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Abstract

Under abiotic stresses (AS, heat, salinity, and osmotic stresses), seed germination and seedling
growth of legumes like cluster beans are critical phases of the crop growth cycle that determine their
productivity. Research gaps exist regarding the impacts of seed size, sowing depth, and soil pH on
the germination, root, and shoot growth attributes of cluster beans when exposed to AS. Five different
trials were executed to assess the comparative performance of cluster bean seed sizes (small, medium,
and large) in response to different regimes of temperature (T, 10, 20, and 30°C), salinity (SS, 50, 100,
150, and 200 mM), osmotic stress (OS, 0.2, 0.4, 0.6, 0.8, and 1.0 Mpa), soil pH (5, 6, 7, 8, 9, and 10),
and sowing depths (SD, 0, 2, 4, 6, and 8 cm). The response variables included germination (GP),
germination index (GI), and time taken to 50% germination (TG), along with length, fresh, and dry
weights of the shoot and root of the cluster bean. The results exhibited that large-size seeds sown at
4 cm depth remained unmatched by recording the maximum GP and GI up to 20-30°C temperature,
0-50 mM salinity level, 0-0.4 Mpa osmotic stress, and 6-7 pH. The same range of employed treatments
also remained effective in a pronounced reduction of time taken to the TG. Moreover, cluster bean large-
size seeds sown in 4 cm depth depicted the maximum root and shoot attributes, whereas smaller seed
sizes sown in 0, 6, and 8 depths when exposed to 10°C temperature, 100-200 mM SS levels, soil pH (5,
9, and 10), and 0.6, 0.8, and 1.0 Mpa of OS recorded significantly reduced shoot and root traits. Thus,
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these findings reveal the feasibility of alleviating moderate levels of AS for cluster beans with large seed

sizes and sowing depth reconciliation under semi-arid conditions.
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Introduction

Cluster bean, commonly known as guar
(Cyamposis tetragonoloba L. Taub., is an annual
summer leguminous crop belonging to the family of
Leguminosae (Fabaceae) [1]. It is believed to have
originated in the Indo-Pakistan sub-continent region
[2] and is mostly grown in arid and semi-arid zones of
India, Pakistan, and tropical and sub-tropical regions
of Africa and North America [3]. Major exporters of
guar are India (80%) and Pakistan (15%), followed by
Sudan and the United States. Recently, its demand has
persistently increased in developed countries due to its
industrial uses [4], such as in gum preparation (utilized
as a stabilizer, emulsifier, and thickener in food and feed
products) [5]. Additionally, residues that remain after the
extraction of gum are known as guar meal, which serves
as protein-rich (33-60%) feed for dairy animals [6].
Moreover, guar is being used as a vegetable and grain
for human consumption, along with fodder for animals
and a green manure crop for boosting soil fertility status
sustainably [7].

However, guar yield has remained below par in the
Indo-Pakistan sub-continent owing to poor germination,
sub-optimal seedling growth, and frequent incidences
of abiotic stresses, which has necessitated finding
biologically feasible strategies to bolster its germination
and seedling growth. Previously, larger seeds (LS) and
sowing depth adjustment (1 cm) performed better than
smaller ones and produced significantly higher yields
by boosting germination rate, root weight, and seedling
growth in Brassica napus [8]. Additionally, the LS
recorded better crop establishment and a higher seedling
survival rate under stressful environmental conditions
[9]. Likewise, the LS sown in 1 c¢cm depth produced
better crop stand and more vigorous seedlings, while
seed vigor was directly associated with seed size in rice
[10]. Moreover, LS produced healthy seedlings because
of immense storage potential and high food reserves,
as seed germination, seedling length, and biomass
were pronouncedly increased when sowing depths of
4 c¢cm and 2 cm were maintained for B. retusa and B.
variegata, respectively [11]. However, research findings
are scarce pertaining to seed size association with
germination and seedling growth of cluster beans under
semi-arid conditions.

Globally, environmental stresses, particularly
elevated temperature, have led to a frequent incidence
of heat stress (HS), which directly affects the vital
metabolic processes by preventing gene expression
leading to oxidative stress in crop plants [12]. Moreover,
the HS disrupted many vital metabolic processes and
enzymatic activities associated with the regulation

of seed germination, which resulted in poor crop
establishment and significantly reduced crop yield [13].
Besides HS, salinity stress (SS) has recently emerged
as one of the most daunting constraints, which resulted
in osmotic pressure buildup and drastically reduced
water uptake by seeds, resultantly, the seed imbibition
process was delayed, leading to a significant reduction
in seed germination and seedling growth [14, 15]. In
addition, the SS, by virtue of excessive sodium and
chloride ions, imparted toxic effects and disrupted
morphological, biochemical, and physiological processes
(photosynthesis, glycolysis, partitioning of assimilates,
etc.) of crop plants [16]. Along with HS and SS, global
warming has also resulted in the emergence of drought
or osmotic stress (OS) that has pronouncedly deteriorated
soil fertility status and imparted deleterious effects,
particularly at the early growth stages of crop plants [17,
18]. Moreover, OS also reduced seedling establishment
and caused a significant decline in the economic yield of
crops owing to unsynchronized seedling growth [19-21].
The frequent incidence of abiotic stresses, rapidly
increasing human population, and decreasing land area
owing to uncontrolled urbanization have necessitated
finding biologically viable, pro-environment, and
farmer-friendly agronomic strategies. Adjustments in
sowing depth and seed size might be developed as potent
strategies to cope with the deleterious effects of abiotic
stresses. Previously, it was affirmed that deep sowing
caused a pronounced reduction in seed germination
and seedling emergence [22]. Contrastingly, it was
also inferred that, owing to moisture deficiency in the
upper soil layer, shallow seed sowing also resulted in
sub-optimal seed germination and restricted seedling
growth. Deep planting delayed seedling’s emergence,
and young seedlings were exposed to pathogen
attack [23], whereas Chachalis and Reddy [24] also
demonstrated that seedling emergence was decreased
with an increase in seeding depth. Furthermore, soil pH
has also been reported to influence seed germination
and seedling growth processes like nutrient availability,
solubility, and microorganism activity. Moreover,
the depth of seed sowing influenced the availability
of oxygen, moisture content, and microbial activity,
which imparted significant impacts on germination,
root development, and seedling growth [25]. Although
several studies have studied the impact of seed depth or
seed size on germination and seedling growth of crop
plants, pronounced research gaps have existed pertaining
to the mitigation of abiotic stresses with adjustments of
sowing depth, seed size, and soil pH for cluster beans.
Therefore, to bridge the research gaps, a
comprehensive study entailing five trials was designed
with a research hypothesis that seed size, sowing depth,
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and soil pH could significantly influence the germination
rate and seedling growth traits of cluster beans by
neutralizing the deleterious effects of abiotic stresses.
Thus, the prime aims of the study were to delve into
the impacts of heat, osmotic stress, soil pH, and saline
environment on seed germination and seedling growth
traits of cluster beans.

Experimental
Experimental Description

Five trials were executed at the Microbiology Lab of
the Agronomy Department, University of Agriculture
Faisalabad, Pakistan, during 2019-2020. Seeds of
guar (cv. BR-17) were placed in each Petri plate (9 cm
diameter) having three layers of Whatman No. 1 filter
paper and replicated thrice. Before each trial, seeds
were soaked for 5 minutes in 0.5% NaClO (sodium
hypochlorite) solution and then washed with distilled
water thoroughly (by repeating the procedure thrice to
minimize the residual chlorine) to avoid fungal attack
and allowed to dry at room temperature for 5 hrs, before
placing those at the filter papers. According to the
requirement, the filter papers were moistened regularly
with deionized water using a pipette. For sowing
depth treatments, plastic pots were filled with soil, and
germination was noted for three weeks. The humidity
(40%) and constant fluorescent light (400-700 nm and
100 pmol m? s™) conditions were kept similar for all
treatments in five trials of cluster bean.

Imposition of Abiotic Stresses and
pH Level Adjustments

For imposing HS, different levels of constant
temperature (T, 10, 20, and 30°C) were maintained
to examine its effect on seed germination in a growth
chamber (ICO105, Memmert GmbH+ Co. KG,
Schwabach, Germany). Data from each trial were
recorded daily for two weeks except for sowing depth
treatments. Seeds were considered to have germinated
when radical protrusion reached up to 2 mm. For seed
size categorization, guar seeds were classified by visual
observation and then based on 1000-grain weight.
In each Petri plate (9 cm), 9 guar seeds were placed
according to their sizes (small, medium, and large) with
three replicates and incubated in a growth chamber at
all the above levels separately.

For imposing salinity stress treatments, salt solutions
were prepared by adding 1 molar solution of NaCl (58.5
g molecular mass of NaCl) in 1000 ml of distilled water
in accordance with [26].

Salinity level = Molecular mass x 100

1000

So, in this way, 2.92, 5.85, 8.77, and 11.7 grams of
NaCl were dissolved in 1000 ml of distilled water to
obtain 50, 100, 150, and 200 mM salt solutions. Different-
sized seeds of guar (9 per Petri plate) were treated with
all these above solutions. Initially, Petri plates were
treated with 5 ml of each solution (50, 100, 150, and
200 mM) separately, but further concentrations of these
solutions were applied according to requirement. Petri
plates were kept in the incubator at 27 "C temperature.

For imposing the osmotic stress treatments, different
osmotic solutions were prepared as suggested by [27].

Water potential=-(1.18 x102) x C-(1.18 x10™)
X C+(2.67x10%")xCx T +(8.39x107)xC?T

Where C=concentration of PEG in g/kg of distilled
water and T =temperature (°C)

These solutions were prepared by using PEG 6000,
and the experiment was conducted in a growth chamber.
In the control treatment, distilled water was used,
whereas osmotic stress was imposed using different
concentrations of PEG (0.028, 0.045, 0.058, 0.069, and
0.079 g dissolved in 1000 ml of water) for imposing
stress levels of -0.2, -0.4, -0.6, -0.8, and -1.0 Mpa,
respectively.

To assess the impact of different pH levels, these
were adjusted by using different solutions, such as pH,
and pH, solutions of 2 mM MES [2-(N- morpholino)
ethanesulfonic acid], which was adjusted by using a 0.1
N solution of sodium hydroxide. For making pH. and pH,
solutions, HEPES [N-(2-hydroxymethyl) piperazine—N—
(2-ethane sulfonic acid) solution was adjusted by a 0.1 N
of sodium hydroxide solution. Tricine was adjusted by
0.IN sodium hydroxide solution for pH levels of 9 and
10 [24].

Sowing Depth Treatments

Sowing depth treatments were comprised of 0, 2,
4, 6, and 8 cm depth, wherein control treatment (0 cm)
was implied by placing seeds on the soil surface. Twenty
guar seeds were placed in plastic pots (15 cm), which
were filled with soil (40% sand, 30% silt, and 30%
clay), and seeds were sown according to the treatments
with the help of a wooden scale. Distilled water was
provided (by maintaining sufficient soil moisture level
at different depths by pulverizing the soil with an iron
rod and ensuring water application until it started to
leak out from the pot’s bottom hole) to pots according
to their requirements and seeds were considered to have
germinated by the visibility of plumule (2 mm).
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Response Variable Recordings

Germination (G, %) was assessed by using the
formula described by Igbal [28].

GP = Germinated seeds x 100

Total seeds

Seed germination was recorded daily to determine
the germination index (GI) as suggested by Igbal [7].

GI =No. of germinated seeds + No. of germinated seeds

Days of first count Days of second count

+ No. of germinated seeds

Days of final count
Mean germination time was also estimated by
following the equation reported by Ali et al. [29].

2 Dn
Zn

MGT=

Where D=number of days from the start of
germination/emergence and n=number of seeds
germinated/ emerged on day D.

Moreover, T, was calculated according to the
formula given by Farooq et al. [30].

(N/2 —nj) (- t)
Tso=1ti+

(nj— ni)

t. and t, represent the adjacent times. N denotes the
final germinated seed, while n, and n, represent the
cumulative number of germinated seeds by contiguous
counts at time t, and ti, where n<N/2 < n,.

Statistical Analyses

The collected data of all response variables of guar
were arranged and subjected to a one-way Fisher’s
analysis of variance (ANOVA) technique for estimating
the overall significance of employed treatments with the
help of the computer-run statistical package Statistix
(8.1 version). Thereafter, the least significant difference
(LSD) test at the 5% probability level was employed to
sort out the significance among the treatment means
[31].

Results and Discussion
Temperature and Seed Sizes Interactive Effects
The recorded findings revealed that different sizes
of cluster bean seeds and different temperature regimes

interacted significantly to influence germination and
seedling growth (Table 1). The maximum germination

(100%) was recorded at 20-30°C for all sized seeds,
but at 10°C, small-sized seeds showed a significant
reduction in final germination (70%). Likewise, the
germination index and time to 50% germination were
also significantly affected under different temperatures
and with seed sizes, but at 20°C, the final germination
and germination index were increased. Thus, these
findings showed that any increase and decrease in
temperature from 20°C and decrease in seed size led to
a significant increase in the germination time and time
taken to 50% germination. For all seedling parameters
under investigation, the maximum root and shoot length
(4.7 and 7.3 cm, respectively) were recorded by the
large seeds when incubated at 20°C, and the minimum
(1.2, 2.3 cm) corresponding values were demonstrated
by small-sized seeds at 10°C. Moreover, the maximum
root, shoot fresh, and dry weights were also observed for
large seeds incubated at 20°C. These findings were also
correlated with previous studies whereby a significant
influence of temperature was noted on seed germination
and seedling growth [32, 33]. Gresta et al. [34] concluded
the same results, as the mean germination time was
pronouncedly increased with fluctuations in the optimum
temperature. Likewise, these results were in accordance
with EL-Abady [35], who noted the significant impact of
temperature alterations on the seedling growth traits of
maize. Chaturvedi et al. [13] observed that temperature
regulated the germination process by influencing many
metabolic processes (enzymatic activity). Moreover, it
was also demonstrated that many catabolic activities
were inhibited by chilling stress, whereas elevated
temperature led to the inactivation of many enzymes
and the denaturation of many vital proteins [36].
Similar to our findings, Al Khteeb [26] inferred that
germination rate and seedling parameters of panicum
turgidum were significantly enhanced at the optimum
temperature of 20-30°C, whereas higher temperatures
caused a significant reduction in germination indices
and seedling growth traits.

Salinity Levels and Seed Sizes Interactive Effects

Germination and seedling growth of different-
sized seeds of guar were evaluated under various
salinity levels (SS, control, 50, 100, 150, and 200 mM),
and the results exhibited that an increase in SS and a
decrease in seed size led to a pronounced decrease in
the germination of guar (Table 2). Small seeds showed
tolerance to SS of 50 mM. Mean germination time
and time to 50% germination were increased with the
increase in SS coupled with a decrease in seed size.
Small-sized seeds showed the lowest germination
index when exposed to the 200 mM salt solution, and
the highest germination index was observed in large-
sized seeds when treated with distilled water (control)
up to 100 mM salt solution. In terms of seedling growth
traits under investigation, large-sized seeds performed
better even when exposed to the 100 mM salt solution.
Likewise, the large-sized seeds depicted the highest root
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Table 1. The interactive impact of different seed sizes and temperature regimes on germination and seedling growth traits of cluster bean.
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Note: Values having different letters within the same column vary significantly at 5% probability level.

and shoot length (8.9, 7.6 cm) as compared with small
and medium-sized seeds. Under high SS levels, seedling
fresh and dry weights were greatly reduced, particularly
in small-sized seeds. These results were contradictory
to Kaya et al. [37], who reported that larger seeds of
chickpea acquired the highest mean germination time
under all SS levels; however, Teolis et al. [38] noted
that guar seeds showed variations in germination under
various SS levels. Chauhan and Johnson [39] also
recorded similar results in African mustard and inferred
that the reduction in germination under high SS levels
might be due to the toxic effects of accumulated salts,
which reduced the uptake of water and nutrients. Like
our findings, higher levels of salt ions caused a reduction
in the germination of okra and suppressed cell division,
causing inhibition in growth [40]. The same findings
were reported by [41] in shallot, whereby a saline
environment restricted moisture and nutrient uptake,
and growth was pronouncedly restricted. Moreover,
SS seriously reduced plant traits, while hydrolyzed
gellan gum reduced the deleterious effects of a saline
environment [42].

Osmotic Stress and Seed Sizes Interactive Effects

Germination and seedling growth of different-sized
seeds of guar were evaluated under different osmotic
stresses (OS, control, -0.2, -0.4, 0.6, -0.8, and -1.0
Mpa), and the results exhibited that large-sized seeds
performed much better under all osmotic stresses as
compared to medium and small-sized seeds (Table 3).
The maximum germination was recorded in all-sized
seeds in the control treatment that supplied the distilled
water, while the lowest germination (25%) was recorded
by small seeds when exposed to the -1.0 Mpa solution.
Likewise, the GI was also reduced in small-sized seeds
exposed to a higher osmotic stress level (-1.0 Mpa).
Likewise, the mean germination time and time taken
to 50% germination were significantly increased with
higher levels of OS, whereas these parameters were also
reduced with a decrease in seed size (large to small).
Seedling parameters were also reduced under high
OS, particularly in small-sized seeds. The maximum
root and shoot length were recorded in large-sized
seeds in all osmotic stress levels as compared with
medium and small-sized seeds. Moreover, seedling
fresh and dry weights recorded a significant reduction
with the increase in OS, especially the small-sized
seeds that were not able to develop their seedling at
-1.0 Mpa solution. These findings agreed with those of
Mut and Akay [43], who reported that large-size seeds
effectively offset the deleterious effects of osmotic stress
owing to being more vigorous in nature and resulting
in a pronouncedly greater germination percentage.
Likewise, in line with our findings, previous results
have been reported by Pratiwi et al. [44] in shallot
(Allium ascalonicum L. and triticale [45]. Muscolo
et al. [46] described that root length and germination
percentage recorded a pronounced reduction under
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OS in all lentil genotypes because the germination
process involved several enzymes, while osmotic stress
disrupted the activities of enzymes like glucosidase and
amylase. Contrastingly, the OS inhibited germination
by restricting the seed imbibition process due to a
significant reduction in water uptake [18]. Ghorbani et
al. [47] also observed that different morphological traits
of guar were reduced under osmotic stress. Mujtaba et al.
[48] and Khayatnezhad et al. [49] inferred that no wheat
seedling showed survival at the OS level of -1.0 Mpa,
and it also caused a significant reduction in seedling
growth of maize. In agreement with our findings,
several other studies have also reported the deleterious
effects of OS on germination and seedling growth in
many field crops like maize, rice, and camelina [50-52].
The underlying reason was the osmotic stress-driven
injury in mitochondria and chloroplast that resulted in
the overproduction of reactive oxygen species (ROS),
and growth was hampered in Melilotus albus [53].
Moreover, PEG-induced osmotic stress pronouncedly
reduced germination and seedling growth by triggering
the biosynthesis of ROS in Sophora viciifolia, whereas
exogenous abscisic acid mitigated the adverse effects of
OS [54].

pH Solutions and Seed Sizes Interactive Effects

The results pertaining to the different-sized seeds
of guar sown in a wide range of pH solutions (5, 6, 7,
8, 9, and 10) revealed that the maximum germination
percentage was recorded at 7-8 pH (Table 4). Large-
sized seeds performed superiorly under all pH levels
as compared to medium and small-sized seeds. The
highest germination (98%) was recorded by large seeds
at 7 pH, whereas germination was reduced significantly
with increasing pH levels, particularly for small-size
seeds (20%) when exposed to 10 pH. Following the
trend, the highest mean germination time (8.6 days) was
exhibited by small seeds at 10 pH. Interestingly, it was
also observed that the time to 50% germination was also
increased with an increase or decrease of optimum pH
(7), especially in small-sized seeds. Moreover, the large
seeds demonstrated the highest germination index (GI) at
7 pH (13.8), whereas the lowest corresponding value was
recorded by small seeds at 10 pH. Furthermore, seedling
growth was significantly affected by the pH levels and
seed sizes (Table 4). The minimum development in root
and shoot traits (length, fresh and dry weights) was
recorded by small seeds at pH 5 and 10 levels. Small-
sized seeds even did not develop their seedling when
exposed to a 10-pH solution. Like these results, Dorner
et al. [55] demonstrated that any increase or decrease
in optimum pH caused a reduction in canary grass,
and it was attributed to a disruption in many enzyme
(lipase, protease, and diastase) activities. Contrastingly,
it was inferred that soil pH influenced the availability
of essential plant nutrients and altered the correlations
between the uptake of macro and micronutrients [56-
58]. Moreover, biochar-induced increment in pH caused

osmotic stress along with nutrient imbalance owing
to the insolubilization of minerals, and thus reduced
availability of vital nutrients suppressed the seedling
growth in tomatoes. Moreover, Yang et al. [59] stated
that high alkalinity caused an ionic imbalance, and
inhibition of ion uptakes led to the reduction of seedling
growth. However, these findings were in contradiction
with those of Gentili et al. [60], who recorded minimum
growth of Ambrosia artemisiifolia at neutral pH, which
might be interpreted in terms of different species and
plant materials used in the study.

Sowing Depth and Seed Sizes Interactive Effects

The recorded findings regarding the emergence and
various seedling parameters of different-sized seeds of
guar sown under various sowing depths (SD, 0, 2, 4, 6,
and 8 cm) revealed that the maximum emergence (80%)
was recorded by large seeds, and it was significantly
decreased with an increase in the SD (Table 5). The
highest mean emergence (9.8 days) and time to 50%
emergence (7.5 days) were recorded in small seeds
at 8 cm depth. The maximum emergence index was
recorded in large-sized seeds at 4 cm and the minimum
emergence index (1.96 seed day'). In terms of all
seedling parameters, large-size seeds performed much
better under all sowing depths as compared to medium
and small-sized seeds. Large seeds had better root length
(7.6 cm) and shoot length (8.6 cm) under 2 cm depth.
Seedling fresh and dry weights were highly reduced in
small-sized seeds when these seeds were sown at § cm
SD. It might be interpreted that seed germination tends
to depend on various ecological conditions, particularly
moisture, light, and temperature, and these conditions
vary at different soil depths, which led to different
germination indices in this study. In previous studies, it
was inferred that seeds showed the minimum emergence
when buried too shallow due to insufficient moisture
at the uppermost layer of soil [61, 62]. Likewise,
Heckman et al. [63] reported that seeds sown at 2 cm
depth recorded greater germination and developed a
better root system to uptake water and nutrient contents,
which resulted in better seedling vigor. The same
conclusions have been given by Emenky and Khalaf
[64] in chickpeas. Deep planting depth caused a negative
effect on seedling emergence, as reported by Nabi et al.
[65] in cotton. Boyd and Van Acker [61] reported that
seed emergence was reduced by the increase in planting
depth in some annual and perennial weed species.
Similar results were reported for Galium tricornutum
seeds, and seeds sown at 8 cm of depth showed no
germination, while seeds sown at depths of 0.5-2 cm
recorded the highest seedling emergence [62]. Moreover,
it was revealed that seeds buried in different soil depths
tend to experience atypical environmental conditions,
particularly; oxygen availability, CO, exchange
between soil layers, temperature, moisture, and nutrient
deficiency, which affect seed germination, time taken
to 100% germination, and seedling growth traits (root
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and shoot length and their fresh and dry weights).
Interestingly, deeply buried seeds need to consume extra
food reserves in pushing their shoot apices at the soil
surface in comparison to the seeds sown at shallower
depths. Contrastingly, seeds present on the soil surface
were exposed to air and litter, which reduced their
viability owing to rapid loss of moisture [25]. Thus,
the findings of our trial put forward the concept of
optimization of seed size and SD reconciliation for
ensuring maximum emergence and seedling growth
under normal and suboptimal growth conditions.

Conclusions

Based on recorded findings, it might be inferred that
research results were in concurrence with the research
hypothesis because the deleterious effects of abiotic
stresses vary depending on the seed sizes and sowing
depths of cluster beans. Overall, it was revealed that
in comparison to small and medium-sized seeds, large
seeds sown at 4 cm depth effectively offset the adverse
effects of imposed abiotic stresses by recording the
maximum germination percentage and germination
index along with shoot and root length and fresh and
dry weights. However, this treatment combination could
not perform at par when exposed to 10°C temperature,
100-200 mM salinity levels, soil pH (5, 9, and 10), and
0.6, 0.8, and 1.0 Mpa of osmotic stress. Thus, based on
recorded findings, larger seeds sown at 4 cm depth could
be recommended to cluster bean growers; however, these
findings are limited in scope, and future studies need
to ascertain the underlying mechanisms that promote
seed germination and seedling growth under different
environmental stresses in varying soil and agro-climatic
conditions. Moreover, future studies might investigate
short-term soil pH modifications during the germination
phase of cluster beans using lime (calcium carbonate)
and wood ash for increasing soil pH or acidifying
substances (acidic mulches, elemental sulfur, iron or
aluminum sulfate, acidifying fertilizers like ammonium
sulfate) to enhance germination rate, reduce time taken
to germination, and improve the seedling establishment
under abiotic stresses.

Acknowledgement
The authors extend their appreciation to Researchers
Supporting Project number (RSPD2024R561), King
Saud University, Riyadh, Saudi Arabia.
Research funding
The authors extend their appreciation to Researchers

Supporting Project number (RSPD2024R561), King
Saud University, Riyadh, Saudi Arabia.

10.

11.

12.

13.

Conflict of Interest

The authors declare no conflict of interest.

References

IQBAL M.A. Comparative performance of forage cluster
bean accessions as companion crops with sorghum under
varied harvesting times. Bragantia, 77 (3), 476, 2018.
RAMOS CORONADO L., MILLER M., ANGADI SV,
LAURIAULT L.M. Initial evaluation of the merit of
guar as a dairy forage replacement crop during drought-
induced water restrictions. Agronomy, 14 (6), 1092, 2024.
IQBAL M.A. Cluster bean (Cyamopsis tetragonoloba L.)
germination and seedling growth as influenced by seed
invigoration techniques. American-Eurasian Journal of
Agricultural & Environmental Sciences, 15 (2), 197, 2015.
GHOTBI V., MAHROKH A., TEHRANI A.M., ASADI
H. Evaluation of forage yield and quality of cowpea,
guar, and mung bean under drought stress conditions.
Chemistry Proceedings, 10 (1), 62, 2022.

IQBAL M.A., IQBAL A., SIDDIQUI M.H., MAQBOOL
Z. Bio-agronomic evaluation of forage sorghum-legumes
binary crops on Haplic Yermosol soil of Pakistan. Pakistan
Journal of Botany, 50 (5), 1991, 2018.

REDDY B.M., ANTHONY J.A.M., JAGADEESH K.N.,
VENKATESH B., JAYAMMA N., PANDURANGAIAH
M., SUDHAKAR C. De novo transcriptome analysis of
drought-adapted cluster bean (Cultivar RGC-1025) reveals
the wax regulatory genes involved in drought resistance.
Frontiers in Plant Science, 13, 868142, 2022.

IQBAL M.A. Cluster bean (Cyamopsis tetragonoloba L.)
germination and seedling growth as influenced by seed
invigoration techniques. American-Eurasian Journal of
Agricultural & Environmental Sciences, 15 (2), 197, 2015.
ZHAI L., XIE L., XU J,, XU B., DONG J., ZHANG X.
Study on exogenous application of thidiazuron on seed
size of Brassica napus L. Frontiers in Plant Science, 13,
998698, 2022.

GUO C.R.,, WANG Z.L., LU J.Q. Seed germination and
seedling development of Prunusarmeniaca under different
burial depths in the soil. Journal of Forest Research, 21,
492, 2010.

CHAMARA B.S., MARAMBE B. KUMAR V,
ISMAIL A.M., SEPTININGSIH E.M., CHAUHAN B.S.
Optimizing sowing and flooding depth for anaerobic
germination-tolerant  genotypes to enhance crop
establishment, early growth, and weed management
in dry-seeded rice (Oryza sativa L.). Frontiers in Plant
Science, 9, 1654, 2022.

YADAV N., KHANDURI V.P, SINGH B., DHANAI
C.S., RIYAL M.K., RAWAT D., AHMAD T., KUMAR
M. Effect of temperature, seed size, sowing depth, and
position on seed germination and seedling growth of
Bauhinia retusa Roxb. and Bauhinia variegata L. Forests,
14 (8), 1664, 2023.

STANTAK M., SZPUNAR-KROK E., KOCIRA A.
Responses of soybean to selected abiotic stresses-
photoperiod, temperature and water. Agriculture, 13 (1),
146, 2023.

El SABAGH A., HOSSAIN A., ISLAM M.S., IQBAL
M.A. Elevated CO, concentration improves heat-tolerant
ability in crops. In Abiotic Stress in Plants. Ed. S. Fahad,
S. Saud, Y. Chen, C. Wu, & D. Wang (Eds.). IntechOpen



12

Rana Nadeem Abbas, et al.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Pvt. Ltd. London, UK. pp. 15, 2020.

EL SABAGH A., ISLAM M.S., SKALICKY M., RAZA
M.A., SINGH K., HOSSAIN M.A., HOSSAIN A.,
MAHBOOB W., IQBAL M.A. Salinity stress in wheat
(Triticum aestivum L.) in the changing climate: adaptation
and management strategies. Frontiers in Agronomy, 3,
661932, 2021.

ISLAM M.S., ISLAM M.R., HASAN M.K., HAFEEZ
A.SM.G., CHOWDHURY M.K., PRAMANIK M.H.,
IQBAL M.A. Salinity stress in maize: consequences,
tolerance mechanisms, and management strategies. OBM
Genetics, 8 (2), 13, 2024.

AHMAD Z., ANJUM S., SKALICKY M., WARAICH
E.A.,, TARIQ R.M.S., AYUB M.A., HOSSAIN A,
HASSAN M.M., BRESTIC M. SOHIDUL IM.,,
RAHMAN M.H., ALLAH W., IQBAL M.A., AYMAN,
A. Selenium alleviates the adverse effect of drought in
oilseed crops camelina (Camelina sativa L.) and canola
(Brassica napus L.). Molecules, 26, 1699, 2021.

IQBAL S., IQBAL M.A., LI C., IQBAL A., ABBAS
R.N. Overviewing drought and heat stress amelioration-
From plant responses to microbe-mediated mitigation.
Sustainability, 15, 1671, 2023.

UROKOV SK. USMANOVA M. XADJAYEV D,
JURAYEVA Z., KHUJANOV A., RAIMKULOVA
M. Effects of salinity and drought of germination
parameters of seeds of Triticosecale. Journal of Ecological
Engineering, 25 (7), 178, 2024.

ABBAS S.F.,, BUKHARI M.A., RAZA M.A.S., ABBASI
G.H.,, AHMAD Z., ALQAHTANI M.D., ALMUTAIRI
K.F., ABD ALLAH E.F., IQBAL M.A. Enhancing drought
tolerance in wheat cultivars through nano-ZnO priming
by improving leaf pigments and antioxidant activity.
Sustainability, 15, 5835, 2023.

AHMAD Z., BARUTCULAR C., UR REHMAN M.Z.,
TARIQ R.M.S., AFZAL M., WARAICH E.A., AHMAD
A., IQBAL M.A. Pod shattering in canola reduced by
mitigating drought stress through silicon application
and molecular approaches-A review. Journal of Plant
Nutrition, 46, 101, 2022.

YASIR T.A., ATEEQ M., WASAYA A., HUSSAIN M.,
SARWAR N., IQBAL M.A. Seed priming and foliar
supplementation with p-aminobutyric acid alleviates
drought stress through mitigation of oxidative stress and
enhancement of antioxidant defense in linseed (Linum
usitatissimum  L.). Phyton-International Journal of
Experimental Botany, 92 (11), 3113, 2023.

AIKINS S.H.M., AFUAKWA J.J., BAIDOO D. Effect of
planting depth on maize stand establishment. Journal of
Ghana Institute of Engineering, 4, 20, 2006.

ISHAQ M., IBRAHIM M., HASSAN A., SAEED M.,
LAL R. Subsoil compaction effects on crops in Punjab,
Pakistan: root growth and nutrient uptake of wheat and
sorghum. Soil and Tillage Research, 60, 153, 2001.
CHACHALIS D., REDDY K.N. Factors affecting
Campsis radicans seed germination and seedling
emergence. Journal of Weed Science, 48, 212, 2000.
SINGH B., RAWAT J.M.S., PANDEY V. Influence of
sowing depth and orientation on germination and seedling
emergence of Cinnamomum tamala Nees. Journal of
Environmental Biology, 38, 271, 2017.

AL-KHATEEB S.A. Effect of salinity and temperature
on germination, growth and ion relations of Panicum
turgidum Forssk. Bioresource Technology, 97, 292, 2006.
CHOWDHURY M.K., HASAN M.A., BAHADUR M.M.,
ISLAM M.R., HAKIM M.A., IQBAL M.A. Evaluation of

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

drought tolerance of some wheat (Triticum aestivum L.)
genotypes through phenology, growth, and physiological
indices. Agronomy, 11, 1792, 2021.

IQBAL M.A. Improving germination and seedling vigour
of cowpea (Vigna unguiculata L.) with different priming
techniques. American-Eurasian Journal of Agricultural &
Environmental Sciences, 15 (2), 265, 2015.

ALI A.A., IQBAL A., IQBAL M.A. Forage maize (Zea
mays L.) germination, growth and yield get triggered by
different seed invigoration techniques. World Journal of
Agricultural Sciences, 12 (2), 97, 2016.

FAROOQ M., BASRA S.M.A., SALEEM B.A., NAFEES
M., CHISHTI S.A. Enhancement of tomato seed
germination and seedling vigor by osmopriming. Pakistan
Journal of Agricultural Sciences, 42, 36, 2005.

STEEL D.G.D., TORRIE J.H., DICKY D.A. A biometrical
approach. 3" Ed. McGraw Hill, Inc. New York, USA. pp.
352, 1997.

CARRERA-CASTANO G., CALLEJA-CABRERA ],
PERNAS M., GOMEZ L., ONATE-SANCHEZ L. An
updated overview on the regulation of seed germination.
Plants, 9, 703, 2020.

TANVEER A., TASNEEM M., KHALIQ A., JAVAID
M.M., CHAUDHRY M.N. Influence of seed size and
ecological factors on the germination and emergence
of field bindweed (Convolvulus arvensis). Planta
Daninha, 31, 39, 2013.

GRESTA F., CRISTAUDO A,
ANASTASI U, GUARNACCIA P, CATARA
S., ONOFRI A. Germination of guar (Cyamopsis
tetragonoloba L.) genotypes with reduced temperature
requirements. Australian Journal of Crop Science, 12, 954,
2018.

EL-ABADY M.I. Influence of maize seed size/shape
planted at different depths and temperatures on seed
emergence and seedling vigor. Research Journal of Seed
Science, 8, 1, 2015.

OYEBAMIJI Y.O.,, ADIGUN B.A., SHAMSUDIN
N.A.A., IKMAL AM., SALISU M.A., MALIKE FA.,
LATEEF A.A. Recent advancements in mitigating abiotic
stresses in crops. Horticulturae, 10 (2), 156, 2024.

KAYA D.M.,, BAYRAMIN S., KAYA G., UZUN O. Seed
vigor and ion toxicity in safflower (Carthamus tinctorius
L.) seedlings produced by various seed sizes under NaCl
stress. Archives in Biological Sciences, 63, 723, 2011.
KARALIJA E.,, LOSIC A., DEMIR A., SAMEC D.
Effects of seed priming on mitigating the negative effects
of increased salinity in two varieties of sweet pepper
(Capsicum annuum L.). Soil Systems, 8 (1), 35, 2024.
CHAUHAN B.S., JONHSON D.E. Germination ecology
of two troublesome asteraceae species of rainfed rice: siam
weed (Chromolaena odorata) and coat buttons (Tridax
procumbens). Weed Science, 56, 567, 2008.

XU G., CHENG Y., WANG X., DAI Z., KANG Z., YE
Z., PAN Y., ZHOU L., XIE D., SUN J. Identification of
single nucleotide polymorphic loci and candidate genes
for seed germination percentage in okra under salt and no-
salt stresses by genome-wide association study. Plants, 13
(5), 588, 2024.

ANWAR NH.A.,, KARYAWATI A.S., MAGHFOER
M.D., KURNIAWAN A. Organic fertilizer alleviates
salt stress in shallot by modulating plant physiological
responses. Journal of Ecological Engineering, 25 (7), 286,
2024.

SALACHNA P, PIECHOCKI R., PODSIADLO C,
BOJKO K. Enhancing growth and salinity stress

TROSTLE C.,



Counteracting Heat, Salinity, and Osmotic Stresses by Reconciling Seed Size... 13

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

tolerance of pansy using hydrolyzed gellan gum — an
environmentally friendly plant biostimulant. Journal of
Ecological Engineering, 25 (6), 214, 2024.

MUT Z., AKAY H. Effect of seed size and drought stress
on germination and seedling growth of naked oat (Avena
sativa L.). Bulgarian Journal of Agricultural Sciences, 16,
459, 2010.

PRATIWI A., MAGHFOER M.D., WIDARYANTO E.,
AINI N. Effects of different timings of drought stress
and plant growth-promoting rhizobacteria inoculation
on the photosynthetic characteristics of shallot (A//ium
ascalonicum L.). Journal of Ecological Engineering, 25
(5), 230, 2024.

AL-AJLOUNI Z., SLEIT H., AL-GHARAIBEH M.M.
Evaluating the impact of pre-anthesis water deficit on
yield and yield components in triticale (X Triticosecale
Wittmak) genotypes under controlled environmental
conditions. Journal of Ecological Engineering, 25 (3), 96,
2024.

MUSCOLO A., SIDARI M., ANASTASI U,
SANTONOCETO C., MAGGIO A. Effect of PEG-
induced drought stress on seed germination of four lentil
genotypes. Journal of Plant Interactactions, 9, 354, 2014.
GHORBANI M., RAMAZANI S.H.R., FALLAHI H.R.,
MOUSAVIKOOHI S.M. Effect of drought stress and
bio-fertilizer on yield and yield components of guar
(Cyamopsis tetragonoloba (L.) Taub. Journal of Medicinal
Plants By-product, 8, 13, 2019.

MUJTABA S.M., FAISAL S., KHAN M.A.,, MUMTAZ
S., KHANZADA B. Physiological studies on six wheat
(Triticum aestivum L.) genotypes for drought stress
tolerance at seedling stage. Journal of Agricultural
Sciences, 1, 1, 2016.

KHAYATNEZHAD M.R., GHOLAMIN S.H.,
JAMAATI-E-SOMARIN R., MAHMOODABAD Z. The
leaf chlorophyll content and stress resistance relationship
considering in corn cultivars (Zea mays). Advances in
Environmental Biology, 5, 118, 2011.

GAO J., XIAO Q., DING L., CHEN M., YIN L., LI G.
HE. Differential responses of lipid peroxidation and
antioxidants in Alternantheraphil oxeroides and Oryza
sativa subjected to drought stress. Journal of Plant Growth
Regulation, 56, 89, 2008.

WASAYA A., AFFAN M., YASIR T.A., ATIQUE-UR-
REHMAN, MUBEEN K., REHMAN H., ALI M.,
NAWAZ F., GALAL A., IQBAL M.A., ISLAM M.S., EL-
SHARNOUBY M., RAHMAN M.H., SABAGH A. Foliar
potassium sulfate application improved photosynthetic
characteristics, water relations and seedling growth of
drought-stressed maize. Atmosphere, 12, 663, 2021.
AHMAD Z., WARAICH E.A, IQBAL M.A,
BARUTCULAR C., ALHARBY H., BAMAGOOS A.,
CIG F., SABAGH A.E. Foliage applied silicon ameliorates
drought stress through physio-morphological traits,
osmoprotectants and antioxidant metabolism of camelina
(Camelina sativa L.) genotypes. Acta Scientiarum
Polonorum- Hortorum Cultus, 20 (4), 43, 2021.

53.

54.

5.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

WANG Z., YOU J,, XU X., YANG Y., WANG J., ZHANG
D., MU L., ZHUANG X., SHEN Z., GUO C. Physiological
and biochemical responses of melilotus albus to saline and
alkaline stresses. Horticulturae, 10 (3), 297, 2024.

RAO X., ZHANG Y., GAO Y., ZHAO L., WANG P.
Influence of exogenous abscisic acid on germination and
physiological traits of Sophora viciifolia seedlings under
drought conditions. Applied Sciences, 14 (11), 4359, 2024.
DORNER Z., KOVACS E.B., IVANYI D., ZALAI M.
How the management and environmental conditions affect
the weed vegetation in canary grass (Phalaris canariensis
L.) fields. Agronomy, 14 (6), 1169, 2024.

RIKAL L.I., DE FIGUEIREDO A.K., RICCOBENE I.C.
Physicochemical and functional properties of canaryseed
(Phalaris canariensis L.) with and without spicules flour.
Cereal Cemistry, 100, 904, 2023.

FORNES F, BELDA R.M. FERNANDEZ DE
CORDOVA P., CEBOLLA-CORNEJO J. Assessment
of biochar and hydrochar as minor to major constituents
of growing media for containerized tomato production.
Journal of Science of Food and Agriculture, 97, 3675,
2017.

BUSS W., GRAHAM M.C., SHEPHERD J.G., MASEK
O. Risks and benefits of 389 marginal biomass-derived
biochars for plant growth. Science of Total Environment,
56, 496, 2019.

YANG C., CHONG J., LI C, KIM C., SHI D., WANG
D. Osmotic adjustment and ion balance traits of an alkali
resistant halophyte Kochia sieversiana during adaptation
to salt and alkali conditions. Plant and Soil, 294, 263,
2007.

GENTILI R., AMBROSINI R., MONTAGNANI C.,
CARONNI S., CITTERIO S. Effect of soil pH on the
growth, reproductive investment and pollen allergenicity
of Ambrosia artemisiifolia L. Frontiers in Plant Science,
9, 1335, 2018.

BOYD N.S., VAN ACKER R.C. The effects of depth and
fluctuating soil moisture on the emergence of eight annual
and six perennial plant species. Weed Science, 51, 725,
2003.

CHAUHAN B.S., GILL G., PRESTON C. Factors
affecting seed germination of threehorn bedstraw (Galium
tricornutum) in Australia. Weed Science, 54, 471, 2006.
HECKMAN N.L., HORST G.L., GAUSSOIN R.E.
Planting depth effect on emergence and morphology of
buffalo grass seedlings. Hortcultural Science, 37, 506,
2002.

EMENKY F.A.O., KHALAF A.S. Effect of sowing
depths and seed size of some winter cultivars of chickpea
(Cicer arietinum L.) on field emergence and vegetative
growth. Research Journal of Seed Science, 3, 170, 2010.
NABI G., MULLINS C.E., MONTEMAYOR M.B,,
AKHTAR M.S. Germination and emergence of irrigated
cotton in Pakistan in relation to sowing depth and physical
properties of the seedbed. Soil and Tillage Research, 59,
33,2001.



