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ABSTRACT: Chicken is the main source of protein for humans in most parts of the world. However, excessive fat deposition in
chickens has become a serious problem. This adversely affects the growth of chickens and causes economic losses. Fat formation
mainly occurs through preadipocyte differentiation, and excessive fat deposition results from the accumulation of preadipocytes after
differentiation. Our previous studies have found that the connective tissue growth factor (CTGF) may be an important candidate
gene for fat deposition. However, its function and mechanism in preadipocyte differentiation are still unclear. In this study, the RT-
gPCR and Western blot results showed that the expression of CTGF mRNA and protein in the abdominal adipose of lean chickens
was significantly higher than that of fat chickens. Therefore, we studied the function and mechanism of the CTGF in the
differentiation of chicken preadipocytes. Functionally, the CTGF inhibited the differentiation of chicken preadipocytes.
Mechanistically, the CTGF mediated the TGFf1/Smad3 signaling pathway, thereby inhibiting the differentiation of chicken
preadipocytes. In addition, we used the unique molecular identifier (UMI) RNA-Seq technology to detect genes that can be
regulated by the CTGF in the whole genome. Through transcriptome data analysis, we selected actin gamma 2 (ACTG2) as a
candidate gene. Regarding the function of the ACTG2 gene, we found that it inhibited the differentiation of chicken preadipocytes.
Furthermore, we found that the CTGF can inhibit the differentiation of preadipocytes through the ACTG2 gene. In summary, this
study found the CTGF as a new negative regulator of chicken preadipocyte differentiation. The results of this study help improve the
understanding of the molecular genetic mechanism of chicken adipose tissue growth and development and also have reference
significance for the study of human obesity.
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1. INTRODUCTION preadipocytes into mature adipocytes.” Many cell regulators
are involved in the regulation of this process, such as
transcriptional regulators, including peroxisome proliferator-
activated receptor y (PPARy), CCAAT/enhancer-binding
protein (C/EBP), and Fatty acid binding protein A (A-FABP,
AP2),*” and many cytokines, including Insulin-like growth
factor-1,° cyclic adenosine monophosphate™'® and glucocorti-
coid."" After acting on specific receptors on the surface of the
adipocyte membrane, adipocytokines regulate the activity of
transcription factors of preadipocyte differentiation in cells
through the transmission of signaling pathways to realize the
regulation of preadipocyte differentiation."

Connective tissue growth factor (CTGF), a member of the
CCN protein family, is a cysteine-rich secreted protein. Many
studies have shown that the CTGF gene can regulate various
cellular functions, including extracellular matrix formation, cell

Broiler chickens are widely cultured and economically important
poultry worldwide. Chicken is the main source of protein for
humans in most parts of the world. With population growth,
rising incomes, and concerns about human health, the global
demand for chicken continues to grow.' Fast-growing broilers
are the main poultry used in broiler chicken production
worldwide, but the negative problem of excessive fat deposition
is very serious. Excessive fat deposition reduces carcass lean
meat rate, which reduces meat production.” Simultaneously, the
fat content affects the flavor and taste of food.? In addition, for
consumers, excessive fat intake may lead to chronic diseases such
as obesity and aggravate public health problems. High-fat diet is
already a public health problem, which has been proven to be
related to various digestive system diseases and tumors.”
Therefore, accurately and effectively controlling the excessive
fat deposition in broiler chickens is necessary and critical to —~
improve their carcass quality future. Received: May 14, 2024 PGO CHEMISTRY
To solve the problem of excessive fat deposition, we must first Revised:  August 10, 2024 i
understand the influencing factors of adipogenesis. Adipose Accepted:  August 13, 2024
tissue, mainly composed of fat cells, is an important organ for Published: August 23, 2024
energy storage in the body and has important endocrine
functions. Adipogenesis refers to the differentiation of
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adhesion, migration, apoptosis, cell differentiation and mito-
sis. ' A study has shown that CTGF can induce hepatic
progenitor cells to differentiate into hepatocytes.'> CTGF can
activate BMP2/Smad cascade signal to promote osteoblast
differentiation of periodontal ligament stem cells.'"® CTGF
induces tendon differentiation of adipose-derived stem cells
through FAK and ERK1/2 pathways.'” Although the effects of
CTGF on cell differentiation are very extensive, the effect of
CTGF on chicken preadipocyte differentiation has not been
reported. CTGF can act in various manners, including binding
to cell surface receptors. CTGF can bind to some cell surface
receptors and fibronectin and integrin asf;, thus effectively
promoting the adhesion of vascular epithelial cells, micro-
vascular epithelial cells, fibroblasts and human platelets."®
CTGEF can bind to the Wnt receptor low-density lipoprotein
(LDL) receptor—associated protein 6, thereby inhibiting the key
signaling cascades downstream of LDL receptor—associated
protein 6, including c-Jun N-terminal kinase and Wnt/p-
catenin.’” Moreover, CTGF can bind to some growth factors or
extracellular matrix proteins to play different roles.”’”*
Furthermore, many previous studies have found that the
TGFf/Smad3 signaling pathway can play a role in regulating
the expression of the CTGF gene.”””*

In our previous study, we used the 60K chicken SNP Beadchip
(Illumina) to obtain the genotype of the Northeast Agricultural
University broiler lines divergently selected for abdominal fat
content (NEAUHLF). We found some important candidate
genes, including CTGF, that may affect abdominal fat
deposition using genome-wide association analysis.”> Sub-
sequently, we found that the mRNA expression of the CTGF
gene in the abdominal fat of lean chickens was significantly
higher than that of fat chickens. Therefore, in this study, the
CTGF gene was selected as an important candidate gene
affecting chicken fat deposition. We found that CTGF can
inhibit the differentiation of preadipocytes through the TGEfS/
Smad3 signaling pathway and by inducing the expression of
actin gamma 2 (ACTG2).

2. MATERIALS AND METHODS

2.1. Experimental Chickens and Ethical Statement. The male
chickens used in this study were from the 23th (lean line, n = 4, and fat
line, n = 4) and 26th (lean line, n = 6, and fat line, n = 6) generations of
the NEAUHLF. NEAUHLF have been established since 1996, using
abdominal fat percentage (AFP) = abdominal fat weight (AFW)/body
weight at 7 weeks of age (BW7) and plasma very low-density
lipoprotein (VLDL) levels as selection criteria.”® All chickens were
maintained under similar environmental conditions and had free access
to feed and water. Commercial corn—soybean—based diets that met all
NRC (1994) requirements were provided in the study. All animal work
was conducted according to the guidelines for the Care and Use of
Experimental Animals established by the Ministry of Science and
Technology of the People’s Republic of China (approval number
2006—398) and was approved by the Laboratory Animal Management
Committee of Northeast Agricultural University.

2.2. Collection of Adipose Tissue. The male chickens were
slaughtered after fasting for 12 h at 7 weeks of age. The live weight
(BW7) of chickens was measured before slaughtering. Abdominal fat
(AF) was collected and weighed after slaughter. The collected adipose
tissue was washed with 0.75% NaCl, immediately frozen in liquid
nitrogen, and stored at —80 °C. The phenotype data of the BW7 and AF
weight (AFW) was showed in Supporting Information Table 1.

2.3. Cell Culture and Differentiation Induction. Chicken
stromal-vascular cells (SV) and fat cells (FC) were obtained through
type I collagenase digestion. Abdominal adipose tissue (3—5 g) was
isolated from 12-day-old chickens, chopped, added with collagenase I

(2 mg/mL), and incubated at 37 °C for 1 h. The suspension was then
passed through 100-mesh and 600-mesh nylon cell filters (BD Falcon,
New York) to remove undigested tissue. The filtrate was centrifuged at
200 X g for 10 min. The top layer (fat cell fraction) and precipitate
(stromal-vascular cell part) were collected as chicken mature adipocytes
and preadipocytes, respectively. Chicken preadipocytes ICP2 were
constructed in our laboratory.”” All cells were cultured in a basic
medium (DMEM/F12, Gibco) containing 10% fetal bovine serum
(FBS, BI, Israel) and 1% penicillin—streptomycin (Gibco). The cells
were inoculated into a 25 cm? culture flask and cultured at 37 °C, and
5% CO, in an incubator.

Cells were inoculated on cell plates. When the confluence reached
60%, the medium was removed, and the oleic acid (Sigma) induction
medium with a concentration of 200 yM was added to induce cell
differentiation. The oleic acid medium was replaced every 24 h.

2.4. Transfection. All siRNA sequences used in this study are listed
in Table 1. The expression plasmids of CTGF and ACTG2 were

Table 1. SiRNA Sequences Used in This Study

name sequences (5'—3)

si-CTGF sense: CCAGGGUCACCAACGAUAATT
antisense: UUAUCGUUGGUGACCCUGGTT

si-TGFp1 sense: GCAUCUUCUUCGUGUUCAAdTAT
antisense: UUGAACACGAAGAAGAUGCATAT
si-ACTG2 sense: GCACCAUCUACAGGGAGACTT

antisense: GUCUCCCUGUAGAUGGUGCTT

constructed by inserting expanded CTGF and ACTG2 cDNA
fragments into the pCMV-HA vector, respectively. Primer sequences
are listed in Table 2. The ICP2 cells were inoculated in 12-well plates
until the cell confluence reached 60%. Then, plasmids or siRNAs were
introduced into cells using Lipofectamine 3000 (Invitrogen).

2.5. Oil red O Staining and Extraction. The medium in the cell
plate was removed and washed three times with phosphate-buffered
saline (PBS) for 3 times. Each well was fixed for 30 min at 4 °C after
adding 4% paraformaldehyde. After discarding the fixative, the cell wells
were washed three times with PBS. Subsequently, cells were stained
with an Oil red O (Sigma) working solution (Oil red O stock solution/
distilled water = 3:2) at room temperature for 15 min. After removing
the staining solution and washing three times with PBS, 60%
isopropanol was added to each well for 10—-20 s. After removing
isopropanol, cells were washed three times with PBS. Finally, the
staining was observed using an inverted microscope. After photograph-
ing, Oil red O was dissolved in 100% isopropanol, and the optical
density (OD) was recorded at S10 nm using an enzyme reader. The
total protein concentration was determined using a BCA protein
quantitative analysis kit (Beyotime, China). The lipid droplet
accumulation was presented as a ratio of ODyg,, per mg protein.

2.6. RNA Extraction and Reverse Transcription—Quantitative
Polymerase Chain Reaction (RT-qPCR). Total RNA was extracted
from tissues (100 mg each) and cells using the RNAiso reagent kit
(TaRaKa, China). First strand cDNA synthesis was performed with 1
ug of total RNA (TaKaRa, China). A SYBR Green Premix Pro Taq HS
qPCR Kit (Accurate Biotechnology) was used for RT-qPCR. The
reaction conditions were as follows: 95 °C for 30 s followed by 40 cycles
of 95 °C for 5 s and 60 °C for 30 s. Data analysis was performed using
the average of the threshold cycle (ct) of each sample. The relative
expression level of the gene was calculated using the 2742 method.
The internal reference gene was a TATA-box binding protein (TBP).
The primers used for RT-qPCR are shown in Supporting Information
Table 2.

2.7. UMI RNA-Seq. UMI (Unique Molecular Identifier) RNA-Seq
was performed by SeqHealth company (Wuhan, China). The quantity
and purity of total RNA were controlled using a Nanophotometer
(N60, Germany), and the integrity of RNA was detected using a Qsep-
100. After the total RNA samples were qualified, the library was
constructed. Briefly, the enriched mRNA was disrupted into short
fragments, which were used as templates to synthesize one-strand
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Table 2. Primer Sequences of Plasmid Construction”

sequences (5'—3')

name
CTGF sense: tggccatggaggcccgaattc CAGCGCACAGCAACCCCA

antisense: ccgeggeegeggtacctcgagGTTAGCGTCTCCTTCTGGCTTTA
ACTG2 sense: ggccatggaggcccgaattcggATGTGCGAGGAGGAGACCACCGCCCTG

antisense: ccgeggecgeggtacctcgagTTAGAAGCACTTTCGGTGGACGAT

“The lowercase bases include homologous arms and restriction sites.
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Figure 1. Expression characteristics of the CTGF gene in the chicken adipose tissue and adipocytes. (A) The expression of CTGF mRNA in the
abdominal adipose tissue of fat and lean chickens. (B) The expression of CTGF protein in abdominal adipose tissue of fat and lean chickens. (C) The
expression of CTGF mRNA in primary chicken preadipocytes (SV) and mature adipocytes (FC). (D) The expression of CTGF protein in primary
chicken SV and FC. (E) Oil red O staining (left) to detect lipid droplet deposition and Oil red O extraction colorimetric extraction (right). (F) The
mRNA expression of the CTGF gene and adipocyte differentiation marker gene during chicken preadipocyte differentiation. (G) The expression of

CTGEF protein during the differentiation of chicken preadipocytes.

cDNA with hexanucleotide random primers, and then buffer, INTPs
and DNA polymerase I were added to synthesize two-strand cDNA.
Before amplification, the end of each double-stranded cDNA was
repaired, base A was added, and the UMI of 8 random bases was added
at the 5’ end. The fragment size was screened and purified using
magnetic beads before PCR amplification. The quality of the
constructed library was tested and the library products of 200—500
bps were enriched and quantified. Finally, the NovaSeq6000 sequencer
(Ilumina) was used for sequencing according to the standard
operation. The raw data were filtered using fastp (version 0.23.0) to
obtain high-quality sequencing data (clean data). KcUID software was
used to deduplicate clean data. Then similar reads were merged under
the same UID to read error correction and removal of duplicate reads.
STAR (version = 2.7.10a) software was used to align the clean data with
the chicken reference genome (GRCg7a), and the expression profile of
all transcripts was calculated using FeatureCounts software. The
mRNA expression was detected by calculating TPM (transcripts per
million), and the differentially expressed genes were screened using
DESeq2 (P < 0.05, IFoldChangel > 1.2).

2.8. Western Blot. Total protein was extracted from cells using
RIPA buffer (Beyotime, China) supplemented with a protease inhibitor
(Beyotime). The protein sample was added to SX denaturing loading
buffer (Beyotime), boiled for S min, separated using 10% SDS-PAGE,

19415

and transferred onto a 0.22-4M NC membrane. The antibody of CTGF
was purchased from Novus (1:1200, NB100-724). The antibody of
PPARy was purchased from Santa Cruz Biotechnology (1:1000, sc-
7273). The antibody of C/EBPf was purchased from MyBioSource
(1:1000, MBS9204875). The antibody of f-actin was purchased from
Beyotime (1:800, AA128, China). Horseradish peroxidase—labeled
goat antibody of rabbit IgG (1:1000, Beyotime, A0208, China) and
horseradish peroxidase—labeled goat antibody of Mouse IgG (1:1000,
Beyotime, A0216, China) were used as secondary antibodies. Specific
protein bands were visualized using the ECL detection kit (HaiGene,
China) in a chemiluminescence system (Sagecreation).

2.9. Statistical Analysis. All data are presented as mean + SD.
Student’s t-test analysis was used to assess the significant differences
between the two groups. Differences between multiple groups were
assessed using one-way analysis of variance. The Pearson correlation
coeflicient was used to analyze the correlation between the mRNA
expression level of the CTGF gene and the mRNA expression level of its
candidate downstream genes. The differences between the groups were
considered significant at a P value of <0.05 (*) and highly significant at
a P value of <0.01 (*%*),
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Figure 2. CTGF gene inhibits the differentiation of chicken preadipocytes. (A) Oil red O staining was used to detect the effect of CTGF knockdown on
lipid droplet deposition. (B) Effect of knocking down chicken CTGF on mRNA expression of differentiation marker genes in ICP2. (C) Effect of
knocking down chicken CTGF on protein expression of differentiation marker genes in ICP2. (D) The effect of adding rCTGF on lipid droplet
deposition in preadipocytes was detected by Oil red O staining. (E) The effect of adding rCTGF on the mRNA expression of CTGF and differentiation
marker gene in ICP2. (F) The effect of adding rCTGF on the protein expression of CTGF and differentiation marker gene in ICP2.
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3. RESULTS results indicate that CTGF is involved in the differentiation of
chicken preadipocytes.

3.1.E ion Ch teristics of the CTGF G inth
Xpression Lharactenstics ot ine enein the 3.2. CTGF Gene Inhibits the Differentiation of Chicken

Chicken Adipose Tissue and Adipocytes. To explore . '
whether the CTGF gene affects abdominal fat deposition in Preadipocytes. To clarify the effect of the CTGF gene on

chickens, we used the adipose tissue of 7-week-old male chicken preédipocyte differentiation, we designed and synthe-
chickens of the 23th generation (G23) of NEAUHLF as the sized three siRNAs targeting the CTGF gene to knockdown Fhe
experimental material to determine the tissue expression of the expression level of the CTGF gene in ICP2 (Supporting
CTGF gene. RT-qPCR and Western blot results showed that the Information Figure 1). In contrast, the interference effect of
mRNA and protein expression levels of the CTGF gene in the siCTGF-812 was relatively stable at all time the points.
adipose tissue were different between lean and fat lines (Figure Therefore, siCTGF-812 was used to knockdown the expression
1A,B). These findings suggested that the disparity in CTGF gene level of CTGF. After knocking down the CTGF gene, the

expression may be associated with the variation in abdominal fat d?POSiti(.’n. of liPid. dlj oplets c'luring chick.en preadipocyte
content between lean and fat lines. To determine whether CTGF differentiation was significantly increased (Figure ZA) More-
gene is involved in the differentiation of chicken adipocytes, we over, RT-qPCR results showed that the mRNA expression levels

detected the expression levels of CTGF in primary chicken of preadipocyte differentiation marker genes PPARy, AP2 and
preadipocytes (SV) and mature adipocytes (FC). RT-qPCR and C/EBPp were significantly increased and GATA?2 was decreased
Western blot results showed that the expression level of CTGF (Figure 2B). Western blot results showed that the expression
gene in preadipocytes was significantly higher than that in levels of PPARy and C/EBPf were significantly increased
mature adipocytes (Figure 1C,D). To explore whether CTGF is (Figure 2C). The above results indicate that the knockdown of

involved in preadipocyte differentiation, we used oleic acid to CTGF gene can promote the differentiation of chicken
induce ICP2 cell differentiation to obtain differentiated chicken preadipocytes.
preadipocytes. It was found that as differentiation progressed, We overexpressed the CTGF gene in chicken preadipocytes

there was an increase in the deposition of lipid droplets (Figure by adding CTGF recombinant protein (rCTGF) and by
1E), along with an increase in the expression of PPARy and a transfecting the pPCMV-CTGF plasmid, respectively. The results
decrease in the expression of GATA2 (Figure 1F). RT-qPCR of Oil red O staining showed that compared with 0 ng/mL,
and Western blot results showed that the mRNA and protein rCTGF at concentrations of 10, 50, 100, 200 ng/mL could
expression levels of the CTGF gene decreased gradually during inhibit lipid droplet deposition during chicken preadipocyte
chicken preadipocyte differentiation (Figure 1F,G). These differentiation, and the inhibition effect of 100 ng/mL rCTGF
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Figure 3. TGFf}1/Smad3 signaling pathway inhibited the differentiation of chicken preadipocytes. (A) The mRNA expression of CTGF after knocking
down TGFp1. (B) The protein expression of CTGF after knocking down TGFf1. (C) The mRNA expression of CTGF was detected after adding
rTGFp1. (D) The protein expression of CTGF was detected after adding rTGFf1. (E) Optimum concentration of the inhibitor SIS3. (F) The mRNA
expression of the CTGF gene was inhibited after inhibition of Smad3 phosphorylation. (G) The protein expression of the CTGF gene was inhibited
after inhibition of Smad3 phosphorylation. (H) Lipid droplet deposition after inhibition of Smad3 phosphorylation was detected using Oil red O assay.
(I) The mRNA expression of differentiation marker genes after inhibition of Smad3 phosphorylation. (J) The protein expression of differentiation

marker genes after inhibition of Smad3 phosphorylation.

was the most significant (Figure 2D). After adding 100 ng/mL
rCTGF, the mRNA and protein expression levels of CTGF in
the cells decreased significantly (Figure 2E,F). RT-qPCR results
showed the mRNA expression levels of PPARy, AP2 and C/
EBPp were significantly decreased, and the mRNA expression
level of GATA2 was significantly increased (Figure 2E). The
Western blot results showed that the protein expression levels of
PPARy and C/EBPf were significantly decreased (Figure 2F).
Based on the above results, it was concluded that CTGF was a
negative regulator of chicken preadipocyte differentiation.

3.3. CTGF Gene Affects the Differentiation of Chicken
Preadipocytes via the TGFf/Smad3 Signaling Pathway.
In mammals, CTGF is considered a downstream factor of
TGEp, which can be directly regulated by the TGFf3/Smad3
signaling pathway and participates in various biological
processes regulated by TGFB.””** RT-qPCR and Western
blot results showed that the mRNA and protein expression levels
of CTGF gene were significantly decreased after knocking down
TGFp1 in ICP2 (Figure 3A,B). The expression of CTGF gene
was significantly increased after adding rTGFf1 (Figure 3C,D).
Subsequently, to explore whether the TGFf/Smad3 signaling
pathway affects the expression of CTGF during chicken
preadipocyte differentiation, we treated cells with different
concentrations (0, 2.5, 5, and 10 M) of Smad3 phosphorylation
inhibitor (SIS3). Western blot results showed that S uM SIS3
could significantly inhibit the phosphorylation of Smad3 (Figure
3E). Inhibition of Smad3 phosphorylation in the TGFf3/Smad3

signaling pathway could inhibit TGFf1l-induced CTGF
expression (Figure 3F,G). In addition, we demonstrated that
the TGFf1/Smad3 signaling pathway inhibited the differ-
entiation of chicken preadipocytes (Figure 3H—J). The above
results indicate that TGFf1/Smad3 and CTGF could form the
TGFp1/Smad3/CTGEF signal axis.

Subsequently, we evaluated whether interference with CTGF
could attenuate the inhibitory effect of TGFf1 on chicken
preadipocyte differentiation. First, rTGFS1 with biological
activity was added to ICP2 cells for 6 h, and then CTGF was
knocked down using siRNA. After induction of differentiation, it
was found that knockdown of CTGEF significantly attenuated the
inhibitory effect of TGFf1 on preadipocyte differentiation
(Figure 4A—C). The above results indicated that the TGFf1/
Smad3/CTGF signaling axis inhibited the differentiation of
chicken preadipocytes.

3.4. UMI RNA-Seq Was Used to Screen CTGF-
Regulated Genes in the Whole Genome. To explore the
genes that CTGF can regulate during the differentiation of
chicken preadipocytes, we performed UMI RNA-seq on ICP2
cells after knocking down CTGEF. The total RNA of the control
and the CTGF knockdown groups was extracted, and the
concentration, purity, and integrity of the total RNA were
detected. The results are shown in Supporting Information
Figure 2.

The results of the principal component analysis showed that 6
samples were clustered into 2 groups, which proved that the
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Figure 4. Effect of CTGF knockdown on the differentiation of chicken preadipocytes regulated by TGEf1. (A) Lipid droplet deposition after the
knockdown of TGFf1-induced CTGF expression. (B) Effect of the knockdown of CTGF induced by TGFf1 on mRNA expression of differentiation
marker genes in chicken preadipocytes. (C) Effect of the knockdown of CTGF induced by TGFf1 on protein expression of differentiation marker

genes in chicken preadipocytes.

sequencing results were reliable and available (Figure SA).
DESeq2 software was used to screen differentially expressed
genes (DEGs) between the experimental and the control groups
with [FoldChangel of >1.2 and P value <0.0S as the standard. A
total of 95 DEGs were screened (Figure SB, Supporting
Information Document 2), including 53 upregulated genes and
42 downregulated genes. To better understand which biological
functions are significantly related to DEGs, we performed Gene
Ontology and Kyoto Encyclopedia of Genes and Genomes
functional enrichment analyses on the identified DEGs. Gene
Ontology analysis showed that these genes were significantly
enriched in biological processes, stress response, biological
tissue development, multicellular homeostasis and osteoclast
differentiation (Figure SC). Kyoto Encyclopedia of Genes and
Genomes analysis showed that DEGs were significantly
enriched in four pathways: focal adhesion signaling pathway,
Wnt signaling pathway, actin cytoskeleton regulation pathway,
and adhesion junction (Figure SD). The functional and pathway
analysis results of DEGs showed great differences between the
experimental and the control groups in biological tissue
development and cell differentiation. Based on the above results
and literature reports, 39 candidate genes with significant
differences (IFoldChangel of >1.2 and P < 0.05) related to
classical pathways such as fat and insulin were found. Among
them, there were 21 upregulated genes and 18 downregulated
genes. Then cluster analysis was performed on these 39
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candidate genes. As shown in Figure SE, the genes with the
same or similar expression patterns were clustered into the same
class, and the genes clustered into the same class may have
similar functions.

Among the 39 candidate genes, 9 genes have relatively special
coding sequences (such as a high GC content) for which specific
primers could not be designed for amplification. Therefore, we
finally verified the remaining 30 candidate genes (16
upregulated genes, 14 downregulated genes) using RT-qPCR.
The verification results of 21 genes were consistent with the
sequencing results (Figure SF,G). As shown in Figure SG, the
expression of the ACTG2 gene decreased most significantly after
CTGF knockdown. In order to further screen out the key genes
regulated by CTGF, we detected the mRNA expression of
CTGEF and the above 21 differential genes in the abdominal
adipose tissue of the 26th generation of 7-week-old fat and lean
chickens and performed the Pearson correlation analysis. The
results of the correlation analysis showed that the expression
levels of 6 genes of the upregulated genes were significantly
correlated with the expression level of CTGF (Supporting
Information Figure 3). Among the downregulated genes, the
expression levels of 8 genes were significantly correlated with the
expression level of CTGF, and the expression level of the
ACTG2 gene was significantly positively correlated with that of
CTGF (Figure SH, Supporting Information Figure 4). More-
over, the expression levels of 9 genes, including ACTG2 in the
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gene in the abdominal adipose tissue of fat and lean chickens.

adipose tissue of lean-line chickens were significantly higher
than those of fatline chickens (Figure SI, Supporting
Information Figure S5). According to the above results, the
mRNA expression of the ACTG2 gene in abdominal adipose
tissue of lean-line chickens was significantly higher than that of
fat-line. Simultaneously, the expression of the ACTG2 gene was
positively correlated with that of the CTGF gene in adipose
tissue. Moreover, we found that the ACTG2 gene was
significantly enriched in the actin cytoskeleton regulation
pathway. Previous studies have shown that the actin
cytoskeleton is a marker of adipocyte differentiation.”® In
addition, after interfering with the CTGF gene, the mRNA
expression level of ACTG2 changed most significantly. These
results suggest that ACTG2 may play an important role in
adipocyte differentiation. Therefore, we conducted a follow-up
study on the ACTG2 gene.

3.5. CTGF Affects Chicken Preadipocyte Differentia-
tion by Inducing the Expression of the ACTG2 Gene. To
further confirm that ACTG2 can be regulated by CTGF, we
examined the effect of CTGF overexpression on the expression

19419

of the ACTG2 gene. The results showed that the overexpression
of CTGF induced ACTG2 gene expression (Figure 6A). Then
we used RT-qPCR to detect the mRNA expression pattern of
the ACTG2 gene during chicken preadipocyte differentiation.
The results showed that with the progression of cell differ-
entiation, the ACTG2 gene showed a trend of decreasing first
and then increasing (Figure 6B). This result suggested that
ACTG2 was likely to be involved in the regulation of
preadipocyte differentiation. Therefore, we further studied the
effect of ACTG2 on chicken preadipocyte differentiation. First,
we used si-gga-ACTG2-1 to knockdown the ACTG2 gene in
ICP2 cells and then detected the changes in cell differentiation
(Figure 6C). Oil red O results showed that the cell lipid droplet
deposition increased after the knockdown of ACTG2 (Figure
6D). The results of RT-qPCR showed that the expression levels
of PPARy and AP2 genes were significantly increased (Figure
6E). The above results showed that the knockdown of the
ACTG2 gene could promote the differentiation of chicken
preadipocytes. Therefore, we speculate that CTGF can affect the
differentiation of chicken preadipocytes by affecting the
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Figure 6. CTGF affects chicken preadipocyte differentiation by inducing the expression of the ACTG2 gene. (A) The mRNA expression of the ACTG2
gene after overexpression of CTGF. (B) The expression pattern of the ACTG2 gene during the differentiation of chicken preadipocytes. (C) Screening
of ACTG2 gene siRNA. (D) Lipid droplet deposition after knocking down the ACTG2 gene. (E) The effect of knocking down ACTG2 on
differentiation marker genes. (F) The effect of overexpression of ACTG2 on lipid droplet deposition after knockdown of the CTGF gene. (G) The
effect of overexpression of ACTG2 on differentiation marker genes after knockdown of the CTGF gene.

expression of ACTG2. We first knocked down the expression of
CTGF and then overexpressed the ACTG2 gene in ICP2. Oil
red O results showed that overexpression of ACT G2 attenuated
the promotion of lipid droplet deposition after the knockdown
of CTGF (Figure 6F). In addition, RT-qPCR results showed
that the overexpression of the ACTG2 attenuated the mRNA
expression of PPARy and AP2 genes after knockdown of CTGF
(Figure 6G). The above results showed that overexpression of
ACTG2 gene could weaken the promoting eftect of CTGF
knockdown on the differentiation of chicken preadipocytes.

4. DISCUSSION

Adipose tissue is the center of fat accumulation, energy
expenditure, glucose and insulin metabolism, and hormone
.20 . L .
regulation.” However, excessive fat deposition in chickens
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reduces meat quality and yield. Adipocytes are differentiated
from preadipocytes and are the main components of adipose
tissue.”® Excessive fat deposition results from excessive
accumulation of FC. Therefore, preadipocyte differentiation
plays an important role in adipogenesis.

As a growth factor with complex functions, the role of CTGF
in chicken adipogenesis has not been reported. Our study found
that the mRNA and protein expression of the CTGF gene in
abdominal adipose tissue was significantly different between fat
and lean chickens, suggesting that the CTGF gene may be
related to abdominal fat deposition in chickens. The results of
previous studies showed that the expression of the CTGF gene in
human subcutaneous adipose precursor cells is significantly
higher than that in mature adipocytes.”’ Similarly, the
expression of CTGF in chicken primary preadipocytes was
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Figure 7. Model of CTGF affecting the differentiation of chicken
preadipocytes.

significantly higher than that in mature adipocytes (Figure
1C,D). These results suggest that CTGF may play an important
role in chicken adipogenesis. Previous studies have shown that
CTGF can inhibit the differentiation of 3T3-L1 preadipocytes.”
Similarly, the results of this study showed that CTGF could
inhibit the differentiation of chicken preadipocytes.

Subsequently, we explored how CTGF inhibits preadipocyte
differentiation. A large number of studies have shown that
CTGEF can be regulated by TGFf/Smad3 signaling and plays a
role in pulmonary and liver fibrosis.>>~>> The expression of
CTGEF in Smad3 knockout mice was lower than that in normal
mice because TGFf could not induce the expression of CTGF
in Smad3 knockout mice.”® In primary dermal fibroblasts,
TGFp1-induced CTGF expression was significantly inhibited by
siSmad3.”* TGFp1 can induce human trophoblast cells to
secrete CT GF protein, but this induction is significantly reduced
after Smad3 knockdown.”® Therefore, we treated ICP2 cells
with the TGFf/Smad3 signaling pathway inhibitor SIS3 and
found that the induction of CTGF by TGF/1 was significantly
attenuated (Figure 3G). Through rescue experiments, it was
found that the knockdown of CTGF could rescue the inhibitory
effect of TGFf1 on preadipocyte differentiation (Figure 4).
These results suggested that CT GF was the downstream gene of
TGFf1, and TGFfB/Smad3/CTGF formed a signal axis to
regulate preadipocyte differentiation.

In addition, the candidate gene ACTG2 was screened by UMI
RNA-seq. ACTG2 is a highly conserved smooth muscle actin,
which belongs to the y class of the actin family. Whether the
structure and function of actin are normal is closely related to the
health status of the growth and development of biological tissues
and organs.”” There are a few reports on the role of the ACTG2
gene in fat. OnIZ some actin families have been reported in
adipogenesis.”* "’ Previous studies in our laboratory have found
that ACT G2 was a target gene of TCF21, a negative regulator of
preadipocyte differentiation.*' Therefore, we studied the role of
ACTG2 in chicken preadipocyte differentiation. This study
confirmed that ACTG2 was a new regulator of preadipocyte
differentiation. At present, there are a few reports on the
relationship between CTGF and the ACTG2 gene. Only a few
studies have found that there is a specific binding between actin
and CTGF/Hcs24 in chondrocytes isolated from chondrosar-
coma.” In this study, we demonstrated that CTGF can induce

the expression of ACTG2 in preadipocytes and then affect the
differentiation of preadipocytes.

In summary, this study found CTGF as a new negative
regulator of preadipocyte differentiation. Mechanistically, on the
one hand, the CTGF gene can inhibit the differentiation of
chicken preadipocytes via the TGFf/Smad3 signaling pathway.
On the other hand, it can also inhibit the differentiation of
chicken preadipocytes by inducing the expression of ACTG2
(Figure 7).
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