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Circ_0032821 acts as an oncogene in cell 
proliferation, metastasis and autophagy 
in human gastric cancer cells in vitro and in vivo 
through activating MEK1/ERK1/2 signaling 
pathway
Yuanyuan Jiang†, Yan Zhang†, Feifei Chu, Lidong Xu and Huili Wu* 

Abstract 

Background:  Circular RNA (circRNA) is increasingly attracting attention in gastric cancer (GC). Hsa_circ_0032821 
(circ_0032821) has been declared to be upregulated in human GC tissues. However, the biological role of 
circ_0032821 remains undisclosed in GC cells.

Methods:  Expression of circ_0032821 was measured by real-time quantitative PCR. Cell proliferation, autophagy, 
Epithelial-mesenchymal transition (EMT), migration, and invasion were evaluated by Cell counting kit-8 assay, west-
ern blotting or transwell assays. Expression of proliferating cell nuclear antigen (PCNA), Matrix metalloproteinase 2 
(MMP2), MMP9, Light chain 3 (LC3), p62, total and phosphorylated Extracellular signal-regulated kinase 1/2 (ERK1/2) 
and Mitogen-activated protein kinase’s kinase 1 (MEK1) was evaluated by western blotting. Xenograft tumor model 
was established to measure tumor growth in vivo.

Results:  Circ_0032821 was significantly upregulated in human GC tumors and cells. Moreover, circ_0032821 might 
be a biomarker for the advanced Tumor node metastasis (TNM) stage, lymphoid node metastasis and poor prognosis 
in gastric cancer. Knockdown of circ_0032821 by transfection induced decrease of cell proliferation, EMT, migration 
and invasion, but increase of autophagy of AGS and HGC-27 cells in vitro, as well as induced tumor growth inhibition 
in vivo. Besides, overexpression of circ_0032821 by transfection functioned the opposite effects in human GC cells. 
Mechanically, the MEK1/ERK1/2 signaling pathway was activated when circ_0032821 upregulation, whereas inhibited 
when circ_0032821 silencing.

Conclusion:  Circ_0032821 expression induced cell proliferation, EMT, migration, invasion, and autophagy inhibition 
in human GC cells in vitro and in vivo through activating MEK1/ERK1/2 signaling pathway, suggesting circ_0032821 as 
an oncogenic role in GC.
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Highlights

1.	 Circ_0032821 was upregulated in human gastric can-
cer tumors and cells.

2.	 Circ_0032821 was associated with advanced TNM 
stage, lymphoid node metastasis and poor survival in 
gastric cancer.

3.	 Circ_0032821 contributed to the malignancy of gas-
tric cancer cells in  vitro and in  vivo by promoting 
cell proliferation, EMT, migration and invasion, and 
inhibiting autophagy.

4.	 MEK1/ERK1/2 signaling pathway was activated by 
circ_0032821 in gastric cancer cells.

Background
Gastric cancer (GC) is the third tumor mortality world-
wide [1]. The prognosis of GC patients is inversely pro-
portional to the cancer stage. Even though over 90% 
patients with early GC survive for 5 years, the advanced 
GC patients harbor a poor prognosis statistically [2]. 
Moreover, the incidence of GC remains high in China, 
whereas less than 20% GC patients are diagnosed at early 
stages [3, 4]. In considering the treatment, the only radi-
cal therapy for GC remains surgery nowadays [5]. How-
ever, tumor invasiveness and distant metastasis always 
happen after operation, thus limiting its efficiency [6]. 
Therefore, it is essential to explore the deep mechanisms 
responsible for GC metastasis, and to investigate new 
targets for the detection of early GC.

Circular RNAs (circRNAs) are newly discovered endog-
enous, circular transcripts from genetic loci [7]. It has 
been annotated that circRNAs are another class of non-
coding RNAs (ncRNAs), and are widespread in varying 
tissues, cells and circulating systems including plasma. It 
is characterized by covalently closed continuous loops [8, 
9], without 5′ caps or 3′ poly (A) tails which exist in liner 
message RNAs (mRNAs). Over the past 3 years, dysregu-
lation of circRNA profiles have been published, as well as 
the role in GC progression [10, 11]. Very recently, circR-
NAs have been documented as biomarkers and targets 
for human cancers including GC [12, 13]. Since the sta-
bility of circRNAs is higher than linear splicing products 
such as miRNAs, long noncoding RNAs and mRNAs, cir-
cRNAs could be a promising potential biomarkers [10]. 
However, biological roles of circRNAs in cancers includ-
ing GC remain to be fully uncovered.

According to Gene expression omnibus database 
(GSO, GSE78092), hundreds of circRNAs including hsa_
circ_0032821 (circ_0032821) were deregulated in human 
GC tissues than non-GC tissues. Whereas, the detail 
cellular behaviors of circ_0032821 is unclear. Here, we 

detected expression of circ_0032821 in human GC tis-
sue samples, and its role in cell proliferation, migration, 
invasion, Epithelial-mesenchymal transition (EMT) and 
autophagy in human GC cells in vitro, as well as tumor 
growth in  vivo. Mechanically, we assessed the activa-
tion of Mitogen-activated protein kinase’s kinase (MEK)/
Extracellular signal-regulated kinase (ERK) signaling 
pathway.

Materials and methods
Clinical tissue samples
The study included a total of 60 patients with GC from 
Zhengzhou University Affiliated Zhengzhou Central 
Hospital. These patients were received none chemora-
diotherapy before this surgery. All manipulates involved 
in this study were approved by the Ethics Committee 
of Zhengzhou University Affiliated Zhengzhou Central 
Hospital in paper, and agreed by every patient in the form 
of written consent. All the GC tissues were collected 
from surgical specimens, as well as the paired adjacent 
normal tissues, which were localized at 5 cm away from 
the edge of the GC sites. All the GC tissues and normal 
tissues were further confirmed by pathological analysis, 
then stored in liquid nitrogen.

Cell culture
One normal human gastric epithelial mucosa cell line 
(GES-1) was obtained from the Cancer Institute and 
Hospital of the Chinese Academy of Medical Sciences 
(Beijing, China). Five GC cell lines AGS (CRL-1739) 
and SNU-1 (CRL-5971) were primary purchased from 
the American Type Culture Collection (Manassas, VA, 
USA); HGC-27(94042256) was from European Collec-
tion of Authenticated Cell Cultures (Public Health Eng-
land; Porton Down, Salisbury, UK); MKN74 (JCRB0255) 
and MKN1 (JCRB0252) were from Japanese Collection 
of Research Bioresources Cell Bank (Ibaraki city, Osaka, 
Japan). All of these cells were cultured in Dulbecco’s 
modified eagle medium (DMEM; Gibco, Gaithersburg, 
MD, USA) medium plus 10% Fetal bovine serum (FBS; 
Gibco) and 1% penicillin/streptomycin in a humidified 
atmosphere of 5% CO2 at 37 °C. AGS and HGC-27 cells 
were exposed to Ly294002 (10  μM, Sigma-Aldrich) or 
Rapamycin (100 nM) for 1 day.

Real‑time quantitative polymerase chain reaction 
(RT‑qPCR)
Total RNA in tissue samples and cultured cells was 
extracted by TRIzol (Life Technologies, Carlsbad, CA, 
USA) following the manufacturer’s protocol. The RNA 
was firstly transferred into complementary DNA (cDNA) 
using Bestar™ qPCR RT kit (DBI Bioscience, Ludwig-
shafen, Germany), and cDNA was then amplified using 
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Bestar™ qPCR MasterMix (DBI Bioscience). The gene 
expression was assessed using special paired primers on 
CFX 96 Touch system (Bio-Rad, Hercules, CA, USA). 
Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) 
was used as internal control of circ_0032821. The prim-
ers of circ_0032821 and GAPDH were listed as follows: 
circ_0032821, 5′-AGG​AAT​CTG​AGT​TGC​AGT​GTCTC-
3′ (forward) and 5′-TGA​TCC​TTG​AGC​TGC​AAT​CTGG-
3′ (reversed) and GAPDH, 5′-GGA​GCG​AGA​TCC​CTC​
CAA​AAT-3′ (forward) and 5′-GGC​TGT​TGT​CAT​ACT​
TCT​CATGG-3′ (reversed). All experiments were per-
formed in triplicate. The value of threshold cycle (Ct) was 
recorded to analyze the relative gene expression on RNA 
level using 2−ΔΔCt method.

Cell transfection
Small interfering RNA (siRNA) against circ_0032821 
(si-circ_0032821) and its negative control siRNA (si-
NC) were from GenePharma (Shanghai, China). AGS 
and HGC-27 cells were seeded in 6-well plates for over-
night. For overexpression, pcDNA vectors containing 
circ_0032821 (circ_0032821 vector) was constructed. 
Then, 100  nM of siRNA or 2  μg of vectors were trans-
fected into cells using Lipofectamine RNAiMax (Life 
Technologies) obeyed the instructions. After days, the 
transfected cells were collected for further analysis.

Cell Counting Kit (CCK)‑8 assay
Transfected AGS and HGC-27 cells (4 × 103 cells/well) 
were re-seeded in 96-well plates, and cell prolifera-
tion was evaluated by CCK-8 assay. After incubation for 
0 day, 1 day, 2 days and 3 days, 10 μL of CCK-8 solution 
(Dojindo, Kumamoto, Japan) was added into each well 
for another 2 h. The absorbance at 450 nm was measured 
using a microplate reader (Bio-Rad). The cell proliferative 
curve was drawn.

Transwell migration and invasion assays
To evaluate abilities of cell migration and invasion, trans-
fected AGS and HGC-27 cells were cultured in non-
coated or matrigel-coated transwell chambers (8  μm, 
BD Biosciences, Franklin Lakes, NJ, USA), respectively. 
Briefly, after transfection for 1  day, the 3 × 103 cells 
were re-suspended in 200 μL FBS-free DMEM medium; 
whereas, the lower chamber was filled with 400 μL 
DMEM supplemented with 20% FBS. Next, the chambers 
were incubated at 37 °C and 5% CO2 for 1 day, followed 
by 0.5% crystal violet staining. The migrated and invaded 
cells were imaged under an inverted microscope (200×), 
and five random fields were captured.

Western blotting
Tissue samples and cultured cells were lysed with 
RIPA buffer (Life Technologies) to harvest total cellu-
lar proteins. Markers of proliferation, invasion, EMT, 
autophagy, and MEK1/ERK1/2 signaling pathway were 
examined using western blotting. The western blotting 
produces were performed as described previously [14]. 
The special primary antibodies included Proliferating 
cell nuclear antigen (PCNA; ab152112, 1:2000), Matrix 
metalloproteinase 2 (MMP2; ab2462, 1:1000), MMP9 
(ab76003; 1:10000), E-cadherin (ab15148, 1:500), 
N-cadherin (ab98952; 1:1000), Vimentin (ab137321, 
1:2000), Light chain 3 (LC3; ab 51520, 1:2000), p62 
(ab155686, 1:2000), total MEK1 (t-MEK1; ab139343, 
1:2000), phosphorylated MEK1 (p-MEK1; ab254096, 
1:1000), total ERK1/2 (t-ERK1; ab36991, 1:5000), phos-
phorylated ERK1/2 (p-ERK1/2; ab214362, 1:500), and 
β-actin (ab49900; 1:50000). The relative protein expres-
sion level was analyzed on Image J with β-actin as 
endogenous control.

Animal experiments
AGS cells were stably transfected with shRNA target 
circ_003281/NC (sh-circ_003281/NC) or vectors con-
taining circ_0032821 or not. The shRNAs were pur-
chased from GenePharma. Afterwards, the transfected 
AGS cells (4 × 106 cells) in the logarithmic growth 
phase were subcutaneously injected into the right flank 
of female BALB/c nude mice (n = 4, 4–6-week-old). The 
mice were purchased from Beijing Vital River Labora-
tory Animal Technology Co., Ltd. (Beijing, China), and 
all operations were following the Guideline of Care 
and Use of Laboratory Animals. This in  vivo experi-
ment was approved by the Animal Care and Use Com-
mittee of Zhengzhou University Affiliated Zhengzhou 
Central Hospital. After injection, the length and width 
of xenograft tumors were measured every week, and 
the tumor volume was calculated using the formula: 
0.5 × length × width2. Five weeks later, the mice were 
euthanized by dislocation of cervical vertebrae. The 
tumors were dissected and weighted. Then, tumors 
were stored in − 80  °C for further total RNA and pro-
tein extraction.

Statistical analysis
Two-tailed Student’s t test was used to calculate statisti-
cal significance between two groups. The overall survival 
time was analyzed by Kaplan–Meier analysis. All data 
were presented as mean ± standard deviation and ana-
lyzed using the SPSS 16.0 (SPSS, Chicago, IL, USA). Data 
with P < 0.05 were considered statistically significant.
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Results
Expression of circ_0032821 was upregulated in human GC 
tissue and cells
Firstly, we analyzed the published RNA-seq data of 
human GC tissues and matched normal gastric tissues. 
According to GSE78092 dataset, the top ten upregu-
lated and ten downregulated circRNAs were presented 
as shown in Fig. 1a. Afterwards, these 20 circRNAs were 
further identified in a cohort of GC patients (n = 60) 
using RT-qPCR. The data showed that these putative 
circRNAs were significantly upregulated or downregu-
lated in line with GSE78092 dataset (Fig.  1b, c). Mean-
while, expression of circ_003281 was the highest among 

these 10 upregulated circRNAs in these cases. There-
fore, we selected circ_003281 to investigate its role in 
human GC. The circBase (http://circr​na.org/) depicted 
that circ_003281 was derived from exons 16, 17 and 18 of 
CEP128 gene (Fig. 1d). Besides, we observed even higher 
level of circ_003281 in advanced GC tumors (n = 24) 
and metastatic lymphoid nodes (n = 22) (Fig.  1e, f ). 
Kaplan–Meier analysis demonstrated that patients with 
high expression of circ_003281 (≥ median) were remark-
ably associated with poor overall survival rate (Fig.  1g). 
Besides, expression of circ_003281 was overall higher in 
five human GC cell lines AGS, HGC-27, MKN74, MKN1 
and SNU-1 than that in normal gastric epithelial cell line 

Fig. 1  Expression of hsa_circ_003281 (circ_0032821) was upregulated in human gastric cancer (GC) tissue and cells. a Ten top upregulated 
circRNAs and ten downregulated circRNAs were presented according to Gene Expression Omnibus database (GEO, GSE78092). b, c These 20 
circRNAs were detected in this cohort of gastric cancer patients (n = 60) using RT-qPCR. N, normal adjacent tissue; T, tumor tissue. d The schematic 
diagram of genomic location of circ_0032821. e RT-qPCR detected circ_0032821 levels in GC tumor tissues at low Tumor node metastasis (TNM) 
stage (I + II, n = 36) and advanced TNM stage (III + IV, n = 24). f RT-qPCR detected circ_0032821 levels in primary GC tumor tissues (n = 38) and 
metastatic tumor tissues in lymphoid node (n = 22). g Kaplan–Meier survival plots analyzed the overall survival rate of this cohort of GC patients 
with high (≥ Median, n = 30) or low (< Median, n = 30) expression of circ_0032821. h Circ_0032821 expression level was tested in the human GC 
cell lines (AGS, HGC-27, MKN74, MKN1, and SNU-1) and normal gastric epithelial cells GES-1. *P < 0.05

http://circrna.org/
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GES-1 (Fig. 1h). These results indicated that circ_003281 
was upregulated in human GC tissues and cells, and this 
upregulation might be associated with poor prognosis of 
GC patients.

Knockdown of circ_0032821 suppressed cell proliferation, 
EMT, migration and invasion in human GC cells in vitro
In order to explore the potential biological role of 
circ_0032821 in GC cells, we transiently transfected 

Fig. 2  Knockdown of circ_0032821 suppressed cell proliferation, epithelial-mesenchymal transition (EMT), migration and invasion in human GC 
cells in vitro. AGS and HGC-27 cells were transfected with siRNA against circ_0032821 (si-circ_0032821) or its scrambled sequence (si-NC). a RT-qPCR 
detected circ_0032821 level after transfection for 1 day. b, c Cell proliferative ability was assessed by Cell counting kit (CCK)-8 after transfection 
for 3 days. Optimal density (OD) values at 450 nm were recorded at 0 day, 1 day, 2 days, and 3 days. d, e Cell migratory and invasive abilities were 
evaluated by transwell assays. The migrated cells and invaded cells were counted after transfection for 1 day. One representative image (×200) in 
each group was presented. f, g Western blotting measured protein expression of proliferating cell nuclear antigen (PCNA), matrix metalloproteinase 
2 (MMP2) and MMP9 in transfected AGS and HGC-27 cells on 1 day. h, i Western blotting measured protein expression of E-cadherin, N-cadherin 
and Vimentin in transfected AGS and HGC-27 cells on 1 day. Relative protein expression was normalized to β-actin. *P < 0.05
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si-circ_0032821 or si-NC into AGS and HGC-27 cells. 
Then, the silencing efficiency was measured by RT-qPCR, 
and circ_0032821 level was dramatically decreased in si-
circ_0032821-transfected cells (Fig.  2a). Subsequently, 
a series of functional analyses were carried out. CCK-8 
assay assessed that cell proliferative ability of AGS and 
HGC-27 cells was reduced after si-circ_0032821 trans-
fection for 3 day (Fig. 2b, c). Transwell assays showed that 
knockdown of circ_0032821 attenuated cell migratory 
and invasive capacities of AGS and HGC-27 cells after 
1 day transfection (Fig. 2d, e). Moreover, declined PCNA, 
MMP2 and MMP9 (markers of proliferation and inva-
sion) were induced in the presence of si-circ_0032821 
for 1  day (Fig.  2f, g). In terms of EMT, E-cadherin was 
greatly induced, whereas N-cadherin and Vimentin were 
distinctively inhibited in AGS and HGC-27 cells which 
were knocked down circ_0032821 expression for 1  day 
(Fig.  2h, i). These findings demonstrated a suppressive 
effect of circ_0032821 knockdown on cell proliferation, 
EMT, migration and invasion of human GC cells in vitro.

Knockdown of circ_0032821 promoted cell autophagy 
of human GC cells in vitro
In quantifying autophagy, western blotting analyses were 
performed to examine expression status of autophagy-
related proteins LC3 and p62. With transfection, si-
circ_0032821 caused an elevation of LC3-II/LC3-I 
ratio, and a decrease of p62 level in AGS and HGC-27 
cells than its control si-NC (Fig.  3a, b); the influence 
of circ_0032821 knockdown on LC3 and p62 expres-
sion was abated with treatment of autophagy inhibi-
tor Ly294002 (10  μM, 1  day). This result supported the 
tumor-suppressive effect of circ_0032821 knockdown on 
autophagy of human GC cells in vitro. Taken Figs. 2 and 
3 together, circ_0032821 knockdown could exert anti-
tumor role in human GC cells in vitro.

Overexpression of circ_0032821 facilitated cell 
proliferation, EMT, migration and invasion in human GC 
cells in vitro
To explore the potential biological role of circ_0032821 
in GC cells, we also did gain-of-function experiments in 
AGS and HGC-27 cells transfected with circ_0032821 
overexpressing vectors or empty vectors. After 

Fig. 3  Knockdown of circ_0032821 promoted cell autophagy of human GC cells in vitro. AGS and HGC-27 cells were transfected with 
si-circ_0032821, followed with treatment of Ly294002 (autophagy inhibitor, 10 μM) for 1 day or not. a, b Western blot detection of 
autophagy-related proteins LC3-I, LC3-II and p62. *P < 0.05
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transfection for 1  day, RT-qPCR analysis showed that 
circ_0032821 was abundantly higher expressed in AGS 
and HGC-27 cells, which suggested a high overexpres-
sion efficiency (Fig.  4a). CCK-8 assay assessed that cell 
proliferative ability of AGS and HGC-27 cells was pro-
moted after circ_0032821 vector transfection for 3  days 
(Fig.  4b, c), accompanied with raised PCNA expression 
(Fig. 4f, g). Transwell assays showed that overexpression 
of circ_0032821 enhanced cell migratory and invasive 

capacities of AGS and HGC-27 cells after 1  day trans-
fection (Fig. 4d, e), accompanied with raised MMP2 and 
MMP9 expression (Fig. 4f, g). In addition, EMT was also 
facilitated when circ_0032821 was forcedly upregulated, 
as described by dropped E-cadherin level, and elevated 
N-cadherin and Vimentin levels (Fig.  4h, i). These find-
ings demonstrated a promoting effect of circ_0032821 
overexpression on cell proliferation, EMT, migration and 
invasion of human GC cells in vitro.

Fig. 4  Overexpression of circ_0032821 facilitated cell proliferation, EMT, migration and invasion in human GC cells in vitro. AGS and HGC-27 cells 
were transfected with circ_0032821 overexpression vector (circ_0032821 vector) or the empty vectors (Vector). a RT-qPCR detected circ_0032821 
level after transfection for 1 day. b, c Cell proliferative ability was assessed by CCK-8 after transfection for 3 days. d, e Cell migratory and invasive 
abilities were evaluated by transwell assays. Western blotting measured protein expression of f, g PCNA, MMP2 and MMP9, and h, i E-cadherin, 
N-cadherin and Vimentin in transfected AGS and HGC-27 cells on 1 day. *P < 0.05
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Overexpression of circ_0032821 inhibited cell autophagy 
of human GC cells in vitro
Furthermore, the ratio of LC3-II/LC3-I was diminished, 
and p62 expression was augmented in circ_0032821-
upregulated AGS and HGC-27 cells (Fig.  5a, b), which 
were counteracted by treatment of autophagy enhancer 
Rapamycin (100  nM, 1  day). This result supported the 
suppressive effect of circ_0032821 overexpression on 
autophagy of human GC cells in vitro. Taken Figs. 4 and 
5 together, circ_0032821 overexpression could function 
oncogenic role in human GC cells in vitro.

Circ_0032821 positively modulated MEK1/ERK1/2 
signaling pathway in human GC cells
Through the foregoing data, circ_0032821 served as an 
oncogene in GC. The MEK1/ERK1/2 signaling pathway 
was further researched using western blotting. Rela-
tive expression of p-MEK1 and p-ERK1/2 was depressed 
by si-circ_0032821 transfection, and facilitated by 
circ_0032821 vector transfection in AGS and HGC-27 

cells (Fig.  6a, b). This outcome indicated circ_0032821 
expression could contribute to the activation of MEK1/
ERK1/2 signaling pathway.

Circ_0032821 functioned as an oncogene in cell growth 
and MEK1/ERK1/2 signaling pathway in human GC cells 
in vivo
The xenograft mice models were conducted to verify 
whether circ_0032821 functioned an oncogene in GC 
cells in vivo. With construction of stably transfected sh-
circ_0032821 or circ_0032821 vector, AGS cells were 
subcutaneously injected into nude mice (n = 4). As 
depicted in Fig.  7a, tumor volumes and tumor growth 
curve were hindered in sh-circ_0032821-transfected 
mice, but promoted in circ_0032821 vector-transfected 
mice. Meanwhile, after xenograft tumor dissection, 
tumor weight was reduced when circ_0032821 was 
knocked down, and was increased when circ_0032821 
was overexpressed (Fig.  7b, c). Meanwhile, consistently 
with the in  vitro results, circ_0032821 expression could 

Fig. 5  Overexpression of circ_0032821 inhibited cell autophagy of human GC cells in vitro. AGS and HGC-27 cells were transfected with 
circ_0032821 vector, followed with treatment of Rapamycin (autophagy promotor) for 1 day or not. a, b Western blot detection of LC3-I, LC3-II and 
p62. *P < 0.05



Page 9 of 12Jiang et al. Cancer Cell Int           (2020) 20:74 	

positively modulate MEK1/ERK1/2 signaling pathway in 
AGS-induced GC tumors in vivo (Fig. 7d). These results 
suggested that circ_0032821 contributed to GC tumori-
genesis partially through activating MEK1/ERK1/2 sign-
aling pathway.

Discussion
GC is still a serious threat in recent society due to its 
distant metastasis and deficiency of early biomarker 
for diagnosis. Emerging evidences have been depicted 
that circRNAs, another class of ncRNA, are rising 
stars in cancers including GC [15]. Moreover, the rapid 
development of circRNA research becomes a blowout 
phenomenon in recent 3  years. Dozens of circRNAs 
have been announced to participate in the progres-
sion of GC cells. For example, the novel circ_0000144, 
circOSBPL10 and circHECTD1 were upregulated in 
GC, and silencing of them could inhibit human GC 

cell proliferation, migration and invasion in  vitro and 
in  vivo [16–18]. The other tumor-related physiologi-
cal processes had also been modulated by dysregula-
tion of circRNAs, such as cell apoptosis, autophagy, 
Warburg effect, glutaminolysis, EMT, and cisplatin 
resistance, as well as the underlying signaling pathways 
[18–21]. Moreover, several circRNAs were suggested 
as new noninvasive biomarkers in early GC, such 
as circ_0006848, circ_0065149 and circ-KIAA1244 
[22–24]. Inspired by these, we aimed to search and 
verify a novel circRNA that could contribute to GC 
carcinogenesis.

We firstly analyzed the published GEO database and 
GSE78092 dataset. The top ten differently expressed 
circRNAs were selected to test their expression level in 
this cohort of GC patients. According to RT-qPCR data, 
relative expression of circ_0032821 (about 3.12 fold, 
Fig.  1b) was the highest one and circ_0040039 (about 

Fig. 6  Circ_0032821 positively modulated MEK1/ERK1/2 signaling pathway in human GC cells. AGS and HGC-27 cells were transfected with 
si-circ_0032821, circ_0032821 vector and their negative controls. a, b Western blot detected total MEK1 and ERK1/2 (t-MEK1 and t-ERK1/2) and 
phosphorylated MEK1 and ERK1/2 (p-MEK1 and p-ERK1/2) after transfection for 1 day. *P < 0.05
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0.25 fold, Fig.  1c) was the lowest one in GC tissues 
comparing to the adjacent normal tissues. However, 
Huang et al. [25] noticed that circ_0008035 was higher 
expressed than circ_0032821, which was inconsistent 
with our finding. Expression of circ_0040039 was also 
observed largely downregulated in GC tissues from 
their patient cases. These differences might happen 
because of the different tissue samples. In that research, 
they claimed the tumor-promoting role of circ_0008035 
in GC cell proliferation and invasion in  vitro via miR-
375/Y-box binding protein-1 axis. Here, we illustrated 
an oncogenic activity of circ_0032821 in GC cells on 
cell proliferation, EMT, autophagy, migration and inva-
sion through MEK1/ERK1/2 signaling pathway, as well 
as on tumor growth in vivo. Furthermore, high expres-
sion of circ_0032821 in GC tissues was associated with 
advanced TNM stage, lymphoid node metastasis and 
shorter survival time.

Mechanically, accumulating data considered that cir-
cRNAs can regulate gene expression in cancers through 
sponging microRNAs (miRNAs) and RNA-binding pro-
teins, and functioning as translation templates [10]. 

Besides, the circRNA-miRNA-mRNA network was pro-
posed to be involved in histological classification and 
disease progression in GC [26]. Whereas, this present 
study was defective about the exploration of the molecu-
lar mechanism hidden circ_0032821 through serving as 
a molecular sponge, and this would be further solved. 
Besides, we detected circ_0032821 expression in GC 
tissues and cells, without in plasmas. In order to make 
circ_0032821 as a noninvasive/circulating biomarker 
for GC detection, we’d better to further monitor serum 
circ_0032821 in GC patients versus normal control vol-
unteers in the near further. Moreover, it is imperative to 
discuss correlations of early clinical manifestations and 
circ_0032821 expression in serum or tissue.

Except ceRNA regulatory network, signaling pathway 
network was another essential mechanism of circRNAs. 
AKT1/mTOR, β-catenin/c-myc, and hippo signaling 
pathways had been claimed to be complicated in the role 
of circRNA in GC cells [18, 20, 27]. Here, we analyzed the 
activation of RAS-RAF-MEK-ERK MAPK signaling path-
way, a well-documented pathway in human cancers [28]. 
Expression of p-MEK1 and p-ERK1/2 was inhibited by 

Fig. 7  Circ_0032821 functioned as an oncogene in tumor growth and MEK1/ERK1/2 signaling pathway in human GC cells in vivo. AGS cells 
were stably transfected with sh-circ_0032821, circ_0032821 vector and their negative controls. a Tumor volume was calculated every 7 days after 
implantation of transfected AGS cells into nude mice (n = 4). b Tumor weight was measured after implantation for 35 days. c RT-qPCR detected 
circ_0032821 expression in xenograft tumor tissues (n = 4). d Western blot examined t-MEK1, t-ERK1/2, p-MEK1 and p-ERK1/2 levels in xenograft 
tumor tissues (n = 4). One representative western blot image in each group was presented. *P < 0.05
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circ_0032821 silencing, and facilitated by circ_0032821 
overexpression in human GC cells both in  vitro and 
in  vivo. Similarly, another circRNA circDLST was also 
discovered to promote GC tumorigenesis and metas-
tasis by activating NRAS/MEK1/ERK1/2 pathway [29]. 
Circ_0032821 was identified to be upregulated in GC tis-
sues and cells, which suggested an increased activation of 
MEK1/ERK1/2 axis. And this finding was in line with the 
notion that ERK1/2 activation was pivotal to tumor pro-
gression [30]. In addition, acting as downstream targets 
of MAPKs, MMP2 and MMP9 were also highly induced 
when circ_0032821 was upregulated in GC cells, thus 
causing the cancer cell invasion.

Conclusion
Collectively, we demonstrated that circ_0032821 was 
upregulated in human GC tissues, and that circ_0032821 
functioned an oncogenic role in GC cell prolifera-
tion, EMT, autophagy, migration and invasion in  vitro, 
and tumor growth in  vivo by activating MEK1/ERK1/2 
axis. This work may provide a scientific evidence about 
circ_0032821 as a potential biomarker and target for the 
diagnosis and prognosis of GC patients.

Acknowledgements
None.

Authors’ contributions
YJ and HW: conceived, designed and did statistical analysis & writing of the 
manuscript; YZ and FC: review and final approval of the manuscript. LX: 
participated in revising the manuscript. All authors read and approved the 
final manuscript.

Funding
None.

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article.

Ethics approval and consent to participate
All manipulates involved in this study were approved by the Ethics Committee 
of Zhengzhou University Affiliated Zhengzhou Central Hospital in paper, and 
agreed by every patient in the form of written consent. This in vivo experi-
ment was approved by the Animal Care and Use Committee of Zhengzhou 
University Affiliated Zhengzhou Central Hospital.

Consent for publication
Informed consent was obtained from all patients.

Competing interests
The authors declare that they have no competing interests.

Received: 22 December 2019   Accepted: 24 February 2020

References
	1.	 Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A. Global 

cancer statistics 2018: GLOBOCAN estimates of incidence and 

mortality worldwide for 36 cancers in 185 countries. CA Cancer J Clin. 
2018;68(6):394–424.

	2.	 Allemani C, Weir HK, Carreira H, Harewood R, Spika D, Wang XS, Bannon 
F, Ahn JV, Johnson CJ, Bonaventure A, et al. Global surveillance of cancer 
survival 1995–2009: analysis of individual data for 25,676,887 patients 
from 279 population-based registries in 67 countries (CONCORD-2). 
Lancet. 2015;385(9972):977–1010.

	3.	 Chen W, Zheng R, Baade PD, Zhang S, Zeng H, Bray F, Jemal A, Yu XQ, He J. 
Cancer statistics in China, 2015. CA Cancer J Clin. 2016;66(2):115–32.

	4.	 Di L, Wu H, Zhu R, Li Y, Wu X, Xie R, Li H, Wang H, Zhang H, Xiao H, et al. 
Multi-disciplinary team for early gastric cancer diagnosis improves the 
detection rate of early gastric cancer. BMC Gastroenterol. 2017;17(1):147.

	5.	 Song Z, Wu Y, Yang J, Yang D, Fang X. Progress in the treatment of 
advanced gastric cancer. Tumour Biol. 2017;39(7):1010428317714626.

	6.	 Veronese N, Fassan M, Wood LD, Stubbs B, Solmi M, Capelli P, Pea A, 
Nottegar A, Sergi G, Manzato E, et al. Extranodal extension of nodal 
metastases is a poor prognostic indicator in gastric cancer: a systematic 
review and meta-analysis. J Gastrointest Surg. 2016;20(10):1692–8.

	7.	 He J, Chen J, Ma B, Jiang L, Zhao G. CircLMTK2 acts as a novel tumor sup-
pressor in gastric cancer. Biosci Rep. 2019. https​://doi.org/10.1042/BSR20​
19036​3.

	8.	 Wang PL, Bao Y, Yee MC, Barrett SP, Hogan GJ, Olsen MN, Dinneny JR, 
Brown PO, Salzman J. Circular RNA is expressed across the eukaryotic tree 
of life. PLoS ONE. 2014;9(6):e90859.

	9.	 Memczak S, Jens M, Elefsinioti A, Torti F, Krueger J, Rybak A, Maier L, 
Mackowiak SD, Gregersen LH, Munschauer M, et al. Circular RNAs 
are a large class of animal RNAs with regulatory potency. Nature. 
2013;495(7441):333–8.

	10.	 Wang KW, Dong M. Role of circular RNAs in gastric cancer: recent 
advances and prospects. World J Gastrointest Oncol. 2019;11(6):459–69.

	11.	 Jiang F, Shen X. Current prevalence status of gastric cancer and recent 
studies on the roles of circular RNAs and methods used to investigate 
circular RNAs. Cell Mol Biol Lett. 2019;24:53.

	12.	 Lei B, Tian Z, Fan W, Ni B. Circular RNA: a novel biomarker and therapeutic 
target for human cancers. Int J Med Sci. 2019;16(2):292–301.

	13.	 Jiang F, Hong F, Shah MW, Shen X. Circular RNAs as diagnostic bio-
markers in gastric cancer: a meta-analysis review. Pathol Res Pract. 
2019;215(6):152419.

	14.	 Xu TP, Huang MD, Xia R, Liu XX, Sun M, Yin L, Chen WM, Han L, Zhang EB, 
Kong R, et al. Decreased expression of the long non-coding RNA FENDRR 
is associated with poor prognosis in gastric cancer and FENDRR regulates 
gastric cancer cell metastasis by affecting fibronectin1 expression. J 
Hematol Oncol. 2014;7:63.

	15.	 Li R, Jiang J, Shi H, Qian H, Zhang X, Xu W. CircRNA: a rising star in gastric 
cancer. Cell Mol Life Sci. 2019. https​://doi.org/10.1007/s0001​8-019-03345​
-5.

	16.	 Wei J, Wang J, Gao X, Qi F. Identification of differentially expressed circR-
NAs and a novel hsa_circ_0000144 that promote tumor growth in gastric 
cancer. Cancer Cell Int. 2019;19:268.

	17.	 Wang S, Zhang X, Li Z, Wang W, Li B, Huang X, Sun G, Xu J, Li Q, Xu Z, et al. 
Circular RNA profile identifies circOSBPL10 as an oncogenic factor and 
prognostic marker in gastric cancer. Oncogene. 2019;38(44):6985–7001.

	18.	 Cai J, Chen Z, Wang J, Wang J, Chen X, Liang L, Huang M, Zhang Z, Zuo X. 
circHECTD1 facilitates glutaminolysis to promote gastric cancer progres-
sion by targeting miR-1256 and activating beta-catenin/c-Myc signaling. 
Cell Death Dis. 2019;10(8):576.

	19.	 Huang X, Li Z, Zhang Q, Wang W, Li B, Wang L, Xu Z, Zeng A, Zhang 
X, Zhang X, et al. Circular RNA AKT3 upregulates PIK3R1 to enhance 
cisplatin resistance in gastric cancer via miR-198 suppression. Mol Cancer. 
2019;18(1):71.

	20.	 Zhang X, Wang S, Wang H, Cao J, Huang X, Chen Z, Xu P, Sun G, Xu J, 
Lv J, et al. Circular RNA circNRIP1 acts as a microRNA-149-5p sponge to 
promote gastric cancer progression via the AKT1/mTOR pathway. Mol 
Cancer. 2019;18(1):20.

	21.	 Zhou LH, Yang YC, Zhang RY, Wang P, Pang MH, Liang LQ. Cir-
cRNA_0023642 promotes migration and invasion of gastric cancer cells 
by regulating EMT. Eur Rev Med Pharmacol Sci. 2018;22(8):2297–303.

	22.	 Lu J, Zhang PY, Xie JW, Wang JB, Lin JX, Chen QY, Cao LL, Li P, Zheng 
CH, Huang CM. Circular RNA hsa_circ_0006848 related to ribosomal 

https://doi.org/10.1042/BSR20190363
https://doi.org/10.1042/BSR20190363
https://doi.org/10.1007/s00018-019-03345-5
https://doi.org/10.1007/s00018-019-03345-5


Page 12 of 12Jiang et al. Cancer Cell Int           (2020) 20:74 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

protein L6 acts as a novel biomarker for early gastric cancer. Dis Markers. 
2019;2019:3863458.

	23.	 Shao Y, Tao X, Lu R, Zhang H, Ge J, Xiao B, Ye G, Guo J. Hsa_circ_0065149 is 
an indicator for early gastric cancer screening and prognosis prediction. 
Pathol Oncol Res. 2019. https​://doi.org/10.1007/s1225​3-019-00716​-y.

	24.	 Tang W, Fu K, Sun H, Rong D, Wang H, Cao H. CircRNA microarray profiling 
identifies a novel circulating biomarker for detection of gastric cancer. 
Mol Cancer. 2018;17(1):137.

	25.	 Huang S, Zhang X, Guan B, Sun P, Hong CT, Peng J, Tang S, Yang J. A 
novel circular RNA hsa_circ_0008035 contributes to gastric cancer 
tumorigenesis through targeting the miR-375/YBX1 axis. Am J Transl Res. 
2019;11(4):2455–62.

	26.	 Cheng J, Zhuo H, Xu M, Wang L, Xu H, Peng J, Hou J, Lin L, Cai J. Regula-
tory network of circRNA-miRNA-mRNA contributes to the histological 
classification and disease progression in gastric cancer. J Transl Med. 
2018;16(1):216.

	27.	 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 expression. Mol Cancer. 
2017;16(1):151.

	28.	 Lei YY, Wang WJ, Mei JH, Wang CL. Mitogen-activated protein kinase 
signal transduction in solid tumors. Asian Pac J Cancer Prevent. 
2014;15(20):8539–48.

	29.	 Zhang J, Hou L, Liang R, Chen X, Zhang R, Chen W, Zhu J. CircDLST pro-
motes the tumorigenesis and metastasis of gastric cancer by sponging 
miR-502-5p and activating the NRAS/MEK1/ERK1/2 signaling. Mol Cancer. 
2019;18(1):80.

	30.	 Chao SC, Huang SC, Hu DN, Lin HY. Subtoxic levels of apigenin inhibit 
expression and secretion of VEGF by uveal melanoma cells via suppres-
sion of ERK1/2 and PI3K/Akt pathways. Evid Based Complement Alternat 
Med. 2013;2013:817674.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://doi.org/10.1007/s12253-019-00716-y

	Circ_0032821 acts as an oncogene in cell proliferation, metastasis and autophagy in human gastric cancer cells in vitro and in vivo through activating MEK1ERK12 signaling pathway
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Highlights
	Background
	Materials and methods
	Clinical tissue samples
	Cell culture
	Real-time quantitative polymerase chain reaction (RT-qPCR)
	Cell transfection
	Cell Counting Kit (CCK)-8 assay
	Transwell migration and invasion assays
	Western blotting
	Animal experiments
	Statistical analysis

	Results
	Expression of circ_0032821 was upregulated in human GC tissue and cells
	Knockdown of circ_0032821 suppressed cell proliferation, EMT, migration and invasion in human GC cells in vitro
	Knockdown of circ_0032821 promoted cell autophagy of human GC cells in vitro
	Overexpression of circ_0032821 facilitated cell proliferation, EMT, migration and invasion in human GC cells in vitro
	Overexpression of circ_0032821 inhibited cell autophagy of human GC cells in vitro
	Circ_0032821 positively modulated MEK1ERK12 signaling pathway in human GC cells
	Circ_0032821 functioned as an oncogene in cell growth and MEK1ERK12 signaling pathway in human GC cells in vivo

	Discussion
	Conclusion
	Acknowledgements
	References




