atmosphere @\Py

A

Article

Transcriptomics of Mature Rice (Oryza Sativa L.
Koshihikari) Seed under Hot Conditions by DNA
Microarray Analyses

Ranjith Kumar Bakku 120, Randeep Rakwal 34:5:6:* %0 Junko Shibato 5%,
Kyoungwon Cho 71, Soshi Kikuchi 8, Masami Yonekura %, Abhijit Sarkar 101,
Seiji Shioda #*© and Ganesh Kumar Agrawal 456/

1 Faculty of Engineering Information and Systems, Department of Computer Science, University of Tsukuba,

1-1-1 Tennodai, Tsukuba, Ibaraki 305-8572, Japan; ranjithkumar.bakku@gmail.com

Tsukuba Life Science Innovation Program (T-LSI), University of Tsukuba, 1-1-1 Tennodai, Tsukuba,

Ibaraki 305-8572, Japan

Faculty of Health and Sport Sciences, University of Tsukuba, 1-1-1 Tennodai, Tsukuba,

Ibaraki 305-8574, Japan

Global Research Center for Innovative Life Science, Peptide Drug Innovation,

School of Pharmacy and Pharmaceutical Sciences, Hoshi University, 4-41 Ebara 2-chome, Shinagawa,

Tokyo 142-8501, Japan; shioda@hoshi.ac.jp (S.S.); gkagrawal123@gmail.com (G.K.A.)

5 Research Laboratory for Biotechnology and Biochemistry (RLABB), PO Box 13265, Kathmandu 44600, Nepal;
rjunko@nifty.com

6 Global Research Arch for Developing Education (GRADE) Academy Pvt. Ltd., Birgunj 44300, Nepal

Department of Biotechnology, College of Agriculture and Life Sciences, Chonnam National University,

Gwangju 61186, Korea; kw.cho253@gmail.com

Genetic Resources Center, National Agriculture and Food Research Organization, Kannondai, Tsukuba,

Ibaraki 305-8602, Japan; skikuchi@affrc.go.jp

Laboratory of Molecular Food Functionality, College of Agriculture, Ibaraki University, Ami,

Ibaraki 300-0393, Japan; masami.yonekura.ogoori@vc.ibaraki.ac.jp

Laboratory of Applied Stress Biology, Department of Botany, University of Gour Banga, Malda 732103,

West Bengal, India; abhijitbhu@gmail.com

Correspondence: plantproteomics@gmail.com

t These authors contributed equally to this work.

check for

Received: 1 April 2020; Accepted: 17 May 2020; Published: 20 May 2020 updates

Abstract: Higher temperature conditions during the final stages of rice seed development (seed filling
and maturation) are known to cause damage to both rice yield and rice kernel quality. The western
and central parts of Japan especially have seen record high temperatures during the past decade,
resulting in the decrease of rice kernel quality. In this study, we looked at the rice harvested from a
town in the central Kanto-plains (Japan) in 2010. The daytime temperatures were above the critical
limits ranging from 34 to 38 °C at the final stages of seed development and maturity allowing us
to investigate high-temperature effects in the actual field condition. Three sets of dry mature rice
seeds (commercial), each with specific quality standards, were obtained from Japan Agriculture (JA
Zen-Noh) branch in Ami-town of Ibaraki Prefecture in September 2010: grade 1 (top quality, labeled as
Y1), grade 2 (medium quality, labeled as Y2), and grade 3 (out-of-grade or low quality, labeled as Y3).
The research objective was to examine particular alterations in genome-wide gene expression in grade
2 (Y2) and grade 3 (Y3) seeds compared to grade 1 (Y1). We followed the high-temperature spike
using a high-throughput omics-approach DNA microarray (Agilent 4 x 44 K rice oligo DNA chip) in
conjunction with MapMan bioinformatics analysis. As expected, rice seed quality analysis revealed
low quality in Y3 > Y2 over Y1 in taste, amylose, protein, and fatty acid degree, but not in water
content. Differentially expressed gene (DEG) analysis from the transcriptomic profiling data revealed
that there are more than one hundred upregulated (124 and 373) and downregulated (106 and 129)

Atmosphere 2020, 11, 528; d0i:10.3390/atmos11050528 www.mdpi.com/journal/atmosphere


http://www.mdpi.com/journal/atmosphere
http://www.mdpi.com
https://orcid.org/0000-0001-5237-0554
https://orcid.org/0000-0003-0559-8577
https://orcid.org/0000-0002-6329-2907
https://orcid.org/0000-0002-7699-9741
https://orcid.org/0000-0002-4164-6743
http://www.mdpi.com/2073-4433/11/5/528?type=check_update&version=1
http://dx.doi.org/10.3390/atmos11050528
http://www.mdpi.com/journal/atmosphere

Atmosphere 2020, 11, 528 2 of 19

genes in Y2 (grade 2 rice seed) and Y3 (grade 3 rice seed), respectively. Bioinformatic analysis of DEGs
selected as highly regulated differentially expressed (HRDE) genes revealed changes in function
of genes related to metabolism, defense/stress response, fatty acid biosynthesis, and hormones.
This research provides, for the first time, the seed transcriptome profile for the classified low grades
(grade 2, and out-of-grade; i.e., grade 3) of rice under high-temperature stress condition.

Keywords: rice; heat stress; whole genome DNA microarray; yield loss; MapMan analysis; HRDE

1. Introduction

With the rise in mean global temperatures, the earth’s biosphere is warming up gradually.
According to the statistics of the North American Space Agency’s (NASA) earth observatory data,
the average global temperature increased above 1 °C since the year 1880 [1]. In the next 100 years,
the surface temperatures are expected to rise between 2 °C to 6 °C if greenhouse gas emissions continue.
This is a serious threat for our future generations as it directly influences the habitable conditions—both
flora and fauna. A rise in temperature induces heat stress and seriously affects plants, which play a key
role in providing food, oxygen, and shelter to several species of fauna including humans. Moreover,
its effects on the productivity of food crops will result in a food crisis for the growing population [2].
Recently, Zhao et al. (2017) [3] estimated that for every one-degree rise in global temperature, yields
of food crops like wheat, rice, maize, and soybean will be reduced by 6%, 3.2%, 7.4%, and 3.1%,
respectively [3]. Therefore, there is a grave need to understand the effects of increasing temperatures
and the biological responses induced in food crops, to address challenges in developing next-generation
crops [2,3].

Heat stress damages both physiological and molecular level mechanisms in plants [4-7].
Major damages include scorching and abscission of leaves, shoot and stems, fruit/seed damage,
reduced photosynthesis, seed germination, increase in reactive oxygen species (ROS), and osmotic
stress [5,6,8-11]. Furthermore, the ROS accumulated during heat stress damages molecular components
by inducing oxidative stress [12,13]. For example, the formation of hydroxyl radicle could induce
irreversible DNA single-strand breaks, peroxidation of lipids, protein proteolysis, and damage of
photosynthesis system II [14-16]. In addition, hydrogen peroxide (H,O,) formed during heat stress
could alter the balance between starch biosynthesis and degradation mechanisms by upregulation of
starch degradation and downregulation of the biosynthesis genes. Additionally, plants also develop
heat-tolerance by responding to heat stress by altering their gene expression and synthesizing specific
heat shock proteins (HSPs), transporters, and enzymes.

Rice (Oryza sativa), being one of the top three food crops produced and consumed by nearly 3.5
billion people around the world, has been well studied for its yield and quality with respect to changes
in global temperatures. According to the Food and Agriculture Organization (FAO) of the United
Nations, Asia is the largest producer of rice in the world (nearly 90%). The average rice production
statistics between 1994-2018 show that China and India stand as the top two producers (193 and
140 million tons respectively), while Japan is ranked 10th (11 million tons) in the world. Japan is
also the 13th largest consumer of rice in the world as of 2018. In Japan, as rice is a primary staple
food crop with high socio-economic importance, any reduction in yield and damage to the quality
of the grain is a serious issue. The decrease in rice productivity is generally due to reduced pollen
germination and in turn, affects the spikelet fertility and yield [17-21]. Moreover, spikelet sterility
occurs when air temperature reaches a threshold limit of 35 °C during flowering time [22]. For example,
in 2007, the Kanto and Tokaido regions of Japan faced a marked rise in temperatures to 40 °C during
the summer months. The samples collected in this region showed high rates of spikelet fertility
damages [19]. In addition to high-temperature injury in grain productivity, it also affects the quality of
rice. For example, if rice crops are exposed to high temperatures during the first two weeks after an
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early emergence, the rice grain turns into immature kernels with white portions [23-26]. A decade
back, high proportions of first-grade rice kernel were produced in the warmer regions (west Japan)
like Kyushu, while production was lower in northern regions of Japan (like Tohoku and Hokkaido),
due to cold damage. However, in the past years, the rice crop quality from North to West Japan has
been completely reversed due to climatic changes [18]. In the year 2010, the average temperature
across Japan approached 28 °C to 29 °C, as compared to normal day temperatures (26 °C). That year
recorded the hottest summer (June-September 2010) ever experienced with day temperatures ranging
between 35 °C to 38 °C in East, South, Central, and West regions of Japan. On average, the daytime
temperatures were nearly 1.8 and 2 °C above normal in August. An exposure to such anomalies in
temperature for a couple of hours is enough to induce spikelet sterility and reduce crop productivity in
rice. As such these conditions during 2010 resulted in producing milky white kernels in the first-grade
rice kernel crop, and, therefore reduced their production throughout Japan (Figure 1). This grain
chalkiness is due to the induced production of starch hydrolyzing enzymes («x-amylases) as a result of
high temperatures [27-30].
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Figure 1. Temporal change in the proportion of first grade rice kernel in Northern Japan and Western
Japan. This figure, created based on Ministry of Agriculture, Forestry and Fisheries data, has been
obtained with permission from Prof. Shunji Ohta, Faculty of Human Sciences, Waseda University-Recent
Impacts of Climatic Extreme Events on Everyday Food in Japan: The Need for an Adaptation Strategy
for Climate Change [31].

It was observed that the productivity and quality of rice also depend on its variety along with
the temperature. However, no studies were reported on how different varieties of the same cultivar
respond to heat stress in the open field conditions. Especially in Japan, Koshihikari is a highly grown
rice cultivar/variety for the past few decades, and also is the most widely affected variety due to climate
changes in recent years. Understanding the importance of this cultivar in Japan, the current study
focuses on exploring transcriptome level differences under heat stress between grades 1, 2, and 3
(labeled as Y1, Y2, and Y3 for the purpose of the experiment) of the Koshihikari rice variety. Each grade
of rice is categorized by Japan’s National Food Agency (NFA) based on the grain’s physiological
characteristics like weight per volume, moisture content, appearance, region in which it was grown,
etc., which determine its quality [32]. For this open field sample, sampling was done from a region in
East Japan (Kanto-plains) during the high-temperature season of the year 2010, and included three
different grades of rice. The seed samples were analyzed for genome-wide gene expression (DNA
microarray technique) and compared using bioinformatic techniques for identifying differentially
expressed genes (DEG).

2. Results and Discussion

2.1. Koshihikari Rice Seed Quality in Grades 1 to 3

The seed quality was tested based on quality criteria like taste value, percentage of amylase,
protein, water content, and fatty acid degree in the rice seed (Table 1). Grade 1 (Y1) Koshihikari rice is
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identified to have a high taste value of 86. Compared to Y1, grade 2 (Y2) and grade 3 (Y3) are relatively
less tasty by 5 to 3 points as determined by professional analysis. In addition, the Y2 and Y3 grains
have a high percentage of amylose and water content in comparison to Y1, indicating sticky and chalky
rice. In general, lower amylose content means lower chalkiness of the grains, resulting in harder
rice. Low water content indicates lower moisture levels which in turn produce less sticky rice after
cooking [33,34]. Quality of rice also depends on its aroma and flavor. The surface lipids of grains form
free fatty acids as they undergo hydrolysis during storage of the grain. The free fatty acids formed in
this way are susceptible to oxidation and eventual formation of hydrocarbons such as aldehydes and
ketones, which give a foul odor to the seeds [35,36]. Y1 was found to have a lesser degree (15.5) of
unsaturated fatty acids in comparison to Y2 (17) and Y3 (20), indicating the presence of good aroma
with grade 1. The overall grain quality analysis clearly indicated that under extreme temperatures,
the grain quality is affected more (to negative values) in Y3 followed by Y2, and is least affected in Y1
(Grade 1).

Table 1. Rice grain (cv. Koshihikari * seed) quality analyses **.

Components 1st Grade 2nd Grade Out of Grade (3rd)
Taste Value (point) 86 *** 81 83
Amylose (%) 17.9 18.5 18.2 ****
Protein (%) 6.6 7.5 7.6 *HHEE
Water Content (%) 14.1 144 14.3
Fatty Acid Degree (mg/100 g) 155 17.0 20.0 Frrx

* Rice seeds, grades 1 to 3 were obtained from JA (Japan Agriculture). ** Analyses were done by rice analyzer
(SATAKE, Japan). *** Above 85 is very good taste, as determined by a professional taster. **** Categorized as not so
sticky. ***** Categorized as hard rice. ***** Higher the degree, increased oxidation of fatty acids.

2.2. Investigation of the Koshihikari Rice Seed Transcriptomes in Grades 2 and 3

This work looks at differences in transcripts accumulated in the dried endosperm after the
maturation process. From the analysis of DEGs in Y3 and Y2 in comparison to Y1, a greater number
of DEGs were observed in Y3 (502 genes) than Y2 (230 genes), as shown in Figure 2. Individually,
a total of 373 upregulated and 129 downregulated genes were observed in Y3 while Y2 resulted in
124 and 106 up and downregulated genes, respectively. Among all the DEGs in grades Y3 and Y2,
similar expression patterns were also observed for a few common genes present in both grades. In this
category, there are nearly 59 upregulated genes and 33 downregulated genes.

Differentially Expressed Genes in Grade Y2 and
Y3 (out-of-grade) Rice Dry Mature Seeds
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Figure 2. Figure indicating the differentially expressed genes (DEGs) in Y2 and Y3.
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2.3. MapMan Analysis of Koshihikari Rice Seed Differentially Expressed Genes in Grades 2 and 3

In order to visualize the DEGs that are involved in key pathways, a total of 42,560 Rice Japonica
genes were plotted against the pathway maps of the Mapman tool. Among all the genes, DEGs with
high fold changes were selected for the analysis, as discussed in methods for Mapman analysis.
From the fold change cut-off threshold, a total of 161 and 490 highly regulated differentially expressed
(HRDE) genes for each Y2 and Y3 were identified. Among these, 92 genes are common for both grades.
A total of 68 and 398 genes are unique for Y2 and Y3, respectively resulting in a total of 560 HRDEs for
both. An overview of these HRDEs in Y1-Y2 and Y1-Y3, and the related 36 pathway bins, are shown in
(Figure 3A,B). Results clearly indicate that the highest fraction of the gene regulation occurred in 16, 17,
20, 26, 27, 28, 29, 30, 33, and 34 Mapman bins. The number of genes associated with each bin, specific
to each pathway; is listed in supplementary Table S1. These bins are related to secondary metabolism,
hormone metabolism, stress response, miscellaneous enzyme families, RNA, DNA, protein, signaling,
development, and transport. In addition, bin 35 has the most differentially expressed genes; however,
these genes are without any functional annotation.
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Figure 3. Mapman Bins for functional categorization of high temperature-responsive genes in (A) Y2:
grade 2 Koshihikari rice seed and (B) Y3: grade 3 Koshihikari rice seed. Non-redundant 640 genes
which expression are changed over 2-fold in the seeds of both grades 2 (Y2) and 3 (Y3) were functionally
categorized into MapMan bins as described in Materials and Methods. The heat map with grid boxes
shows the genes (blue, upregulated; red, downregulated) in each BIN for each grade seeds. Number
of genes associated to each bin is listed in supplementary Table S1. The 36 BINS abbreviations: PS,
photosynthesis; maCHO, major carbohydrate metabolism; miCHO, minor carbohydrate metabolism;
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G, glycolysis; FM, fermentation; GL/GC, gluconeogenese/glyoxlate cycle; OPP, oxidative pentose
phosphate; TCA/OT, tricarboxylic acid/organic acid transformations; MET/ATPs, mitochondrial electron
transport/adenosine triphosphate; CW, cell wall; L, lipid metabolism; N-, nitrogen metabolism; AA,

amino acid metabolism; S-A, sulfur assimilation; MH, metal handling; S, secondary metabolism; H,

hormone metabolism; Co-F/V, co-factor and vitamin metabolism; TS, tetrapyrrole synthesis; ST, stress;

RR, redox regulation; P, polyamine metabolism; N, nucleotide metabolism; BioDX, biodegradation of
xenobiotics; C1, Cl-metabolism; MISC, miscellaneous; RNA, ribonucleic acid; DNA, deoxyribonucleic
acid; PR, protein; SIG, signaling; C, cell; mRNA, messenger RNA; D, development; T, transport; NA,
not assigned; MN, mineral nutrition.

The overall expression profile indicates that stress response genes (bin 20) are strongly regulated
in both Y2 and Y3. Y3 exhibited a larger number of strongly upregulated genes in comparison to Y2.
Further, the differential gene expression patterns of Y2 and Y3 in three major processes, namely cell
function, metabolism, and abiotic-biotic stress (Figures 4—6) were explored.
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Figure 4. A cell function map of highly regulated differentially expressed (HRDE) genes that are

categorized based on various functions, generated using Mapman. (A) Map for HRDE genes related to
Koshihikari rice grade Y2. (B) Map for HRDE genes related to Koshihikari rice grade Y3. Blue and red
colored data points indicated highly up or downregulated genes. Numbering for each data point on

the figure was given in left to right order to identify relevant gene information from supplementary

Table 52. These numbers represent serial numbers for the genes in the supplementary table accordingly.
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Figure 5. A metabolism overview map of highly regulated differentially expressed (HRDE) genes that
are categorized into various metabolic pathways generated using Mapman. (A) Map for HRDE genes
related to Koshihikari rice grade Y2. (B) Map for HRDE genes related to Koshihikari rice grade Y3.
Numbering for each data point on the figure was given in left to right order to identify relevant gene
information from supplementary Table S3. These numbers represent serial numbers for the genes in the
supplementary table accordingly. Expression of specific genes of interest like PME, cellulose synthases,
pectin lyases, XET, raffinose synthase, TAG lipases, DGK, Omega-6-desaturases, SPT2, amylase and
Susy family genes can be observed in Y2(1, 3), Y3(6), Y3(7, 8), Y3(4), Y3(2), Y2(2), Y3(9), Y3(12, 13, 14),
Y3 (10), respectively.
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Figure 6. An abiotic-biotic map of differentially expressed genes that are categorized into abiotic and
biotic stress-responsive pathways generated using Mapman. (A) Map for HRDE genes related to
Koshihikari rice grade Y2. (B) Map for HRDE genes related to Koshihikari rice grade Y3. Numbering for
each data point on the figure was given in left to right order to identify relevant gene information from
supplementary Table S4. These numbers represent serial numbers for the genes in the supplementary
table accordingly. Expression of specific genes of interest like sHsp, MYB4, DREB1/CBF, ERF, OsWRKY,
GGPS, anthocyanins, and flavonoid biosynthesis, COMT, laccasses, OsSAUR, FIP1, lipoxygenase2 and
OPR family genes can be observed in Y3(115/138), Y2/Y3(35/114), Y3(101, 102), Y3(98), Y3(110-112),
Y2(41),Y3(133-135), Y3(178,179), Y2/Y3(47/186), Y2/Y3(1), Y2/Y3(2,3/2,3,4,5), Y2/Y3 (4/10) and Y2/Y2
(5/11,12) grid boxes, respectively. Y2/Y3 represents similar genes detected in both Y2 and Y3.

For each of the above pathway maps, a total of 15, 151 and 46 HRDE genes of Y2 and 53, 457
and 152 HRDE genes of Y3, were mapped as data points. All these genes are listed in supplementary
Tables S2-54, along with their bin-numbers and functions. For the cell function, metabolism-overview
and biotic-abiotic stress pathway maps (Figures 4-6), the numbering for each data point was given
in left to right order to identify relevant gene information from supplementary Tables S2-54. Serial
numbers for the genes in the supplementary tables were numbered accordingly. Overall mapping
results indicate that around 650 genes related to various cellular functions were differentially regulated
in both Y2 and Y3, respectively (Figure 4, supplementary Table S2). Y2 appears to respond specifically
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by down regulation of genes in biotic-abiotic stress, transcription, RNA processing, protein degradation,
hormones and regulation. While Y3 exhibited quite opposite response by upregulation of genes in
respective mechanisms, with few downregulated genes. Genes related to protein modification are
downregulated in both Y2 and Y3.

Specifically, from the metabolic-overview map (Figure 5), results indicate that highly up-,
or downregulated genes are mainly related to cell wall, lipid, starch, and secondary metabolic pathways.
In Y2, very few genes were differentially regulated (7 downregulated and 8 upregulated). Among
these, genes related to cell wall remodeling proteins (pectin methyl esterase’s- PMEs), sucrose synthase,
triacylglycerol (TAG) lipase, phosphotase synthase and a few secondary metabolism-related genes
(tyrosine decarboxylate, terpene cyclase, isoflavonoid reductase) were highly downregulated. On the
other hand, Y3 data showed upregulation of cell wall modification proteins like transglucosylases
(XET), diacylglycerol kinases, omega-6 fatty acid desaturases, male sterility proteins, x-amylase
isozymes, rubisco interacting proteins, mitochondrial electron-transport proteins (transposons) and
many proteins related to secondary metabolites (terpenes, flavonoids, and phenolics) (Supplementary
Table S3). Out of both Y2 and Y3, commonly upregulated metabolic pathways were related to starch,
chitinase, phenylpropanoids and phenolics, and aromatic amino acid synthases. While the commonly
downregulated genes are related to PME and sucrose synthase.

On the other hand, among the cellular functions, the biotic and abiotic stress responses are
the major events during heat stress. Y2 exhibited downregulation of genes related to auxins,
jasmonic acid (JA), lipoxygense, PME, proteases, peroxidases, protein kinases, ATP binding proteins,
signaling G-proteins, calcium ion binding proteins and abiotic stress-related germin like proteins
(Figure 6). On the other hand, Y3 showed more upregulated genes especially related to glucanase,
proteolysis, peroxidases, glutathione-S-transferases, signaling, transcription factors (TFs), HSPs,
secondary metabolites, and abiotic stress responses. Despite heat stress, in Y2 there were no genes
related to ethylene, HSP, and TFs like b-zip that crossed the threshold set for detection of HRDE genes,
in our two-color dye-swap DNA microarray strategy. There are genes with a 1-fold upregulation which
are not considered as the threshold is set to 2. So, there is a minimal level of gene expression in Y2
indicating that it is not as sensitive as Y3 to heat stress.

2.4. High Temperature-Triggered Regulatory Events in Koshihikari Rice Seeds of Grades 2 and 3

Overall results indicated that the effect of high temperature on Koshihikari rice of grades 2 and 3
is quite different. Most of the genes were downregulated in Y2 type, while Y3 exhibited upregulation.

2.4.1. Cell Wall Damage Repair

Initial response to heat shock is observed in cell wall remodeling proteins like PMEs and XETs.
PMEs are involved in regulating cell wall plasticity, porosity, and modulation of Ca®* ion channels [37],
while XETs are involved in secondary cell wall strengthening [38,39]. The regulation of XETs and PMEs
under heat shock is previously observed in rice, Arabidopsis, and many plant varieties [38,40,41]. During
heat stress, Y2 and Y3 exhibited down regulation of PMEs genes Os09g37360.1 and Os04g46740.1,
respectively. In addition, Y3 alone shows downregulation of genes related to cellulose synthesis
(0s02g09930.1) and pectin lyases (0s10g26940.1 and Os02g15690.1), while upregulation of XET gene
(Os06g22919.2) indicating cell wall response in Y3 is more sensitive to heat shock. An upregulation
of the raffinose synthase gene (Os08g38710.1) in Y3, which prevents plants from oxidative stress
damage [42—-44], was also observed. Besides, the pectinase activity upregulation of cellulases like
endo-glucosidase, prominently in Y3 can be seen (supplementary Table S3, Metabolism overview;
and Figure 5).

2.4.2. Lipid Remodelling

The lipid signaling is another key process involved in abiotic stress responses by the plants.
In Y2, there is no more than one gene related to lipid mechanism which was identified as the HRDE
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gene. This gene (Os08g04800.1) codes for a TAG lipase protein and is related to lipid degradation.
TAG lipase was found to be strongly downregulated (-1.63). TAG lipases de-esterify fatty acids from
TAG (accumulated in lipid bodies) or plastglobular lipids and are generally accumulated during seed
germination [45]. TAG lipases are observed to be accumulated under heat stress in Arabidopsis [45,46];
however, the current data shows the opposite result. It is to be noted that rice and Arabidopsis are
different, and therefore, the same gene could have unique functions in different plants and tissues.
On the other hand, in Y3 there were no genes related to TAG lipases identified as HRDEs. However,
the same gene was found in Y3 with very minimal (three times less than Y2) downregulation (not
HRDE). This indicated that in this case, strong downregulation of TAG lipases could be common in
Koshihikari as this is a DEG analysis in comparison to Y1 also. So, the result in Y3 indicates that Y3
might have started the accumulation of this gene under heat stress.

Furthermore, the genes related to diacyl-glycerol kinases (DGK), phospholipid synthesis,
sphingolipid transferases, and fatty acid omega 6 desaturases were strongly upregulated in Y3
(supplementary Table S3, Metabolism overview; and Figure 5). In general, DGKs are involved in
phosphatidic acid (PA) synthesis as well as sphingo-lipid synthesis. The PA produced by the mediation
of DGKSs has a positive regulatory impact on sphingo-lipid kinases and a negative effect on abscisic acid
synthesis pathways [47]. PA is also involved in the growth and development of plant root hair and also
functions as membrane-localized signal to recruit specific proteins and change their activity [48-50].
Therefore, by upregulation of this DGK specific gene (Os04g54200.1), Y3 is preparing for abiotic stress
due to increased temperatures.

The fatty acid desaturases, on the other hand, are involved in maintaining membrane fluidity
and are usually upregulated under low-temperature stress. However, studies also identified that
high temperatures also enhance desaturases involved in the eukaryotic pathway [51]. In the current
work upregulation of omega-6-desturases (Os07g23410.2, Os07g23430.1, Os02g48560.5) FAD2 and
FAD3 related genes was observed. This clearly indicates a remodeling of fatty acids in endoplasmic
reticulum [52]. In addition, the FAD2 gene was also found to be downregulated. This could be possibly
due to a stop in the FA 18:1 synthesis from plastids [53,54].

Sphingo-lipids, on the other hand, also play an essential role in preventing plants from heat
stress. Therefore, the data were screened for any changes in Sphingo-lipid genes and resulted in
the identification of an upregulated of serine palmitoyl transferase 2 (SPT2) (Os01g70370.1) in Y3.
This enzyme is involved in de novo synthesis of sphiganine and di-hydro shpinganine to form
sphingo-lipids and ceramides. The ceramides further induce at least one heat shock protein-like
ap-crystallin upon heat stress [55]. In accordance with this, an upregulation of “a-crystallin-Hsps
IbpA,” a small Hsp (sHsp) related gene (Os02g48140.1) was also observed (Supplementary Table 54,
Aiotic-Biotic stress; Figure 6). The SPT2 enzyme is known to play a key role in the male gametophyte
development in Arabidopsis [56]. Upregulation of SPT2 might be a heat shock recovery mechanism in
order to prevent gametophyte damage.

2.4.3. Transcription Factor Activation

Besides differential expression of major genes involved in the metabolic process, several changes
in the TF genes related to abiotic-stress responses were also observed. Specifically, in both Y2 and
Y3 the MYB and bZIP TF’s were downregulated while upregulation of AP2/ERF and OsWRKY was
observed only in Y3 (Supplementary Table S4, Aiotic-Biotic stress; Figure 6). MYB4 TF-related gene
(Os09g36730.1) was downregulated in both Y2 and Y3. Recent studies in Arabidopsis have indicated
that upregulation of MYB4 TFs induce the biosynthesis of secondary metabolites (hydroxycinnamate
esters) that in turn increase UV-B hypersensitivity in plants [57,58]. Downregulation of these MYB4
TFs in Y2 and Y3 indicate increased tolerance to UV-B radiation. AP2/ERF TFs were upregulated in Y3
alone. The AP2/ERF (APETALAZ2/ethylene response factor) TF’s are one of the most important groups
in plants that help in the stress defense mechanism [59]. These TF’s induce a set of abiotic stress-related
genes. In this study, AP2/ERF family proteins like dehydration-responsive element-binding protein
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(DREB1/CBF) (0s09g35020.1 and Os09g35010.1) and ethylene-responsive element-binding factor (ERF)
(Os04g46220) were upregulated in Y3. These genes were known to play a key role in ABA independent
stress tolerance, especially related to osmotic stress [60,61]. The other major class of TFs identified in
this study is the OsWRKY TFs. The WRKY TF’s are well known for their roles in the regulation of
plant growth, development and apoptosis, and responses to biotic and abiotic stresses [62]. There are
74 and 109 WRKY members in each of Arabidopsis and rice genome, respectively [63,64]. In the
current analysis, especially in Y3, an upregulation of OsWRKY genes 24, 28, 45, and 49 (Os01g61080.1,
0s06g44010.1, Os05g25770.1, Os05g49100.1), and downregulation of OsWRKY24 (Os07g02060.1) was
observed. However, no such specific responses were observed in Y2. Among these, the OsWRKY28
and OsWRKY45 were well studied. OsWRKY28 known to be highly responsive to As(V) and regulation
of As(V)/Pi uptake or tolerance in rice [65]. In addition, Cai et al. (2014) showed that OsWRKY28
rice mutants resulted in various disorders like downregulation of JA biosynthesis genes in the shoots,
irregular spikelet development, altered flower closing, and anther dehiscence and eventually resulting
in lower fertility [66]. In the current study, JA gene expression was observed to decrease in Y2 while
OsWRKY28 is not differentially regulated. On the other hand, in Y3, upregulation of OsWRKY28
along with JA biosynthesis genes is seen. In addition, JA is also known to regulate OsWRKY45 gene
expression [67]. The OsWRKY45 family is also known to participate in ABA and salt stress signaling [68].
Therefore, it is obvious from our study that the expression of OsWRKY28, JA, and OsWRKY45 are
linked to each other. This clearly indicates that Y3 might be moving towards heat stress damage
recovery by overexpressing these TFs and in turn producing stress-responsive hormones.

2.4.4. Secondary Metabolites

Secondary metabolites are produced by plants through several metabolic pathways to support
their survival in the environment. Some of the most commonly studied secondary metabolites are
alkaloids, flavonoids, and terpenoids. Most plants regulate synthesis of these compounds for their
survival based on the environmental conditions. Among most environmental factors, temperature
is known to influence plant secondary metabolite production significantly [69]. In the current study;,
upregulation of some genes related to ent-kaurene synthase, anthocyanins, flavonoid biosynthesis,
lignin biosynthesis, and laccases was observed. Three genes related to ent-kaurene synthase were
found to be strongly upregulated in Y3 (Os04909900.1, Os02936140, and Os02936210), while only one
gene (0s01914630) was mildly upregulated in Y2. These enzymes are known for their role in gibberellin
phytohormone biosynthesis and serve as intermediates in specific di-terpenoid metabolism [70].
Additionally, specific genes belonging to the anthocyanins and flavonoid biosynthesis pathway in Y3
were found to be upregulated. Some of these are chalcone synthase (Os11g32650.1), leucoanthocyanidin
reductase (Os06g44170.1) and dihydroflavonol-4-reductase (DFR) (Os03g08624.1). On the contrary,
in Y2, these genes were not found. However, the isoflavonone reductase related gene with moderate
expression was found to be downregulated in both Y2 (Os01g01660.1) and Y3 (Os02g56460.1). This class
of flavonoids was identified to exhibit antioxidative functions in plants like tomato [71]. These are also
responsible for fruit and flower color in several plants. In Arabidopsis, the mutants with DFR deficient
genes resulted in decreased levels of proanthocyanidin brown tannins on their seed coats [72,73].
Another important metabolite that is very essential for plants is lignin. It provides structural support
for the plants to grow and also protect the plant from pathogens. Its accumulation could be considered
as a repair mechanism to prevent cell wall damage during heat stress. Genes related (Os04g01470.1,
Os04g09680.1, and Os11g42200.1) to lignin biosynthesis were also found to be upregulated in both Y2
and Y3. Os04g01470.1 and Os04g09680.1 are the caffeic acid 3-O-methyltransferase (COMT) genes.
These are involved in converting caffeic acid to ferulic acid and 5-hydroxyferulic acid to sinapic
acid [74]. Both the genes were observed to be upregulated in Y3, while the former was only observed
in Y2. In addition, upregulation of laccases (Os11g42200.1) was observed in both Y2 and Y3. Higher
laccase activity indicates induced catalysis of oxidative coupling between phenylpropane units to
form lignin [75]. Heat stress in plants could also lead to osmotic stress due to disruption of osmotic
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hemostasis. In order to prevent osmotic stress plants produce carotenoids [74]. Here in Y2, a gene
(Os01g14630.1) geranyl diphosphate synthase (GPPs) related to osmotic stress and carotenoid synthesis
was strongly downregulated compared to Y3. Upregulation of GGPS during stress conditions leading
to enhanced osmotic stress tolerance was found in Arabidopsis thaliana [76,77]. The current result is
quite opposite to previous reports. It could be due to abundance of GPPs in leaves compared to seed
and differential expression of specific genes in specific tissues.

2.4.5. Starch Metabolism

Starch metabolism is a key process in regulating rice quality and germination [23,33]. Two key
enzymatic processes involved in this pathway are related to starch hydrolysis and sucrose synthesis.
Here, in both Y2 and Y3, few amylase genes (Os08g36910.2 and Os09g28400.1) were found to be
commonly upregulated (supplementary Table S3, Metabolism overview; and Figure 5). In addition,
one more gene related to amylase (Amy1) (0s02g52700.1) was also found to upregulated in Y3 alone.
It was previously found that upregulation of Amy1 related genes produced chalky grains by degrading
the starch reserves in the ripening grains [24-26]. It appears to be more in Y3 as multiple copies of such
genes are upregulated. On the other hand, cleavage of sucrose is very important for accumulation of
starch in the seeds. This is mediated by sucrose synthase (Susy) genes which converts sucrose to UDP
glucose. The effect of heat stress could suppress these genes and was observed here. A gene related
to the Susy family (SUS4, Os07g42490.1) was downregulated in both Y2 and Y3. Downregulation of
this gene indicates a reduction in starch content and indirectly contributing to grain chalkiness along
with amylases.

2.4.6. Hormone Regulated Gene Expression

Hormones play a major role in regulating stress-responsive mechanisms in plants.
Several hormones are involved in the activation or inactivation of specific genes related to stress tolerance.
In this experiment few hormone-regulated genes were found to be differentially expressed in Y2 and
Y3. Two different SAUR class proteins OsSAUR18 (Os04g43740.1) and OsSAUR23 (Os04g56690.1) were
observed in both Y2 and Y3, respectively (Supplementary Table 5S4, Abiotic-Biotic stress; and Figure 6).
In general SAUR class genes were induced in the presence of auxins. The reduced expression of OsSAUR
genes 18 and 23 in Y2 and Y3 could indicate low levels of endogenous auxins. A decrease in endogenous
auxins and SAUR expression was previously observed in barley and Arabidopsis [78,79]. This could be
due to the disruption of the auxin metabolism caused by heat stress. Previously, such effect due to heat
stress was identified in rice under heat stress which could lead to inhibition of pollen tube elongation
resulting in decreased spikelet fertility [80]. Further, ABA-induced GRAM domain-containing proteins
like FIP1 were also found to be upregulated, indicating possible accumulation of ABA. ABA is known
to regulate starch biosynthesis genes and plays a key role in grain filling under high temperatures [81].
The induced expression of the FIP1 genes could therefore suggest a heat-responsive mechanism in rice.
Two F1P1 genes (0s10g34730.1 and Os04g44500.1) were found to be similarly regulated in both Y2
and Y3. Additionally, genes 0s02g42430.1 and Os04g44510.1 were observed to be upregulated in Y3
alone indicating a stronger response to high temperatures. In addition to the above findings, unique
changes in genes related to jasmonate synthesis were detected. Expression of genes related to the JA
biosynthesis pathway, like lipoxygenase 2 (0s03g52860.1), 12-Oxo-PDA-reductase family genes OPR
(Os06g11200.1) and OsOPR5 (Os06g11210.1) is also observed in our study. Between Y2 and Y3 the
expression of these genes is opposite. Lipoxygenase-2 and OPR were downregulated in Y2, while in
Y3 the lipoxygenase-2 and OsOPRS5 are upregulated and OPR is not. Previously JA levels and these
genes were identified to be upregulated under drought stress and downregulated under heat stress in
rice [82]. Accordingly, from the current results, it can be understood that Y2 is experiencing heat stress.
Whereas, Y3 might be experiencing both drought and heat stress, as downregulation of the OPR gene
was also observed here.
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2.4.7. Concluding Remarks

This is the first such study targeting a field situation where an experiment was designed after
observing the heat, and talking to the farmers in Tsukuba city. In summary, the rice being eaten by the
people has been found to have certain characteristics of heat stress-like response, and current work
clarified the genome-wide changes in genes, under the indicated experimental conditions and the
environment from where they were harvested. The present study also provides a unique database for
the readers and scientific community to further utilize and research upon.

3. Materials and Methods

3.1. Plant Material

The experiment used japonica-type rice cultivar (O. sativa L. cv. Koshihikari) seeds. Dry mature
seeds of cv. Koshihikari were the commercially available rice and obtained from Japan Agriculture
(JA Zen-Noh, Japan) branch in Ami-town of Ibaraki prefecture (Kanto region), Japan, in September
2010. Three sets of seeds were obtained as grade 1 (labeled Y1), grade 2 (labeled Y2), and out-of-grade
(Grade 3, labeled as Y3), as defined by JA Zen-Noh.

3.2. Seed Quality Analysis

Dry mature seeds (grain) were analyzed for its quality using a commercial rice grain analyzer
service (Satake Corporation, Tokyo). The analysis consisted of the following: taste value, amylose,
protein, moisture, and fatty acid degree.

3.3. Rice Whole Genome DNA Microarray Analysis

Dry mature seeds (12 of each grade of Y1-Y3) were used for preparing fine powders in liquid
nitrogen. Briefly, the seeds were placed in a pre-chilled mortar and pestle containing liquid nitrogen,
ground completely to a very fine powder with the chilled pestle in liquid nitrogen and stored at
—80 °C till used for RNA extraction. For total RNA extraction, the stored sample powder (~100 mg)
was transferred to a 2 mL sterile microfuge tube, followed by addition of 0.9 mL of CTAB buffer
[a 10 mL volume of buffer contains 0.5 mL (50 mM) of 1 M stock Tris—HCl solution (pH 8.0), 1.0 mL
(5 mM) of 500 mM ethylenediaminetetraacetic acid (EDTA, pH 8.0), 0.2 g (2%, w/v) of CTAB, 1.68 mL
(0.84 M) of 5M NaCl, and 0.1 M -mercaptoethanol, which is added just before use of the solution].
The contents were mixed by vortexing for 30 s and incubated for 5 min at RT. After an addition of
0.8 mL of phenol-chloroform-isoamylalcohol (PCIA; 25:24:1), the homogenate was mixed well (by
gentle shaking) for 5 min at RT. After centrifugation at 15,000 X g for 5 min at 4 °C, an aliquot (0.6 to
0.7 mL) of the upper phase was transferred to a 1.5-mL sterile microfuge tube, followed by addition of
1 volume of chloroform, and the mixture was centrifuged at 15,000 x g for 5 min at 4 °C. The resulting
supernatant was transferred to another 1.5 mL microfuge tube and 0.033 volume of 3 M sodium
acetate, pH 5.5 and 1 volume of 2-isopropanol were added. The mixture was incubated for 15 min
on ice and then centrifuged at 15,000 X g for 5 to 10 min at 4 °C to collect the RNA. The supernatant
was completely removed and the pellet was dissolved in 0.1 mL of RNase-free water (SDW; double
sterilized distilled water) followed by using the RNeasy mini protocol for RNA cleanup exactly as
described by the manufacturer (QIAGEN, Gaithersburg, MD, USA). To verify the quality of this RNA,
the yield and purity were determined spectrophotometrically (NanoDrop, Wilmington, DE, USA) and
visually confirmed using formaldehyde-agarose gel electrophoresis.

After extraction of high-quality total RNA from dehusked seeds using a modified CTAB extraction
protocol, a rice 4 x 44K custom (eARRAY, AMAdid-017845) oligo DNA microarray chip (G2514F:
Agilent Technologies, Palo Alto, CA, USA) was used for genome-wide gene profiling as described
previously [83]. The flip labeling (dye-swap or reverse labeling with Cy3 and Cy5 dyes) procedure
was used to nullify the dye bias associated with unequal incorporation of the two Cy dyes into
cRNA [84-86]. The dye-swap approach which is well established in our laboratories and research
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provides a more stringent selection condition for profiling differentially expressed genes rather than
simply doing only 2 or 3 replicates, which overlook the dye bias [86-92]. The experimental design
for the DNA microarray analysis of rice seed transcriptome using a two-color dye-swap approach
(Figure 7A) is shown along with the extracted seed total RNA quality (Figure 7B).

pRsssssssssssssssssssssssssasssssanas - Arrays Total RNA: Image
E Y1 Y2 Y3

: Extreme Heat Stress

i Effect on Rice Harvest :
{  (mature dry seed)

i in2007: Grades 1to3 i

Array 1_1 Array 1.2 Array 1.3 Array 1 4
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{ovsen Dye-Swap Y1 Y1 Y1 Y3
Cy3 :red Array 1/2, 3/4 x Y2 Y3 x Y1 Total RNA: Quality
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GRADE _ A260/280 _ A260/230
grade T —

Y2 and Y3 compared 5 Y1 1.99 224
Y2 193 231

H to Y1 (as control) Y3* 1.96 234
e “ Barcode number US22502699 251784510115 *Out of grade i
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Figure 7. Experimental design for the DNA microarray analysis of high temperature affected mature
dry rice (cv. Koshihikari) seed grades 2 and 3 transcriptome. A two-color dye-swap approach was
used (A) and followed by checking the quality of extracted seed total RNA (B). Three sets of dry
mature rice seeds (commercial) were obtained Japan Agriculture (JA Zen-Noh) branch in Ami-town of
Ibaraki prefecture in September 2010, as grade 1 (labeled as Y1), grade 2 (labeled as Y2), and grade 3
(out-of-grade, labeled as Y3). Gene expressions genome-wide in grade 2 (Y2) and grade 3 (Y3) seeds
over the grade 1 (Y1) was carried out using an Agilent 4 X 44K rice oligo DNA chip.

Total RNA (800 ng) for each Y1, Y2, and Y3 sample were labeled with either Cy3 or Cy5 dye
using an Agilent Low RNA Input Fluorescent Linear Amplification Kit. Hybridization and wash
processes were performed according to the manufacturer’s instructions. Hybridized microarray chips
were scanned using the Agilent Microarray Scanner G2565BA. To detect differentially expressed
significant genes between control and treated samples, each slide image was processed by Agilent
Feature Extraction software (version 9.5.3.1). Normalization of Cy3 and Cy5 signals was performed by
LOWESS (locally weighted linear regression), which calculates the log ratio of dye-normalized Cy3-
and Cy5-signals. The significance (P) value is based on the propagate error and universal error models.
In this analysis, the threshold of significantly expressed differential genes was set to <0.01 (for the
confidence that the feature was not differentially expressed). Lists of differentially expressed gene [up-
(>2.0 fold) and down- (<0.5 fold) regulated genes] were generated and annotated using the Agilent
GeneSpring version GX 10.

The data discussed in this publication have been deposited in NCBI's Gene Expression Omnibus
(GEO) and are accessible through GEO series accession number GSE79405.

3.4. MapMan Analysis

To analyze the gene expression changes, rice genes were mapped onto metabolic pathways using
MapMan tool (version 3.5.1, Max Plant Institute of Molecular Plant Physiology, Germany) [93]. To map
genes onto their respective pathways MapMan uses information from its datasets (Mappings), where all
annotated genes of the respective organism were classified into BINS based on their function [94].
In this work, a rice mapping file (Rice_japonica_automatic_mapping08) from MapMan database was
used as a template. Out of 43,494 genes detected from our microarray data, 41,446 genes were present
in the mapping file and the remaining 2048 (having ID_ TIGRv4S1) were not annotated. The annotated
gene expression data was used here and pre-processed it using a PERL script to meet the locus_name
identifier criteria similar to that available in the mapping file. Once this is done the expression data file
with modified gene ID’s were successfully classified into various BINS (Table S1-Mapman Bins) by
MapMan. For the final mapping, the upregulated and downregulated genes were selected, and their
fold change transformed into Log2 (fold) data was used. A total of 41,446 differentially expressed genes
were sorted to select up (>2.0 fold) and down (<0.5 fold) regulated genes were generated and annotated
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using the Agilent GeneSpring version GX 10. This resulted in 161 and 490 HRDE-genes for each Y1-Y2
and Y1-Y3, respectively. This sorted gene expression data was used to map onto Mapman pathways.
The genes which are differentially expressed are indicated either as highly up- or downregulated are
represented in blue and red-colored data points (grid boxes), respectively. A gradient in blue or red
indicate genes with medium up or downregulation.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4433/11/5/528/s1,
Table S1: Rice Japonica genes associated with Mapman BINS; Table S2: Highly expressed differentially regulated
(HRDE) Genes mapped on Cell Function map; Table S3: Highly expressed differentially regulated (HRDE) Genes
mapped on Metabolism Overview map; Table S4: Highly expressed differentially regulated (HRDE) Genes
mapped on Abiotic and Bioic stress map.
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