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Abstract. Lung adenocarcinoma (LUAD) has been 
considered as the most common cause of cancer‑associated 
mortality. Radiotherapy resistance is one of the main reasons 
for LUAD treatment failure. The microRNA (miR)‑101‑3p 
has been previously reported to function as a tumor 
suppressor in several types of cancer, including LUAD. The 
present study aimed to explore the role and mechanism of 
miR‑101‑3p on radioresistance of lung adenocarcinoma cells 
through bioinformatics analysis and biological experiments. 
Based on the analysis of Gene Expression Omnibus 
(GEO) and The Cancer Genome Atlas (TCGA) data, it 
was demonstrated that the expression of miR‑101‑3p was 
low in LUAD tissues compared with normal lung tissues 
and was associated with poor prognosis of patients with 
LUAD. The results of the CCK‑8 assay, colony formation 
assay, immunofluorescence staining, caspase‑3 activity 
assay and western blotting demonstrated that miR‑101‑3p 
overexpression sensitized LUAD cells to ionizing radiation 
by decreasing the abilities of LUAD cell proliferation, colony 
formation, DNA damage repair and increasing caspase‑3 
activity and apoptosis of LUAD cells following ionizing 
radiation. Furthermore, according to bioinformatics 
analysis and luciferase assay, baculoviral IAP repeat 
containing 5 (BIRC5) was identified as a direct target of 
miR‑101‑3p. Increased BIRC5 expression reversed the 
miR‑101‑3p‑mediated increase in LUAD cell radiotherapy 
sensitivity. Taken together, the results of the present study 
demonstrated that miR‑101‑3p may be considered as a 
potential target that can enhance LUAD cell sensitivity to 
radiotherapy, which may provide a new strategy to improve 
therapy in patients with LUAD.

Introduction

Lung cancer is still the leading cause of cancer‑related deaths 
due to the high diagnosis rate and mortality rate (1). In the 
United States, it is estimated that ~225,000 people are diagnosed 
with lung cancer and ~160,000 people die of lung cancer each 
year (1). Histologically, non‑small cell lung cancer (NSCLC) 
is the main subtype of lung cancer, and lung adenocarcinoma 
(LUAD) is the most diagnosed type of NSCLC (1). Although 
the molecular mechanisms of LUAD have been elucidated 
and treatments for LUAD have improved, the overall survival 
of patients with LUAD remains poor (2). For these patients, 
radiotherapy is considered as a promising treatment strategy 
that can prolong patient survival and improve the quality of life. 
However, radiotherapy resistance is a critical issue limiting the 
efficacy of radiation therapy (3). It is therefore urgent to clarify 
the underlying mechanisms of tumor cell radioresistance and 
increase the tumor sensitivity to radiotherapy.

MicroRNAs (miRNA) represent a group of short 
non‑coding RNAs that regulate gene expression by comple‑
mentary base pairing with the 3'‑UTR of mRNA and trigger 
translation repression or RNA degradation (4). Over the past 
decades, miRNAs have been demonstrated to serve critical 
roles in numerous types of cancer, and their dysregulation is 
closely associated with certain tumorigenic processes, such 
as proliferation, apoptosis, cell cycle regulation and stress 
response (5,6). In addition, evidence has shown that miRNAs 
can modulate cancer cell radiosensitivity (7,8), which indicates 
their potential for improving the efficacy of radiotherapy. For 
example, miR‑101‑3p expression has been demonstrated to be 
decreased in tumor tissues or cells and involved in the regula‑
tion of various cancer activities (9‑11). Wu et al (9) reported 
that miR‑101‑3p could target the serum response factor and 
inhibit HOX transcript antisense RNA‑mediated prolif‑
eration and invasion of gastric carcinoma cells. In addition, 
Li et al (11) reported that miR‑101‑3p can enhance the sensi‑
tivity of bladder urothelial carcinoma to cisplatin by silencing 
the expression of Enhancer of zeste homolog 2. However, the 
biological function and underlying mechanisms of miR‑101‑3p 
in LUAD remain unclear.

Baculoviral IAP repeat containing 5 (BIRC5), also known 
as survivin, belongs to the inhibitor of apoptosis protein (IAP) 
family, and blocks apoptosis induced by various stimuli, 
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such as radiation and chemical drugs (12). The abnormal 
amplification of BIRC5 protein has been found in numerous 
malignancies, including breast cancer, colon carcinomas 
and melanoma (13,14). Furthermore, BIRC5 overexpression 
has been demonstrated to be closely associated with tumor 
initiation and development, radiotherapy and chemotherapy 
resistance and poor prognosis in patients with cancer, such as 
glioblastoma and head and neck squamous cell cancer (15,16). 
In the last decades, BIRC5 has attracted considerable attention 
as a therapeutic target for anticancer strategies due to its role 
in regulating the sensitivity of cancer cells to radiotherapy 
and chemotherapy (17,18). Therefore, it is crucial to elucidate 
the mechanism by which BIRC5 regulates human cancer 
sensitivity to radiotherapy and chemotherapy.

The present study aimed to elucidate the effect of 
miR‑101‑3p on the radiosensitivity of LUAD cells and to 
explore whether miR‑101‑3p could affect this radiosensitivity 
by directly regulating BIRC5. The findings from this study may 
provide some future perspectives for the radio‑sensitization of 
LUAD. 

Materials and methods

Bioinformatics analysis. The RNA array datasets 
[GSE48414 (19) and GSE74190 (20)] were downloaded from 
the Genome Expression Omnibus database (www.ncbi.nlm.
nih.gov/gds). Furthermore, RNA seq data and clinical survival 
data of LUAD patients extracted from The Cancer Genome 
Atlas (TCGA) database (https://portal.gdc.cancer.gov/) were 
used to investigate the expression level of miR‑101‑3p and 
BIRC5 in LUAD tissues and normal adjacent tissues and 
survival of LUAD patients. The present study, used Starbase 
(http://starbase.sysu.edu.cn/) (21) to predict the target gene of 
miR‑101‑3p. The online Kaplan–Meier analysis of the survival 
of all patients with lung cancer which accepted radiotherapy 
with different BIRC5 expression levels was assessed using the 
Kaplan‑Meier Plotter (http://kmplot.com/analysis/index.php? 
p=service&cancer=lung) (22).

Cell culture. The LUAD cell lines Calu3, H1299 and H292 
and the normal lung epithelial cell line BEAS‑2B were 
purchased from the American Type Culture Collection. 
BEAS‑2B cell line was cultured in BEBM medium (Lonza 
Group, Ltd.) whereas Calu3, H1299 and H292 cell lines were 
cultured in RPMI‑1640 medium (Gibco; Thermo Fisher 
Scientific, Inc.) supplemented with 10% FBS (HyClone; 
GE Healthcare Life Sciences), 100 µg/ml streptomycin and 
100 U/ml penicillin (Gibco; Thermo Fisher Scientific, Inc.). 
All cell lines were placed at 37˚C in a humidified incubator 
containing 5% CO2.

Cell transfection. The plasmids pcDNA3.1‑BIRC5 and 
pcDNA3.1‑Vector and the miR‑101‑3p mimics and negative 
control (NC) mimics were purchased from Guangzhou 
RiboBio Co., Ltd. Calu3 and H292 cells were seeded in 
6‑well plates (8x105 cells/well) and transfected with 1.6 µg 
of pcDNA3.1‑BIRC5/vector plasmids or 50 nM mimics/NC 
mimics using Lipofectamine® 2000 (Invitrogen; Thermo 
Fisher Scientific, Inc.). The media in each well was then 
replaced with fresh medium 6 h following incubation with 

the transfection mixture at 37˚C. After 48 h, the cells were 
subjected to subsequent analyses.

CCK‑8 assay. Cells were seeded into 96‑well plates at the 
density of 2x103 cells per well and placed at 37˚C in a humidified 
incubator containing 5% CO2 for 12 h. Subsequently, cells were 
treated with various doses of ionizing radiation (IR; 0, 2, 4, 6 
and 8 Gy). After another 72 h of incubation post‑irradiation, 
the cell survival rate was assessed using Cell Counting Kit‑8 
(CCK‑8; Signalway Antibody LLC) assay. Cells were incubated 
with 20 µl CCK‑8 reagent at 37˚C for 4 h. Absorbance was 
detected at 450 nm using a microplate reader.

Colony formation assay. Colony formation assay was 
performed to evaluate cell sensitivity to radiation. Briefly, 
following transfection for 48 h, cells were seeded in 6‑well 
plates at an appropriate number of cells (200, 400, 800, 1,500 
and 3,000 cells/well) and cultured for 12 h. Subsequently, cells 
were treated with various doses of IR (0, 2, 4, 6 and 8 Gy) 
and cultured for 12 days. Cells were then fixed with 100% 
methanol at room temperature for 10 min and stained with 
0.5% crystal violet at room temperature for 15 min. Colonies 
>50 cells were subsequently imaged using a light microscope 
and data were analyzed using SPSS (SPSS, Inc.; version 13.0).

Caspase‑3 activity. Following transfection for 48 h, cells 
were treated with a dose of 0 or 6 Gy IR. After 48 h, the 
activity of caspase‑3 was assessed in cells using the Caspase‑3 
Assay kit (Sigma‑Aldrich; Merck KGaA) according to the 
manufacturers' instructions.

RNA extraction and reverse transcription‑quantitative (RT‑q)
PCR. Total RNA was isolated from cultured cells using 
TRIzol® (Invitrogen; Thermo Fisher Scientific, Inc.) according 
to the manufacturers' instructions. The cDNAs were obtained 
using a Reverse Transcription kit (Takara Biotechnology Co., 
Ltd.). The temperature protocol for the reverse transcription 
reaction consisted of cDNA synthesis at 37˚C for 60 min 
and termination at 80˚C for 2 min. RT‑qPCR reactions 
were performed on the ABI Prism 7900 system (Thermo 
Fisher Scientific, Inc.) using SYBR‑Green PCR kit 
(Thermo Fisher Scientific, Inc.). The thermocycling conditions 
were as follows: Initial denaturation at 95˚C for 2 min, 
followed by 39 cycles at 94˚C for 20 sec and 60˚C for 30 sec, 
and final extension at 72˚C for 30 sec. U6 and GAPDH were 
used as the internal controls. The sequences of the primers were 
as follows: miR‑101‑3p, forward 5'‑ACG GGC GAG CTA CAG  
TAC TGT G‑3', reverse 5'‑CCA GTG CAG GGT CCG AGG TA‑3'; 
BIRC5, forward 5'‑AGG ACC ACC GCA TCT CTA CAT ‑3', 
reverse 5'‑AAG TCT GGC TCG TTC TCA GTG  ‑3'; U6, forward 
5'‑TGC GTT CCC TTT GTC ATC CT‑3', reverse 5'‑AAC GCT 
TCA CGA ATT TGC GT‑3'; and GAPDH, forward 5'‑AAT CCC 
ATC ACC ATC TTC ‑3' and 5'‑AGG CTG TTG TCA TAC TTC ‑3'. 
The relative expression levels were normalized to endogenous 
controls and were expressed as 2‑ΔΔCq (23).

Immunofluorescence staining. After Calu3 and H292 
cells (4x104 cells) were incubated on 24‑well coverslips 
(Thermo Fisher Scientific, Inc.) overnight at 37˚C, cells 
were treated with 6 Gy IR. After 24 h, cells were fixed with 
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4% paraformaldehyde at room temperature for 1 min and 
with ice‑cold methanol at room temperature for 10 min. 
Permeabilization was performed using 0.2% Triton X‑100 
in PBS‑T (0.05% Tween‑20 in PBS) for 10 min followed by 
blocking with 5% bovine serum albumin (Gibco; Thermo 
Fisher Scientific, Inc.) in PBS‑T at room temperature for 1 h. 
Cells were then incubated with the primary antibody against 
γ‑H2A histone family member X [γ‑H2AX, a biomarker for 
DNA double‑strand breaks (DSBs) (24); 1:500; cat. no. 9718; 
Cell Signaling Technology, Inc.] overnight at 4˚C, followed 
by the appropriate Alexa fluor®‑labeled secondary antibodies 
(1:400; cat. no. 4412; Cell Signaling Technology, Inc.) at room 
temperature for 1 h. Coverslips were mounted with ProLong 
Diamond Anti‑fade reagent and DAPI (Invitrogen; Thermo 
Fisher Scientific, Inc.). Cells were imaged using a laser scan‑
ning microscope (Axio Imager.Z2; Zeiss GmbH).

Western blotting. The LUAD cell lines were lysed using 
RIPA lysis buffer (Thermo Fisher Scientific, Inc.) and protein 
concentration was determined with the BCA assay kit 
(Beyotime Institute of Biotechnology). Proteins (40 µg/well) 
were separated by 12% SDS‑PAGE and transferred onto 
PVDF membranes (EMD Millipore). Membranes were 
blocked with 5% skimmed milk at room temperature for 1 h 
and were incubated with primary antibodies against γ‑H2AX 
(1:1,000; cat. no. 9718; Cell Signaling Technology, Inc.), 
Bax (1:2,000; cat. no. 60267‑1‑Ig; ProteinTech Group, 
Inc.), Bcl2 (1:1,000; cat. no. 15071; Cell Signaling Technology, 
Inc.), GAPDH (1:2,000; cat. no. 5174; Cell Signaling 
Technology, Inc.) and BIRC5 (1:2,000; cat. no. ab469; Abcam) 
overnight at 4˚C. Membranes were then incubated with a 
horseradish peroxidase‑conjugated goat anti‑rabbit secondary 
antibody (1:5,000; cat. no. ab6721; Abcam) at room temperature 
for 1 h. Enhanced chemiluminescence (ECL, Abcam) reagent 
was used to detect the signal on the membrane. The data were 
analyzed via densitometry using ImageJ software version 1.41; 
(National Institutes of Health) and normalized to expression of 
the internal control GAPDH. 

Luciferase reporter assay. A luciferase reporter assay was 
performed to verify whether BIRC5 was a direct target of 
miR‑101‑3p. Cells were co‑transfected with luciferase reporter 
plasmid PGL3‑WT‑BIRC5/PGL3‑MUT‑BIRC5 (Shanghai 
GenePharma Co., Ltd.) and miR‑101‑3p mimic (5'‑UAC AGU 
ACU GUG AUA AUC GAA ‑3') and miR‑NC (5'‑CAG UAC 
UUU UGU GUA GUA CAA‑3') using Lipofectamine® 2000 
(Invitrogen; Thermo Fisher Scientific Inc.) at 37˚C for 48 h. 
The luciferase and Renilla signals were then measured using 
the Dual Luciferase Reporter Assay kit (Promega Corporation) 
according to the manufacturer's instructions. The luciferase 
activity was normalized using Renilla activity. The automatic 
microplate reader (Molecular Devices, LLC) was used in 
luciferase assays detection.

Statistical analysis. Statistical analyses were performed using 
SPSS (IBM Corp.; version 20.0). Data are presented as the 
mean ± standard deviation of three independent experiments. 
Log‑rank test was used to determine the statistical significance 
of Kaplan‑Meier overall survival data of patients with LUAD. 
An unpaired t‑test was used to compare data between two groups 

whereas one‑way ANOVA followed by Tukey's or Bonferroni's 
post hoc test was used to compare data between three groups or 
more. The gene expression correlation between miR‑101‑3p and 
BIRC5 was assessed using the Pearson's correlation test. P<0.05 
was considered to indicate a statistically significant difference.

Results

miR‑101‑3p expression is lower in patients with LUAD and 
associated with poor prognosis. The expression of miR‑101‑3p 
was investigated in LUAD and adjacent tissues using 
NCBI/GEO data mining and TCGA database analysis. As 
presented in Fig. 1A‑C, miR‑101‑3p expression was signifi‑
cantly lower in LUAD tissues compared with adjacent tissues. 
Furthermore, all TCGA/LUAD patients were separated into 
low and high expression groups based on median value of 
miR‑101‑3p (10468.29) expression, and it was revealed that 
patients with low expression of miR‑101‑3p in TCGA/LUAD 
had a poorer prognosis compared with patients with high 
miR‑101‑3p expression (Fig. 1D). In addition, miR‑101‑3p 
expression was determined by RT‑qPCR in the normal lung 
epithelial cell line BEAS‑2B and the three LUAD cell lines 
Calu3, H1299 and H292. As shown in Fig. 1E, the expression 
of miR‑101‑3p in the three LUAD cell lines was significantly 
lower compared with the BEAS‑2B cell line. These results 
suggested that miR‑101‑3p expression was lower in LUAD 
tissues compared with normal lung tissues and was associated 
with poor prognosis of patients with LUAD.

miR‑101‑3p overexpression sensitizes LUAD cells to IR. The 
two LUAD cell lines Calu3 and H292 were chosen for subse‑
quent experiments, as they exhibited the lowest expression of 
miR‑101‑3p, and were transfected with miR‑101‑3p mimic or 
miR‑NC. As presented in Fig. 2A, the expression of miR‑101‑3p 
in both cell lines was significantly increased compared with the 
control group 48 h following transfection. Subsequently, the 
role of miR‑101‑3p on the radiosensitivity was examined. The 
results from CCK‑8 assay demonstrated a decreased prolifera‑
tion LUAD cells overexpressing miR‑101‑3p (Fig. 2B and C). 
In addition, the results from colony formation assay showed 
that miR‑101‑3p overexpression significantly enhanced the 
radiosensitivity of LUAD cells (Fig. 2D‑F). 

The effect of IR on cancer cell death mainly depends on 
DNA double‑strand breaks (DSBs), and repair of this DNA 
damage determines the radiosensitivity of cancer cells (25). 
To investigate whether miR‑101‑3p could affect DNA damage 
repair ability, the expression of γ‑H2AX, which is a biomarker 
for DSBs, was determined. The results from immunofluores‑
cence staining demonstrated that more foci of γ‑H2AX were 
observed in cells overexpressing miR‑101‑3p compared with 
the control group cells at 24 h following irradiation (Fig. 2G). 
Furthermore, the results from western blotting indicated that 
γ‑H2AX expression in cells overexpressing miR‑101‑3p was 
significantly increased compared with the control group at 
24 h following irradiation (Fig. 2J). In addition, to evaluate 
the effect of miR‑101‑3p on cell apoptosis, a caspase‑3 assay 
was performed to detect changes in caspase‑3 activity after 
irradiation treatment. As presented in Fig. 2H and I, the 
activity of caspase‑3 in cells overexpressing miR‑101‑3p was 
significantly higher compared with the control group cells 
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at 48 h after irradiation. The expression of the pro‑apoptotic 
protein Bax was increased and that of the anti‑apoptotic Bcl‑2 
was decreased in cells overexpressing miR‑101‑3p compared 
with control cells (Fig. 2J). These findings indicated that 
miR‑101‑3p may promote the radiation‑induced cell apoptosis 
by increasing the expression of Bax and decreasing the expres‑
sion of Bcl‑2 in LUAD cells. Taken together, these results 
suggested that miR‑101‑3p may enhance the radiosensitivity 
of LUAD cells by attenuating the DNA damage repair ability 
and regulating the expression of apoptosis‑associated proteins.

BIRC5 is a direct target of miR‑101‑3p. To explore the 
regulatory mechanism of miR‑101‑3p on the radiosensitivity 
of LUAD cells, the Starbase was used to predict the possible 
targets of miR‑101‑3p. Among the predicted genes, BIRC5 was 
selected as a candidate target for its essential roles in regulating 
the radiosensitivity of cancer cells (26). Subsequently, analysis 
of the TCGA database demonstrated that the expression 
of BIRC5 in LUAD tissues was significantly higher than in 
normal lung tissue, and that miR‑101‑3p expression in LUAD 
tissues was negatively correlated with BIRC5 expression level 
(Fig. 3B and C). Furthermore, all patients with TCGA/LUAD 
were separated into low and high expression groups based 
on median value of BIRC5 expression (8.17), and it was 
demonstrated that in contrast to the impact of miR‑101‑3p 

on patient survival, patients with LUAD with high BIRC5 
expression had a poorer prognosis compared with patients 
with a low BIRC5 expression (Fig. 3D). In addition, analysis 
of patient overall survival (Fig. 3E) by Kaplan‑Meier Plotter 
online tool indicated that BIRC5 high expression level was 
significantly associated with a shorter overall survival of 
patients with lung cancer who received radiotherapy.

To validate the prediction that miR‑101‑3p could bind to 
the 3'‑UTR of BIRC5 (Fig. 3A), a luciferase reporter assay 
was performed in LUAD cells. The results demonstrated 
that the luciferase activity in LUAD cells co‑transfected 
with miR‑101‑3p and WT‑BIRC5 was significantly decreased 
compared with control group, whereas no change was 
observed in LUAD cells co‑transfected with miR‑101‑3p and 
MUT‑BIRC5 (Fig. 3F and G). In addition, the mRNA and 
protein expression of BIRC5 in LUAD cells following transfec‑
tion with miR‑101‑3p or miR‑NC was detected, and the results 
demonstrated that miR‑101‑3p overexpression significantly 
decreased the expression of BIRC5 at mRNA and protein levels 
in LUAD cells (Fig. 3H and I). Taken together, these findings 
suggested that BIRC5 may be a direct target of miR‑101‑3p.

BIRC5 has a role in the miR‑101‑3p‑mediated radiosensitivity 
of LUAD cells. As BIRC5 was demonstrated as a downstream 
target of miR‑101‑3p, we hypothesized that BIRC5 might 

Figure 1. miR‑101‑3p expression is lower in patients with LUAD tissues and associated with poor prognosis of patients with LUAD. (A‑C) Expression of 
miR‑101‑3p in LUAD tissues and normal lung tissues in datasets from the Gene Expression Omnibus datasets and the TCGA database. (D) Analysis of the 
overall survival of patients with LUAD from TCGA. (E) Expression of miR‑101‑3p in LUAD cell lines Calu3, H1299 and H292 and the normal lung epithelial 
cell line BEAS‑2B was detected by reverse transcription quantitative PCR. **P<0.01 vs. BEAS‑2B cell line. LUAD, lung adenocarcinoma; TCGA, The Cancer 
Genome Atlas; miR, microRNA. 
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be responsible for miR‑101‑3p‑mediated radiosensitivity 
of LUAD cells. Rescue assays were therefore conducted to 
verify this hypothesis. First, the expression efficiency of 
BIRC5 plasmid in LUAD cells was verified by RT‑qPCR 
(Fig. S1). Then, the results from RT‑qPCR and western 
blot t ing indicated that  BIRC5 was sign i f icant ly 

upregulated at both mRNA and protein levels in LUAD 
cells co‑transfected with miR‑101‑3p and BIRC5 compared 
with miR‑101‑3p and vector co‑transfection (Fig. 4A and B). 
Furthermore, CCK‑8 and colony formation assays demon‑
strated that restoration of BIRC5 markedly alleviated 
miR‑101‑3p‑mediated radiosensitivity of LUAD cells 

Figure 2. Overexpression of miR‑101‑3p sensitizes LUAD cells to IR. (A) Expression of miR‑101‑3p in cells transfected with miR‑101‑3p mimics assessed 
by reverse transcription quantitative PCR. (B and C) Proliferation of LUAD cells treated with 0, 2, 4, 6 and 8 Gy of IR was determined by Cell Counting 
Kit‑8 assay. (D‑F) Colony forming assay indicated that transfection of miR‑101‑3p mimics enhanced radiosensitivity of LUAD cells compared with control 
group cells after treatment with 0, 2, 4, 6 and 8 Gy of IR. (G) Cells were treated with 6 Gy IR and stained with antibody against γ‑H2AX (scale bar =10 µm). 
(H and I) Caspase‑3 activity was detected in cells exposed to IR. (J) Protein expression of γ‑H2AX, Bax, Bcl‑2 and GAPDH in LUAD cells determined by 
western blotting. *P<0.05 and **P<0.01 vs. miR‑NC. γ‑H2AX, γ‑H2A histone family member X; LUAD, lung adenocarcinoma; miR, microRNA; IR, ionizing 
radiation; NC, negative control. 
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(Fig. 4C‑G). BIRC5 overexpression also significantly 
attenuated the effects on caspase‑3 activity following 
miR‑101‑3p overexpression in LUAD cells after irradiation 
(Fig. 4H and I). In addition, the DNA repair ability of LUAD 
cells was also restored after BIRC5 overexpression (Fig. 4J). 
Taken together, these findings supported the hypothesis that 
BIRC5 may serve a crucial role in the miR‑101‑3p‑mediated 
radiosensitivity of LUAD cells.

Discussion

Radiotherapy is an important treatment for LUAD; however, 
radioresistance has impacted the survival of patients (27). 
The abnormal proliferation, anti‑apoptotic process and DNA 
damage repair in cancer cells are considered to be the main 
mechanisms of radioresistance (28). Previous studies have 
indicated that miRNAs can serve as important regulators in 

Figure 3. BIRC5 is a direct target of miR‑101‑3p. (A) WT and MUT binding sites for miR‑101‑3p in the 3'‑UTR of BIRC5. (B) Expression level of BIRC5 in 
LUAD tissues and normal lung tissues in datasets from TCGA database. (C) Correlation analysis between BIRC5 and miR‑101‑3p expression levels in the 
tissues of patients with LUAD from TCGA. (D) Analysis of overall survival of patients with LUAD from TCGA. (E) Analysis of the overall survival of patients 
with LUAD who received radiotherapy using the Kaplan‑Meier Plotter online tool. (F and G) LUAD cells were co‑transfected with WT‑BIRC5 or MUT‑BIRC5 
and miR‑101‑3p mimic or miR‑NC. Luciferase activity was assessed after 48 h. (H and I) BIRC5 mRNA and protein expression in LUAD cells. *P<0.05 and 
**P<0.01 vs. miR‑NC. BIRC5, baculoviral IAP repeat containing 5; miR, microRNA; NC, negative control; LUAD, lung adenocarcinoma; WT, wild‑type; 
MUT, mutant; TCGA, The Cancer Genome Atlas. 
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radiosensitivity by interacting with cancer‑related genes (29,30). 
Therefore, the identification of miRNAs and their target genes 
associated with radioresistance is crucial in cancer treat‑
ment. The results from the present study demonstrated that 
miR‑101‑3p may serve an important role in regulating LUAD 
cell radiosensitivity. In particular, BIRC5 was predicted and 

confirmed to be a direct target gene of miR‑101‑3p, which is 
involved in the radiosensitivity of LUAD cells.

miR‑101‑3p has been reported to be frequently 
downregulated and to exhibit antitumorigenic properties in 
various types of cancer (27,31,32). The results from the present 
study demonstrated that miR‑101‑3p expression was lower 

Figure 4. BIRC5 has a crucial role in miR‑101‑3p‑mediated radiosensitivity of LUAD cells. (A and B) BIRC5 mRNA and protein expression in LUAD cells 
co‑transfected with BIRC5 or vector plasmids and miR‑101‑3p mimic or miR‑NC. (C and D) Proliferation of LUAD cells treated with 0, 2, 4, 6 and 8 Gy of 
IR was determined by Cell Counting Kit‑8 assay. (E‑G) Colony formation assay showed that restoration of BIRC5 markedly alleviated miR‑101‑3p‑mediated 
radiosensitivity of LUAD cells. (H and I) Restoration of BIRC5 significantly attenuated the enhanced effects on caspase‑3 activity following miR‑101‑3p 
overexpression in LUAD cells in response to irradiation. (J) DNA repair ability of LUAD cells was restored by BIRC5 overexpression (scale bar=10 µm).  
*P<0.05 and **P<0.01 vs. miR‑101‑3p + vector group or miR‑NC +vector group. BIRC5, baculoviral IAP repeat containing 5; LUAD, lung adenocarcinoma; 
NC, negative control; miR, microRNA. 
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in LUAD tissues compared with normal lung tissues and 
considered as a poor prognostic factor for patients, according 
to analysis of GEO and TCGA data. These findings suggested 
that miR‑101‑3p may function as a tumor suppressor in 
LUAD. Subsequently, we hypothesized that miR‑101‑3p might 
participate in the regulation of LUAD treatment sensitivity. 
miR‑101‑3p expression has been reported to be negatively 
correlated with chemoresistance in several types of malignancy, 
such as gastric cancer and colon cancer (33‑35). However, the 
role of miR‑101‑3p in LUAD radiosensitivity remains unknown. 
The present study demonstrated that miR‑101‑3p could sensitize 
LUAD cells to irradiation via targeting BIRC5, suggesting that 
the regulation of miR‑101‑3p expression and its target BIRC5 
may help the development novel radio‑sensitizers. 

BIRC5 is the smallest member of the IAP family and has 
attracted attention due to its abnormally increased expression 
in a variety of human cancers, its prognostic relevance and 
its prominent role in the regulation of cancer cell apoptosis 
and proliferation (36,37). BIRC5 has also been reported to 
participate in the repair of radiation‑induced DNA damage, 
thereby affecting cancer cell sensitivity to radiotherapy and 
chemotherapy. For example, overexpression of nuclear BIRC5 
can enhance DNA repair in glioblastoma cells, leading to radio‑
resistance in glioblastoma (15). Furthermore, BIRC5 depletion 
decreases the expression of DNA damage repair‑related genes, 
sensitizing therefore cancer cells to PARP inhibition (26). In 
NSCLC, BIRC5 has also been demonstrated to promote DNA 
damage response and radiotherapy resistance (38).

In the present study, BIRC5 was predicted to be a target of 
miR‑101‑3p. Subsequently, the results demonstrated that BIRC5 
was highly expressed in LUAD tissues compared with normal 
lung tissues and was considered as a poor prognostic factor in 
patients, according to TCGA data analysis. Furthermore, BIRC5 
and miR‑101‑3p expression levels were negatively correlated, and 
their expression had opposite effects on patient survival. In addi‑
tion, analysis of the overall survival of patients with LUAD using 
Kaplan‑Meier Plotter online database indicated that BIRC5 expres‑
sion level was associated with the overall survival of patients who 
received radiotherapy. Taken together, these findings suggested 
that miR‑101‑3p may likely affect patients survival prognosis 
and radiotherapy efficacy by targeting BIRC5. Indeed, this study 
demonstrated that BIRC5 was a direct target site for miR‑101‑3p, 
and that restoring BIRC5 significantly inhibited miR‑101‑3p‑me‑
diated decline in proliferation, increased apoptosis and impaired 
DNA repair capacity in LUAD cells following radiation exposure. 
BIRC5 may therefore serve a crucial role in miR‑101‑3p‑medi‑
ated radiosensitivity of LUAD cells.

In summary, the present study demonstrated that 
miR‑101‑3p could sensitize LUAD cells to irradiation 
via targeting BIRC5. These findings may provide a new 
mechanism for radioresistance and help the development of 
novel strategies to treat patients with LUAD.
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