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Abstract

BACKGROUND

The incidence of colon cancer (CC) is currently high, and is mainly treated with
chemotherapy. Oxaliplatin (L-OHP) is a commonly used drug in chemotherapy;
however, long-term use can induce drug resistance and seriously affect the
prognosis of patients. Therefore, this study investigated the mechanism of Opa-
interacting protein 5 antisense RNA 1 (OIP5-AS1) on L-OHP resistance by
determining the expression of OIP5-AS1 and microRNA-137 (miR-137) in CC
cells and the effects on L-OHP resistance, with the goal of identifying new targets
for the treatment of CC.

AIM
To study the effects of long non-coding RNA OIP5-AS1 on L-OHP resistance in
CC cell lines and its regulation of miR-137.

METHODS

A total of 114 CC patients admitted to China-Japan Union Hospital of Jilin
University were enrolled, and the expression of miR-137 and OIP5-AS1 in tumor
tissues and corresponding normal tumor-adjacent tissues was determined. The
influence of OIP5-AS1 and miR-137 on the biological behavior of CC cells was
evaluated. Resistance to L-OHP was induced in CC cells, and their activity was
determined and evaluated using cell counting kit-8. Flow cytometry was used to
analyze the apoptosis rate, Western blot to determine the levels of apoptosis-
related proteins, and dual luciferase reporter assay combined with RNA-binding
protein immunoprecipitation to analyze the relationship between OIP5-AS1 and
miR-137.

RESULTS
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OIP5-AS1 was up-regulated in CC tissues and cells, while miR-137 was down-
regulated in CC tissues and cells. OIP5-AS1 was inversely correlated with miR-
137 (P < 0.001). Silencing OIP5-AS1 expression significantly hindered the
proliferation, invasion and migration abilities of CC cells and markedly increased
the apoptosis rate. Up-regulation of miR-137 expression also suppressed these
abilities in CC cells and increased the apoptosis rate. Moreover, silencing OIP5-
AS1 and up-regulating miR-137 expression significantly intensified growth
inhibition of drug-resistant CC cells and improved the sensitivity of CC cells to L-
OHP. OIP5-ASI targetedly inhibited miR-137 expression, and silencing OIP5-AS1
reversed the resistance of CC cells to L-OHP by promoting the expression of miR-
137.

CONCLUSION

Highly expressed in CC, OIP5-AS1 can affect the biological behavior of CC cells,
and can also regulate the resistance of CC cells to L-OHP by mediating miR-137
expression.

Key words: Long non-coding RNA Opa-interacting protein 5 antisense RNA 1;
MicroRNA-137; Colon cancer; Drug resistance; Oxaliplatin; Biological behavior

©The Author(s) 2020. Published by Baishideng Publishing Group Inc. All rights reserved.

Core tip: Long non-coding RNA (IncRNA) has drug resistance in various diseases, which
has become a research hotspot, and it can participate in the regulation of various
biological functions in cells. In this study, the expression and regulation mechanism of
IncRNA Opa-interacting protein 5 antisense RNA 1 (OIP5-AS1) in colon cancer were
investigated, and it was found that OIP5-AS1 was up-regulated in colon cancer cells.
Dual luciferase reporter gene and RNA-binding protein immunoprecipitation assays
were carried out, and the relationship between microRNA-137 and OIP5-AS1 was
determined. The results showed that OIP5-AS1 could mediate drug resistance to
oxaliplatin in these cells by regulating microRNA-137.

Citation: Liang J, Tian XF, Yang W. Effects of long non-coding RNA Opa-interacting protein
5 antisense RNA 1 on colon cancer cell resistance to oxaliplatin and its regulation of
microRNA-137. World J Gastroenterol 2020; 26(13): 1474-1489

URL: https://www.wjgnet.com/1007-9327/full/v26/i13/1474.htm

DOI: https://dx.doi.org/10.3748/wjg.v26.113.1474

INTRODUCTION

Colon cancer (CC) is a common cancer and one of the main causes of mortality
worldwide, especially in people over 50 years old. According to the statistics, there
are more than 1000000 new CC patients every year, and this number is expected to be
2200000 in 2030 2. At present, surgery and chemotherapy are the two main
treatments for CCPl. Due to the availability of various chemotherapy regimens, the
overall survival rate of CC patients has improved in the past few decades!’. However,
even though the current response rate to systemic chemotherapy can reach 50%,
almost all CC patients have reportedly developed drug resistance, which limits the
efficacy of anticarcinogens and eventually leads to chemotherapy failurell. Oxaliplatin
(L-OHP), a third generation platinum drug, is usually used as a first-line
chemotherapy agent for metastatic CC, and is often administered with leucovorin
(FOLFOX) and 5-fluorouracil. It can induce intrachain and interchain bridges between
guanines, thus inhibiting DNA replication and synthesistl. However, the long-term
use of L-OHP results in drug resistance and ultimately limits its therapeutic effect!l.
Therefore, understanding the molecular mechanism of L-OHP resistance is of great
significance in order to obtain better therapeutic response predictions in CC patients
and to achieve better therapeutic decision-making.

Long non-coding RNA (IncRNA) a non-coding RNA with a length greater than 200
bp, was reported to be strongly linked to drug resistance of tumor cells in recent
yearsl®l. The Opa-interacting protein 5 antisense RNA 1 (OIP5-AS1) gene is a IncRNA
on human chromosome 15q15.1, which is up-regulated in various cancers, and
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promotes cancer development!'’. Kim et all'!! pointed out that OIP5-AS1 is a
competitive endogenous RNA against HuR and can regulate the growth of cervical
cancer (HeLa) cells. In addition, previous studies have found that OIP5-AS1 can affect
cell apoptosis and proliferation in multiple myeloma by regulating various
pathwaysl?l. MicroRNAs, a group of non-coding RNAs approximately 19-24
nucleotides long, are involved in drug resistance in various tumor cells!"”\. Bi et all""]
concluded that microRNA-137 (miR-137) could suppress the migration, proliferation,
and invasion of CC cell lines by targeting TCF4. One study demonstrated that miR-
137 could suppress the development of lung carcinoma and enhance the sensitivity of
cells to paclitaxel and cisplatin!"®l. At present, there is no study on the role of OIP5-AS1
in CC, and the mechanism of OIP5-AS1 in regulating L-OHP resistance in CC requires
further research.

The present study investigated the role of OIP5-AS1 and miR-137 in the biological
behavior and L-OHP resistance in CC cells, and determined the mechanism of OIP5-
AS1 on L-OHP resistance in these cells, with the goal of identifying new targets for
the treatment of CC.

MATERIALS AND METHODS

Data collection

A total of 114 CC patients admitted to China-Japan Union Hospital of Jilin University
from January 2017 to December 2018 were enrolled, including 63 males and 51
females, with an average age of 61.56 + 7.09 years. CC tissue specimens (n = 114) and
corresponding tumor-adjacent tissue specimens (n = 114) were obtained from the
patients following their permission for later analysis. This study was carried out with
permission from the Ethics Committee of China-Japan Union Hospital of Jilin
University, and each subject signed an informed consent form after understanding the
study in detail. The inclusion criteria were as follows: Patients diagnosed with CC
based on pathology and imaging examination, patients with detailed clinical data,
patients with good compliance, and those without a family history of mental diseases
or other malignant tumors. The exclusion criteria were as follows: Patients not
accompanied by their families at admission, patients with autoimmune diseases or
severe liver or kidney dysfunction, and patients reluctant to receive treatment or
cooperate during the study.

Cell culture

Human CC cell lines (HCT116, LOVO, HT29, and SW480), and a human normal colon
epithelial cell line (FHC) obtained from Nanjing Cobioer Biosciences Co., Ltd. were
cultured in RPMI 1640 containing 100 pg/mL penicillin, 100 pg/mL streptomycin,
and 10% fetal bovine serum under 5% CO, and saturated humidity at 37°C. When the
confluency of adherent cell growth reached 85%, 25% pancreatin was added to the
cells for digestion, and the cells were continually cultured in the medium for passage
after digestion. The IncRNA OIP5-AS1 and miR-137 expression in each cell line was
subsequently determined. HCT116 and SW480 cells in logarithmic growth phase were
then selected and transfected with blank control (Vector), targetedly inhibited OIP5-
AS1 (si-OIP5-AS1), targetedly overexpressed OIP5-AS1 (sh-OIP5-AS1), miR-137-
mimics (overexpressed sequence), miR negative control (miR-NC), and miR-137-
inhibitor (inhibited sequence) using a Lipofectamine™ 2000 Kit (Invitrogen) in strict
accordance with the kit instructions.

Construction of drug-resistant cell lines

HCT116 and SW480 cells in the logarithmic growth phase with a cell density of 1 x 10°
cells /mL were cultured for 48 h after the addition of L-OHP at the concentration of
1.6 pg/mL (Shanghai Yuanye Biotechnology Co., Ltd., China). After 48 h, the solution
was discarded and the cells were continuously cultured in fresh solution without L-
OHP. When the cells resumed normal growth, they were digested for passage. If the
cells grew well, the above step was repeated once by increasing the concentration of
L-OHP to 2.4 pg/mL. Drug-resistant cell lines (SW480/L-OHP and HCT116/L-OHP)
were finally obtained by changing the solution and gradually increasing the
concentration of L-OHP. L-OHP treatment of the cells obtained for future analysis
was stopped one week before the experiment.

Determination of drug sensitivity

The cell counting kit-8 (Nanjing Enogene Biotech. Co., Ltd., China) was employed to
analyze the inhibition rate of cells. Drug-resistant cell lines and parental cell lines in
logarithmic growth phase with the concentration adjusted to 1 x 10° cells/mL were
seeded into a 96-well plate at 1 x 10* cells/well. The plate included three replicates of
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each treatment, and each well was cultured for 48 h after the addition of L-OHP at
different concentrations. The plate was cultured for another 2 h or 3 h after the
addition of 10 pL of cell counting kit-8 solution to each well. The optical density of
each well at the wavelength of 450 nm was then measured. The experiment was
repeated three times, and the 50% inhibitory concentration (IC50) of the drugs in the
cells from each group was calculated.

Real-time polymerase chain reaction assay

Total RNA was extracted from the tissues and cells using a Trizol Extraction Kit
(Invitrogen, CA, United States), and its purity, concentration, and integrity were
determined using an ultraviolet spectrophotometer and agarose gel electrophoresis.
Reverse transcription was carried out to change RNA into cDNA according to the
operating instructions of the reverse transcription kit. A 7500 real-time polymerase
chain reaction (PCR) instrument (ABI Company) and SYBR Premix Ex Taq kit
(TaKaRa) were employed. GAPD was taken as an internal reference for IncRNA OIP5-
AS1, and U6 as an internal reference for miR-137 in the experiment. The specific
sequences were as follows: OIP5-AS1: Upstream 5'-GGTCGTGAAACACCGTCG-3’
and downstream 5'-GTGGGGCATCCAGGGT-3"; GAPDH: Upstream 5'-
CAGTCACTACTCAGCTGCCA-3 and downstream 5'-GAGGGTGCTCC GGTAG-3;
miR-137: Upstream 5'-GAAATCCGACAGCTTAAGGAGGTTTGA-3" and
downstream 5'-CATTGCACAGATAGGATTTGATTTACT-3"; and U6: Upstream 5'-
CTCGCTTCGGCAGCACA-3" and downstream 5'-AACGCTTCAC GAATTTGCGT-3".
PCR amplification was carried out at 95°C for 30 s, followed by 40 cycles at 95°C for 5
s and 60°C for 30 s. Data were obtained after three repeated experiments, and the
calculated results were expressed using the 24 method.

Western blotting assay

Radio immunoprecipitation assay buffer (Thermo Scientific Company, United States)
was adopted for lysis, and a Bicinchoninic Acid Kit (Thermo Scientific Company,
United States) was adopted for protein concentration determination. The protein with
an adjusted concentration of 4 pg/uL was transferred to a polyvinylidene fluoride
membrane (Millipore Company) after being separated by 12% sodium dodecyl
sulfate-polyacrylamide gel electrophoresis (SDS-PAGE). Subsequently, the membrane
was sealed with 5% skim milk for later immune response. The membrane was
incubated with primary antibody (Santa Cruz Biotechnology, United States) (1: 1000)
overnight at 4°C, and the primary antibody was then removed. The membrane and
horseradish peroxidase labeled goat anti-rabbit secondary antibody (Abcam, United
States) (1: 1000) were then incubated at 37°C for 1 h, and cleaned with phosphate
buffered saline (PBS) 3 times, for 5 min each time. After incubation, the protein was
developed and immobilized with an electrochemiluminescence agent. The image was
obtained by the Quantity One infrared imaging system, and the relative protein
expression level was recorded as the gray value of the band/gray value of the
reference.

Cell proliferation experiment

The transfected cells in each group were seeded into a 96-well plate at 5 x 10°
cells/well, respectively. The cells were incubated under 5% CO, at 37°C. At0 h, 24 h,
48 h, and 72 h after incubation, 20 pL of 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide solution and 150 pL of dimethyl sulfoxide were added
to each well, respectively, and the plate was shaken for 5-10 min to completely
dissolve the purple crystals. The optical density of each well at 450 nm wavelength
was measured using the Multiskan™ GO microplate spectrophotometer (Thermo
Fisher Scientific, China) to analyze cell proliferation, and then growth curves of the
cells were drawn. The experiment was repeated three times. The MTT assay kit was
purchased from Thermo Fisher Scientific (China).

Cell apoptosis assay

An Annexin V-FITC/PI Apoptosis Assay Kit (Invitrogen Company, United States)
was used to assess cell apoptosis. The cells were digested with trypsin, followed by
washing twice with PBS. The 1 x 10° cells /mL cells were centrifuged for 5 min, and
the supernatant discarded. Annexin-V-FITC labeling solution (20 pL) and PI reagent
(20 pL) were successively added into 1 mL of buffer containing the cells, and
incubated at room temperature in the dark for 5 min. A Beckman Coulter CytoFLEX
LX Flow Cytometry System was employed to measure cell apoptosis. The experiment
was repeated three times, and the data were averaged.

Cell migration and invasion assay
Both the scratch-wound healing assay and Transwell assay were performed to
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evaluate cell migration and invasion. The cells were scratched perpendicularly using
sterilized 100 pL disposable pipette tips to ensure consistent width of each scratch
wound as far as possible. The cell culture medium was removed, and the plate was
washed three times with PBS to wash off cell debris generated by the scratches. The
cells were placed in serum-free medium, and the scratch in each group was analyzed
using a microscope at 0 h and 24 h after cell scratching, to evaluate cell migration. A
Transwell Kit (Shanghai Fanke Biotechnology Co., Ltd., FK-1k019) was used for the
invasion assay. First, 200 pL of RPMI 1640 culture medium was placed in the upper
compartment, and 500 mL of RPMI 1640 with 10% FBS was placed in the lower
compartment. After 48 h of culture at 37°C, the matrix gelatin and cells in the upper
compartment were wiped off. The plate was cleaned three times with PBS,
immobilized with paraformaldehyde for 10 min, cleaned three times with double
distilled water, dried, followed by staining with 0.1% crystal violet, and cell invasion
was assessed by microscopy.

Dual luciferase assay

StarBase 3.0 was used to predict IncRNA and miRNA target genes. PmirGLO reporter
vectors carrying pmir-miR-137-3' untranslated region wild type (Wt) and pmir-miR-
137-3' untranslated region mutant (Mut), sh-OIP5-AS1, and sh-NC were co-
transfected into CC cells. After 48 h, luciferase activity was determined using the dual
luciferase reporter gene determination kit (Solarbio, China).

RNA-binding protein immunoprecipitation assay

A RNA-binding protein immunoprecipitation (RIP) kit (Beijing Biomars Technology
Development Co., Ltd., China) was used to carry out the RIP assay following the
manufacturer’s instructions. The cells were cleaned with pre-cooled PBS, and then the
supernatant was discarded. An equal volume of RIP lysate was added to lyse the cells,
and the whole cell protein extract was incubated with RIP washing buffer containing
magnetic beads bound to Ago2 antibody or immunoglobulin G controls. The
immunoprecipitated RNA was extracted from the samples after protein digestion by
proteinase K. Finally, the purified RNA was analyzed by qRT-PCR to prove the
existence of binding targets.

Statistical analysis

In this study, the collected data were analyzed statistically using SPSS520.0, and
visualized by figures using GraphPad 7. Inter-group comparisons were conducted
using the t test, and multi-group comparisons were performed using one-way
ANOVA. In addition, post hoc pairwise comparison was carried out by the LSD-¢ test.
Receiver operating characteristic curves were used to analyze the diagnostic value of
OIP5-AS1 and miR-137 in CC, and Pearson’s correlation analysis was carried out to
analyze the relationship between OIP5-AS1 and miR-137. P < 0.05 indicated
statistically significant differences.

RESULTS

The expression of IncRNA OIP5-AS1 and miR-137 in CC

The results showed that OIP5-AS1 expression in CC tissues was significantly higher
than that in corresponding tumor-adjacent tissues (P < 0.05) and miR-137 expression
was low in cancer tissues (P < 0.05). In addition, correlation coefficient analysis
revealed that there was a negative correlation between OIP5-AS1 expression and miR-
137 expression in CC tissues (r = - 0.7123, P < 0.001) (Figure 1). Receiver operating
characteristic curve results showed that OIP5-AS1 and miR-137 had high diagnostic
value in CC patients. Further determination of the expression of these two factors in
CC cells revealed that OIP5-AS1 expression in normal CC cell lines (HCT116, SW480,
HT29, and LOVO) was significantly higher than that in the normal colon epithelial
cell line (FHC), and miR-137expression was low in all CC cell lines.

Influence of IncRNA OIP5-AS1 on the biological function of CC cells

Vector, si-OIP5-AS1, and sh-OIP5-AS1 were transfected into CC cells (HCT116 and
SW480), respectively. It was shown that compared with HCT116 and SW480 cells
transfected with Vector, those transfected with sh-OIP5-AS1 showed significantly
increased expression of OIP5-AS1, while those transfected with si-OIP5-AS1 showed
significantly decreased OIP5-AS1 expression. Evaluation of the biological function of
cells revealed that compared with the Vector group, HCT116 and SW480 cells
transfected with si-OIP5-AS1 showed significantly suppressed proliferation,
migration, and invasion abilities, and a significantly increased apoptosis rate (all P <
0.05), while those transfected with sh-OIP5-AS1 showed significantly enhanced
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Figure 1 The expression of long non-coding RNA Opa-interacting protein 5 antisense RNA 1 and microRNA-137 in colon cancer. A: Opa-interacting protein 5
antisense RNA 1 (OIP5-AS1) was highly expressed in cancer tissues; B: miR-137 showed low expression in cancer tissues; C: The expression of OIP5-AS1 was
negatively correlated with that of miR-137 in cancer tissues (r = - 0.7123); D: The value of OIP5-AS1 in diagnosing colon cancer (CC) patients; E: The value of miR-
137 in diagnosing CC patients; F: The expression of OIP 5-AS1 in CC cell lines was much higher than that in the normal colon epithelial cell line; G: The expression of
miR-137 in CC cell lines was significantly lower than that in the normal colon epithelial cell line. °P < 0.01, °P < 0.001 for between-group comparisons. OIP5-AS1:
Opa-interacting protein 5 antisense RNA 1; LncRNA: Long non-coding RNA.

proliferation, migration, and invasion abilities, and a significantly decreased
apoptosis rate (all P < 0.05). In addition, compared with the Vector group, the si-OIP5-
AS1 group showed significantly increased expression of apoptosis-related proteins
(Bax and Caspase-3), and significantly decreased expression of Bcl-2 protein (all P <
0.05), while the sh-OIP5-AS1 group showed significantly decreased expression of
apoptosis-related proteins (Bax and Caspase-3), and significantly increased expression
of Bcl-2 protein (all P < 0.05) (Figure 2).

Influence of IncRNA OIP5-AS1 on CC cell resistance to L-OHP

The OIP5-AS1 level in constructed drug-resistant cell lines was determined, and it
was demonstrated that the OIP5-AS1 level in drug-resistant cell lines (HCT116/L-
OHP and SW480/L-OHP) was significantly higher than that in the HCT116 and
SW480 cell lines (P < 0.05). The inhibitory effect of L-OHP at different concentrations
on cell growth was determined, and it was calculated that the IC50 of HCT116 and
SW480 cells was 20.20 pg/mL and 19.40 pg/mL, respectively, while that of drug-
resistant cell lines HCT116/L-OHP and SW480/L-OHP was 114.9 pg/mL and 109.8
pg/mL, respectively. Thus, after L-OHP treatment, the cell activity of drug-resistant
cell lines was significantly higher than that of parent cell lines. The inhibitory effect of
L-OHP at different concentrations on the growth of transfected drug-resistant cells
was also determined, and it was found that the IC50 of HCT116/L-OHP cells
transfected with Vector, those transfected with si-OIP5-AS1, and those transfected
with sh-OIP5-AS1 was 116.5 pg/mL, 54.96 pg/mL, and 196.6 pg/mL, respectively,
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Figure 2 Influence of long non-coding RNA Opa-interacting protein 5 antisense RNA 1 on the biological function of colon cancer cells. A: The Opa-
interacting protein 5 antisense RNA 1 expression in transfected colon cancer cell lines; B: Comparison of proliferation activity of HCT116 cells among different groups
after transfection; C: Comparison of cell proliferation activity of SW480 cells among different groups after transfection; D: Comparison of invasion ability among
different groups after transfection; E: Comparison of migration ability among different groups after transfection; F: Comparison of apoptosis ability among different
groups after transfection, and apoptosis map; G: Comparison of apoptosis-related proteins among different groups after transfection and protein map. 2P < 0.05, ®P <
0.01, ¢P < 0.001 for between-group comparisons. OIP5-AS1: Opa-interacting protein 5 antisense RNA 1; LncRNA: Long non-coding RNA; OD: Optical density.

and the IC50 of SW480/L-OHP cells transfected with Vector, those transfected with si-
OIP5-AS1, and those transfected with sh-OIP5-AS1 was 114.1 pg/mL, 52.33 pg/mL,
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and 186.7 pg/mL, respectively. Therefore, these findings indicated that silencing
OIP5-AS1 expression significantly intensified the inhibition of drug-resistant cell
growth. The IC50 of each drug-resistant cell line was used as the concentration of
added L-OHP to observe the apoptosis of drug-resistant cells. It was found that
compared with the cells transfected with Vector, those transfected with si-OIP5-AS1
showed significantly intensified apoptosis and significantly increased expression of
apoptosis-related proteins (Bax and Caspase-3), and significantly decreased
expression of Bcl-2 (all P < 0.05), while those transfected with sh-OIP5-AS1 showed
the opposite trend (all P < 0.05) (Figure 3).

Influence of miR-137 on the biological function of CC cells

MiR-NC, miR-137-mimics, and miR-137-inhibitor were transfected into CC cells
(HCT116 and SW48), respectively. It was shown that compared with HCT116 and
SW480 cells transfected with miR-NC, those transfected with miR-137-mimics showed
significantly up-regulated expression of miR-137, while those transfected with miR-
137-inhibitor showed significantly decreased expression of miR-137. Assessment of
the biological function of cells revealed that compared with the miR-NC group,
HCT116 and SW480 cells transfected with miR-137-mimics showed significantly
suppressed proliferation, migration, and invasion abilities, and significantly
intensified apoptosis (all P < 0.05), while those transfected with miR-137-inhibitor
showed the opposite trend (all P < 0.05). In addition, compared with the miR-NC
group, the miR-137-mimics group showed significantly increased expression of
apoptosis-related proteins (Bax and Caspase-3), and significantly decreased
expression of Bcl-2 protein (all P < 0.05), while the miR-137-inhibitor group showed
markedly down-regulated expression of apoptosis-related proteins (Bax and Caspase-
3), and significantly up-regulated expression of Bcl-2 protein (all P < 0.05) (Figure 4).

Effects of miR-137 on CC cell resistance to L-OHP

The miR-137 level in constructed drug-resistant cell lines was determined, and it was
found that the miR-137 level in drug-resistant cell lines (HCT116/L-OHP and
SW480/L-OHP) was significantly lower than that in HCT116 and SW480 cell lines (all
P < 0.05). The inhibition of L-OHP at different concentrations on the growth of
transfected drug-resistant cells was determined, and the results showed that the IC50
of HCT116/L-OHP cells transfected with miR-NC, those transfected with miR-137-
mimics, and those transfected with miR-137-inhibitor was 117.3 pg/mL, 52.87 pg/mL,
and 202.0 pg/mL, respectively, and the IC50 of SW480/L-OHP cells transfected with
miR-NGC, those transfected with miR-137-mimics, and those transfected with miR-137-
inhibitor was 112.5 pg/mL, 48.62 ng/mL, and 196.1 pg/mL, respectively. These
findings indicated that overexpression of miR-137 could significantly intensify the
growth inhibition of drug-resistant cells. The IC50 of each drug-resistant cell line was
used as the concentration of added L-OHP to observe the apoptosis of drug-resistant
cells. It was found that compared with the miR-NC group, the miR-137-mimics group
showed significantly intensified apoptosis, significantly up-regulated apoptosis-
related proteins (Bax and Caspase-3), and significantly down-regulated Bcl-2 protein,
while the miR-137-inhibitor group showed the opposite trend (Figure 5).

Effects of OIP 5-AS1 on the expression of miR-137 in L-OHP-resistant CC cell lines
Bioinformatics analysis revealed binding sites between miR-137 and OIP5-AS1.
Therefore, RIP and dual luciferase assay were carried out, and showed that the
fluorescence activity of miR-137-Wt decreased significantly. The RIP assay revealed
that compared with immunoprecipitation with anti-IgG, the immunoprecipitation
with anti-Ago2 antibody contributed to significantly increased enrichment content of
miR-137 and OIP5-AS1. In order to further verify that OIP5-AS1 affects the resistance
of CC cells by regulating miR-137, we co-transfected Si-OIP5-AS1 and miR-137-
inhibitor into HCT116/L-OHP and SW480/L-OHP cells. It was found that Si-OIP5-
AS1 could enhance the drug resistance sensitivity of HCT116/L-OHP and SW480/L-
OHP cells to L-OHP, increase the apoptosis rate, significantly up-regulate the
expression of Bax and Caspase-3 proteins, and significantly down-regulate the
expression of Bcl-2 protein, but miR-137-inhibitor did not reverse this effect. The
increased IC50 of L-OHP lowered the apoptosis rate, reduced the expression of Bax
and Caspase-3 proteins in cells, and further increased the expression of Bcl-2 protein
(Figure 6).

DISCUSSION

CC is a common malignant tumor in the gastrointestinal tract, its associated morbidity
is rising year by year, and its incidence and mortality among men are higher than
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Figure 3 Effects of long non-coding RNA Opa-interacting protein 5 antisense RNA 1 on colon cancer cell resistance to oxaliplatin. A: Determined Opa-
interacting protein 5 antisense RNA 1 expression in constructed drug-resistant cell lines; B: Effects of oxaliplatin (L-OHP) at different concentrations on growth
inhibition of HCT116 and HCT116/L-OHP cells; C: Effects of L-OHP at different concentrations on growth inhibition of SW480 and SW480/L-OHP cells; D: Effects of L-
OHP at different concentrations on growth inhibition of HCT116/L-OHP cells in each group after transfection; E: Influence of L-OHP at different concentrations on
growth inhibition of SW480/L-OHP cells in each group after transfection; F: Comparison of apoptosis rate of drug-resistant cells among different groups after
transfection and apoptosis map; G: Comparison of drug-resistant cell apoptosis among different groups after transfection and apoptotic protein map. SW480/L-OHP
indicates SW480 cell line with L-OHP resistance. HCT116/L-OHP indicates HCT116 cell line with L-OHP resistance. P < 0.05, ®P < 0.01, ¢P < 0.001 for between-
group comparisons. OIP5-AS1: Opa-interacting protein 5 antisense RNA 1; L-OHP: Oxaliplatin.

those among women!"*'*l. At present, the most effective clinical treatment for CC is
chemotherapy. With low renal toxicity, L-OHP has been widely used as a first-line
chemotherapy drug in CC patients!”*’). However, chemotherapy is often accompanied
by drug resistance, which limits the clinical application of L-OHP and seriously
compromises the effectiveness of platinum-containing chemotherapy regimens!®*.
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Figure 4 Influence of miR-137 on the biological function of colon cancer cells. A: The miR-137 expression in transfected colon cancer cell lines; B: Comparison
of proliferation activity of HCT116 cells among different groups after transfection; C: Comparison of proliferation activity of SW480 cells among different groups after
transfection; D: Comparison of invasion ability among different groups after transfection; E: Comparison of migration ability among different groups after transfection;
F: Comparison of apoptosis ability among different groups after transfection and apoptosis map; G: Comparison of apoptosis-related proteins among different groups
after transfection and protein map. 2P < 0.05, °P < 0.01, °P < 0.001 for between-group comparisons. OIP5-AS1: Opa-interacting protein 5 antisense RNA 1; OD:

Optical density.

Therefore, finding a solution for L-OHP drug resistance has become the key to the
treatment of tumors. At present, the correlation between cell resistance and specific
genes during CC chemotherapy at the molecular biology level requires further
clarification.

LncRNAs have gradually become key regulators of cellular processes and
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Figure 5 Influence of microRNA-137 on colon cancer cell resistance to oxaliplatin. A: Determined miR-137 expression in constructed drug-resistant cell lines; B:
Influence of oxaliplatin (L-OHP) at different concentrations on growth inhibition of HCT116/L-OHP cells in each group after transfection; C: Effects of L-OHP at
different concentrations on growth inhibition of SW480/L-OHP cells in each group after transfection; D: Comparison of apoptosis rate of drug-resistant cells among
different groups after transfection and apoptosis map; E: Comparison of apoptotic protein of drug-resistant cells among different groups after transfection and
apoptotic protein map. SW480/L-OHP indicates SW480 cell line with L-OHP resistance. HCT116/L-OHP indicates HCT116 cell line with resistance L-OHP resistance.
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RNA1.

physiological and pathological processes!''l. OIP5-AS1 is highly expressed in various
diseases and participates in the development and progression of diseases!'"'?. Earlier
studies revealed that OIP5-AS]1 can regulate the expression of miR-410 and can also
regulate its target KLF10/PTEN/AKT to mediate the cellular behavior of multiple
myelomal!?l. Wang et al™™ pointed out that OIP5-AS1, with low expression in lung
cancer, could intensify the proliferation of lung cancer cells by targeting miR-378a-3p,
resulting in poor prognosis. However, there are few studies on OIP5-AS1 in CC. In
this study, OIP5-AS1 was up-regulated in CC tissues and cells, and silencing OIP5-
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Figure 6 Effects of Opa-interacting protein 5 antisense RNA 1 on the expression of miR-137 in oxaliplatin-resistant colon cancer cell lines. A: Binding sites
between OIP 5-AS1 and miR-137 and dual luciferase reporter assay; B: Verification of the relation between Opa-interacting protein 5 antisense RNA 1 and miR-137
by the RIP assay; C: The miR-137 expression in drug-resistant cell lines after co-transfection; D: Growth inhibition of HCT116/oxaliplatin (L-OHP) cell lines after co-
transfection; E: Growth inhibition of SW480/L-OHP cell lines after co-transfection; F: Comparison of apoptosis rate of cell lines among different groups after co-
transfection; G: Comparison of apoptosis protein level in drug resistant cell lines among different groups after co-transfection; H: Apoptosis of drug-resistant cell lines
in each group after co-transfection; I: Apoptosis-related protein in drug-resistant cell lines in each group after co-transfection. SW480/L-OHP indicates SW480 cell line
with L-OHP resistance. HCT116/L-OHP indicates HCT116 cell line with L-OHP resistance. °P < 0.01, P < 0.001 for between-group comparisons. L-OHP: Oxaliplatin;
miR-NC: MiR negative control; Wt: Wild type; Mut: Mutant.

AS1 expression significantly inhibited the invasion, proliferation, and migration
abilities of CC cells and significantly increased the apoptosis rate. However, up-
regulation of OIP5-AS1 resulted in the opposite effects. These results indicated that
OIP5-AS1 promoted the development of CC, which was inconsistent with previous
studies!"!l. Subsequently, we constructed L-OHP resistant cells, and found that
silencing the expression of OIP5-AS1 strongly intensified the growth inhibition of
drug-resistant cells, and decreased the IC50 of L-OHP, significantly increased the
apoptosis rate, up-regulated apoptosis-related proteins (Caspase-3 and Bax), and
significantly down-regulated Bcl-2 protein. Similarly, up-regulation of the expression
of OIP5-AS1 resulted in the opposite effects. This suggested that silencing OIP5-AS1
can improve the sensitivity of CC cells to L-OHP, and can also reverse the resistance
of CC cells to L-OHP, thus improving chemotherapy efficacy. Recent studies have
shown that silencing OIP5-AS1 inhibits the development of osteosarcoma cells in vitro
and in vivo and promotes cell apoptosis, and it can also strengthen the drug resistance
sensitivity of osteosarcoma cells to cisplatin*l. These findings are similar to the results
of this study. However, the mechanism of OIP5-AS1 in drug-resistant CC cells
requires further study.

In recent years, more and more studies have found that a IncRNA can act as a miR
response element and a competitive platform in a variety of tumors, and can also act
as a miR molecular sponge by binding to miR, thus affecting miRNA expression and
the regulation of cell function™*l. Some studies have revealed that IncRNA FOXD2-
AS1 can promote drug resistance to gemcitabine in bladder cancer by regulating miR-
1431 Moreover, one study concluded that IncRNA BLACAT1 could regulate ABCB1
through miR-361 to promote drug resistance to L-OHP in gastric cancer™. In this
study, we found targeted binding sites between OIP5-AS1 and miR-137 through
online tool analysis, and verified the results using dual luciferase reporter assay. We
also found enrichment between OIP5-AS1 and miR-137 using the RIP assay. These
findings further confirmed the competitive endogenous RNA relationship between
OIP5-AS1 and miR-137. MiR-137 has low expression in various cancers and can
participate in the regulation of cell biological behavior™. In this study, it was found
that miR-137 expression was low in CC, and up-regulation of miR-137 expression
could inhibit proliferation, invasion and migration of CC cells and increase the
apoptosis rate, which was similar to the results of the study by Bi et all"*l. Previous
studies revealed that down-regulation of miR-137 induced resistance to L-OHP in
parent CC cells, while over-expression of miR-137 induced sensitivity to L-OHP in
drug-resistant cells””, which was similar to the results in this study and further
proved the influence of miR-137 in drug-resistant cells. In this study, it was also found
that the expression of OIP5-AS1 was negatively correlated with that of miR-137 in CC
tissues. Finally, CC cells were co-transfected with Si-OIP5-AS1 and miR-137-inhibitor
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in this study, and it was found that the inhibitory effect on CC cells and the inhibitory
effect on L-OHP drug resistance were offset. Therefore, the results of this study
confirmed that OIP5-AS1 can mediate the expression of miR-137 to regulate drug
resistance to L-OHP in CC cells.

This study investigated the effects of OIP5-AS1 and miR-137 on biological
behaviors and L-OHP drug resistance in CC cells from many aspects. However, there
are still some limitations in this study. No study has been conducted in nude mice,
and whether OIP5-AS1 is involved in the prognosis of CC still requires further
research and verification. Moreover, the regulatory network of OIP5-AS1 in CC
remains unclear, and further research is needed to determine whether OIP5-AS1 can
affect the development and progression of tumors in other ways. In future research,
we will carry out more experiments to verify these results.

To sum up, OIP5-AS1 is highly expressed in CC and can affect the biological
behaviors of CC cells, and can regulate drug resistance to L-OHP in CC cells by
mediating miR-137 expression.

ARTICLE HIGHLIGHTS

Research background

Recently, colon cancer (CC) has displayed a high incidence, and the main treatment of CC is
chemotherapy. Oxaliplatin (L-OHP) is a common drug used in chemotherapy, but long-term use
can result in drug resistance, seriously affecting the prognosis of patients.

Research motivation

Long non-coding RNA Opa-interacting protein 5 antisense RNA 1 (OIP5-AS1) appears to be up-
regulated, which plays a tumor-promoting role in a number of cancers. It is speculated that miR-
137 may be effective in mediating drug resistance in CC cells.

Research objectives
To determine the effect of long non-coding RNA OIP5-AS1 on drug resistance in CC cell lines
and its role in regulating miR-137.

Research methods

We not only analyzed the expression levels of OIP5-AS1 and miR-137 in surgical CC tissue
samples, but also observed their effects on the biological behavior of CC cells as well as L-OHP
resistance.

Research results

We noted high expression of OIP5-AS in CC tissues and cells and low expression of miR-137. In
cytological studies, it was found that reducing OIP5-AS1 expression or increasing miR-137
expression controlled the proliferation, invasion and migration of CC cells, promoting the
apoptosis rate of tumor cells by regulating the expression of apoptosis-related proteins.

Research conclusions
OIP5-AS1 is highly expressed in CC, which contributes to regulation of the biological behavior of
CC cells as well as drug resistance to L-OHP in CC cells via mediation of miR-137 expression.

Research perspectives
This study reveals the mechanism of OIP5-AS1 in drug resistance to L-OHP in CC cells, which
provides a new method to improve the sensitivity of CC cells to L-OHP.
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