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Abstract: Wheat is a globally important crop used as a main staple food in various countries of
the world. The current study was conducted with the objective to evaluate the effect of a high
temperature (HT) on osmolytes (starch, sucrose, total soluble sugars, total soluble proteins and
proline), physiological parameters (Chl-a, Chl-b, photosynthesis rate, transpiration rate and stomatal
conductance), antioxidant enzymes (superoxide dismutase, catalase and peroxidase) and agronomic
traits (flag leaf area, spike length, and thousand grain weight) during the grain filling and anthesis
stages of wheat cultivars (Fakhr-e-Bhakar, Raj-3765, Jimai-22 and Bayraktar-2000) collected from
different regions of the world. Separate experiments for both stages were conducted in a glasshouse
and treated with two different temperature regimes, i.e., optimum (OT) (24 ◦C day; 14 ◦C night) and
high temperature (HT) (32 ◦C day; 22 ◦C night) in RCBD for two weeks. The data for osmolytes,
antioxidant enzymes and physiological contents were collected at days 3, 5, 7, 9 and 13 after the
start of plant stress, while the agronomic traits were collected at maturity. The data obtained
were subjected to a statistical analysis using the statistix8.1 and R-program. HT stress significantly
reduced all the traits except for the membrane damage, transpiration rate, proline and total soluble
sugars, whose values increased considerably in the genotype Bayraktar-2000. However, under both
regimes of temperature Fakhr-e-Bhakkar showed a high tolerance against HT stress, as revealed by
physiological, biochemical and agronomic evaluations. Moreover, correlation, PCA and heat map
analyses indicated that all types of traits are significantly interconnected in determining the crop
potential to sustain its growth under HT stress.
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1. Introduction

Wheat is a globally important staple food crop that covers more than 220 million
hectares throughout the world. More than 50% of the cultivated area experiences a high
temperature (HT) stress leading to a dramatic loss in yield every year [1,2]. Moreover,
Arora [3] predicted that, in the future, the recurrent events of high temperatures will
trigger the detrimental impacts of temperature on the overall crop production [2]. A
high temperature (HT) causes a remarkable decrease in wheat yield at the reproductive
stages (anthesis and grain filling) compared to the vegetative stages [4]. The optimum
temperature (OT) for wheat during the reproductive phases is from 15 to 20 ◦C, yet it
exceeds 34 ◦C during daytime in wheat growing regions of the world [5]. The concurrence
of an HT in the reproductive stages of wheat aggravates the harmful impacts on grain
yield. Even an increase of 1 ◦C in the OT during the reproductive stages of wheat can
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reduce the grain yield by 21% [6].Moreover, it is forecasted that the worldwide production
of wheat will become more variable and with every 1 ◦C increase in the seasonal mean
temperature the production will decrease by 6% [7]. Therefore, for sustainable wheat
production, it is mandatory to breed HT-tolerant wheat genotypes. In cereals, the HT
stress dramatically decreases water use efficiency, flag leaf area, stomatal conductance and
photosynthetic efficiency [8]. The increase in evapotranspiration due to HT stress imposes
drought stress on plants leading to a severe disturbance in the plant–water relation [9].
Therefore, plants opt for varying strategies to cope with individual or combined stresses
such as a reduced photosynthesis due to the unavailability of moisture, while stomatal
closure occurs in response to drought stress [10–12]. Aside from these responses to alleviate
the effect of HT stress, multiple types of osmoprotectants, for instance proline, and sugars
accumulate in the cytoplasm [13]. The accumulation of proline and soluble sugars is not
only an indicator of plant osmotic adjustment under severe environmental stresses, which
leads towards the stabilization of the internal environment [14]. These components also
do not interfere with the normal biochemical and physiological functioning of the crop,
instead, by being perfect osmoprotectants, they enable the plant to endure the osmotic
stress imposed by an HT [12,13]. In addition to this, an HT triggers the production of
reactive oxygen species (ROS) that initiate lipid peroxidation, resulting in membrane
damage due to the reduction in the activity of antioxidant enzymes such as catalase (CAT),
peroxidase (POX) and superoxide dismutase (SOD) [10]. Various studies reveal that HT
stress enhances membrane damage and reduces the antioxidant contents at the seedling,
anthesis and grain-filling stages of wheat [15]. On the other hand, an HT during the
reproductive stage leads to a reduced seed setting, seed number, grain-filling period,
individual grain weight and grain-filling rate that collectively result in a decreased yield [4].
Similarly, Farooq et al. [16] noticed an increase in the transpiration rate in wheat genotypes
under HT that substantially reduced the leaf water potential and eventually reduced
photosynthetic productivity. Moreover, photosynthesis is the most important physiological
event hampered by HT due to a reduction in the leaf area, an increase in leaf senescence
and damage to the metabolic machinery [17]. In wheat, an HT affects the floret fertility at
the anthesis stage that impairs pollen viability, resulting in poor fertilization and a reduced
grain yield. On the whole, plant yield is an outcome of the plant architect, photosynthesis
rate, CO2 fixation, reproductive success and the assimilation of carbohydrates to grain;
however, all of these determinants are highly susceptible to HT stress in multiple ways [18].
The effect of HT stress on grain number and size varies in accordance with the type of
growth stage. For example, a temperature exceeding 20 ◦C between the spike initiation
and anthesis stage triggers the spike development but decreases the number of grains
per spike [13]. In addition to this, an HT above 30 ◦C during the floret development of
various wheat genotypes may lead to complete male sterility [19]. The day and night HTs
of 31 and 20 ◦C, respectively, may alter the structural integrity of the wheat endosperm
causing a shrinkage of the grain [20]. Moreover, at the grain-filling stage, wheat is highly
vulnerable to HT stress that decreases the yield due to leaf senescence and a shorter grain-
filling period. In general, HT stress accelerates the rate of grain filling by shortening the
grain-filling duration in wheat. Yin et al. [21] reported that a temperature increase of 5 ◦C
during the grain-filling stage can decrease the grain-filling duration by 12 days. Similarly,
a decrease in reproductive success and seed set was reported in the main cereal crops,
such as rice, millet and sorghum, due to an HT. The objective of the current study was
to evaluate the effect of HT on the physiological, biochemical, metabolic and agronomic
attributes of wheat cultivars collected from different countries at the anthesis and grain-
filling stages. We assumed that all of these parameters were potentially correlated to some
extent and unanimously determined the ultimate yield of a genotype under the condition
of heat stress.
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2. Materials and Methods

Two independent tri-replicate experiments were conducted in RCBD using four ther-
mostable wheat cultivars, Bayraktar-2000 (Turkey), Jimai-22 (China), Raj-3765 (India) and
Fakhr-e-Bhakar (Pakistan), at controlled environmental conditions available at the Depart-
ment of Arid Land Agriculture, King Abdulaziz University, Jeddah, Saudi Arabia.

2.1. Crop Husbandry and Conditions

Wheat genotypes were grown following the method used by Djanaguiraman et al. [4]
in 2 L pots (3 pots for each treatment) filled with potting soil (Basissubstrat, Germany) and
10 g of slow releasing NPK (20:20:20, Pioneers, Riyadh, KSA) fertilizer in each pot. Plants
were grown in a large growth chamber kept at 24 and 14 ◦C day and night temperatures
and supported with 14 h photoperiod and approximately 70% humidity, respectively. For
the production of photosynthetically active radiations, cool white fluorescent lamps were
used. Each pot was retained with three plants after 21 days of emergence. All pots were
watered up to 100% capacity till they attained physiological maturity at heading stage.
Moreover, water-soluble NPK fertilizer (20:20:20, Pioneers, Riyadh, KSA) was applied
with irrigation water once every seven days from jointing stage (Feekes growth scale 6.0)
to the stage of physiological maturity (Feekes growth scale 11.4) for keeping the plants
healthy and vigorous. To minimize the positional errors, the randomly arranged pots
within growth chamber were randomly moved on alternate days, while air temperature
and humidity were monitored on daily basis till the plants attained physiological maturity.
Finally, each plant was tagged for the calculation of data.

2.2. Temperature Treatment Imposition and Data Collection

Both anthesis (Feekes growth scale 10.5.1)and grain-filling stages (Feekes growth
stage 10.5.4) were subjected to two temperature regimes, i.e., optimum (OT) (24 ◦C day;
14 ◦C night) and high temperature (HT) (32 ◦C day; 22 ◦C night) as used by Djanaguira-
man et al. [4]. Both experiments were conducted separately in random arrangements and
each temperature regime was imposed within separate growth chamber. During both an-
thesis and grain-filling stages the plants were kept in their respective temperature regimes
of OT or HT for 14 days and, afterward, moved back to original growth chamber main-
tained at 24/14 ◦C. Data for physiological parameters, osmolytes and antioxidant enzymes
were collected for both OT and HT on days 3, 5, 7,9, 11 and 13 after the imposition of
temperature treatments in both experiments. However, the data for agronomic parameters
were calculated at the stage of maturity.

2.3. Estimation of Biochemical Parameters
2.3.1. Osmolytes Determination

For the estimation of total soluble sugar (TSS) and sucrose contents at both temperature
regimes, the leaf samples were ground to fine powder. The sample powder was added
in 80% ethanol and treated according to the method used by Shi et al. [22]. The sample
was centrifuged at 5000× g for 10 min and supernatant was collected. This procedure
was repeated three times and pooled supernatant was diluted with 80% ethanol to 25 mL
for the estimation of sucrose and TSS contents. Sucrose content was measured using the
resorcinol method at standard curve and absorbance of 480 nm [23]. TSS was estimated
using anthrone reagent method at standard curve and absorbance of 625 nm [24]. Total
starch assay kit (Sigma-Aldrich, St. Louis, MO, USA, Product number SA20-1KT) was
used to determine the starch content of the samples. The quantity of starch was calculated
from the twice-washed pellet left after the extraction of total soluble sugars. Moreover,
proline content of randomly selected samples was determined with the help of UV-Vis
spectrophotometer (DeNovix, Wilmington, NC, USA, Product number DS-11FX) on the
basis of its reaction with ninhydrin. Total soluble proteins (TSP) were determined from
supernatant by following Bradford Assay and quantified using UV-Vis spectrophotometer
(DeNovix, Wilmington, NC, USA, Product number DS-11FX).
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2.3.2. Measurement of Antioxidant Enzymes Activity

For assays of enzymes SOD, CAT and POX, 1g frozen leaf samples were homogenized
in 1 mL of ice-cold 0.1 M Tris-HCl buffer and centrifuged at 20,000× g for 15 min at
4 ◦C. The supernatant was collected and enzymatic activity was estimated following the
protocol used by Djanaguiraman et al. [15]. The SOD activity was determined using
superoxide dismutase assay kit (Sigma-Aldrich, St. Louis, MO, USA, Product number
19160-1KT-F) following the instructions given. Moreover, the activity of catalase was
estimated with the help of catalase assay kit (Sigma-Aldrich, St. Louis, MO, USA, Product
number 219265-1KIT) by following manufacturer’s instructions. Similarly, OxiSelect™
Hydrogen Peroxide/Peroxidase Assay Kit (Fluorometric) (Cell Biolabs Inc., San Diego, CA,
USA, Product number STA-344) was used for measuring peroxidase activity according to
set protocol.

2.4. Estimation of Physiological Parameters

Physiological parameters, such as chlorophyll a and chlorophyll b, were calculated
by following the method used by Mahmood et al. [25]. Stomatal conductance (Gs),
photosynthesis rate (Pn) and transpiration rate (Tr) were calculated from the attached
flag leaf between 9:00 a.m. to 1:00 p.m. using apparatus, Syrus 3upgradedmodel SC-
1(DecagonDevices, 2011). Furthermore, the cell membrane damage was estimated with
the help of method followed by Sairam et al. [26]. For this purpose, leaf pieces weighing
100 mg were placed in each of two different test tubes containing 20 mL of deionized
water. Furthermore, one tube was maintained at 40 ◦C for 30 min using water bath, and its
conductivity X1 was recorded, while second tube was incubated in a water bath at 100 ◦C
for 10 min, and conductivity X2 was measured. Finally, the cell membrane damage was
calculated using the formula [1− (X1/X2)] × 100.

2.5. Measurement of Agronomic Characteristics

The agronomic characteristics for instance flag leaf area were measured using a scale.
The length and width were calculated, and flag leaf area was determined using the formula
(Flag leaf area = Width × Length × correction factor). Similarly, spike length measured
from basal fertile spikelet to the tip of spike excluding the awn while thousand grains
weight from each cultivar was measured using electronic weighing balance.

2.6. Scanning Electron Microscopy

Scanning electron microscopy of selected flag leaf samples was completed to inves-
tigate the effect of HT on the distribution of starch in leaves by following the procedure
used by Alghabari [27].

2.7. Statistical Analysis

Data were analyzed by the application of analysis of variance (ANOVA) at 5% proba-
bility level, using Statistix ver. 8.1 software (McGraw-Hill 2008). Correlation, principal com-
ponent analysis (PCA) and heatmap analyses were performed in RStudio version 1.3.959
(RStudio Team 2020), using the PerformaceAnalytics, FactoMineR, factoextra, devtools,
ggplot2, ggpubr, gplots and pheatmap packages of R version 4.1.0 (R Core Team 2021).

3. Results
3.1. Biochemical Parameters
3.1.1. Osmolytes

Both temperature regimes showed significant (p ≤ 0.05) effects on the contents of leaf
osmolytes, for instance starch, sucrose, TSP, TSS and proline, in all genotypes during both
experiments. Starch, sucrose, and TSP illustrated a dramatic reduction in all genotypes at
the HT compared to an OT during both the anthesis and grain-filling stages (Figure 1a–c).
However, TSS and proline contents depicted a contrary trend with a significant (p ≤ 0.05)
increase at the HT (Figure 1d,e). Among the genotypes, Fakhr-e-Bhakar revealed the
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maximum mean values of starch, sucrose and TSP content followed by Raj-3765, Jimai-22
and Bayraktar-2000 (Figure 1a–c). Besides, Bayraktar-2000 and Jimai-22 showed the highest
TSS during the anthesis and grain-filling stages, while Fakhr-e-Bhakar illustrated the lowest
TSS (Figure 1d). The TSS content in all the genotypes during the anthesis stage was slightly
higher than in the grain-filling stage due to the HT. Moreover, under control conditions,
Fakhr-e-Bhakar displayed the minimum value of TSS. Correspondingly, all the genotypes
depicted a varying proline content at the HT, with Bayraktar-2000 with the highest value
and Fakhr-e-Bhakar as the lowest value. On the contrary, the proline content revealed no
significant difference at the OT (Figure 1e).

Figure 1. Effects of different regimes of temperature: optimum temperature (OT); high tempera-
ture (HT) on different leaf osmolytes of wheat genotypes during grain filling and anthesis stages:
(a). starch; (b). sucrose; (c). TSP, total soluble proteins; (d). TSS, total soluble sugars; (e). proline.
Values shown are mean estimates averaged on 3, 5, 7, 9, 11 and 13 days of temperature treatment
impositions during tri-replicate experiment at p ≤ 0.05.

3.1.2. Antioxidant Enzymes

During both experimental phases, the antioxidant contents of CAT, SOD and POD
illustrated significant (p ≤ 0.05) changes during both temperature treatments (Figure 2a–c).
During both reproductive stages, the antioxidants revealed significant (p ≤ 0.05) reductions
in all the genotypes at the HT in comparison to the OT. The enzyme POD did not exhibit a
significant difference in activity among the genotypes at an HT during both the grain-filling
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and anthesis stages, although this difference was significant at the OT (Figure 2a). On the
other hand, CAT and SOD revealed a maximum activity in Fakhr-e-Bhakar during the
anthesis and grain-filling stages in both regimes of temperature. At the grain-filling stage,
SOD recorded a minimum activity in Jimai-22 during the HT regime, while CAT recorded
a minimum activity in Jimai-22 during anthesis stage at the HT compared to the other
genotypes (Figure 2b,c). Besides, CAT showed the lowest activity in Bayraktar-2000 at the
HT during the grain-filling stage (Figure 2c).

Figure 2. Effect of different regimes of temperature: optimum temperature (OT); high temperature (HT) on antioxidant
enzymes of wheat genotypes during the grain-filling and anthesis stages. (a). POD, peroxidase; (b). SOD, superoxide
dismutase; (c). CAT, catalase. Values shown are mean estimates averaged on 3, 5, 7, 9, 11 and 13 days of temperature
treatment impositions during tri-replicate experiment at p ≤ 0.05.

3.2. Physiological Parameters

All physiological parameters, such as Chl a, Chl b, Gs, Tr, Pn and MD, illustrated
significant (p ≤ 0.05) variations during both regimes of temperature in both experiments.
During both the anthesis and grain-filling stages, Chl a, Chl b, Gs and Pn illustrated a
significant decline in all genotypes at the HT compared to the OT, while this reduction was
more dramatic at the anthesis stage (Figure 3a–c,e). Among the genotypes, Bayraktar-2000
recorded the lowest quantity for all four of the physiological parameters, while Fakhr-e-
Bhakar recorded the highest. Conversely, the HT conditions created a significant increase in
Tr and MD compared to the OT during both phases of experiment (Figure 3d,f). Bayraktar-
2000 depicted the maximum values of MD and Tr during the anthesis and grain-filling
stages, while Fakhr-e-Bhakar showed the minimum (Figure 3). Moreover, the MD and
Tr contents in all genotypes during the anthesis phase were comparatively greater than
the grain-filling stage the HT. Overall, all the genotypes showed higher values of Chl a,
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Chl b, Gs and Pn at the grain-filling stage as compared to the corresponding regimes of
temperatures at the anthesis stage. On the other hand, Gs and MD illustrated the higher
values in all genotypes during the anthesis stage compared to the grain-filling stage under
the corresponding temperature regimes.

Figure 3. Effect of different regimes of temperature: optimum temperature (OT); high temperature
(HT) on different physiological parameters of wheat genotypes during grain-filling and anthesis stage:
(a). Chl-a; (b). Chl-b; (c). Gs, Stomatal conductance; (d) Tr, transpiration rate; (e). Pn, photosynthesis
rate; (f) MD, membrane damage. Values shown are mean estimates averaged on 3, 5, 7, 9, 11 and
13 days of temperature treatment impositions during tri-replicate experiment at p ≤ 0.05.
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3.3. Agronomic Parameters

During both experiments, the agronomic traits such as FLA, SL, and TGW varied
significantly (p ≤ 0.05) under both regimes of temperature (Figure 4a–c). At both the
anthesis and grain-filling stages, the agronomic traits illustrated a significant decrease in
all the genotypes during the HT as compared to the OT. The FLA displayed a significant
(p ≤ 0.05) decline in all the genotypes at the HT during both experiments (Figure 4a). FLA
showed a minimum reduction in Fakhr-e-Bhakar during both the anthesis and grain-filling
stages at the HT compared to the other genotypes. However, FLA revealed a maximum
decline in Bayraktar-2000 during the anthesis stage and in Jimai- 22 during the grain-
filling stage. Moreover, at the OT, Fakhr-e-Bhakar illustrated the maximum FLA followed
by Raj-3765. Furthermore, the SL and TGW showed a significant reduction in all the
genotypes at the HT during both experiments. Among the genotypes, Fakhr-e-Bhakar
revealed a minimum while Bayraktar-2000 showed a maximum reduction for these traits
under the HT during the anthesis and grain-filling stages (Figure 4b,c). Meanwhile, at
the OT, these contents recorded the highest mean values in Fakhr-e-Bhakar, followed by
Raj-3765, during both experiments. Interestingly, during the grain-filling stage, all of the
agronomic parameters of the genotypes demonstrated higher values as compared to the
anthesis stage under the corresponding temperature regimes (Figure 4).

Figure 4. Effect of different regimes of temperature, optimum temperature (OT); high temperature (HT), on agronomic
parameters of wheat genotypes during grain-filling and anthesis stages: (a). FLA, flag leaf area; (b). SL, spike length;
(c). TGW, thousand grain weight. Values shown are mean estimates averaged at ripening during tri-replicate experiment at
p ≤ 0.05.
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3.4. SEM Micrographs

SEM micrographs were generated for randomly selected flag leaf samples of all four
genotypes from both regimes of temperature (Figure 5). The starch granulation displayed
a clear difference in all the genotypes at both the OT and HT. Starch granules were highly
integrated at the OT as compared to the HT. The high temperature dispersed the integrity
of the starch granules in all genotypes; however, this dispersion reached a maximum in
Bayraktar-2000 and a minimum in Fakhr-e-Bhakar (Figure 5).

Figure 5. SEM (Scanning electron microscope) micrographs (randomly taken from both grain-filling and anthesis stage)
showing the distribution of flag leaf starch in different wheat genotypes under different regimes of temperature. In general
starch granules are intact at OT butdisperse at HT:(a). Fakhr-e-Bhakar; (b). Raj-3765; (c). Jimai-22; (d). Bayraktar-2000.

3.5. Correlation Analysis

The correlation analysis of all parameters depicted the significant effect of the treat-
ments on the association between the pairs of different variables. The starch content varied
in the opposite direction to TSS, Tr and MD, while it varied in same direction as SOD due
to the HT, compared to the control (Figure 6). Moreover, the other parameters illustrated
no significant correlation with starch. The TSS content exhibited a statistically significant
correlation only with MD, Gs, SOD and TGW at HT, whereas it changed positively with
MD and negatively with Gs, SOD and TGW, as illustrated in Figure 6.Furthermore, at the
OT, TSS showed a significant converse relation with traits such as TGW, SL, FLA, CAT, SOD,
Gs, Pn and sucrose, and a significant direct relation with MD (Figure 6). Some osmolytes,
such as TSP and proline, illustrated no significant correlation with the other parameters
at both regimes of temperature. The sucrose content demonstrated a noteworthy parallel
change with Chl a, Pn, MD, Gs, SOD, CAT, FLA, SL and TGW at the OT. However, the
sucrose content displayed a significant direct relation with Chl aat the HT (Figure 6).
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Figure 6. Significance of correlation among osmolytes, physiological parameters, antioxidants and agronomic traits at
different regimes of temperature. *** = Significant at p ≤ 0.001; ** = Significant at p ≤ 0.01; * = Significant at p ≤ 0.05. TSS,
total soluble sugar; TSP, total soluble proteins; Gs, stomatal conductance; Tr, transpiration rate; MD, membrane damage; Pn,
photosynthesis rate; SOD, superoxide dismutase; CAT, catalase; POD, peroxidase; PH, FLA, flag leaf area; SL, spike length;
TGW, thousand grain weight.

Among the physiological parameters, Chl a depicted a significant correlation with Pn,
Chl b and Gs for OT, as compared to HT (Figure 6).On the other hand, Pn made a positive
improvement with Gs, SOD, CAT, FLA and SL at the OT compared to the HT. However, as
compared to the HT, Gs showed a significant association with Chl b at the OT. Furthermore,
TGW revealed a remarkable converse relationship with Tr at the HT compared to the OT
(Figure 6). Increasing the MD at the HT significantly reduced SC, SOD, FLA and TGW,
while at the OT the MD showed a significant negative association with proline, FLA and
TGW (Figure 6).

Similarly, during both stages of reproductive growth, all the paired traits showed a
statistically significant interaction (Figure 7). The traits such as MD, TSS and Tr showed
a negative association while the rest of the traits exhibited a positive association during
pairing. At the anthesis stage, the antioxidants SOD, CAT and POD demonstrated a
maximum paired interaction with the other parameters as compared to the grain-filling
stage (Figure 7). At the grain-filling stage, the physiological parameters, Chl a, Chl b, Pn
and Gs, exhibited a relatively high significant association with the remaining parameters
as compared to the anthesis stage (Figure 7). Among the osmolytes, the starch, sugar
and TSP contents showed a higher significant pairing with the antioxidants, physiological
parameters and agronomic traits at the grain-filling stage as compared to the anthesis stage.
Moreover, as compared to the grain-filling stage, the TSS revealed a significantly higher
negative correlation with the other parameters at the anthesis stage (Figure 7).
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Figure 7. Significance of the correlation among osmolytes, physiological parameters, antioxidants and agronomic traits at
anthesis and grain-filling stages of wheat genotypes. *** = Significant at p ≤ 0.001; ** = Significant at p ≤ 0.01. TSS, total
soluble sugar; TSP, total soluble proteins; SC, stomatal conductance; TR, transpiration rate; MD, membrane damage; PR,
photosynthesis rate; SOD, superoxide dismutase; CAT, catalase; POD, peroxidase; FLA, flag leaf area; SL, spike length; TGW,
thousand grain weight.

3.6. PCA and Heatmap Analysis

The PCA analysis of the temperature regimes revealed a prominent difference of traits
at both levels of temperature, although the traits at OT illustrated a comparatively higher
dispersion (Figure 8). On the other hand, the traits at the anthesis and grain-filling stages
remained in proximity and did not illustrate a significant variation in the form of different
groups (Figure 9). Furthermore, among the genotypes, Fakhr- e-Bhakar demonstrated a
maximum divergence of traits as compared to the other genotypes (Figure 10).

The cluster heat map analysis summarized the responses of the osmolytes, physi-
ological parameters, antioxidants and agronomic traits of the genotypes at the anthesis
and grain-filling stages under both regimes of temperature (Figure 11). In the context of
traits association, the heat map divided the genotypes into two main dendrograms with
respect to their stages at each regime of temperature. At the OT, Fakhr-e-Bhakar marked
one cluster, while Bayraktar-2000, Jimai-22 and Raj-3765 marked another separate cluster,
in terms of the trait association and expression during the anthesis and grain-filling stages.
Similarly, the genotypes showed an analogous trend of dendrograms formation at the HT.
All the traits illustrated differential associations varying from positive to negative extremes
in all the genotypes during both the reproductive stages and under the optimum and high
temperature regimes, as demonstrated in Figure 11.



Agronomy 2021, 11, 2080 12 of 20

Figure 8. PCA graphic scattered plot of osmolytes, physiological parameters, antioxidant enzymes and agronomic traits
clustered according to their similarity and dissimilarity at different regimes of temperatures. The vectors derived from biplot
origin represent positive and negative association among traits: TSS, total soluble sugar; TSP, total soluble proteins; Gs,
stomatal conductance; Tr, transpiration rate; MD, membrane damage; Pn, photosynthesis rate; SOD, superoxide dismutase;
CAT, catalase; POD, peroxidase; FLA, flag leaf area; SL, spike length; TGW, thousand grain weight.
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Figure 9. PCA graphic scattered plot of osmolytes, physiological parameters, antioxidant enzymes and agronomic trait
clustered according to their similarity and dissimilarity at anthesis and grain-filling stages of wheat genotypes. The vectors
derived from biplot origin represent positive and negative association among traits: TSS, total soluble sugar; TSP, total
soluble proteins; Gs, stomatal conductance; Tr, transpiration rate; MD, membrane damage; Pn, photosynthesis rate; SOD,
superoxide dismutase; CAT, catalase; POD, peroxidase; FLA, flag leaf area; SL, spike length; TGW, thousand grain weight.
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Figure 10. PCA graphic scattered plot of osmolytes, physiological parameters, antioxidant enzymes and agronomic trait
clustered according to their similarity and dissimilarity among four different wheat genotypes. The vectors derived from
biplot origin represent positive and negative associations among traits: TSS, total soluble sugar; TSP, total soluble proteins;
Gs, stomatal conductance; Tr, transpiration rate; MD, membrane damage; Pn, photosynthesis rate; SOD, superoxide
dismutase; CAT, catalase; POD, peroxidase; FLA, flag leaf area; SL, spike length; TGW, thousand grain weight.



Agronomy 2021, 11, 2080 15 of 20

Figure 11. Cluster heat map analysis summarizing the responses of osmolytes, physiological parameters, antioxidants and
agronomic traits to genotypes at anthesis and grain-filling stages under optimum (OT) and high temperature (HT) regimes.
The colour bands reveal the differential association of traits: TSS, total soluble sugar; TSP, total soluble proteins; Gs, stomatal
conductance; Tr, transpiration rate; MD, membrane damage; Pn, photosynthesis rate; SOD, superoxide dismutase; CAT,
catalase; POD, peroxidase; FLA, flag leaf area; SL, spike length; TGW, thousand grain weight.

4. Discussion

The current study explicated the impact of different temperature regimes on the
osmolytes, physiological parameters, antioxidant enzymes and agronomic traits of wheat
genotypes during the anthesis and grain-filling stages (Figures 1–4). The changes in the
levels of osmolytes, such as carbohydrates, proteins and amino acids, during heat stress are
an indicator of a plant’s homeostatic adjustment, as reviewed by Shah et al. [14]. Various
studies validated the accumulation of the total soluble sugars (TSS) and proline in plants
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under abiotic stress [12,13]. In the current study, the plants showed an enhanced proline
content at the HT compared to the OT during both experiments (Figure 1). Correspondingly,
this increase was also reported by the other researchers who authenticated the role of
proline as a stabilizer of the cell membrane, subcellular structures and redox potential
by scavenging the free radicals [28,29]. Moreover, the increase in the TSS content was
reported in plants subjected to an HT as compared to an OT during both the grain-filling
and anthesis stages (Figure 1). The high TSS and proline content in a susceptible wheat
genotype such as Bayraktar-2000, compared to the other genotypes during plant stress,
ensured the role of TSS as an osmoprotectant [9] that accumulated because of a high
sensitivity to HT stress. Conversely, the lowest concentration of proline and TSS in the
genotype, Fakhr-e-Bhakar, indicates its low sensitivity to HT. In fact, the accumulation of
osmolytes such as TSS is a consequence of starch breakdown (Figure 5) that takes place
at an elevated temperature [30], which was correspondingly proven in the current study
(Figure 1). Moreover, this may be the possible reason for the negative association of starch
and sucrose content with TSS and proline (Figures 6 and 7) at both reproductive stages.
Moreover, SEM micrographs also confirmed the disruption of the starch content at the HT
(Figure 5). Heat stress perturbs the accumulation of carbohydrates in leaf by disrupting
their metabolic pathways; however, such changes vary with the nature of the crop [31].
The complementary results were reported in the present study in the context of starch and
sucrose contents due to an HT as compared to an OT.

Under the conditions of heat stress, the growth and the development of a plant
may decrease due to the source and sink limitations that restrict grain set and grain
filling [32]. Photosynthesis is highly correlated with grain set; therefore, when it is inhibited
by HT stress at the reproductive stages the stem reserves the start of mobilization for
supporting grain filling [33]. In wheat, the grain-filling process is seriously impaired by
heat stress due to the photosynthetic reduction in leaf and spike. In this context, plants
mobilize the reserves of water soluble carbohydrates such as sucrose from the leaves to
the reproductive organs for sustaining grain growth and development [34]. Perhaps this
was the reason for the reduction in leaf sucrose content under HT stress during both the
anthesis and grain-filling stage(Figure 1). The reduction in net Pn and Gs due to HT
stress is somehow associated with enhanced non-photorespiratory processes [35]. The
impediment of photosynthesis is also a consequence of reduced TSP, such as in Rubisco
and Rubisco binding proteins [36,37]. Our study showed a complete agreement with their
findings and proved the negative association of TSP with the physiological contents of Pn
and Gs (Figures 6 and 7). However, this association was more dramatic at the anthesis
stage as compared to grain-filling stage (Figure 7). The most probable reason for this
was the high sensitivity of membrane receptors that elicit the robust signaling crosstalk
inside the cell [14].Furthermore, a high temperature during the anthesis and grain-filling
phases reduced Pn and Gs by disrupting the membrane integrity (Figure 3). Furthermore,
a high temperature also increased the damage to the thylakoid membrane because of
its high sensitivity, as compared to other organelles [4]. The chlorophyll molecule is
present in the thylakoid membrane as a part of PS-I and PS-II; therefore, the damage to
the thylakoid membrane due to an HT can cause chlorophyll loss [17,38]. This strong
negative correlation between MD and chlorophyll resulted in reduced Pn and Gs during
both the anthesis and grain-filling stages (Figures 3, 6 and 7) and represented the failure
of the membrane repair system leading to the net inhibition of Pn [39]. Although the
increase in temperature decreased Pn and Gs during the anthesis and grain-filling stages
(Figures 3 and 7) due to a high MD, the latter decreased less at the OT than the former,
contrary to the findings of Djanaguiraman et al. [4]. This could be attributed to the active
leaf senescence and transpiration during the anthesis stage [40].In addition to the disruption
of the physiological activities, the high temperature also caused a reduction in the yield
parameters including the grain yield [13]. In wheat, the week before the anthesis and
grain-filling stage is found to be more crucial in an HT [41]. Aliqing et al. [42] reported the
decrease in spike length, grain number and grain weight due to an HT in post flowering
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plants more than pre flowering plants, because post flowering plants experienced an HT
during gametogenesis; while pre flowering plants experienced an HT during flowering.
On the other hand, during the HT oxidative damage to the thylakoid membrane and
cristae led to an increase in ROS production [43] causing a continuous increase in oxidative
damage, membrane damage and chlorophyll deterioration (Figures 2 and 3). This revealed
a significant correlation between the activity of the antioxidant enzymes and physiological
contents, which caused an impediment in the activity of the antioxidant enzymes and
disrupted the physiological processes directly at the HT during both the anthesis and
grain-filling stages (Figures 6 and 7). In fact, the HT perturbed the balance between ROS
and the antioxidant enzymes [15]. Among the antioxidant enzymes, SOD served as the
first line of defense against oxidative stress that actively removed the oxide ion (O−2),
resulting in the generation of H2O2 and its efficient scavenging by CAT and POX [44].
Correspondingly, the current study recorded a decrease in the activity of the antioxidant
enzymes, SOD, CAT and POD, at the HT compared to the OT (Figure 2). These outcomes
proved that the HT downregulated the activity of antioxidant enzymes in the chloroplasts
which exacerbated the deposition of ROS.

Correspondingly, the current study revealed a significant reduction in agronomic
traits, namely TGW, SL, and FLA, during both the anthesis and grain-filling stages due
to HT stress (Figure 4). The main physiological events occurring during the anthesis
stage comprise anthers dehiscence, pollination, and pollen tube elongation through the
formation of the style, fertilization and embryo. Various studies depicted that decreased
seed numbers under the HT regime were the result of a reduced pollen functionality and
abnormalities, as well as pistil deformities [5,45,46]. In the current study the grain weight
under the HT during the anthesis stage was affected more than the grain weight during
the grain-filling stage. The most probable reason for this is that Pn affected pollen tube
development in the wheat [47], as Pn during the anthesis stage was highly significant in
determining the reproductive success. Similarly, the present study proved a significant
positive correlation between Pn and seed setting (Figures 6 and 7). Furthermore, the HT
during both the antithesis and grain-filling stage significantly altered TGW (Figure 4) by
affecting FLA and SL (Figures 4, 6 and 7). In wheat, TGW and SL are linked with the
assimilation of photosynthates, or their remobilization from vegetative parts, to developing
reproductive parts [48]. The reduction in the yield due to the HT during the grain-filling
stage could be due to the shortened growth cycle, leaf senescence and fast development [49]
with a declined PR [50]. In general, in present study, the traits such as MD, Tr, proline
and TSS showed a positive association with the HT; however the rest of the parameters
showed an analogous behavior at the OT (Figure 8). Similarly, during both the anthesis
and grain-filling stages, MD, Tr, proline and TSS depicted complementary trends compared
to the rest of the parameters; however, the trait association remained comparatively firmed
during the grain-filling stage rather than the anthesis stage (Figure 9). Besides, among
the genotypes, Fakhr-e-Bhakar illustrated the maximum degree of association for the
osmolytes, antioxidant enzymes, physiological traits and agronomic parameters (Figure 10),
as compared to other genotypes such as Raj-3765, Jimai-22 and Bayraktar-2000. A heatmap
analysis further authenticated the distinct behavior of Fakhr-e-Bhakar during both the
anthesis and grain-filling stages under both temperature regimes (OT and HT) for the
responses of the osmolytes, physiological parameters, antioxidants and agronomic traits in
the form of separate clusters (Figure 11). In conclusion, crop productivity is the ultimate
outcome of various connecting processes, such as biochemical, molecular and physiological
processes; therefore, the disruption of this connection at the reproductive stages due to
HT stress reduces the crop yield as proven by numerous studies [4,13,15]. In general,
plants are not passive entities, they respond to the environment stresses via different kinds
of biochemical, physiological and morphological adaptations [51]. Therefore, the wheat
genotype with a tendency to protect its physiological and biochemical equilibrium has
enough potential to counter the impacts of HT [14] as proven by Fakhr-e-Bhakar in the
current study. Therefore, the current research recommends Fakhr-e-Bhakar for wheat
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breeding and acclimatization goals in the arid climate of Saudi Arabia where HT is a
major problem.
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