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Abstract. Water stress is one of the most severe constraints to crop productivity. Plants display a variety of physio-
logical and biochemical responses both at the cellular and whole organism level upon sensing water stress. Leaf roll-
ing, stomatal closure, deeper root penetration, higher relative water content (RWC) and better osmotic adjustment are
some of the mechanisms that plants employ to overcome water stress. In the current study, we report a mutant,
enhanced water stress tolerant1 (ewst1) with enhanced water stress tolerance, identified from the ethyl methanesul-
fonate-induced mutant population of rice variety Nagina22 by field screening followed by withdrawal of irrigation in
pots and hydroponics (PEG 6000). Though ewst1 was morphologically similar to the wild type (WT) for 35 of the 38
morphological descriptors (except chalky endosperm/expression of white core, decorticated grain colour and grain
weight), it showed enhanced germination in polyethylene glycol-infused medium. It exhibited increase in maximum
root length without any significant changes in its root weight, root volume and total root number on crown when com-
pared with the WT under stress in PVC tube experiment. It also showed better performance for various physiological
parameters such as RWC, cell membrane stability and chlorophyll concentration upon water stress in a pot experi-
ment. Root anatomy and stomatal microscopic studies revealed changes in the number of xylem and phloem cells,
size of central meta-xylem and number of closed stomata in ewst1. Comparative genome-wide transcriptome analysis
identified genes related to exocytosis, secondary metabolites, tryptophan biosynthesis, protein phosphorylation and
other signalling pathways to be playing a role in enhanced response to water stress in ewst1. The possible involvement
of a candidate gene with respect to the observed morpho-physiological and transcriptional changes and its role in
stress tolerance are discussed. The mutant identified and characterized in this study will be useful for further dissec-
tion of water stress tolerance in rice.
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Introduction

Drought or water stress is considered the single most crit-
ical threat to food production and hence to food security.
Water stress causes severe damage to plant cells, which
ultimately affects the growth, development and product-
ivity of a plant. Plants respond to such external stimuli
with a series of morphological, physiochemical, cellular
and molecular adjustments so as to adapt to the stress
environment. Various adaptive mechanisms such as bet-
ter root architecture, higher leaf water potential, better
osmotic adjustment or protective mechanisms such as
leaf rolling and stomatal closure have been reported to
be associated with water stress tolerance in various
crop plants (Tuberosa 2012). Rice is the staple food crop
for more than half of the world population. This crop
uses ~2500 L of water throughout its life period to pro-
duce 1 kg of rice. It frequently encounters water stress
at different stages of its life cycle, viz. germination, seed-
ling, tillering, flowering and grain filling, resulting in huge
loss of productivity (Yue et al. 2006; Serraj et al. 2009).
Water stress at the vegetative stage leads to leaf senes-
cence, reduction in photosynthesis, suppression of leaf
expansion and tillering, stunted growth and low yield
(Bunnag and Pongthai 2013; Rebolledo et al. 2013). Iden-
tification of genotypes with higher survival rate at vege-
tative stages can help to overcome yield reduction caused
by stunted plant growth. Moreover, such genotypes
can serve as a resource material to develop physiological
and molecular insights into tolerance mechanisms under
water stress. It is well demonstrated that such tolerance
mechanisms show multigenic inheritance and hence a
greater understanding of the molecular regulation that
brings about the differences in water stress tolerance
would tremendously help in engineering rice cultivars
with superior adaptation to water stress. Rice genotypes
with better stress tolerance have been identified through
in vitro approaches using polyethylene glycol (PEG) in an
appropriate nutrient medium (Huang et al. 2009; Chutia
and Borah 2012).

Use of induced mutants is a potential approach to iden-
tify genes affecting trait variation and to understand the
underlying molecular mechanisms in plants (Sikora et al.
2011), since the mutants and wild type (WT) share more
or less the same genetic background and hence can be
treated as isogenic or near isogenic lines. Chemically
induced mutants have been extensively used for identify-
ing gene(s) involved in various agronomically important
traits including water stress tolerance in crop plants

including rice (Wu et al. 2005; Till et al. 2007; Sikora
et al. 2011). One of the most frequently used mutagenic
agent is ethyl methanesulfonate (EMS), which induces
chemical modification of nucleotides resulting in various
point mutations in different genomic regions (Till et al.
2007), the most common being GC to AT transitions.
EMS-induced mutants such as drought and salt tolerant
(dst) and rice salt sensitive2 (rss2) have been successfully
used to explore the complex mechanism behind water
and salt-stress tolerance, respectively, in rice (Huang
etal. 2009; Zhou et al. 2013). Furthermore, morphological,
physiological and proteomic characterization of some
EMS-induced mutants showing altered response when
compared with their respective WT under stress has
given valuable information about plant adaptation
mechanisms (Nakhoda et al. 2012; Ghaffari et al. 2014).
In India, more than 20 000 stable EMS-induced mutant
lines had been generated in the background of upland
rice variety Nagina22 in a multi-institutional effort
(Mohapatra et al. 2014) as a national resource for func-
tional genomic studies in rice. This mutant resource has
been used for identification and characterization of mu-
tants for abiotic and yield-related traits (Poli et al. 2013;
Kulkarni et al. 2014). Such a resource has the advantages
of being grown, multiplied and screened for various traits
of interest without any restriction unlike transposon/
T-DNA insertional or genetically engineered mutants.

To explore the complex water stress tolerance mechan-
ism, approaches like genetic mapping, genome-wide
association mapping, whole-genome expression analysis
using microarray and transcriptome sequencing have
been employed in recent decades. Transcriptome profil-
ing using microarray has enabled genome-wide discovery
of differentially expressed stress-responsive genes, which
give ample information about the changes in cellular,
biological and metabolic pathways that occur in water-
stressed plants (Galbraith and Edwards 2010). A number
of studies have revealed a network of genes responsible
for water stress tolerance in different tissues (Wang
et al. 2011) and contrasting genotypes of rice (Wang
et al. 2007; Lenka et al. 2011). Use of isogenic or near iso-
genic lines with a variation in the trait of interest for tran-
scriptome profiling might provide trait-specific and more
relevant information when compared with using con-
trasting genotypes with completely different genetic
backgrounds (Moumeni et al. 2011).

In the above context, we made an effort to identify
EMS-induced mutant(s), which have higher tolerance to
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PEG-induced water stress and soil-water stress at the
vegetative stage than the WT, upland rice variety
Nagina22. We report here one such mutant characterized
for morphological, physiological, cytological and tran-
scriptional changes when compared with its WT, which
would provide possible clues to water stress tolerance
in rice.

Methods

Plant materials

Nagina22 is an upland rice variety known for its tolerance
to drought stress and is an international standard in
drought breeding programmes and studies on dissection
of drought tolerance quantitative trait loci/genes in rice.
A set of 1100 M6 EMS mutagenized lines of Nagina22
(referred to as WT throughout the article) were randomly
chosen from the national mutant resource (Mohapatra
et al. 2014) and subjected to drought screening at the
research field of Central Rice Research Institute, Cuttack,
India in Rabi 2010. Thirty-day-old plants were subjected
to water stress by withholding irrigation for 10 days fol-
lowed by watering for recovery. The mutants were scored
on a 0-9 scale based on their leaf death or response to
water stress, following the standard evaluation system
(SES) for rice, developed and adopted by International
Rice Research Institute (IRRI) (www.knowledgebank.irri.
org). In this study, a total of 500 mutants showing a
0-5 (highly tolerant to moderately susceptible) drought
score were selected for further screening under water
stress (data not shown).

Growth conditions and stress treatment

Polyethylene glycol screening. Seeds from the 500
selected mutant lines, identified by field screening done
at CRRI, and WT were germinated in a magenta box on a
blotting sheet, under well-watered conditions, in a dark
chamber for 48 h. Seven-day-old seedlings (10 from each
line) were transferred to plastic trays containing Hoagland
solution. In a thermocol sheet (packing material) equal to
the size (upper rim) of the plastic tray, holes were made
at 10 x 15 cm intervals and seedlings were placed with
a cotton plug. This sheet was placed on the plastic tray
containing a hydroponic set-up and grown for 14 days
in the National Phytotron Facility, Indian Agricultural
Research Institute (IARI), New Delhi. This experiment
was carried out under controlled growth conditions at
25 + 2 °C and 90 % relative humidity for 24 h in a dark
and then shifted to a 16/8 h light/dark regime.

Response of Nagina22 to moisture-deficit stress was
optimized under three different concentrations (20, 25
and 30 %) of polyethylene glycol (PEG; molecular weight,
6000) in the nutrient medium. After optimization, stress

was imposed on 21-day-old mutant seedlings using
25 % (w/v) PEG6000 for 6 days. The PEG solution was
changed every alternate day to maintain pH and uniform
stress conditions throughout the experiment. The plants
were scored for response to PEG-induced drought stress
based on a 0-9 scale scoring pattern of SES, IRRI from
the third to the sixth day. Mutant lines with a score <5
were considered tolerant.

Pot screening. To screen for tolerance to soil-water stress,
the same set of mutants were grown in pots under
well-watered conditions in a rain-sheltered net-house of
National Research Centre on Plant Biotechnology (NRCPB),
IARI, New Delhi for 2 consecutive years in Kharif 2011 and
2012. Mutants were grown in 6-inch pots in three replica-
tions under well-watered conditions. Twenty-one-day-old
seedlings (50 in each pot) of mutants and WT were
exposed to water stress, by withholding water supply for
6 days followed by 4 days of a recovery period. Drought
scoring was done on the basis of leaf rolling following the
SES of IRRL The mutants having a higher level of tolerance
than the WT were identified. Only those mutants that
performed better than WT in both the experiments (PEG
and pot) were shortlisted as water stress-tolerant mutants.

Confirmation of mutant background being true
to the WT

Distinctness, uniformity and stability characterization.
One mutant identified as tolerant under both PEG and
pot-screening experiments for enhanced tolerance to
water stress, named as ‘enhanced water stress tolerant1’
(ewst1), and the WT were grown in three rows each in the
research field of IARI, New Delhi at a spacing of 20 cm
between rows and 15 cm between plants within a row
following recommended agronomic practices. Data on
plant height (PH), panicle length (PL), flag leaf length
(FL), flag leaf width, number of panicles (NPs) and seed
morphology were recorded at the stage of maturity.
Distinctness, uniformity and stability (DUS) were noted
down at appropriate stages of growth for the mutant
and the WT.

Characterization using microsatellite markers. For
genotyping with microsatellite markers, fresh leaf tissues
from five random plants of 1-month-old seedlings of
ewstl and the WT (field grown) were collected and
stored. Within genotypes, the samples were pooled, and
DNA was extracted using CTAB, according to the modified
protocol of Doyle and Doyle (1990), and quantified using
Nanodrop (Thermo Scientific, USA). Polymerase chain
reaction was performed according to the standard
protocol used by Parida et al. (2006). The amplification
products were separated on 4 % metaphor agarose gels
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and photographed using a gel documentation system. A
set of 72 rice microsatellite markers [see Supporting
Information—Table S1] including 36 markers recently
used by Tiwari et al. (2015), 6 from each rice chromo-
some, were used for genotyping.

Evaluation of stress tolerance in ewstl. For all
the following experiments both the genotypes (ewst1
and WT) were grown under appropriate water stress
and control (proper irrigation) conditions in three
replications. Any deviation from this is mentioned under
the respective experiment.

Recovery study in pot experiment. The recovery rate of
ewst1l and WT was calculated from the pot-screening
experiment. The percentage of water stress recovery
was recorded by calculating the number of revived
plants after stress upon the total number of plants (50).

Germination study under stress. A germination test
was conducted on PEG-infused MS agar plates follow-
ing the protocol of Verslues et al. (2006) with slight
modification. Polyethylene glycol-infused MS agar plates
(100 x 20 mm round) were prepared by overnight
infusion with PEG (molecular weight 8000) overlay
at three different concentrations i.e. 25, 40 and 55 %,
which create osmotic potentials of —0.5, —0.7 and
—1.2 MPq, respectively, and the overlay solution was
discarded 14 h after infusion. Healthy dehusked seeds
of ewstl and WT were surface-sterilized with 70 %
ethanol for 2 min followed by 0.1 % mercuric chloride
for 10 min and thoroughly rinsed five times in sterile
distilled water. The sterilized seeds were blot dried with
a sterile wattman no. 1 filter paper and aseptically
cultured on PEG-infused media. A set of three replicates
comeprising 30 seeds each (ewst1 and WT) were germina-
ted for every treatment of PEG-infused MS agar plates
along with control (MS plate without PEG infusion). The
plates were made airtight by sealing with parafilm so as
to maintain the osmotic potential and stored in a dark
chamber at a temperature of 28 + 2 °C. The percentage of
seed germination was recorded on the sixth day.

Morphological characterization

Root phenotyping. To carry out phenotyping for root
characters under stress, 21-day-old seedlings of ewst1
and WT were transplanted in 1.5m PVC tubes (one
healthy plant in each tube) filled with a mixture of sandy
clay loam soil and FYM in a 1:4 proportion in the
rain-sheltered net-house of NRCPB, IARI, New Delhi. The
bottom of the tubes was covered with plastic sheet to
avoid seepage. Water stress was imposed by withholding
water supply for 15 days at the active tillering stage
(45-day-old plants). At maturity, soil was removed from

the pipes slowly by applying water and roots were
collected carefully. Data on maximum root length (MRL),
root weight (RW), root volume (RV) and total number of
roots on the crown (RN) were recorded under control and
stress conditions from three random samples in each
replication. The relative effects of stress on these root
traits were calculated by using the following formula:

root trait in water stress

Relative root trait = —
root trait in control

Physiological characterization

To study the physiological characters of ewstl and
Nagina22, 21-day-old seedlings were transplanted in
three replications in 6-inch pots under well-watered con-
ditions in a rain-shaded net-house of NRCPB, IARI, New
Delhi. Water stress was imposed on 45-day-old plants
for 7 days. Leaf samples were collected from three plants
per replication both from control and stress treatment.
Physiological characters related to water stress tolerance
such as relative water content (RWC), total chlorophyll
content and cell membrane stability (CMS) were mea-
sured. The RWC of rice leaves was measured as given by
Barr and Weatherley (1962) using the following formula:

Fresh weight — Dry weight

RWC = Turgid weight — Dry weight

100

To understand resistance of ewst1 to membrane injury
during stress, measurement of CMS was carried out
following the protocol of Blum and Ebercon (1981)
and Tripathy et al. (2000). The leaves of plants from con-
trol and stress conditions were collected at more than
90 % and 60-65 % of RWC, respectively, and washed
five times with deionized water. Then the samples were
chopped into segments, washed once with deionized
water and kept in a capped vial with 10 mL of deionized
water for 24 h at room temperature followed by 20 min
in an autoclave. Electrolytic conductance was measured
using a conductivity meter both before autoclaving
and after cooling of the autoclaved samples. Cell mem-
brane stability was calculated as the reciprocal of cell
membrane injury after stress according to the formula
CMS% = [(1 — (T1/T3))/(1 — (C1/C5))] x 100, where T and
C refer to the stressed and control samples, respectively;
the subscripts 1 and 2 refer to the initial and final con-
ductance readings, respectively. Chlorophyll was ex-
tracted from 0.2 g fresh leaves of samples with dimethyl
sulfoxide, and the chlorophyll content was determined by
spectrophotometry according to the method of Hiscox
and Israelstam (1979).
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Stomata and root anatomy studies

Leaves of 52-day-old plants (45 + 7 days of water stress)
of the mutant and the WT grown for physiological charac-
terization were detached (three samples per replication)
and immediately fixed in liquid nitrogen. The stomatal
analysis was done in an environmental scanning electron
microscope (Zeiss EVO MA10) available in the scanning
electron microscope facility, IARI, New Delhi at controlled
temperature (—4 °C). All images were captured in an
identical setting such as 20 pm bar and 6-mm working
distance and 20 kV extra high tension with three tech-
nical replications per sample. On the basis of the opening
of the guard cell, stomata were categorized as completely
open (CO), partially open (PO) and completely closed (CC).
The basal region (elongation area) of the crown root of
WT and ewst1 were collected from the irrigated pots of
45-day-old plants. In WT, sections were cut at 1, 5 and
7 cm from the tip of the crown root and three sections
of 10 um length were dissected and their images
analysed. Since there was no difference among the
images of different root length sections [see Supporting
Information—Fig. S1], for a comparative root anatomical
analysis of WT and ewst1, 10 wm root sections were ob-
tained using Ultra-microtome (Leica EM UC7) at 1 cm
from the root tip in three replicates. The sections were
processed for histochemical analysis following the
method of Jensen (1962) and further the sections were
stained with 0.1 % safranine O. Root section images
were captured using a digital camera connected with
an optical microscope (Zeiss Axioplan, Zeiss, Oberkochen,
Germany). Root sections were visualized using the micro-
scope under 20 x magnification (data not shown), while
the vascular bundles (stellar region) were observed at
70 x magnification. The root parameters, i.e. shape of cen-
tral meta-xylem and the number of xylem and phloem
vessels, were visually recorded for comparative analysis.

Statistical analysis

All the experimental data were subjected to Student’s
t-test (P < 0.05) for comparative evaluation of changes
in the mutant and the WT both under control and stress
conditions using graphpad prism 6.0 statistical software
(www.graphpad.com).

Sample preparation, total RNA isolation
and genome-wide transcriptome profiling

Twenty-one-day-old seedlings of the mutant and WT
grown in hydroponic culture in three replications were
subjected to 25 % PEG stress for 1 h. The leaf samples
from stressed and control condition seedlings were col-
lected and preserved in liquid nitrogen for RNA isolation.
Total RNA from four samples, i.e. mutant control (MC),
mutant stress (MS), Nagina22 control (NC) and Nagina22

stress (NS), was extracted by following the manufac-
turer’s instructions provided with the SV Total RNA isola-
tion Kit (PROMEGA, USA). All the steps starting from
cRNA preparation to hybridization were conducted fol-
lowing the instructions of Affymetrix (AffymetrixGen-
eChip Expression Analysis Technical Manual). Chips were
washed and stained in the Affymetrix Fluidics Station 450,
and then scanned using the Affymetrix Gene Chip Scanner
3000. The cell intensity data files (.CEL) generated by the
Gene Chip Operating Software (GCOS 1.2) were imported
to GeneSpring Software (Schadt et al. 2001). The CEL files
are deposited in the array express repository (accession
idE-MTAB-3230 in https:/www.ebi.ac.uk/arrayexpress/).
Normalization of all arrays was carried out using a robust
multiarray analysis (RMA) algorithm with input parameters
of Post Hoc-Tukey HSD, 1000 permutative P value and
Benjamini-Hoschberg false discovery rate correction. One-
way analysis of variance was performed with a cut-off value
of >2-fold change and P value threshold of <0.05. Differen-
tial gene expression was assumed if values above the
threshold were obtained in at least any one out of six com-
binations (MS-MC, MC-NC, NS-MC, MS-NC, MS-NS, NS-NC)
examined. The sample- and condition-specific differentially
expressed genes (DEGs) were selected through union and
intersection of DEGs using a multi-way Venn diagram.

In addition, analysis was also done in Java-based
graphical wizard application ROBIN (Lohse et al. 2010)
using a GCRMA algorithm. The normalized log-transformed
intensity values of selected DEGs were used for heatmap by
applying average linkage and Euclidean distance matrix as
a measurement of similarity test in ggplot2 package of R
(2.15.1). All the required affymetrix probe sets and their ex-
pression were exported to MS-excel and analysis was per-
formed manually. All the probe sets were converted to
TIGR MSU Locus IDs in Oligonucleotide rice array database
(www.rad.org) and RiceChip database (www.ricechip.com).
The Locus IDs were functionally annotated on TIGR rice
pseudomolecules, release 7.0 (www.tigr.org).

Functional classification, GO annotation
and pathway analysis

Each set of DEGs obtained was functionally categorized
on the basis of their biological, molecular and cellular
functions by analysing them in terms of their enriched
Gene Ontology function using GOEAST, a web-based
software analysis tool (Zheng and Wang 2008; http:/
omicslab.genetics.ac.cn/GOEAST/). The GO slim cat-
egories significantly overrepresented were calculated by
a hyper geometric distribution with a cut-off level of
P value at 0.05. Pathway analyses of selected DEGs were
conducted using online RiceCyc (www.gramene.org/
pathway/) and MAPMAN software (Thimm et al. 2004).
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To identify transcription factors (TFs), the MSU locus IDs
of all selected DEGs were analysed using Database of Rice
Transcription Factors (DRTF), GRASSIUS and RiceFREND
(Gao et al. 2006; Yilmaz et al. 2009; Sato et al. 2013).
Enrichment analysis of cis-requlatory elements of the
promoter regions was done in an online promoter data-
base of rice named Osiris developed by Morris et al.
(2008).

Validation of DEGs

The same RNA samples that were used in the microarray
study were used for first-strand cDNA synthesis prepar-
ation using the ImProm-II reverse transcription system
(Promega) following the manufacturer’s instructions.
Amplification reactions were carried out on samples con-
taining an aliquot of cDNA synthesized from 100 ng of
total cDNA, 1x taq buffer, 1.5 mM MgCl,, 200 mM each
dATP, dCTP, dGTP and dTTP, 5 pmol of each primer and 1
unit of Tag DNA polymerase (Merck, USA) in a final volume
of 10 pL. Thermal cycling conditions comprised an initial
denaturation at 95 °C for 30 s, 30 cycles of denaturation
at 95 °C for 30 s, annealing at 55-60 °C for 30 s and ex-
tension at 72 °C for 1 min in a thermal cycler (Eppendorf,
Germany). Rice actin gene was used as the endogenous
control and the normalized cDNA of all samples were
used to validate microarray data with selected uniquely
regulated differentially expressed genes (URDEGs).
Nucleotide sequences of differentially regulated genes
were downloaded from the TIGR rice database (http:/
rice.plantbiology.msu.edu). Exonic sequences of selected
genes were used for primer design using the primer syn-
thesizing tool of IDT SciTools (http:/eu.idtdna.com/site).
The parameters kept for primer design were: optimum
GC content of 50 %, Tm >55-65 °C, length of 18-25 nu-
cleotides and an expected amplicon size of 100-150 bp.
All the primers were synthesized from Sigma (Sigma-
Aldrich, USA). Polymerase chain reaction products were
fractionated on 1.5 % (w/v) agarose gels.

Results

Optimization of PEG concentration for screening of
mutants

In the PEG experiment, out of the three different concen-
trations tried, 25 % was the concentration at which the
WT Nagina22 started showing leaf rolling within 1 h of
stress, and within 48 h of stress, the WT plants dried up
completely. In 20 % PEG solution, the WT did not show
any sign of stress. However, in 30 % PEG solution, the
WT did not survive (data not shown). Therefore, 25 %
PEG concentration was considered as an optimum con-
centration for screening the mutants.

Identification of water stress-tolerant mutants
from PEG and pot-screening studies

We identified a mutant, ewst1 that showed enhanced tol-
erance with a 90-100 % survival rate when compared
with its WT Nagina22 under PEG (6000) stress [see Sup-
porting Information—Fig. S2A and B]. This mutant
exhibited enhanced tolerance in pot screening carried
out under soil-water stress than the WT in terms of per-
centage of leaf rolling, leaf drying and recovery rate. In
the drought scoring scale, ewst1 had a low score (score
0), indicating better tolerance, whereas the WT was
susceptible with a higher score (score 7) under stress
(Fig. 1A). It also recovered better with a recovery rate of
92.6 % when compared with Nagina22 (15.3 %) (Fig. 1B).

Higher germination of ewst1 under PEG stress

The mutant showed significant difference in radicle
(ewst1 = 85.1 % and WT = 15.5 %) and plumule (ewst1 =
65.1 % and WT = 95.5 %) growth at —0.7 MPa when
compared with the WT, whereas there was no difference
in control plates. At an osmotic potential of —0.5 MPq,
there was a significant difference in radicle growth,
whereas at —1.2 MPa plumule growth showed a signifi-
cant difference. These results indicated that the ewst1
possessed greater germination percentage, and plumule
and radicle development when compared with the WT
under the water stress conditions (Fig. 2A-C).

Figure 1. Identification of a gain-of-function mutant under PEG-
induced water stress and soil-water stress. (A) Twenty-one-day-old
seedlings of the selected mutant screened in pots by withholding
irrigation for 6 days. (B) The extent of recovery of the mutant after
4 days of the recovery period.
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Figure 2. Germination of ewst1 when compared with its WT Nagina22 (NC, Nagina22 control; NS, Nagina22 stress; MC, mutant control; MS,
mutant stress). (A) Germination of ewst1 and Nagina22 in PEG-infused media under control and —0.7 MPa osmotic stress conditions. (B) Com-
parison of plumule development between WT and ewst1 under three different osmotic levels. (C) Comparison of radicle development between
WT and ewst1 under three different osmotic levels. (B and C) Values are mean + SE of three individual replications having 30 seeds in each plate.
Statistical significance was determined using the Holm -Sidak method, with « = 5.000 %. Asterisks indicate significant differences between WT

and ewst1 (Student’s t-test P < 0.05).

Morphological, physiological and anatomical
alterations in the mutant

The identified mutant, ewst1, was found to be morpho-
logically very similar to the parent variety Nagina22.
Though there were no significant changes in the values
of agronomic traits, namely PH, PL and FL, ewstl had
significantly fewer panicles when compared with the
WT (Fig. 3A). For most of the DUS characters (35/38)
ewst1 was found to be identical to the WT except for dec-
orticated grain colour, grain chalkiness and grain weight
(Table 1). Lower grain weight (Fig. 3B) and complete grain
chalkiness (100 %) were observed in ewst1 in contrast to
the translucent nature of WT grains (Fig. 3C). The single
sequence repeat (SSR) genotyping carried out employing
72 rice microsatellite markers revealed identical finger-
printing patterns confirming a high degree of genetic
similarity between ewst1 and the WT genomes.

The measurement of various physiological parameters
revealed that ewstl showed an increased level of RWC,
CMS and chlorophyll concentration under water deficit
stress over the WT (Fig. 3D and E). Though the RWC of the
mutant and WT showed no significant difference under con-
trol, upon water stress, the RWC of the mutant was found to
be 11 % more than that of WT (Fig. 3D). On the basis of ionic
leakage, the CMS of ewst1 was significantly higher (93.4 +
4.3) when compared with the WT (78.3 + 5.4) under stress.
Similarly, the total chlorophyll concentration was signifi-
cantly higher in ewst1 than the WT under stress without
any significant change under control (Fig. 3E). The stomatal
movement analyses under ESEM revealed that there were
more PO stomata in the mutant under control, but more
CC stomata and lesser CO stomata in ewst1 under stress
conditions when compared with the WT (Fig. 4) [Supporting
Information—Fig. S3].
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Figure 3. Morpho-physiological changes in the mutant when compared with Nagina22. (A) Comparison of agronomic traits, namely plant height
(PH), PL, NP and FL in centimetres. (B) Comparison of 100 grain weight of unhulled and hulled grain. (C) Grain morphology of Nagina22 (left) and
mutant (right) showing 100 % grain chalkiness only in the ewst1. (D) Percentage of RWC under control and stress conditions. (E) Total chlorophyll
concentration under control and stress conditions. Values are mean + SE of five individual replications for (A) and three individual replications for
(B-D). Statistical significance determined using the Holm-Sidak method, with o« = 5.0 %. Asterisks indicate significant differences between

Nagina22 and the mutant (Student’s t-test: P < 0.05).

The root analysis performed in samples taken from
plants grown in PVC tubes revealed that there were sig-
nificant differences in root growth parameters in ewst1
when compared with WT in response to water stress
(Fig. 5A). There was a significant increase in RW, RV and
RN of the mutant under well-watered conditions, and
MRL and RV of the mutant under stress conditions when
compared with its WT. Interestingly, no significant
change was found in MRL under control, and RW and RN
under stress conditions (Fig. 5B). However, in terms of
relative value of root traits under control and stress con-
ditions, the mutant showed a higher value for the relative
maximum root length (RMRL) and lesser value for all
other root parameters, namely RRW, RRV and relative
root number on the crown when compared with the WT
(Fig. 5C). Root anatomical studies revealed variations in
the size and the number of cells in the stellar region be-
tween the mutant and the WT (Fig. 5D). The numbers of
central meta-xylem, xylem and phloem cells were 5, 14
and 14 in WT, while these were 5, 9 and 9 in the mutant,
respectively. The central meta-xylems were similar in
shape and uniformly distributed in the WT, whereas
they were of different shapes with reduced diameter
and altered arrangement in the mutant.

Identification and classification of DEGs

To identify mutant and stress-specific DEGs from the en-
tire gene expression profile generated, a six-way Venn
diagram was prepared (Fig. 6A). Out of 57381 array
probes, 16 939 probes (29.5 %) were significantly hybri-
dized and 7534 probes were differentially expressed at
>2-fold change (P < 0.05) in any one of the six possible
combinations (MS vs MC, MC vs NC, NS vs MC, MS vs NC,
MS vs NS and NS vs NC). The numbers of up- and down-
requlated DEGs are presented in Fig. 6B and the detailed
gene list is given in Supporting Information —Table S2.
The Venn analysis identified a total of 873 genes forming
12 clusters of similar expression pattern (up- and down-
regulated DEGs in six groups). The number of up- and
down-regulated DEGs (Fig. 6C) and the detailed gene
list have been given in the Supporting Information—
Table S3. We have termed these genes as URDEGs.
The URDEGS were again subcategorized into up-regulated
and down-regulated classes based on their expression
in the mutant under control or stress conditions when
compared with the WT. The URDEGs, which were up-
regulated in the WT were considered as repressed
genes in the mutant, while the down-regulated URDEGs
in WT were considered as activated genes in the mutant.
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Table 1. DUS (distinctness, uniformity and stability) characters of Nagina22 and ewst1 mutant. The DUS parameters in which the mutant
differed from the WT are shown in bold font.

Characters

Nagina22

O 00 N oo U B~ W N =

w W W w W w www NN NN NN NN NN R R R R R R R, R, R,
0 N o U AW N R O VW o0 N UV, W N RO VL N BT W NN R, O

Basal Leaf: sheath colour

Leaf: intensity of green colour

Leaf: anthocyanin colouration

Leaf: auricles

Leaf: anthocyanin colouration of auricles
Leaf: collar

Leaf: anthocyanin colouration of collar

Leaf: ligule

Leaf: shape of ligule

Leaf: colour of ligule

Leaf: length of blade

Leaf: width of blade

Culm: attitude

Time of heading (50 % of plants with panicles)
Flag leaf: attitude of blade (early observation)
Male sterility

Lemma: anthocyanin colouration of keel
Lemma: anthocyanin colouration of area below apex
Lemma: anthocyanin colouration of apex
Spikelet: colour of stigma

Stem: thickness

Stem: length (excluding panicle)

Stem: anthocyanin colouration of nodes
Panicle: length of the main axis

Flag leaf: attitude of blade (late observation)
Panicle: curvature of the main axis

Panicle: number per plant

Spikelet : colour of tip of lemma

Lemma and Palea: colour

Panicle : awns

Panicle: presence of secondary branching
Panicle: secondary branching

Panicle: attitude of branches

Panicle: exertion

Time of maturity

Decorticated grain: colour

Polished grain: expression of white core

Grain: weight of 100 fully developed grains

Light purple
Medium
Absent
Present
Colourless
Present
Absent
Present
Split

Light purple
Medium
Medium
Semi-erect
Medium
Semi-erect
Absent
Absent
Absent
Strong
White
Medium
Medium
Absent
Medium
Semi-erect
Straight
Medium
Purple
Straw
Absent
Present
Weak
Semi-erect
Exerted
Medium
Light brown
Absent

Medium

Light purple
Medium
Absent
Present
Colourless
Present
Absent
Present
Split

Light purple
Medium
Medium
Semi-erect
Medium
Semi-erect
Absent
Absent
Absent
Strong
White
Medium
Medium
Absent
Medium
Semi-erect
Straight
Medium
Purple
Straw
Absent
Present
Weak
Semi-erect
Exerted
Medium
White
Present (large)

Low

The heatmaps of URDEGs of these clusters represented
the same expression pattern as analysed by our method
(Fig. 7). A total of 348 genes showed differential ex-
pression specifically under control conditions, while 443

genes did so specifically under stress. However, only 85
genes were found to show differential expression in the
mutant under both stress and control conditions when
compared with the WT.
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Gene ontology enrichment and pathway analysis
of URDEGs

Functional GO annotations of the identified URDEGs were
analysed in terms of GO enrichments for biological, mo-
lecular and cellular functions. Under control conditions,

= %CC

%P0

mxco
NS MC Ms

CO: Completely open

PO: Partially open

CC: Completely closed
Figure 4. Comparative stomatal behaviour of ewst1 and WT under
control and stress conditions showing CO, PO and CC stomata.
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biological GO terms of carboxylic acid metabolic process
(GO:0019752), protein phosphorylation (GO:0006468)
and exocytosis (GO:0006887) were enriched, whereas
under stress conditions, genes for tryptophan biosynthesis
(GO:0000162), lignin biosynthesis (GO:0009809) and iron
ion transport (GO:0006826) were enriched. The GO terms
of flavonoid biosynthesis (G0O:0009813), phenylpropanoid
metabolic process (G0:0009698) and L-phenylalanine
catabolic process (GO:0006559) were enriched in the set
of up-regulated URDEGs in both control and stress sam-
ples. No significant biological function GO term enrichment
could be seen in the set of down-regulated genes in ewst1
either under control or stress conditions. The molecular
function GO enrichment analysis of up-regulated URDEGs
revealed genes involved in ATP binding (GO:0005524),
metal ion binding (GO:0046872), intramolecular lyase ac-
tivity (GO:0016872), peroxiredoxin activity (GO:0051920),
protein serine/threonine kinase activity (GO:0004674)
and phosphoheptulonate synthase activity (GO:0003849)
under control conditions, whereas genes representing
peroxidase activity (GO:0004601), cinamoyl alcohol de-
hydrogenase (G0O:0045551), anthranilate phosphoribosyl
transferase (GO:0004048), indole-3-glycerol phosphate
synthase (GO:0004425), heme (GO:0020037) and ferric
ion binding (GO:0008199) were significantly enriched

== Nagina22
2.04 = ewst!

LEY

Figure 5. Comparative root study of ewst1 and the WT. (A) Development of root in a PVC tube under control and stress conditions. (B) Comparison
of root traits like MRL, RW, RV and root number (RN) under control and stress conditions. (C) Relative values of maximum root length (RMRL),
relative root weight (RRW), relative root volume (RRV) and relative total root number (RRN) under control and stress. (D) Anatomy of root mag-
nifying the stele region (en, endodermis; cb, casparian band; pe, pericycle; cmx, central meta-xylem; mx, meta-xylem; ph, phloem; p, pith).
Values are mean =+ SE of three individual replications. Statistical significance determined using the Holm-Sidak method, with « = 5.0 %. Aster-
isks indicate significant differences between ewst1 and WT (Student’s t-test: P < 0.05).
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4MSNC NS e | MS-MC | 1685 2165 3823

5. MS-NS - e

il MC-NC 545 1680
NS-MC | 1510 1675 3185
MS-NC | 2590 2545 5135
MS-NS | 995 786 1741
NS-NC | 1774 1122 2896

C UP DOWN | TOTAL

MC 87 44 131
MS 148 168 316
NC 65 153 218
NS 106 30 136
MC&MS | 25 20 45
NC&NS |15 31 16

Figure 6. Six-way Venn diagram depicting the number of DEGs in six possible combinations of four samples (NC, Nagina22 control; NS, Nagina22
stress; MC, mutant control; MS, mutant stress). (A) The coloured chambers of the six-way Venn diagram representing uniquely up- and down-
regulated differentially expressed genes (URDEGS) out of six combinations (specific colour written for MC, MS, NC, NS, MC and MS and also NC and
NS represents specific URDEGs for respective samples). (B) Number of DEGs in six combinations. (C) Number of URDEGs in 12 clusters of similar

co-expression.

under stress in ewstl. The URDEGs for DNA binding
(GO:0003677), Zinc ion binding (GO:0008270) and oxidore-
ductase (GO:0016702) were down-regulated in ewstl
under control. Interestingly, there was only one GO term,
phosphoglycolate phosphatase (GO:0008967), that was
significantly enriched among the down-regulated genes
under stress. However, in cellular function GO enrichment
analysis, GO terms like exocyst (GO:0000145), intracellular
membrane bounded organelle (GO:0043231), membrane
(GO:0016020) and extracellular region (GO:0005576)
were found to be significant in the up-regulated gene
set, whereas nucleus (GO:0005634) GO term was enriched
in the down-regulated gene set of URDEGs in control con-
ditions. The overview of GO enrichment analysis is depicted
in Fig. 8. Pathway analysis of URDEGs indicated that there
were significant expressional alterations in flavonoid bio-
synthesis, phenylpropanoid biosynthesis, starch and su-
crose metabolism and tryptophan biosynthesis-related
genes in ewst1 when compared with WT.

Modulation of TFs

Out of 873 URDEGs, 74 TFs were differentially regulated
in ewst1 under control and stress conditions when com-
pared with WT. The major stress responsive TF families
like the AP2 domain containing EREB, MYB, bHLH, NAC,

WRKY, bZIP and ZIM families were differentially ex-
pressed. In addition to these, some other TFs such ABI3,
Alfin, BZR, C2C2-CO, PLATZ, JUMONJI, GRAS, PHD, Trihelix,
homoeobox and G2-like DNA-binding TFs also showed dif-
ferential expression in ewst1. The expression patterns of
all TF families in ewst1 are given in Table 2.

Enrichment of cis-acting regulatory elements
in URDEGs

Out of 873 URDEGs, 680 were found in the Osiris promoter
database and subjected to cis-element search. Analysis of
the 2000 bp 5’ upstream region of all DEGs revealed that
95 % of genes had the MYBCORE-binding site followed
by POLASIG1 (88 %) in their promoter region. Among
the top 15 frequently present (>50 % of genes) motifs,
three cis-elements, namely MYBCORE, MYCATERD1 and
MYCATRD22, were found in the promoter of chymotrypsin
inhibitor-like 1 gene. Interestingly, another set of four
cis-acting regulatory elements, namely POLASIG1, GBOX-
RELOSAMY3 and PYRIMIDINEBOXOSRAMY1A, all of which
are related to the rice « amylase gene, were found to be
enriched, being present in more than 65 % of URDEGs
[see Supporting Information—Table S&]. These results
showed that most of the promoter regions of URDEGs
had the cis-motif for MYB transcription factor and TF
related to a-amylase gene-binding sites.
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Figure 7. Heatmaps of different clusters of URDEGs on the basis of their expression pattern (MC, mutant control; MS, mutant stress; NC, Nagina

control; NS, Nagina stress).

Validation of URDEGs in RT-PCR

The DEGs identified by transcriptome analysis were vali-
dated using semi-quantitative reverse transcription
(RT-PCR) assays in order to check the robustness of the
transcriptome results obtained. Out of 24 DEGs tested,
21 genes were successfully amplified, out of which 20
validated the microarray gene expression pattern. Semi-
quantitative RT-PCR results of some of the validated DEGs
are given in Supporting Information—Fig. S4.

Discussion

The present study screened EMS-induced mutants of
an upland rice variety Nagina22 for their response to
water stress and characterized the identified mutant(s).
Nagina22 has been used in several drought-related stud-
ies (Lenka et al. 2011; Vikram et al. 2011) as it is known to
show less water stress-induced spikelet sterility under up-
land conditions. However, Nagina22 was found to be

highly sensitive to dehydration stress induced by 25 %
PEG in hydroponic nutrient medium at the seedling
stage in our study. Since our objective was to identify
mutant(s) having higher tolerance to water stress than
the WT, Nagina22, higher level of stress at the early
growth and vegetative period was imposed in our study.
Nagina22 was found to be susceptible on 40 % PEG-
infused MS medium at the germination stage and 25 %
PEG in hydroponic nutrient medium at the seedling
stage, while ewst1 performed better under such extreme
stress conditions. Moreover, ewst1 performed better than
Nagina22 under soil-water stress at the seedling stage.
These findings suggested that although Nagina22 is
a known water stress-tolerant variety at the reproduc-
tive stage, it exhibits sensitivity at the seedling stage for
water stress. Previous studies have shown that PEG at an
optimum concentration can be used to screen the seedlings
of EMS-induced mutant population (Thang et al. 2010;
Chutia and Borah 2012) and such screening procedures
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Figure 8. Alterations in biological pathways in the mutant revealed
by GO analysis (arrows in the upper and lower direction indicate
pathways induced by up-regulated and down-regulated URDEGs,
respectively; pathways given in the left, right and middle are altered
under control, stress and also both control and stress conditions,
respectively).

have helped in identifying a promising EMS-induced dst mu-
tant (Huang et al. 2009). In the present study, we identified
an EMS-induced mutant showing enhanced tolerance to
water stress under PEG as well as soil condition when com-
pared with Nagina22.

The mutant showed similarity with regard to most of
the DUS characters as well as 100 % identity to the WT
based on genotyping using 72 microsatellite markers dis-
tributed on 12 different rice chromosomes, establishing
it as a true mutant of Nagina22. The undesirable trait of
the mutant was 100 % grain chalkiness when compared
with the translucent grains of its WT. The mutant however
provides scope to study rice grain chalkiness, which is an
important grain quality trait (Chun et al. 2009), and its re-
lationship with drought tolerance, if any. Interestingly,
chalkiness of grains in ewst1 did not affect its seedling
vigour under stress.

Plants respond to environmental stresses through
adaptation or avoidance mechanisms by altering a num-
ber of morphological and physiological traits (Thapa et al.
2011). Such responses can be monitored and recognized

by various physiological parameters like RWC (Lawlor and
Cornic 2002), CMS (Tripathy et al. 2000) and chlorophyll
concentration (Moradi and Ismail 2007). Higher RWC,
CMS and chlorophyll concentration observed in ewst1
under water stress indicated that the mutant had greater
potential to tolerate water stress, especially at the vege-
tative stage, than its parent upland variety, frequently
used in drought studies in rice. Morphological traits
concerning root growth and architecture also play a
vital role in environmental adaptations for survival of
plants (Gowda et al. 2011; Aroca et al. 2012). The root
growth experiment in a PVC tube indicated that MRL
significantly increased in ewst1 only under stress condi-
tions without having any significant difference with well-
watered conditions. Also, in the relative analysis of root
growth parameters under control and stress conditions,
ewst1 had a significant increase in RMRL but not in RRW,
RRV and RRN, which suggests that the identified mutant
possesses deeper root expansion without increasing its
biomass, which may be one of the reasons for enhanced
stress tolerance (Hsiao and Xu 2000; Serraj et al. 2009;
Henry et al. 2012). Distinct differences were observed in
vascular arrangement of cells including xylem and phloem
in ewst1. The known water stress-tolerant rice varieties like
Dular and KDML105 had been reported to have smaller
xylem vessel diameter and fewer xylem vessels than the
drought-susceptible rice cultivar IR64 under severe water
stress (Henry et al. 2011). This strengthens our observation
that lesser number of xylem vessels in ewst1 possibly led to
enhanced tolerance to water stress. Thus the higher RWC
observed in ewst1 could be a function of either higher
water retaining ability during stress or increased water up-
take by roots. On the other hand, these traits (RWC, root
anatomy and morphology) could be a reflection of en-
hanced sensitivity in ewst1 to water stress when compared
with its WT. This can be confirmed only when data from
plot-based yield studies are generated.

During the last decade, transcriptome analysis using
microarray technology has provided an understanding
of the genome-wide expression pattern of a species in a
trait-specific manner. A number of comparative transcrip-
tome studies have revealed DEGs between contrasting
rice genotypes (Lenka et al. 2011; Zhang et al. 2012b)
under abiotic stress. In the present study, we employed
a strategy to identify mutant and treatment-specific
genes, which are termed as URDEGs. Out of 7534 DEGs,
we shortlisted only 873 URDEGs, which represented mu-
tant and stress-specific DEGs. This method may also be
useful to identify most useful DEGs in comparative studies
of contrasting genotypes under stress treatment.

GO enrichment analysis of URDEGs revealed significant
alterations in various biological pathways under nor-
mal conditions as well as under water stress conditions.
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Table 2. Expression pattern of TFs in the WT Nagina22 and the mutant ewst1 under well-watered and water stress conditions. Numbers in
parentheses indicate the number of TFs differentially expressed. T+ and | indicate TFs up-regulated and down-regulated, respectively, under
specific treatment (C = under control, S = under stress, C and S = under both control and stress). *Functions of TFs are taken from the online
database of rice TF (DRTF), GRASSIUS and RiceFREND.

S. no.

TF family

No. of

Expression pattern® of TFs and their TIGR Locus IDs/Gene

Functions of TF family in plant
modification and stress*

10

11

12
13
14
15

16

17
18
19

20

21

22
23
24

ABI3-VP1

Alfin-like

AP2-EREBP

ARR-B
bHLH

bzIP

BZR
C2C2-GATA
C2C2-CO-like
C3H

CCAAT-HAP2

CCAAT-HAPS
CpP

G2-like
GRAS

Homoeobox-zip

HSF
JUMONJI
MYB

NAC

PHD

PLATZ
Trihelix
WRKY

N W = N

(1) $:0s03g06850
(1)1 S: 0s02g35600

(4)1C: 0s01g04800, 0s01g10370, 0s01g54890, 0s05g41760,
(2)15:0s08936920, 0509928440, (1) | S:0s10922600

(1)4S: OSORR22

(2)1C: 0s01g01870, 0s01g06640, (2) C: 0s01938610,
0501972370, (1) S: 0s02g47660, (1) | C&S:0s03953020

(2)1C: 0s01g36220, 0s02g03960, (1) | C: 0s01g64730,
(1)4S: 0s02910860

(1)1 S: 0s02g03690

(1)1.C: 0502956250
(1)1.C: 008915050, (1) | S: 0502905470
(2)} C: OsC3H-35, 0509931482

(1)4S: OsHAP2C

(2)S: 0s03g14669, HTA711

(1)} S: 0s08928214

(2) | C: PCL1, 0s079g02800, (1)1S: 0s05g40960
(2)1C: 0s04949110, OsCIGR1

(2) 1 S: OsHOX7, OsHOS66, (1)1 C&S: 0s08g37580

(1)1 C:0s05g45410, (1)1 C: HSFC1B
(1)1S: JMJ707

(1)1.C: 0s01g41900, (5) | C: 0s02g09480, 0s02g49986,
0512937970, 0501909640, 0s05g10690, (1)1S:
0501918240, (1) S: 0s01g62410, (1)1 C&S: OsMYB4

(1)1C: 0s01g64310, (2)1S: 0s03921030, 0s03g56580,
(1)1 C&S: OsNAC3

(2)4S: 0s04g59510, 0s11g12650

(1)1 S: 0s04g50120
(1)1S: 0s029g01380, (1)} S: 0s04951320

(3)1C: OsWRKY7, OsWRKY71, OsWRKY76, (1) | C: OsWRKY77,
(2)1S: OsWRKY11, OsWRKY40, (1) 1 C&S: OsWRKY28

Epigenetic regulation, LEA3
regulator

Histone methylation, associated
with drought tolerance

Abiotic stress response

Cytokinin signalling
Drought tolerance via jasmonate
signalling pathway

Plant development, stress signalling

Protein phosphorylation and plant

development

Biotic or abiotic stress and
post-transcriptional modification

Photoperiodic flowering, light
signalling

Pollen tube development

Circadian rythm

Plant phosphorylation, defence and
development

Abiotic stress and plant

development
Abiotic stress response
Histone demethylation

Stress and plant development

Multiple stress tolerance

Histone methylation and
post-transcriptional modification

Unknown

Stress and cell development

Abiotic and biotic stress tolerance

Continued
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Table 2. Continued

Expression pattern’ of TFs and their TIGR Locus IDs/Gene

Functions of TF family in plant
modification and stress*

Regulator of stress-responsive
genes

Proteasome degrading jasmonic
acid signalling, inhibit apoptosis

S. no. TF family No. of
genes name
25 ZF-HD 1 (1)4S: 0s08g34010
26 ZIM 3 (3)1C: OsJAZ4, OsJAZ6, 0s10925230
27 Orphans 4 (1)1 C: 0s03g27080, (1)1S: 0s01g61720, (1) S: 0s03g06570,
(1)1 C&S: 0s02g19640
Total 74

Remarkably, under control conditions, genes involved in
the exocytosis process were up-regulated in ewstl,
which might have had a possible role in altered cell
division in the mutant (Fendrych et al. 2010). The up-
regulated URDEGs observed in ewst1 are involved in the
biosynthesis of tryptophan, lignin, indolalkylamine, flavo-
noids and phenylpropanoid metabolic processes, which
have significant roles in protecting the plant from abiotic
stresses (Zhao et al. 1998; Herndndez and van Breusegem
2010; Moura et al. 2010; Tounekti et al. 2013). Interestingly,
genes related to phosphoglycolate phosphatase activity
were down-regulated in the mutant under stress. These
genes are involved in CO, assimilation and photorespir-
ation (Xu et al. 2009), which indicated that ewst1 had
possibly reduced photorespiration, and increased second-
ary metabolites and osmoprotectants, which might have
led to enhanced tolerance to water stress (Voss et al.
2013).

A number of TF families are reported to be modulated
at the transcriptional and post-transcriptional level under
abiotic stresses in plants (Nakashima et al. 2009; Ray et al.
2011). Many of the differentially expressed TF families of
rice like bZIP, AP2/ERF, MYB, ZIM, NAC, HD-ZF, bHLH and
WRKY which were modulated under water stress in
ewst1, might have a possible role in the tolerance mech-
anism of the same. Some of the previously characterized
genes for water stress tolerance and root growth such as
OsWRKYs (Xie et al. 2005; Wu et al. 2009; Peng et al. 2010;
Yokotani et al. 2013), OsNACs (Redillas et al. 2012; Jeong
et al. 2013) and OsJAZs (Seo et al. 2011; Yu et al. 2012)
were enriched in our mutant phenotype, indicating the
involvement of these TFs in the enhanced tolerance
mechanism of ewst1. Since we imposed stress using
25 % PEG 6000, the differential gene expression observed
in this study may not be a reflection of the response upon
field-based water deficit stress. Hence these results need
to be considered with caution while comparing them with
other transcriptome data generated under water stress.

Cis-regulatory element analysis of the promoter region
of URDEGs revealed the presence of elements like MYB-
CORE, MYCATERD1 and MYCATRD22, which are regulatory
binding sites of the MYB transcription factor. Also, cis-
acting regulatory elements like POLASIG1, GBOXRELO-
SAMY3 and PYRIMIDINEBOXOSRAMY1A related to the rice
a amylase gene were found to be enriched in most of the
URDEGs. These a-amylase-related cis-elements are regu-
lated by a rice MYB transcription factor called MYBGA
or GAMYB (Kaneko et al. 2004), which is associated with
gibberellin-mediated sugar-signalling pathway (Aya et al.
2009). GAMYB shows cross-talk with ABA and gibberellin-
signalling pathways (Xie et al. 2006) and influences react-
ive oxygen species (ROS), all of which are known to be
involved in stress tolerance in plants (Ishibashi et al.
2012). Although the involvement of GAMYB and its pos-
sible role in observed transcriptional reprogramming in en-
hanced water stress of ewst1 has been suggested by the
cis-enrichment analysis, this is yet to be confirmed.

In this study, ewst1 showed multiple morphological,
physiological and transcriptomic alterations both under
control and stress conditions. Mutation in master regula-
tory genes, responsible for post-transcriptional modifica-
tions, can cause multiple changes in various phenotypic
characters like grain number, heading date, plant growth
and development, and abiotic stress response accompan-
ied by a large number of transcriptional alterations
(Zhang et al. 2012a; Weng et al. 2014). Recently, physio-
logical and proteomic characterization of two chemically
induced salt-stress-responsive mutants of rice revealed a
number of physiological changes in the mutants corrobo-
rated by differential expression of proteins involved in the
stress pathway (Ghaffari et al. 2014).

The mapping efforts are on in our laboratory, which are
expected to give us concrete evidence on the mutated
locus. Though the transcriptional profiling indicates that
the chalkiness and enhanced stress response could be
due to changes in GAMYB, it would be premature to
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conclude so, without empirical evidence from additional
mapping efforts. If these two traits are not due to plei-
otropy, then ewst1 could be a potential resource in rice
improvement programmes for drought tolerance.

Conclusions

In this study, we identified a mutant (ewst1) which had
enhanced water stress tolerance than the WT Nagina22,
a popular upland variety and an international standard
in drought tolerance studies in rice. The mutant had
expanded root growth, altered root anatomy, chalky
endosperm and multiple transcriptional changes without
affecting many of the DUS characters and microsatellite
genotyping pattern, indicating that ewst1 was genetically
pure and closely related to its WT. Hence, the multiple
changes observed in the ewst1 transcriptome could be
due to point mutation in key regulator gene(s) with pleio-
tropic effects. Therefore, ewst1 presented in this study
can be used as a model mutant to understand the rela-
tionship of deeper root penetration, root anatomy, sto-
matal closure and grain chalkiness in rice in relation to
drought tolerance. Genetic mapping, cloning and charac-
terization of ewst1 will provide deeper insights into water
stress tolerance and associated changes in rice.

Sources of Funding

This work was supported by Department of Biotechnol-
ogy, New Delhi, Government of India through research
grant (BT/PR 9264/AGR/02/406/2007 dated 30 November
2007) for the project ‘Generation, Characterization and
use of EMS-induced mutants of upland variety Nagina-22
functional genomics in rice’.

Contributions by the Authors

T.M. conceived the study and supervised the work. J.M.L.
conducted the experiments and analysed the data. M.N.
assisted in stomatal and root anatomy study. P.D., K.V.R,,
K.P.K., C.V. and S.P.S. took part in phenotyping. J.M.L,,
S.V.A.M. and T.M. drafted and edited the manuscript.
U.B.M. participated in work supervision and drafting of
the manuscript. TM,, V.C, S.R.,, N.S.,, M.S,, K.S,, AK.S,
N.K.S. and R.P.S. generated the mutant resource used
for stress screening in this study.

Conflict of Interest Statement

None declared.

Acknowledgements

We express our sincere thanks to Project Director, NRCPB,
New Delhi for extending all support and the laboratory

facility for this work. We are thankful to Dr K. V. Prabhu,
Officer-in-charge, National Phytotron Facility, Indian
Agricultural Research Institute, New Delhi, India for pro-
viding the facility to screen the mutants under PEG stress
on hydroponic medium. We also thank Dr V. Ramamurthy,
Division of Entomology, IARI and Dr S. K. Mallik, NBPGR,
New Delhi for providing the facility of scanning electron
microscope and ultra-microtome, respectively. We acknow-
ledge Dr J. H. Cushman, Dr Abdeblbagi Ismail, G. Rice and
two anonymous reviewers for their critical suggestions to
improve the quality of the paper.

Supporting Information

The following additional information is available in the
online version of this article -

Figure S1. Root transverse sections of Nagina22 at
three different regions of root length.

Figure S2. (A) Initial screening of mutants in hydroponic
culture medium containing 25 % PEG6000. (B) Verifica-
tion of tolerance behaviour of selected tolerant mutants
under PEG stress.

Figure S3. Stomatal view of 45-day-old leaves of ewst1
and WT under the scanning electron microscope.

Figure S4. Validation of the microarray result for some
URDEGSs by semi-quantitative reverse transcription PCR
(NC = Nagina22 control, NS = Nagina22 stress, MC =
mutant control and MS = mutant stress). First row in gel
indicates the expression of actin followed by the expres-
sion of DEGs (MSU Locus ID) represented on the right side.

Table S1. List of 72 primers distributed on 12 rice chro-
mosomes used for SSR genotyping.

Table S2. Sheet 1. Similarity indices of biological repli-
cates of four used samples. Sheet 2. List of differentially
expressed (>2-fold) genes in six possible combinations
with their expression. Sheets 3 -8. List of DEGs for individ-
ual combinations.

Table S3. Sheet 1. List of URDEGs with their MSU ID and
functional annotation. Sheets 2-13. List of URDEGs for
individual clusters obtained from six-way Venn analysis.

Table S4. List of cis-elements identified by promoter
analysis.

Literature Cited

Aroca R, Porcel R, Ruiz-Lozano JM. 2012. Regulation of root water
uptake under abiotic stress conditions. Journal of Experimental
Botany 63:43-57.

Aya K, Ueguchi-Tanaka M, Kondo M, Hamada K, Yano K, Nishimura M,
Matsuoka M. 2009. Gibberellin modulates anther development in
rice via the transcriptional regulation of GAMYB. The Plant Cell
Online 21:1453-1472.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2015

GTOZ ‘0€ aunr uo 1s9nb Aq /Bio'seulnolpioxoe|dgoe//:dny wouy papeojumoq


http://aobpla.oxfordjournals.org/

Lima et al. — EMS-induced mutant with water stress tolerance

Barr HD, Weatherley PE. 1962. A re-examination of the relative tur-
gidity technique for estimating water deficit in leaves. Australian
Journal of Biological Science 15:413-428.

Blum A, Ebercon A. 1981. Cell membrane stability as a measure of
drought and heat tolerance in wheat. Crop Science 21:43-47.

Bunnag S, Pongthai P. 2013. Selection of Rice (Oryza sativa L.)
cultivars tolerant to drought stress at the vegetative stage
under field conditions. American Journal of Plant Sciences 4:
1701-1708.

Chun A, Song J, Kim KJ, Lee HJ. 2009. Quality of head and chalky rice
and deterioration of eating quality by chalky rice. Journal of Crop
Science and Biotechnology 12:239-244.

Chutia J, Borah SP. 2012. Water stress effects on leaf growth and
chlorophyll content but not the grain yield in traditional rice
(Oryza sativa L.) genotypes of Assam, India II. Protein and proline
status in seedlings under PEG induced water stress. American
Journal of Plant Sciences 3:971-980.

Doyle JJ, Doyle JL. 1990. Isolation of plant DNA from fresh tissue.
Focus 12:13-15.

Fendrych M, Synek L, Pecenkova T, Toupalova H, Cole R, Drdova E,
Nebesarova J, Sedinova M, Hala M, Fowler JE, Zarsky V. 2010.
The Arabidopsis exocyst complex is involved in cytokinesis and
cell plate maturation. The Plant Cell 22:3053-3065.

Galbraith DW, Edwards J. 2010. Applications of microarrays for crop im-
provement: here, there, and everywhere. BioScience 60:337-348.

Gao G, Zhong Y, Guo A, Zhu Q, Tang W, Zheng W, Gu X, Wei L, Luo J.
2006. DRTF: a database of rice transcription factors. Bioinformat-
ics 22:1286-1287.

Ghaffari A, Gharechahi J, Nakhoda B, Salekdeh GH. 2014. Physiology
and proteome responses of two contrasting rice mutants and
their wild type parent under salt stress conditions at the vegeta-
tive stage. Journal of Plant Physiology 171:31-44.

Gowda VRP, Henry A, Yamauchi A, Shashidhar HE, Serraj R. 2011. Root
biology and genetic improvement for drought avoidance in rice.
Field Crops Research 122:1-13.

Henry A, Gowda VRP, Torres RO, McNally KL, Serraj R. 2011. Variation
in root system architecture and drought response in rice (Oryza
sativa): phenotyping of the OryzaSNP panel in rainfed lowland
fields. Field Crops Research 120:205-214.

Henry A, Cal AJ, Batoto TC, Torres RO, Serraj R. 2012. Root attributes
affecting water uptake of rice (Oryza sativa) under drought.
Journal of Experimental Botany 63:4751-4763.

Hernandez I, van Breusegem F. 2010. Opinion on the possible role of
flavonoids as energy escape valves: novel tools for nature’s Swiss
army knife? Plant Science 179:297-301.

Hiscox JD, Israelstam GF. 1979. A method for the extraction of
chlorophyll from leaf tissue without maceration. Canadian Jour-
nal of Botany 57:1332-1334.

Hsiao TC, Xu LK. 2000. Sensitivity of growth of roots versus leaves to
water stress: biophysical analysis and relation to water transport.
Journal of Experimental Botany 51:1595-1616.

Huang XY, Chao DY, Gao JP, Zhu MZ, Shi M, Lin HX. 2009. A previously
unknown zinc finger protein, DST, regulates drought and salt tol-
erance in rice via stomatal aperture control. Genes and Develop-
ment 23:1805-1817.

Ishibashi Y, Tawaratsumida T, Kondo K, Kasa S, Sakamoto M, Aoki N,
Zheng SH, Yuasa T, Iwaya-Inoue M. 2012. Reactive oxygen spe-
cies are involved in gibberellin/abscisic acid signaling in barley
aleurone cells. Plant Physiology 158:1705-1714.

Jensen WA. 1962. Botanical histochemistry: principles and practice.
San Francisco: WH Freeman & Co.

Jeong JS, Kim YS, Redillas MC, Jang G, Jung H, Bang SW, Choi YD,
Ha SH, Reuzeau C, Kim JK. 2013. OsNAC5 overexpression enlarges
root diameter in rice plants leading to enhanced drought toler-
ance and increased grain yield in the field. Plant Biotechnology
Journal 11:101-114.

Kaneko M, Inukai Y, Ueguchi-Tanaka M, Itoh H, Izawa T, Kobayashi Y,
Hattori T, Miyao A, Hirochika H, Ashikari M, Matsuoka M. 2004.
Loss-of-function mutations of the rice GAMYB gene impair
a-amylase expression in aleurone and flower development. The
Plant Cell Online 16:33 -44.

Kulkarni KP, Vishwakarma C, Sahoo S, Lima JM, Nath M, Dokku P,
Gacche R, Mohapatra T, Robin S, Sarla N, Seshashayee M,
Singh AK, Singh K, Singh NK, Sharma RP. 2014. A substitution mu-
tation in OsCCD7 cosegregates with dwarf and increased tillering
phenotype in rice. Journal of Genetics 93:389-401.

Lawlor DW, Cornic G. 2002. Photosynthetic carbon assimilation and
associated metabolism in relation to water deficits in higher
plants. Plant, Cell and Environment 25:275-294.

Lenka SK, Katiyar A, Chinnusamy V, Bansal KC. 2011. Comparative
analysis of drought-responsive transcriptome in Indica rice gen-
otypes with contrasting drought tolerance. Plant Biotechnology
Journal 9:315-327.

Lohse M, Nunes-Nesi A, Kruger P, Nagel A, Hannemann J, Giorgi FM,
Childs L, Osorio S, Walther D, Selbig J, Sreenivasulu N, Stitt M,
Fernie AR, Usadel B. 2010. Robin: an intuitive wizard application
for R-based expression microarray quality assessment and ana-
lysis. Plant Physiology 153:642-651.

Mohapatra T, Robin S, Sarla N, Sheshasayee M, Singh AK, Singh K,
Singh NK, Amitha-Mithra SV, Sharma RP. 2014. EMS induced mu-
tants of upland rice variety Nagina22: generation and character-
ization. Proceedings of the Indian National Science Academy 80:
163-172.

Moradi F, Ismail AM. 2007. Responses of photosynthesis, chlorophyll
fluorescence and ROS-scavenging systems to salt stress during
seedling and reproductive stages in rice. Annals of Botany 99:
1161-1173.

Morris RT, O’Connor TR, Wyrick JJ. 2008. Osiris: an integrated pro-
moter database for Oryza sativa L. Bioinformatics 24:2915-2917.

Moumeni A, Satoh KK, Kondoh HH, Asano TT, Hosaka AA,
Venuprasad R, Serraj R, Kumar A, Leung H, Kikuchi S. 2011. Com-
parative analysis of root transcriptome profiles of two pairs of
drought-tolerant and susceptible rice near-isogenic lines under
different drought stress. BMC Plant Biology 11:174.

Moura JCMS, Bonine CAV, de Oliveira FernandesViana J, Dornelas MC,
Mazzafera P. 2010. Abiotic and biotic stresses and changes in the
lignin content and composition in plants. Journal of Integrative
Plant Biology 52:360-376.

Nakashima K, Ito Y, Yamaguchi-Shinozaki K. 2009. Transcriptional
regulatory networks in response to abiotic stresses in Arabidopsis
and grasses. Plant Physiology 149:88-95.

Nakhoda B, Leung H, Mendioro MS, Mohammadi-nejad G, Ismail AM.
2012. Isolation, characterization, and field evaluation of rice
(Oryza sativa L., Var. IR64) mutants with altered responses to
salt stress. Field Crops Research 127:191-202.

Parida SK, Anand Raj Kumar K, Dalal V, Singh NK, Mohapatra T. 2006.
Unigene derived microsatellite markers for the cereal genomes.
Theoretical and Applied Genetics 112:808-817.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2015

GTOZ ‘0€ aunr uo 1s9nb Aq /Bio'seulnolpioxoe|dgoe//:dny wouy papeojumoq

17


http://aobpla.oxfordjournals.org/

18

Lima et al. — EMS-induced mutant with water stress tolerance

Peng Y, Bartley LE, Canlas P, Ronald PC. 2010. OsWRKY IIa transcrip-
tion factors modulate rice innate immunity. Rice 3:36-42.

Poli Y, Basava RK, Panigrahy M, Vinukonda VP, Dokula NR, Voleti SR,
Desiraju S, Neelamraju S. 2013. Characterization of a Nagina22
rice mutant for heat tolerance and mapping of yield traits. Rice
6:36.

Ray S, Dansana PK, Giri J, Deveshwar P, Arora R, Agarwal P,
Khurana JP, Kapoor S, Tyagi AK. 2011. Modulation of transcription
factor and metabolic pathway genes in response to water-deficit
stress in rice. Functional & Integrative Genomics 11:157-178.

Rebolledo MC, Luquet D, Courtois B, Henry A, Soulié JC, Rouan L,
Dingkuhn M. 2013. Can early vigour occur in combination with
drought tolerance and efficient water use in rice genotypes?
Functional Plant Biology 40:582-594.

Redillas MC, Jeong JS, Kim YS, Jung H, Bang SW, Choi YD, Ha SH,
Reuzeau C, Kim JK. 2012. The overexpression of OsNAC9 alters
the root architecture of rice plants enhancing drought resistance
and grain yield under field conditions. Plant Biotechnology Jour-
nal 10:792-805.

Sato Y, Namiki N, Takehisa H, Kamatsuki K, Minami H, Ikawa H,
Ohyanagi H, Sugimoto K, Itoh JI, Antonio BA, Nagamura Y.
2013. RiceFREND: a platform for retrieving coexpressed gene
networks in rice. Nucleic Acids Research 41:D1214-D1221.

Schadt EE, Li C, Ellis B, Wong WH. 2001. Feature extraction and nor-
malization algorithms for high-density oligonucleotide gene ex-
pression array data. Journal of Cellular Biochemistry 84:120-125.

Seo JS, Joo J, Kim MJ, Kim YK, Nahm BH, Song SI, Cheong JJ, Lee JS,
Kim JK, Choi YD. 2011. OsbHLH148, a basic helix-loop-helix pro-
tein, interacts with OsJAZ proteins in a jasmonate signalling
pathway leading to drought tolerance in rice. The Plant Journal
65:907-921.

Serraj R, Kumar A, McNally KL, Slamet-Loedin I, Bruskiewich R,
Mauleon R, Cairns J, Hijmans RJ. 2009. Improvement of drought
resistance in rice. Advances in Agronomy 103:41-98.

Sikora P, Chawade A, Larsson M, Olsson J, Olsson O. 2011. Mutagen-
esis as a tool in plant genetics, functional genomics, and breed-
ing. International Journal of Plant Genomics 2011:1-13.

Thang N, Wu J, Zhou W, Shi C. 2010. The screening of mutants and
construction of mutant library for Oryza sativa cv. Nipponbare via
ethyl methane sulphonate inducing. Biologia 65:660-669.

Thapa G, Dey M, Sahoo L, Panda SK. 2011. An insight into the drought
stress induced alterations in plants. Biologia Plantarum 55:
603-613.

Thimm O, Bldsing O, Gibon Y, Nagel A, Meyer S, Kriiger P, Selbig J,
Miiller LA, Rhee SY, Stitt M. 2004. Mapman: a user-driven tool to
display genomics data sets onto diagrams of metabolic path-
ways and other biological processes. The Plant Journal 37:
914-939.

Till BJ, Cooper J, Tai TH, Colowit P, Greene EA, Henikoff S, Comai L.
2007. Discovery of chemically induced mutations in rice by
TILLING. BMC Plant Biology 7:19.

Tiwari KK, Singh A, Pattnaik S, Sandhu M, Kaur S, Jain S, Tiwari S,
Mehrotra S, Anumalla M, Samal R, Bhardwaj J, Dubey N, Sahu V,
Kharshing GA, Zeliang PK, Sreenivasan K, Kumar P, Parida SK,
Mithra SVA, Rai V, Tyagi W, Agarwal PK, Rao AR, Pattanayak A,
Chandel G, Singh AK, Bisht IS, Bhat KV, Rao GJN, Khurana JP,
Singh NK, Mohapatra T. 2015. Identification of a diverse mini-
core panel of Indian rice germplasm based on genotyping
using microsatellite markers. Plant Breeding doi:10.1111/
pbr.12252.

Tounekti T, Herndndez I, Munné-Bosch S. 2013. Salicylic acid biosyn-
thesis and role in modulating terpenoid and flavonoid metabol-
ism. In: Hayat S, Ahmad A, Alyemeni MN, eds. Plant responses to
abiotic stress. Salicylic acid plant growth and development. The
Netherlands: Springer, 389pp.

Tripathy JN, Zhang J, Robin S, Nguyen TT, Nguyen HT. 2000. QTLs for
cell-membrane stability mapped in rice (Oryza sativa L.) under
drought stress. Theoretical and Applied Genetics 100:1197-1202.

Tuberosa R. 2012. Phenotyping for drought tolerance of crops in the
genomics era. Frontier Physiology 3:347.

Verslues PE, Agarwal M, Katiyar-Agarway S, Zhu JH, Zhu JK. 2006.
Methods and concepts in quantifying resistance to drought,
salt and freezing, abiotic stresses that affect plant water status.
The Plant Journal 45:523-539.

Vikram P, Swamy BPM, Dixit S, Sta Cruz MT, Ahmed HU, Singh AK,
Kumar A. 2011. gDTY1.1, a major QTL for rice grain yield under
reproductive-stage drought stress with a consistent effect in
multiple elite genetic backgrounds. BMC Genetics 12:89.

Voss I, Sunil B, Scheibe R, Raghavendra AS. 2013. Emerging concept
for the role of photorespiration as an important part of abiotic
stress response. Plant Biology 15:713-722.

Wang D, Pan Y, Zhao X, Zhu L, Fu B, Li Z. 2011. Genome-wide
temporal-spatial gene expression profiling of drought respon-
siveness in rice. BMC Genomics 12:149.

Wang H, Zhang H, Gao F, Li J, Li Z. 2007. Comparison of gene expres-
sion between upland and lowland rice cultivars under water
stress using cDNA microarray. Theoretical and Applied Genetics
115:1109-1126.

Weng X, Wang L, Wang J,Hu Y, Du H, Xu C, Xing Y, Li X, Xiao J, Zhang Q.
2014. Grain number, plant height, and heading date7 is a central
regulator of growth, development, and stress response. Plant
Physiology 164:735-747.

Wu JL, Wu C, Lei C, Baraoidan M, Bordeos A, Madamba MR,
Ramos-Pamplona M, Mauleon R, Portugal A, Ulat VJ,
Bruskiewich R, Wang G, Leach J, Khush G, Leung H. 2005.
Chemical- and irradiation-induced mutants of indica rice IR64
for forward and reverse genetics. Plant Molecular Biology 59:
85-97.

Wu X, Shiroto Y, Kishitani S, Ito Y, Toriyama K. 2009. Enhanced heat
and drought tolerance in transgenic rice seedlings overexpres-
sing OsWRKY11 under the control of HSP101 promoter. Plant
Cell Reports 28:21-30.

Xie Z, Zhang ZL, Zou X, Huang J, Ruas P, Thompson D, Shen QJ. 2005.
Annotations and functional analyses of the rice WRKY gene
superfamily reveal positive and negative regulators of abscisic
acid signaling in aleurone cells. Plant Physiology 137:176-189.

Xie Z, Zhang ZL, Zou X, Yang G, Komatsu S, Shen QJ. 2006. Interac-
tions of two abscisic-acid induced WRKY genes in repressing
gibberellin signaling in aleurone cells. The Plant Journal 46:
231-242.

Xu H, Zhang J, Zeng J, Jiang L, Liu E, Peng C, He Z, Peng X. 2009. In-
ducible antisense suppression of glycolate oxidase reveals its
strong regulation over photosynthesis in rice. Journal of Experi-
mental Botany 60:1799-1809.

Yilmaz A, Nishiyama MY, Fuentes BG Jr, Souza GM, Janies D, Gray J,
Grotewold E. 2009. GRASSIUS: a platform for comparative
regulatory genomics across the grasses. Plant Physiology 149:
171-180.

Yokotani N, Sato Y, Tanabe S, Chujo T, Shimizu T, Okada K, Yamane H,
Shimono M, Sugano S, Takatsuji H, Kaku H, Minami E, Nishizawa Y.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2015

GTOZ ‘0€ aunr uo 1s9nb Aq /Bio'seulnolpioxoe|dgoe//:dny wouy papeojumoq


http://aobpla.oxfordjournals.org/

Lima et al. — EMS-induced mutant with water stress tolerance

2013. WRKY76 is a rice transcriptional repressor playing opposite
roles in blast disease resistance and cold stress tolerance. Journal
of Experimental Botany 64:5085-5097.

Yu S, Liao F, Wang F, Wen W, Li J, Mei H, Luo L. 2012. Identification of
rice transcription factors associated with drought tolerance
using the ecotilling method. PLoS ONE 7:e30765.

Yue B, Xue W, Xiong L, Yu X, Luo L, Cui K, Jin D, Xing Y, Zhang Q. 2006.
Genetic basis of drought resistance at reproductive stage in
rice: separation of drought tolerance from drought avoidance.
Genetics 172:1213-1228.

Zhang CC, Yuan WY, Zhang QF. 2012a. RPL1, a gene involved in
epigenetic processes regulates phenotypic plasticity in rice.
Molecular Plant 5:482-493.

Zhang T, Zhao X, Wang W, Pan Y, Huang L, Liu X, Zong Y, Zhu L, Yang D,
Fu B. 2012b. Comparative transcriptome profiling of chilling
stress responsiveness in two contrasting rice genotypes. PLoS
ONE 7:€43274.

Zhao JM, Williams CC, Last RL. 1998. Induction of Arabidopsis trypto-
phan pathway enzymes and camalexin by amino acid starvation,
oxidative stress, and an abiotic elicitor. The Plant Cell 10:359-370.

Zheng Q, Wang XJ. 2008. GOEAST: a web-based software toolkit for
gene ontology enrichment analysis. Nucleic Acids Research 36:
W358-W363.

Zhou J, Wang F, Deng P, Jing W, Zhang W. 2013. Characterization
and mapping of a salt-sensitive mutant in rice (Oryza sativa L.).
Journal of Integrative Plant Biology 55:504-503.

AoB PLANTS www.aobplants.oxfordjournals.org

© The Authors 2015

GTOZ ‘0€ aunr uo 1s9nb Aq /Bio'seulnolpioxoe|dgoe//:dny wouy papeojumoq

19


http://aobpla.oxfordjournals.org/


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo false
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Oblique
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /ZapfDingbats
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 175
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50286
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG2000
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 175
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50286
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG2000
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 175
  /MonoImageDepth 4
  /MonoImageDownsampleThreshold 1.50286
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


