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Abstract
Background and aims

Sulfate, the main source of sulfur in natural soil, is critical for plant growth and development, as well as
plant responses to environmental stress, including drought. However, our understanding of the detailed
mechanisms of sulfate-modulated drought tolerance in crop plants is far from complete. In the present
study, by using foxtail millet (Setaria italica L.), an emerging model crop, we investigated the possible
mechanisms involved in sulfate-induced crop tolerance to drought stress.

Methods

A combination of biochemical and molecular approaches, as well as stomatal apertures analyses were
applied to determine the effect of sulfate application on sulfur assimilation, ABA biosynthesis, and
stomatal movement.

Results

Upon drought exposure, sulfate (4 mM) pretreatment significantly alleviated the decrease in relative water
content in foxtail millet leaves. Exogenous sulfate increased endogenous sulfate content and markedly
enhanced the enzyme activity of sulfite reductase (SiR) and O-acetylserine(thiol)lyase (OASTL), as well as
levels of their transcripts, leading to an increase in cysteine (Cys) production in drought-stressed leaves.
Furthermore, in comparison with drought stress alone, sulfate application significantly upregulated the
transcriptional expression of SIABA3 and SIAAO3, which contributed to the increased ABA levels in the
leaves of drought-stressed foxtail millet seedlings. Moreover, the addition of sulfate decreased stomatal
aperture, thus resulting in reduced leaf water loss in foxtail millet exposed to drought.

Conclusion

Our data suggest that sulfate application was able to promote drought tolerance of foxtail millet plants,
at least partially by increasing ABA biosynthesis and triggering stomatal closure.

Introduction

Drought is one of the major environmental stresses severely limiting agricultural productivity worldwide.
Drought stress results in diverse physiological and biochemical changes, such as dramatic water loss,
reduced photosynthetic efficiency, and impaired nutrient metabolism, ultimately inhibiting plant growth
and development and even leading to premature plant death (Xu et al. 2010; Basu et al. 2016). Plants
have evolved multiple strategies to minimize the adverse impacts of drought stress, including structural
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alteration, osmotic adjustment, and activation of antioxidant defences (Xu et al. 2010; Qi et al. 2018; Du
etal. 2019).

Stomata on leaf surfaces control gas exchange and water transpiration in plants (Qi et al. 2018).
Reducing transpirational water loss through stomata is one of the main regulatory mechanisms in plant
adaptation to drought stress (Gupta et al. 2020). It is generally accepted that under drought conditions,
accumulation of the hormone abscisic acid (ABA) in guard cells induces stomatal closure to limit water
loss via transpiration (Lim et al. 2015). ABA is synthesized from C40-carotenoid precursors in plastids,
which are oxidatively cleaved by 9-cis-epoxycarotenoid dioxygenase (NCED) to produce the C15
compound xanthoxin (Milborrow 2001). Xanthoxin is further transformed into abscisic aldehyde, which is
oxidized by abscisic aldehyde oxidase (AAO3) to form ABA in the cytoplasm (Milborrow 2001).

Sulfur (S) is an essential element for plants, as it modulates a wide variety of biological processes,
including plant growth, development, and stress responses (Kopriva et al. 2019). Sulfate taken up from
soil by roots is the main source of sulfur for plants and must be reduced to cysteine (Cys) before entering
other metabolic pathways (Koralewska et al. 2009; Takahashi 2019). Within the plastids of plant cells,
sulfate is activated by ATP sulfurylase (ATPS) to produce adenosine 5'-phosphosulfate (APS), followed
by reduction to sulfite. Sulfite is then reduced by sulfite reductase (SiR) to form sulfide, which is further
incorporated into Cys by the action of O-acetylserine(thiol)lyase (OASTL; Kopriva et al. 2019). Previous
studies have shown that exogenously applied sulfate promotes sulfur assimilation and stimulates the
biosynthesis of sulfur-containing compounds, including glutathione and phytochelatins, thereby
enhancing heavy metal detoxification in both woody and herbaceous plants (Liang et al. 2016; Ma et al.
2018). Under water deficit conditions, sulfate application can improve drought tolerance in maize by
promoting antioxidant defence and increasing photosynthetic activity (Usmani et al. 2020). ABA has
traditionally been considered a primary root-to-shoot signal of water stress (Schachtman and Goodger
2008). Interestingly, however, Ernst et al. (2010) reported that sulfate served as an early xylem-delivered
chemical signal during soil drying preceding the biosynthesis of root-sourced ABA. In poplar plants,
drought stress has been shown to enhance xylem sap sulfate levels by decreasing sulfate xylem
uploading and increasing sulfate efflux from xylem parenchyma cells (Malcheska et al. 2017).
Furthermore, supplying sulfate via the petioles decreased stomatal conductance in detached poplar
leaves (Malcheska et al. 2017). Remarkably, recent studies with Arabidopsis have demonstrated that
sulfate is incorporated into Cys to trigger ABA synthesis and promote stomatal closure in leaves (Batool
et al. 2018; Rajab et al. 2019). However, for cereal crops, the interaction between sulfate and ABA during
the drought response has not been fully elucidated.

Foxtail millet (Setaria italica L.) is a C, cereal crop widely grown in the arid and semiarid regions of
northern China (Pant et al. 2016; Hao et al. 2020). In recent years, with the completion of whole-genome
sequencing, foxtail millet has emerged as a model system for studying C, plant biology, including
agronomic traits and stress responses (Zhang et al. 2012a; Tang et al. 2017; Yang et al. 2020). This study
aims to determine the potential effect of sulfate supply on drought stress responses in foxtail millet
seedlings. We hypothesized that exogenously applied sulfate may increase ABA levels and thus trigger
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stomatal closure in the leaves under drought conditions. To test this hypothesis, we examined sulfur
assimilation, ABA biosynthesis, and stomatal movement in drought-stressed foxtail millet plants. The
results obtained are important for further elucidation of the role of sulfate in regulating plant responses to
drought and for exploring effective strategies to enhance the drought tolerance of cereal crops.

Materials And Methods
Plant cultivation

Seeds of foxtail millet (Setaria italica, ecotype Changnong44) were soaked in distilled water for 12 h at 25
°C and then sown in plastic pots (10x10x8 cm) filled with sterilized nutrient soil. The pots were
maintained in a culture room with a 14-h light/10-h dark photoperiod, a day/night temperature of 25
°C/18 °C, 180 umol m~2 s~ 1 of photosynthetically active radiation and a relative humidity of 50-60%.
After germination, the seedlings were watered every three days.

Experimental treatments

To examine the effects of sulfate application on the drought tolerance of foxtail millet plants, three-week-
old seedlings of uniform size were subjected to various treatments: (1) Seedlings were irrigated with
water containing the indicated concentrations of MgSO, (50 mL water per pot). Three days later, the
seedlings were subjected to drought stress by withholding watering. After 0, 3, 5, and 7 days of water
deprivation, the seedlings were photographed, and leaf relative water content (RWC) was assayed. The
leaf RWC was determined according to the method of Han et al. (2019). 0 d was defined as the initiation
of drought treatment. (2) Seedlings were irrigated with water or 4 mM MgSO, solution and then either
regularly watered or exposed to drought. The leaf samples were harvested after 0 and 5 days of drought
stress for physiological, biochemical and molecular analyses. (3) For the stomatal aperture assay,
seedlings were divided into four groups: a) control; b) sulfate; c) ABA; and d) sulfate + ABA. For the
control and sulfate treatments, the seedlings were each irrigated with water or 4 mM MgSO, solution. For
the sulfate + ABA and ABA treatments, the seedlings were foliar sprayed with 5 pM ABA with or without 4
mM MgSO0, irrigation. Then, in each group, half of the seedlings were regularly watered, while the other
half were subjected to drought stress by withholding watering for 5 days.

Sulfate and Cys content assays

Sulfate content was assayed by the method described by Chen et al. (2019) with some modifications. In
brief, the leaf samples were homogenized in 10 mM HCI and then centrifuged at 12,000 g for 15 min. Two
millilitres of each supernatant was mixed with 0.35 mL of 0.5 mM HCl and 0.15 mL of 0.1 M BaCl,. After
incubation for 5 min at 25 °C, the absorbance at 410 nm was determined using K,SO, as a standard.

Cys content was quantified using the acid ninhydrin reagent according to the method of Gaitonde (1967).

Measurement of ATPS, SiR, and OASTL activity

Page 4/20



ATPS activity was assayed by measuring molybdate-dependent pyrophosphate (PPi) formation as
reported by Liang et al. (2016). Leaf samples were homogenized with 20 mM Tris-HCI buffer (pH 8.0)
containing 1% (w/v) PVER 2 mM DTT, and 10 mM EDTA. After centrifugation at 16,000 g and 4 °C for 10
min, each supernatant was used as an enzyme extract for ATPS activity assays.

For the measurement of SiR activity, leaf samples were homogenized with 50 mM potassium phosphate
buffer (pH 7.8) and then centrifuged at 12,000 g and 4 °C for 20 min. Then, 100 pL of each supernatant
was added to a separate reaction mixture containing 0.2 mM NADPH, 0.5 mM Na,S03, 0.1 mM Na,EDTA,
and 50 mM potassium phosphate buffer (pH 7.8). The decrease in absorbance was recorded at 340 nm.
One unit (U) of SiR activity was defined as the amount of enzyme that catalysed the oxidation of 1 pmol
NADPH per minute.

OASTL activity was determined by monitoring the formation of Cys at 560 nm as described by Liang et
al. (2016). Protein concentrations of the enzyme extracts were estimated by the Bradford method using
BSA as a standard (Bradford 1976).

Determination of ABA content

ABA content was measured as previously described (Fang et al. 2017), with some minor modifications.
Briefly, fresh leaf samples (0.1 g) were homogenized with precooled extraction solution (80% methanol,
v/V). After incubation at 4 °C for 2 h, each mixture was centrifuged at 10,000 g for 20 min at the same
temperature. Each supernatant was passed through a CNWBOND LC-C18 cartridge (CNW Technologies
GmbH, Germany). The elution products were dried by rotary evaporation and then dissolved separately in
20 mL cold solution from an ABA enzyme-linked immunosorbent assay (ELISA) kit (MLBIO, Shanghai,
China). The ABA contents were determined using an ELISA kit according to the manufacturer’s
instructions.

Stomatal aperture bioassay

The epidermal strips of the third leaf from the tip of the stem of each sampled plant were used for
stomatal aperture assays. The abaxial epidermis was peeled off the leaves and immediately mounted on
glass slides. Stomata were randomly imaged with an optical microscope. Over 100 stomata were
examined from epidermal strips of six individual plants. The widths and lengths of the stomata were
quantified using ImagedJ software. The stomatal aperture is expressed as the ratio of the width to the
length of the stoma.

Water loss rate determination

The rate of water loss was measured as described by Zhang et al. (2012b). In brief, immediately after the
third leaf from the tip was excised from each seedling, the initial fresh weight was measured (FW;). The

detached leaves were placed on a bench under a light intensity of 150-180 umol m~2 s~ at 25 °C and
weighed at different time intervals (FW) over a period of 120 min. The water loss rate of detached leaves
was calculated as follows: Water loss rate (%) = {(FWy-FW)/FWg}x100.
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Gene expression analysis

Total RNA was extracted from leaf samples using TRIzol reagent (TaKaRa, Tokyo, Japan). Transcript
expression levels were assayed by quantitative real-time PCR using SYBR Premix Ex Taq Il (TaKaRa,
Tokyo, Japan) in the Bio-Rad CFX96TM Real-Time System (Bio-Rad, CA, USA). Actin was used as the
internal control. Relative expression levels of the target genes were determined using the 2 22T method
(Livak and Schmittgen 2001). The primers are listed in supplementary Table S1.

Statistical analysis

Data are expressed as the mean values + standard errors (SE) of at least three independent replicates.
One-way analysis of variance (ANOVA) with Duncan’s multiple range test was performed to determine the
significant differences among groups using SPSS version 17.0 software (P<0.05).

Results

Sulfate application enhanced the drought tolerance of
foxtail millet seedlings

Three-week-old foxtail millet seedlings were pretreated with different concentrations of sulfate (1, 4, and 8
mM) and then subjected to drought stress. As shown in Fig. 1A, drought reduced relative water content
(RWC) in the leaves of foxtail millet seedlings in a time-dependent manner. At the three time points (3, 5,
and 7 d) of drought stress, pretreatment with 4 mM sulfate markedly increased leaf RWC compared with
the control, while T mM and 8 mM sulfate showed no significant effect (Fig. 1A). Continuous drought
treatment caused foliar injury in the growing seedlings. After 5 days of drought stress, the leaves of
seedlings started to wilt (Fig. 1B). Stunted growth and even leaf necrosis were clearly observed after 7
days of drought treatment (Fig. 1B). Sulfate application (4 mM) significantly lessened injury symptoms in
the drought-stressed seedlings (Fig. 1B). Taken together, these results suggest that 4 mM sulfate was
able to enhance drought tolerance in foxtail millet seedlings.

Exogenous sulfate application enhanced sulfur assimilation
and increased Cys accumulation in drought-stressed foxtail
millet leaves

After 5 days of drought stress, sulfate content in the leaves of foxtail millet seedlings markedly decreased
compared with that of the control (Fig. 2). Exogenous sulfate (4 mM) application led to a significant
increase in sulfate content in drought-stressed leaves; i.e., a 66.7% increase in the sulfate + drought group
compared to the drought group after 5 days of withholding water (Fig. 2).

ATPS, SiR, and OASTL are important enzymes that catalyse the conversion of inorganic sulfate into Cys
via the sulfur assimilation pathway. Five days of drought stress caused a significant increase in the
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activity of ATPS, SiR, and OASTL relative to the control (Fig. 3A-C). Sulfate pretreatment further enhanced
SiR and OASTL enzyme activity in drought-stressed leaves by 18.3% and 48.8%, respectively, compared
with drought treatment alone (Fig. 3A, B). However, after 5 days of drought exposure, the ATPS activity in
the sulfate + drought group was 19.2% lower than that in the drought group (Fig. 3C). At the initiation of
drought treatment (0 d), sulfate application did not change the activity of these three enzymes (Fig. 3A-C).
The Cys content was markedly elevated in the leaves of foxtail millet seedlings exposed to 5 days of
drought treatment relative to the control (Fig. 3D). Under drought conditions, sulfate pretreatment
significantly increased the Cys content by 21.3% compared with non-sulfate-treated seedlings (Fig. 3D).
The transcript expression of the SiSiR, SIOASTL, and SIATPS genes was also examined in the leaves of
drought-stressed seedlings. Five days of drought treatment resulted in a remarkable increase in the
expression level of SiSiR compared with the control, while for SIOASTL gene expression, there was no
significant difference between the two groups (Fig. 4A, B). Notably, sulfate pretreatment significantly
upregulated the expression of SiSiR and SIOASTL by 35.5% and 70.8%, respectively, compared with
drought treatment alone (Fig. 4A, B). However, the transcript expression of the SiATPS gene was
dramatically inhibited by sulfate application under drought conditions (Fig. 4C).

Sulfate application promoted ABA biosynthesis in drought-
stressed foxtail millet leaves

To examine whether sulfate application affects ABA biosynthesis, ABA content as well as the transcript
expression of genes related to ABA synthesis (SINCED3, SIABA3, and SIAAO3) was measured in the leaves
of foxtail millet seedlings. Five days of drought stress significantly increased ABA content in leaves
compared with the control (Fig. 5A). The application of 4 mM sulfate further increased ABA level in
drought-stressed leaves by 51.5% in comparison with drought treatment alone (Fig. 5A). After 5 days of
drought exposure, the transcript expression levels of SINCED3, SiABA3, and SiAAO3 were upregulated to
varying degrees in comparison with the control (Fig. 5B-D). Under drought conditions, pretreatment with
sulfate significantly increased the expression levels of SIABA3 and SIAAO3 by 49.2% and 59.3%,
respectively, compared with drought alone (Fig. 5C, D). However, sulfate application did not change the
transcript expression of SINCED3 under either normal or drought conditions (Fig. 5B).

Sulfate induced stomatal closure and reduced leaf water loss in foxtail millet seedlings under drought
stress

The impact of exogenously applied sulfate on stomatal movement was determined in the leaves of
foxtail millet seedlings. Treatment with sulfate (4 mM) efficiently induced stomatal closure under well-
watered and drought stress conditions (Fig. 6A). Upon drought exposure, sulfate pretreatment
significantly reduced stomatal apertures by 26.3% compared with the control (Fig. 6B). This effect was
strengthened when 5 uM ABA was applied in combination with sulfate, with mean stomatal aperture
46.1% lower in the sulfate + ABA group than in the sulfate group (Fig. 6B). In addition, ABA applied alone
also resulted in remarkable decline in stomatal aperture compared with the control, under both normal
and drought conditions (Fig. 6B).
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To test whether stomatal closure was linked with lower water loss during drought exposure, we measured
leaf water loss from detached leaves of foxtail millet seedlings grown under drought conditions. As
shown in Fig. 6C, 4 mM sulfate application decreased the water loss rate compared with the control. After
2 h of air exposure, the water lost by the leaves of sulfate-pretreated seedlings was 14.5%, while the water
lost by the control leaves was 21.3% (Fig. 6C). A similar trend was observed in the detached leaves of
seedlings pretreated with 5 uM ABA (Fig. 6C). It should be noted that detached leaves from seedlings
subjected to a combined treatment of sulfate and ABA displayed the lowest rate of water loss (13.6%;

Fig. 6C).

Discussion

As the main source of sulfur nutrition, sulfate plays significant roles in plant growth, metabolic processes,
and stress signalling and responses (Davidian and Kopriva 2010; Kopriva et al. 2019). The present study
focuses on the impact of exogenous sulfate application on drought stress mitigation in foxtail millet
seedlings. Drought usually reduces tissue water content and thereby leads to metabolic impairment in
plants (Xu et al. 2010). Our results revealed that 4 mM sulfate rescued the decline in leaf relative water
content induced by drought stress (Fig. 1), suggesting that sulfate is able to enhance the drought
tolerance of foxtail millet. This finding is consistent with a previous report showing that sulfate
application can improve the drought tolerance of maize plants (Usmani et al. 2020). The possible
mechanisms of sulfate-enhanced drought tolerance were subsequently investigated in foxtail millet
seedlings.

Drought exposure reduced sulfate contents in foxtail millet leaves (Fig. 2). Similarly, Ahmad et al. (2016)
previously reported that drought-stressed maize plants accumulated less sulfate in the leaves than did
well-watered controls. One possible explanation for this pattern may be the decreased root-to-shoot
sulfate transport during drought. Drought-triggered stomatal closure is thought to limit the xylem
transpiration stream, thus reducing sulfate translocation to the aerial parts (Gallardo et al. 2014).
Furthermore, the reallocation of sulfate from the shoot to root may partially contribute to the decreased
sulfate contents observed in drought-stressed leaves, a potential mechanism which warrants further
investigation. Exogenous sulfate application increased the sulfate levels within leaf tissues upon drought
stress (Fig. 2). In plants, sulfur assimilation is modulated by sulfur availability. A high sulfate supply may
enhance sulfur assimilation, which can stimulate the biosynthesis of Cys (Hirai et al. 2003; Chan et al.
2013). In the present study, we found that exogenous sulfate application increased the activity of two key
enzymes involved in sulfur assimilation, SiR and OASTL, thereby improving Cys biosynthesis in foxtail
millet leaves upon drought exposure (Fig. 3). However, in contrast to previously reported results in heavy
metal-stressed Populus deltoides and Brassica chinensis (Liang et al. 2016; Ma et al. 2018), we noticed
that both ATPS enzyme activity and gene expression level were downregulated in drought-stressed leaves
with sulfate application (Figs. 3 and 4). We assume that the accumulation of Cys may exert feedback
inhibition on ATPS transcript abundance and protein levels, as studies in Arabidopsis thaliana have
revealed that ATPS mRNA, protein and enzyme activity could be decreased by exogenous Cys application

(Vauclare et al. 2002).
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Cys serves as the sulfur donor for molybdenum cofactor (Moco) sulfuration by Moco sulfurase (ABA3),
which is required for the activation of abscisic aldehyde oxidase 3 (AAO3), a key enzyme in ABA
biosynthesis (Bittner et al. 2001). Here, external sulfate supply upregulated the expression of ABA3 and
AAO3 genes and thus increased the ABA levels within drought-stressed foxtail millet leaves (Fig. 5).
These changes may be attributed to the increased Cys production elicited by sulfate application under
drought conditions. In Arabidopsis, sulfate-depleted mutants have been found to show significantly lower
total AAO (including AAO3) activity than wild-type plants. Remarkably, exogenous application of Cys was
able to restore AAO activity and facilitate ABA synthesis in the mutants (Cao et al. 2014). Furthermore,
xanthoxin production catalysed by NCED is also a limiting step for ABA biosynthesis (Milborrow 2001).
Batool et al. (2018) reported that petiole feeding of sulfate or Cys stimulated ABA synthesis by inducing
NCED3 transcription in Arabidopsis leaves. However, in the present study, sulfate supply did not change
SiINCED3 transcript expression in foxtail millet leaves (Fig. 5). These findings suggest that Cys-induced
ABA biosynthesis depends on the activation of ABA3 and AAO3 in foxtail millet leaves under drought
stress.

Sulfate has been reported to stimulate stomatal closure in several plant species, including poplar, wheat
and Arabidopsis (Malcheska et al. 2017; Chen et al. 2019; Rajab et al. 2019). For the induction of
stomatal closure, sulfate needs to be incorporated into Cys to trigger ABA biosynthesis (Batool et al.
2018). Consequently, ABA synthesis-depleted mutants fail to close stomata following sulfate application
(Batool et al. 2018). In this work, we also demonstrated that sulfate application can induce stomatal
closure in foxtail millet leaves, and this effect can be enhanced by exogenous ABA application (Fig. 6). A
large number of previous studies have highlighted the importance of stomata in limiting transpirational
water loss under dehydration conditions (Basu et al. 2016; Gupta et al. 2020). The results of the current
study demonstrate that sulfate application lowered water loss and increased water content in response to
dehydration stress (Figs. 1 and 6). It is assumed that the stomatal closure induced by sulfate supply may
enhance ability to retain water status in foxtail millet leaves under drought stress. Overall, these results
led us to propose that sulfate can improve drought tolerance in foxtail millet plants, at least partially, by
promoting ABA biosynthesis and inducing stomatal closure. However, the stimulatory effect of sulfate on
ABA synthesis might not be solely responsible for sulfate-induced stomatal closure upon drought.
Previous studies with poplar have revealed that sulfate can directly activate the R-type/quick-activating
anion channel (QUAC1) on guard cell plasma membranes, leading to K* release and thus stomatal
closure (Malcheska et al. 2017). Certainly, the detailed molecular mechanisms underlying sulfate-
enhanced drought tolerance in foxtail millet plants need to be investigated in the future using reverse
genetic approaches.

Conclusions

In summary, we proposed a schematic model explaining the mechanisms underlying sulfate-promoted
drought tolerance in foxtail millet seedlings (Fig. 7). Under water deficit stress, exogenous sulfate
application enhanced sulfur assimilation by promoting activity of the enzymes SiR and OASTL, thus
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triggering increased Cys production. The elevated Cys upregulated the expression of the SIiABA3 and
SIAAO3 genes and stimulated ABA biosynthesis, which induced stomatal closure and reduced water loss
in drought-stressed foxtail millet leaves. Taken together, our data support the hypothesis that under
drought stress conditions, exogenously applied sulfate may be incorporated into Cys to trigger ABA
biosynthesis and promote stomatal closure, contributing to the water loss limitation response in foxtail
millet leaves.
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Figure 1

Effects of exogenous sulfate application on the leaf RWC and phenotypes of foxtail millet seedlings
under drought stress. Three-week-old seedlings were pretreated with water (control) or the indicated
concentrations of MgS04 solution (sulfate) and subsequently subjected to drought by terminating water
supply. After 0, 3, 5, and 7 days of drought stress, leaf RWC (A) was measured, and the phenotypes of
seedlings (B) were recorded. At each time point, different letters indicate statistically significant
differences at P<0.05.
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Figure 2

Endogenous sulfate content in the leaves of foxtail millet seedlings. Three-week-old seedlings were
pretreated with water or 4 mM MgSO04 solution and then regularly watered or subjected to drought
treatment by withholding water. Endogenous sulfate content in leaves was measured after 0 and 5 days
of drought stress. Bars with different letters indicate significant differences at P<0.05.
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Figure 3

Effects of sulfate application on Cys content and SiR, OASTL, and ATPS activity in the leaves of foxtail
millet seedlings under drought stress. Three-week-old seedlings were pretreated with water or 4 mM
MgS04 solution and then regularly watered or subjected to drought treatment by withholding water. After
0 and 5 days of drought stress, the activity of SiR, OASTL, and ATPS and the content of Cys were
measured (A-D). Bars with different letters indicate significant differences at P<0.05.
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Figure 4

Effects of sulfate application on the transcriptional expression of SiSiR, SIOASTL, and SiATPS genes in
the leaves of foxtail millet seedlings under drought stress. Three-week-old seedlings were pretreated with
water or 4 mM MgS04 solution and then regularly watered or subjected to drought treatment by
withholding water. After 5 days of drought stress, the relative transcript expression levels of SiSiR,
SiOASTL, and SiATPS were assayed by quantitative real-time PCR. Bars with different letters indicate
significant differences at P<0.05.
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Figure 5

Effects of sulfate application on ABA content and transcript expression of genes involved in ABA
biosynthesis in the leaves of drought-stressed seedlings. Three-week-old seedlings were pretreated with
water or 4 mM MgS04 solution and then regularly watered or subjected to drought treatment by
withholding water. After 0 and 5 days of drought stress, ABA content was measured (A). The relative
expression levels of SINCED3, SiABA3, and SiIAAO3 were assayed after 5 days of drought exposure (B-D).
Bars with different letters denote significant differences at P<0.05.
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Effects of sulfate application on stomatal apertures and leaf water loss in foxtail millet seedlings under
drought conditions. Three-week-old seedlings were pretreated with water (control), 4 mM MgS04
(sulfate), 5 uM ABA, or 4 mM MgS04 plus 5 uM ABA and then regularly watered (watered) or subjected to
drought treatment (drought) by withholding water for 5 days. (A) Representative images of the stomata.
(B) Stomatal aperture. (C) Water loss of detached leaves from drought-stressed seedlings. Bars with

different letters denote significant differences at P<0.05. Scale bar=20 pm.
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Schematic model summarizing the effect of sulfate on ABA biosynthesis and stomatal closure in foxtail
millet leaves under drought exposure. Yellow circles indicate enzymes activated by sulfate application.
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