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Abstract. – OBJECTIVE: Gastric cancer (GC) 
is one of the most ordinary malignant tumors. 
Recent studies have revealed that circular RNAs 
(circRNAs) play an important role in the progres-
sion of tumorigenesis. In this research, circ-
SMAD7 was selected to identify how it functions 
in the progression of GC.

PATIENTS AND METHODS: Circ-SMAD7 ex-
pression in paired GC patients’ tissue samples 
and cell lines was detected by Real Time-quan-
titative Polymerase Chain Reaction (RT-qPCR). 
The role of circ-SMAD7 in the metastasis of GC 
was detected through wound healing assay and 
transwell assay. Western blot assay and RT-qP-
CR were used to discover the function of circ-
SMAD7 in epithelial-to-mesenchymal transition 
(EMT) process. Furthermore, tumor metastasis 
assay was also performed in vivo.

RESULTS: In this study, RT-qPCR results 
showed that circ-SMAD7 expression was signifi-
cantly lower in GC tissues compared to that in 
adjacent ones. Cell migration and invasion of GC 
were inhibited via upregulation of circ-SMAD7. 
Moreover, the results of further experiments re-
vealed that the EMT-related proteins were regu-
lated via upregulation of circ-SMAD7 in GC. Fur-
thermore, tumor metastasis of GC was inhibit-
ed via upregulation of circ-SMAD7 in nude mice.

CONCLUSIONS: These results indicate that 
upregulation of circ-SMAD7 inhibits GC cell mi-
gration and invasion via reversing the EMT pro-
cess.
Key Words:

Long noncoding RNA, Circ-SMAD7, Gastric cancer, 
Epithelial-to-mesenchymal transition. 

Introduction

Gastric cancer (GC) remains a major threat to 
public health worldwide which is the most com-

mon gastrointestinal malignancy in East Asia1,2. 
It is estimated that approximately 28,000 cases 
were diagnosed with gastric neoplasms in 2017. 
Moreover, 10,960 deaths were expected to be 
related closely to GC which is one of the top lead-
ing causes of cancer-related death in the world3. 
Despite tremendous advances have been made 
in the development of detection techniques and 
interventions of GC in the past decades, the rate 
of local recurrence remains high, ranging from 
2.8%-12.5%4. Also, most GC cases are diagnosed 
at late stages which are characterized by malig-
nant invasion and distant metastasis. Therefore, it 
is very urgent to understand the underlying mo-
lecular mechanism of GC and improve the poor 
prognosis for the unfortunate patients.

Circular RNAs (circRNAs) have emerged as 
a new hot topic in the noncoding RNAs network 
which is formed by a covalently closed loop. 
Previous studies5 have revealed that circRNAs 
were differentially expressed in various can-
cerous tissues or cells which are closely related 
to disease status and prognosis. For example, 
androgen-responsive circ-SMARCA5 is remark-
ably overexpressed in prostate cancer which en-
hances the proliferation of prostate cancer cells. 
By sponging miR-1271, circ-ABCB10 facilitates 
the proliferation and progression of breast can-
cer cell6. Through regulating the expression of 
miR-138, circ-0020397 promotes cell viability 
and invasion in colorectal cancer by targeting 
TERT and PD-L17.

Circ-SMAD7 is a novel circRNA which plays 
a vital role in malignant tumors. In the present 
study, circ-SMAD7 was remarkably downreg-
ulated in GC tissues and cell lines. Moreover, 
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circ-SMAD7 inhibited migration and invasion of 
GC in vitro and in vivo. Our further experiments 
also showed that circ-SMAD7 inhibited epitheli-
al-to-mesenchymal transition (EMT) process of 
GC.

Patients and Methods

Tissue Samples
In total, 46 patients were collected in this 

research. They underwent surgical resection at 
China-Japan Union Hospital of Jilin Universi-
ty. Human GC tissues and adjacent non-tumor 
tissues were obtained from patients during the 
surgery. After surgical resection, all the tissue 
samples were snap-frozen in liquid nitrogen im-
mediately. Before the surgery, no radiotherapy 
and chemotherapy treatment were performed in 
any patient. This investigation was approved by 
the Ethics Committee of China-Japan Union Hos-
pital of Jilin University. Signed written informed 
consents were obtained from all participants be-
fore the study.

Cell Culture
The GC cell lines (BGC-823, SGC-7901, HGC-

27, and MKN-45) and human gastric epithelial 
cell line (GES) were bought from American 
Type Culture Collection (ATCC; Manassas, VA, 
USA). 10% fetal bovine serum (FBS; Gibco, 
Rockville, MD, USA), Roswell Park Memorial 
Institute-1640 (RPMI-1640; HyClone, South Lo-
gan, UT, USA) and 1% penicillin/streptomycin 
(Sigma-Aldrich, St. Louis, MO, USA) were used 
to culture the cells in a humidified incubator at 
37°C with 5% CO2.

Cell Transfection
According to the manufacturer’s instructions, 

the circ-SMAD7 lentivirus or negative control 
(NC) was synthesized by GenePharma (Gene-
Pharma, Shanghai, China), which were then 
transfected into SGC-7901 cells through Lipo-
fectamine 2000 reagent (Invitrogen, Carlsbad, 
CA, USA) according to the manufacturer’s pro-
tocol.

RNA Extraction and Real 
Time-Quantitative Polymerase 
Chain Reaction (RT-qPCR)

According to the manufacturer’s instructions, 
TRIzol reagent (Invitrogen, Carlsbad, CA, USA) 
was utilized to extract total RNA from tissue 

and cultured cells. By using a Reverse Tran-
scription Kit (TaKaRa, Dalian, China), RNA 
was reverse transcribed to complementary de-
oxyribose nucleic acid (cDNA) for RT-qPCR. By 
using SYBR Green (TaKaRa, Dalian, China), 
RT-qPCR was performed to detect the expression 
of circ-SMAD7 in GC tissues and cells with a 
normalizing control, glyceraldehyde 3-phosphate 
dehydrogenase (GAPDH). The primers used for 
RT-qPCR were as follows: circ-SMAD7 forward: 
5′-GGGGAGTGGCTGTGGATAA-3′ and re-
verse: 5′-TCTCAAGAGGGATTTACAAACG-3′; 
GAPDH, forward: 5′-GCACCGTCAAGGCT-
GAGAAC-3′ and reverse: 5′-TGGTGAAGACGC-
CAGTGGA-3′. The thermal cycle was as follows: 
pre-denaturation at 95°C for 1 min, followed by 
40 cycles at 95°C for 15 s, 60°C for 30 s, and 72°C 
for 30 s. The 2-ΔΔCt method was used to calculate 
the relative expression.

Wound Healing Assay
1.0×104 cells were seed into a 6-well plate. 

Three parallel lines were made on the back of 
each well. After growing to about 90% conflu-
ence, cells were scratched with a pipette tip and 
cultured in a medium. Cells were photographed 
under a light microscope after 0 h and 48 h. Each 
assay was independently repeated in triplicate.

Transwell Assay
After transfection, cells (5×104) in 200 µL se-

rum-free RPMI-1640 were added to the top cham-
ber of an 8 μm pore size insert (Corning, Corning, 
NY, USA) with or without 50 µg Matrigel (BD, 
Bedford, MA, USA). RPMI-1640 and FBS were 
then added to the lower chamber. 48 h later, the top 
surface of the chambers was treated with methanol 
for 30 min after being wiped by a cotton swab. 
Next, they were stained in crystal violet for 20 
min. Three fields were used to count the data for 
migration and the invasion membrane.

Tumor Metastasis Assay
Transfected GC cells were injected into the tail 

vein of NOD/SCID mice (6 weeks old). The mice 
were sacrificed and the lung was extracted after 
4 weeks. Then, the number of metastatic nodules 
in the lung was counted. The animal experiments 
were approved by the Animal Ethics Committee 
of Jilin University.

Western Blot Analysis
Reagent radioimmunoprecipitation assay (RI-

PA; Beyotime, Shanghai, China) was utilized to 
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extract protein from cells. Bicinchoninic acid 
(BCA) protein assay kit (TaKaRa, Dalian, Chi-
na) was chosen to quantify protein concentra-
tions. The target proteins were separated by so-
dium dodecyl sulphate-polyacrylamide gel elec-
trophoresis (SDS-PAGE). Then, they were incu-
bated with antibodies after being replaced to the 
polyvinylidene difluoride (PVDF) membranes 
(Millipore, Billerica, MA, USA). Cell Signaling 
Technology (CST, Danvers, MA, USA) provided 
us rabbit anti-GAPDH and rabbit anti-E-cadher-
in, rabbit anti-N-cadherin, rabbit anti-Vimentin, 
as well as goat anti-rabbit secondary antibody. 
The Image J software (NIH, Bethesda, MD, 
USA) was applied for the assessment of protein 
expression.

Statistical Analysis
Statistical analysis was conducted by Statis-

tical Product and Service Solutions (SPSS) 17.0 
(SPSS, Chicago, IL, USA). Independent-sample 
t-test was used to compare the difference between 
the two groups. Moreover, p<0.05 was considered 
a statistically significant difference.

Results

The Circ-SMAD7 Expression Level in
GC Tissues and Cells

RT-qPCR was used to monitor circ-SMAD7 
expression in 46 GC patients’ tissues and cells. 
Circ-SMAD7 was lower expressed in GC tissue 
samples than in adjacent tissues (Figure 1A). 
Meanwhile, the circ-SMAD7 expression level 
was lower in GC cells than in GES (Figure 1B).

Cell Migration and Invasion were 
Inhibited in GC Cells Via Upregulation
of Circ-SMAD7

In our study, we chose the SGC-7901 cell 
line for the upregulation of circ-SMAD7. Then, 
RT‑qPCR was utilized for detecting the circ-
SMAD7 expression (Figure 2A). Moreover, 
wound healing assay showed that the migrated 
length of SGC-7901 cells was significantly de-
creased after circ-SMAD7 was upregulated (Fig-
ure 2B). Furthermore, the transwell assay showed 
that the number of migrated and invaded cells 
was significantly increased after circ-SMAD7 
was upregulated (Figures 2C and 2D). 

The Interaction Between EMT Process 
and Circ-SMAD7 in GC

To explore how circ-SMAD7 functioned in 
the EMT process of GC, RT-qPCR, and Western 
blot assay were conducted to detect the EMT-re-
lated proteins such as E-cadherin, N-cadherin, 
and Vimentin. The RT-qPCR assay showed that 
the expression of E-cadherin was higher in circ-
SMAD7 lentivirus group than in NC group (Fig-
ure 3A), while the expression of N-cadherin and 
Vimentin was lower in circ-SMAD7 lentivirus 
group than in NC group (Figures 3B and 3C). 
Meanwhile, the Western blot assay also showed 
similar results (Figure 3D). 

Tumor Metastasis of GC Was Inhibited 
In Vivo Via Upregulation of Circ-SMAD7

The number of metastatic nodules in the 
lung from the circ-SMAD7 lentivirus group was 
significantly reduced compared to NC group 
(Figure 4A). Moreover, the expression level of 

Figure 1. Expression level of circ-SMAD7 was decreased in GC tissues and cell lines. A, Circ-SMAD7 expression was 
significantly decreased in the GC tissues compared with adjacent tissues. B, Expression level of circ-SMAD7 was lower in the 
human GC cell lines than that in GES cells by RT-qPCR. GAPDH was used as an internal control. Data are presented as the 
mean ± standard error of the mean. *p<0.05.
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circ-SMAD7 in extracted metastatic nodules 
was detected by RT-qPCR. The results showed 
that circ-SMAD7 was higher expressed in circ-
SMAD7 lentivirus group compared with NC 
group (Figure 4B). Above results suggested that 
circ-SMAD7 could inhibit tumor metastasis in 
vivo.

Discussion

Recently, circRNAs have been reported to play 
an important role in the tumorigenesis of GC. 
For instance, the overexpression of circ-PVT1 
promotes cell proliferation in gastric cancer by 
serving as a sponge for the miR-125 family which 
may be a potential factor and prognostic biomark-
er in GC8. By regulating expression of LATS1 
and sponging miR-424-5p, circ-LARP4 suppress-

es the proliferation and invasion of GC cells9. 
CircRNA-100269 is downregulated in GC which 
inhibits cell growth in GC tumor via targeting 
miR-63010. The expression of circ-0003159 is re-
markably negatively related to the progression of 
gastric cancer11.

CircRNA SMAD7, generated from chromo-
somal 18, is reported to be lowly expressed in 
esophageal squamous cell carcinoma and inhibit 
tumor proliferation and migration12. In the current 
study, we conducted experiments to identify the 
role of circ-SMAD7 in GC. Results showed that 
circ-SMAD7 was downregulated in GC samples 
and cells. Besides, GC migration and invasion 
were found to be inhibited via the upregulation 
of circ-SMAD7. Experiments in vivo also showed 
that the inhibition of tumor metastasis was in-
duced by circ-SMAD7. Above results indicated 
that circ-SMAD7 inhibited 

Figure 2. Upregulation of circ-SMAD7 inhibited GC cell migration and invasion. A, Circ-SMAD7 expression in GC cells 
transfected with negative control (NC) or circ-SMAD7 lentivirus (circ-SMAD7) was detected by RT-qPCR. B, Wound healing 
assay showed that the migrated length of cells in circ-SMAD7 group was significantly decreased compared with NC group 
in GC cells (magnification: 40×). C, Transwell assay showed that upregulation of circ-SMAD7 significantly repressed cell 
migration in GC cells (magnification: 40×). D, Transwell assay showed that upregulation of circ-SMAD7 markedly repressed 
cell invasion in GC cells (magnification: 40×). The results represent the average of three independent experiments (mean ± 
standard error of the mean). *p<0.05, as compared with the control cells.
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EMT is a crucial biological process involved 
in a multitude of developmental and pathological 
events. EMT is characterized by the progressive 
loss of cell-to-cell contacts resulting in filopo-
dia formation and mesenchymal gene expression 
which enables cell migration and invasion. For 

example, EMT is associated with poor tumor dif-
ferentiation in pancreatic ductal adenocarcinoma 
which can be increased by gemcitabine13. URG11 
promotes cell proliferation and EMT in benign 
prostatic hyperplasia cells via the RhoA/ROCK1 
pathway14. Through the activation of ZEB1 and 

Figure 3. The association between circ-SMAD7 and EMT process of GC. A, RT-qPCR results revealed that the expression 
of E-cadherin in EMT process of GC was upregulated in circ-SMAD7 group compared with NC group. B, RT-qPCR results 
revealed that the expression of N-cadherin in EMT process of GC was downregulated in circ-SMAD7 group compared 
with NC group. C, RT-qPCR results revealed that the expression of Vimentin in EMT process of GC was downregulated 
in circ-SMAD7 group compared with NC group. D, Western blot assay was used to detect the protein level of E-cadherin, 
N-cadherin, and Vimentin in EMT process of GC after circ-SMAD7 was upregulated. The results represent the average of 
three independent experiments (mean ± standard error of the mean). *p<0.05.

Figure 4. Upregulation of circ-SMAD7 inhibited tumor metastasis in vivo. A, Number of metastatic nodules in the lung from 
the circ-SMAD7 group compared with NC group. B, Relative expression of circ-SMAD7 in extracted nodules were examined 
by RT-qPCR. Data are presented as the mean ± SD of three independent experiments. *p< 0.05. 
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interaction with miR-139-5p, lncRNA HCP5 
enhances epithelial-mesenchymal transition in 
colorectal cancer15. E-cadherin, N-cadherin, and 
Vimentin are vital proteins in the EMT process. 
To detect the effect of circ-SMAD7 during the 
EMT process of GC, we observed the changes of 
these proteins through the upregulation of circ-
SMAD7 in GC cells. Results showed that the 
EMT process was reversed by the upregulation 
of circ-SMAD7. 

Conclusions

We demonstrated that circ-SMAD7 could 
inhibit GC metastasis through suppressing the 
EMT process. These findings implied that circ-
SMAD7 could serve as a prospective therapeutic 
target for GC.

Conflict of Interest
The Authors declare that they have no conflict of interests.

References

  1)	 Torre LA, Bray F, Siegel RL, Ferlay J, Lortet-Tieulent 
J, Jemal A. Global cancer statistics, 2012. CA Can-
cer J Clin 2015; 65: 87-108.

  2)	 Liu M, Liu KD, Zhang L, Cai J, Yao HW, Bai YK, 
Zhang ZT. Circ_0009910 regulates growth and 
metastasis and is associated with poor progno-
sis in gastric cancer. Eur Rev Med Pharmacol Sci 
2018; 22: 8248-8256. 

  3)	 Siegel RL, Miller KD, Jemal A. Cancer Statistics, 
2017. CA Cancer J Clin 2017; 67: 7-30.

  4)	 Tanabe S, Ishido K, Higuchi K, Sasaki T, Katada C, 
Azuma M, Naruke A, Kim M, Koizumi W. Long-term 
outcomes of endoscopic submucosal dissection 
for early gastric cancer: a retrospective compar-
ison with conventional endoscopic resection in a 
single center. Gastric Cancer 2014; 17: 130-136.

  5)	 Kong Z, Wan X, Zhang Y, Zhang P, Zhang Y, Zhang 
X, Qi X, Wu H, Huang J, Li Y. Androgen-respon-
sive circular RNA circSMARCA5 is up-regulated 
and promotes cell proliferation in prostate cancer. 
Biochem Biophys Res Commun 2017; 493: 1217-
1223.

  6)	 Liang HF, Zhang XZ, Liu BG, Jia GT, Li WL. Circu-
lar RNA circ-ABCB10 promotes breast cancer 
proliferation and progression through spong-
ing miR-1271. Am J Cancer Res 2017; 7: 1566-
1576.

  7)	 Zhang XL, Xu LL, Wang F. Hsa_circ_0020397 reg-
ulates colorectal cancer cell viability, apoptosis 
and invasion by promoting the expression of the 
miR-138 targets TERT and PD-L1. Cell Biol Int 
2017; 41: 1056-1064.

  8)	 Chen J, Li Y, Zheng Q, Bao C, He J, Chen B, Lyu D, 
Zheng B, Xu Y, Long Z, Zhou Y, Zhu H, Wang Y, He 
X, Shi Y, Huang S. Circular RNA profile identifies 
circPVT1 as a proliferative factor and prognostic 
marker in gastric cancer. Cancer Lett 2017; 388: 
208-219.

  9)	 Zhang J, Liu H, Hou L, Wang G, Zhang R, Huang Y, 
Chen X, Zhu J. Circular RNA_LARP4 inhibits cell 
proliferation and invasion of gastric cancer by 
sponging miR-424-5p and regulating LATS1 ex-
pression. Mol Cancer 2017; 16: 151.

10)	 Zhang Y, Liu H, Li W, Yu J, Li J, Shen Z, Ye G, Qi X, 
Li G. CircRNA_100269 is downregulated in gas-
tric cancer and suppresses tumor cell growth by 
targeting miR-630. Aging (Albany NY) 2017; 9: 
1585-1594.

11)	 Tian M, Chen R, Li T, Xiao B. Reduced expression 
of circRNA hsa_circ_0003159 in gastric cancer 
and its clinical significance. J Clin Lab Anal 2018; 
32. doi: 10.1002/jcla.22281.

12)	 Zhang Y, Wang Q, Zhu D, Rong J, Shi W, Cao X. 
Up-regulation of circ-SMAD7 inhibits tumor pro-
liferation and migration in esophageal squamous 
cell carcinoma. Biomed Pharmacother 2019; 111: 
596-601.

13)	 Bulle A, Dekervel J, Libbrecht L, Nittner D, Deschut-
tere L, Lambrecht D, Van Cutsem E, Verslype C, van 
Pelt J. Gemcitabine induces epithelial-to-mesen-
chymal transition in patient-derived pancreatic 
ductal adenocarcinoma xenografts. Am J Transl 
Res 2019; 11: 765-779.

14)	 Zhang G, Zhu F, Han G, Li Z, Yu Q, Li Z, Li J. Si-
lencing of URG11 expression inhibits the prolif-
eration and epithelial-mesenchymal transition in 
benign prostatic hyperplasia cells via the RhoA/
ROCK1 pathway. Mol Med Rep 2018; 18: 391-
398.

15)	 Yang C, Sun J, Liu W, Yang Y, Chu Z, Yang T, Gui Y, 
Wang D. Long noncoding RNA HCP5 contributes 
to epithelial-mesenchymal transition in colorectal 
cancer through ZEB1 activation and interacting 
with miR-139-5p. Am J Transl Res 2019; 11: 953-
963.


