
agronomy

Article

Effect of Nitrogen Fertilization and Fungicide Application at
Heading on the Gluten Protein Composition and Rheological
Quality of Wheat

Viola Landolfi 1 , Giovanna Visioli 2 and Massimo Blandino 1,*

����������
�������

Citation: Landolfi, V.; Visioli, G.;

Blandino, M. Effect of Nitrogen

Fertilization and Fungicide

Application at Heading on the Gluten

Protein Composition and Rheological

Quality of Wheat. Agronomy 2021, 11,

1687. https://doi.org/10.3390/

agronomy11091687

Academic Editors: Andrzej Salata,

Hector Moreno Ramón,

Gaetano Pandino and

Agnieszka Najda

Received: 8 July 2021

Accepted: 22 August 2021

Published: 25 August 2021

Publisher’s Note: MDPI stays neutral

with regard to jurisdictional claims in

published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

1 Dipartimento di Scienze Agrarie, Forestali e Alimentari, Università di Torino, Largo Paolo Braccini 2,
10095 Torino, Italy; viola.landolfi@unito.it

2 Dipartimento di Scienze Chimiche, Della Vita e della Sostenibilità Ambientale, Università di Parma,
Parco Area delle Scienze 11/A, 43124 Parma, Italy; giovanna.visioli@unipr.it

* Correspondence: massimo.blandino@unito.it; Tel.: +39-011-670-8895

Abstract: Optimizing the bread-making quality properties of flour is currently one of the main
aims of the bakery industry. Therefore, this study has investigated the effects of N fertilization
and fungicide application at wheat heading on the protein content (GPC), gluten composition and
rheological properties of wheat. Field experiments were carried out in North-West Italy over a
3 year period, on a high protein cultivar of soft winter wheat. Grain samples were collected for each
agronomic treatment at four ripening timings, from the milk stage to the final combine harvesting,
and the contents of the different gluten fractions were quantified. The late N fertilization increased
the GPC (+1.2%) and dough strength (W) (+22%) as a result of a similar enhancement of all the
gluten protein fractions, while the fungicide application slightly reduced the GPC (−0.3%) and
W (−4%), mainly because of a dilution of the gliadin content, due to the significantly higher grain
yield (+8.6%) and thousand kernel weight (+5.5%). These agronomic practices did not modify the
gluten composition significantly, expressed as the relative ratio between the gliadins (glia) and the
high (HMW) and low (LMW) molecular weight glutenins (gs), and confirmed by the accumulation
trend of the different protein fractions during ripening. The year resulted to have the most marked
effect on the gluten protein fraction ratios and alveographic parameters. The lowest W was observed
in 2015, and although the highest GPC was recorded for the same year, the lowest gs/glia ratio was
also observed. Instead, 2016 showed the highest gs/glia and HMW-gs/LMW-gs (H/L) ratios, and
also the highest P/L value (2.2). In 2015, a slightly higher temperature during the ripening stage
resulted in a greater increase in the γ-gliadin enriched fraction than the α/β gliadin ones, and marked
differences were noted in the rheological traits. This field experiment has highlighted the interactive
role of environmental and agronomic factors on the content and quality of gluten proteins and their
bread-making ability, thus making a further contribution to the development of an integrated crop
strategy for the cultivation of high protein wheat in humid Mediterranean areas.

Keywords: high protein wheat; gliadins; glutenins; flour quality; humid Mediterranean area

1. Introduction

Wheat is the crop that is cultivated the most throughout the world and it is a staple
food in many countries. The flour obtained from common wheat (Triticum aestivum spp.
aestivum L.) has excellent bread-making properties for most leavening and baking processes.
Wheat foods, which are a major component of most diets, are particularly important for
their protein intake in the human diet [1], and even more so for vegetarians and vegans.
Moreover, the dough obtained, from the mixing of flour with water, has unique elasticity
and tenacity characteristics, thanks to the content and the types of wheat grain storage
proteins (gluten proteins) which accumulate in the late ripening seed stage [1].
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Gluten proteins are made up of gliadins, that is, monomers that confer viscous proper-
ties and dough extensibility, and glutenins, that is, protein aggregates of high (HMW) and
low molecular weight (LMW) glutenin subunits (gs), which give the dough elasticity [2].
The rheology of the elongation and disruption of the gluten reticulum varies to a great
extent, depending on the protein content, on the types of HMW-gs and on the variations
in the glutenin/gliadin ratio (gs/glia) [3]. As far as the quality of flour is concerned, it
is also important to consider the balance between HMW and LMW-gs in the polymeric
fraction, which can significantly alter the strength (W) and extensibility (L) of the dough.
Numerous factors, such as the genotype, the agronomic management practices and other
environmental factors, such as the temperature and precipitation during grain filling, may
play important roles in determining the bread-making quality of flour [4]. The important
role of nitrogen (N) fertilization on the synthesis and accumulation of storage proteins is
well known [5–8]. The top-dressed distribution of a late N fertilization, from booting to the
heading growth stage (GS), leads to a clear increase in the grain protein content (GPC) in
climatic zones with adequate spring rainfall or in irrigated cropping systems [5]. This late
application of N fertilizer, in addition to a sufficient N application in the vegetative GS, is
required in temperate growing areas to satisfy the quality requests of high protein wheat,
which requires high GPC (>14%) and dough strength (W > 350 J × 10−4) [9]. The improve-
ment in the GPC content after a late fertilizer application is due to a higher N availability,
which, considering the mobility of this element in the soil, is limited by the source and
the timing of the N supply [7]. Both the N uptake in vegetative organs in the pre-anthesis
period, which is then remobilized during grain filling, and the amount of N absorbed
during ripening and directly transported to the kernels, provide an accumulation of grain
storage gluten proteins [10]. The contribution of post-anthesis N uptake, in comparison
with the pre-anthesis stored N, which is subsequently translocated to the spikes during
late leaf senescence [10], can vary from 5–40% of the final total grain N [11]. The clear effect
of a late N fertilization on the increase in the amount of grain protein quantity has been
tested and verified in several works [5,6,12,13], while its influence on the change in the
gluten protein composition and dough properties seems to be less significant, although
opposing opinions are reported in the literature [7,14,15]. Martre et al. [7] and Triboi
et al. [15] claimed that variations in the gluten protein composition are not influenced by
the timing or rate of fertilization, and that increases in all the gluten protein fractions can be
observed for a higher N supply. However, few studies have considered the potential effects
of the timing of N uptake and the role of late N fertilization, applied close to the ripening
stages, on the accumulation of the different gluten protein fractions during grain filling [7].
In fact, the timing of the accumulation of the different gluten protein fractions during
grain development seems to be fundamental to determine the structural–thermal gluten
properties and the wheat quality, and thus to provide useful indicators of the technological
quality of dough [16].

Among the other crop practices that could influence wheat physiology during the
wheat ripening stages, the application of a fungicide to control head and foliar diseases
plays an important role. It has been shown that fungicides increase the duration of the
green leaf area and grain yield, compared to untreated crops [17]. In fact, the duration of
the green leaf area has a direct effect on the accumulation of grain starch as a consequence
of a prolonged photosynthesis [18], but it also indirectly influences the capacity of a crop
to assimilate and translocate nutrients from soil and the N remobilization from the stem
and leaves to the grain [19]. A fungicide application at the heading stage is a key practice
in temperate growing areas to control Fusarium head blight, which has an impact on the
grain yield and on the accumulation of mycotoxins. Moreover, this timing of application,
according to the agronomic and pedo-climatic conditions, may contribute to delaying
canopy senescence [18,20]. The influence of the fungicide on the protein content has been
discussed widely in the literature [21], where a decrease in GPC has been observed [22–25],
in conjunction with high N doses [17], while other researchers have observed a significant
increase in the protein content [26] or even no change [18]. Furthermore, to the best of the
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authors’ knowledge, no results on the effect of a late fungicide application to the gluten
protein composition have been reported.

In addition to the management of crop practices, in order to guarantee a more constant
level of wheat quality along the supply chain, the meteorological trend over different
growing seasons could also have an important effect on the gluten properties and com-
position. For this purpose, many studies have been carried out to assess the variations
in gluten protein and its composition under continental environmental conditions, such
as those of North Europe and North America, where there is regular rainfall and pro-
longed ripening [15,27], or in Mediterranean growing areas, where there is a short duration
of the grain filling stages as a consequence of high spring temperatures and frequent
drought [28]. However, only a few studies have been carried out in humid Mediterranean
environments [10,29], such as in the North of Italy, with a medium duration of the ripening
stages, which generally occur without any significant heat or drought stress. Moreover, the
interaction of crop practices occurring late during crop cultivation, such as N fertilization
and fungicide application at heading, and the meteorological trends during wheat ripening
have not yet been thoroughly investigated in the literature. The hypothesis of the present
research is that in humid Mediterranean climate condition the agronomic practices that
influence the cultivation conditions during ripening may affect, in addition to the gluten
content, also its composition and therefore the rheological characteristics of the flours.
The objective of this research has been to study the influence of a late N fertilization and
fungicide application at wheat heading and their interaction on the alveographic traits and
gluten composition in a high protein wheat cv, grown in the same field over a 3-year period
under a typical humid Mediterranean.

2. Materials and Methods
2.1. Experimental Site and Treatments

The effects of the considered factors (N fertilization, fungicide application and meteo-
rological conditions) were investigated by considering the accumulation of gluten protein
fractions for 4 different wheat maturation timings.

The study was carried out over 3 years (2014, 2015 and 2016) at Carmagnola in the
North-West of Italy (N 44◦53′10.6” E 7◦41′11.8”; elevation 245 m), in the experimental fields
of the University of Turin. The daily temperatures and precipitations were measured by a
meteorological station near the experimental area.

The experimental trial was carried out on a deep silty-loam soil (sand 28.7%, silt 64.6%
and clay 6.7%, pH 8.0) with a medium cation-exchange capacity (12.2 meq 100 g−1) and
organic matter content (1.45%). The soils were sampled at a depth of 0.30 m and 30–60 cm
each growing season, using Eijkelkamp cylindrical augers just before crop sowing. The
average assimilable phosphorus and exchangeable potassium contents were 7 mg kg−1

and 49 mg kg−1, respectively, and the total N, analyzed using a CHN elemental analyzer
(Flash EA 1112, Thermoquest) in 0–30 cm and 30–60 cm layers at the beginning of spring,
is reported for each year in Table 1.

Table 1. Total nitrogen content in different soil layers at the tillering growth stage for each year of
the experiment.

Year 0–30 cm 30–60 cm

2014 0.109% 0.086%
2015 0.102% 0.082%
2016 0.113% 0.092%

Soil was sampled at depths of 0–30 and 30–60 cm using Eijkelkamp cylindrical augers.
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The compared treatments in each year were factorial combinations of:

• late-season N fertilization:

# Unfertilized control, with a total of 130 kg N ha−1 top-dressed applied as a
granular ammonium nitrate (AN) fertilizer, split into 50 kg N ha−1 at tillering
(GS23) and 80 kg N ha−1 at the beginning of stem elongation (GS32), without
any late fertilization at the middle of heading (GS55);

# N application at heading (GS55), with the addition of 30 kg N ha−1 top-dressed,
applied as AN, to the previously reported fertilization during the vegetative
stages; the total N rate was 160 kg N ha−1.

• fungicide application:

# Untreated control;
# Heading application (GS55), with the application of a mixture of triazole fungi-

cide prothioconazole + tebuconazole applied as 0.125 kg + 0.125 kg of the active
ingredient (AI) ha−1 (Prosaro®, Bayer, Italy).

All the top-dressed ammonium nitrate fertilizers were applied by hand as solid prills
(27% N w/w). The fungicide was applied at the manufacturer’s recommended field rates
using a 4-nozzle precision sprayer (T-Jeet 110/04) with a fine mist at a slow walk to ensure
effective coverage. The delivery pressure at the nozzle head was 324 KPa. No other
fungicide was applied to any other GS to control foliar diseases.

The commonly adopted agronomic growing area practices were applied. Briefly,
the previous crop was wheat, the field was ploughed each year, incorporating the debris
into the soil, and this was followed by disk harrowing to prepare a seedbed. Planting
was conducted in 12 cm wide rows at a seeding rate of 450 seeds m−2 in the last decade
of October, using the fungicide fludioxonil as seed dressing to prevent root and stem
diseases. The weed control was conducted with mesosulfuron-metile and iodosulfuron-
metil-sodium at wheat stem elongation (GS 31). The selected winter wheat cv was Rebelde
(Apsovsementi, Voghera, Italy), which is classified, according to the Italian Synthetic Index
of Quality [9], as an improver wheat because of its high protein content. This cultivar is
classified as medium-tolerant to both Fusarium head blight and Septoria Tritici Blotch
diseases. The sowing and harvest dates, as well as the N fertilization and fungicide
application dates are reported in Table 2 for each year. The treatments were assigned to
experimental units using a completely randomized block design with four replicates. The
plot size was 7 × 1.5 m.

Table 2. Main trial information and the date of N fertilization in the field experiments conducted over the 2013–2016 period
in North-West Italy.

Crop

Techniques Growth Stage a 2014 2015 2016

Sowing 25 October 2013 23 October 2014 23 October 2015
N fertilization tillering (GS23) 10 March 2014 6 March 2015 25 February 2016

stem elong. (GS32) 11 April 2014 9 April 2015 29 March 2016
heading (GS55) b 5 May 2014 7 May 2015 5 May 2016

Harvest 16 July 2014 6 July 2015 8 July 2016
a according to the Zadoks growth scale [30]; b the fungicide was applied at heading just after N fertilization.

Fifty ears were manually sampled from each plot at four different GS during ripen-
ing: the milk stage (GS75), soft dough stage (GS85), physiological maturity (GS91) and
commercial maturity (GS99). The dates of the ear collection for each year are reported in
Table 3. The ears collected at each ripening stage and for each plot were manually shelled,
and the kernels were mixed thoroughly to obtain a random distribution, and samples
(10–30 g) were then frozen at a temperature of −18 ◦C for the analysis of the different
gluten protein fractions.
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Table 3. Dates of the ear collection in the experimental plot for the analysis of the gluten protein fractions.

Milk Soft Dough Physiological Commercial

Years Stage Stage Maturity Maturity

GS75 GS85 GS91 GS99

2014 3 June 2014 13 June 2014 23 June 2014 16 July 2014
2015 28 May 2015 11 June 2015 22 June 2015 6 July 2015
2016 10 June 2016 20 June 2016 30 June 2016 7 July 2016

2.2. Crop Assessments
2.2.1. Grain Yield

The grain yields were obtained by harvesting the whole plot at commercial matu-
rity (GS99), using a Walter Wintersteiger cereal plot combine-harvester. A Dickey-John
GAC2100 grain analyzer (Auburn, IL, USA) was utilized to measure the grain moisture. All
the grain yield results were adjusted to a 13% moisture content. The grains were carefully
mixed, and 1 kg of each sample was taken for the qualitative analyses.

2.2.2. Kernel Quality Traits and Rheological Properties

The test weight (TW), thousand kernel weight (TKW) and grain protein content (GPC;
Kjeldahl N × 5.7, on a dry matter basis) were determined according to Blandino et al. [5]
on grains collected at the commercial maturity stage. Three kg of kernels were taken from
each plot and milled using a Bona 4RB mill (Bona, Monza, Italy) to obtain refined flour.
The alveograph test was carried out on the refined flour according to ICC-121 [31].

2.2.3. Gluten Protein Quantification

Ten g of seeds taken at the milk stage and 10 g at the soft dough stage were ground
in a mortar previously cooled in liquid nitrogen; 30 g of seeds, taken at physiological and
commercial maturity, was milled into fine flour using a Knifetec™ 1095 (Foss, Hillerod,
Denmark). Gliadins, HMW-gs and LMW-gs were extracted from 30 mg of each grain
sample with a sequential extraction protocol described by [32]; in brief, the alcohol soluble
gliadin fraction was extracted with 1.5 mL of 55% (v/v) propan-2-ol with continuous mixing
at 65 ◦C for 20 min, followed by centrifugation at 10,000× g for 5 min. The supernatant was
dried in a vacuum centrifuge to obtain the majority of gliadins. The procedure was repeated
twice to wash the pellet from residues of gliadins. The remaining pellet containing the
alcohol insoluble fraction of both HMW-gs and LMW-gs was dissolved in a 400 µL solution
of 55% (v/v) propan-2-ol, 0.08 M tris(hydroxymethyl) aminomethane hydrochloric acid
(Tris–HCl, pH 8.3) and 10 mM 1,4-dithiothreitol (DTT, as reducing agent), and incubated
for 30 min at 60 ◦C with continuous mixing. After centrifugation at 14,000× g for 5 min,
the supernatant containing HMW-gs and LMW-gs was collected. After the addition of 40%
(v/v) acetone, incubation at 15 min at RT, centrifugation at 14,000× g for 5 min the HMW-gs
fraction was precipitated. At the remaining supernatant 80% (v/v) acetone was added and
after incubation 15 min at RT, centrifugation at 14,000× g for 5 min the LMW-gs fraction
was precipitated. Three technical replicates were performed for each sample [6]. The pellets
of gliadins, HMW-gs and LMW-gs were dissolved in 50% (v/v) acetonitrile with 0.1% (v/v)
trifluoroacetic acid and relative quantification was determined by colorimetric Bradford
assay (Bio-Rad, Hercules, CA, USA) using bovine serum albumin as protein standard.
Data were reported considering 1 mg of extracted proteins for 1 g of dry weight (DW),
as detected by means of a precision laboratory thermo balance. Ratios of the glutenin-
to-gliadin fractions (gs/glia), HMW-gs-to-LMW-gs (H/L) and HMW-gs By-to-HMW-gs
Bx fractions (Y/X (H)) were also calculated. The extracted fractions were then dried in a
Savant SpeedVac SPD1010 device (Thermo Fisher Scientific, Walthman, MA, USA) at 45 ◦C
and the gliadin fractions were then utilized for SDS-PAGE.
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2.2.4. Gliadin Separation by Means of SDS-PAGE and Densitometric Analyses

SDS-PAGE was performed in a Mini-PROTEAN Tetra Cell (Bio-Rad) on 12% acry-
lamide gel in order to analyze the different sub-units of the gliadin fraction. An aliquot of
7 µg of gliadins was suspended in 20 µL of loading buffer containing 2% (w/v) SDS, 0.02%
(w/v) bromophenol blue, 0.1% ß-mercaptoethanol, 0.05 M Tris-HCl pH 6.8 and 10% (v/v)
glycerol, and boiled at 95 ◦C for 5 min before loading onto the gel. A Molecular-Weight
Marker (Mw ® 14,000–66,000; Sigma Aldrich, St. Louis, MO, USA) was used to detect the
gliadins of different molecular weights. After electrophoretic separation at 40 mA, the
gels were stained with a brilliant blue G-colloidal solution (Sigma Aldrich) fixed in 7%
(v/v) acetic acid and 40% (v/v) methanol, and de-stained in 25% (v/v) methanol. The
gliadins were analyzed in 3 technical replicates for each plot sample. IMAGE lab 4.5.1
(Bio-Rad) software was used for the relative quantification of the representative gliadin
protein subunits on each gel. Exact masses of the different members of the gliadin fraction
obtained in MALDI-TOF/MS analysis linear mode were previously reported [6].

2.2.5. Statistical Analysis

The Kolmogorov–Smirnov normality test and the Levene test were carried out to
verify the normal distribution and homogeneity of variances. The gluten and alveographic
parameters of samples collected at ordinary maturity were compared by means of an
analysis of variance (ANOVA), in which the late-season N fertilization, the fungicide
application and the year were the independent variables. The effect of late-season N
fertilization and fungicide application on the relative abundances of the gluten fractions
for each single ear collection timing during ripening was analyzed through ANOVA, in
which the agronomic factor was the independent variables. Multiple comparison tests were
performed with the Ryan-Einot-Gabriel-Welsh F (REGW-F) test, on the treatment means.
Statistical data analysis was carried out with the SPSS software package, version 26.0.

3. Results
3.1. Weather Conditions

Results from 2015 had the largest total amount of precipitation (>850 mm) in the period
between wheat sowing (November) and flowering (May). Very little rainfall occurred in
the winter and spring periods in 2016 (<300 mm) (Table 4), thus resulting in the highest
availability of N in the soil at the beginning of spring (Table 1) for that year. As far as the
ripening period (May–June) is concerned, the 2015 season had the highest growing degree
days (GDD).

Table 4. Monthly rainfall and growing degree days (GDDs) from the sowing stage (November) to
the end of ripening stage (June) in the 2013–2016 period in North-West Italy.

Month 2014 2015 2016

Rainfall GDDs a Rainfall GDDs Rainfall GDDs

(mm) (◦C-Day) (mm) (◦C-Day) (mm) (◦C-Day)

November 81 244 271 289 3 284
December 64 133 92 185 2 182

January 67 158 36 139 4 159
February 87 181 206 143 128 190

March 89 328 188 300 71 286
April 75 442 67 416 80 428
May 49 538 86 581 112 517
June 50 659 55 666 37 642

November–June 562 2683 1000 2720 436 2689
November–April 463 1485 859 1473 288 1530

May–June 99 1198 141 1247 149 1159
a Accumulated growing degree days were calculated for each month as: ∑ = (daily mean temperature−base
temperature), using a 0 ◦C base [33].
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3.2. Grain Yield and Kernel Traits

The grain yield at commercial maturity was significantly higher in 2016 (7.29 t ha−1)
than in 2014 (6.16 t ha−1) or 2015 (6.28 t ha−1), probably because of the higher N availability
in the soil (Table 1), as a consequence of smaller amounts of rainfall during the winter and
spring periods. The TKW was significantly higher in 2016 than in 2014, while the grain
harvest in 2015 resulted in the smallest dimensions of the seeds (Table 5). The fungicide
application significantly increased grain yield (+8.6%), as a result of a clear increase in the
seed weight (+5.1%). The late N fertilization did not influence either the TKW or the grain
yield to any great extent.

Table 5. Effect of the late N fertilization and fungicide application at heading on the thousand kernel weight (TKW), grain
protein content (GPC), high molecular weight glutenins (HMW-gs), low molecular weight glutenins (LMW-gs) and gliadins
at the commercial wheat harvest stage in the field experiment carried out over 3 years in North-West Italy.

Factor Source of Variation TKW GPC Gluten Extractable Fractions (mg g−1 Flour)

g % HMW-gs LMW-gs Gliadins

Late N unfertilized control 34.60 a 14.41 b 5.27 b 6.26 b 14.23 b
fertilization (N) heading application 34.85 a 15.64 a 5.83 a 7.21 a 15.79 a

p-value 0.682 <0.001 <0.001 <0.001 <0.001
Fungicide untreated control 33.88 b 15.19 a 5.60 a 6.67 a 15.32 a

application (F) heading application 35.61 a 14.86 b 5.50 a 6.80 a 14.66 b
p-value <0.001 0.034 0.281 0.205 0.014

Year (Y) 2014 34.55 b 14.96 b 4.86 b 6.50 b 13.60 b
2015 33.87 c 15.43 a 4.50 c 5.42 c 18.69 a
2016 36.01 a 14.69 b 7.29 a 8.34 a 12.43 c

p-value <0.001 0.003 <0.001 <0.001 <0.001
N * F p-value 0.953 0.096 0.006 0.087 0.034
N * Y p-value 0.925 0.204 0.181 0.019 0.124
F * Y p-value 0.907 0.235 0.277 0.258 0.170

N * F * Y p-value 0.996 0.136 0.047 0.443 0.797

Means followed by different letters are significantly different for each parameter (the level of significance, the p-value, is shown in the
table). The reported values for the late season N fertilization are based on 18 replicates (2 fungicide applications × 3 years × 3 repetitions).
The reported values for the fungicide application are based on 18 replicates (2 late-season N fertilizations × 3 years × 3 repetitions). The
reported values for the year are based on 12 replicates (2 late-season N fertilizations × 2 fungicide application × 3 repetitions).

3.3. Gluten Fractions and Alveographic Parameters of the Refined Flour at Harvest

The effect of the late N fertilization and fungicide application at heading on the total
protein content and the gluten protein extractable fractions is reported in Table 5.

The late N fertilization significantly (p-value < 0.001) increased the GPC (+1.23%)
and the content of all the gluten protein fractions, compared to the control, without any
application at heading. On the other hand, the fungicide application led to a significant
reduction in GPC (−0.33%), because of a smaller gliadin content, while no significant
difference was detected for the glutenins. The GPC content was higher in 2015 than in 2014
and 2016. The year 2016 had the highest HMW-gs and LMW-gs, but the smallest gliadin
content. The largest and smallest contents of gliadins and glutenins were instead reported
for 2015.

The year resulted to have the greatest effect on the gluten protein fraction ratios
(gs/glia; H/L, Y/X) and alveographic parameters (Table 6). The dough strength (W) was
significantly lower in 2015, which, although recording the highest GPC, had the lowest
gs/glia ratio. On the other hand, 2016 had the highest gs/glia, H/L and Y/X ratios,
thereby also resulting in a higher P/L ratio than 2014 or 2015. The interaction between the
compared factors was never significant for GPC. The interaction between late N fertilization
and fungicide application was significant for HMW-gs and gliadins. Despite the clear effect
of the late N fertilization and fungicide on GPC and the gluten extractable protein fractions,
these agronomic practices did not significantly impact their ratio. Thus, the dough strength
(W) was significantly increased by the late N fertilization (+22%) and reduced by the
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fungicide application (−4%). In addition, only the N fertilization significantly reduced
the P/L ratio. No significant interaction between the considered factors was recorded
for the alveographic parameters, except for late N fertilization × year, because of a lower
effect of this practice in 2015. Conversely, the interaction between N fertilization and
fungicide application was significant for all the considered gluten protein fraction ratios.
The late N fertilization in the plots without any fungicide application resulted in a more
marked effect on the LMW-gs, gliadins and H/L glutenin ratios than under the fungicide
treated conditions (Table 7). On the other hand, a more marked effect of late N fertilization
on the HMW-gs and gs/glia ratios was observed when the fungicide was applied at
wheat heading.

Table 6. Effect of the late N fertilization and fungicide application at heading on the gluten fraction
ratios and alveographic parameters at the commercial wheat harvesting stage in the field experiment
carried out over 3 years in North-West Italy.

Factor Source of Variation Gluten Protein Fraction
Ratio

Alveographic
Parameters

gs/glia H/L Y/X
(H) W P/L

J * 10−4

Late N unfertilized control 0.85 a 0.84 a 0.58 a 337 b 1.99 a
fertilization (N) heading application 0.88 a 0.80 a 0.58 a 414 a 1.74 b

p-value 0.210 0.103 0.956 <0.001 0.004
Fungicide untreated control 0.86 a 0.84 a 0.59 a 383 a 1.89 a

application (F) heading application 0.87 a 0.80 a 0.57 a 365 b 1.85 a
p-value 0.071 0.046 0.576 0.045 0.574

Year (Y) 2014 0.83 b 0.75 b 0.41 c 390 a 1.75 b
2015 0.53 c 0.84 a 0.61 b 322 b 1.64 b
2016 1.26 a 0.88 a 0.72 a 409 a 2.24 a

p-value <0.001 <0.001 <0.001 <0.001 <0.001
N * F p-value 0.006 <0.001 0.027 0.099 0.338
N * Y p-value 0.084 0.356 0.823 0.156 0.039
F * Y p-value 0.404 0.214 0.571 0.640 0.754

N * F * Y p-value 0.373 0.163 0.580 0.754 0.742
Means followed by different letters are significantly different for each parameter (the level of significance, the
p-value, is shown in the table). The reported values for the late season N fertilization are based on 18 replicates
(2 fungicide applications × 3 years × 3 repetitions). The reported values for the fungicide application are based
on 18 replicates (2 late-season N fertilizations × 3 years × 3 repetitions). The reported values for the year are
based on 12 replicates (2 late-season N fertilizations × 2 fungicide applications × 3 repetitions).

Table 7. Effect of the combination of late N fertilization and fungicide application at heading on the qualitative gluten
protein ratios and alveographic parameters at the commercial wheat harvesting stage in the field experiment carried out
over 3 years in North-West Italy.

Fungicide Late N Gluten Fractions Gluten Fraction Ratio

Application Fertilization HMW-gs LMW-gs Gliadins gs/glia H/L Y/X (H)

untreated control unfertilized control 5.46 b 6.12 b 14.28 bc 0.87 ab 0.91 a 0.62 a
heading application 5.74 ab 7.23 a 16.48 a 0.85 ab 0.78 b 0.55 a

heading application unfertilized control 5.08 c 6.41 b 14.19 c 0.84 b 0.76 b 0.53 a
heading application 5.91 a 7.19 a 15.15 b 0.90 a 0.83 b 0.61 a

p-value <0.001 <0.001 <0.001 0.009 <0.001 0.137

Means followed by different letters are significantly different (the level of significance, the p-value, is shown in the table). The reported
values are based on 9 replicates (3 years × 3 repetitions). The interaction between the agronomic treatment and year was never significant.
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3.4. Accumulation of the Gluten Fractions during Ripening

The effect of N fertilization at heading on the accumulation of HMW-gs, LMW-gs and
gliadins during ripening is reported in Figure 1. All the gluten extractable protein fractions
increased progressively from the milk stage (GS85) to commercial maturity (GS99). The
late N fertilization significantly increased the HMW-gs, LMW-gs and gliadins at the last
harvesting time, compared to the control, for all 3 years, but significant benefits of this
practice were also observed within the 3 years for earlier maturity stages. The rise in the
glutenin and gliadin fractions during ripening showed a similar trend in 2014 and 2015.
However, a greater increase of glutenins was observed in 2016, the growing season with
the highest soil N availability, in the last ripening stages than in the gliadin fraction.
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Figure 1. Effect of late N fertilization on the high molecular weight glutenin (HMW-gs), low molecular weight glutenin
(LMW-gs) and gliadin contents during wheat ripening; field experiment carried out in Carmagnola (North-West Italy)
over 3 different years. The reported values are based on 6 replicates (2 fungicide treatments × 3 replicates). ANOVA was
performed for each timing of the sample collection: * significant difference at the <0.05 level; ** significant difference at
the <0.01 level; *** significant difference at the <0.001 level.

Compared to the role of late season N, the fungicide application at heading led to
a lower impact on the contents of the different gluten protein fractions during ripening
(Figure 2). Thus, the increase in the gluten protein fractions occurred similarly in the
wheat treated with fungicide and in the untreated control. Overall, a significantly lower
concentration of glutenins was detected at the earlier ripening stages after a fungicide
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treatment. Only in 2014 were the gliadins at the commercial harvesting stage significantly
higher in the untreated control than under the fungicide treatment conditions.
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tinuously high increase from the milk stage to the physiological maturity stage, and 
reached contents of 270% and 110% at this stage in 2015, which were higher than 2014 and 

Figure 2. Effect of the fungicide application on the high molecular weight glutenin (HMW-gs), low molecular weight
glutenin (LMW-gs) and gliadin contents during wheat ripening; field experiment carried out in Carmagnola (North-West
Italy) over 3 different years. The reported values are based on 6 replicates (2 fungicide treatments × 3 replicates). ANOVA
was performed for each timing of the sample collection: * significant difference at the <0.05 level; ** significant difference at
the <0.01 level.

The effect of the meteorological trend during the ripening stages on the gluten protein
fractions, on the accumulation profile of the total extractable glutenins and gliadins and
on the latter one in particular, as well as on their separation into different sub-units was
specifically investigated and reported for the untreated control over the 3 years, without a
late N fertilization or fungicide application at heading (Figure 3).
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Figure 3. Evolution of the prolamin fractions during wheat ripening; field experiment carried out in Carmagnola (North-
West Italy) over 3 years. The reported values are based on 3 replications of the untreated control, without a late N fertilization
or fungicide application.

The gliadins showed a higher content than the glutenins for all the maturity stages,
except for the commercial maturity stage in 2016. The largest difference in the gliadin
and glutenin contents was observed at the milk stage in 2014 and 2016, while the gliadin
content was more than double that of the glutenins at the physiological and commercial
maturity stages in 2015. The growth of both gliadins and glutenins in 2015 was particularly
quick from the soft dough stage (35 days after heading) to the physiological maturity stage
(46 days after heading).

The α/β gliadin enriched fraction (31–28 kDa) maintained a constant trend for all the
years and started to accumulate at the soft dough maturation stage. The γ-gliadin enriched
fraction (35–31 kDa), an intermediate fraction rich in sulfur (S), resulted in a continuously
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high increase from the milk stage to the physiological maturity stage, and reached contents
of 270% and 110% at this stage in 2015, which were higher than 2014 and 2016. The poor
sulfur-gliadin fraction (59–35 kDa) showed a slow tendency to increase over all the years,
mainly in the last ripening stages.

As previously reported, the greatest differences, in terms of GPC, alveographic param-
eters and gluten composition, were observed in 2015 and 2016. As far as the meteorological
trend is concerned, 2015 had the highest amount of rainfall (860 mm) during the winter and
early spring months (from November to April), thus resulting in a lower availability of N
(0.102%) in the soil than the other years, and in particular compared to 2016. Rainfall was
well distributed, from heading to the end of ripening, in all the considered years, thus no
drought stresses were observed before harvesting for any year and the duration of ripening
was similar. As far as the temperature is concerned, the average minimum and maximum
temperatures from the heading phase to the physiological maturity stage in 2015 (13.6 ◦C
and 27.4 ◦C, respectively) were higher than in 2016 (12.5 ◦C and 25.3 ◦C). Moreover, there
were 10 days of high temperatures (more than 32 ◦C) during this growth stage in 2015,
while only 4 days with the same conditions occurred in 2016.

4. Discussion

The protein value of wheat on the global market has been estimated to be 2.4 billion
dollars in 2021, and it is expected to increase to 3.1 billion dollars by 2030 [34]. Despite the
rise in gluten-free products, the proteins of wheat, a staple worldwide food, are suitable
alternatives to non-animal proteins, considering the growing popularity of plant-based
foods. Moreover, the rheological and technological key roles of gluten protein in bread-
making are well known. It is known that high levels of grain yield may dilute the amount
of protein in the grain [35], thus it is necessary to balance the crop management practices
for the production of high protein wheat in order to maximize the grain yields while
maintaining a high content of functional proteins to obtain suitable bread-making qualities.
In addition to the key role of the wheat genotype, both the environmental conditions [36]
and the agronomic practices [10] have a clear influence on N uptake and its translocation
to the kernel during the vegetative and reproductive stages.

4.1. Effect of Late-Season N Fertilization

The results of our study confirm that late N fertilization could be an efficient agronomic
practice to increase the GPC of high protein wheat cvs. An additional 30 kg N ha−1 applied
at heading in humid Mediterranean conditions [5,10] or in temperate continental growing
areas [12,37] is an excellent source of N during grain filling, even in soil with a high
N content [7].

In this research, the late N fertilization led to a clear increase in the GPC and dough
strength for all 3 years, although this practice had no effect on the grain yield in the
considered growing area [11]. The first effect of late N fertilization is a slight increase in the
total N rate, which determines an increase in the crop N uptake during the accumulation
process of the storage proteins in the grain [13]. During grain filling, the total N available
for protein synthesis is derived from both the direct uptake of N from the soil and from the
remobilization of N from leaves and stems. This latter process primarily depends on the N
content stored in the vegetative organs during the vegetative stages [19]. A late source of
N permits a rapid synthesis of the amino acids and allows them to move faster through the
phloem and reach the kernel during the grain filling process than those obtained from the
remobilization of the N source previously taken up by the plants [13], which can explain
the significant increase in the GPC value. The late N fertilization clearly increased the
W value in the high protein wheat, mainly as a result of an enhancement of the dough
extensibility (L) value [38]. However, the late N availability did not affect dough tenacity
(P), and resulted in a significant lowering of the P/L ratio, as required for a high protein
wheat cv, which is often characterized by an excessive tenacity.
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As far as the effect on gluten composition is concerned, the late N application induced
a significant and similar increase in all the prolamin fractions, thus confirming a few other
recent studies [39,40]. Martre et al. [7] conducted a modelling of the accumulation of N in
the grain following different N fertilization inputs. They showed that the ratios between
the different prolamin fractions remain constant over all the growth stages during ripening,
because the different fertilization strategies only influence the total availability of N and
the total N accumulated in the grain. Xue et al. [13] claimed that late N fertilizations
resulted in a greater accumulation of gluten proteins in some cvs, and in particular of
x-type glutenins (HMW-gs Bx7), but the ratios between gliadins and glutenins remained
unchanged, thus no improvement in the baking properties of the flour was verified [11].
Rekowski et al. [14] observed that late N fertilization increased GPC in both ordinary
bread-making and high protein cvs, while significant changes in gluten fractions were
only observed as a consequent of a N fertilization strategy for the higher protein cv. The
latter study found an increase in the storage protein fractions with a low-to-medium sulfur
content, HMW-gs andω-gliadins, while a slight decrease was observed for LMW-gs, with
a consequent reduction in the gs/glia ratio. In short, the collected data highlighted that a
late N fertilization, although accounting for only 15–25% of the total applied N, led to a
significantly greater accumulation of all the different gluten protein fractions in the kernels,
thus resulting in positive benefits for the alveographic traits of high protein wheat.

4.2. Effect of a Fungicide Application

Fungicides applied at heading increase the grain yield through the direct control of leaf
and head diseases [20]. Moreover, since this practice enhances the plant stay green during
ripening and the extension in the duration of grain filling [21], it could also determine an
effect on both the uptake of N from soil and its translocation from the leaves and stem to
the kernel. Moreover, without an appropriate leaf protection from fungal diseases, the late
N fertilization effect on increasing the GPC could be less effective, due to a premature plant
senescence under high disease pressure conditions [26].

In our experiment, the fungicide application at heading caused a slight but significant
lowering of the GPC, compared to the untreated grains. The fungicide treatment under
the considered conditions probably resulted in a higher photosynthetic activity and starch
accumulation in the grain, as demonstrated by the final higher TKW [22], through a
process that just overcome that of N translocation during ripening and thus it marginally
reduced the dough strength. Considering the influence of a fungicide application on
the gluten protein fractions, a significant effect was only observed for gliadins, probably
because these fractions resulted in a higher content in the grain at maturity. Despite the
weak reduction of the protein content in the kernel at maturity, as also confirmed by a
significantly lower gluten protein fraction content at the early ripening stages, no significant
change in the ratios between the different gluten fractions was detected after the fungicide
application. The fungicide treatment had thus a minimal effect on rheological parameters,
thus confirming information reported in similar environments with the application of
triazole fungicide at heading to control head and foliar diseases [17,18,41].

A significant interaction between fungicide and N fertilization at heading has been
observed in our study: a late N application determined a more marked increase in gliadins
in the untreated crop, while fertilization led to greater benefits for HMW-gs, as a result of
the prolonged crop stay green induced by the fungicide, but less significant benefits for
LMW-gs, which are the last storage gluten proteins to be accumulated [42]. The increase in
glutenins, due to the combined application of fungicide and late N fertilization at heading,
resulted in a final higher gs/glia ratio, although no significant interaction or effect was
observed for the alveographic parameters. The application of the fungicide with a higher
N availability could have caused a high uptake of this element from the soil [21], as well
as its translocation from the vegetative organs [24], in the last part of ripening, when
glutenins in particular were accumulated in the grains. Thus, although these crop practices
have a very limited effect on the composition of gluten when applied individually, their
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interaction could determine variations regarding the N availability for the plant in the
different phenological stages, which seem to not only lead to a minimal effect on the
accumulated protein quantity, but also on its composition.

4.3. Effect of the Year on Gluten Protein Accumulation during Ripening

Variations in the temperature and rainfall during wheat ripening can influence the
grain protein composition more than the N application timing and fungicide treatments.

The effect of environmental conditions during ripening on the content and quality of
gluten proteins in typical Mediterranean environments characterized by frequent drought or
heat stresses during grain filling has been studied extensively in the literature [28,38,43,44],
and these stress conditions have been found to act positively on the protein content of
wheat and on the dough strength [38]. Several studies have also been carried out in
continental climates [15,27,42], generally characterized by a long ripening period, which
sometimes could be shortened by biotic and abiotic stresses, thus resulting in a lower
yield potential and a less dilution of the proteins in the grains. A clear and negative
relationship between the grain yield potential and GPC has been established in both of
these environments, since the meteorological trend has a marked impact on the wheat
yield potential under both conditions. Less information is available in the literature on
the role of the meteorological trend on the gluten content and composition for the humid
Mediterranean climate, where the length of ripening and the grain yield could be more
constant across the growing seasons.

Our study, which was carried out on the same field, with the same genotype and
crop management practices over a 3-year period, has highlighted how the meteorological
conditions influenced the GPC content and, above all, the gluten protein composition to a
great extent, and resulted in marked differences in the alveographic parameters.

It is largely reported that although genotype had a major influence in the performance
of wheat in a specific end-use quality application, environmental effects also strongly
impact on yield and qualitative properties of a given cultivar [45,46]. Furthermore, within
high protein cultivars, Peterson et al. [47] highlighted that variances of grain yield, GPC and
rheological traits associated with environmental effects were generally larger than those
for genetic factors. Additionally, Panozzo and Eagles [48] reported that environmental
variation was greater than cultivar variation for the dough rheological characters. As far
as the composition of gluten is concerned, the proportion of glutenin in flour protein was
mainly dependent on cultivar, whereas environmental variation was greater than cultivar
variation for gliadin [48].

In our study, it is interesting to note that the recorded meteorological trends for all
3 years were representative of a humid Mediterranean environment, that is, with well
distributed rainfall during the growing season and thus no significant drought stress for
the crops. The greatest differences in the gluten protein composition and alveographic
parameters were observed when comparing 2015 and 2016. The wheat flour had the
highest W and dough tenacity (high P/L ratio) in 2016, probably as the result of the higher
availability of N in the soil throughout the entire growing season, and therefore showed the
highest gs/glia and y/x HMW-gs ratios. Although the highest GPC content was detected
in 2015, the lowest value of W was also observed, as a consequence of the lower gs/glia
ratio. The higher GPC recorded in that year is probably a consequence of the lower kernel
dimension (TKW) than in the other years [11]. The larger total amount of rainfall observed
during the winter and spring months in that year (>850 mm), reduced the N availability at
the late maturity stages because it has led to greater soil leaching, thus negatively affecting
the grain filling process and reducing the TKW, since no drought stress was recorded
and the physiological maturity of the crop was not anticipated. Moreover, the minimum
temperatures from the heading stage to the physiological maturation stage (13.6 ◦C) were
higher in 2015 than in 2016 (12.6 ◦C). Higher nocturnal temperatures increased the wheat
transpiration rate, which may have decreased the starch accumulation in the grain [49],
thus resulting in a lower dilution of grain proteins.
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In addition, 2015 showed a markedly different trend in gluten fraction accumula-
tion during ripening: the gliadins increased quickly, compared to the glutenins, from
the first stages of grain maturation. The overall higher increase in the gliadin fraction
in 2015 mainly depended on the marked rise in the γ-gliadin enriched fraction, which
showed similar amounts as the α/β gliadin enriched fraction. The lower late N availability
of 2015 could be the cause of the lower synthesis of the glutenins, since this nutrient is
mainly dispensed for the accumulation of gliadins, that is, monomeric proteins of early
and rapid synthesis [50,51]. However, another role could be played by the incidence of
the temperature peaks above 32 ◦C on gliadin and glutenin accumulation at the dough
stage. The occurrence of days with high temperatures during the early ripening could have
impaired the protein folding processes and the formation of disulfide bridges between
the different gluten proteins [52], with a consequent reduction in the average molecu-
lar weights of the gluten network. It has been reported that temperature peaks above
32 ◦C after anthesis may decrease the gs/glia ratio, thereby leading to a weaker dough and
consequent decrease in wheat flour quality [43]. This aspect is also highlighted by the pres-
ence of heat-shock elements, located upstream of the promoter region of genes encoding
gliadins, but absent in glutenin genes, which also leads to a constructive mechanism for
gliadin synthesis with temperature fluctuations [53]. Malik et al. [27], in an experiment
carried out in Sweden, instead demonstrated that high temperatures during ripening
resulted in a higher content of total polymeric proteins (% UPP) than the monomeric
ones, which are associated with a longer period of grain maturation. Hurkman et al. [54]
investigated changes in the gluten composition under moderate and high temperatures
in a greenhouse experiment. The authors showed an increase in the proportions of low
S-proteins (ω-gliadins) and low to-medium S-proteins (HMW-GS and α-gliadins) and a
decrease in the high S-proteins (LMW-GS and γ-gliadins). Such an alteration of the gluten
protein composition is determined by a shorter grain filling period and a premature leaf
senescence, as a result of high temperatures.

Our study, which was carried out maintaining the same wheat cv nd crop technique
and in the same field over a 3-year period, made it possible to analyze the significant
effect of the meteorological trend on the composition of gluten proteins and the relative
qualitative parameters of dough. This result, thus, opens the door to an important range of
effects generated by the interaction between genetic effects (G) and their growth conditions
(growth environment = E) (G × E effect) [51].

5. Conclusions

The continuous search for the optimal conditions to maximize grain yield and obtain
satisfactory bread-making properties in wheat makes the study of the role of agronomic
practices in a specific environment of fundamental importance.

In this study, a late N rate applied at heading clearly increased the GPC and all the
gluten protein fractions, increased W and reduced P/L, without affecting the grain yield.
On the other hand, the fungicide treatment significantly increased grain yield, resulting in
an indirect and slightly lower GPC. Both these agronomic practices, which are the most
up-to-date agronomic strategies applied before harvesting, had an impact on the protein
content in the grain, but when applied on their own did not result in a significant impact
on the gluten composition, although the interaction of these two factors at heading led to a
higher content in glutenins, thus increasing the gs/glia ratio.

Overall, the greatest influence on the rheological parameter was that of the year. The
growing season, which has a direct effect on the plant physiology during ripening, but also
indirectly by influencing the N availability in the soil, significantly influenced the GPC, but
also resulted in a marked impact on the alveographic parameters as a result of the change
in the gluten fraction. Although late fertilization and fungicide application at heading can
influence the protein content and the grain yield to a great extent, small meteorological
variations during grain filling in a production situation without any overt stress have also
demonstrated important variations in the accumulation of gluten protein fractions, thereby
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highlighting a clear influence on the rheological traits. These data underline that the
rheological traits of wheat flour are influenced by genetic, agronomic and environmental
factors, and it is therefore necessary to consider the whole cropping system as well as the
pedo-climatic conditions to achieve wheat with specific end-use features.
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