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SOG1 transcription factor 
promotes the onset 
of endoreduplication under salinity 
stress in Arabidopsis
Kalyan Mahapatra & Sujit Roy*

As like in mammalian system, the DNA damage responsive cell cycle checkpoint functions play crucial 
role for maintenance of genome stability in plants through repairing of damages in DNA and induction 
of programmed cell death or endoreduplication by extensive regulation of progression of cell cycle. 
ATM and ATR (ATAXIA-TELANGIECTASIA-MUTATED and -RAD3-RELATED) function as sensor 
kinases and play key role in the transmission of DNA damage signals to the downstream components 
of cell cycle regulatory network. The plant-specific NAC domain family transcription factor SOG1 
(SUPPRESSOR OF GAMMA RESPONSE 1) plays crucial role in transducing signals from both ATM and 
ATR in presence of double strand breaks (DSBs) in the genome and found to play crucial role in the 
regulation of key genes involved in cell cycle progression, DNA damage repair, endoreduplication and 
programmed cell death. Here we report that Arabidopsis exposed to high salinity shows generation of 
oxidative stress induced DSBs along with the concomitant induction of endoreduplication, displaying 
increased cell size and DNA ploidy level without any change in chromosome number. These responses 
were significantly prominent in SOG1 overexpression line than wild-type Arabidopsis, while sog1 
mutant lines showed much compromised induction of endoreduplication under salinity stress. We 
have found that both ATM-SOG1 and ATR-SOG1 pathways are involved in the salinity mediated 
induction of endoreduplication. SOG1was found to promote G2-M phase arrest in Arabidopsis under 
salinity stress by downregulating the expression of the key cell cycle regulators, including CDKB1;1, 
CDKB2;1, and CYCB1;1, while upregulating the expression of WEE1 kinase, CCS52A and E2Fa, which 
act as important regulators for induction of endoreduplication. Our results suggest that Arabidopsis 
undergoes endoreduplicative cycle in response to salinity induced DSBs, showcasing an adaptive 
response in plants under salinity stress.

Abbreviations
ANOVA	� Analysis of variance
ATM	� ATAXIA-TELANGIECTASIA-MUTATED
ATR​	� ATAXIA-TELANGIECTASIA-RAD3-RELATED
BER	� Base excision repair
BLT	� BRANCHLESS TRICHOMES
CDK	� Cyclin dependent kinase
DAPI	� Diamidino-2-phenylindole
DDR	� DNA damage response
DSBs	� Double strand breaks
PI	� Propidium iodide
ROS	� Reactive oxygen species
SOG1	� SUPPRESSOR OF GAMMA RESPONSE 1
SSBs	� Single strand breaks

Among the various environmental stress factors, soil salinity represents one of the major factors, adversely 
affecting plant growth and development and therefore limiting crop productivity. Worldwide, more than ~ 20% 
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of the cultivated land (~ about 45 hectares) has been shown to be directly affected by salinity and the quantity is 
increasing day by day1,2. High soil salinity stress has been shown to modulate various physiological and meta-
bolic processes in plants, depending on the severity and duration of the stress2. High soil salinity leads to ionic 
stress, which results from an excessive accumulation of Na+ and Cl− ions in plant tissues exposed to soils with 
high salinity and thus creates toxic condition in plant cell3–6. This ion accumulation is complemented with the 
induction of secondary oxidative stress, and subsequently enhances the production of various reactive oxygen 
species (ROS), including singlet oxygen, superoxide, hydroxyl radical, and hydrogen peroxide, respectively5,7–9. 
In contrast to their role as second messenger in mediating salt tolerance, ROS, when produced at enhanced level 
under stress conditions also cause oxidative damages in various cellular macromolecules, primarily proteins, 
nucleic acids and lipids, respectively10. Therefore, plants have developed an array of complicated and interlinked 
mechanisms to adapt and survive in soil with high salt concentrations.

Salinity stress mediated ROS generation serves as one of the crucial factors for the induction of DNA 
damage3,11. The accumulation of highly reactive free radicals introduces various forms of DNA lesions, includ-
ing oxidative modification of bases, collapse of replication fork and induction of DNA single and double strand 
breaks (SSBs and DSBs), thus challenging the cell’s DNA repair machinery12. Among the different types of DNA 
lesions, double strand breaks (DSBs) in DNA double helix has been considered as one of the most critical forms of 
damage, resulting in loss of DNA segment and thus, important genetic information. When left unrepaired, DSBs 
have been found to inhibit DNA replication and transcription, leading to genome instability11,13–15. Thus, soil 
salinity not only affects the structural, enzymatic and non-enzymatic components of plants but also challenges 
plant genome stability and thus reduces crop yield. However, information on the mechanism of maintenance of 
genome stability in plants under salinity stress condition remains mostly elusive.

Various investigations have demonstrated the induction of endoreduplication under salinity stress conditions 
in plants as part of their salinity tolerance and adaptation strategy16–18. Endoreduplication is the replication of 
the genome without proceeding into the mitotic phase, resulting in an increase in the cellular ploidy level of 
an organism over its lifetime18–20 and this condition is termed as ‘endopolyploidy’. The root cortical cells of salt 
tolerant varieties of Sorghum bicolor (sorghum) display endoreduplication in response to NaCl treatment16. Leaf 
tissues of Mesembryanthemum crystallinum, an annual halophyte, shows developmental endopolyploidy up to 
128C and associated with the increased leaf and root epidermal cell area, suggesting possible role in sequestration 
or compartmentalization of excess salt18. Another study in Medicago truncatula revealed important link between 
cellular adaptation under salt stress and enhanced expression of key regulators of endoreduplication, including 
CCS52 and WEE117. These observations have provided evidence on the adaptive significance of endopolyploidy 
in plants under salinity stress.

As mentioned earlier, accumulating evidences have indicated that salt stress disrupts genome stability in 
plants and exposure to increasing salinity increases the incidence of generation of double strand breaks (DSBs) in 
DNA14,21. Recent studies have indicated that DSBs can induce programmed endoreduplication as a part of DNA 
damage response (DDR) pathway when the extent of DSB accumulation becomes high22–24. As like mammals, in 
plants, ATM and ATR (ATAXIA-TELANGIECTASIA-MUTATED and -RAD3-RELATED) function as sensor 
kinases and play crucial role in the transmission of signals to the downstream cell cycle regulators. The plant-
specific NAC domain family transcription factor SOG1 (SUPPRESSOR OF GAMMA RESPONSE 1) has been 
shown to play crucial role in communicating the signals from both ATM and ATR in presence of DSBs in the 
genome for the regulation of key genes involved in cell cycle progression, DNA damage repair, endoreduplication 
and programmed cell death15,23,25–26. In this study, we found that Arabidopsis root tip cells displayed significant 
increase in cell size and DNA ploidy level without a concomitant change in chromosome number under salinity 
stress. We have further found that SOG1 promotes G2-M arrest in Arabidopsis under salinity stress, while both 
ATM-SOG1 and ATR-SOG1 pathways are involved in the salinity mediated induction of endoreduplication.

Results
The loss‑of‑function mutants of AtSOG1 show less sensitivity to increasing salinity.  Previ-
ously, several studies have revealed that mutants of AtSOG1 are more resistant to lower concentrations of various 
DSB inducing agents, including zeocin and gamma irradiation23,25. Furthermore, earlier reports have also dem-
onstrated high salinity mediated induction of DSBs in plants, leading to genome instability14,21. Therefore, based 
on this information and to understand role of SOG1 in genome stability maintenance mechanism in plants under 
salinity stress, we have first compared the overall growth responses of the two knockout mutant lines of AtSOG1, 
sog1-6 (SALK_067631C) and sog1-1 and a transgenic Arabidopsis line overexpressing SOG1 (OE-1) along with 
the wild-type Arabidopsis in the absence and presence of increasing concentrations of NaCl. Details of NaCl 
treatment and growth conditions have been described under the “Materials and methods” section. Germination 
percentage was reduced in all the genotypes under salinity stress, however as compared to wild-type and OE-1 
line, the inhibition in seed germination was more prominent in sog1-6 and sog1-1 mutant lines (approximately 
53 and 59%, respectively) in presence of increasing concentrations of NaCl (p < 0.01; p < 0.05) (Supplementary 
Fig.  S1A–C). In addition, germination of sog1-6 and sog1-1 mutant lines was significantly compromised at 
200 mM concentration of NaCl than wild-type and OE-1 line, respectively (Supplementary Fig. S1C) (p < 0.01).

Since roots are immediately exposed to soil salinity, we next specifically analysed the growth response in terms 
of primary root growth in 12-days old wild-type, OE-1 line, sog1-6 and sog1-1 mutant seedlings grown in absence 
or presence of different concentrations of NaCl. Under control conditions (without NaCl), the mutants and OE-1 
plants did not show any significant difference in primary root growth pattern as compared to the wild-type plants 
(Fig. 1A,B). On the other hand, in contrast to wild-type plants, root growth in sog1-6 and sog1-1 mutants was not 
affected under increasing salinity exposure (p < 0.05; p < 0.01) (Fig. 1A,B). Furthermore, when challenged with 
150 mM NaCl, primary root growth in wild-type and OE-1 seedlings was appreciably ceased within 3–5 days 
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after germination, whereas, root growth in sog1-6 and sog1-1 mutant seedling was found to be continued up to 
5–7 days after germination (Fig. 1C). Quantitative growth response analysis have further indicated significant 
inhibition of lateral root formation in sog1 mutant seedlings (p < 0.01) than wild-type seedlings under salinity 
stress (Supplementary Fig. S2A). On the other hand, no significant difference in germination performance and 
post-germination primary root growth in 12-day old seedlings of wild-type and sog1 mutants could be detected 
in presence of LiCl (p < 0.05) (Supplementary Fig. S2B,C). Together, these results have provided important clues 
to indicate the possible functional involvement of SOG1 in regulation of plant response under salinity stress in 
Arabidopsis.

Induction of oxidative damage and DNA double strand breaks in Arabidopsis under salinity 
stress.  Based on the growth response of sog1 mutants under salinity stress condition, we next investigated 
the response at the cellular level. Earlier investigations have suggested generation of various reactive oxygen spe-
cies and induction of oxidative stress in plants under salinity stress27,28. In addition, several previous studies have 
further demonstrated induction of DSBs in response to high concentration of NaCl treatment in Arabidopsis14,21. 
Based on this, we next explored whether higher sensitivity of sog1 mutants to NaCl treatment is related to any 
difference among the wild-type Arabidopsis, OE-1 line and sog1 mutants in terms of induction of oxidative stress 
response and DNA damage. Qualitative and quantitative analysis of ROS accumulation have revealed prominent 
level of ROS accumulation, including hydrogen peroxide (H2O2) and superoxide radical generation in the roots 
of wild-type, sog1-6 and sog1-1 mutant seedlings in presence of increasing concentrations of NaCl (Fig. 2A–C). 
However, as compared to wild-type Arabidopsis, ROS accumulation signal increased significantly in roots of sog1 
mutants under salinity stress, while ROS accumulation signal was appreciably less in OE-1 line plants (p < 0.05; 
p < 0.01) (Fig. 2D,E). Interestingly, the amount of ROS generated in all the genotypes following salt treatment 

Figure 1.   Phenotypic responses in presence of increasing salinity. (A,B) Determination of root growth in 
12-days old OE-1, wild-type (WT), sog1-6 and sog1-1 mutant lines under untreated condition and in response 
to increasing salinity. (C) 12-days old seedlings of wild-type, OE-1, sog1-6 and sog1-1 were treated without or 
with 150 mM NaCl and root growth was measured in 1-day interval. Three independent biological replicates 
for each genotype, each containing at least 10 plants, were analysed. The mean value of root length in individual 
experiment was determined and averaged subsequently for the three biological replicates. Error bar in the 
graphs represents ± SD. Asterisks represent statistically significant differences within a 5 and 1% confidence 
interval (*p < 0.05, **p < 0.01), respectively based on one-way ANOVA factorial analysis indicating the genotype 
that differs significantly in primary root growth.
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Figure 2.   Salinity mediated induction of oxidative stress. (A–C, left panels) Qualitative analysis of H2O2 
accumulation levels in the roots of 7-days old wild-type, OE-1, sog1-6and sog1-1 mutant lines in the absence and 
presence of 50 and 150 mM NaCl, respectively. (A–C, right panels) Localization of superoxide radicals by ROS 
imaging using CM-H2DCFDA in root tips of all the genotypes in absence and presence of NaCl. Dark regions 
and green patches indicated by the arrow heads showing H2O2 accumulation and ROS generation, respectively. 
Representative images from at least three independent experiments with similar results are shown. (D,E) 
Quantitative estimation of H2O2 content and total ROS in the roots of 7-days old wild-type, OE-1, sog1-6 and 
sog1-1 mutant line seedlings, either untreated or treated with increasing concentrations of NaCl. Quantitative 
data has been represented as the mean value of three independent biological replicates. Error bars represent 
standard deviation. Asterisks represent statistically significant differences (*p < 0.05, **p < 0.01) relative to controls.
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(150 mM NaCl) was comparable with the level of ROS generated after treatment with H2O2 (20 mM), which 
has been used as positive control (Supplementary Fig. S3A).Taken together, these results have indicated higher 
magnitude of induction of oxidative stress in sog1 mutants under salinity stress condition.

We next investigated the extent of induction of oxidative stress mediated DSBs under salinity stress in wild-
type, sog1 mutant and SOG1 overexpressor lines. Comet assay was performed using the nuclei isolated from 
7-days old control and salinity stressed seedlings. We have found considerable accumulation level of DSBs in 
all the genetic backgrounds in the presence of higher concentrations of NaCl than untreated control conditions 
(Fig. 3A,B). However, consistent with the induction level of oxidative damage, the extent of accumulation of DSBs 
was significantly high in sog1 mutants as compared to wild-type and OE-1plants (Fig. 3B) (p < 0.05; p < 0.01). In 
addition, recovery experiments have indicated relatively slower rate of DSB recovery in sog1 mutant lines than 
wild-type and overexpressor line (OE-1) (Fig. 3A,B) (p < 0.01). Together, these results have indicated that loss 
of SOG1 function leads to delay in the recovery of DSBs generated under salinity stress and thus increases the 
extent of accumulation of DSBs, as found in the sog1 mutant lines.

To further substantiate the salinity mediated induction of DSBs, we have next examined the accumulation 
level of phosphorylated histone variant H2AX (designated as γ-H2AX), which serves as an important and highly 
conserved marker for DSB accumulation in plants29,30. In presence of DSBs, the histone variant H2AX becomes 
phosphorylated at serine 139 at the sites of DNA double strand breaks31. Analysis of γ-H2AX focus formation 
in the root tip cell nuclei of 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant seedlings under control and 
salinity stress conditions have indicated an increased signal of γ-H2AX foci in sog1 mutant lines than wild-type 
plants after exposure to increasing salinity (Fig. 3C,D). On the other hand, SOG1 overexpressor line plants 
showed relatively lower number of γ-H2AX foci in comparison to the wild-type plants (Fig. 3C,D). The damage 
in the mutant plants was particularly predominant at 150 mM concentration of NaCl with about 25–30% of the 
nuclei possessing more than 10 γ-H2AX foci (Fig. 3D). Although the percentage of nuclei containing a specific 
number of γ-H2AX foci is slightly different in sog1-1 and sog1-6 mutant lines, the overall trend of foci formation 
was more or less similar in the two mutants, when compared with wild-type or SOG1overexpressor line plants. 
In addition, to examine the γ-H2AX accumulation level, protein gel blot analysis was performed using total 
histone protein isolated from 7-days old wild-type, OE-1, sog1-6 and sog1-1mutant seedlings. Consistent with 
the results of comet assay, significant increase in γ-H2AX accumulation level was detected in sog1-6 and sog1-1 
mutant seedlings in a dose dependent manner under salinity stress as compared to wild-type and OE-1 plants 
(Fig. 3E; Supplementary Fig. S4A–D).

Previous studies have revealed that several DSB repair genes are upregulated under salinity stress14,21. We 
have also found increased transcript abundance of various DNA damage response and repair genes, including 
AtMRE11, AtRAD50, AtNBS1, AtRAD51, AtRAD54 and AtBRCA1, respectively in wild-type Arabidopsis and 
SOG1 overexpressor line. These genes are mainly involved in homologous recombination (HR) mediated DSB 
repair pathway15. However, such enhanced expression of the mentioned HR related genes under salinity treat-
ment appeared to be significantly compromised in sog1-1 and sog1-6 mutant background (deficient in SOG1 
function). In addition, DNA–protein interaction studies have indicated direct binding of SOG1 to the promoter 
of some HR related genes, which also showed increased expression under salinity stress in wild-type Arabidopsis 
(unpublished data). Taken together these observations indicate that SOG1 loss-of-function effectively impairs 
the HR mediated DSB repair efficiency, thus suggesting involvement of SOG1 in the regulation of repair of DSBs 
generated in Arabidopsis under salinity stress.

SOG1 participates in the induction of endoreduplication in Arabidopsis root tip cells in pres-
ence of increasing salinity.  In Arabidopsis thaliana, the epidermal and cortical cells of the develop-
ing root tip region have been shown to contain nuclear DNA content up to 16C as a result of developmental 
endopolyploidy23. Several studies have demonstrated the induction of endoreduplication as part of salt tolerance 
and adaptation strategy in various plant species including Sorghum bicolor, Mesembryanthemum crystallinum 
and Medicago truncatula16–18,20,32. Besides, recent studies have revealed that genotoxic stress mediated DSBs 
promote programmed induction of endoreduplication in Arabidopsis thaliana through ATM-SOG1 and ATR-
SOG1 pathways23. Our results have indicated significantly compromised growth response of sog1 mutants under 
salinity stress, along with higher magnitude of induction of oxidative stress and accumulation of DSBs (Figs. 1, 
2, 3). On the other hand, SOG1 overexpressor line, OE-1 showed improved growth performance with relatively 
reduced level of oxidative stress and DSB induction level as compared to wild-type and sog1 mutant lines, when 
challenged with increasing concentrations of NaCl (Figs. 1, 2, 3). Based on this, we next investigated whether 
endoreduplication is involved in modulating the difference in growth response in wild-type, OE-1and sog1 
mutant lines under salinity stress and the possible involvement of SOG1 in this regulation. To test this notion, 
we next examined the salinity induced change in ploidy level in the root cells of 7-days old wild-type, OE-1, sog1-
6 and sog1-1 mutant seedlings by performing flowcytometry. Under control conditions, wild-type Arabidopsis 
and OE-1 seedlings mainly showed presence of 2C (~ 37 and 36%, respectively), 4C (~ 26 and 25%, respectively), 
8C (~ 21 and 18%, respectively) and 16C (16.42 and 16.89%, respectively) nuclear populations, while sog1-6 and 
sog1-1 mutant lines showed approximately 40 and 41.6%, 29.58 and 27.6%, 14.32 and 15.64% and 8.97 and 9.4% 
of 2C, 4C, 8C and 16C nuclear populations, respectively (Figs. 4A–D, 5A–C; Table 1). At low NaCl concentra-
tions (25–50 mM), although the nuclear populations with 8C and 16C DNA content were increased slightly 
along with the appearance of prominent 32C peak in wild-type and OE-1 plants, no significant change in nuclear 
DNA content was detected in sog1-6 and sog1-1 mutant seedlings (Figs. 4A–D, 5A–C, Table 1). On the other 
hand, at higher concentrations of NaCl (100–150 mM), significant enhancement in polyploid nuclear popula-
tions with 16C, 32C and 64C DNA content were detected in wild-type and OE-1 seedlings (~ 27 and 33%, ~ 8 
and 16%, ~ 7 and 14.5%, respectively), with the concomitant decrease in 2C populations (Figs. 4A–D, 5A–C, 
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Figure 3.   Salinity induced accumulation of DSBs. (A) Representative Comet images of 7-days old wild-type, OE-1, 
sog1-6 and sog1-1 mutant plants incubated without NaCl for 1 h (control) and incubated with 150 mM NaCl for 12 h 
and then transferred to medium without NaCl for 5 h (recovery) (left, middle and right panel respectively). (B) Box 
plot of percentages of tail DNA of 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant plants. DNA percentage in the 
comet tails were determined by using TriTek Comet Score software. Box plots are based on analysis of approximately 
100 cells per experimental sample from random microscopic fields of three independent biological replicates. Each 
box represents the interquartile range (IQR) of DNA damage, the line across each box represents the median value and 
the whiskers represent 5–95 percentile values. Brackets connect box plots of sample groups with significant statistical 
difference (*p < 0.05, **p < 0.01). (C) Immunostaining of γ-H2AX foci in the root cells of wild-type, overexpressor line 
and mutant line plants after 12 h of treatment without and with 150 mM NaCl, respectively. (D) Counted numbers of 
γ-H2AX foci per cell detected after 12 h of treatment with 150 mM NaCl in plants of all the genotypes. According to 
their number of γ-H2AX foci, approximately 100 nuclei for each sample were grouped into six classes; cell with 0, 1–2, 
3–5, 6–10, 11–20 and > 20 foci per nuclei. (E) Detection of γ-H2AX accumulation by immunoblot analysis using the 
total histone protein isolated from untreated and NaCl treated of 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant 
plants, respectively. The blots were cut prior to incubation with the primary antibody. Replicates of the protein gel blots 
have been presented in Supplementary Fig. S11.
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Figure 4.   Salinity induced endoreduplication in the root cells. (A–D) Flowcytometric analysis of ploidy level in the 
DAPI-stained root cell nuclei of 7-days old OE-1, wild-type, sog1-6 and sog1-1 mutant plants treated without or with 
increasing concentrations of NaCl. A total of 10,000 events were recorded for each run and the data were analysed by 
FlowJo v. 10.0.6 (Tree Star, Inc.) software. All flow cytometric analyses were repeated with at least three independent 
biological replicates and representative ploidy distributions of total nuclei are given at the top of each peak.
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Table 1). Besides 32C and 64C, a small percentage of nuclei with 128C DNA content (~ 4%) was also detected in 
the OE-1seedlings treated with 150 mM NaCl (Figs. 4A, 5A, Table 1). Together these results have indicated the 
induction of endoreduplication under salinity stress. On the other hand, both sog1-6 and sog1-1 mutant lines 
showed only marginal effect of higher concentrations of salt treatment on the root cell nuclear ploidy level, with 
very low proportion of 32C populations (~ 2 and 3.5%; ~ 1.89 and 2.78%, respectively) could be detected when 
treated with 100 and 150 mM NaCl, respectively (Figs. 4C,D, 5C; Table 1). Together, these results have demon-
strated the induction of DSBs along with the concomitant onset of endoreduplication in Arabidopsis root tip cells 
under salinity stress. Moreover, SOG1 appears to positively regulate the induction of endoreduplication under 
salinity stress in Arabidopsis.

To further substantiate the results of flowcytometry, we also examined the root cell nuclei in both the geno-
types. Consistent with the altered ploidy distributions, visualisation of DAPI-stained nuclei revealed significant 
increase in size of nuclei in the root cells of salt treated wild-type and OE-1seedlings with unchanged centromere 
number (Fig. 5D, first and second panel), indicating the onset of endoreduplication rather than endomitosis. The 
nuclei in a pair of wild-type stomata cells represent 2C DNA content (Fig. 5E). In addition, prominent increase 
in DNA content due to salt treatment could be detected in the nuclei of wild-type and SOG1 overexpressor line 
plants, as evidenced from change in relative fluorescence of nuclei, with an average of 40.5 ± 12.4 versus 29.44 ± 8.4 
detected for wild-type and 53.62 ± 10.8 versus 31.22 ± 9.2 detected for OE-1 seedlings (Fig. 5F). On the other 
hand no significant change in the size of root cell nuclei as well as DNA content could be detected in sog1-6 and 
sog1-1 mutant seedlings in response to salinity stress (Fig. 5D, third and fourth panel; Fig. 5F). Furthermore, 
14-days old untreated and NaCl treated seedlings showed almost similar ploidy distribution pattern like that 
of the 7-days old seedlings with peaks of 16C and 32C were detected in the roots of salt treated wild-type seed-
lings. However, the percentage of the polyploid population was decreased as compared to proportions found in 
7-days old seedlings (Supplementary Fig. S5A,B). Taken together these results have suggested that induction of 
endopolyploidy probably serve as an immediate response to salt induced DSBs.

Endoreduplication mediated root epidermal cell area expansion under salinity stress.  Earlier 
studies have demonstrated positive correlation between cell area and nuclear DNA content20. Endoreduplication 
has been shown to be associated with cell area expansion. In Arabidopsis thaliana, endoreduplication has been 
found to induce cell area expansion of the root tip cells at distances between 160 to 190 μm from the quiescent 
centre (QC)23,33. Under control condition, it has been shown that in Arabidopsis, endoreduplication generally 
does not occur in cells located < 200 μm from the QC in root tip epidermal cells. Our flowcytometry data have 
revealed salinity stress mediated induction of endoreduplication in the root tip cells of wild-type Arabidopsis 
along with the reduction in 2C DNA containing cell population and an increase in 16C, 32C and 64C cells 
in a dose dependent manner (Figs. 4B, 5B), indicating entry into the endocycle following salt exposure. This 
response was significantly compromised in sog1 mutant lines (Figs. 4C,D, 5C), while, as compared to wild-type 
plants, OE-1 line showed enhanced polyploid nuclear populations under salinity stress conditions (Figs. 4A, 5A). 
Based on this, we next investigated, whether altered expression of SOG1 and endoreduplication pattern is cou-
pled with the change in cell area in root tip epidermal cells. As shown in Fig. 6, a dose dependent increase in cell 
area was observed in the root tip epidermal cells of wild-type Arabidopsis seedlings at distances between 160 and 
190 μm from the QC following NaCl treatment (Fig. 6B,G,H). The cell expansion was especially prominent in 
the seedlings treated with 150 mM NaCl (Fig. 6B,H). This response was more prominent in OE-1 line than wild-
type plants (Fig. 6A,E,F), while in sog1 mutant seedlings, no significant change in cell area in root tip epidermal 
cells between 150 and 200 μm from the QC could be detected following NaCl treatment than control condition 
(Fig. 6C,D,I–L). Taken together, these results have indicated that the onset of endocycle in the root tip epidermal 
cells of Arabidopsis seedlings under salinity stress is accompanied by cell area expansion and also suggested the 
involvement of SOG1 in the induction of endoreduplication under salinity stress.

SOG1 promotes endopolyploidy in first and second pair of leaves under salinity stress along 
with cell area expansion and trichome branching.  We next investigated whether SOG1 is also 
involved in the salinity stress mediated induction of endoreduplication in Arabidopsis rosette leaves. Previous 
studies have indicated presence of up to 16C DNA content in the first and second pair of rosette leaves in 7-days 
old seedlings, and the ploidy level increased as the leaves grow older34,35. Flowcytometric analysis using the 
nuclei isolated from first and second pair of leaves of untreated control and NaCl treated 7-days old wild-type, 
OE-1, sog1-6 and sog1-1 mutant seedlings have predominantly shown the presence of DNA content up to 16C in 
all the three genetic backgrounds under control condition (Fig. 7A–D). On the other hand, leaves of wild-type 
and particularly OE-1 seedlings treated with 150 mM NaCl showed significant increase in 32C nuclei popula-
tion, which was found to be absent in the leaves of sog1 mutant seedlings under similar conditions (Fig. 7A–D). 

Figure 5.   Salinity induced endoreduplication and nuclear area expansion. (A–C) Scatter plots showing DNA 
ploidy distribution in root tip nuclei of 7-days old OE-1, wild-type and sog1-1 mutant plants treated without or 
with 50 and 150 mM NaCl. (D) Confocal imaging of DAPI-stained nuclei in the root cells of 7-days old OE-1, 
wild-type, sog1-6 and sog1-1 mutant seedlings (first, second, third and fourth panel, respectively); Scale bar: 
10 μm. (E) The nuclei in a pair of wild-type stomata cells represent 2C. Strongly stained dots in each nucleus 
correspond to centromeres. (F) Measurement of in-situ fluorescence in DAPI-stained root tip nuclei of wild-
type, OE-1, sog1-6 and sog1-1 mutant seedlings. Each bar represents the mean value of three independent 
replicates. Error bar indicates standard deviation. Asterisks indicate significant statistical differences (*p < 0.05, 
**p < 0.01) from control (without NaCl treatment) using one-way ANOVA factorial analysis.
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In addition, analysis of leaf cell area in 7-days old seedlings has clearly indicated expansion in both epidermal 
pavement cell (Fig. 7E,G) as well as mesophyll cell (Fig. 7F,H) area following NaCl treatment in wild-type Arabi-
dopsis. The response was more prominent in the SOG1 overexpressor line, while only marginal change in leaf 
cell area under salinity stress was detected in sog1 mutant lines. Together, these results have indicated that apart 
from root epidermal cells, SOG1 also promotes endoreduplication in leaves of 7-days old Arabidopsis seedlings 
in presence of increasing concentrations of NaCl.

Besides pavement and mesophyll cells, trichome cells in Arabidopsis has been found to undergo several 
rounds of endoreduplication and reach up to ploidy level of 32C under natural condition36. In addition, branch 
number of trichomes has been shown to be strongly correlated with the nuclear DNA content36–38, suggesting 
role of endoreduplication in trichome branch initiation. Based on this, we next investigated whether altered 
expression level of SOG1 affects trichome density and branching pattern under salinity stress. Trichome density 
and branching pattern in 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant leaves in the absence and pres-
ence of salinity stress were analysed. As shown in Fig. 8A–C, as compared to wild-type plants, 150 mM NaCl 
treatment increased both density and branching pattern of trichomes in the leaves of OE-1plants, showing 
trichomes with more than three-branching (Fig. 8A,B, first and second panel; 8C).On the other hand, in sog1-6 
and sog1-1 mutant plants, salinity stress reduced both density and branching of trichomes (Fig. 8A,B, third and 
fourth panel; 8C). Along with the density and branch number, significant change in DNA content in the nuclei 
of wild-type and OE-1 trichomes was detected in response to salinity stress, with an average of 61.2 ± 12.4 RFU 
versus 39.22 ± 12.4 RFU for wild-type and 79.4 ± 11.8 RFU versus 41.62 ± 14.5 RFU for OE-1 seedlings (Fig. 8D,E). 
Together, these results suggest the induction of additional rounds of endoreduplication in the leaf trichomes of 
wild-type and OE-1 seedlings.

In Arabidopsis, AtBLT (BRANCHLESS TRICHOMES) gene has been shown to be associated with branching 
of trichomes and endoreduplication39. Based on nature of trichome branching pattern in OE-1 and sog1 mutant 
lines under salinity stress, we next investigated whether alteration in the expression level of AtSOG1 affects the 
expression of AtBLT. Reverse transcription semi quantitative PCR analysis using total RNA from 7-days old wild-
type, OE-1, sog1-6 and sog1-1 mutant seedlings have indicated increased expression level of AtBLT in wild-type 
and OE-1 line under salinity stress (Fig. 8F). AtBLT expression increased prominently in OE-1 line than wild-
type plants under salinity stress (Fig. 8F, first and second panel; Supplementary Fig. S6A). On the other hand, 
AtBLT expression did not increase significantly in sog1-6 and sog1-1 mutant lines under salinity stress (Fig. 8E, 
third and fourth panel; Supplementary Fig. S6A). Together, these results indicate that SOG1 upregulates AtBLT 
expression under salinity stress and could be linked with its effect on endoreduplication and increased trichome 
branching in presence of higher concentration of NaCl.

Both ATM‑SOG1 and ATR‑SOG1 pathways participate in salinity mediated induction of 
endoreduplication in Arabidopsis.  Our results have indicated salinity stress mediated predominant 
induction of DSBs together with concomitant onset of endopolyploidy in Arabidopsis roots and leaves. Endore-

Table 1.   Percentage of nuclei populations with various DNA content in four genotypes following exposure to 
increasing concentrations of NaCl.

Genotype
NaCl treatment 
(mM)

Percentage of nuclei population with various DNA content

2C 4C 8C 16C 32C 64C 128C

OE-1

0 35.62 ± 2.89 24.65 ± 1.08 23.65 ± 1.25 18.89 ± 0.98 0.78 ± 0.05 – –

25 27.43 ± 3.04 23.56 ± 1.45 24.44 ± 1.11 20.78 ± 1.44 0.95 ± 0.14 0.44 ± 0.09 –

50 18.77 ± 2.56 20.76 ± 0.77 24.2 ± 0.96 21.44 ± 1.23 5.67 ± 0.29 1.32 ± 0.06 –

100 14.67 ± 0.98 14.83 ± 0.29 16.5 ± 0.33 32.44 ± 0.89 13.7 ± 0.72 10.89 ± 0.98 0.87 ± 0.03

150 7.34 ± 0.23 13.5 ± 0.34 15.6 ± 0.39 30.89 ± 0.17 15.87 ± 0.87 14.6 ± 1.03 3.89 ± 0.55

WT

0 36.54 ± 3.61 26.30 ± 0.55 21.17 ± 1.08 16.42 ± 0.78 0.11 ± 0.09 –

25 29.65 ± 2.23 26.29 ± 1.23 22.29 ± 1.32 17.81 ± 1.67 0.34 ± 0.76 0.56 ± 0.32

50 22.39 ± 2.96 28.26 ± 0.86 22.78 ± 2.55 18.39 ± 0.65 2.71 ± 0.34 0.88 ± 0.55

100 16.77 ± 1.77 19.91 ± 2.45 22.17 ± 1.10 26.45 ± 2.1 9.31 ± 0.19 7.03 ± 0.98

150 10.58 ± 0.89 17.70 ± 3.11 18.51 ± 1.07 28.09 ± 0.43 12.11 ± 0.12 10.44 ± 2.55

sog1-1

0 40.90 ± 4.23 29.58 ± 3.83 14.32 ± 1.22 8.97 ± 0.21 – –

25 38.54 ± 2.88 32.58 ± 3.08 15.51 ± 0.84 9.45 ± 0.93 0.79 ± 0.22 –

50 34.04 ± 2.63 32.53 ± 1.56 16.80 ± 0.89 10.41 ± 1.05 0.98 ± 0.66 –

100 27.27 ± 2.92 29.01 ± 3.31 15.26 ± 1.74 14.71 ± 0.95 2.13 ± 0.21 –

150 22.30 ± 4.47 28.54 ± 3.991 13.12 ± 1.54 17.78 ± 0.31 3.09 ± 0.21 –

sog1-6

0 41.6 ± 2.78 27.6 ± 1.98 15.64 ± 0.89 9.4 ± 0.22 – –

25 40.76 ± 3.33 28.5 ± 1.44 15.92 ± 0.34 9.25 ± 0.11 – –

50 36.8 ± 2.25 29.4 ± 0.79 17.11 ± 1.38 9.88 ± 0.17 0.55 ± 0.08 –

100 29.22 ± 2.55 28.7 ± 0.92 16.8 ± 1.10 15.71 ± 0.68 1.89 ± 0.04 –

150 23.5 ± 3.01 27.4 ± 1.37 15.72 ± 0.81 18.23 ± 0.48 2.78 ± 0.02 –

RETRACTED A
RTIC

LE



11

Vol.:(0123456789)

Scientific Reports |        (2021) 11:11659  | https://doi.org/10.1038/s41598-021-91293-1

www.nature.com/scientificreports/

Figure 6.   Salinity induced cell area expansion in the root tip epidermal cells. (A–D) Propidium iodide stained 
root tip cells of 7-days old OE-1, wild-type, sog1-6 and sog1-1 mutant seedlings respectively, either treated 
without or with 50 and 150 mM NaCl. Red arrows showing increase in cell size. Scale bar: 50 μm. (E–L) 
Measurement of area of root tip cells situated between 40 and 200 μm from the quiescent centre (QC) using 
ImageJ software (NIH). Regression lines included in (E–L); For OE-1 (E,F), R2 = 0.421 (Control), 0.598 (50 mM), 
0.787 (150 mM); for wild-type (G,H), R2 = 0.507 (Control), 0.617 (50 mM), 0.713 (150 mM); for sog1-6 (I,J), 
R2 = 0.228 (Control), 0.236 (50 mM), 0.354 (150 mM) and for sog1-1 (K,L), R2 = 0.181 (Control), 0.191 (50 mM), 
0.204 (150 mM). The F value was found to be < 0.001 for all regression analyses.
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Figure 7.   Induction of endopolyploidy in leaf epidermal and mesophyll cells. (A–D) Flowcytometric analysis 
of ploidy level in the nuclei isolated from the first and second pair of leaves of SOG1 overexpressor line OE-1, 
wild-type, sog1-6 and sog1-1 mutant plants exposed to increasing concentrations of NaCl. (E,F) Change in cell 
surface area of epidermal pavement cells (Scale bar: 100 μm) and mesophyll cells (Scale bar: 50 μm) of SOG1 
overexpressor line OE-1, wild- type, sog1-6 and sog1-1 mutant plants, either in absence or presence of NaCl. 
Leaf epidermal pavement cells and mesophyll cells in the basal region of primary leaves were photographed. 
White arrows indicating enlarged pavement and mesophyll cells. (G,H) Measurement of cell surface area of leaf 
pavement and mesophyll cells in leaves of all the four genotypes exposed to increasing concentrations of NaCl. 
Leaf surface areas were measured using ImageJ software (NIH). Data of the leaf surface area presented are the 
mean value of three independent biological replicates. Error bar represents ± SD (n = 40). Asterisks indicate 
a significant difference between untreated control and treated samples for each genotype based on one-way 
ANOVA factorial analysis (*p < 0.05, **p < 0.01).
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duplication phenotype under salinity stress was more prominent in OE-1 plants than wild-type Arabidopsis, sug-
gesting role of SOG1. Since, SOG1 acts as the central regulator in modulating DNA damage response and found 
to operate through the ATM-ATR mediated signalling pathway13,15, we next investigated whether SOG1 coupled 
ATM-ATR pathway is involved in salinity stress mediated induction of endoreduplication. We have analysed the 
accumulation of ATM and ATR​ transcripts and protein levels in 7-days old wild-type, OE-1and sog1-1 mutants 
in the absence or presence of salinity stress (Fig. 9A–C,E–G; Supplementary Fig. S7) Semi quantitative RT-PCR 
analyses using the total RNA extracted from 7-days old seedlings have revealed that NaCl treatment caused 
enhanced expression of SOG1 along with ATM and ATR​ in wild-type and OE-1 seedlings in a dose dependent 
manner (Fig. 9A–C; Supplementary Fig. S7A–C). This indicates the role of SOG1 in mediating plants’ response 
under salinity stress. In OE-1 line, transcript abundance of ATM and ATR​ enhanced approximately 2.5- and 
2-folds, respectively as compared to wild-type plants, while only marginal increase in ATM and ATR​ expres-
sion level was found in sog1-1 mutant seedlings in the presence of increasing salinity (Fig. 9B,C, Supplementary 
Fig. S7B,C), suggesting that loss of SOG1function affects ATM and ATR​ expression under salinity stress condi-
tions. In each set of samples, transcript quantity was normalized against β-tubulin (Fig. 9D) after background 
subtraction. Consistent with transcript expression levels, as compared to untreated control, SOG1 protein level 
increased steadily (p < 0.01) in presence of increasing concentrations of NaCl in wild-type and OE-1 Arabidopsis 
seedlings (Fig. 9E; Supplementary Fig. S7D). In addition, an enhanced accumulation level of ATM (p < 0.01) and 
ATR (p < 0.01) proteins could be detected in wild-type and more prominently in OE-1 line than sog1-1 mutant 
line in presence of increasing concentrations of NaCl (Fig. 9F,G, Supplementary Fig. S7E,F). Protein accumula-
tion was normalized against loading control for each genotype (Fig. 9H). Together, increased transcript abun-
dance of SOG1 in wild-type plant along with enhanced expression level of ATM and ATR​ following exposure to 
high salinity have suggested the role of SOG1 in modulating the cellular response in Arabidopsis under salinity 
stress via the classical ATM-ATR signalling pathway. The accumulation level of ATM and ATR proteins under 
salinity stress condition in the three different genetic background including wild-type, OE-1 and sog1-1 also 
supported this notion.

To further substantiate the involvement of both ATR and ATM kinases in modulating salinity induced 
endoreduplication, we next examined the salinity induced endoreduplication and cell expansion in the roots 
of atr-2 and atm-2 mutants. Endopolyploidy along with cell expansion was observed in both atr-2 and atm-2 
mutants following salt treatment (Fig. 9I–N), but both endopolyploidy and expansion was notably lesser than 
either wild-type or OE-1 line. This trend was similar as shown with zeocin treatment23, but interestingly in our 
study, salinity induced cell area expansion was found to be more affected in atr-2 mutant as compared to atm-2 
mutant, suggesting the crucial involvement of ATR kinase in salinity induced endoreduplication (Fig. 9K–N). 
Taken together, these results have provided important clue to suggest the induction of replication stress and 
genotoxicity due to generation of DSBs under salinity stress, resulting in the activation of DNA damage response 
via SOG1-mediated ATM-ATR pathways.

SOG1 downregulates the M‑phase specific signal under salinity stress.  The crucial step for 
endoreduplication involves the re-entry into the S-phase from G2-phase and simultaneous block of M-phase40. 
The activities of CDK/cyclin complexes serve as key components regulating the entry of cell from mitotic divi-
sion into endoreduplication cycle41,42. Downregulation of CDK/cyclin kinase activity has been shown to pre-
vent initiation of mitosis, without inhibiting DNA replication, thus facilitating entry into endoreduplication43,44. 
As like other eukaryotes, in plants, cell cycle progression is tightly regulated at G1-S and G2-M checkpoints 
by the activities of specific CDKs-cyclin complexes. G1-S transition has been found to be mainly governed 
by CDKB1;1, while CYCB1;1/CDKB2;1 complex plays major role in regulating progression of cell cycle 
through G2-M checkpoint45–48. Moreover, CDKB1;1 activity has been shown to be required for inhibition of 
endoreduplication49. Our results have provided clue regarding functional involvement of SOG1 in salinity stress 
mediated induction of endoreduplication. To further investigate this signaling network at the cellular level, 
we next analysed the accumulation level of some key cell cycle regulators including CDKB1;1, CDKB2;1 and 
CYCB1;1 in 7-days old wild-type Arabidopsis, SOG1 overexpression line OE-1 and sog1-1 mutant line in the 
absence and presence of salinity stress. Immunoblot analyses have revealed decreased accumulation levels of 
CDKB1; 1, CDKB2; 1 and CYCB1; 1 along with the increasing concentrations of NaCl (p < 0.01, p < 0.05). As 
compared to wild-type seedlings, the reduction of the cell cycle regulatory proteins was relatively higher in OE-
1 line under salinity stress (Fig. 10A–C, first and second panel; D–F), suggesting induction of strong signal for 
inhibition of entry into M phase and thus creating the situation for the onset of endoreduplication. On the other 
hand, in sog1-1 mutant seedlings only marginal change in the accumulation level of all the three proteins was 
detected under salinity stress, indicating lack of adequate signal for the onset of endoreduplication due to loss of 
SOG1 function (Fig. 10A–C, third panel; D–F).

Apart from the CDK-cyclin complex, WEE1 kinase represents another crucial regulatory component of cell 
cycle progression in plants and acts as potential inhibitor of CDKB activity via phosphorylation, resulting in cell 
cycle arrest in response to DNA damage50. Earlier studies have indicated that expression of WEE1 is controlled 
by SOG1 under DNA damaging conditions51. Our results have also shown that accumulation level of WEE1 
protein kinase increased appreciably in OE-1 line than wild-type plants under salinity stress (p < 0.01) (Fig. 11A, 
first and second panel; 11D), while as compared to untreated control condition, WEE1 protein level did not 
increase significantly in sog1-1 mutant under salinity stress (p < 0.05) (Fig. 11A, third panel; 11D). Taken together, 
decreased level of CDKB1;1, CDKB2;1 and CYCB1;1 along with increased accumulation of WEE1 in wild-type 
Arabidopsis and particularly in OE-1 line following exposure to higher NaCl concentrations have indicated role 
of SOG1 mediated pathway in the downregulation of cellular signal for entry into M-phase of cell cycle and thus 
generating suitable condition for entry of cell into endoreduplication under salinity stress.
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SOG1 overexpression enhances FZR/CCS52A and E2Fa accumulation in Arabidopsis under 
salinity stress.  Earlier studies in yeast and Drosophila have indicated that the Fizzy-Related (FZR) family of 
proteins activate the degradation of A- and B-type cyclins via targeting them to the Anaphase Promoting Com-
plex/ Cyclosome (APC/C) and induce endoreduplication52. In plants, the FZR homologues, Cell-cycle Switch 
52A and B (CCS52A and CCS52B) have been shown to act as an activator of the APC/C and promote transition 
to the endocycle during development53. In Arabidopsis, down-regulation of FZR2/CCS52A1 has been shown to 
significantly reduce endoreduplication and expansion of trichome and other leaf cells, indicating its crucial role 
in the induction of endoreduplication54,55. In addition, previous studies in Medicago truncatula have demon-
strated that salinity induced endoreduplication is accompanied by enhanced transcript accumulation of CCS52 
and WEE1 and maximum ploidy level was observed at 100–150 mM NaCl, which also corresponded to the 
peak level of expression of CCS52 and WEE117. Furthermore, in plants, the E2Fa transcription factor along with 
its dimerization partner DPa, act as key regulators, controlling the proliferative status of the cell in Arabidop-
sis56,57. In endoreduplicating cells, E2Fa-DPa transcription factor induce expression of S-phase genes resulting in 
additional DNA replication after being released from RETINOBLASTOMA-RELATED (RBR) repression56,58,59. 
In addition, the activity of CDKB1;1 and E2Fa-DPa has been found to maintain the balance between mitoti-
cally dividing cells and endoreduplicating cells in plants49. Our results have shown compromised expression of 
CDKB2;1-CYCB1;1 along with the enhanced accumulation level of WEE1 protein in OE-1 line, which showed 
increased population of polyploid nuclei than wild-type plants under salinity stress (Fig. 4; Table 1). Further-
more, protein gel blot analyses have indicated enhanced accumulation of CCS52A protein in OE-1 than wild-
type Arabidopsis seedlings in presence of increasing concentrations of NaCl with maximum accumulation 
detected at 150 mM NaCl (p < 0.01, p < 0.05) (Fig. 11B, first and second panel; E). On the other hand, in sog1-1 
mutant line CCS52A accumulation level did not increase significantly under salinity stress (p < 0.05) (Fig. 11B, 
third panel; E). In addition, in both wild-type and OE-1 line, E2Fa protein accumulation level increased signifi-
cantly with increasing concentrations of NaCl (p < 0.01, p < 0.05) (Fig. 11C, first and second panel; F), indicating 
induction of endoreduplication. However, sog1-1 mutant line showed only marginal change in E2Fa protein 
level under salinity stress (p < 0.05) (Fig. 11C, third panel; F). Together, the enhanced accumulation of CCS52A, 
WEE1 and E2FA in OE-1 line as compared to wild-type plants have indicated functional involvement of SOG1 
in the induction of endoreduplication in Arabidopsis seedlings under salinity stress through the modulation of 
CDKB1;1, CDKB2;1, CYCB1;1, WEE1, CCS52A and E2Fa protein level and therefore, generation of appropriate 
signal for the induction of endocycle.

Discussion
Salinity stress impairs plant growth and development via osmotic and hyperionic stress due to reduction in 
water content and excessive accumulation of Na+ and Cl− ions respectively. In addition, salinity is typically 
accompanied by oxidative stress due to generation of reactive oxygen species (ROS), which can challenge genome 
stability and induce DNA lesions7–9. Plants have evolved with several strategies to combat against soil salinity. 
Multiple studies have demonstrated that salt tolerance and adaptation in plants are governed by various physi-
ological and molecular mechanisms60,61. However, not much information is available about how plants respond 
to salinity induced genotoxicity and genome instability. Various plants including Sorghum bicolor (sorghum), 
Mesembryanthemum crystallinum and Medicago truncatula have been found to exhibit additional rounds of 
endoreduplication in the cells of different organs besides developmental endopolyploidy along with cell area 
expansion in response to salinity stress16–18. Moreover, recent studies in Arabidopsis thaliana have also revealed 
that double strand breaks (DSBs) induced by genotoxic agents promote the cells to exit from mitosis and enter 
into endocycle as a programmed response to DNA damage23. These observations have indicated that plants might 
switch to endoreduplication cycle as a potential strategy to cope up under stressful conditions.

In this study, we bring further evidence to show that the induction of endoreduplication under salinity stress 
in Arabidopsis thaliana represents an immediate adaptive response to salinity induced DSBs in the genome. We 
have further demonstrated the involvement of SOG1 transcription factor in the regulation of onset of endore-
duplication in Arabidopsis in response to DSBs generated under salinity stress.

In our study, morphological analyses involving wild-type Arabidopsis, SOG1 overexpressor line (OE-1), 
sog1-6 and sog1-1 mutant lines have revealed reduced germination performance in both the mutant genotypes 
as compared to wild-type and overexpressor line in response to increasing NaCl concentrations (Supplementary 
Fig. S1A–C). Interestingly, root growth in sog1-6 and sog1-1 mutant seedlings was found to be less sensitive in 

Figure 8.   Change in trichome density, branch number and ploidy level in response to salinity stress. (A) 
Distribution of leaf trichome in 7-days old wild-type, OE-1, sog1-6 and sog1-1mutant plants, either untreated 
or treated with 150 mM NaCl. (B) SEM and bright field micrographs of mature trichomes with three branches 
in wild-type, five branches in OE-1 and unbranched in sog1-6 and sog1-1mutant line plants following NaCl 
treatment. Scale bar: 100 μm (C) Determination of leaf trichome density and branch number in all the four 
genotypes. (D) Representative images of DAPI-stained nuclei of 7-days old untreated or NaCl-treated wild-
type, OE-1, sog1-6 and sog1-1 mutant plants. Scale bar: 100 μm (E) Measurement of in-situ fluorescence in 
DAPI-stained trichome nuclei of wild-type, OE-1, sog1-6 and sog1-1 mutant seedlings. (F) Semi quantitative 
RT-PCR showing expression level of AtBLT gene in all genotypes in response to increasing NaCl concentrations. 
β-tubulin served as the internal control. Each column represents the mean value of three independent replicates. 
Images of full-length gels have been presented in Supplementary Fig. S12. Error bars indicate standard 
deviation. Asterisks indicate significant statistical differences (*p < 0.05, **p < 0.01) from control (without NaCl 
treatment) using one-way ANOVA factorial analysis.
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response to increasing NaCl concentrations as compared to wild-type and OE-1 plants (Fig. 1A–C). This indicates 
maintenance of normal cell cycle, rather than cell cycle arrest in both the mutant lines in absence of functional 
AtSOG1 gene. On the other hand, wild-type and OE-1 plants with functional AtSOG1 gene displayed controlled 
root growth in response to increasing salinity. However, at higher NaCl concentration (150 mM), root growth 
was also drastically affected in sog1 mutants within seven days after germination, indicating cessation of growth 
(Fig. 1C). This root growth pattern in sog1 mutants under salt stress has been found to be comparable to the 
response as indicated in the previous report in response to zeocin and aluminium treatment, where mutants 
of AtSOG1 (sog1-1 and sog1-7, respectively) showed lower sensitivity, as evidenced from less reduction in root 
growth in sog1 mutants than wild-type plants following zeocin and aluminium treatment23,62. In this study, we 
also observed relatively less sensitivity of root growth in sog1-6 and sog1-1 mutant as compared to wild-type 
and OE-1 line under increasing salinity, while germination percentage reduced significantly in both the mutants 
than the other two genotypes. Previous studies have shown that ROS have been found to play crucial role in 
dormancy release during seed dry storage through the direct oxidation of a subset of biomolecules63. Moreover, 
recent studies have also indicated the involvement of SOG1 in oxidative stress response and ROS homeostasis 
maintenance under abiotic stress conditions64. In sog1 mutants with no functional SOG1 protein, the ROS 
homeostasis might be disrupted, resulting in induction of oxidative stress and significant damage to the integrity 
of the genome of seed embryo and thus may lead to delayed germination and reduced germination frequency. 
Still the reason behind this apparent discrepancy between root growth and germination performance remains 
puzzling and requires further investigations.

Earlier investigations have demonstrated that salinity stress induces oxidative stress via the excess accumula-
tion of ROS and thus induce genome instability because of oxidative damage of DNA14,21,65. As mentioned above, 
recent studies have indicated role of SOG1 in oxidative stress response under heavy metal stress conditions78 and 
regulation of oxidative stress responsive gene OXII, which activates MAPK3 and MAPK6 through phosphoryla-
tion following ROS production64, has been shown to be one of the direct targets of SOG151. These observations 
have suggested involvement of SOG1 in the regulation of oxidative stress response. In the present study, we have 
found that increasing salt treatment caused significant elevation in ROS generation in the roots of sog1-1 and 
sog1-6 mutants as compared to wild- type and SOG1 overexpressor line, where ROS generation was found to 
be relatively less (Fig. 2), indicating role of SOG1 in the regulation of salinity induced oxidative stress response. 
Furthermore, we have found strong signal for the induction of DNA double strand breaks (DSBs) in Arabidopsis 
seedlings under salinity stress (Fig. 3A,B). However, as compared to wild-type and OE-1 plants, sog1-6 and sog1-
1 mutants showed appreciably higher accumulation level of DSBs along with the slower repair rate (Fig. 3A,B). 
Together, these results have indicated that accumulation of DSBs in response to salinity possibly depends on 
the magnitude of oxidative stress and loss of SOG1 function impairs the efficiency of DSB repair in sog1-6 and 
sog1-1 mutant plants under salinity stress and thus also confirm the crucial role of SOG1 in the regulation of 
salinity induced DNA damage response and repair in plant genome.

Along with the salinity stress mediated induction of DSBs, we have detected significant population of poly-
ploid nuclei of with up to 64C DNA content in the root tip cells and leaves of wild-type Arabidopsis seedlings in 
presence of higher concentrations of NaCl, indicating occurrence of additional rounds of endocycles beside the 
normal developmental polyploidy. Furthermore, transgenic Arabidopsis line overexpressing SOG1(OE-1) showed 
nuclear DNA ploidy level up to 128C in the root tip cells along with increased nuclei size (Figs. 4A, 5A,D,F). 
Consistent with nuclear size and DNA content, wild-type and OE-1 plants exhibited prominent increase in root 
tip epidermal, leaf epidermal (pavement) and mesophyll cell sizes, suggesting the onset of endoreduplication 
(Figs. 6A,B, 7). On the other hand, the induction of endoreduplication under salinity stress was significantly 
compromised in sog1-6 and sog1-1 mutant seedlings (Figs. 4C,D, 5C,D,F, 6C,D, 7). Together, these results have 
suggested function of SOG1 in the induction of endoreduplication in Arabidopsis under salinity stress.

Figure 9.   Salinity induced activation of ATM-SOG1 and ATR-SOG1 pathways. (A) Semi-quantitative reverse 
transcription-PCR analysis showing expression level of AtSOG1 in OE-1 and wild-type seedlings exposed 
to increasing concentrations of NaCl for 12 h. (B–D) Transcript accumulation levels of AtATM, AtATR​ and 
β-tubulin genes, respectively in OE-1, wild-type and sog1-1 seedlings exposed to increasing concentrations 
of NaCl for 12 h. β-tubulin served as the housekeeping gene. Quantitative analyses of relative expression of 
AtSOG1, AtATM and AtATR​ genes have been presented in Supplementary Fig. S7. Images of full-length gels 
have been presented in Supplementary Fig. S13. (E) Detection of protein accumulation level of SOG1 in OE-1 
and wild-type seedlings exposed to increasing concentrations of NaCl for 12 h. (F–G) Detection of protein 
accumulation levels of key DNA damage response transducers, including ATM and ATR, respectively in 7-days 
old OE-1, wild-type and sog1-1 seedlings exposed to increasing concentrations of NaCl. The blots were cut prior 
to incubation with the respective primary antibodies. (H) Respective loading control of total protein extracts 
from OE-1, wild-type and sog1-1 seedlings respectively. Immunoblotting was performed by using ~ 50 µg of 
total protein extracts. Representative gel blot images from at least three independent experiments are shown. 
Replicates of the protein gel blots have been presented in Supplementary Fig. S14. (I,J) Flowcytometric analysis 
of ploidy level in the propidium iodide DAPI-stained root cell nuclei of 7-days old atr-2 and atm-2 mutant 
plants treated without or with 150 mM NaCl. (K,L) Propidium iodide stained root tips of 7-days old atr-2 and 
atm-2 mutant seedlings respectively, either treated without or with 150 mM NaCl. Red arrows showing enlarged 
root epidermal cells. Scale bar: 50 μm. (M,N) Measurement of area of root tip cells situated between 40 and 
200 μm from the quiescent centre (QC) using ImageJ software (NIH). Regression lines included in (M,N); for 
atr-2 (M) R2 = 0.224 (Control), 0.506 (150 mM) and for atm-2 (N) R2 = 0.597 (control), 0.744 (150 mM).
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Figure 10.   SOG1 is found to control the entry into M-phase and induce cell cycle arrest under salinity stress. 
(A–C) Detection of protein accumulation levels of key regulators of cell cycle progression and endoreduplication 
including CDKB1;1 (A), CDKB2;1 (B), CYCB1;1 (C), respectively in 7-days old OE-1, wild-type and sog1-
1 seedlings exposed to increasing concentrations of NaCl for 12 h. Loading control of total protein extracts 
has been presented in the lowermost panel. Immunoblotting was performed by using ~ 50 µg of total protein 
extracts. The blots were cut prior to incubation with the respective primary antibody\ies. Representative gel blot 
images from at least three independent experiments are shown. Replicates of the protein gel blots have been 
presented in Supplementary Fig. S15. (D–F) Quantification of band intensity to determine the accumulation 
levels of CDKB1;1 (D), CDKB2;1 (E), CYCB1;1 (F) proteins as detected by immunoblotting. Densitometry 
analysis was carried out by ImageJ software (NIH). Error bar indicates standard deviation. Asterisks indicate 
significant statistical differences (*p < 0.05, **p < 0.01) from control (without NaCl treatment) using one-way 
ANOVA factorial analysis.
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Figure 11.   SOG1 is important in controlling cell cycle progression and entry into endocycle in response to 
salinity stress. (A–C) Detection of protein accumulation levels of key regulators of cell cycle progression and 
endoreduplication including WEE1 (A), CCS52A (B) and E2Fa (C), respectively in 7-days old OE-1, wild-
type and sog1-1 seedlings exposed to increasing concentrations of NaCl for 12 h. The blots were cut prior to 
incubation with the respective primary antibody. Loading control of total protein extracts has been presented 
in the lowermost panel. Representative gel blot images from at least three independent experiments are shown. 
Replicates of the protein gel blots have been presented in Supplementary Fig. S16. (D–F) Quantification of band 
intensity for determining the accumulation levels of WEE1 (D) CCS52A (E), E2Fa (F) proteins as detected by 
immunoblotting. Densitometry analysis was carried out by ImageJ software (NIH). Error bar indicates standard 
deviation. Asterisks indicate significant statistical differences (*p < 0.05, **p < 0.01) from control (without NaCl 
treatment) using one-way ANOVA factorial analysis.
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The genotoxic effect of salinity stress appears to be mainly accomplished by the induction of oxidative stress 
through the generation of reactive oxygen species (ROS)65,66. Excess level of intracellular ROS accumulation 
induces various forms of mutagenic oxidative lesions in the DNA, including 8-oxo-G and 1,2-dihydro-2-ox-
oadenine (2-OH-A)67. These lesions are mainly repaired via base excision repair (BER) pathway, but when they 
occur simultaneously on opposing strands due to prolonged stress conditions, attempted BER may lead to the 
generation of additional potentially very harmful DNA lesions such as DNA single stand breaks (SSBs) and 
double strand breaks (DSBs)68. Higher extent of accumulation or slower rate of repair of DSBs often results in 
structural abnormalities in chromosomes and thus inhibits DNA replication, generating replication stress. Fur-
thermore, ROS oxidize dNTPs to disrupt DNA polymerase activity, leading to reduced replication fork velocity 
in vitro69. Oxidized bases generated due to ROS activity also acts as physical obstacle to replication forks and 
causing breakdown of replication forks at fragile sites across the genome and again results in the formation of 
DSBs70. ATM is predominantly activated due to generation of DSBs in the genome71, while replication stress 
strongly activates ATR activity. Both these events eventually lead to the activation of DNA damage response 
and cell cycle arrest via the coordination of SOG115. Therefore, it seems that salinity stress generates both DSBs 
and replication stress through ROS activity. Our results involving expression studies of ATM, ATR and SOG1 
in wild-type Arabidopsis have shown steady state increase in the accumulation of these genes at both transcript 

Figure 12.   Salinity induced onset of endoreduplication in Arabidopsis thaliana is mediated by SOG1. 
Increasing salinity induces replication stress via oxidative modifications of bases, resulting into accumulations 
of DSBs. ATR-SOG1 and ATM-SOG1 pathways are activated following replication stress and accumulation 
of DSBs and regulate the expression of various regulators of cell cycle progression and endoreduplication 
including, CDKB1;1, CDKB2;1, CYCB1;1, CCS52A, WEE1 and E2Fa, resulting in entry into the endocycle. The 
figure has been created with BioRender.com.
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and protein level along with increasing concentrations of NaCl (Fig. 9A–C,E–G), suggesting involvement of both 
ATM and ATR along with SOG1 (Fig. 12). On the other hand, we have found increased expression of ATM and 
ATR in OE-1 plant under salinity stress, while expression levels of ATM and ATR did not increase significantly 
in sog1 mutants (Fig. 9A–C,E–G). Another interesting fact is that although ATM mediated phosphorylation of 
SOG1 is important for regulating the amplitude of DNA damage response in plants26, possible role of SOG1 in 
regulating the phosphorylation pattern of the DNA damage response related proteins has not been characterized 
so far. In some of our preliminary experiments using in vitro phosphorylation assays, we failed to detect any 
phosphorylating activity of SOG1 to some of its well-known targets, including RAD51 and BRCA1 (which are 
already found to be transcriptionally regulated by SOG151).

Earlier studies have demonstrated that cells can skip mitosis and enter into endoreduplication by lower-
ing the CDK/cyclin kinase activity and continue to replicate their genomic DNA, resulting in increased DNA 
content56,72,73. In our study, consistent with the enhanced expression of ATM and ATR, accumulation levels of 
key cell cycle regulators, including CDKB1;1, CDKB2;1, and CYCB1;1 declined significantly (Fig. 10A–F), while 
WEE1, E2Fa and CCS52A protein level increased concomitantly in OE-1 plant under salinity stress (Fig. 11A–F). 
These alterations in the accumulation level of the key cell cycle regulators were appreciably less prominent under 
sog1 mutant background (Figs. 10A–F, 11A–F). Together, these results have indicated activation of strong signal 
for cell cycle arrest at G2-M checkpoint in OE-1 line than sog1 mutant lines and therefore, implicating role of 
SOG1 in this process involving both ATM and ATR. In addition, apart from wild-type plants, although salin-
ity stress has effectively induced DSBs in both OE-1 and sog1 mutants, in OE-1 line, enhanced ATM and ATR 
level with the concomitant decline in expression of CDKB2;1-CYCB1;1 stimulated cell cycle arrest at G2-M 
checkpoint, resulting in root growth inhibition, while increased accumulation of E2Fa and CCS52A facilitated 
effective increase in DNA replication and induction of endoreduplication under salinity stress in OE-1 line more 
prominently than wild-type Arabidopsis and sog1 mutant lines (Fig. 12).

Previous studies have demonstrated that members of the SIAMESE/SIAMESE-RELATED (SIM/SMR) class 
of cyclin-dependent kinase inhibitors including SMR5 and SMR7 activate a cell cycle checkpoint in response to 
ROS-induced DNA damage, resulting in repression of mitosis and onset of endoreduplication73–75. SMR5 and 
SMR7 are activated through ATM-SOG1 pathway and they are the direct targets of SOG151,64,75. We have also 
found strong induction of SMR5 and SMR7 expression in wild-type and OE-1 seedlings in response to increasing 
salinity, but expression was repressed in sog1-1 seedlings, indicating possible involvement of SMR5 and SMR7 
in SOG1 mediated salinity induced endoreduplication (Supplementary Fig. S8A,B).

Earlier studies have described that FZR2/CCS52A1 is a key determinant in endoreduplication and cell expan-
sion in Arabidopsis thaliana53. Our results have also shown enhanced accumulation of CCS52A protein level 
in the presence of functional AtSOG1 gene under increasing salt stress (Fig. 11B). However, no information is 
available on the transcriptional regulation of both CCS52A1 and CCS52A2 genes by SOG1. Interestingly, we 
have found some conserved NAC domain binding nucleotide sequences (gaGTCAAca) in the promoters of both 
CCS52A1 and CCS52A2 genes, approximately 1000 base pairs upstream of the transcriptional start site through 
in-silico studies. In a separate study, we have detected specific promoter binding of SOG1 protein to this motif 
both in vitro and in vivo. The binding affinity was found to be increased significantly under salinity stress in vitro. 
Moreover, we have also found enhanced expression of SOG1 and CCS52A1 in parallel in wild-type Arabidopsis 
under prolonged salinity (unpublished data). These preliminary observations have suggested that CCS52A1 
could be a possible target of SOG1. Consistent with this notion, enhanced expression of CCS52A under SOG1 
overexpression line under salinity stress along with the prominent induction of endoreduplication has suggested 
one possible effective adaptive mechanism in Arabidopsis to survive under salinity stress condition. However, 
further research is required to understand the additional important interlinked mechanisms.

Materials and methods
Plant material and growth conditions.  The wild-type Arabidopsis thaliana and the mutants, includ-
ing sog1-1, sog1 T-DNA insertion mutant line (SALK_067631C), atm-2 and atr-2 used in the present study 
are in Col-0 background. The sog1-1, atm-2 and atr-2 mutant seeds were the generous gift from Prof. Anne 
Britt, University of California. The Arabidopsis sog1‐1 mutant, carrying a missense mutation affecting a highly 
conserved amino acid in the NAC domain, was originally isolated as a suppressor of the gamma‐sensitive phe-
notype observed in the DNA repair‐defective xpf mutant and has been characterized previously25,76. The atm-2 
and atr-2 are T-DNA knockout mutant lines of AtATM and AtATR​ respectively and have been characterized 
previously77. The sog1 T-DNA mutant line (SALK_067631C) was obtained from the T-DNA knockout collec-
tions at the Arabidopsis Biological Resource Center (ABRC) and was confirmed for homozygosity by PCR geno-
typing using specific primers (Supplementary Fig. S9A). Individual plants were examined by PCR using the 
left border specific primer LBb1.3 (59-ATT​TTG​CCG​ATT​TCG​GAA​C-39) and the SALK line specific primers 
(Supplementary Table 1).The specific position of the T-DNA insertion in AtSOG1 gene was found to be in exon 
6 (Supplementary Fig. S9B) and the mutant has been subsequently named as sog1-6. For the generation of SOG1 
overexpression lines, the full length CDS of SOG1 (1350 bp) was amplified using specific primers and cloned 
into the Nco1-Spe1 sites of pCAMBIA1303 binary vector under the control of the constitutive promoter CaMV 
35S. The overexpression construct was then transformed into Agrobacterium GV3101 strain. The transgene was 
then Agro-infiltrated into the wild-type Col-0 plants by floral dip method and the resulting transformants carry-
ing the desired transgene were selected in MS plates containing kanamycin (25 mg/ml). Among the three over-
expression lines generated namely OE-1, OE-2 and OE-3, based on the growth performance OE-1was selected 
for the further study (Supplementary Fig. S10A–C). AtSOG1 transcript and protein expression analyses have 
indicated that sog1-6 (SALK_067631C) and sog1-1 represent true null mutation lines, while OE-1 transgenic 
line is a SOG1 overexpressor line (Supplementary Figs. S9C,D, S10D,E). Surface sterilized seeds were grown 
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by essentially following the method described previously14. Briefly, seeds were grown in potting soil (Soilrite) 
or growth medium supplemented with 0.8% Bactoagar and 1% Sucrose. The seeds in the potting soil or on 
growth medium-agar plates were cold treated at 4 °C for 3–5 days and then transferred to light chambers and 
maintained at 22 °C with 16-h-light/8-h-dark periods. To examine the growth response of the SOG1 overexpres-
sor line, OE-1 and sog1 mutants, sog1-1 and sog1-6 along with wild-type (Col-0) Arabidopsis in the presence of 
increasing concentrations of NaCl during germination and early seedling stage, surface-sterilized seeds were 
spread on MS agar (containing 0.8% Bactoagar and 1% Sucrose) supplemented without (untreated control) 
or with different concentrations of NaCl (25, 50, 100 and 150 mM, respectively). After stratification period of 
3 days in cold and dark conditions, plates were transferred to growth chambers maintained at 22 °C with a 16-h: 
8-h light: dark daily schedule. Germination frequency was calculated three days after germination. One week 
later, plants were screened for their sensitivity and overall growth response. Growth performance of all the four 
genotypes was also examined in the presence of LiCl, which served as the negative control.

Root growth assay.  Seeds of wild-type Col-0, OE-1, sog1-6 and sog1-1 knockout mutant lines were surface 
sterilized and placed on ½ MS medium (0.8% Bactoagar and 1% Sucrose) supplemented with different concen-
trations of NaCl on vertical plates and subjected to cold treatment for 3 days. After the stratification period, the 
plates were placed in the growth chamber with desired temperature and light conditions. Seedlings were grown 
under 100 µmol m−2 s−1 light intensity for 12-days. Increase in root length was monitored every day.

H2O2 estimation and localization.  Total H2O2 content in untreated or NaCl treated 7-days old wild-
type, OE-1, sog1-6 and sog1-1 seedlings was determined following the method described earlier with minor 
modifications78. Accumulation level of H2O2 in the roots was detected by performing potassium iodide (KI) 
staining79. Roots of 7-days old seedlings were stained in KI/starch solution [4% (w/v) starch, 0.1 mol/L KI, pH 
5.0] for 45 min and then observed using the Zeiss Stemi 508 Stereo microscope.

ROS imaging and quantification.  Total ROS was quantitatively estimated from untreated or NaCl 
treated 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant Arabidopsis seedlings by following the procedure 
previously described80. For localization of different reactive oxygen species other than H2O2 including various 
superoxide radicals, ROS imaging was performed using the roots of 7-days old untreated or salt treated OE-1, 
sog1-6 and sog1-1 mutant seedlings along with the wild-type plants81. Roots were stained with a membrane-per-
meable fluorescent probe, CM-H2DCFDA [5-(and-6)-chloromethyl-2′,7′-dichlorodihydrofluorescein diacetate] 
and imaged in a confocal microscope (Zeiss LSM-510 Meta) using 488 nm excitation and 500–530 nm emission 
wavelength.

Comet assay.  For the evaluation of NaCl induced DNA damages, mainly DSBs, in wild-type, OE-1, sog1-6 
and sog1-1 seedlings, comet assay was performed under neutral conditions. For this, nuclear suspension was 
extracted from 7-days old wild-type and sog1-1 mutant seedlings, either untreated or exposed to various con-
centrations of NaCl. The comet slides were prepared as described previously82,83 and stained with 2 µg/ml DAPI. 
Slides were then dried in the dark and examined in a Leica epifluorescence microscope with the excitation and 
emission wavelengths of 480 nm and 505–550 nm, respectively. Images were taken with the sCMOS fluorescence 
camera attached to the microscope and subsequently analysed utilizing the TriTek Comet Score software to 
calculate the tail DNA percentages.

Total histone protein extraction and detection of γ‑H2AX.  Total histone protein was isolated by 
acid extraction following previously described method83. Accumulation level of γ-H2AX in wild-type, OE-1 and 
sog1 mutant seedlings, either untreated or treated with increasing concentrations of NaCl for 12 h, was deter-
mined by immunoblotting using γ-H2AX specific primary antibody (Sigma-AldrichH5912) (1:250 dilution) 
and alkaline phosphatase conjugated goat anti-rabbit IgG secondary antibody (1:1000 dilution)67.

Detection of γ‑H2AX focus formation: immunofluorescence staining of root tip nuclei.  For the 
detection of γ-H2AX foci formation, immunostaining of root tip cell nuclei of wild-type, OE-1, sog1-6 and sog1-
1 mutant seedlings was performed following the methods described previously with minor modifications84,85. 
For immunostaining, 7-days old Arabidopsis seedlings were treated with 150 mM NaCl for 12 h. After the incu-
bation period, the seedlings were fixed with 4% paraformaldehyde/PBS for 60 min and then washed in 1× PBS 
for 5 min at room temperature (25 °C). Washed seedlings were then subjected to digestion in the digestion buffer 
(containing 0.5% cellulose and 0.025% pectinase in 1× PBS) for 30 min at 37 °C in a waterbath. After the incuba-
tion, seedlings were washed thoroughly in 1× PBS for three times, 5 min each. The root tips were then squashed 
using a cover glass on a glass slide previously coated with poly-l-lysine. The glass slides were then freezed briefly 
in liquid N2 and the cover glasses were removed subsequently. After air-drying, slides were kept in 0.5% (V/V) 
Triton-X 100 in 1× PBS for 10 min followed by washing 3 times with 1X PBS at room temperature. 4% BSA 
(W/V) in 1× PBS solution was dropped on the squashed root tips and kept for about 30 min. The BSA solution 
was then removed and the primary antibody solution (1:1000) was added to the root tip sample. Rabbit anti-
γH2AX (Sigma- Aldrich H5912) was used as the primary antibody. Primary antibody solution was diluted in 1% 
(W/V) BSA in 1X PBS. Slides were then kept overnight at 4 °C. Next day, the slides were washed in 1× PBS for 
5 min. After the washing step, a goat Alexa Flour 488 anti-rabbit (Thermo Fisher A32731) secondary antibody 
was added in 1:1000 dilution and the slides were again incubated at 37 °C for 1 h in dark. After the incubation 
period, the slides were washed twice for 5 min in 1× PBS and finally the slides were immersed in 1 μg/ml DAPI 
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(in 1× PBS) for 5 min. Slides were then mounted under 22 × 22 mm cover glass and subsequently visualized in 
a confocal microscope for imaging of γH2AX foci formation at 63× magnification.

Nuclei isolation and ploidy analysis by flowcytometry.  Isolation of nuclei and subsequent analysis 
of the nuclear DNA content by flowcytometry were performed following the methods described previously with 
minor modifications34,86. Details of the procedure have been described under Supplementary ‘Materials and 
Methods’.

Visualization of nuclei by fluorescence microscopy.  For the visualization of nuclei in the root tip cells 
of wild-type, OE-1, sog1-6 and sog1-1mutant lines, 7-days old seedlings were fixed in 4% (v/v) formaldehyde 
in PEM buffer (25 mm PIPES, 0.5 mm MgSO4, 2.5 mm EGTA, pH 7.2) for about 12 hours87. Roots were then 
stained with 4,6-diamidino-2-phenylindole (DAPI) and observed under a Leica fluorescence microscope.

Propidium iodide staining.  Propidium iodide staining of roots was performed by following previously 
described method23. Roots of 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant seedlings were treated with-
out or with different concentrations of NaCl for 12 h and then fixed (50%, V/V methanol and 10% V/V acetic 
acid). Processed root tips were visualized under confocal microscope (Zeiss LSM-510 Meta). Root tip cell area 
and distance from the QC were measured using MBF ImageJ software by tracing cell contours (Supplementary 
‘Materials and Methods’).

Measurement of leaf cell area expansion.  Expansion of Arabidopsis leaf epidermal and mesophyll cells 
were studied by Differential interference contrast (DIC) microscopy following the method described earlier33,88. 
First and second pair of rosette leaves from 7-days old wild-type, OE-1, sog1-6 and sog1-1 seedlings were used for 
the measurements and visualized under a Zeiss Axio ScopeA1 microscope using DIC optics with image captured 
using Axiocam 503 camera attached with the microscope. Cell areas were measured in ImageJ software. The 
nature of trichomes were analysed by Scanning electron microscopy89 (Supplementary ‘Materials and Methods’).

Transcript profiling by semi‑quantitative PCR.  For expression analysis, total RNA was extracted 
from ~ 100 mg tissue of 7-days old wild-type, OE-1, sog1-6 and sog1-1 mutant seedlings using RNeasy plant 
mini kit (Qiagen) following manufacturer’s instructions. ~ 1 µg of total RNA was processed further to obtain 
1st strand cDNA using Superscript III Reverse Transcriptase (Invitrogen). Semi quantitative reverse transcrip-
tion PCR was performed using the cDNA samples to examine the transcript accumulation levels of AtATM, 
AtSOG1, AtATR​, AtBLT, AtSMR5 and AtSMR7 genes, respectively using specific expression primers (Supple-
mentary Table 2). The conditions for semi-quantitative reverse transcription-PCR have been described under 
Supplementary ‘Materials and Methods’.

Total protein extraction and immunoblotting.  Total protein was extracted following the procedure 
described previously14. Details of protein extraction and immunoblotting procedures are provided in Supple-
mentary ‘Materials and Methods’.

Statistical analysis.  The quantitative data obtained from all the experiments have been expressed as the 
mean value of three biological replicates. Error bars indicate ± standard deviation (SD) of three independent 
replicates. Mean values and standard deviation were calculated using Microsoft Excel 2007 software. Student 
t-test was performed to test the significance difference between the mean values of the variables. The p-value 
represents the probability of correlation between two variables. To determine whether the correlation between 
variables is significant, the p-value is compared to a significance level of 0.05. The p-value of equal or less than 
0.05 represents 5% chance that results from the experimental sample occurred due to chance. On the other hand, 
p-value of equal or less than 0.01 indicates there is only 1% chance. Asterisks represent statistically significant 
values (p < 0.05; p < 0.01) based on one-way ANOVA factorial analysis using XL Toolbox extension associated 
with Microsoft Excel 2007 software to assess variance between morphological parameters, quantitative ROS pro-
duction, trichome branch number and density, transcript and protein accumulation among various genotypes.
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