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Terpene synthase (TPS) catalyzes the synthesis of terpenes and plays an important
role in plant defense. This study identified 45 OsTPS genes (32 core genes and 13
variable genes) based on the high-quality rice gene-based pan-genome. This indicates
limitations in OsTPS gene studies based on a single reference genome. In the present
study, through collinearity between multiple rice genomes, one OsTPS gene absent in
the reference (Nipponbare) genome was found and two TPS genes in the reference
genome were found to have atypical structures, which would have been ignored in
single genome analysis. OsTPS genes were divided into five groups and TPS-b was
lost according to the phylogenetic tree. OsTPSs in TPS-c and TPS-g were all core
genes indicating these two groups were stable during domestication. In addition,
through the analysis of transcriptome data, some structural variations were found
to affect the expression of OsTPS genes. Through the Ka/Ks calculation of OsTPS
genes, we found that different OsTPS genes were under different selection pressure
during domestication; for example, OsTPS22 and OsTPS29 experienced stronger
positive selection than the other OsTPS genes. After Chilo suppressalis larvae infesting,
25 differentially expressed OsTPS genes were identified, which are involved in the
diterpene phytoalexins precursors biosynthesis and ent-kaurene biosynthesis pathways.
Overall, the present study conducted a bioinformatics analysis of OsTPS genes using a
high-quality rice pan-genome, which provided a basis for further study of OsTPS genes.

Keywords: rice pan-genome, terpene synthase, structure variation, Chilo suppressali, selection pressure,
differentially expressed

INTRODUCTION

Terpenes are important secondary metabolites in plants that play an important role in plant
defense. Terpenes are synthesized in response to herbivore-induced (or mechanical) damage,
and act as information chemicals in plant-insect interactions, thus playing an important role in
plant defense. Caryophyllene is a sesquiterpene produced in response to herbivory by western
corn rootworms in maize, and attracts insect-killing, predatory nematodes (Hiltpold et al., 2009).
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β-Ocimene is a monoterpene and an odor producing compound,
that responds to herbivore-induced damage. In Torenia,
β-ocimene synergizes with herbivory-induced plant volatiles
(HIPVs) and attracts predatory mites as well as defensive insects
(Shimoda et al., 2012; Valea et al., 2021). Apart from TPS
genes, genes belong to proteinase inhibitor, lectin, chitinase,
plant hormone signal transduction pathways such as JA, SA,
and MAPK are also involved in plant defense against herbivores
(Wang et al., 2018).

The synthesis of terpenoids is mainly catalyzed by terpene
synthase (TPS), and the TPS is a medium-sized gene family.
Except for Physcomitrella patens, which contains only one
functional TPS gene, other plants contain approximately 20–152
TPS genes; however, some of these genes have lost their function
during evolution. According to the differences in the amino acid
sequences of TPSs, they can be divided into seven subfamilies,
namely TPS-a, TPS-b, TPS-c, TPS-d, TPS-e/f, TPS-g, and TPS-
h (Chen et al., 2011). TPS-a mainly synthesizes sesquiterpenes
in monocots and dicots. For example, AtTPS21, a TPS in the
TPS-a subfamily, is mainly responsible for the synthesis of (E)-
β-caryophyllene in Arabidopsis (Abel et al., 2016). The TPSs
in the TPS-b subfamily mainly synthesize monoterpenes in
angiosperms. AtTPS10 yields an active monoterpene synthase
enzyme, which converts geranyl diphosphate (C10) into (E)-
β-ocimene, acyclic monoterpenes β-myrcene, and small amounts
of cyclic monoterpenes in Escherichia coli (Bohlmann et al.,
2000). However, almost all the genes coding the TPS-b subfamily
proteins have been found in dicotyledonous plants (except
sorghum) so far. TPS-c is considered to be an ancestral clade,
and includes the CPS genes in gymnosperms and angiosperms.
TPS-f is derived from TPS-e, and therefore, TPS-e and TPS-
f are often called TPS-e/f subfamilies. AtTPS4 is responsible
for synthesizing geranyllinalool and catalyzing the first step in
the formation of the insect-induced volatile C16-Homoterpene
TMTT in Arabidopsis (Herde et al., 2008). PHS1, which belongs
to the TPS-e/f subfamily, was reported to mainly produce
β-phellandrene and a few other monoterpenes in the tomato
(Schilmiller et al., 2009). TPS-g is closely related to TPS-b, and is
involved in the synthesis of acyclic monoterpenes, sesquiterpenes,
and diterpenes. Three cDNAs encoding myrcene synthase and
(E)-ocimene synthase (catalytically active, yielding monoterpene
products) were isolated from a snapdragon petal-specific library
(Dudareva et al., 2003). TPS-h only exists in non-seed plants,
synthesizes diterpenoids with dual functions, and has not been
found in angiosperms until now (Chen et al., 2011; Alicandri
et al., 2020).

TPSs have been identified in many species. Aubourg et al.
(2002) identified 40 TPSs in Arabidopsis, 69 TPSs were identified
in grapevines (Vitis vinifera) through hidden Markov model
(HMM) search (Martin et al., 2010), and Falara et al. (2011)
identified 44 TPSs in tomato. Rice is an important food crop
worldwide, as well as an important model species in plant
research. Although there have been some functional studies on
OsTPSs, they are all based on the traditional reference genomes,
and some atypical TPSs that do not contain both terpene
synthase N terminal and terpene synthase C terminal conserved
domains, and may play an important role in certain physiological

processes, are often ignored in functional studies. For example,
CmMYB012, an atypical gene without SG7 or SG7-2 conserved
sequences, inhibits the biosynthesis of flavones and anthocyanins
in response to high temperatures in chrysanthemum, and was
identified not by traditional gene family identification based on
a reference genome, but by yeast one-hybrid screening (Zhou
et al., 2021). The pan-genome is a consolidated database of
genes in all varieties of a species. It not only contains the genes
of the reference (MSU) but also that of the genes in other
varieties. In addition, the pan-genome accounts for abundant
structural variations (SVs). Qin et al. (2021) constructed a pan-
genome of rice which contains 33 high-quality rice genomes,
displays abundant presence-absence variation (PAVs), SVs, and
copy number variations (CNVs), and is therefore a rich resource
for studying a specific gene family. In addition, this rice pan-
genome containing 33 high-quality de novo assembly genomes,
combined with the collinear block information of genes in
different varieties, can effectively identify atypical genes in a given
gene family. In this study, we identified 45 TPSs in rice based on
a high-quality pan-genome constructed by Qin et al. including
32 core genes and 13 variable genes. Owing to the abundant
structural variations in the TPS gene family, atypical genes were
identified in each rice accession. We analyzed the selection
pressure on each TPS gene, and the influence of SVs and CNVs
on TPS expression levels, gene structure, and conserved domains,
enabling a more comprehensive study of the TPS gene family.
Through the experiment of rice leaf and leaf sheath feeding on
Chilo suppressalis larvae, 25 differentially expressed OsTPS genes
were identified. These OsTPS genes affected the production of
multiple intermediates, which may affect the final product of
many terpene compounds. These results enable further research
on OsTPSs, and provide a valuable resource for functional studies
on TPS, as well as new insights for identifying atypical members
of the gene family.

MATERIALS AND METHODS

Rice Breeding and Treated With Chilo
suppressalis
The rice (Nipponbare) and original population of C. suppressalis
eggs were provided by Institute of Plant Protection, Jiangsu
Academy of Agricultural Sciences (Luo et al., 2016).
C. suppressalis were grown in the artificial climate box at
28 ± 2◦C, with light-dark cycles of 16:8 h and relative humidity
of 80%. An artificial diet for C. suppressalis larval breeding made
in our laboratory using was according to Han et al. (2012) and
Luo et al. (2016). The medium was cut into small pieces of 1 cm3,
and placed into six-well plates. Neonate larvae that hatched
within 2 h were transferred into six-well plates with a brush, with
one larva per well. Paper towels were placed between the plate
and lid to prevent the larvae from escaping.

The rice seedlings were grown individually in a cylindrical pot
(25 cm and a height of 30 cm) in a greenhouse with temperature
ranging from 24◦ to 35◦C, 16 h of light/8 h of dark, and 60%
humidity. Three treatments (T1, T2, and T3) were set to study the
responses of rice under C. suppressalis infesting. T1 means that

Frontiers in Plant Science | www.frontiersin.org 2 May 2022 | Volume 13 | Article 905982

https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org/
https://www.frontiersin.org/journals/plant-science#articles


fpls-13-905982 May 16, 2022 Time: 16:5 # 3

Sun et al. Terpene Synthases in Rice Pan-Genome

wide-type plants were induced by ten 3rd C. suppressalis larvae
for a short time (about 5 min approximately equal to 0 h) with
larvae remaining on rice. T2 means that wide-type plants were fed
on by ten 3rd C. suppressalis larvae for 24 h with larvae remaining
fed on rice. T3 means that wide-type plants were infested by
ten 3rd C. suppressalis larvae for 24 h and cleared the trace
and body of C. suppressalis. These treatments were performed
simultaneously in the leaves and leaf sheaths of rice.

Sample Preparation for RNA Sequencing
Total RNA was extracted from C. suppressalis infesting
rice with the Total RNA Isolation kit (Promega, Madison,
WI, United States) following the manufacturer’s instructions.
Magnetic beads with Oligo (dT) were used to enrich mRNAs
to construct the sequencing library. PCR amplification was
performed and the AMPure XP beads were used to purify the
PCR product to obtain the final library. The 24 libraries were
sequenced on the Illumina NovaSeq platform.

Identification of the Terpene Synthase
Gene Family in the Rice Pan-Genome
The rice pan-genome data and the HMM file of the terpene
synthase N terminal domain (PF01397) and terpene synthase
C terminal domain (PF03936), were downloaded from the
Rice Resource Center1 and Pfam protein family database,2

respectively. To identify the putative rice TPSs, TPS N, and C
terminal domains were searched in the rice pangenome protein
database (Qin et al., 2021) through HMMER 3.3.2 software,
using default parameters. Putative TPS sequences were submitted
to SMART,3 to confirm the existence of the TPS N and C
terminal domains. For one gene containing TPS N and C
terminal domains, the other genes in the same collinear block
(syntenic genes defined by MCscan; Qin et al., 2021) were also
assumed to be TPS.

Phylogenetic Analysis
TPS sequences of Arabidopsis were downloaded from TAIR.4 A
total of 44 TPS protein sequences from MSU and 1 TPS from
02428 were aligned with AtTPS by MAFFT v7.490 (Katoh and
Standley, 2013), using default parameters. The phylogenetic tree
was constructed using the maximum likelihood (ML) method
and the Jones–Taylor–Thornton (JTT) model, using FastTree
2.1.11 software (Price et al., 2009). The final phylogenetic tree was
processed using Adobe Illustrator software.

Terpene Synthase Presence-Absence
Variation Analysis
The data on the presence and absence of TPS genes were
obtained from the study by Qin et al. (2021). The TPSs present
in all accessions were defined as core genes. In contrast, TPSs
present in more than 1 but less than 33 accessions were defined
as variable genes.

1https://ricerc.sicau.edu.cn/
2http://pfam.xfam.org/
3http://smart.embl-heidelberg.de/
4https://www.arabidopsis.org/

Evolutionary Analysis of Terpene
Synthase Genes in 33 Rice Assemblies
The protein and CDS sequences files of the 33 rice assemblies
were downloaded from the Rice Resource Center (see text
footnote 1). The Ka/Ks ratio of each TPS in the 33 assemblies
was calculated using the KaKs calculator 2.0 version.5 Ridgeline
plot was drawn using the ggridges and ggplot packages in R (4.0.3
version). Heatmap was drawn based on the ratio of the number of
accessions in gene pairs with Ka/Ks values greater than 1, to the
total number of gene pairs.

Information Display of Structural
Variations and Copy Number Variations
Information on TPSs influenced by SVs and CNVs was obtained
from the Rice Resource Center (see text footnote 1). Based on
SV insertion and deletion information and CNV information,
we observed the variation in TPS in different varieties using
Microsoft Office PowerPoint. Gene expression data was obtained
from the study by Qin et al. (2021). Genes with expression levels
significantly altered between TPSs with SVs and TPSs without
SVs in roots and shoots, were used to prepare column graphs
using the GraphPad Prism software version 8.0.2. Statistical
significance was set at ∗∗p< 0.01 or ∗∗∗p< 0.001. The proportion
of SVs and CNVs associated with altered expression of TPS
(p < 0.05 and | r| > 0.5) was used to draw a pie figures.

Terpene Synthase Sequence Analysis
Based on Structural Variations and Copy
Number Variations
Based on TPSs which overlapped with SVs, we performed
gene structure analysis in different varieties using TBtools
(version 1.09) (Chen C. et al., 2018). The motifs of TPS
sequences were identified using the MEME suite.6 The number
of motifs was set to 10.

Transcriptome Analysis
The sequencing adaptors and low-quality sequences were
removed by fastp (Chen S. et al., 2018). The clean data were
mapped to the nippobare genome using HiSAT2 (Kim et al.,
2019). The DESeq2 (Love et al., 2014) was used for differential
expression analysis, and | log2 ratio| ≥ 1 and FDR < 0.05 were
used as a cut-off for significant differential expression. Expression
correlations between transcription factor (TFs) and OsTPS genes
were analyzed by Pearson’s correlation test (FDR < 0.05).

RESULTS

Identification and Phylogenetic Analysis
of Terpene Synthase in Oryza sativa
Gene-Based Pan-Genome
Using the high-quality gene-based rice pan-genome constructed
by Qin et al. (2021), we searched for the TPS N terminal domain

5http://services.cbu.uib.no/tools/kaks
6http://meme-suite.org/tools/meme
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(PF01397) and TPS C terminal domain (PF03936) in using HMM
search. The protein sequences of TPS candidates were submitted
to SMART (see text footnote 3) to confirm the existence of two
TPS conserved domains, and 45 TPSs were identified in the rice
pan-genome (Supplementary Table 1).

PAV, a type of genetic variation among different varieties of
rice, is one of the genetic factors that determine rice agronomic
traits. Using PAV, we can identify the absent genes in the reference
genome when performing an analysis based on the pan-genome.
A total of 44 TPS were identified in the reference genome, while
1 was found to be absent, using MSU as the reference genome.
According to the protocol for defining core genes and variable
genes used by Qin et al. (2021), 32 TPSs were identified as core
genes, while 13 were identified as variable genes.

A phylogenetic tree of TPSs from Arabidopsis and rice was
constructed. Based on AtTPSs (Aubourg et al., 2002), OsTPSs
were divided into four groups (TPS-a, TPS-c, TPS-g, and TPS-
e/f). The TPS-b in Arabidopsis was lost in rice in the course
of evolution. We found that all the TPSs from the TPS-c and
TPS-g subfamilies were core genes, indicating that TPS-c and
TPS-g were more stable during the process of domestication
(Figure 1A). Figure 1B shows the PAVs of 13 variable TPSs,
indicating that the presence and absence of TPSs in each
accession was different. FH838 and NAMROO contained all
TPSs. However, N22 lost eight TPSs, which was the highest
loss s of TPSs among the 33 accessions. TPS41, the most
stable gene among all the variable TPSs, was absent only in
Lemont. In contrast, TPS35, which was absent in 23 accessions,
had the highest absence variation among all the variable TPS
genes (Figure 1B).

Terpene Synthase Selection Pressure
Analysis
To analyze the selection pressure of OsTPSs during evolution,
we calculated the non-synonymous to synonymous substitution
(Ka/Ks) ratios of each OsTPS in the 33 accessions (Figure 2).
The Ka/Ks ratios of most TPS genes were <1 (Figure 2A).
Furthermore, there were a few TPS genes (such as TPS33) whose
Ka/Ks were < < 1, suggesting that these TPSs have important
biological functions in the growth and development of rice,
thereby leading to elimination of harmful mutant alleles through
negative purifying selection. The peaks of the Ka/Ks ratios of
TPS22 and TPS29 were located to the right of 1, indicating that
these two genes were under strong positive selection pressure
during the process of differentiation of the 33 rice varieties
(Figure 2A). Interestingly, the Ka/Ks ratios of TPS4 in some
rice varieties are > > 1, indicating rapid evolution of TPS4was
happened in some rice accessions owing to the selection, which is
worthy of further functional research. In addition, the proportion
of TPS22 with the Ka/Ks ratio > 1 accounted for a large
proportion in R527, Y3551, TM, G630, and FH838 genomes
(Figure 2B), indicating that TPS22 is under positive selection
pressure in these accessions. The number of gene pairs with
Ka/Ks ratios > 1 in TPS16, TPS3, TPS 42, TPS 35, TPS 34, TPS
28, TPS 27, TPS 20, TPS 7, and TPS 9, was almost 0 (there were
only two pairs in TPS3, and one pair in TPS16, whose Ka/Ks

ratio was > 1). In addition, these TPS genes belong to the TPS-a
subfamily, implying that the TPSs in TPS-a were under purifying
selection pressure.

The Terpene Synthase Gene Family Is
Affected by Structural Variations and
Copy Number Variations
Abundant SVs and CNVs were identified by aligning 32 high-
quality rice genomes with reference genome (MSU) in the study
by Qin et al. (2021). A total of 199 SVs were found to be related
to the TPS gene family, 46, 41, 20, 22, and 70 of which overlapped
with the region 2 kb upstream of the start codon, region 2
kb downstream of the stop codon, coding region, containing
region, and intro sequences of TPS, respectively (Supplementary
Table 2). SVs and CNVs affect the expression of these genes
by changing the composition or position of the cis-regulatory
sequences adjacent to them (Chiang et al., 2017). Qin et al. (2021)
sequenced RNA from the roots and shoots of 33 accessions, and
we analyzed the effects of SVs and CNVs on TPS expression levels
based on this RNA sequencing data (Supplementary Table 4).
SV69035 had a 69,278 bp insertion 2 kb upstream of TPS16 in
19 accessions (such as FH32), causing the expression levels to
significantly decrease in roots and shoots. In the region 2 kb
downstream of TPS21, 4,238 bp (SV58228) was absent in the
J4155, CN1, and Y58S genomes, which significantly decreased the
expression levels. SV147827 was found to have 56 kb inserted 2
kb upstream of TPS31 in the N22, D62, TM, and II32 genomes,
which significantly increased the expression levels in shoots.
A 38,009 bp deletion (SV101393) was found 2 kb downstream
of TPS18 in 02428, N22, and Lemont genomes, leading to
significantly decreased TPS18 expression in the roots. These
results suggest that some SVs affected the expression levels of
TPSs (Figures 3A,B). By counting the proportion of TPSs whose
expression levels were significantly affected by SVs and CNVs,
we found that CNVs had a greater influence on the expression of
TPSs than SVs (Figures 3C,D).

Structural Variations Affect the Gene
Structure of Terpene Synthases
To explore whether SVs affected the gene structure in the TPS
gene family, we analyzed the gene structures of TPSs in 33
accessions using TBtools (Supplementary Figure 1). The results
showed that the gene structures in some of the TPSs which
overlapped with the SVs were altered. For example, motif 9
in TPS9 was absent in 18 accessions, including CG14, D62,
and FH838, and there was only one motif in KY313 and N22;
CDS and UTR also showed corresponding changes (Figure 4A).
These results indicate that gene truncations have been a common
occurrence in the evolution of TPS9, and are likely to lead to
interesting changes in its function, such as the appearance of new
functions, or pseudogenization (Flagel and Jonathan, 2009). It
is worth noting that large-scale structural variations, especially
large deletions of protein-coding regions, lead to loss of the
typical functional domain of the gene family, causing the gene
to be ignored during gene family analysis based on a specific
reference genome, and thus obscuring its possible function in
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FIGURE 1 | (A) phylogenetic tree of TPSs from Arabidopsis and rice. OsTPSs are marked in blue and AtTPSs are marked in red. The circles and stars in front of the
OsTPSs indicate variable genes (present in more than 1 but less than 33 accessions) and core genes (present in all accessions), respectively. (B) Heatmap showing
variable TPS genes present or absent in the 33 accessions.

FIGURE 2 | The evolution of TPS in the 33 rice varieties. (A) Ridgeline plot of Ka/Ks ratios of each TPS in the 33 accessions. (B) Heatmap of the frequency of
occurrence of different rice varieties at each TPS with Ka/Ks ratio > 1.

the phenotype. For example, TPS9 would be ignored during gene
family analysis when CG14 genome was used as the reference
genome. In this study, this problem was effectively addressed by
analyzing the pan-genome containing 33 high-quality genomes.
The collinear block information obtained through the collinearity
region between the 33 accessions, allowed us to analyze the
sequence and structure of each TPS gene in each accession. In
addition,TPS29 lacked 3 motifs in 14 accessions, including 02428,
DG, and so on (Figure 4B). These results indicate that SVs
altered the gene structure of TPSs, and the common occurrence

of gene truncations in the TPS gene family warrants further
functional research.

Structural Variations Caused a Large
Number of Atypical Terpene Synthases in
33 Rice Accessions
SVs are the main factor behind the changes in the protein spatial
folding structure (Al-Shatnawi et al., 2015). To explore whether
SVs affected the conserved domains of TPSs, we uploaded the
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FIGURE 3 | SVs and CNVs overlapping with the TPS gene family. (A) The display of SV insertion or deletion 2 kb upstream or downstream of TPS genes. (B) SV
insertion or deletion significantly altered some of the TPSs expression in roots or shoots (**p < 0.01 and ***p < 0.001, student’s t-test). (C) Schematic diagram of the
occurrence of CNVs that significantly altered TPS expression. (D) Pie chart showing the proportion of SVs or CNVs that significantly altered TPS expression levels
take up total SVs or CNVs that overlapped with the TPS gene family.

FIGURE 4 | SVs affecting the gene structure of TPS9 (A) and TPS29 (B) in 33 rice accessions.

TPS amino acid sequences of Basmati1, which has the most
TPSs overlapping with SVs, to MEME (see text footnote 6),
and compared them with the conserved domains of 44 TPSs
from MSU and 1 TPS from 02428 (Figure 5A). In general,
two of the ten conserved domains did not correspond with
each other, and the conservative order of the eight conserved
domains was altered. Furthermore, the consistency of amino
acid changes in each group of corresponding sequence logos
of motifs, suggested that SVs had a strong influence on the
conserved domains. The changes in conserved domains always
hinder the identification of the members of a gene family,
as they can be ignored in functional studies. Therefore, we
also counted and displayed atypical genes (not containing TPS
N and C terminal domains simultaneously) in each accession
(Figure 5B). The results showed that TPS38, TPS43, TPS3,

TPS24, TPS12, TPS17, and TPS16 in most accessions were both
typical and atypical genes. TPS25, TPS30, TPS28, TPS42, and
TPS27 were atypical genes in many accessions, which would
be ignored in traditional gene family analysis based on single
genome references. Therefore, it is necessary to perform gene
family identification using gene-based pan-genomes. The above
results indicated that SVs affect the conserved domains of TPS,
and are thus responsible for the appearance of a large number of
atypical genes in the 33 accessions.

Responses of the OsTPS Genes Under
the Infesting of Chilo suppressalis Larvae
Through the experiment of rice leaf and leaf sheath feeding on
Chilo suppressalis (Figure 6), the transcriptome of rice leaf and
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FIGURE 5 | SVs affecting the conserved domains of TPSs. (A) The conserved domain sequence logos of TPSs from reference (left) and Basmati1 (right) genomes.
The dotted line represents the correspondence between Basmati1 and the reference genome. The 10 conserved domains are arranged in ascending order of
E-values. (B) The typical and atypical TPS genes in each accession. The word “both” represents that there were both typical and atypical genes in each accession.

FIGURE 6 | The experimental setup. Three treatments (T1, T2, and T3) were set to study the responses of rice under C. suppressalis infesting.

leaf sheath were sequenced. By comparing the feeding samples
with the control, 25 differentially expressed OsTPS genes were
identified (Figure 7A). The expression of OsTPS20 in the leaf
sheath of Chilo suppressalis was higher than that of the control
at three time points after feeding, indicating that it was activated
by insect feeding. In the present study, the Pearson correlation
coefficient between rice transcription factors and differentially
expressed OsTPS genes was calculated. The results showed that
several transcription factor members such as bHLH, WRKY, and
bZIP were involved in the regulation of OsTPS genes (Figure 7B).

In the diterpene phytoalexins precursors biosynthesis and
ent-kaurene biosynthesis pathways, several OsTPS genes were

differentially expressed in leaves (Figures 8A,B). In the process
of ent-kaurene biosynthesis, many OsTPS genes were not
responded at the early stage of Chilo suppressalis feeding,
but many OsTPS genes such as OsTPS38 (LOC_Os02g36140),
OsTPS8 (LOC_Os04g10060), OsTPS39 (LOC_Os04g52210) and
OsTPS21 (LOC_Os12g30824) were up-regulated 24 h after
feeding. Among them, the expression of OsTPS38 was further
increased in the samples which removed the Chilo suppressalis
after 24 h of feeding. Geranylgeranyl diphosphate was needed
for ent-kaurene synthesis, and its biosynthesis-related genes were
also affected by the Chilo suppressalis feeding. LOC_Os04g56230,
an FSP (farnesyl diphosphate synthase) gene involved in the
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FIGURE 7 | (A) Heatmap of the differentially expressed OsTPS genes. (B) Coexpression network of OsTPS genes with transcription factors. The hexagons represent
the OsTPS genes. Correlations between TFs and OsTPS genes are calculated by Pearson’s correlation test (FDR < 0.05).

FIGURE 8 | The expression of key genes in and ent-kaurene biosynthesis pathways (A) and diterpene phytoalexins precursors biosynthesis (B).

synthesis of prenyl diphosphate, had the highest expression level
at the early stage of feeding. With the increase of feeding time,
the expression level of Os04g56230 was still higher than the
control samples, but was lower than the early stage samples.
The expression pattern of another FSP gene LOC_Os01g50760
was opposite to that of Os04g56230. It indicated that gene
family members didn’t play the same role in response to
external stresses.

In the process of diterpene phytoalexins precursors
biosynthesis, many genes encode the metabolites synthesis

enzymes responded to the feeding of Chilo suppressalis. Such
as OsTPS21 (LOC_Os12g30824), which encode the enzyme
of ent-sandaracopimaradiene and ent-pimara-8 (14), 15-
diene synthesis, was up-regulated at 24 h after feeding. The
(-)-ent-copalyl diphosphate synthesis related gene OsTPS13
(LOC_Os02g36210) was also up-regulated after feeding,
especially in the samples which removed the Chilo suppressalis
after 24 h of feeding. LOC_Os04g09920, a kind of 9-beta-pimara-
7,15-diene oxidase, was also highly expressed in the leaves of
24 hours Chilo suppressalis feeding. It affected the production
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of 9β-stemod-13 (17)-en-19-oate, which was involved in the
diterpenoid biosynthesis.

DISCUSSION

Chen et al. (2011) established an HMM model of TPS, based
on multiple sequence alignment of seven representative full-
length TPS proteins (PpCPS/KS, PgCPS, PaTPS-Lim, PtTPSFar,
At1g61680, At5g2390270, and At5g2390270), and identified 33
TPSs using hmmsearch. However, we identified 45 TPSs by
hmmsearch and SMART, and confirmed TPS N and C terminal
domains based on the high-quality rice gene-based pan-genome
constructed by Qin et al. (2021) A total of 42 TPSs were identified
in the reference genome, which was more than the number of
TPSs identified by Chen et al. (2011). The reference genome
used in our study was Nipponbare V.7.0 whose quality had
been significantly improved compared to the reference genome
used by Chen et al. (2011). Therefore, TPSs were identified
more accurately in this study. Furthermore, since the gene-based
pan-genome constructed by Qin et al. contains 32 additional
high-quality rice genomes apart from the reference genome, we
identified TPS42, which was lost in the reference genome. In
addition, when identifying TPSs, homologous genes that were in
the same collinear block were considered as TPS for a gene that
contained both TPS N and C terminal domains. For example,
TPS20 and TPS25 are atypical genes in MSU and do not contain
both N and C terminal domains. Because their homologous
genes are typical genes (genes with both N and C terminal
domains), these two atypical genes were identified as TPSs in our
study. However, these atypical genes cannot be identified when
performing gene family identification using a single reference
genome. SV is a common genetic variation, and the changes in
conserved domains caused by SVs may lead to the omission of
gene family members in the process of reference genome-based
gene family identification. For example, Huang et al. found that
AtVRLK1 belongs to the RLK gene family and regulates cell wall
thickening, and while the phenotype was weak in single and
triple knockout mutants, it was strong in the dominant-negative
mutant (Huang et al., 2018), indicating that functional pathways
may involve other members of the RLK gene family which due
to changes in their conserved domains, cannot be identified
through traditional gene family analysis based on a single
reference genome. Man et al. (2020) developed an improved
gene discovery method based on phylogenetic inference and
iterative HMM searching, that can identify atypical genes with
changes in gene structures and protein domains. However, the
gene family identification without reconfirmation of conserved
domains cannot guarantee the accuracy of the identified gene
family members. Therefore, it is necessary to perform gene family
identification using gene-based pan-genomes. The above results
indicated that SVs affect the conserved domains of TPS, and are
thus responsible for the appearance of a large number of atypical
genes in the 33 accessions.

Generally, gene family identification requires searching for
conserved domains in a genome protein file using hmmsearch,
submitting the presumed gene protein to SMART to reconfirm

the existence of the conserved domain, and finally obtaining the
gene family members. However, some genes in a gene family
do not contain conserved domains, and these genes are filtered
in the process of conserved domain search and reconfirmation
using hmmsearch and SMART. Nonetheless, these genes lacking
conserved domains may also perform important functions. For
example, Zhou et al. found an atypical gene (without SG7 and
SG7-2 domains at its C-terminal) called CmMYB012, which
plays an important role in response to high temperature in
chrysanthemum (Zhou et al., 2021). It remains to be determined
whether the reconfirmation of conserved domains improves the
accuracy of gene family identification, or ignores some functional
members of the gene family. In this study, we identified the TPS
gene family based on a high-quality gene-based pan-genome,
which not only confirmed the conserved domains of all members
of the TPS gene family using hmmsearch and SMART, but also
identified the atypical genes through collinear block information
of 33 accessions, which can be more convenient, effective, and
accurate for gene family identification and sequence enrichment.
According to the TPS gene sequences with presence/absence
variations, a series of experiments can be performed to study
the effects of overexpression or silence of these genes on the
production of terpenes in rice.

There have been many functional studies on OsTPSs. For
example, OsTPS33 has been found to catalyze the synthesis of
volatile sesquiterpenes, and plays an important role in the process
of indirect defense in rice (Cheng et al., 2007). In this study,
TPS33 is identified as a core gene, and the Ka/Ks ratio of 33
rice accessions is < < 1, suggesting that TPS33 is stable and
may participate in basic biological processes in rice, and has been
strongly purified by selection pressure during evolution. SV and
CNV analyses also showed that TPS33 neither overlaps with SV,
nor does any CNV occur in it, which further indicates a high level
of conservation in the gene. Zhan et al. found that OsTPS35 was
positively selected in japonica. In the presence of Mg2+, OsTPS35
catalyzes the conversion of geranylgeranyl diphosphate (GGDP)
to casbene. An approximately 1.9-fold increase in 5,10-diketo-
casbene levels was observed upon overexpression of OsTPS35,
while it was reduced to undetectable levels upon the knockout
of OsTPS35 (Zhan et al., 2020). Casbene is associated with
rice resistance. For example, 5,10-diketo-casbene, a casbane-
type diterpene phytoalexin in rice, plays an important role in
resistance to bacterial blight and rice blast (Inoue et al., 2013).
PAV heatmap showed that OsTPS35 was mainly absent in indica
(Figure 1B). In addition, the region containing TPS35 overlaps
with 10 SVs, and these 10 SVs were mostly deleted in indica.
These results indicate that TPS35 and SVs overlapping with
TPS35 were under different selection pressures in japonica and
indica. OsTPS24 improves the resistance of bacterial leaf blight by
encoding a jasmonate-responsive monoterpene synthase, which
can damage the cell membrane of Xoo (Yoshitomi et al., 2016).
We found that OsTPS24 overlapped with nine SVs, and most of
the overlapping regions were 2 kb upstream of the start codon. In
this study, certain SVs significantly altered the expression levels
of TPSs in roots and shoots. Therefore, whether or not the SVs
overlapping with TPS24 affect TPS24 expression in other tissues
requires further investigation. Although TPS24 is a typical gene
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on the reference genome, there are both typical and atypical genes
in other rice varieties, such as Basmati1 and CG14. Since atypical
genes may have important functions, finding whether or not these
atypical genes play a role in different varieties requires further
in-depth research.

Ent-kaurene is a class of diterpene metabolites, is an important
intermediate in the synthesis of gibberellin (Su et al., 2017; Yang
et al., 2020). Diterpenes are not only important intermediates,
but also play important roles in the interaction between plants
and other organisms. For example, diterpenoid kauralexins is
involved in herbivore and antifungal defense (Schmelz et al.,
2011). Some diterpenoids can be used as insecticides, such
as Rhodojaponin III, grayanotoxin III and kalmanol, which
show antifeedant, growth inhibition and insecticidal activities
against Leptinotarsa decemlineata and Spodoptera frugiperda
larvae (Klocke et al., 1991). As a substance that interacts with
insects in plants, ent-kaurene has not been deeply studied. In the
present study, several OsTPS genes (OsTPS38, OsTPS8, OsTPS39
etc.) that synthesize ent-kaurene were up-regulated in rice after
24 h Chilo suppressalis feeding. The higher expression of these
genes may suggest their potential role in insect resistance. In
an ecological context, some diterpenoids have been proved to
have insect resistance. For example, diterpene phytoalexins have
been found to have a variety of biological functions in rice
and maize, including allelopathy mediated by root exudates
and insect antifeedant activity (Schmelz et al., 2014). During
the diterpene phytoalexins precursors biosynthesis, several
differentially expressed OsTPS genes affected the production of
multiple intermediates, which may affect the final production
of diterpene phytoalexins. In another Stem Borer (SSB), Chilo
suppressalis (Walker) Infestation study, many other genes, such
as LTPL164, LTPL151, and LOC Os11g32100 were showed that
they have a potential role in insect resistance (Wang et al., 2018).

In conclusion, this is an in-depth study on the TPS gene
family, based on a high-quality rice gene-based pan-genome, and
revealed the abundant variations and possible changes in rice
traits caused by these variations, providing useful resources and
knowledge for rice resistance breeding.

DATA AVAILABILITY STATEMENT

The data are presented in the manuscript and the supporting
materials. The raw reads data are submitted to the Short
Read Archive (SRA) and BioProject accession number
PRJNA815937.

AUTHOR CONTRIBUTIONS

YS, X-DK, WW, J-CF, and Y-JZ conceived and designed the
experiments. YS, D-RK, P-TZ, and BJ contributed to manuscript
writing. YS, P-TZ, J-PN, Y-CH, XW, and D-RK conducted the
experiments. YS, J-PN, Y-CH, XW, Y-JZ, and X-DK contributed
to the data analysis. All authors contributed to the article and
approved the submitted version.

FUNDING

This work was supported by the National Natural Science
Foundation of China (31871964, 31801738, and 32100352), the
Major Science and Technology Projects in Anhui Province
(202003a06020009), Earmarked Fund for China Agriculture
Research System (CARS-01-40), the Special Funds for Supporting
Innovation and Entrepreneurship for Returned Oversea-students
in Anhui Province (2020LCX035), and Anhui Provincial Natural
Science Foundation (Youth project, 2008085QC148).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fpls.2022.
905982/full#supplementary-material

Supplementary Figure 1 | Gene structure of the TPSs overlapped with SVs.
(A–H) Were the gene structure of TPS2, TPS8, TPS11, TPS14, TPS 17, TPS21,
TPS28, and TPS45 respectively.

REFERENCES
Abel, C., Clauss, M., Schaub, A., Gershenzon, J., Planta, S., June, N., et al. (2016).

Floral and insect-induced volatile formation in Arabidopsis lyrata ssp. petraea,
a perennial, outcrossing relative of A. thaliana. Planta 230, 1–11. doi: 10.1007/
s00425-009-0921

Alicandri, E., Paolacci, A. R., Osadolor, S., Sorgonà, A., Badiani, M., and Ciaffi, M.
(2020). On the Evolution and Functional Diversity of Terpene Synthases in the
Pinus Species: A Review. J. Mol. Evol. 88, 253–283. doi: 10.1007/s00239-020-
09930-8

Al-Shatnawi, M., Ahmad, M. O., and Swamy, M. N. S. (2015). Prediction
of Indel flanking regions in protein sequences using a variable-order
Markov model. Bioinformatics 31, 40–47. doi: 10.1093/bioinformatics/bt
u556

Aubourg, S., Lecharny, A., and Bohlmann, J. (2002). Genomic analysis of the
terpenoid synthase (AtTPS) gene family of Arabidopsis thaliana. Mol. Genet.
Genom. 267, 730–745. doi: 10.1007/s00438-002-0709-y

Bohlmann, J., Martin, D., Oldham, N. J., and Gershenzon, J. (2000). Terpenoid
secondary metabolism in Arabidopsis thaliana: cDNA cloning, characterization,

and functional expression of a myrcene/ (e)-β-ocimene synthase. Arch.
Biochem. Biophys. 375, 261–269. doi: 10.1006/abbi.1999.1669

Chen, C., Chen, H., Zhang, Y., Thomas, H., Frank, M., He, Y., et al. (2018). TBtools
- an integrative toolkit developed for interactive analyses of big biological data.
bioRxiv [preprint]. doi: 10.1101/289660

Chen, S., Zhou, Y., Chen, Y., and Gu, J. (2018). Fastp: an ultra-fast all-
in-one FASTQ preprocessor. Bioinformatics 34, i884–i890. doi: 10.1093/
bioinformatics/bty560

Chen, F., Tholl, D., Bohlmann, J., and Pichersky, E. (2011). The family of terpene
synthases in plants: A mid-size family of genes for specialized metabolism
that is highly diversified throughout the kingdom. Plant J. 66, 212–229. doi:
10.1111/j.1365-313X.2011.04520.x

Cheng, A. X., Xiang, C. Y., Li, J. X., Yang, C. Q., Hu, W. L., Wang, L. J., et al.
(2007). The rice (E)-β-caryophyllene synthase (OsTPS3) accounts for the major
inducible volatile sesquiterpenes. Phytochemistry 68, 1632–1641. doi: 10.1016/j.
phytochem.2007.04.008

Chiang, C., Scott, A. J., Davis, J. R., Tsang, E. K., Li, X., Kim, Y., et al. (2017).
The impact of structural variation on human gene expression. Nat. Genet. 49,
692–699. doi: 10.1038/ng.3834

Frontiers in Plant Science | www.frontiersin.org 10 May 2022 | Volume 13 | Article 905982

https://www.frontiersin.org/articles/10.3389/fpls.2022.905982/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fpls.2022.905982/full#supplementary-material
https://doi.org/10.1007/s00425-009-0921
https://doi.org/10.1007/s00425-009-0921
https://doi.org/10.1007/s00239-020-09930-8
https://doi.org/10.1007/s00239-020-09930-8
https://doi.org/10.1093/bioinformatics/btu556
https://doi.org/10.1093/bioinformatics/btu556
https://doi.org/10.1007/s00438-002-0709-y
https://doi.org/10.1006/abbi.1999.1669
https://doi.org/10.1101/289660
https://doi.org/10.1093/bioinformatics/bty560
https://doi.org/10.1093/bioinformatics/bty560
https://doi.org/10.1111/j.1365-313X.2011.04520.x
https://doi.org/10.1111/j.1365-313X.2011.04520.x
https://doi.org/10.1016/j.phytochem.2007.04.008
https://doi.org/10.1016/j.phytochem.2007.04.008
https://doi.org/10.1038/ng.3834
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org/
https://www.frontiersin.org/journals/plant-science#articles


fpls-13-905982 May 16, 2022 Time: 16:5 # 11

Sun et al. Terpene Synthases in Rice Pan-Genome

Dudareva, N., Martin, D., Kish, C. M., Kolosova, N., Gorenstein, N., Fäldt, J., et al.
(2003). (E)-β-ocimene and myrcene synthase genes of floral scent biosynthesis
in snapdragon: function and expression of three terpene synthase genes of a
new terpene synthase subfamily. Plant Cell 15, 1227–1241. doi: 10.1105/tpc.01
1015

Falara, V., Akhtar, T. A., Nguyen, T. T. H., Spyropoulou, E. A., Bleeker, P. M.,
Schauvinhold, I., et al. (2011). The tomato terpene synthase gene family. Plant
Physiol. 157, 770–789. doi: 10.1104/pp.111.179648

Flagel, L. E., and Jonathan, F. W. (2009). Gene duplication and evolutionary novelty
in plants. New Phytol. 183, 557–564. doi: 10.1111/j.1469-8137.2009.02923.x

Han, L., Li, S., Liu, P., Peng, Y., and Hou, M. (2012). New artificial diet
for continuous rearing of chilo suppressalis (Lepidoptera: Crambidae). Ann.
Entomol. Soc. Am. 105, 253–258. doi: 10.1603/AN10170

Herde, M., Gärtner, K., Köllner, T. G., Fode, B., Boland, W., Gershenzon, J.,
et al. (2008). Identification and regulation of TPS04/GES, an Arabidopsis
geranyllinalool synthase catalyzing the first step in the formation of the insect-
induced volatile C16-homoterpene TMTT. Plant Cell 20, 1152–1168. doi: 10.
1105/tpc.106.049478

Hiltpold, I., Ko, T. G., Frey, M., Gierl, A., Gershenzon, J., Hibbard, B. E., et al.
(2009). Correction for Degenhardt et al. Restoring a maize root signal that
attracts insect-killing nematodes to control a major pest. Proc. Natl. Acad. Sci.
U.S.A. 106, 17606–17606. doi: 10.1073/pnas.0909073106

Huang, C., Zhang, R., Gui, J., Zhong, Y., and Li, L. (2018). The receptor-like kinase
AtVRLK1 regulates secondary cell wall thickening. Plant Physiol. 177, 671–683.
doi: 10.1104/pp.17.01279

Inoue, Y., Sakai, M., Yao, Q., Tanimoto, Y., Toshima, H., and Hasegawa, M.
(2013). Identification of a novel casbane-type diterpene phytoalexin, ent-10-
oxodepressin, from rice leaves. Biosci. Biotechnol. Biochem. 77, 760–765. doi:
10.1271/bbb.120891

Katoh, K., and Standley, D. M. (2013). MAFFT multiple sequence alignment
software version 7: improvements in performance and usability. Mol. Biol. Evol.
30, 772–780. doi: 10.1093/molbev/mst010

Kim, D., Paggi, J. M., Park, C., Bennett, C., and Salzberg, S. L. (2019). Graph-based
genome alignment and genotyping with HISAT2 and HISAT-genotype. Nat.
Biotechnol. 37, 907–915. doi: 10.1038/s41587-019-0201-4

Klocke, J. A., Mei-Ying, H., Shin-Foon, C., and Kubo, I. (1991). Grayanoid
diterpene insect antifeedants and insecticides from Rhododendron molle.
Phytochemistry 30, 1797–1800. doi: 10.1016/0031-9422

Love, M. I., Huber, W., and Anders, S. (2014). Moderated estimation of fold
change and dispersion for RNA-seq data with DESeq2. Genome Biol. 15:550.
doi: 10.1186/s13059-014-0550-8

Luo, G. H., Yao, J., Yang, Q., Zhang, Z. C., Hoffmann, A. A., and Fang, J. C.
(2016). Variability in development of the striped rice borer, Chilo suppressalis
(Lepidoptera: Pyralidae), due to instar number and last instar duration. Sci. Rep.
6:35231. doi: 10.1038/srep35231

Man, J., Gallagher, J. P., and Bartlett, M. (2020). Structural evolution drives
diversification of the large LRR-RLK gene family. New Phytol. 226, 1492–1505.
doi: 10.1111/nph.16455

Martin, D. M., Aubourg, S., Schouwey, M. B., Daviet, L., Schalk, M., Toub, O., et al.
(2010). Functional Annotation, Genome Organization and Phylogeny of the
Grapevine (Vitis vinifera) Terpene Synthase Gene Family Based on Genome
Assembly, FLcDNA Cloning, and Enzyme Assays. BMC Plant Biol. 10:226.
doi: 10.1186/1471-2229-10-226

Price, M. N., Dehal, P. S., and Arkin, A. P. (2009). Fasttree: computing large
minimum evolution trees with profiles instead of a distance matrix. Mol. Biol.
Evol. 26, 1641–1650. doi: 10.1093/molbev/msp077

Qin, P., Lu, H., Du, H., Wang, H., Chen, W., Chen, Z., et al. (2021).
Pan-genome analysis of 33 genetically diverse rice accessions reveals
hidden genomic variations. Cell 184, 3542.e–3558.e. doi: 10.1016/j.cell.2021.0
4.046

Schilmiller, A. L., Schauvinhold, I., Larson, M., Xu, R., Charbonneau, A. L.,
Schmidt, A., et al. (2009). Monoterpenes in the glandular trichomes of tomato
are synthesized from a neryl diphosphate precursor rather than geranyl
diphosphate. Proc. Natl. Acad. Sci. U.S.A. 106, 10865–10870. doi: 10.1073/pnas.
0904113106

Schmelz, E. A., Huffaker, A., Sims, J. W., Christensen, S. A., Lu, X., Okada, K., et al.
(2014). Biosynthesis, elicitation and roles of monocot terpenoid phytoalexins.
Plant J. 79, 659–678. doi: 10.1111/tpj.12436

Schmelz, E. A., Kaplan, F., Huffaker, A., Dafoe, N. J., Vaughan, M. M., Ni, X., et al.
(2011). Identity, regulation, and activity of inducible diterpenoid phytoalexins
in maize. Proc. Natl. Acad. Sci. U.S.A. 108, 5455–5460. doi: 10.1073/pnas.
1014714108

Shimoda, T., Nishihara, M., Ozawa, R., Takabayashi, J., and Arimura, G. I. (2012).
The effect of genetically enriched (E)-β-ocimene and the role of floral scent
in the attraction of the predatory mite Phytoseiulus persimilis to spider mite-
induced volatile blends of torenia. New Phytol. 193, 1009–1021. doi: 10.1111/j.
1469-8137.2011.04018.x

Su, P., Guan, H., Zhang, Y., Wang, X., Gao, L., Zhao, Y., et al. (2017). Probing the
single key amino acid responsible for the novel catalytic function of ent-kaurene
oxidase supported by NADPH-cytochrome P450 reductases in Tripterygium
wilfordii. Front. Plant Sci. 8:1756. doi: 10.3389/fpls.2017.01756

Valea, I., Motegi, A., Kawamura, N., Kawamoto, K., Miyao, A., Ozawa, R., et al.
(2021). The rice wound-inducible transcription factor RERJ1 sharing same
signal transduction pathway with OsMYC2 is necessary for defense response
to herbivory and bacterial blight. Plant Mol. Biol. [Epub ahead of print]. doi:
10.1007/s11103-021-01186-0

Wang, Y., Ju, D., Yang, X., Ma, D., and Wang, X. (2018). Comparative
Transcriptome Analysis Between Resistant and Susceptible Rice Cultivars
Responding to Striped Stem Borer (SSB), Chilo suppressalis (Walker)
Infestation. Front. Physiol. 9:1717. doi: 10.3389/fphys.2018.01717

Yang, M., Liu, G., Yamamura, Y., Chen, F., and Fu, J. (2020). Divergent Evolution
of the Diterpene Biosynthesis Pathway in Tea Plants (Camellia sinensis) Caused
by Single Amino Acid Variation of ent-Kaurene Synthase. J. Agric. Food Chem.
68, 9930–9939. doi: 10.1021/acs.jafc.0c03488

Yoshitomi, K., Taniguchi, S., Tanaka, K., Uji, Y., Akimitsu, K., and Gomi, K.
(2016). Rice terpene synthase 24 (OsTPS24) encodes a jasmonate-responsive
monoterpene synthase that produces an antibacterial γ-terpinene against rice
pathogen. J. Plant Physiol. 191, 120–126. doi: 10.1016/j.jplph.2015.12.008

Zhan, C., Lei, L., Liu, Z., Zhou, S., Yang, C., Zhu, X., et al. (2020). Selection of a
subspecies-specific diterpene gene cluster implicated in rice disease resistance.
Nat. Plants 6, 1447–1454. doi: 10.1038/s41477-020-00816-7

Zhou, L. J., Geng, Z., Wang, Y., Wang, Y., Liu, S., Chen, C., et al. (2021). A novel
transcription factor CmMYB012 inhibits flavone and anthocyanin biosynthesis
in response to high temperatures in chrysanthemum. Hortic. Res. 8:248. doi:
10.1038/s41438-021-00675-z

Conflict of Interest: J-PN and X-DK were employed by the JiguangGene
Biotechnology Co., Ltd. WW was employed by the Wuhu Qingyijiang Seed
Industry Co., Ltd.

The remaining authors declare that the research was conducted in the absence of
any commercial or financial relationships that could be construed as a potential
conflict of interest.

The reviewer LH declared a shared affiliation with the author Y-JZ to the handling
editor at the time of review.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Sun, Zhang, Kou, Han, Fang, Ni, Jiang, Wang, Zhang, Wang
and Kong. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) and the copyright owner(s)
are credited and that the original publication in this journal is cited, in accordance
with accepted academic practice. No use, distribution or reproduction is permitted
which does not comply with these terms.

Frontiers in Plant Science | www.frontiersin.org 11 May 2022 | Volume 13 | Article 905982

https://doi.org/10.1105/tpc.011015
https://doi.org/10.1105/tpc.011015
https://doi.org/10.1104/pp.111.179648
https://doi.org/10.1111/j.1469-8137.2009.02923.x
https://doi.org/10.1603/AN10170
https://doi.org/10.1105/tpc.106.049478
https://doi.org/10.1105/tpc.106.049478
https://doi.org/10.1073/pnas.0909073106
https://doi.org/10.1104/pp.17.01279
https://doi.org/10.1271/bbb.120891
https://doi.org/10.1271/bbb.120891
https://doi.org/10.1093/molbev/mst010
https://doi.org/10.1038/s41587-019-0201-4
https://doi.org/10.1016/0031-9422
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1038/srep35231
https://doi.org/10.1111/nph.16455
https://doi.org/10.1186/1471-2229-10-226
https://doi.org/10.1093/molbev/msp077
https://doi.org/10.1016/j.cell.2021.04.046
https://doi.org/10.1016/j.cell.2021.04.046
https://doi.org/10.1073/pnas.0904113106
https://doi.org/10.1073/pnas.0904113106
https://doi.org/10.1111/tpj.12436
https://doi.org/10.1073/pnas.1014714108
https://doi.org/10.1073/pnas.1014714108
https://doi.org/10.1111/j.1469-8137.2011.04018.x
https://doi.org/10.1111/j.1469-8137.2011.04018.x
https://doi.org/10.3389/fpls.2017.01756
https://doi.org/10.1007/s11103-021-01186-0
https://doi.org/10.1007/s11103-021-01186-0
https://doi.org/10.3389/fphys.2018.01717
https://doi.org/10.1021/acs.jafc.0c03488
https://doi.org/10.1016/j.jplph.2015.12.008
https://doi.org/10.1038/s41477-020-00816-7
https://doi.org/10.1038/s41438-021-00675-z
https://doi.org/10.1038/s41438-021-00675-z
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org/
https://www.frontiersin.org/journals/plant-science#articles

	Terpene Synthases in Rice Pan-Genome and Their Responses to Chilo suppressalis Larvae Infesting
	Introduction
	Materials and Methods
	Rice Breeding and Treated With Chilo suppressalis
	Sample Preparation for RNA Sequencing
	Identification of the Terpene Synthase Gene Family in the Rice Pan-Genome
	Phylogenetic Analysis
	Terpene Synthase Presence-Absence Variation Analysis
	Evolutionary Analysis of Terpene Synthase Genes in 33 Rice Assemblies
	Information Display of Structural Variations and Copy Number Variations
	Terpene Synthase Sequence Analysis Based on Structural Variations and Copy Number Variations
	Transcriptome Analysis

	Results
	Identification and Phylogenetic Analysis of Terpene Synthase in Oryza sativa Gene-Based Pan-Genome
	Terpene Synthase Selection Pressure Analysis
	The Terpene Synthase Gene Family Is Affected by Structural Variations and Copy Number Variations
	Structural Variations Affect the Gene Structure of Terpene Synthases
	Structural Variations Caused a Large Number of Atypical Terpene Synthases in 33 Rice Accessions
	Responses of the OsTPS Genes Under the Infesting of Chilo suppressalis Larvae

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References


