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ABSTRACT: The silk gland is a larval-specific tissue of lepidopteran insects, including silkworm (Bombyx mori).
Ecdysteroid is one of the two most important hormones that regulate larval molting and metamorphosis. However, the
20-hydroxyecdysone (20E)-induced gene expression profile in the posterior silk gland (PSG) of silkworm has not been
clearly determined. In the present study, the silkworm larvae on the 2nd day of the fifth instar were treated with 20E.
The analysis identified 2151, 4385, and 5632 differentially expressed genes (DEGs) at 4 h, 24 h, and 48 h, respectively,
after 20E treatment; the downregulated transcripts were more than the upregulated transcripts at all time points.
The possible functions of the DEGs were determined using the Gene Ontology (GO) classification system. The Kyoto
Encyclopedia of Genes and Genomes (KEGG) database carried out the pathway enrichment analysis. Furthermore,
few selected DEGs were verified by quantitative real-time PCR (qQRT-PCR). Thus, the present study generated extensive
transcriptome and DEG profiling data using the PSG of the 20E-fed silkworm, which provided comprehensive gene
expression information at the transcriptional level. The study provides a comprehensive view of the molecular basis of

gene regulation by 20E in silkworm PSG.
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INTRODUCTION

As the most important insect species, the silkworm
Bombyx mori has been domesticated for silk produc-
tion for more than 5000 years [1]. Silkworm pupae
have recently been reported as one of the most suit-
able sources for preparation of pharmaceutical grade
chitosan [2]. It is an economically important and
well-studied lepidopteran model system for molecu-
lar genetics, biochemistry, developmental biology, and
genomics research [3]. The functional adaptation
of the Bombyx silk gland for silk protein synthesis
and secretion makes it a suitable model for gene ex-
pression and regulation studies and biotechnological
applications [4]. Due to the efficient protein synthesis
production by the silk gland and the practicality of
mass cultivation, the silkworm is considered a valu-
able candidate for producing recombinant proteins [5].
Therefore, understanding the molecular mechanism of
silk gland development and regulation will be valuable
for applied and basic research.

The silkworm silk gland, homologous to the
Drosophila salivary gland, can be anatomically and
physiologically divided into three distinct compart-
ments: anterior silk gland (ASG), middle silk gland
(MSG), and posterior silk gland (PSG) [6]. The PSG
is the longest suborgan that is responsible for syn-
thesizing the silk core protein fibroin, composed of

heavy (H) and light (L) chains and P25, also named
fibrohexamerin (fhx) [7,8]. The fibroin secreted ex-
clusively from the larval PSG moves to the MSG, where
heterogeneous sericin proteins are enveloped and then
toward the ASG, where the silk fiber is formed and
spun.

Studies have proven that the function and de-
velopment of silk glands are under the control of
hormones [9]. Ecdysone is the principal steroid hor-
mone in insects synthesized by the action of pro-
thoracicotropic hormone (PTTH) on the prothoracic
glands [10]. In silkworm, the inactive form of
ecdysone is released into the hemolymph and con-
verted to an active state, 20-hydroxyecdysone (20E),
in the peripheral tissues [11,12]. In B. mori, low
ecdysteroid levels are necessary for the proper function
and development of the silk gland [13]. On the other
hand, high concentrations of ecdysteroids caused silk
gland regression during the larval molts or degenera-
tion during the pupal molts [14]. Typically, treatment
with 20E can promote the maturation of silkworms and
shorten the developmental duration. The hormonal
studies on B. mori mainly intended to exploit silk
commercially [15]. Meanwhile, microarray analysis
has characterized the global gene expression profile of
the silkworm PSG [16]. The proteomic profiles of PSGs
from silkworms fed on different diets have also been
compared to determine the effects of differential nutri-
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ent conditions on silk protein synthesis [17]. However,
the effect of 20E on the transcriptome in PSG has not
been described.

The present study employed the Illumina Genome
Analyzer platform to identify the differentially ex-
pressed genes (DEGs) and understand the transcrip-
tome changes in the PSGs of 20E-fed silkworms. Fur-
thermore, quantitative real-time PCR (qRT-PCR) was
used to verify few selected DEGs. The study’s findings
provide the first comprehensive view of PSG develop-
ment and gene regulation by 20E at the transcriptional
level.

MATERIALS AND METHODS
Preparation of ecdysone solution

Ecdysone (20-hydroxyecdysone, 20E) (Sigma-Aldrich
Trading Co, Ltd, Shanghai, China) solution was diluted
to 2 x 102 ug/ul concentration [18]. Mulberry leaves
were immersed in the solution for 5 s and allowed to
dry naturally before being fed to the second day, fifth
instar silkworms.

Insect rearing and PSG dissection

The domesticated silkworm strain Dazao was used in
this study. These worms were reared at a standard tem-
perature under a 12 h light/12 h dark cycle. Healthy
and active fifth instar larvae were randomly selected
for the experiments, with three replicates. The control
group was fed with mulberry leaves soaked in double-
distilled water, and the experimental groups were fed
with mulberry leaves dipped in 20E solution for 1 h
and subsequently with normal mulberry leaves. The
experimental and control larvae were dissected at 4 h,
24 h, and 48 h after feeding 20E-coated leaves. The
PSG of ten larvae were collected and rinsed three
times in diethylpyrocarbonate (DEPC)-treated double-
distilled water. All tissues were stored at —80 °C until
further use.

RNA extraction

Total RNA was isolated from the 20E-treated PSG and
the control PSG using TRIzol (Invitrogen, Camarillo,
CA) according to the manufacturer’s instructions to
perform Illumina sequencing. Further, the RNA sam-
ples were pretreated with RNase-free DNase I (TaKaRa,
Beijing, China) for 30 min at 37 °C to remove any resid-
ual DNA. RNA quality was verified using agarose gel
electrophoresis and NanoDrop ND-1000 spectropho-
tometer (NanoDrop, Wilmington, DE).

Library preparation and Illumina sequencing

The RNA-seq libraries were prepared using the
TruSeq™ DNA Sample Preparation Kit (Illumina, San
Diego, USA), following the manufacturer’s instruc-
tions. Approximately 20 p.g of total RNA obtained from
the 20E-treated PSG was used to isolate mRNA with
Sera Mag Magnetic Oligo (dT) Beads. The purified
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mRNA was fragmented into small pieces (100-400 bp)
using divalent cations for 5 min at 94°C to avoid
priming bias. The double-stranded cDNA was first syn-
thesized using the SuperScript Double-Stranded cDNA
Synthesis Kit (Invitrogen, Camarillo, CA) with random
hexamer (N6) primers. The libraries were sequenced
using Illumina’s HighSeq 2000 platform according to
the manufacturer’s protocol.

Data analysis

Preprocessing was carried out following a stringent fil-
tering process. First, the raw reads were filtered to re-
move low-quality sequences, and the generated clean
reads were aligned to the deposited reference gene se-
quences generated from the SilkDB database (v2.0; ftp:
//silkdb.org/pub/current/Gene/) using TopHat soft-
ware (v2.0.6) [19]. The DEGs were identified at a
p-value of 0.05 [20]. For genes expressed only in
one sample, the DEGs were identified at a fold-change
value of 1 (FC-test).

Functional annotation

The possible functions of all DEGs were annotated
using the GO (Gene Ontology) classification system
(http://www.geneontology.org/). GO term with a
corrected p < 0.05 was designated as a significantly
enriched term. WEGO (Web Gene Ontology Annota-
tion Plot) software was used to visualize, compare, and
plot the GO annotation results [21]. The KEGG (Kyoto
Encyclopedia of Genes and Genomes) database (http:
//www.genome.jp/kegg/) was used to analyze the
pathway enrichment [22]. The DEGs were functionally
annotated following BLAST comparisons with the man-
ually curated KEGG GENES database. Pathways with
a corrected p < 0.05 were designated as significantly
enriched pathways.

Quantitative real-time PCR

Quantitative real-time PCR was carried out on a real-
time reverse transcription-PCR system (ABI 7300, Ap-
plied Biosystems, USA) to validate the RNA-seq data.
Primers used to determine the relative expression
level of the genes were designed based on the cDNA
sequences using the Primer premier software (v5.0)
(Table S1). The housekeeping gene of B. mori actin3
was used as an internal control to normalize the gene
relative expression levels. A total of 20 pl of the real-
time PCR solution contained 0.2 pg of cDNA, 5 pmol
of each primer, and 10 pl of SYBR Green PCR Master
Mix. PCR was run in triplicates with two biological
replicates; the thermal cycling program was 95 °C for
10 min followed by 40 cycles at 95°C for 30 s, 60°C
for 1 min. The relative expression level of these genes
was determined according to the 2724¢T method [23].
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RESULTS
Global statistics of RNA-seq data

To better understand the 20E-induced gene regula-
tion in Bombyx PSG, four expression libraries were
constructed from the 20E-treated and control PSGs
of silkworms, and the transcriptomes were compared.
The RNA-seq raw data were deposited to NCBI Se-
quence Read Archive (SRA) with the accession num-
bers SRR15522085, SRR15522084, SRR15522083,
and SRR15522082 (https://www.ncbi.nlm.nih.gov/
Traces/study/?acc=PRIJNA756109). The total length
of the reads was about 21 Gb, representing about a
45-fold coverage of the B. mori genome and more
than 637-fold coverage of the annotated transcrip-
tome. After removing the low-quality reads, a total of
221733704 paired-end reads with an average length
of 97.75 bp were obtained and used to map the Bombyx
genome using TopHat software [24]. Approximately
81.87% of the reads for NC (negative control), and
79.55% , 79.46%, and 79.96% after 4, 24, and 48 h
20E treatment, respectively, were found mapped to the
silkworm genome (Table S2).

Further, RPKM (Reads Per Kilobase of transcript
per Million mapped reads) was used to estimate
the gene expression abundance. Of the predicted
13 340 protein-coding silkworm genes that were built
by merging the different gene datasets using GLEAN in
the SilkDB [25], 10330, 10235, 10206, and 10172
genes were found expressed in NC, 4 h, 24 h, and
48 h, respectively, which covered 77.44%, 76.72%,
76.51%, and 76.25% of the predicted genes, respec-
tively (Table S3).

Identification of DEGs after 20E treatment

The DEGs identified at the early feeding stage may
provide an important clue to the Bombyx response
against 20E. First, the expression abundance of tag-
mapped genes was normalized by counting the number
of transcripts per million (TPM) clean tags, and then,
p < 0.05 and log, Ratio=1 were used as a threshold to
distinguish the DEGs during feeding. Analysis showed
differences in DEGs identified at 4 h, 24 h, and 48 h
(Fig. 1). A total of 2151, 4385, and 5632 genes were
differentially expressed at 4 h, 24 h, and 48 h after 20E
treatment.

Venn analysis showed that the total number of
upregulated and downregulated genes were 345 and
660, respectively (Fig. 2). Meanwhile, 378, 386, and
429 genes were uniquely upregulated, while 149, 592,
and 1683 genes were downregulated at 4 h, 24 h, and
48 h, respectively (Fig. 2).

Functional annotation of DEGs

The GO analysis was performed to classify the func-
tions of DEGs revealed by transcriptomic analysis. A
total of 202 upregulated and 202 downregulated genes
were annotated in the GO functional groups for 4 h.
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Fig. 1 Differential expressed genes of the 4 h, 24 h and 48 h
20E-treated PSGs. All reads were aligned to predicted genes
and are shown as logl0 values derived from cDNAs of the
PSGs. (A) 4 h; (B) 24 h; (C) 48 h. The up-regulated genes
and down-regulated genes are marked with red and green
spots, respectively.

Meanwhile, the numbers of upregulated and downreg-
ulated genes with GO annotations were 230 and 187,
respectively, for 24 h and 230 and 207, respectively,
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Fig. 2 Number of common differential expressed genes
between different time points after 20E treatment. (A) up-
regulated; (B) down-regulated.

Table 1 Summary of GO and KEGG enrichment analysis of
the 4 h, 24 h and 48 h 20E-treated PSGs.

GO KEGG
DEG p<0.05 p<00l p<0.05 p<0.01
all 2151 265 151 72 48
4h  up 1004 202 119 65 37
down 1147 202 124 52 24
all 4385 253 145 88 59
24h  up 1147 230 108 62 38
down 3238 187 128 75 47
all 5632 223 108 78 37
48h up 1209 230 108 76 50
down 4423 207 77 59 31

for 48 h (Table 1). The DEGs were termed by GO
ontology into three categories, namely cellular com-
ponent, molecular function, and biological process. In
each of the three main categories, “cell and cell parts”,
“binding”, “catalytic activity”, “cellular process”, and
“metabolic process” terms were dominant. Interest-
ingly, few genes related to “chemoattractant” were
upregulated in 20E-treated PSG, while few related
to “virion and virion part”, “protein tag”, and “viral
reproduction” were downregulated (Fig. 3).

KEGG analysis of DEGs

Furthermore, the DEGs were mapped to the refer-
ence canonical pathways using the KEGG database
to identify the biological pathways active in the 20-
treated PSG [21]. KEGG enrichment analysis revealed
that 65 upregulated and 52 downregulated pathways
were predicted for 4 h. Meanwhile, the numbers of
upregulated and downregulated genes annotated were
62 and 75, respectively, for 24 h and 76 and 59,
respectively, for 48 h (Table 1). The ten most impor-
tant pathways of 4 h, 24 h, and 48 h are displayed
in Fig. 4. KEGG pathway analysis revealed that the
upregulated genes at 4 h, 24 h, and 48 h were mainly
enriched in the “lysosome”, “pentose and glucuronate
interconversions”, and “purine metabolism” pathways,
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respectively. Conversely, the downregulated genes at
4 h, 24 h, and 48 h were mainly enriched in the
“biosynthesis of unsaturated fatty acids”, “pathways in

cancer”, and “splicesome”, respectively.

DEGs and pathways identified at 4 h

At 4 h after feeding 20E-treated mulberry leaves,
2151 DEGs were identified, including 1004 upregu-
lated and 1147 downregulated genes. A total of 117
KEGG pathways were identified at this time point,
of which 65 were upregulated, such as “lysosome”,
“phagosome”, “glycerolipid metabolism”, “neuroactive
ligand-receptor interaction”, “amino acids (glycine,
serine, and threonine) metabolism”, “focal adhesion”,
“gap junction”, and “pentose and glucuronate in-
terconversions”; 15, 14, and 11 upregulated DEGs
were involved in “lysosome”; “phagosome” and “glyc-
erolipid metabolism”, respectively. Meanwhile, 52
pathways were downregulated, including “biosynthe-
sis of unsaturated fatty acids”, “Huntington’s dis-
ease”, “peroxisome”, “neuroactive ligand-receptor in-
teraction”, “pancreatic secretion”, “starch and sucrose
metabolism”, “fatty acid biosynthesis”, and “biotin
metabolism”; 17, 16, and 11 downregulated DEGs
were involved in “biosynthesis of unsaturated fatty
acids”, “Huntington’s disease”, and “peroxisome”, re-

spectively.

”

DEGs and pathways identified at 24 h

Furthermore, 4385 DEGs, including 1147 upregu-
lated and 3238 downregulated ones, were identi-
fied at 24 h after 20E treatment. At this time
point, 137 pathways were identified, and 62 of
them, including “pentose and glucuronate intercon-
versions”, “glycine, serine and threonine metabolism”,
“starch and sucrose metabolism”, “metabolism of xeno-
biotics by cytochrome P450”, “phagosome”, “lyso-
some”, “drug metabolism-other enzymes”, “glyc-
erolipid metabolism”, “drug metabolism-cytochrome
P450”, and “peroxisome” were upregulated; 15, 15,
and 14 upregulated DEGs were enriched in “pentose
and glucuronate interconversions”, “glycine, serine
and threonine metabolism”, and “starch and sucrose
metabolism”, respectively. Meanwhile, 75 identified
pathways were downregulated, including “pathways
in cancer”, “endocytosis”, “MAPK signaling pathway”,
“insulin signaling pathway”, “chemokine signaling
pathway”, “influenza A”, “regulation of actin cytoskele-
ton”, “tight junction”, “vascular smooth muscle con-
traction”, and “ErbB signaling pathway”; 39, 34, and
33 downregulated DEGs were involved in “pathways in
cancer”, “endocytosis” and “MAPK signaling pathway”,

respectively.

DEGs and pathways identified at 48 h

At 48 h after 20E treatment, 5632 DEGs were iden-
tified; 1209 were upregulated, and 4423 were down-
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Fig. 4 KEGG analysis for differential expressed genes. p-value < 0.05 and FDR < 0.05 were used as a threshold to select
significant KEGG pathways. A,B: KEGG analysis for up-/down-regulated DEGs of 4 h; C,D: KEGG analysis for up-/down-
regulated DEGs of 24 h; E,F: KEGG analysis for up-/down-regulated DEGs of 48 h.

regulated. Further, 135 pathways were identified at
48 h, of which 76, including “purine metabolism”,
“oxidative phosphorylation”, “influenza A’, “phago-
some”, “glycine, serine and threonine metabolism”,
“pyruvate metabolism”, “pentose and glucuronate in-

terconversions”, “metabolism of xenobiotics by cy-
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tochrome P450”, “lysosome”, and “starch and sucrose
metabolism” were upregulated; 19, 17, and 16 upreg-
ulated DEGs were enriched in “purine metabolism”,
“oxidative phosphorylation” and “influenza A”, respec-
tively. Besides, 59 identified pathways were down-
regulated at 48 h, including “spliceosome”, “RNA
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transport”, “cell cycle”, “ribosome biogenesis in eu-
karyotes”, “insulin signaling pathway”, “cell cycle-

yeast”, “mRNA surveillance pathway”, “wnt signaling

pathway”, “chemokine signaling pathway”, and “RNA
degradation”; 83, 67, and 48 downregulated DEGs
were involved in “splicesome”, “RNA transport”, and

“cell cycle”, respectively.

Validation of DEGs by quantitative real-time PCR

To validate the DEGs identified using Solexa Sequenc-
ing, a time-course analysis of the gene expression
was performed by qRT-PCR. Twelve random DEGs
were selected for the qRT-PCR, and their transcrip-
tion levels are shown in Fig. 5. The qRT-PCR data
of these genes were consistent with the sequencing
result. Both analyses revealed that the genes encoding
lysozyme, sex-specific storage-protein 2, and serine
protease inhibitor 14 were upregulated at 4 h, 24 h,
and 48 h after 20E treatment. Likewise, the genes
encoding cyclin-dependent kinase 12, receptor-type
guanylyl cyclase, cuticular protein RR-2 motif 127, and
cytochrome P450 18al were significantly suppressed
at all time points. Meanwhile, the expression levels
of the genes encoding glycolipid transfer protein, DNA
polymerase accessory subunit, ethanolamine kinase-
like, and translation machinery-associated protein 16
were upregulated in the PSG at 4 h and 24 h and
downregulated at 48 h.

DISCUSSION

The present study systematically analyzed the gene
expression profile and regulation in 20E-treated silk-
worm PSG for the first time. The genome-wide tran-
scriptome profiles provided deep insights into the bio-
logical pathways and molecular mechanisms [26, 27].
This study employed RNA-seq, a cost-effective and ro-
bust technology, to analyze the transcriptome changes
in silkworm PSG after 20E treatment. GO and KEGG
analyses were used to classify the functions of DEGs
and identify the 20E regulatory pathway.

The PSG analysis revealed that many 20E-induced
genes were found mainly distributed in “purine
metabolism”, “oxidative phosphorylation”, “starch and
sucrose metabolism”, “glycerolipid metabolism”, and
“pentose and glucuronate interconversions” pathways.
Many genes involved in energy metabolism, includ-
ing genes in the “starch and sucrose metabolism”,
“glycerolipid metabolism”, “oxidative phosphoryla-
tion”, and “pentose and glucuronate interconversions”
pathways, were upregulated by 20E, implying the
importance of these genes to meet the energy re-
quirement during the physiological and developmental
processes. The top KEGG pathway enriched mainly
by the DEGs at 48 h was “purine metabolism”, which
probably provides the components of the nucleotides,
DNA, and RNA and the energy currency of the cell,
ATP [28]. Typically, hormones, including ecdysones,
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are required for the formation of the Bombyx cuti-
cle. The expression of ecdysis-related genes suggests
that the PSG surface layer is renewed along with
the shedding of epidermal cells, which are under the
hormones’ control. Meanwhile, the cuticular proteins
are rich in glycine, alanine, and serine, the primary
fibroin synthesis materials. Many genes upregulated
after 20E treatment were enriched in the “glycine,
serine and threonine metabolism” pathway, implying
the importance of these genes in providing amino
acids to meet the physiological and developmental
requirements. However, whether the shed cuticle is
recycled as an amino acid source for fibroin synthesis
remains unclear.

Many genes downregulated after 20E treatment
were mainly distributed in the “spliceosome”, “RNA
transport”, “cell cycle”, and “ribosome biogenesis in
eukaryotes” pathways. The spliceosome is complex
molecular machinery involved in the removal of in-
trons from mRNA precursors [29]. Meanwhile, the
transport of RNA from the nucleus to the cytoplasm
is fundamental for gene expression and regulation.
Most eukaryotic RNAs are produced in the nucleus by
RNA polymerase I, II, or III. The RNA molecules un-
dergo various post-transcriptional processing events,
and many are localized in their functional sites in the
cell [30]. In the present study, the ribosome biogenesis
for mRNA translation was downregulated in the 20E-
treated PSG, which indicates that 20E transcriptionally
inactivates cell cycle genes for increasing DNA content
and ribosome biogenesis for increasing protein con-
tent [31].

Cytochrome P450 is a complex and ubiquitous su-
perfamily of heme-containing enzymes that participate
in the metabolism of both exogenous and endogenous
substrates [32]. A total of 84 P450 genes were iden-
tified, of which 78 were functional in the silkworm.
Most P450s of the silkworm, tandemly arranged on
chromosomes, were upregulated in the fat body after
exposure to insecticides [33]. In this study, P450 was
upregulated at 24 h and 48 h but downregulated at
4 h after feeding 20E, which indicates the response of
P450 genes to 20E.

Furthermore, studies have demonstrated the hor-
monal regulation of silk gland function and devel-
opment [9]. Comparative transcriptome analysis of
the seven segments of the silk gland of the 5th in-
star larvae revealed that the genes highly expressed
in the PSG were mainly involved in the ribosome,
proteasome, citrate cycle, and glycolysis/gluconeoge-
nesis pathways, consistent with the present study [34].
Besides, 20E regulated the transcription of the L-chain
and P25 genes of fibroin, and the effect was dose-
dependent [35]. The present study revealed that the
transcription levels of L-chain and P25 were signifi-
cantly upregulated by 20E at a concentration of 2 x
1072 pg/ul. Several protein factors binding the tran-
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Fig. 5 Verification of transcriptomics results of DEGs by qPCR. The transcriptional results of DEGs (RPKM) are marked
with black. The qPCR data of DEGs up-regulated and down-regulated by 20E are marked with red and green. The mis-
matched DEGs are marked with gray. (A1,A2) lysozyme; (B1,B2) glutathione S-transferase omega 2; (C1,C2) sex-specific
storage-protein 2; (D1,D2) serine protease inhibitor 14; (E1,E2) cyclin dependent kinase 12; (F1,F2) receptor type guanylyl
cyclase; (G1,G2) cuticular protein RR-2 motif 127; (H1,H2) cytochrome P450 18al; (11,12) glycolipid transfer protein; (J1,J2)
DNA polymerase accessory subunit; (K1,K2) ethanolamine kinase-like; (L1,L2) translation machinery-associated protein 16.
Asterisks denote significant differences between treatment group and negative control (NC) group, as determined using
pairwise t-tests (* p < 0.05, ** p < 0.01).

www.scienceasia.org


http://www.scienceasia.org/
www.scienceasia.org

ScienceAsia 48 (2022)

scriptional regulatory elements of silk genes have been
identified and characterized in 20E-treated silkworms,
including Fkh, FMBP1, POUM1, BMFA, SGF-1, and
SGFB [36,37]. The differences in gene response to
20E indicate their different roles in the transcriptional
regulation of silk genes.

CONCLUSION

In summary, the global transcriptome profiling of the
20E-treated PSG provided a comprehensive view of
the molecular basis of PSG development and gene
regulation by 20E at the transcriptional level for the
first time in this study. At 4 h, 24 h, and 48 h after
20E treatment, 2151, 4385, and 5632 genes were dif-
ferentially expressed. More downregulated transcripts
than upregulated transcripts were identified at all time
points. Further, GO annotation and KEGG analysis
were performed to classify the functions of DEGs and
identify the pathways involved in the 20E regulation.
Furthermore, few selected DEGs were verified by qRT-
PCR.

Appendix A: Supplementary data

Supplementary data associated with this article can be
found at http://dx.doi.org/10.2306/scienceasial513-1874.
2022.025.
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Appendix A. Supplementary data

Table S1 Primers used in this study.

S1

Target gene

Accession number

Primer Sequence (5'-3")

Lysozyme

glutathione S-transferase omega 2 (GSTo2)
sex-specific storage-protein 2 (Sp2)

serine protease inhibitor 14 (serpin-14)
cyclin dependent kinase 12 (CDK12)
receptor type guanylyl cyclase (Gey)
cuticular protein RR-2 motif 127 (CPR127)
cytochrome P450 18al (Cypl8al)
glycolipid transfer protein (LOC692943)
DNA polymerase accessory subunit (LOC692827)
ethanolamine kinase-like (LOC101745087)

translation machinery-associated protein 16

NM_001043983.1
NM_001043941.1
NM_001044125.1
NM_001146234.1
NM_001258363.1
NM_001043405.1
NM_001173172.1
NM_001083609.2
NM_001046783.1
NM_001046672.1
XM_004927829.1

XM_004928943.1

AGGAACTGGGTATGTCTGG
TCGCTGCCTTAGTAATGTC
TCTCCGACACTGTCAATGAGGA
TCAGCGTATCCAGGTTCACTTC
ATGACAAGATGAGGGATG
GGATAACAGCGATGTAGAA
CAACATTACTTATTTCCCTC
CGTCAACCTTGTCGCTTC
AAGGCTCATTCTATTTGGTC
TTCCGATGACAGTACGCTA
TGCTGTGCTGACCGTGAC
CAGGAGGACCGCATCGTA
GGCGTCGCTGACCCTAAT
CAGCATTGAAGCCGTGGA
TTGGAAATGGCTGAAGGTG
GCCGACATGACGAAGATGAG
TAATAATGGTAAAGCTCCTG
GACCCAACTGTGATACTTCT
TAGGAAATACTGGTGGAG
ACTGAGGCGATAATGGTT
GAGTAGCTTTGGGTCAGT
TGGTCCCTTCATCTTTGT
AACTAGAACAGATCGCATTA
GTTCATTTGTTGTGGGTC

Table S2 Raw data preprocessed results.

Raw data Valid data Valid ratio
Sample
Read Base Read Base Average length (reads)
NC 63101320 6373233320 60161304 5917618167 98.36 95.34%
4h 56179596 5674139196 53347028 5203708238 97.54 94.96%
24 h 58905136 5949418736 56129632 5481791612 97.66 95.29%
48 h 54413422 5495755622 52095740 5072287797 97.36 95.74%
All 232599474 23492546874 221733704 21675405814 97.75 95.33%
Table S3 Evaluation of valid reads mapped to reference genome of each sample.
Valid data Map data Data% All gene Expression gene Gene%
NC 60161304 49253916 81.87% 13340 10330 77.44%
4h 53347028 42437547 79.55% 13340 10235 76.72%
24 h 56129632 44600496 79.46% 13340 10206 76.51%
48 h 52095740 41654489 79.96% 13340 10172 76.25%
all 221733704 177946448 80.25% 13340 11412 85.55%
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