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COX‑2 strengthens the effects of acid 
and bile salts on human esophageal cells 
and Barrett esophageal cells
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Abstract 

Aims:  Investigate the effect and mechanism of COX-2 on viability, intestinal metaplasia, and atypia in human esopha-
geal squamous and Barrett esophageal cell lines.

Methods:  Human esophageal squamous and Barrett esophageal cell lines were transfected with a COX-2 expression 
vector and a COX-2 siRNA, and then were treated with acid, bile salts, and a mixture of both. Cell viability, the expres-
sion of COX-2, NF-κB(p65), CDX-2, MUC2, c-myb, and BMP-4, and the morphology and microstructure of cells were 
then observed.

Results:  The viability of COX-2 overexpressed cells was significantly higher than that of control cells, while the viabil-
ity of COX-2 siRNA-treated cells was significantly lower than that of control cells. Intestinal metaplasia and atypia were 
observed in cells overexpressing COX-2. Acid, bile salts, and their mixture inhibited the viability of these two cell lines, 
but the inhibitory effect of the mixture was stronger than a single treatment in either. SiRNA mediated knockdown of 
COX-2 strengthened the antiproliferative effects of the mixture on HET-1A and BAR-T cells. The expression of p-p65, 
CDX-2, and BMP-4 was positively correlated with COX-2 expression, while the expression levels of p65, MUC2, and 
c-myb remained unchanged.

Conclusion:  COX-2 may influence the viability, atypia, and intestinal metaplasia of human esophageal cells and 
Barrett esophageal cells. Activation of the p-p65, CDX-2, and BMP-4 signaling pathways by COX-2 may be part of this 
mechanism.

Keywords:  Barrett’s esophagus, Esophageal adenocarcinoma, Cyclooxygenase-2, Nuclear factor kappa B, Caudal-
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Introduction
Barrett’s esophagus (BE) is characterized by the replace-
ment of normal squamous epithelium (SQ) by intesti-
nal-type columnar epithelium in the distal esophagus. 
BE is predominantly relevant to gastroesophageal reflux 

disease (GERD), genetics, obesity, lifestyle, gender, and 
race, among which GERD is the most important [1]. 
Gastroesophageal reflux, mainly acid and bile, plays an 
important role in the occurrence of BE [2, 3]. BE is a pre-
cancerous lesion of esophageal adenocarcinoma (EAC) 
[4]. EAC has a poor prognosis, with a 5-year survival rate 
of 83% to 90% after early diagnosis, compared with 10% 
to 15% at later stage [5]. Early EAC is usually asympto-
matic and is not noticed until a local invasion occurs. 
Despite recent improvements and improvements in sur-
veillance and treatment, the 5-year overall survival rate 

Open Access

BMC Molecular and
Cell Biology

*Correspondence:  lims661216@163.com
1  Guangdong Provincial Key Laboratory of Gastroenterology, 
Institute of Gastroenterology of Guangdong Province, Department 
of Gastroenterology,  Nanfang Hospital, Southern Medical University, 
Guangzhou 510515, China
Full list of author information is available at the end of the article

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://crossmark.crossref.org/dialog/?doi=10.1186/s12860-022-00418-5&domain=pdf


Page 2 of 15Jiangang et al. BMC Molecular and Cell Biology           (2022) 23:19 

of EAC remains the lowest among all cancers [6]. Early 
diagnosis and active treatment of BE and EAC will help 
to reduce the morbidity and mortality of EAC. Whether 
BE is derived from esophageal squamous cells or stem 
cells remains controversial, but most studies have sug-
gested that BE may be derived from esophageal squa-
mous cells and EAC is derived from BE. Currently, the 
mechanism by which BE occurs and develops into EAC is 
wholly unknown [7–9].

Cyclooxygenase-2 (COX-2) is a key enzyme for the 
initiation of inflammatory responses [10, 11], and it also 
participates in the initiation and development of a vari-
ety of inflammatory conditions by promoting cell prolif-
eration, inhibiting apoptosis, promoting angiogenesis, 
increasing the invasion ability of tumor cells, and inhib-
iting the immune function of the body [12–15]. It was 
found that COX-2 expression in human BE tissues was 
significantly higher than that in surrounding squamous 
cells and control tissues [16–18] and was significantly 
higher in EAC tissues [19], suggesting that COX-2 may 
be involved in the occurrence and development of BE. 
Previous studies have also shown that the high expres-
sion of toll-like receptor 4 (TLR-4) in BE can promote 
the strong expression of COX-2 and lead to the transfor-
mation of BE cells into atypia [20]. COX-inhibitors such 
as indomethacin can inhibit the growth of esophageal 
adenocarcinoma in nude mice and induce its regression 
[21]. These studies suggest that COX-2 may also play an 
important role in the occurrence of BE and EAC, but 
the effect of COX-2 regulation on biological behavior 
of esophageal squamous cell and BE cells in human has 
not been reported. Some studies have used celecoxib, a 
specific COX-2 inhibitor, to interfere with human BE and 
EAC, but the response is not satisfactory. The reason for 
the poor efficacy of COX-2 inhibitors in the treatment of 
BE and EAC may be acid and / or bile reflux, which is not 
effectively cleared during treatment [22].

In this study, single cell lines were used to investigate 
the role of COX-2 in BE genesis and atypia, avoiding 
many interference factors. Gene transfection is an effi-
cient method to regulate the expression of target genes 
with high efficiency and little interference. We aimed 
to determine the effect of COX-2 on viability, intestinal 
metaplasia, and atypia in a normal esophageal squamous 
cell line (HET-1A) and a Barrett esophageal cell line 
(BAR-T). To determine the mechanisms driving these, we 
also tested the expression of cytokines associated with BE 
and EAC, such as nuclear factor kappa B (NF-κB), bone 
morphogenetic protein-4 (BMP-4), caudal-related home-
obox transcription factor-2 (CDX-2), muc-2, and c-myb. 
To further verify our hypothesis, we simulated the clini-
cal tissue microenvironment and investigated whether 
COX-2 could reverse the behavioral effects of acid, bile 

salts and their mixtures on HET-1A and BAR-T cells by 
inhibiting COX-2 expression.

Materials and methods
Reagents
Mouse anti-human monoclonal antibodies and fluo-
rescently labeled sheep anti-mouse secondary antibody 
against COX-2, BMP-4, NF-κB (p65), p-p65, CDX-2, 
muc-2, c-myb, and GAPDH were all purchased from 
Epitomics,USA. MTT and DMSO were purchased from 
Sigma. RNA extraction TRIzol kit, Lipofectamine 2000, 
RPMI1640, and fetal bovine serum were purchased 
from Invitrogen, USA. The bile salts media contained a 
mixture of conjugated bile salts, including glycocholic 
acid, taurocholic acid, glycochenodeoxycholic acid, tau-
rochenodeoxycholic acid, glycodeoxycholic acid, and 
taurodeoxycholic acid (Sigma) in a 20:3:15:3:6:1 molar 
concentration as previously described [23]. The acidified 
medium was titrated using HCl (Sigma). When used, a 
specific volume of medium was adjusted to the required 
concentration.

Cell culture
The human esophageal squamous cell line HET-1A 
was obtained from American Type Culture Collec-
tion (ATCC, Manassas, VA, USA). HET-1A is a normal 
human esophageal epithelial cell line immortalized by 
transfection of the SV40 T antigen early region gene 
[24]. BAR-T is a human Barrett’s esophagus cell line. 
HET-1A and BAR-T cells were cultured as previously 
described [25].

Cell proliferation assays
Cell proliferation was analyzed using the 3-(4,5-dimeth-
ylthiazol-2-yl)-2,5 -diphenyltetrazolium bromide assay, 
according to the manufacturer’s instructions as described 
previously [26].

COX‑2 siRNA and COX‑2 expression plasmid transfection 
of HET‑1A and BAR‑T cells
COX 2 siRNAs and COX-2 expression plasmid were 
acquired from Santa Cruz Biotechnology. Each siRNA 
was transfected into cells using Lipofectamine reagent 
according to the manufacturer’s protocol. When HET-
1A cells grew to 90% confluence, they were digested, 
centrifuged, re-suspended, and transferred to a 24-well 
plate. Transfection was performed when the cells grew to 
about 60%–70% confluence. The experiment was divided 
into four groups: a blank control group (HET-1A/BAR-T 
cells without any treatment), a negative control group 
(HET-1A/BAR-T cells transfected with negative siRNA), 
a COX-2 group (HET-1A/BAR-T cells transfected with 
COX-2 overexpression plasmid), and a COX-2 siRNA 
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group (HET-1A/BAR-T cells transfected with COX-2 
siRNA). Western blot was used to detect COX-2 expres-
sion to determine transfection efficiency.

Western blot analysis
Cells were inoculated in 6-well plates, cultured for 48 h, 
collected, and washed on ice with PBS three times. Cells 
were then lysed using 1% Triton X-100. Total protein was 
collected and SDS-PAGE gel electrophoresis and mem-
brane transfer were performed. The primary antibodies 
used were mouse antihuman COX-2, CDX-2, BMP-4, 
p-p65, muc-2, c-myb, and GAPDH, and the secondary 
antibody was a sheep anti-mouse antibody labeled with 

a fluorophore. The fluorophore signals were visualized 
using ECL reagent (Tanon, China). Fluorescence was 
measured and the gray value of the reaction band was 
determined by ImageJ software. GAPDH served as an 
internal reference, and the relative value was computed. 
These experiments were repeated three times.

Acid and bile salts exposure of HET‑1A and BAR‑T cells
For individual experiments, cells were cultured in one of 
four different experimental media: 1) control medium 
that consisted of neutral full growth medium (pH 7.0); 
2) neutral bile salts medium (containing conjugated bile 
acid at a total concentration of 500  μM at pH 7.0); 3) 

Fig. 1  The cell viability was detected by MTS. A The overexpression and gene silencing of COX-2 in HET-1A cells. B The overexpression and gene 
silencing of COX-2 in BAR-T cells. The data are shown as the mean ± SD. *p < 0.05

Fig. 2  The morphology of cells were observed by electron microscopy. A The three images are the negative control group, the COX-2 
overexpression group, and the COX-2 siRNA group in HET-1A cells for 3 days. The arrow is adenoid cavity structures. B The three images are the 
negative control group, the COX-2 group, and the COX-2 siRNA group in BAR-T cells for 3 days. The arrow is autophagosomes
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Fig. 3  The expression levels of COX-2, CDX-2, BMP-4, p-p65, p65, muc-2, and c-myb were determined by western blot. A, C The expression levels of 
related proteins in HET-1A cells and quantitative analysis. B, D The expression levels of related proteins in BAR-T cells and quantitative analysis. The 
data are shown as the mean ± SD (n = 3). *p < 0.05, N.S, no significant effect
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acidic rich growth medium (brought to a pH of 6.0 with 
HCl); and 4) acidic bile salts medium (the same bile acid 
solution at pH 6.0). The medias were added for 10 min to 
equally seeded wells of cells, then removed and replaced 
with a neutral pH medium until the next treatment. HET-
1A and BAR-T cells were treated with either experimen-
tal or control medium 3 times per day for 7 days (unless 
otherwise stated).

Electron microscopy
Transmission electron microscopy (TEM) was used to 
detect ultrastructural changes in HET-1A and BAR-T 
cells. Cells were attached with 3% glutaraldehyde in 
0.1  mM cacodylate buffer. Samples were then fixed 
using 1% osmium tetroxide, dehydrated in a graded 
series of ethanols, and integrated into epoxy resin. 
Ultrathin sections were measured for morphological 
changes using a Japan Electron Optics Laboratory JEM-
2010 transmission electron microscope.

Statistical analysis
SPSS 19.0 statistical software was used for statistical 
analysis, and all measurement data are presented as 
the mean ± standard deviation (SD). The methods used 
were factorial analysis of variance, repeated measure-
ment analysis of variance, and one-way analysis of vari-
ance (ANOVA). The least significant difference (LSD) 
method was used for multiple comparisons between 
groups. Results were statistically significant at P < 0.05.

Results
Effects of overexpression or gene silencing of COX‑2 
on the proliferation and morphology of HET‑1A and BAR‑T 
cells
Cell proliferation was assessed by MTS, as shown in 
Fig. 1. On the third day after overexpression or silenc-
ing COX-2, the proliferation rate of the COX-2 group 
was significantly higher than that of the control group 
(P < 0.05) in HET-1A and BAR-T cells, while the cellu-
lar proliferation of the siCOX-2 group was significantly 
lower than that of the COX-2 group (P < 0.05). Mean-
while, when COX-2 was overexpressed in HET-1A cells 
for 3  days, an increase in the number of microvilli on 
the cell surface was observed by electron microscopy, 

and adenoid cavity structures were observed, suggest-
ing intestinal metaplasia of the cells, while siRNA of 
COX-2 showed no such intestinal metaplasia. Nuclear 
abnormalities and autophagosomes were observed after 
COX-2 overexpression in BAR-T cells for 3  days, sug-
gesting atypia of these cells, while siRNA of COX-2 
induced no such changes (Fig. 2A and B).

Effects of COX‑2 overexpression and gene silencing 
on COX‑2, CDX‑2, BMP‑4, p‑p65, p65, muc‑2, and c‑myb 
in HET‑1A and BAR‑T cells
Protein expression levels of COX-2, p65, p-p65, CDX-2, 
and BMP-4 were next assessed by western blot on the 
second day after COX-2 overexpression or gene silencing 
in these two cell lines. As shown in Fig. 3, COX-2 over-
expression or knockdown effects were significant in both 
cell lines. The expression levels of BMP-4, p-p65, and 
CDX-2 were all positively correlated with COX-2 expres-
sion changes, while the expression levels of p65, MUC2, 
and c-myb remained unchanged.

Effects of acid, bile salts, and their mixture 
on the proliferation of HET‑1A and BAR‑T cells
Different concentrations of bile salts were tested on both 
cell lines (HET-1A: 0  μmol/L, 400  μmol/L, 800  μmol/L, 
and 1200  μmol/L; and BAR-T: 0  μmol/L, 800  μmol/L, 
1200  μmol/L, and 1600  μmol/L). MTS test results are 
shown in Fig.  4A. In this experiment, bile salts concen-
trations of 1200 μmol/L were selected for both cells, and 
the treatment time was set at 0, 30, 60, or 90  min for 
the experiment presented in Fig.  4B. A concentration 
of 1200 μmol/L of bile salts was selected, and the treat-
ment time was set as 30 min, 60 min, or 90 min to deter-
mine the COX-2 protein expression levels. The detection 
results are presented in Fig.  4C and D. When HET-1A 
cells were treated with bile salts for 90  min and BAR-T 
cells were treated with bile salts for 60 min and 90 min, 
the COX-2 expression was substantially upregulated.

Next, the pH value of the medium was adjusted with 
hydrochloric acid, and the cells were cultured in medium 
with pH values of 4.0, 5.0, or 6.0. In the blank control 
group, the medium was not treated with hydrochloric 
acid. Cell viability was then measured by MTS, as shown 
in Fig.  5A, and the COX-2 protein expression level was 
measured by western blot, as shown in Fig. 5B and C. We 

Fig. 4  Effects of bile salts on the proliferation of HET-1A and BAR-T cells. A After 90 min, cell proliferation was assessed by MTS in different 
concentrations of bile salts in HET-1A and BAR-T cells. B At a concentration of 1200 μmol/L of bile salts, cell proliferation was assessed by MTS at 
different times in HET-1A and BAR-T cells. C, D At a concentration of 1200 μmol/L of bile salts, the expression levels of COX-2 were determined by 
western blot at different times in HET-1A and BAR-T cells. The data are shown as the mean ± SD. *p < 0.05, **p < 0.01, ***p < 0.001, N.S, no significant 
effect

(See figure on next page.)
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Fig. 4  (See legend on previous page.)
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found that after incubation with hydrochloric acid at pH 
6.0, 5.0, or 4.0 for specific length time, the cell activity 
and COX-2 expression were both upregulated. Based on 
the above experimental results, a pH of 6.0 was selected 
for the treatment of both cell lines, with HET-1A cell 
being treated for 30 min and BAR-T cell being treated for 
60 min.

Based on the above experimental results, four 
groups (bile salts and hydrochloric acid) were made, 
namely, a control group (0  μmol/L, pH 7), a bile salts 
group (1200  μmol/L, pH 7), a hydrochloric acid group 
(0 μmol/L, pH 6), and a hydrochloric acid and bile salts 
mixed group (1200  μmol/L, pH 6) to determine if the 
effect on COX-2 was due to the presence of bile salts 

or the change in pH. Cell proliferation was measured 
by MTS after a 30  min treatment in HET-1A cells and 
a 60  min treatment in BAR-T cells. As shown in Fig.  6, 
acid, bile salts and the mixture of both inhibited the pro-
liferation of these two cell lines, but the inhibitory effect 
of bile salts + hydrochloric acid was stronger than bile 
salts or hydrochloric acid treatments alone.

Effects of acid, bile salts, and their mixture on COX‑2, CDX‑2, 
BMP‑4, and p‑p65 expression in HET‑1A and BAR‑T cells
To further explore the findings in the above groups, the 
protein expression levels of COX-2, p65, p-p65, CDX-
2, and BMP-4 were assessed after 30  min treatment of 
HET-1A cells and 60  min treatment of BAR-T cells. As 

Fig. 5  Effects of acid on the proliferation of HET-1A and BAR-T cells. A After 30-min treatment of HET-1A cells and 60-min treatment of BAR-T cells, 
cell proliferation was assessed by MTS in different concentrations of hydrochloric acids. B, C After 30-min treatment of HET-1A cells and 60-min 
treatment of BAR-T cells, the expression levels of COX-2 were determined by western blot in different concentrations of hydrochloric acids. The data 
are shown as the mean ± SD. *p < 0.05, **p < 0.01, ***p < 0.001, N.S, no significant effect
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shown in Fig. 7, the protein expressions of COX-2, CDX-
2, BMP-4, and p-p65 in each group were increased com-
pared with the normal group, and the expression of these 
proteins in the bile salts and hydrochloric mixed group 
was the strongest. However, the expression of p65 was 
unchanged in all groups.

Effects of COX‑2 gene silencing on the proliferation 
of HET‑1A and BAR‑T cells after acid and bile salts treatment
Next, these cells were transfected with COX-2 siRNA, 
and treated with hydrochloric acid pH 6.0 and bile salts 
at 1200 μmol/L for 48 h before sample collection. HET-
1A cells were treated for 30 min and BAR-T were treated 
for 60 min. Cell proliferation was detected by MTS, and 
the results are presented in Fig.  8A and B. In response 
to acid and bile salts, multiple inflammatory factors are 
activated and inhibit cell proliferation, which exceeds 
the effect of COX-2 on cell proliferation. After silenc-
ing COX-2 expression, the promoting effect of COX2 
on cell proliferation was inhibited, and cell proliferation 
was further inhibited. So COX-2 siRNA silencing further 
enhanced the inhibitory effect of the acid and bile salts 
mixture on the proliferation of HET-1A and BAR-T cells.

Effects of COX‑2 gene silencing on expression of COX‑2, 
CDX‑2, BMP‑4, and p‑p65 in HET‑1A and BAR‑T cells 
after acid and bile salts treatment
Cells were transfected with COX-2 siRNA, and 
treated with hydrochloric acid (pH 6.0) and bile salts 
(1200 μmol/L) for 48 h before sample collection. HET-1A 

cells were treated for 30 min and BAR-T cells were treated 
for 60 min. Next, the protein expression levels of COX-2, 
p65, p-p65, CDX-2, and BMP-4 were determined using 
western blot. As shown in Fig. 9, the expressions of COX-
2, CDX-2, BMP-4, and p-p65 proteins were upregulated 
after treatment with acid and bile salts mixture, while 
they were downregulated after COX-2 siRNA was trans-
fected. The expression of p65 was not changed.

Effects of acid and bile salts mixture on the morphology 
of HET‑1A and BAR‑T cells before and after COX‑2 gene 
silencing
After the mixture of acid and bile salts acted on the cells, 
nuclear inclusion bodies, autophagosome-like structures, 
and other cellular morphological manifestations were 
observed in HET-1A cells. Owing to the damage induced 
by acid and bile salts, changes such as incomplete cap-
sule, formation of vacuolar structures in the cytoplasm, 
mitochondrial swelling, cavitation, and disappearance of 
the chute, and the intestinal metaplasia of the cells were 
not obvious. Heteromorphic changes such as nuclear 
heteromorphism was found in BAR-T cells. After gene 
silencing of COX-2 followed by treatment with a mixture 
of acid and bile salts, no such changes were seen in these 
two cell lines (Fig. 10A and B).

Discussion
In this study, we showed that overexpression of COX-2 in 
HET-1A cells could promote cell proliferation, accompa-
nied by intestinal metaplasia, while COX-2 siRNA could 

Fig. 6  Effects of acid, bile salts, and their mixture on the proliferation of HET-1A and BAR-T cells. A After 30-min treatment of HET-1A cells, cell 
proliferation was detected by MTS in the four groups. B After 60-min treatment of BAR-T cells, cell proliferation was detected by MTS in the four 
groups. The data are shown as the mean ± SD. ***p < 0.001
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inhibit cell proliferation and prevent the emergence of 
intestinal metaplasia. In BAR-T cells, overexpression of 
COX-2 could promote cell proliferation, accompanied 
by cellular heteromorphism, while COX-2 siRNA could 

inhibit cell proliferation and the development of hetero-
morphism. These results suggest that COX-2 may play 
a major role in the occurrence and development of BE, 
which was consistent with our hypothesis.

Fig. 7  Effects of acid, bile salts, and their mixture on COX-2, CDX-2, BMP-4, and p-p65 expression in HET-1A and BAR-T cells. A, C The expression 
levels of related proteins in HET-1A cells and quantitative analysis. B, D The expression levels of related proteins in BAR-T cells and quantitative 
analysis. The data are shown as the mean ± SD (n = 3). *p < 0.05, N.S, no significant effect
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As an essential transcription factor in inflammatory 
response, NF-κB is believed to play an important role in 
the development of cancer and participate in the apopto-
sis of various cells and tissues [27, 28]. Studies have found 
that NF-κB is increased in BE and esophageal adenocar-
cinoma tissues, which may play a role by activating sur-
viving, an antiapoptotic factor [29]. Inhibition of NF-κB 
in esophageal squamous cells inhibits cell proliferation, 
accompanied by decreased COX-2 expression [30]. Inhi-
bition of NF-κB expression in EAC cells reduces the 
expression of COX-2 and CDX-2, and enhances apoptosis 
of EAC cells [31]. The above studies suggest that NF-κB 
plays a major role in the occurrence and development of 
BE, and NF-κB acts as the upstream molecule to regulate 
the expression of COX-2. Park et al. found that celecoxib, 
a COX-2 inhibitor in leiomyoma cells, could inhibit cell 
proliferation through the NF-κB pathway, suggesting that 
COX-2 could regulate NF-κB in leiomyoma cells [32]. 
In this study, we found that COX-2 could regulate the 
expression of NF-κB in HET-1A and BAR-T cells, and 
phosphorylated NF-κB(p-p65) may play a significant role 
in the effect of COX-2 on HET-1A and BAR-T cell prolif-
eration and cell morphology changes. Storz L et al. have 
demonstrated that acid can activate the phosphorylation 
expression of NF-κB in BE and EAC cells and reduce the 
in vitro chemotherapy effect of 5-FU, while PPIs can indi-
rectly help EAC patients overcome chemotherapy resist-
ance by restoring esophageal pH value. According to the 
results of this study, inhibition of COX-2 and reduction 

of NF-κB phosphorylation expression may help EAC 
patients overcome 5-FU chemotherapy resistance [33].

Bone morphogenetic proteins (BMPs) are mainly 
expressed in embryonic development or disease states 
such as cancer tissue, and its family members can partici-
pate in cell proliferation, migration, apoptosis, and differ-
entiation [34]. Studies have shown that BMP-4 was highly 
expressed in BE and EAC tissues, and its downstream 
signaling molecule ID2 was also highly expressed, sug-
gesting that the BMP-4 signaling pathway was activated 
in BE and EAC [35]. After recombinant BMP-4 treatment 
in  vitro, normal squamous epithelial cells were shown 
to be transformed into columnar epithelial cells, and 
the intestinal epithelial markers Villin and CDX-2 were 
detected [36]. The BMP signaling pathway can activate 
SOX9 and plays an important role in the occurrence and 
development of BE[37]. In this study, it was shown that 
COX-2 could regulate the expression of BMP-4 in HET-
1A and BAR-T cells, and BMP-4 may also play an impor-
tant role in the effect of COX-2 on HET-1A and BAR-T 
cell proliferation and cell morphology.

As a member of the caudal homologous nuclear tran-
scription factor family, CDX is a nuclear transcription 
factor specifically expressed during intestinal develop-
ment and regulates the proliferation and differentiation 
of intestinal epithelial cells [38, 39]. CDX-2 plays a key 
role in intestinal metaplasia in BE, and its expression in 
the esophagus is an early explicit marker of intestinal 
metaplasia [40–42]. In the environment of acid or bile 

Fig. 8  Effects of COX-2 gene silencing on the proliferation of HET-1A and BAR-T cells after acid and bile salts treatment. A After acid and bile salts 
treatment and COX-2 gene silencing, cell proliferation was detected by MTS in HET-1A cells. B After acid and bile salts treatment and COX-2 gene 
silencing, cell proliferation was detected by MTS in BAR-T cells. The data are shown as the mean ± SD. *p < 0.05, ****p < 0.001
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acid, demethylation of the promoter of CDX-2 could pro-
mote the expression of CDX-2 in esophageal epithelium 
and promote intestinal metaplasia [43]. CDX-2 could 
be involved in the carcinogenic mechanism of EAC by 
inhibiting the expression of DNA repair enzymes and 

promoting the expression of CDX-2 [44]. In this study, 
we found that COX-2 could regulate CDX-2 expres-
sion in HET-1A cells, suggesting that COX-2 plays a 
more prominent role in intestinal metaplasia in esopha-
geal squamous cells. CDX-2 was also found to be highly 

Fig. 9  Effects of COX-2 gene silencing on expression of COX-2, CDX-2, BMP-4, and p-p65 in HET-1A and BAR-T cells after acid and bile salts 
treatment. A, C The expression levels of related proteins in HET-1A cells and quantitative analysis. B, D The expression levels of related proteins in 
BAR-T cells and quantitative analysis. The data are shown as the mean ± SD (n = 3). *p < 0.05, N.S, no significant effect
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expressed in digestive tract tumors and is involved in the 
occurrence of EAC [45, 46]. In this study, we found that 
COX-2 could regulate the expression of CDX-2 in BAR-T 
cells, suggesting a role in the occurrence and heteromor-
phism of BE. The study found that CDX-2 was almost 
completely undetectable in esophageal squamous cells 
[47], while in our experiments, CDX-2 was expressed at 
low levels in HET-1A cells, which may a result of the cell 
line used in our studies.

MUC2 is mainly expressed in intestinal metaplasia and 
malignant lesions of BE [40, 48, 49]. C-myb is an intranu-
clear oncogene, which is involved in cell proliferation and 
plays an important role in the proliferation regulation 
of numerous malignant tumor cells. Studies have shown 
that upregulation of mRNA expression of c-myb is an 
early event in the process of BE transition to esophageal 
cancer [50, 51]. However, changes in COX-2 expression 

in HET-1A and BAR-T cells did not cause changes in 
the expressions of MUC2 or c-myb, possibly because the 
regulation of these two proteins was not dependent on 
COX-2.

The above studies indicate that COX-2 plays an impor-
tant role in the process of intestinal metaplasia of esoph-
ageal squamous epithelial cells and atypia in BE cells, and 
its mechanism appears to function through the regu-
lation of the expression of p-p65, BMP-4, CDX-2, and 
other cytokines. To verify these conclusions, we used dif-
ferent concentrations of acid, bile salts and a mixture of 
the two to treat HET-1A and BAR-T cells to simulate the 
human microenvironment in GERD, and we assessed the 
role and possible mechanism of COX-2 in this process. It 
should be noted that the simulated conditions were lower 
than the pH of the physiological environment, and only 
one cell line was studied under each condition.

Fig. 10  Effects of acid and bile salts mixture on the morphology of HET-1A and BAR-T cells before and after COX-2 gene silencing. A The images are 
from the mixture of acid and bile salts groups before and after COX-2 gene silencing in HET-1A cells. B The images are from the mixture of acid and 
bile salts groups before and after COX-2 gene silencing in BAR-T cells
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Our study showed that the proliferation of HET-
1A or BAR-T cells was inhibited under the action of 
acid, bile salts, and the mixture of the two, and the 
mixture of acid and bile salts had the strongest effect. 
These treatments resulted in increased expressions of 
COX-2, BMP-4, p-p65, and CDX-2. SiRNA mediated 
depletion of COX-2 enhanced the inhibitory effect 
of acid, bile salts, and the mixture of the two on the 
proliferation of HET-1A and BAR-T cells, accompa-
nied by the reduced expressions of COX-2, BMP-4, 
p-p65, and CDX-2. These observations suggest that in 
the environment of acid, bile salts, and the mixture of 
the two, the proliferation of HET-1A and BAR-T cells 
was closely related to the expression of COX-2, which 
further regulates cytokines such as p-p65, BMP-4, and 
CDX-2.

Conclusions
COX-2 plays an important role in the occurrence and devel-
opment of BE, which can be used as a target for the diagno-
sis and treatment of BE and EAC. Activation of the NF-κB, 
CDX-2, and BMP-4 signaling pathways by COX-2 may be 
part of this mechanism. In the process of BE occurrence and 
heteromorphism transformation, acid, bile salt, and their 
mixture play a specific role, and the mixture of these two 
displayed the strongest effect. In the clinical treatment of BE 
and GERD, we should not only pay attention to the role of 
acid, but also to the presence of bile reflux.

Abbreviations
BE: Barrett’s esophagus; SQ: Squamous epithelium; GERD: Gastroesophageal 
reflux disease; EAC: Esophageal adenocarcinoma; COX-2: Cyclooxygenase-2; 
HET-1A: Esophageal squamous cell line; BAR-T: Barrett esophageal cell line; 
NF-Κb: Nuclear factor kappa B; BMP-4: Bone morphogenetic protein-4; CDX-2: 
Caudal-related homeobox transcription factor-2; TEM: Transmission electron 
microscopy.

Supplementary Information
The online version contains supplementary material available at https://​doi.​
org/​10.​1186/​s12860-​022-​00418-5.

Additional file 1. 

Acknowledgements
None.

Authors’ contributions
Jiangang Shen: Conceptualization, Methodology, Formal analysis, Investiga-
tion, Visualization; Nayoung Kang: Conceptualization, Methodology, Formal 
analysis, Writing – reviewing&editing; Hongfang Wang: Investigation, Formal 
analysis, Resources; Junda Li: Investigation, Formal analysis; Li Chen: Inves-
tigation, Formal analysis; Xuefeng Bai: Writing – original draft; Mingsong Li: 
Supervision, Project administration, Funding acquisition. 

Funding
This work was supported partly by grants from the Shenzhen Science and 
Technology Innovation Committee Foundation (20160426095504360).

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article. The datasets used and/or analyzed during the current study are avail-
able from the corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

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

Author details
1  Guangdong Provincial Key Laboratory of Gastroenterology, Institute of Gas-
troenterology of Guangdong Province, Department of Gastroenterology,  
Nanfang Hospital, Southern Medical University, Guangzhou 510515, China. 
2 Department of Gastroenterology, Shenzhen Longhua District People’ Hos-
pital, Shenzhen 518109, China. 3 Department of Gastroenterology, Shenzhen 
Luohu People’ Hospital, Shenzhen 518003, China. 4 Department of Pathology 
and Comprehensive Cancer Center, Ohio State University Medical Centre, 129 
Hamilton Hall, 1645 Neil Avenue, Columbus, OH 43210, USA. 

Received: 5 August 2021   Accepted: 7 April 2022

References
	1.	 Iyer PG, Kaul V. Barrett Esophagus. Mayo Clin Proc. 2019;94(9):1888–901. 

https://​doi.​org/​10.​1016/j.​mayocp.​2019.​01.​032.
	2.	 Minacapelli CD, Bajpai M, Geng X, Cheng CL, Chouthai AA, Souza R, Spe-

chler SJ, Das KM. Barrett’s metaplasia develops from cellular reprogram-
ing of esophageal squamous epithelium due to gastroesophageal reflux. 
Am J Physiol Gastrointest Liver Physiol. 2017;312(6):G615–22. https://​doi.​
org/​10.​1152/​ajpgi.​00268.​2016.

	3.	 Bohmer AC, Hecker J, Schroder J, Gharahkhani P, May A, Gerges C, Anders 
M, Becker J, Hess T, Kreuser N, et al. Shared Genetic Etiology of Obesity-
Related Traits and Barrett’s Esophagus/Adenocarcinoma: Insights from 
Genome-Wide Association Studies. Cancer Epidemiol Biomarkers Prev. 
2020;29(2):427–33.

	4.	 Sami SS, Ragunath K, Iyer PG. Screening for Barrett’s esophagus and 
esophageal adenocarcinoma: rationale, recent progress, challenges, and 
future directions. Clin Gastroenterol Hepatol. 2015;13(4):623–34. https://​
doi.​org/​10.​1016/j.​cgh.​2014.​03.​036.

	5.	 Quante M, Graham TA, Jansen M. Insights Into the Pathophysiology of 
Esophageal Adenocarcinoma. Gastroenterology. 2018;154(2):406–20. 
https://​doi.​org/​10.​1053/j.​gastro.​2017.​09.​046.

	6.	 Rubenstein JH, Shaheen NJ. Epidemiology, Diagnosis, and Man-
agement of Esophageal Adenocarcinoma. Gastroenterology. 
2015;149(2):302-317 e301. https://​doi.​org/​10.​1053/j.​gastro.​2015.​04.​053 

	7.	 Que J, Garman KS, Souza RF, Spechler SJ. Pathogenesis and Cells of 
Origin of Barrett’s Esophagus. Gastroenterology. 2019;157(2):349-364 
e341. https://​doi.​org/​10.​1053/j.​gastro.​2019.​03.​072.

	8.	 Zhang W, Wang DH. Origins of Metaplasia in Barrett’s Esophagus: 
Is this an Esophageal Stem or Progenitor Cell Disease? Dig Dis Sci. 
2018;63(8):2005–12. https://​doi.​org/​10.​1007/​s10620-​018-​5069-5.

	9.	 Bornschein J, Quante M, Jansen M. The complexity of cancer origins 
at the gastro-oesophageal junction. Best Pract Res Clin Gastroenterol. 
2021;50–51: 101729. 

	10.	 Pu D, Yin L, Huang L, Qin C, Zhou Y, Wu Q, Li Y, Zhou Q, Li L. Cyclooxy-
genase-2 Inhibitor: A Potential Combination Strategy With Immuno-
therapy in Cancer. Front Oncol. 2021;11:637504.

	11.	 Joshi SN, Murphy EA, Olaniyi P, Bryant RJ. The multiple effects of aspirin 
in prostate cancer patients. Cancer Treat Res Commun. 2021;26:100267.

	12.	 Frejborg E, Salo T, Salem A. Role of Cyclooxygenase-2 in Head and Neck 
Tumorigenesis. Int J Mol Sci. 2020; 21(23).

https://doi.org/10.1186/s12860-022-00418-5
https://doi.org/10.1186/s12860-022-00418-5
https://doi.org/10.1016/j.mayocp.2019.01.032
https://doi.org/10.1152/ajpgi.00268.2016.
https://doi.org/10.1152/ajpgi.00268.2016.
https://doi.org/10.1016/j.cgh.2014.03.036
https://doi.org/10.1016/j.cgh.2014.03.036
https://doi.org/10.1053/j.gastro.2017.09.046
https://doi.org/10.1053/j.gastro.2015.04.053 
https://doi.org/10.1053/j.gastro.2019.03.072
https://doi.org/10.1007/s10620-018-5069-5


Page 14 of 15Jiangang et al. BMC Molecular and Cell Biology           (2022) 23:19 

	13.	 Nagaraju GP, El-Rayes BF. Cyclooxygenase-2 in gastrointestinal malig-
nancies. Cancer. 2019;125(8):1221–7. doi: 10.1002/cncr.32010, https://
doi.org/10.1002/cncr.32010

	14.	 Ye Y, Wang X, Jeschke U, von Schonfeldt V. COX-2-PGE2-EPs in 
gynecological cancers. Arch Gynecol Obstet. 2020;301(6):1365–75. 
doi:10.1007/s00404-020-05559-6, https://doi.org/10.1007/
s00404-020-05559-6

	15.	 Peng D, Guo Y, Chen H, Zhao S, Washington K, Hu T, Shyr Y, El-Rifai W. 
Integrated molecular analysis reveals complex interactions between 
genomic and epigenomic alterations in esophageal adenocarcinomas. 
Sci Rep. 2017;7:40729. doi: 10.1038/srep40729,https://doi.org/10.1038/
srep40729

	16.	 Takaoka RTC, Sertorio ND, Magalini LPJ, Dos Santos LM, Souza HR, 
Iyomasa-Pilon MM, Possebon L, Costa SS, Girol AP. Expression profiles 
of Annexin A1, formylated peptide receptors and cyclooxigenase-2 
in gastroesophageal inflammations and neoplasias. Pathol Res 
Pract. 2018;214(2):181–6. doi: 10.1016/j.prp.2017.12.003, https://doi.
org/10.1016/j.prp.2017.12.003

	17.	 Lewis CJ, Thrumurthy SG, Pritchard S, Armstrong G, Attwood SE. Com-
parison of COX-2, Ki-67, and BCL-2 expression in normal esophageal 
mucosa, Barrett’s esophagus, dysplasia, and adenocarcinoma with 
postablation mucosa and implications for ablative therapies. Surg 
Endosc. 2011;25(8):2564–9. doi: 10.1007/s00464-011-1587-3, https://
doi.org/10.1007/s00464-011-1587-3

	18.	 Nguyen T, Tang Z, Younes M, Alsarraj A, Ramsey D, Fitzgerald S, 
Kramer JR, El-Serag HB. Esophageal COX-2 expression is increased in 
Barrett’s esophagus, obesity, and smoking. Dig Dis Sci. 2015;60(1):65–
73. doi: 10.1007/s10620-014-3333-x, https://doi.org/10.1007/
s10620-014-3333-x

	19.	 Zhang T, Wang Q, Ma WY, Wang K, Chang X, Johnson ML, Bai R, Bode 
AM, Foster NR, Falk GW, et al. Targeting the COX1/2-Driven throm-
boxane A2 pathway suppresses Barrett’s esophagus and esophageal 
adenocarcinoma development. EBioMedicine. 2019;49:145–56. 
doi: 10.1016/j.ebiom.2019.10.038, https://doi.org/10.1016/j.
ebiom.2019.10.038

	20.	 Verbeek RE, Siersema PD, Ten Kate FJ, Fluiter K, Souza RF, Vleggaar FP, 
Bus P, van Baal JW. Toll-like receptor 4 activation in Barrett’s esopha-
gus results in a strong increase in COX-2 expression. J Gastroenterol. 
2014;49(7):1121–34. doi: 10.1007/s00535-013-0862-6, https://doi.
org/10.1007/s00535-013-0862-6

	21.	 Santander S, Cebrian C, Esquivias P, Conde B, Esteva F, Jimenez P, 
Ortego J, Lanas A, Piazuelo E. Cyclooxygenase inhibitors decrease the 
growth and induce regression of human esophageal adenocarcinoma 
xenografts in nude mice. Int J Oncol. 2012;40(2):527–34. https://doi.
org/10.3892/ijo.2011.1219,doi:10.3892/ijo.2011.1219.

	22.	 Falk GW, Jankowski J. Chemoprevention and Barrett’s esophagus: 
decisions, decisions. Am J Gastroenterol. 2008;103(10):2443–
5. doi:10.1111/j.1572-0241.2008.02129.x, https://doi.
org/10.1111/j.1572-0241.2008.02129.x

	23.	 Huo X, Zhang H, Zhang XI, Lynch JP, Strauch ED, Wang JY, Melton SD, 
Genta RM, Wang DH, Spechler SJ, et al. Acid and bile salt-induced CDX2 
expression differs in esophageal squamous cells from patients with 
and without Barrett’s esophagus. Gastroenterology. 2010;139(1):194-
203 e191. https://​doi.​org/​10.​1053/j.​gastro.​2010.​03.​035.

	24.	 Kim SH, Nakagawa H, Navaraj A, Naomoto Y, Klein-Szanto AJ, Rustgi AK, 
El-Deiry WS. Tumorigenic conversion of primary human esophageal 
epithelial cells using oncogene combinations in the absence of exog-
enous Ras. Cancer Res. 2006;66(21):10415–24. doi: 10.1158/0008-5472.
CAN-06-2104, https://doi.org/10.1158/0008-5472.CAN-06-2104

	25.	 Sharma R, Majer F, Peta VK, Wang J, Keaveney R, Kelleher D, Long A, 
Gilmer JF. Bile acid toxicity structure-activity relationships: correlations 
between cell viability and lipophilicity in a panel of new and known 
bile acids using an oesophageal cell line (HET-1A). Bioorg Med Chem. 
2010;18(18):6886–95. doi: 10.1016/j.bmc.2010.07.030, https://doi.
org/10.1016/j.bmc.2010.07.030

	26.	 Goldman A, Condon A, Adler E, Minnella M, Bernstein C, Bernstein H, 
Dvorak K. Protective effects of glycoursodeoxycholic acid in Barrett’s 
esophagus cells. Dis Esophagus. 2010;23(2):83–93. doi: 10.1111/j.1442-
2050.2009.00993.x, https://doi.org/10.1111/j.1442-2050.2009.00993.x

	27.	 Bennett J, Capece D, Begalli F, Verzella D, D’Andrea D, Tornatore L, 
Franzoso G. NF-kappaB in the crosshairs: Rethinking an old riddle. Int 

J Biochem Cell Biol. 2018;95:108–12. doi: 10.1016/j.biocel.2017.12.020, 
https://doi.org/10.1016/j.biocel.2017.12.020

	28.	 Xia Y, Shen S, Verma IM. NF-kappaB, an active player in human cancers. 
Cancer Immunol Res. 2014;2(9):823–30. doi: 10.1158/2326-6066.CIR-14-
0112, https://doi.org/10.1158/2326-6066.CIR-14-0112

	29.	 Huo X, Zhang X, Yu C, Cheng E, Zhang Q, Dunbar KB, Pham TH, Lynch 
JP, Wang DH, Bresalier RS, et al. Aspirin prevents NF-kappaB activation 
and CDX2 expression stimulated by acid and bile salts in oesopha-
geal squamous cells of patients with Barrett’s oesophagus. Gut. 
2018;67(4):606–15.

	30.	 Bus P, Siersema PD, Verbeek RE, van Baal JW. Upregulation of miRNA-
143, -145, -192, and -194 in esophageal epithelial cells upon acidic bile 
salt stimulation. Dis Esophagus. 2014;27(6):591–600. 

	31.	 Yamada T, Osawa S, Ikuma M, Kajimura M, Sugimoto M, Furuta T, Iwai-
zumi M, Sugimoto K. Guggulsterone, a plant-derived inhibitor of NF-TB, 
suppresses CDX2 and COX-2 expression and reduces the viability of 
esophageal adenocarcinoma cells. Digestion. 2014;90(3):208–17. doi: 
10.1159/000365750, https://doi.org/10.1159/000365750

	32.	 Park SB, Jee BC, Kim SH, Cho YJ, Han M. Cyclooxyge-
nase-2 inhibitor, celecoxib, inhibits leiomyoma cell prolif-
eration through the nuclear factor kappaB pathway. Reprod Sci. 
2014;21(9):1187–95. doi: 10.1177/1933719114542010, https://doi.
org/10.1177/1933719114542010

	33.	 Storz L, Walther P, Chemnitzer O, Lyros O, Niebisch S, Mehdorn M, 
Jansen-Winkeln B, Moulla Y, Buch T, Gockel I et al. Nrf2/Keap1-Pathway 
Activation and Reduced Susceptibility to Chemotherapy Treatment 
by Acidification in Esophageal Adenocarcinoma Cells. Cancers (Basel). 
2021; 13(11).

	34.	 Hu M, Cui F, Liu F, Wang J, Wei X, Li Y. BMP signaling pathways affect dif-
ferently migration and invasion of esophageal squamous cancer cells. 
Int J Oncol. 2017;50(1):193–202. doi: 10.3892/ijo.2016.3802, https://doi.
org/10.3892/ijo.2016.3802

	35.	 Kestens C, Siersema PD, Offerhaus GJ, van Baal JW. BMP4 Signaling Is 
Able to Induce an Epithelial-Mesenchymal Transition-Like Phenotype 
in Barrett’s Esophagus and Esophageal Adenocarcinoma through 
Induction of SNAIL2. PLoS ONE. 2016;11(5):e0155754.

	36.	 Milano F, van Baal JW, Buttar NS, Rygiel AM, de Kort F, DeMars CJ, 
Rosmolen WD, Bergman JJ, VAM J, Wang KK, et al. Bone morpho-
genetic protein 4 expressed in esophagitis induces a columnar 
phenotype in esophageal squamous cells. Gastroenterology. 
2007;132(7):2412–21.

	37.	 Wang DH, Clemons NJ, Miyashita T, Dupuy AJ, Zhang W, Szczepny A, 
Corcoran-Schwartz IM, Wilburn DL, Montgomery EA, Wang JS, et al. 
Aberrant epithelial-mesenchymal Hedgehog signaling character-
izes Barrett’s metaplasia. Gastroenterology. 2010;138(5):1810–22. 
doi: 10.1053/j.gastro.2010.01.048, https://doi.org/10.1053/j.
gastro.2010.01.048

	38.	 Beck F. The role of Cdx genes in the mammalian gut. Gut. 
2004;53(10):1394–6. doi: 10.1136/gut.2003.038240, https://doi.
org/10.1136/gut.2003.038240

	39.	 Behan M, Gledhill A, Hayes S. Immunohistochemistry for CDX2 
expression in non-goblet-cell Barrett’s oesophagus. Br J Biomed Sci. 
2014;71(2):86–92. doi: 10.1080/09674845.2014.11669970, https://doi.
org/10.1080/09674845.2014.11669970

	40.	 Turkmen IC, Bassullu N, Uraz S, Yerdel MA, Memisoglu R, Bulbul 
DG. CDX2, COX2 and MUC2 expressions in Barrett’s esophagus: 
can they be useful in determination of the dysplasia? Turk Patoloji 
Derg. 2012;28(3):251–8. doi: 10.5146/tjpath.2012.01132, https://doi.
org/10.5146/tjpath.2012.01132

	41.	 Souza RF, Krishnan K, Spechler SJ. Acid, bile, and CDX: the ABCs of 
making Barrett’s metaplasia. Am J Physiol Gastrointest Liver Physiol. 
2008;295(2):G211-218. doi: 10.1152/ajpgi.90250.2008, https://doi.
org/10.1152/ajpgi.90250.2008

	42.	 Derakhshan MH, Robertson EV, Yeh Lee Y, Harvey T, Ferrier RK, Wirz AA, 
Orange C, Ballantyne SA, Hanvey SL, Going JJ, et al. In healthy volun-
teers, immunohistochemistry supports squamous to columnar meta-
plasia as mechanism of expansion of cardia, aggravated by central 
obesity. Gut. 2015;64(11):1705–14. doi: 10.1136/gutjnl-2014-308914, 
https://doi.org/10.1136/gutjnl-2014-308914

	43.	 Liu T, Zhang X, So CK, Wang S, Wang P, Yan L, Myers R, Chen Z, Pat-
terson AP, Yang CS, et al. Regulation of Cdx2 expression by promoter 

https://doi.org/10.1053/j.gastro.2010.03.035


Page 15 of 15Jiangang et al. BMC Molecular and Cell Biology           (2022) 23:19 	

•
 
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 researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

methylation, and effects of Cdx2 transfection on morphology and 
gene expression of human esophageal epithelial cells. Carcinogenesis. 
2007;28(2):488–96. doi: 10.1093/carcin/bgl176, https://doi.org/10.1093/
carcin/bgl176

	44.	 Zhang Q, Agoston AT, Pham TH, Zhang W, Zhang X, Huo X, Peng S, 
Bajpai M, Das K, Odze RD et al. Acidic Bile Salts Induce Epithelial to 
Mesenchymal Transition via VEGF Signaling in Non-Neoplastic Barrett’s 
Cells. Gastroenterology. 2019; 156(1): 130–144 e110.

	45.	 Matsuzaki J, Suzuki H, Tsugawa H, Watanabe M, Hossain S, Arai E, Saito 
Y, Sekine S, Akaike T, Kanai Y, et al. Bile acids increase levels of microR-
NAs 221 and 222, leading to degradation of CDX2 during esophageal 
carcinogenesis. Gastroenterology. 2013;145(6):1300–11. doi: 10.1053/j.
gastro.2013.08.008, https://doi.org/10.1053/j.gastro.2013.08.008

	46.	 Kunze B, Wein F, Fang HY, Anand A, Baumeister T, Strangmann J, 
Gerland S, Ingermann J, Munch NS, Wiethaler M, et al. Notch Signal-
ing Mediates Differentiation in Barrett’s Esophagus and Promotes 
Progression to Adenocarcinoma. Gastroenterology. 2020;159(2):575–
90. doi: 10.1053/j.gastro.2020.04.033, https://doi.org/10.1053/j.
gastro.2020.04.033

	47.	 TAKANORI YAMADA SO, YASUSHI HAMAYA, TAKAHISA FURUTA. Gug-
gulsterone Suppresses Bile Acid-induced and Constitutive Caudal-
related Homeobox 2 Expression in Gut-derived Adenocarcinoma Cells. 
Anticancer Res. 2010; 30(6): 1953–1960

	48.	 Pyo JS, Sohn JH, Kang G, Kim DH, Kim K, Do IG, Kim DH. MUC2 Expres-
sion Is Correlated with Tumor Differentiation and Inhibits Tumor 
Invasion in Gastric Carcinomas: A Systematic Review and Meta-analysis. 
J Pathol Transl Med. 2015;49(3):249–56. doi: 10.4132/jptm.2015.03.27, 
https://doi.org/10.4132/jptm.2015.03.27

	49.	 Teng G, Dai Y, Chu Y, Li J, Zhang H, Wu T, Shuai X, Wang W. Helicobacter 
pylori induces caudal-type homeobox protein 2 and cyclooxygenase 
2 expression by modulating microRNAs in esophageal epithelial cells. 
Cancer Sci. 2018;109(2):297–307. doi: 10.1111/cas.13462, https://doi.
org/10.1111/cas.13462

	50.	 Uttarkar S, Frampton J, Klempnauer KH. Targeting the transcription 
factor Myb by small-molecule inhibitors. Exp Hematol. 2017;47:31–5. 
doi: 10.1016/j.exphem.2016.12.003, https://doi.org/10.1016/j.
exphem.2016.12.003

	51.	 Brabender J, Lord RV, Danenberg KD, Metzger R, Schneider PM, Park 
JM, Salonga D, Groshen S, Tsao-Wei DD, DeMeester TR, et al. Increased 
c-myb mRNA expression in Barrett’s esophagus and Barrett’s-asso-
ciated adenocarcinoma. J Surg Res. 2001;99(2):301–6. doi: 10.1006/
jsre.2001.6186, https://doi.org/10.1006/jsre.2001.6186

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


	COX-2 strengthens the effects of acid and bile salts on human esophageal cells and Barrett esophageal cells
	Abstract 
	Aims: 
	Methods: 
	Results: 
	Conclusion: 

	Introduction
	Materials and methods
	Reagents
	Cell culture
	Cell proliferation assays
	COX-2 siRNA and COX-2 expression plasmid transfection of HET-1A and BAR-T cells
	Western blot analysis
	Acid and bile salts exposure of HET-1A and BAR-T cells
	Electron microscopy
	Statistical analysis

	Results
	Effects of overexpression or gene silencing of COX-2 on the proliferation and morphology of HET-1A and BAR-T cells
	Effects of COX-2 overexpression and gene silencing on COX-2, CDX-2, BMP-4, p-p65, p65, muc-2, and c-myb in HET-1A and BAR-T cells
	Effects of acid, bile salts, and their mixture on the proliferation of HET-1A and BAR-T cells
	Effects of acid, bile salts, and their mixture on COX-2, CDX-2, BMP-4, and p-p65 expression in HET-1A and BAR-T cells
	Effects of COX-2 gene silencing on the proliferation of HET-1A and BAR-T cells after acid and bile salts treatment
	Effects of COX-2 gene silencing on expression of COX-2, CDX-2, BMP-4, and p-p65 in HET-1A and BAR-T cells after acid and bile salts treatment
	Effects of acid and bile salts mixture on the morphology of HET-1A and BAR-T cells before and after COX-2 gene silencing

	Discussion
	Conclusions
	Acknowledgements
	References


