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To identify novel solutions to improve rice yield under rising temperatures, molecular
components of thermotolerancemust be better understood. Alternative splicing (AS)
is a major post-transcriptional mechanism impacting plant tolerance against
stresses, including heat stress (HS). AS is largely regulated by splicing factors (SFs)
and recent studies have shown their involvement in temperature response. However,
little is known about the splicing networks between SFs and AS transcripts in the HS
response. To expand this knowledge, we constructed a co-expression network
based on a publicly available RNA-seq dataset that explored rice basal
thermotolerance over a time-course. Our analyses suggest that the HS-
dependent control of the abundance of specific transcripts coding for SFs might
explain the widespread, coordinated, complex, and delicate AS regulation of critical
genes during a plant’s inherent response to extreme temperatures. AS changes in
these critical genes might affect many aspects of plant biology, from organellar
functions to cell death, providing relevant regulatory candidates for future functional
studies of basal thermotolerance.
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Introduction

Predicted increases in air temperatures threaten global food security (Teixeira et al.,
2013; Redden et al., 2014). Therefore, it is important to understand the responses that allow
plants to tolerate heat (Janni et al., 2020). In response to heat stress (HS), plants undergo
massive changes in the transcriptome, proteome, sugar levels, membrane composition and
rate of photosynthesis (Penfield, 2008; Zou et al., 2011; Su et al., 2018; Vitoriano and
Calixto, 2021). Regarding the transcriptome, alternative splicing (AS) is a major gene-
regulatory mechanism enhancing transcriptome and proteome diversity. As a result, AS
allows for increased flexibility during responses to changing environmental conditions
(Syed et al., 2012; Staiger and Brown, 2013; Filichkin et al., 2015). Several studies have
contributed to our knowledge of crucial AS regulations upon HS (Jiang et al., 2017; Ling
et al., 2018; Sanyal et al., 2018; Vitoriano and Calixto, 2021; Roces et al., 2022). For example,
we analysed rice response to HS and identified 2,162 differentially alternatively spliced
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(DAS) genes, many of which code for key regulators of gene
expression, confirming that AS is a major part of the HS
response (Vitoriano and Calixto, 2021).

Common AS regulators are RNA binding proteins (RBPs), such
as Ser/Arg-rich (SR) proteins, which then interact with the
spliceosome (Kornblihtt et al., 2013). The level and activity of
hundreds of these splicing regulators, also known as splicing
factors (SFs), change in response to temperature, suggesting
they are crucial elements in thermal-stress AS regulation
(Verhage et al., 2017; Calixto et al., 2018; Vitoriano and Calixto,
2021). Our knowledge of the true scale and function of SFs involved
in heat-induced AS are limited and need to be addressed
(Rosenkranz et al., 2022). Genome-wide transcriptome data can
offer vast amounts of valuable information, and a systems-
oriented, network-based analysis of this data could be used to
help decipher the molecular mechanisms behind stress responses
(Raza, 2020; Winck et al., 2021). Co-expression networks, for
example, are powerful systems biology tools that use expression
datasets to predict candidate regulators, their targets and other
important elements from biological systems (Coneva et al., 2014;
Aghamirzaie et al., 2016; Zhang et al., 2022). Here, we generated a
co-expression regulatory network from a publicly available RNA-
seq dataset of the rice basal or inherent thermotolerance response
(Luo et al., 2019) to explore potential heat-related AS regulators
and their targets in a genome-wide context. This allowed us to have
a mapping of the most influential SFs under HS, as well as their
putative targets, which include genes involved in diverse functions,
such as chloroplast development and cell death.

Method

Differential AS analysis with RNA-seq data

In our work, we used the SRP190858 RNA-seq dataset (Luo
et al., 2019), which we have described previously (Vitoriano and
Calixto, 2021). Briefly, this dataset contained data from the stem
and leaves of Nipponbare rice plants grown for 2 weeks at 28°C and
subjected to 45°C HS over 2 days. Three biological replicates were
harvested at eight time points during the HS, namely at 0 h (28°C),
1 h after going 45°C, 3 h, 6 h, 12 h, 24 h, 36 h and 48 h. RNA-seq
raw files were decompressed through fastq-dump (Bioconda) and
trimmed with Trimmomatic (v0.36) (Bolger et al., 2014) in paired-
read mode (Supplementary Figure S1). Salmon in paired-read
mode (Patro et al., 2017) coupled with the rice Nipponbare
reference transcriptome (Kawahara et al., 2013) was used to
quantify rice transcripts in Transcript Per Million (TPM)
(Supplementary File S1). In our previous study, we used the 3D
RNA-seq App (Guo et al., 2021; Vitoriano and Calixto, 2021) to
compare the gene and transcript expression between 0 h (28°C) and
24 h (45°C) for a heat-specific response, thus eliminating the diel
variation as a factor. We identified 3,140 differential transcript
usage (DTU) transcripts (Supplementary File S2). DTU transcripts
are those that show significantly different expression changes when
compared to the changes of the other transcripts of the same gene,
which can be caused by AS regulation and not necessarily by
transcriptional regulation. The genes with DTU transcripts were
defined as the differentially alternatively spliced (DAS) genes
(Vitoriano and Calixto, 2021).

Normalisation, transcripts clustering and
splicing network construction

Z-scores were calculated using expression data of DTU transcripts
in TPM and used for clustering analysis. For this, we subtracted each
transcript’s mean expression over all the time points to each
expression data at a given time and divided the result by the
standard deviation of this transcript’s expression over all the time
points. We used WGCNA (v1.70.3) (Langfelder and Horvath, 2008)
and the Z-scores of DTU transcripts to classify them into co-expressed
clusters in response to HS. The transcript expression similarities for
hclust clustering were optimised with the power parameter set as
17 following the elbow heuristic method on a scale-free property
measure for our clustering 0.7 (Khanin and Wit, 2006). The obtained
dendrogram was cut with the dynamicTreeCut package (Langfelder
et al., 2008), with the deepSplit parameter set as 4–in order to have the
most homogeneous clusters as well as the least transcripts in the
outlier cluster (cluster 0), which was removed in further analysis.

For each SF/RBP-coding transcript of interest, correspondent
TPM values were extracted and Z-scores were calculated. The
identification of protein-coding transcripts was carried out using
TranSuite, with default parameters (v0.2.3) (Entizne et al., 2020).
We then calculated the Pearson correlations between cluster means
(centroid) and SFs/RBPs normalised expression. This allowed us to
create a bipartite graph visualised as a co-expression network in
Cytoscape (Shannon et al., 2003). A minimum correlation
threshold of 0.924293 (in absolute value) was chosen.

In silico functional analysis

We explored the following databases: Phytozome for gene-related
nucleotide sequences (Goodstein et al., 2012), RGAP (Kawahara et al.,
2013) and Oryzabase (Kurata and Yamazaki, 2006) for gene functional
reports, PLAZA for precomputed phylogenetic trees (Van Bel et al.,
2022) and InterPro for the biological function of protein domains
(Blum et al., 2021). Schematic diagrams of gene structures were made
with the help of the Exon–Intron Graphic Maker program [http://
wormweb.org/exonintron (accessed on 4th October 2022)]. Gene
Ontology statistical overrepresentation test was carried out with
Panther version 16.0 [http://pantherdb.org/(accessed on 26th
October 2022)] with the binomial test and cut-off p-value < 0.5.
Subcellular localization prediction was carried out with LOCALIZER
1.0.4 (Sperschneider et al., 2017) and WoLF PSORT (Horton et al.,
2007).

Results

Construction of a HS response splicing-
related network

To construct a rice HS splicing network, we used the RNA-seq
time-course data published by Luo et al. (2019) (SRA dataset
SRP190858). This dataset was chosen because it generated the
highest number of DAS genes upon HS (1,633) when compared to
other available datasets (the second highest had 678 genes) (Vitoriano
and Calixto, 2021). Additionally, it has one of the highest sampling
regimes of rice plants undergoing HS (0 h, 1 h, 3 h, 6 h, 12 h, 24 h,
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36 h, and 48 h), which will increase the quality of our network. The
experimental design of this RNA-seq dataset consisted of rice plants
grown at 28°C for 2 weeks and later exposed to 45°C for 48 h. We
previously investigated heat-responsive genes and transcripts in this
dataset and found 3,140 DTU transcripts (Supplementary File S2)
from 1,633 rice genes (Vitoriano and Calixto, 2021). To use the
expression data of these DTU transcripts in the construction of our
network, we grouped these transcripts into 19 different clusters using
the WGCNA method (Supplementary File S2, Supplementary
Figure S2).

To identify the potential regulatory elements in our network, we
selected a list of putative protein-coding transcripts of SFs and RBPs
that were significantly differentially expressed (DE), DAS or both DE +
DAS in the heat (Vitoriano and Calixto, 2021). From this list, we only

kept transcripts coding for a functional protein with a nuclear
localisation signal. As a result, we obtained 186 protein-coding SF/
RBP transcripts, from 106 genes, with 48 SF/RBP genes having more
than one protein-coding transcript (Supplementary File S3). Next, we
correlated the cluster means of DTU transcript Z-scores with those of
the Z-scores of individual protein-coding SF/RBP transcripts. To
increase the robustness of our network, interactions–between
clusters and putative splicing regulators–were filtered to include
only those in the top 1% of correlation coefficients (Figure 1). This
resulted in a network having only positive correlations. The network
retained clusters 2-9, 11, 12, 15 and 17 as well as 36 protein-coding SF/
RBP transcripts. A temporal pattern of expression was also observed
among the clusters (Supplementary Figure S2): early changes, with up/
down-regulation occurring within the first 6 h of HS, and late changes,

FIGURE 1
Rice HS response splicing network. Main interactions between DTU transcripts clusters (circular brown nodes) and SF/RBPs (squared lilac nodes). (A)
Subnetworks framed in blue are the Early HS Interactions (0 h-6 h of HS), while (B) those framed in yellow are the Late HS Interactions (12 h-48 h of HS). Red-
coloured circles/squares highlight the presence of DTU transcripts of the splicing regulators themselves in themarked clusters. Lilac nodes that are closely on
top of each other represent transcript isoforms from the same gene. For clarity, the prefix LOC_ has been omitted from gene IDs in the figure and in this
legend. Gene symbols in bold were taken from The Committee on Gene Symbolization, Nomenclature and Linkage (CGSNL). C3H16.1, C3H53.1, and
C3H54.2: ZINC FINGER CCCH DOMAIN-CONTAINING PROTEIN 16/53/54 (Os02g35150.1, Os07g48410.1, and Os08g03310.2, respectively); SRP33B.1:
SERINE/ARGININE-RICH PROTEIN 33B (Os07g47630.1); RH21.3, RH22.1, RH30.2, RH34.1, and RH37.1: RNA HELICASE 21/22/30/34/37 (Os03g50090.3,
Os09g21520.1, Os01g68320.2, Os03g36930.1 and Os03g59050.1, respectively); PABN1: POLY (A) BINDING PROTEIN 1 (Os02g52140.1 and Os02g52140.2);
RSZP36.1 and RSZP39.1: RS DOMAIN WITH ZINC KNUCKLE PROTEIN 36/39 (Os05g02880.1 and Os05g07000.1, respectively); PRP5.1: RNA HELICASE PRP5
(Os08g06344.1); PIBP1.1: PIGMR-INTERACTING AND BLAST RESISTANCE PROTEIN 1 (Os03g50560.1); FCA.2: OSFCA PROTEIN (Os09g03610.2); SF3B1.3:
CORE SPLICING FACTOR SF3B1 (Os02g05310.3); UFP1.3: UP-FRAMESHIFT1 (Os07g31340.3); SRP19.1, SIGNAL RECOGNITION PARTICLE 19 (Os06g23430.1).
Network table containing original data used to draw the figure is found in Supplementary Table S1.

Frontiers in Molecular Biosciences frontiersin.org03

Boulanger et al. 10.3389/fmolb.2023.1122201

https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://doi.org/10.3389/fmolb.2023.1122201


with up-regulation occurring after ≥ 12 h of HS. To carry out further
analysis, we divided the different subnetworks into two groups: Early
HS Interactions and Late HS Interactions.

Early HS interactions

The Early HS Interactions group, hereafter referred to as EI, has
17 strong correlations between DTU clusters and SF/RBPs, involving
1,212 transcripts from 1,011 genes. Some SF/RBPs have strong
interactions with more than one cluster and vice versa. Yet, the HS

response profiles were diverse, revealing a finer post-transcriptional
control of genes over time (Supplementary Figure S2). For example,
the SF/RBPs C3H54.2, Os04g59340.1 and Os03g62610.1 have strong
associations with cluster 5 (253 DTU transcripts)–most of them show
a fast downregulation of expression after 1 h of HS, which is stably
kept at low levels on subsequent time points. This is an indication that
one of these SF/RBPs could be involved in the DAS regulation of genes
in this cluster. The SF/RBP RH22 could be involved with AS regulation
of transcripts in cluster 6 (216 DTU transcripts)–most of them show a
transient up-regulation of transcripts at around 6 h of HS, which is
reduced again from 12 h of HS and is kept low until 48 h of HS. It is

FIGURE 2
Heat-induced AS of (A) OsAlba1 (LOC_Os01g07810), (B) OsGLK (LOC_Os01g13740), (C) LOC_Os09g38500 and (D) LOC_Os02g51140. 5′ and 3′ UTRs
are open boxes; introns are represented with thin lines; coding sequences are shown as dark boxes, except for domain-encoding exons, which are coloured
(Pfam accession ID in brackets). EJC: exon junction complex >50 nt downstream a stop codon. Alternative splicing events aremarked with red arrows. X-axis:
hours in HS (Luo et al., 2019). Error bars: standard error of the mean. For clarity, the prefix LOC_was omitted frommost gene IDs in the figure. Transcript
LOC_Os01g07810.3 (A)was not mentioned in the text because it is expressed at very low levels throughout the experiment, compared to other transcripts of
the same gene. Total gene expression level in TPM, shown in red, is a sum of all transcript abundances for each gene.
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noteworthy that several genes have transcripts in different clusters.
One reason for this is that these genes are targets of more than one
splicing factor, undergoing a time-dependent AS regulation. These
results open the possibility that the fast HS-dependent control of the
abundance of specific protein-coding SF/RBP transcripts explains the
rapid, widespread, coordinated, complex, and fine AS regulation in the
early hours of exposure to extreme temperatures.

To learnwhich biological processes are being regulated by the EI, we
carried out the following in silico analyses. A GO analysis with cluster
2 identified a significantly higher than expected number of genes related
to “gene expression” (p-value < 0.001) and “mRNA processing”
(p-value < 0.001), suggesting a role in transcriptional and post-
transcriptional regulations. Indeed, EI’s clusters contain DTU
transcripts from genes coding for SFs (e.g., LOC_Os05g48960:
Splicing factor U2AF small subunit B), epigenetic-related proteins
(e.g., LOC_Os09g35920: Mediator complex protein OsMED10) and
TFs (example below), among others. The regulated heat-induced AS
events either increased or decreased the relative levels of non-functional
transcripts of protein-coding genes or altered the abundance of different
protein-coding isoforms. For example, the OsACETYLATION
LOWERS BINDING AFFINITY 1 (OsAlba1, LOC_Os01g07810)
gene codes for a dehydration-responsive nuclear protein involved in
stress tolerance (Verma et al., 2014; Verma et al., 2018). OsAlba1
generates two protein isoforms–LOC_Os01g07810.1 in cluster 2 and
LOC_Os01g07810.2 in cluster 18–that differ in the Alba domain and
behave differently in response to HS (Figure 2A). Given that the Alba
domain is related to nucleotide binding and target specificity (Aravind
et al., 2003), the HS-induced alternative splicing ofOsAlba1 likely results
in differential regulation of its targets. Another example is
OsGOLDEN2-LIKE (OsGLK, LOC_Os01g13740.2), a transcription
factor and homologue of AtGLK1 and AtGLK2, both involved in
chloroplast development. OsGLK generates two transcript isoforms
coding for different proteins (one in cluster 2 and the other in
cluster 5) that undergo an isoform switch at around 1 h of HS
(Figure 2B). If these two OsGLK protein isoforms carry out different
functions, the heat-induced isoform switch inOsGLK is likely to impact
chloroplast development. Given that chloroplasts are involved in HS
responses (Song et al., 2021), we further explored additional connections
between EI clusters and this organelle. We found that cluster 3 has the
highest proportion–83%–of transcripts coding for proteins with
predicted chloroplast transit peptides and/or associated with plastid-
related GOCellular Component terms when compared to other clusters,
suggesting a link between early AS regulation and chloroplast function.
We also observed important AS events in mitochondria-related genes.
For example, LOC_Os09g38500.1 (cluster 2) codes for a mitochondrial
glycoprotein, probably responsible for protecting the mitochondrial
membrane system from HS damage (Hu et al., 2022), while isoforms
LOC_Os09g38500.2 and LOC_Os09g38500.3 have exon junction
complexes > 50 nt downstream their stop codon, a frequent NMD-
targeting feature (Hug et al., 2016), meaning they might not be
translated. We observed that these three transcripts switch in their
relative proportions upon different exposure times to high temperatures
(Figure 2C), suggesting that LOC_Os09g38500 splicing regulation can
be crucial for HS responses. As the last example, we observed a heat-
induced isoform switch in LOC_Os02g51140 (Figure 2D), a gene coding
for a development and cell death (DCD) domain-containing protein. In
non-HS conditions, plants express isoforms LOC_Os02g51140.1, which
codes for the fully functional DCD domain, and LOC_Os02g51140.2,
which codes for a truncated DCD domain, in proportions around 41%

and 59%, respectively, of the total gene expression. In 1 h of HS, isoform
LOC_Os02g51140.1 becomes the most prevalent isoform, reaching >
99% at 48 h of HS, suggesting that HS-dependent AS regulation of
LOC_Os02g51140 might be involved in HS-induced programmed cell
death. In summary, early-induced AS changes in response to HS might
affect many aspects of plant biology, from organellar functions to cell
death.

Late HS interactions

The Late HS Interactions (LI) has 25 strong correlations between
DTU clusters and SF/RBPs, involving 1,090 transcripts from
901 genes. All clusters and SF/RBPs in LI show an upregulation of
their transcripts at different times of the late HS response
(Supplementary Figure S2). For example, transcripts OsUPF1.3
(Os07g31340.3) and LOC_Os02g14780.1 have strong associations
with cluster 12 (105 DTU transcripts)–most of them show stable
expression levels in the first 12 h of HS, being upregulated only from
24 h of HS. Such co-expression indicates that proteins coded from
these SF/RBP transcripts could regulate the DTU of cluster 12. LOC_
Os09g02400.3 and cluster 17 (73 DTU transcripts) show a strong
upregulation mostly at 48 h of HS. Several LI genes have DTU
transcripts in different clusters, even EI clusters. One possible
reason for this is that these genes are targets of more than one
splicing factor. These analyses suggest that a delayed HS response
is controlled by late expression changes of specific protein-coding SF/
RBP transcripts.

To explore the functional importance of regulating the late HS
response through AS, we carried out the following in silico analyses
with LI’s genes. Similarly to what we observed in EI, the AS events
regulated in LI affect transcript stability and/or increase the protein-
coding capacity of genes with diverse molecular functions. For
example, LOC_Os07g37800, a gene that codes for a bromodomain-
containing protein and whose Arabidopsis homologue (At1g61215) is
involved in histone acetylation (Pandey et al., 2002), generates two
transcript isoforms coding for different proteins, which might impact
protein function (Figure 3A). In non-HS conditions and within the
first 6 h of HS, both isoforms are expressed in similar proportions. As
the exposure to heat is prolonged, isoform LOC_
Os07g37800.1 becomes prevalent, reaching 100% at 24 h of HS.
Another example is the ABC TRANSPORTER D FAMILY
MEMBER 1 (OsABCD1, LOC_Os01g11946) gene, which generates
two transcripts. Isoform OsABCD1.1 codes for a protein involved in
the peroxisomal import of fatty acids (Verrier et al., 2008), and it
undergoes an isoform switch with PTC-containing isoform
OsABCD1.2 at 12 h–24 h of HS (Figure 3B). This suggests that late
heat-induced AS of OsABCD1 affects the relative amount of its
functional transcripts, which likely impacts protein levels and, as a
consequence, fatty acid transport. A similar AS regulation was
observed for LOC_Os03g24520, a gene that codes for a Mo25-like
domain-containing protein–a domain known to be involved in cell
division (Mendoza et al., 2005). The proportion of the only protein-
coding transcript, LOC_Os03g24520.1, is reduced from 93% of the
total in non-HS conditions down to 37% at 12 h of HS (Figure 3C). As
a result, LOC_Os03g24520 protein levels and, consequently, the rate
of cell division, might be reduced by the slow heat-induced AS of this
gene. Lastly, GATA TRANSCRIPTION FACTOR 17 (OsGATA17,
LOC_Os02g05510), a TF that undergoes AS in response to abiotic
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stresses (Ye et al., 2009; Gupta et al., 2017), generates two transcript
isoforms coding for proteins that differ towards the C-terminal region
of the GATA domain, suggesting they could have different target
genes. In non-HS conditions, rice Nipponbare plants mostly expressed
isoform OsGATA17.1 (90% of the total) but upon longer exposure to
HS we observed a change in transcript proportions and both isoforms
became equally expressed, which could impact gene function
(Figure 3D). In summary, late AS changes upon prolonged
exposure to extreme temperatures might affect many levels of the
regulation of gene expression, from the epigenetic to metabolic levels,
which consequently could have a profound impact on the cellular
response to HS.

Discussion

We have constructed a co-expression network based on
transcriptomic data of rice leaves undergoing HS over 2 days.
This network involves two kinds of nodes: protein-coding
transcripts expressed from heat-sensitive genes that are also
putative AS regulators (SF/RBPs) and clusters of transcripts
regulated by AS (DTU transcript modules). An edge represents
a strong correlation between these two kinds of nodes and we
explored this correlation in terms of AS regulation. The advantages
of our approach over a simpler gene-specific one are 1) AS
regulation affects the proportion of transcripts expressed from a

FIGURE 3
Heat-induced AS of (A) LOC_Os07g37800, (B) OsABCD1 (LOC_Os01g11946), (C) LOC_Os03g24520 and (D) OsGATA17 (LOC_Os02g05510). 5′ and 3′
UTRs are open boxes; introns are represented with thin lines; coding sequences are shown as dark boxes, except for domain-encoding exons, which are
coloured (Pfam accession ID in brackets). EJC: exon junction complex >50 nt downstream a stop codon. Alternative splicing events are marked with red
arrows. X-axis: hours in HS (Luo et al., 2019). Error bars: standard error of the mean. For clarity, the prefix LOC_ was omitted from most gene IDs. Total
gene expression level in TPM, shown in red, is a sum of all transcript abundances for each gene.
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gene, so our DTU approach allows the analysis at the transcript
level while gene-level analysis could not characterise AS
regulations; 2) expression data of individual transcripts coding
for SF/RBPs proteins are more likely to be associated with protein
functionality, vis-à-vis splicing regulation, than gene expression
levels, especially for genes with more than one transcript; 3) we are
able to assume regulatory directions, i.e., from AS regulators to the
regulated clusters–positive or negative regulation depending on the
correlation coefficient; 4) working with clusters instead of
individual DTU transcripts is less computationally intensive,
while still allowing the construction of an effective and
biologically meaningful network (Langfelder and Horvath, 2007).

Having mentioned the main advantages, we must also mention
the major caveats of our approach. Firstly, correlation does not
mean causation, so not all interactions will reflect AS regulation.
For example, OsFCA.2 (present in LI) is an unlikely AS regulator
because if we take into consideration the expression of all
transcripts coding for the same functional FCA protein, we no
longer observe a strong correlation with cluster 9. In this case, the
presence of an FCA transcript in cluster 10 suggests it is regulated
by AS, rather than an AS regulator. Indeed, FCA post-
transcriptional regulation is key in flowering time control (Du
et al., 2006) and thermotolerance mechanisms (Lee et al., 2015).
Secondly, not all DTU transcripts analysed here are exclusively
regulated by AS mechanisms, e.g., they can also be regulated by
epigenetic mechanisms, and RNA degradation, among others
(Pajoro et al., 2017; Su et al., 2018). Lastly, SFs and other AS
regulators act on specific cis-regulatory sequences of pre-mRNAs,
dictating the final splicing outcome at the event level (Tognacca
et al., 2020; Ganie and Reddy, 2021; Yang et al., 2022). Given that
our network is rather transcript-specific, AS event regulation was
not comprehensively covered in our work. Therefore,
transcriptome regulatory mechanisms could be further explored
in rice HS networks by additional studies on AS events and other
gene regulatory mechanisms.

We identified potential AS regulators of several alternatively
spliced rice genes in the early and late stages of the HS response, most
of which are known SFs. For example, DEAD-box ATP-dependent
RNA helicases are present in EI and LI. They belong to the largest
family of enzymes with functions in RNA metabolism, including AS
under stress conditions (Bourgeois et al., 2016; Lu et al., 2020;
Terrone et al., 2022). The SF/RBPs OsC3H16.1, OsC3H53.1, and
OsSRP33B.1 could be involved in the heat-induced DAS regulation of
genes in cluster 2. Indeed, members of the C3H gene family are part
of the spliceosomal complex and likely play important roles in RNA
processing control upon stress tolerance (Wang et al., 2008).
OsSRP33B and its homologues in Arabidopsis (AtSR30) and
grape (VvSR30) were shown to be specific splicing modulators
upon environmental changes, regulating even their own splicing
(Lopato et al., 1999; Isshiki et al., 2006; Jiang et al., 2017). OsSRP33B
autoregulation, however, was not present in our 1% highest
correlations splicing network (Pearson cut-off of ~0.92), but we
observed a 0.85 Pearson correlation betweenOsSRP33B.1 and cluster
1, where transcript OsSRP33B.8 is present, suggesting the
autoregulation is possible. In the late response, the OsUPF1 gene
could be involved in AS regulation of genes in cluster 12. Its
Arabidopsis orthologue, AtUPF1 (At5g47010), encodes a protein
required for non-sense-mediated mRNA decay and it was recently
suggested that it could also have a role in splicing (Raxwal et al.,

2020). The SR proteins encoded by transcripts OsRSZP36.1 and
OsRSZP39.1 are strongly correlated with clusters 8 and 4,
respectively. In this case, SR proteins are well-known SFs (Isshiki
et al., 2006) strengthening our hypothesis that they regulate DTU
transcripts of these clusters. Similarly, SF3B1.3, highly correlated
with clusters 9 and 12, regulates intron retention and is involved in
stress responses (Butt et al., 2021). The splicing network also
contains RBPs whose functions are unknown or have not yet
been associated with splicing, which is the case for PIBP1, LOC_
Os03g30550 and LOC_Os02g39300, for example. The strong
correlation between such RBPs and DTU clusters suggests their
novel role in AS regulation, which merits further investigation. In
summary, different splicing regulators have a role in the early and
late rice HS response. This temporal regulation reinforces the well-
known function of SFs in fine-tuning gene expression in response to
environmental changes through AS (Jiang et al., 2017).

Our approach considerably facilitated the discovery of
previously unknown candidates involved in the HS response
and expanded our knowledge of known heat-responsive genes.
For example, Hu et al. (2022) carried out a genome-wide
association analysis that identified LOC_Os09g38500 as a
candidate gene for thermotolerance. This gene is present in our
network and we suggest that LOC_Os09g38500 splicing
regulation (Figure 2C) can be crucial for HS responses. We
also identified remarkable AS regulation increasing the protein-
coding capacity of key photosynthesis-related genes, such as
OsGLK (Figure 2B), suggesting AS involvement in the
regulation of photosynthesis and chloroplast development in
response to HS. This hypothesis is particularly interesting in
light of recent studies on chloroplast retrograde signals (CRS),
which is a plastid-to-nucleus signalling mechanism that can
regulate nuclear gene expression, especially in response to
stress, including HS (Song et al., 2021). CRS was shown to
regulate AS of splicing factor AtSR30 (Petrillo et al., 2014) and
transcription of ZmGLK1 (Kendrick et al., 2022). The rice
orthologues of both SR30 and GLK are present in our robust
splicing network, as well as many other chloroplast-related genes,
which, if taken together with the information on CRS, allow us to
suggest the existence of an important AS- and CRS-dependent
feedback loop of HS responses between the chloroplast and the
nucleus. Another important mechanism involved in stress
tolerance is programmed cell death (Tenhaken et al., 2005;
Chua et al., 2019), and rice cultivar Nipponbare, analysed here,
has a low basal thermotolerance, where plant death was observed
in HS assays (Lin et al., 2014). In support of this, we observed an
AS-dependent increased level of LOC_Os02g51140’s transcripts
coding for the fully functional DCD domain-containing protein
(Figure 2D), suggesting its involvement in the HS-induced
programmed cell death. In conclusion, we propose that the
putative HS-related role of many genes depicted in our
network is dependent on AS regulation, and any further
molecular and functional analysis of these genes should
consider AS regulation.

Our examination of HS responses at the level of transcripts and
its modules highlighted features that have been overlooked by
previous studies. We incorporated novel information into an HS
network that places post-transcriptional regulation, especially AS,
into adaptive, physiological and developmental contexts, while also
revealing a higher-order organisation of the transcriptome. This
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work has shown the imperativeness of AS analysis in genetic and
molecular studies involving thermotolerance.
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