneous groups A, AB, B — according to Fisher’s LSD test

KocoN and SULEK (2004) also noted an average yield decline of around 30%
under moisture deficiency conditions. Such a decrease results from the plant’s
response to water stress involving a decrease in the rate of photosynthesis and
growth (LU and ZHANG 1998, STARCK 2002).

Crop yield is largely dependent on the photosynthesis process as well as on
the transport and distribution of assimilates (AUSTIN et al. 1977, NALBORCZYK
1989, STARCK et al. 1995). The rate of photosynthesis may be limited by almost
all adverse environmental factors (STARCK 1995). One of such factors is water
shortage in the soil, related to weather conditions.

It was found that water deficit over the period from ear formation to grain
filling in the tested cereal species caused a significant decrease in the rate
of photosynthesis, particularly noticeable in the first year of the experiment
(Table 2). As regards transpiration and intercellular CO; concentration,
a similar response was observed later, i.e. from the flowering stage to grain
filling. Stomatal conductance remained at a comparable level. In the second
year the values of all parameters of gas exchange were similar, but the
intensity of changes was slightly lower (Table 3).
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Table 2
Gas exchange parameters in spring wheat under water stress conditions in 2004
. L. Intercellular CO Stomatal

Capillary | Photosy ntheZSIf Transplratu;nl concentration ’ conductance

Cultivar water (umol COym™=s™) (mmol H,Om2s?) (umol CO,mol) | (mol HyO m2s?)
capacity

1 I | 11| 1 I |11 | I I |11 | 1 I | 11
N 60-70% 12.55%|9.48 | 6.38 | 3.94 | 2.28 | 1.12 | 3374|2547 | 1927 |0.334(|0.194|0.084
awra 30-35% |5.8% |7.144.94 [3.24 | 1.34 | 0.44 | 3034 |2124|114% [0.20%]0.144(0.05%

I — measurement of gas exchange parameters at the ear formation stage;
II - measurement of gas exchange parameters at the flowering stage;
III - measurement of gas exchange parameters at the grain filling stage.

Table 3
Gas exchange parameters in spring wheat under water stress conditions in 2005
. L. Intercellular CO Stomatal

Capillary | Photosy nthe;l? TI‘anSplI‘athin concentration ’ conductance

Cultivar water (mol CO,m?s™) (mmol H,0m™s™) (umol COymol™) | (mol HoO m?s?)
capacity
1 I |11 | I II |11 | I II |1 | I I | 1II

N 60-70% |12.58|8.34 | 8.4F | 2.44 | 1.84 | 3.0% | 3207 | 173 | 1397 |0.38%|0.064|0.084
awra 30-35% | 9.6 | 7.74 | 5.64 | 1.94 | 1.64 | 1.14 | 2624 | 1554 | 1074 |0.154|0.064[0.014

I, II, III - explanations as in Table 2.

The present results are consistent with the findings of PSZCZOEKOWSKA et
al. (2003) who demonstrated that the rate of photosynthesis decreased in
response to water shortage in the soil. A similar trend was observed by
OLSZEWSKI et al. (2007) who studied the response of winter wheat to moisture
deficiency. Photosynthesis, especially in the flag leaf, is particularly important
during kernel formation, when bottom leaves begin to wilt (INOUE et al. 2004),
because the rate of this process affects yield height.

Microscopic mycological analyses of wheat grain, performed in 2004,
showed the presence of Chaetomium spp. only in the water-deficient treatment
(Table 4). In 2005 the rate of fungal infection was substantially higher. Fungal
isolates were found in both the control and water-deficient treatment.
The dominant species was Penicillium ssp. The proportion of potentially
pathogenic fungi of the genus Fusarium was also high. The occurrence
of Fusarium graminearum, Fusarium poae and Fusarium proliferatum was
confirmed. Fusarium proliferatum is a common species in southern Europe
(Spain). OLSZEWSKI et al. (2007) reported the presence of this pathogen under
greenhouse conditions, which could be related to high temperature levels
during the experiment. In our study the number of fungal isolates was slightly
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higher in the water-deficient treatment. According to FORDONSKI et al. (1994),
water stress decreases plant resistance, thus contributing to increased disease
incidence.

Table 4
Number of fungal isolates in spring wheat grain cv. Nawra under water stress conditions
in the years 2004-2005

Control Water stress
Fungal species 60-70% capillary 30-35% capillary
water capacity water capacity

2004
Chaetomium spp. 1
Total 1

2005
Colletotrichum graminearum 1
Fusarium gramniearum 1
Fusarium poae (Peck) Wollenw. 3
Fusarium proliferatum 3 3
Mucor spp. 1
Penicillium spp. 23 27
Total 30 36

60-70% capillary water capacity — control
30-35% capillary water capacity — water stress

The results of microscopic examinations were partly confirmed by BIO-
-PCR analyses with the use of SCAR primers (Figure 1). The PCR products
indicated the presence of fungi of the genus Fusarium. Further analyses
revealed the occurrence of Fusarium poae in the second year of the study
(Figure 2), as indicated by a PCR product of 220 bp. Similar results were
obtained by PARRY and NICHOLSON (1996).

M12 3456 7 8910

Fig. 1. PCR product obtained from spring wheat grain with the use of species-specific primers

(PL58SL/PL28SL) for Fusarium spp. under water stress conditions in 2005. M - molecular

weight standard 1-5 spring wheat cv. Nawra, control treatment, 6-10 — spring wheat cv. Nawra,
water stress
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Fig. 2. PCR product obtained from spring wheat grain with the use of species-specific primers
(Fp82R/Fp82R) for Fusarium poae under water stress conditions in 2005. M — molecular weight
standard 1-5 spring wheat cv. Nawra, control treatment, 6-10 — spring wheat cv. Nawra, water stress

SCAR primers do not amplify plant DNA, but they permit pathogen
identification directly in the host tissue, with no need for pure culture
isolation. They also allow to detect infection at an early stage, and to recognize
tissue damage prior to the onset of disease symptoms (CHELKOWSKI and
WITKOWSKA 1999). The BIO-PCR technique enables to confirm the presence
of live pathogen inoculum with potential infectious properties.

It should be stressed that PCR analyses may be an effective tool for
presymptomatic diagnostics in plants, applied prior to the appearance of the
signs and symptoms of a disease. According to reference data, in some cases
pathogens had been identified before disease symptoms became apparent
(TURNER et al. 1998).

Conclusions

1. Water deficit did not decrease the values of the investigated biometric
characters of spring wheat plants, but it contributed to a drop in thousand
grain weight and grain weight per plant.

2. Water stress resulted in a decrease in the values of gas exchange
parameters, particularly in the rate of photosynthesis in the leaves
of spring wheat.

3. Members of the genus Penicillium and toxin-producing fungi of the
genus Fusarium were identified in wheat kernels. The rate of wheat grain
colonization by fungal pathogens was slightly higher under water stress
conditions.

4. The use of the BIO-PCR technique with species-specific SCAR primers
permitted the detection of Fusarium poae in wheat grain.

Translated by ALEKSANDRA POPRAWSKA
Accepted for print 4.03.2009
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