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Abstract. Deregulation of microRNAs (miRNAs) has been 
widely reported in retinoblastoma (RB), and the aberrantly 
expressed miRNAs may serve as crucial epigenetic regula-
tors in the occurrence and development of RB. Therefore, 
the identification of dysregulated miRNAs in RB may be 
useful for the development of effective targets for the therapy 
patients with this disease. miRNA (miR)‑485‑5p (miR‑485) 
is deregulated in multiple human cancer types and serves 
crucial roles in their progression and development. However, 
the expression pattern of miR‑485 and its role in RB have not 
been well investigated. In the present study, expression levels 
of miR‑485 in RB tissues and cell lines were measured using 
reverse transcription‑quantitative polymerase chain reaction 
(RT‑qPCR). The effects of miR‑485 overexpression on RB cell 
proliferation, apoptosis, migration and invasion were examined 
using Cell Counting Kit‑8 assay, flow cytometric analysis and 
in vitro migration and invasion assays, respectively. Xenograft 
tumor formation assay was utilized to determine the influence 
of miR‑485 on RB tumor growth in vivo. The mechanism 
responsible for the tumor‑suppressing roles of miR‑485 in RB 
progression was determined through a series of experiments, 
including bioinformatics prediction, luciferase reporter assay, 
RT‑qPCR, western blot analysis and rescue experiments. 
Herein, a marked downregulation of miR‑485 expression 
in human RB tissues and cell lines was observed. miR‑485 
overexpression suppressed RB cell proliferation, induced cell 
apoptosis, attenuated cell migration and cell invasion in vitro, 
and restrained the growth of RB cells in vivo. Additionally, 
Wnt3a was revealed to be a direct target gene of miR‑485 
in RB cells. Wnt3a was upregulated in human RB tissues, 
and its upregulation was inversely associated with miR‑485. 
Furthermore, the tumor suppressive roles of Wnt3a silencing 
were similar to those of miR‑485 overexpression in RB cells. 
In addition, restoration of Wnt3a expression partially reversed 

the tumor suppressor action of miR‑485 in RB cells. However, 
miR‑485 upregulation directly targeted Wnt3a to inhibit 
activation of the Wnt/β‑catenin signaling pathway in RB cells 
both in vitro and in vivo. Notably, these results demonstrated 
that the tumor‑suppressive roles of miR‑485 were at least 
partially mediated by Wnt3a in RB cells. Therefore, miR‑485 
is a potential therapeutic target for treating patients with RB.

Introduction

Retinoblastoma (RB) is a common childhood cancer that 
arises from the primitive retinal layer (1). RB accounts for 
~2‑4% of all childhood malignant tumors with an estimated 
incidence rate of ~1:15,000‑1:20,000 per year in children 
<5 years old (2). In China, the morbidity and mortality rates 
of RB have gradually increased in recent years (3). Over the 
past decade, the therapeutic approaches for RB patients, such 
as ophthalmectomy, laser photocoagulation, cryotherapy 
and chemoradiotherapy, have achieved tremendous advance-
ment (4). However, the clinical outcomes of these techniques 
remain unsatisfactory owing to diagnosis delay, metastasis and 
chemoresistance (5‑7). Inactivation of the Rb1 gene has been 
identified as a crucial risk factor that may be closely associated 
with RB formation and development; however, the detailed 
underlying molecular mechanisms remain unclear (8). Thus, 
studies of the mechanisms participating in RB formation and 
progression are essential for identifying molecular targeted 
therapeutic methods and improving prognosis.

In recent years, microRNAs (miRNAs) have drawn 
increasing attention in cancer research (9). miRNAs are a 
group of non‑coding and small (18‑25‑nucleotides) RNA 
molecules involved in regulating gene expression  (10). 
miRNAs are thought to negatively regulate gene expression 
by directly interacting with miRNA ‘seed’ regions to comple-
mentary sequences in the 3'‑untranslated regions (3'‑UTR) of 
their target genes, which triggers mRNA degradation and/or 
transcription suppression (11). In total, 1,881 precursor and 
2,588 mature miRNAs have been validated in humans, and 
these miRNAs were predicted to modulate ~67% of all human 
protein coding genes (12). It has been reported that various 
miRNAs are dysregulated in RB, and changes in the expression 
of miRNAs are likely involved in RB initiation and progres-
sion (13). miRNAs may serve tumor suppressive or oncogenic 
roles in the pathogenesis of RB, in which oncogenic miRNAs 
are highly expressed, whereas tumor‑suppressing miRNAs are 
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downregulated in RB (14‑16). Therefore, RB‑specific associ-
ated miRNAs are attractive therapeutic targets for treating 
patients with this malignancy.

miRNA (miR)‑485‑5p (henceforth called miR‑485) has 
been frequently reported to be deregulated in multiple human 
cancer types and serves crucial roles in their progression and 
development (17‑21). However, the expression pattern and roles 
of miR‑485 in RB are unclear. In the present study, the aber-
rant expression and relevant biological roles of miR‑485 in RB 
was investigated. Furthermore, the mechanism responsible for 
the tumor‑suppressing roles of miR‑485 in RB progression 
was determined.

Materials and methods

Patients and tissue specimens. The present study was 
approved by the Ethics Committee of China‑Japan Union 
Hospital of Jilin University (Changchun, China). Written 
informed consent was provided by all donors enrolled in this 
study. A total of 26 human RB tissues were obtained from 
patients diagnosed with RB (17 males, 9 females; age range, 
14‑48 years) and subjected to enucleation at the China‑Japan 
Union Hospital of Jilin University between September 2015 
and July 2017. Normal retinal tissues as a control group were 
collected from the globe rupture of seven patients (3 males, 
4  females; age range, 35‑62  years). No patients had been 
treated with chemotherapy or radiotherapy prior to surgery. 
Patients treated with chemotherapy or radiotherapy were 
excluded from this research. All tissue specimens were imme-
diately frozen in liquid nitrogen after surgical resection and 
then stored at ‑80˚C.

Cell lines. In total, three human RB cell lines (Y79, SO‑RB50 
and Weri‑RB1) and a normal retinal pigmented epithelial cell 
line (ARPE‑19) were purchased from American Type Culture 
Collection (Manassas, VA, USA). Dulbecco's modified Eagle's 
medium (DMEM) supplemented with 10% fetal bovine serum 
(FBS) and 1% penicillin‑streptomycin mixture (all from 
Gibco; Thermo Fisher Scientific, Inc., Waltham, MA, USA) 
was used to culture all cell lines. Cells were grown at 37˚C in 
a 95% humidified atmosphere containing 5% CO2. Y79 and 
Weri‑RB1 cells exhibited relatively lower miR‑485 expression 
levels among the three RB cell lines, and were therefore used 
in all subsequent experiments.

Transfection assay. Synthetic miR‑485 mimics (5'‑AGA​
GGC​UGG​CCG​UGA​UGA​AUU​C‑3') and miRNA mimic 
negative control (miR‑NC; 5'‑UUC​UCC​GAA​CGU​GUC​ACG​
UTT‑3') were obtained from Shanghai GenePharma Co., Ltd. 
(Shanghai, China). To silence Wnt3a, a small interfering (si)
RNA targeting Wnt3a (Wnt3a siRNA; 5'‑CCC​ACU​CGG​AUA​
CUU​CUU​ATT‑3') and a negative control siRNA (NC siRNA; 
5'‑UUC​UCC​GAA​CGU​GUC​ACG​UTT‑3') were chemically 
generated by Guangzhou RiboBio Co., Ltd. (Guangzhou, 
China). For Wnt3a restoration, the expression construct 
of Wnt3a pCMV‑Wnt3a and empty pCMV plasmid were 
synthesized by the Chinese Academy of Sciences (Changchun, 
China). The cells were plated into 6‑well plates at a density 
of 5x105  cells/well. When the density reached ~60‑70% 
confluency, cells were transfected with miR‑485 mimics 

(100 pmol), miR‑NC (100 pmol), Wnt3a siRNA (100 pmol), 
NC siRNA (100 pmol), pCMV‑Wnt3a (4 µg) or empty pCMV 
plasmid (4 µg) using Lipofectamine® 2000 (cat. no. 11668019; 
Invitrogen; Thermo Fisher Scientific, Inc.). All transfection 
reaction was performed at room temperature. At different 
times of incubation, transfected cells were harvested and used 
in functional experiments. Reverse transcription‑quantitative 
polymerase chain reaction (RT‑qPCR), flow cytometric 
analysis and in  vitro migration and invasion assays were 
carried out after at 48 h post‑transfection. Cell Counting Kit‑8 
(CCK‑8) assay and western blot analysis was conducted after 
24 and 72 h post‑transfection, respectively.

RNA extraction and RT‑qPCR. The expression levels of 
miR‑485 and Wnt3a mRNA were determined by RT‑qPCR 
analysis. TRIzol® reagent (cat. no. 15596026; Thermo Fisher 
Scientific, Inc.) was used for RNA extraction from tissues 
(100 mg) or cells (1.5x106 cells). The concentration and purity 
of the total RNA was assessed using a NanoDrop 2000 spec-
trophotometer (Thermo Fisher Scientific, Inc., Wilmington, 
DE, USA). To detect miR‑485 expression, total RNA was 
reverse‑transcribed into cDNAs using an miScript Reverse 
Transcription kit (cat. no. 218061; Qiagen GmbH, Hilden, 
Germany). The temperature protocols for reverse transcrip-
tion were as follows: 37˚C for 60 min and 95˚C for 5 min. 
Subsequently, qPCR was carried out using a miScript 
SYBR-Green PCR kit (cat. no. 218073; Qiagen GmbH). The 
thermocycling conditions were as follows: 95˚C for 2 min, 
followed by 40 cycles at 95˚C for 10  sec, 55˚C for 30 sec 
and 72˚C for 30 sec. To identify Wnt3a mRNA, cDNA was 
prepared from total RNA using a PrimeScript RT reagent 
kit (cat.  no.  RR037A; Takara Bio, Inc., Otsu, Japan). The 
temperature protocol was as follows: 37˚C for 15 min and 
85˚C for 5 sec. The synthesized cDNA was amplified using 
a SYBR Premix Ex Taq™ kit (cat. no. RR420A; Takara Bio, 
Inc.). The thermocycling conditions were as follows: 5 min 
at 95˚C, followed by 40 cycles of 95˚C for 30 sec and 65˚C 
for 45 sec. U6 small nuclear RNA and GAPDH were used as 
endogenous controls for the normalization of miR‑485 and 
Wnt3a mRNA expression, respectively. The 2‑ΔΔCq method was 
used to calculate the relative gene expression (22). The primers 
were designed as follows: miR‑485, forward 5'‑CCA​AGC​TTC​
ACC​CATTCC​TAA​CAG​GAC‑3', reverse 5'‑CGG​GAT​CCG​
TAG​GTC​AGT​TAC​ATG​CAT​C‑3'; U6, forward 5'‑GCT​TCG​
GCA​GCA​CAT​ATA​CTA​AAA​T‑3', and reverse 5'‑CGC​TTC​
ACG​AAT​TTG​CGT​GTC​AT‑3'; Wnt3a, forward 5'‑CAT​CAA​
GAT​TGG​CAT​CCA​G‑3', and reverse 5'‑TGC​CTT​CTG​CAC​
ATG​AGC​G‑3'; and GAPDH, forward 5'‑GTC​AAT​GAA​GGG​
GTC​GTT​GAT​GG‑3', and reverse 5'‑TCG​TCC​CGT​AGA​CAA​
AAT​GGT​GA‑3'.

CCK‑8 assay. Aliquots of 100 µl culture medium containing 
3x103 cells were seeded into each well of 96‑well plates, 
24 h post‑transfection. Cells were incubated at 37˚C in a 
humidified atmosphere containing 5% CO2. CCK‑8 assay 
was conducted to evaluate cellular proliferation at 0, 24, 48 
and 72 h following inoculation. At each time point, 10 µl 
of CCK‑8 solution (cat.  no.  CK04; Dojindo Molecular 
Technologies, Inc., Kumamoto, Japan) was added into each 
well followed by incubation at 37˚C for another 2 h. The 
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absorbance was measured at 450 nm wavelength using an 
ELISA microplate reader (Bio‑Rad  Laboratories, Inc., 
Hercules, CA, USA).

Flow cytometric analysis of cell apoptosis. Following 
transfection for 48  h, the cells (1x106  cells) were 
harvested and washed with ice‑cold PBS (Gibco; Thermo 
Fisher Scientific, Inc.) thrice. Apoptosis was evaluated 
using an Annexin  V‑fluorescein isothiocyanate (FITC) 
Apoptosis Detection kit (cat. no. 640914; BioLegend, Inc., 
San Diego, CA, USA). Transfected cells were suspended 
in 100 µl of binding buffer followed by incubation with 
5 µl Annexin V‑FITC and 5 µl propidium iodide at room 
temperature for 30 min, in the dark. Finally, transfected 
cells were analyzed with a flow cytometer (FACScan™; 
BD  Biosciences) and CellQuest™ software version  5.1 
(BD Biosciences, San Jose, CA, USA).

In vitro migration and invasion assays. Cell migratory and 
invasive abilities were detected using Transwell chamber 
inserts (8‑mm pore size) coated without and with Matrigel 
(cat. no. 354480; BD Biosciences), respectively. Following 
48 h incubation, transfected cells suspended in FBS‑free 
DMEM were plated at a density of 5x104 cells/well in the 
upper compartments. The lower compartments were covered 
with 600 µl DMEM containing 10% FBS as a nutritional 
supplement. After 24 h, the non‑migratory or non‑invasive 
cells remaining on the upper surface of the membrane 
were gently removed with a cotton swab. The migrated and 
invaded cells were fixed with 100% methanol at 37˚C for 
20 min, stained with 0.05% crystal violet at 37˚C for 20 min, 
washed with PBS and air‑dried. Images of the migrated and 
invaded cells were captured under an inverted light micro-
scope (x200 magnification; Olympus Corporation, Tokyo, 
Japan). The cells were counted from five randomly chosen 
fields/insert.

Xenograft tumor formation assay. All experimental procedures 
involving animals were approved by the Ethics Committee 
of China‑Japan Union Hospital of Jilin University. Cells 
transfected with miR‑485 mimics or miR‑NC were collected 
after 24 h incubation and resuspended in culture medium. A 
total of 1x106 cells was seeded subcutaneously into the flanks 
female BALB/c nude mice (n=8; weight, 20 g; age, 4 weeks; 
Chinese Academy of Sciences; Shanghai, China). There were 
two groups (n=4  mice/group), one injected with miR‑NC 
transfected cells and the other injected with miR‑485 mimics 
transfected cells; every mouse was injected only once. The 
animals were maintained under specific pathogen‑free condi-
tions (25˚C; 50% humidity; 10‑h light/14‑h dark cycle). Tumor 
growth was detected every 4 days, and the tumor volume was 
analyzed using the following formula: Tumor volume = (tumor 
length x tumor width2)/2. Four weeks after the initial injection, 
all mice were sacrificed and tumor xenografts were excised 
and weighed.

Bioinformatics prediction. Three different databases, including 
TargetScan 7.1 (www.targetscan.org), MiRanda (http://www.
microrna.org/microrna/home.do) and miRDB (www.mirdb.
org), were used to search for putative targets of miR‑485.

Luciferase reporter assay. The wild‑type (wt) and mutant (mut) 
3'‑UTR fragments of Wnt3a containing the wt and mut miR‑485 
binding site, respectively, were chemically constructed by 
Shanghai GenePharma Co., Ltd., and inserted into the pGL3 
luciferase reporter vector (Promega Corporation, Madison, WI, 
USA). The generated luciferase reporter plasmids were named 
as pGL3‑Wnt3a‑3'‑UTR‑wt and pGL3‑Wnt3a‑3'‑UTR‑mut. 
After culture in 24‑well plates, miR‑485 mimics or miR‑NC 
were transfected into cells along with pGL3‑Wnt3a‑3'‑UTR‑wt 
or pGL3‑Wnt3a‑3'‑UTR‑mut using Lipofectamine® 2000, 
according to the manufacturer's protocol. Transfected cells 
were harvested after 48 h of incubation, and luciferase activity 
was determined using a Dual‑Luciferase Reporter Assay 
System (cat. no. E1910; Promega Corporation) and read using 
an ELISA microplate reader. Firefly luciferase activity was 
normalized to that of Renilla luciferase activity.

Western blot analysis. Total protein was prepared from RB 
tissue samples (100 mg), normal retinal tissues (100  mg) 
or cells (1.5x106  cells) using Radioimmunoprecipitation 
Assay lysis buffer (cat. no. P0013B) and protein concentra-
tion was quantified with a Bicinchoninic Protein assay 
kit (cat.  no.  P0012; both from Beyotime Institute of 
Biotechnology, Haimen, China). Protein samples (30 µg) were 
separated by 10% SDS‑PAGE and transferred to polyvinyli-
dene difluoride membranes (EMD Millipore, Billerica, MA, 
USA). Subsequently, the membranes were blocked with 5% 
skim milk at room temperature for 2 h and incubated over-
night at 4˚C with primary antibodies. The primary antibodies 
used were as follows: Mouse anti‑human monoclonal Wnt3a 
antibody (cat.  no.  ab81614; 1:1,000; Abcam, Cambridge, 
UK), mouse anti‑human monoclonal β‑catenin antibody 
(cat. no. sc‑59737; 1:1,000; Santa Cruz Biotechnology, Inc., 
Dallas, TX, USA), mouse anti‑human monoclonal phos-
phorylated (p‑)β‑catenin antibody (cat. no. sc‑57534; 1:1,000; 
Santa Cruz Biotechnology, Inc.), rabbit anti‑human mono-
clonal cyclin D1 antibody (cat. no. ab134175; 1:1,000; Abcam) 
and mouse anti‑human GAPDH antibody (cat. no. ab9484; 
1:1,000; Abcam). The membranes were washed three times 
with Tris‑buffered saline containing 0.1% Tween®-20 for 
5 min at room temperature each followed by blotting with 
corresponding horseradish peroxidase‑conjugated secondary 
antibody (cat. no. ab6789 and ab6721; 1:5,000; Abcam) at 
room temperature for 2 h. Protein bands were visualized with 
an electrochemiluminescence advanced Western Blotting 
Substrate (cat. no. 32109; Thermo Fisher Scientific, Inc.). 
GAPDH was used for normalization, and densitometric 
analysis was performed using the Quantity One software 
version 4.62 (Bio‑Rad Laboratories, Inc.)

Statistical analysis. Data are reported as the mean ± standard 
deviation from at least three independent experiments. 
Statistical analysis was conducted using the SPSS 20.0 (IBM 
Corp., Armonk, NY, USA) by paired Student's t‑test for 
comparisons of two groups, and one‑way analysis of variance 
followed by Student‑Newman‑Keuls post hoc test for compari-
sons of multiple groups. The correlation between miR‑485 
and Wnt3a mRNA levels in RB tissues was examined using 
Spearman's correlation analysis. P<0.05 was considered to 
indicate a statistically significant difference.

RETRACTED



LYU et al:  miR-485 IN RETINOBLASTOMA3140

Results

miR‑485 expression is downregulated in human RB tissues 
and cell lines. RT‑qPCR was used to detect miR‑485 

expression levels in 26 human RB and 7 normal retinal tissues. 
The results demonstrated that the expression levels of miR‑485 
were significantly lower in RB compared with normal retinal 
tissues (P<0.05; Fig. 1A). Additionally, miR‑485 expression in 

Figure 2. miR‑485 serves antitumor roles in the proliferation, apoptosis, migration and invasion of RB cells. (A) The expression of miR‑485 in Y79 and 
Weri‑RB1cells after miR‑485 mimics or miR‑NC transfection was detected through reverse transcription‑quantitative polymerase chain reaction. (B) The 
proliferation activity of Y79 and Weri‑RB1 cells transfected with miR‑485 mimics or miR‑NC was determined via Cell Counting Kit‑8 assay. (C) Flow cyto-
metric analysis was used to measure the percentage of apoptotic Y79 and Weri‑RB1cells that were treated with miR‑485 mimics or miR‑NC. (D) Migration and 
(E) invasion of Y79 and Weri‑RB1cells after transfection with miR‑485 mimics or miR‑NC was evaluated using migration and invasion assays, respectively. 
*P<0.05 vs. miR‑NC. miR, microRNA; NC, negative control; RB, retinoblastoma.

Figure 1. Expression of miR‑485 is lower in RB tissues and cell lines. (A) RT‑qPCR was performed to examine miR‑485 expression in 26 human RB and 
7 normal retinal tissues; P<0.05 (B) Quantitative analysis of miR‑485 expression in three human RB cell lines (Y79, SO‑RB50 and Weri‑RB1) and a normal 
retinal pigmented epithelial cell line (ARPE‑19) was conducted through RT‑qPCR. *P<0.05 vs. ARPE‑19. miR, microRNA; RB, retinoblastoma; RT‑qPCR, 
reverse transcription‑quantitative polymerase chain reaction.
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three human RB cell lines (Y79, SO‑RB50 and Weri‑RB1) and 
a normal retinal pigmented epithelial cell line (ARPE‑19) were 
measured. miR‑485 expression levels were significantly lower 
in all three RB cell lines compared with that in ARPE‑19 
cells  (P<0.05; Fig.  1B). These results demonstrated that 
miR‑485 was decreased in RB tissues and cell lines, which 
suggested that miR‑485 may be involved in RB development.

miR‑485 inhibits proliferation, promotes apoptosis and 
restricts migration and invasion of RB cells. To clarify the 
roles of miR‑485 in RB, miR‑485 expression was increased 
by transfecting Y79 and Weri‑RB1 cells with miR‑485 
mimics (P<0.05; Fig. 2A); these cell lines were selected as 
they exhibited lower miR‑485 expression among the three RB 
cell lines. The proliferative ability of Y79 and Weri‑RB1 cells 
was examined by CCK‑8 assay, which demonstrated a signifi-
cantly reduced proliferation in cells transfected with miR‑485 
mimics compared with the miR‑NC group (P<0.05; Fig. 2B). 
Additionally, ectopic miR‑485 expression increased the apop-
totic rate (early + late) of Y79 and Weri‑RB1 cells compared 
with that in the miR‑NC groups (P<0.05; Fig. 2C). Furthermore, 
the effects of miR‑485 overexpression on the migratory and 
invasive capacities of RB cells was explored using in vitro 
migration and invasion assays. The results demonstrated that 
increased miR‑485 expression significantly decreased the 
migration (P<0.05; Fig. 2D) and invasion (P<0.05; Fig. 2E) of 
Y79 and Weri‑RB1 cells. Overall, these results indicated that 

miR‑485 may serve tumor suppressive roles in the develop-
ment and progression of RB.

Wnt3a is a direct target gene of miR‑485 in RB cells. It has 
been well‑documented that miRNAs target the 3'‑UTR of 
their target genes to perform crucial roles in carcinogenesis 
and cancer progression (23‑25). To determine the fundamental 
mechanisms underlying the action of miR‑485, bioinformatics 
analysis was conducted to search for the potential targets of 
miR‑485. A putative binding site for miR‑485 was predicted 
in the nucleotide sequence from 1,626 to 16,32 of the Wnt3a 
3'‑UTR (Fig. 3A). Wnt3a was selected for further analysis 
because this gene is known to serve important roles in tumori-
genesis and tumor development (26‑28). To explore whether 
miR‑485 directly binds to the 3'‑UTR of Wnt3a, luciferase 
reporter assays were conducted. The data indicated that the 
luciferase activity of the plasmid carrying the wt miR‑485 
binding site was decreased by miR‑485 overexpression in Y79 
and Weri‑RB1 cells, but luciferase activity was unaffected in 
cells transfected with the plasmid carrying the mut miR‑485 
binding site (P<0.05; Fig. 3B).

Wnt3a expression was detected in RB tissues and its associa-
tion with miR‑485 was further determined. RT‑qPCR analysis 
demonstrated that Wnt3a expression was upregulated in RB 
compared with the normal retinal tissues (P<0.05; Fig. 3C). 
Notably, Wnt3a mRNA expression levels were determined 
to be inversely correlated with that of miR‑485 expression 

Figure 3. Wnt3a is the target of miR‑485 in RB cells. (A) The putative wt and mut miR‑485‑binding site in the 3'‑UTR of Wnt3a gene are shown. (B) Luciferase 
reporter assay was carried out 48 h after co‑transfection in Y79 and Weri‑RB1cells with pGL3‑Wnt3a‑3'‑UTR wt and pGL3‑Wnt3a‑3'‑UTR mut along with 
miR‑485 mimics or miR‑NC; *P<0.05 vs. miR‑NC. (C) The mRNA expression levels of Wnt3a in 26 human RB tissues and 7 normal retinal tissues was 
measured through RT‑qPCR; *P<0.05 vs. normal retinal tissues. (D) Correlation between miR‑485 and Wnt3a mRNA expression in RB tissues was assessed 
using Spearman's correlation analysis; r=‑0.5421, P=0.0042. (E) mRNA and (F) protein expression levels of Wnt3a in miR‑485 mimics or miR‑NC transfected 
Y79 and Weri‑RB1cells cell were detected by RT‑qPCR and western blot analysis, respectively; *P<0.05 vs. miR‑NC. miR‑NC. miR, microRNA; mut, mutated; 
NC, negative control; RB, retinoblastoma; RT‑qPCR, reverse transcription‑quantitative polymerase chain reaction; wt, wild‑type.
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in RB tissues (r=‑0.5421, P=0.0042; Fig. 3D). Furthermore, 
the expression levels of Wnt3a mRNA (P<0.05; Fig. 3E) and 
protein (P<0.05; Fig. 3F) were significantly downregulated by 
miR‑485 mimics in Y79 and Weri‑RB1 cells, as demonstrated 
by RT‑qPCR and western blot analysis. Taken together, these 
results demonstrated that Wnt3a is a direct target gene of 
miR‑485 in RB cells.

Wnt3a silencing simulates the activity of miR‑485 overexpres‑
sion in RB cells. To evaluate whether Wnt3a may be involved 
in RB progression, Wnt3a siRNA was used to silence Wnt3a 
expression in Y79 and Weri‑RB1 cells, which was confirmed by 
western blot analysis (P<0.05; Fig. 4A). The CCK‑8 assay and 
flow cytometric analysis demonstrated that Wnt3a knockdown 
attenuated the proliferation (P<0.05; Fig. 4B) and induced 
the apoptosis (P<0.05; Fig. 4C) of Y79 and Weri‑RB1 cells. 
Furthermore, the effects of Wnt3a inhibition on the migration 
and invasion of RB cells was determined. The results of the 
in vitro migration and invasion assays demonstrated that treat-
ment with Wnt3a siRNA decreased the migratory (P<0.05; 

Fig. 4D) and invasive (P<0.05; Fig. 4E) abilities of Y79 and 
Weri‑RB1 cells. These results indicated that the biological roles 
of Wnt3a inhibition in RB cells are similar to those induced 
by miR‑485 upregulation, which suggested that Wnt3a is a 
downstream target of miR‑485 in RB cells.

Wnt3a inhibition is required for miR‑485‑associated 
phenotypes in RB cells. As Wnt3a was a direct target of 
miR‑485, a series of rescue experiments were performed to 
determine whether Wnt3a is essential for the tumor‑suppressing 
roles of miR‑485 in RB cells. Firstly, the Wnt3a expression 
plasmid pCMV‑Wnt3a without the 3'‑UTR or empty pCMV 
plasmid was transfected into Y79 and Weri‑RB1 cells. Western 
blot analysis confirmed that Wnt3a protein was increased in 
Y79 and Weri‑RB1 cells following pCMV‑Wnt3a transfec-
tion  (P<0.05;  Fig.  5A). Subsequently, pCMV‑Wnt3a was 
co‑transfected into Y79 and Weri‑RB1 cells overexpressing 
miR‑485, and the miR‑485‑induced decrease in Wnt3a protein 
expression in Y79 and Weri‑RB1 cells was recovered by 
co‑transfection with pCMV‑Wnt3a (P<0.05; Fig. 5B). Similarly, 

Figure 4. Wnt3a silencing inhibits RB cell proliferation, migration and invasion, inducing cell apoptosis in vitro. Wnt3a siRNA or NC siRNA was transfected 
into Y79 and Weri‑RB1cells. Transfected cells were used in the following assays. (A) Western blot analysis was used to quantify Wnt3a protein expression. 
(B) Cell Counting Kit‑8 assay of the proliferation of the abovementioned cells. (C) The apoptosis rate of aforementioned cells was detected using flow 
cytometric analysis. (D) Cellular migratory and (E) invasive abilities were analyzed by migration and invasion assays. *P<0.05 vs. NC siRNA. NC, negative 
control; RB, RB, retinoblastoma; siRNA, small interfering RNA.
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functional assays revealed that reintroduction of Wnt3a 
expression abolished the tumor suppressor activity of miR‑485 
on RB cell proliferation (P<0.05; Fig. 5C), apoptosis (P<0.05; 
Fig. 5D), migration (P<0.05; Fig. 5E) and invasion (P<0.05; 
Fig. 5F). These data further confirmed Wnt3a as a downstream 
effector of miR‑485 in RB cells, and downregulation of Wnt3a 
is required for the effects of miR‑485 on RB cells.

miR‑485 inhibits activation of the Wnt/β‑catenin signaling 
pathway in RB cells by directly targeting Wnt3a. Wnt3a 
is one of the major ligands of the Wnt/β‑catenin signaling 
pathway (26); thus, whether miR‑485 is involved in suppressing 
the Wnt/β‑catenin signaling pathway in RB cells through the 

regulation of Wnt3a was investigated. Western blot analysis 
was conducted to detect the expression levels of molecules 
associated with the Wnt/β‑catenin signaling pathway, 
including p‑β‑catenin, β‑catenin and cyclin  D1. The data 
revealed that miR‑485 overexpression decreased the protein 
expression levels of p‑β‑catenin and cyclin  D1. However, 
the total level of β‑catenin protein expression was unaltered. 
Additionally, the downregulated p‑β‑catenin and cyclin D1 
protein expression levels caused by miR‑485 upregulation were 
restored in Y79 and Weri‑RB1 cells after co‑transfection with 
pCMV‑Wnt3a (Fig. 6). These results indicated that miR‑485 
inhibited the activation of the Wnt/β‑catenin signaling pathway 
in RB cells by directly targeting Wnt3a.

Figure 5. Wnt3a restoration reverses the effects of miR‑485 overexpression in RB cells. miR‑485 mimics together with Wnt3a expression plasmid pCMV‑Wnt3a 
or pCMV empty plasmid were co‑transfected into Y79 and Weri‑RB1cells. (A) Western blot analysis was performed in pCMV‑Wnt3a or pCMV‑transfected 
Y79 and Weri‑RB1cells. The results verified that Wnt3a protein expression was upregulated in Y79 and Weri‑RB1cells after transfection with pCMV‑Wnt3a; 
*P<0.05 vs. pCMV. (B) Protein expression of Wnt3a was measured by western blot analysis; *P<0.05 vs. miR‑NC; #P<0.05 vs. miR‑485 mimics + pCMV. 
(C) Cell Counting Kit‑8 assay, (D) flow cytometric analysis, (E) migration and (F) invasion assays were used to investigate the proliferation, apoptosis, migra-
tion and invasion, respectively of Y79 and Weri‑RB1cells treated as above; *P<0.05 vs. miR‑NC; #P<0.05 vs. miR‑485 mimics + pCMV. miR, microRNA; NC, 
negative control; RB, retinoblastoma.
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miR‑485 inhibits RB growth in  vivo. A xenograft tumor 
formation assay was conducted to further investigate the 
effects of miR‑485 on RB tumor growth in vivo. miR‑485 
mimics or miR‑NC‑transfected Y79 cells were injected into 
the flanks of nude mice. The volume of tumor xenografts 
in nude mice inoculated with miR‑485 overexpression‑Y79 
cells was significantly smaller compared with that in the 
miR‑NC groups  (P<0.05; Fig.  7A and B). Tumor growth 
was also measured for 4  weeks following xenotrans-
plantation. The data revealed that miR‑485 upregulation 
attenuated tumor growth in vivo compared with the miR‑NC 
group (P<0.05; Fig. 7C). Subsequently, RT‑qPCR analysis 

was conducted to measure miR‑485 expression in the tumor 
xenografts. The tumor xenografts derived from the miR‑485 
mimics group exhibited higher miR‑485 expression 
compared with that in the miR‑NC group (P<0.05; Fig. 7D). 
Furthermore, tumor xenografts arising from the miR‑485 
mimics group showed decreased protein expression levels of 
Wnt3a, p‑β‑catenin and cyclin D1, as determined by western 
blot analysis (Fig. 7E). The total level of β‑catenin protein 
expression was unchanged. Collectively, these results 
suggested that miR‑485 restricted RB growth in vivo by 
directly targeting Wnt3a and regulating the Wnt/β‑catenin 
pathway.

Figure 7. miR‑485 hinders tumor growth in vivo. (A) Representative images of the tumor xenografts derived from miR‑485 mimics or miR‑NC groups. 
(B) Measurement the volume of the tumor xenografts in miR‑485 mimics or miR‑NC groups. (C) Measurement of the weight of the tumor xenografts. 
(D) Reverse transcription‑quantitative polymerase chain reaction was carried out to detect miR‑485 expression in the tumor xenografts. (E) The protein 
expression levels of Wnt3a, p‑β‑catenin, β‑catenin, and cyclin D1 were quantified by western blot analysis, and the densitometric analysis was performed with 
Quantity One software version 4.62; *P<0.05 vs. miR‑NC. miR, microRNA; NC, negative control; p, phosphorylated; RB, retinoblastoma.

Figure 6. miR‑485 overexpression deactivates the Wnt/β‑catenin signaling pathway in RB cells. Y79 and Weri‑RB1cells were co‑transfected with miR‑485 
mimics and pCMV‑Wnt3a or pCMV. Following transfection for 72 h, p‑β‑catenin, β‑catenin, and cyclin D1 protein expression levels were determined by 
western blot analysis. miR, microRNA; NC, negative control; p, phosphorylated; RB, retinoblastoma.

RETRACTED



ONCOLOGY REPORTS  41:  3137-3147,  2019 3145

Discussion

Deregulation of numerous miRNAs has been widely reported 
in RB, such as miR‑137 (29), miR‑140‑5p (30), miR‑448 (15) 
and miR‑498 (31). Abnormally expressed miRNAs regulate 
the expression of multiple genes, and therefore may serve as 
critical epigenetic regulators of the occurrence and develop-
ment of RB (32‑34). Therefore, identification of dysregulated 
miRNAs in RB may provide insight into the development of 
effective therapeutic targets for patients with this disease. In 
the present study, miR‑485 expression levels were detected in 
RB and the role of miR‑485 in RB progression was investi-
gated. Notably, the fundamental mechanisms underlying the 
tumor suppressor activity of miR‑485 in RB cells were deter-
mined. miR‑485 was expressed at low levels in RB cell lines 
and prohibited the malignant behavior by directly targeting 
Wnt3a and inhibiting activation of the Wnt/β‑catenin pathway.

miR‑485 is downregulated in colorectal cancer tissues 
and cell lines (17,18). Low miR‑485 expression is significantly 
correlated with tumor size, lymph node metastasis, distant 
metastasis and tumor‑node‑metastasis  (TNM) stage  (17). 
miR‑485 is also decreased in gastric cancer, and its expres-
sion is closely associated with tumor size, invasion depth, 
lymph node metastasis and TNM stage (19). The decreased 
miR‑485 expression levels was identified as an independent 
biomarker for predicting the poor clinical outcomes of patients 
with RB (19). Furthermore, miR‑485 is expressed at low levels 
in glioblastoma  (20,21), hepatocellular carcinoma  (35,36), 
lung adenocarcinoma (37), breast cancer (38,39) and bladder 
cancer (40). However, the expression status of miR‑485 in RB 
remains unclear. Thus, RT‑qPCR was performed to determine 
the expression level of miR‑485 in RB and it was found that 
miR‑485 clearly demonstrated low expression in both RB 
tissues and cell lines. These findings suggested that miR‑485 
may be used as a biomarker for the diagnosis of patients with 
these specific malignant tumors.

miR‑485 serves tumor‑suppressive roles in colorectal 
cancer by affecting cell proliferation, apoptosis, migration 
and invasion (17,18). In gastric cancer, resumption of miR‑485 
expression prohibits cell growth and metastasis in vitro and 
inhibits tumor growth in vivo (41,42). In glioblastoma, ectopic 
expression of miR‑485 prohibits cell proliferation and colony 
formation, impedes cell migration and invasion, induces cell 
apoptosis in vitro, and decreases tumor growth in vivo (20,43). 
miR‑485 also has exhibited tumor suppressor activity in lung 
adenocarcinoma (37), hepatocellular carcinoma (35,36), breast 
cancer (38,38), bladder cancer (40), melanoma (44) and oral 
tongue squamous cell carcinoma  (45). However, whether 
miR‑485 contributes to the genesis and development of RB 
remains unclear. In the present study, the results of functional 
assays revealed that miR‑485 overexpression restricted 
proliferation, promoted apoptosis and attenuated migration 
and invasion in vitro and repressed RB tumor growth in vivo. 
Therefore, miR‑485 may be an attractive therapeutic target for 
the management of patients with these cancer types.

Multiple genes, including Growth factor receptor bound 
protein 2‑associated binding 2 (17), cluster of differentiation 
147 (18), P21 activated kinases 4 (20), stanniocalcin 2 (35), 
Extracellular matrix metalloproteinase inducer  (36), 
Flotillin2  (37), Peroxisome proliferator activated receptor 

γ coactivator‑1α (38), high‑mobility group AT‑hook 2 (40), 
Flotillin1 (41), nucleoside diphosphate linked moiety X‑type 
motif 1 (42), tumor protein D54 TPD52L2 (43), Frizzled7 (44) 
and P21 activated kinases 1 (45) have been identified as direct 
targets of miR‑485. Thus, the mechanisms responsible for 
the tumor suppressor activity of miR‑485 in RB cells were 
explored in the present study. Wnt3a, clustered on human 
chromosome 1q42, was found to be a direct and functional 
downstream target of miR‑485 in RB cells. Wnt3a was reported 
to be widely upregulated in numerous human malignancy 
types, including gastric cancer (46), colorectal cancer (47), 
lung cancer (48) and glioma (49). Highly expressed Wnt3a was 
found to contribute to the aggressive phenotype of cancers 
by participating in the regulation of various pathological 
processes, including cell growth, viability, cell cycle, apoptosis, 
self‑renewal, metastasis, epithelial‑to‑mesenchymal transition, 
motility, differentiation and chemoresistance (26‑28). In the 
present study, miR‑485 was demonstrated to directly target 
Wnt3a to impede the development of RB in vitro and in vivo 
by regulating the Wnt/β‑catenin signaling pathway. Thus, inhi-
bition of the Wnt3a/Wnt/β‑catenin signaling pathway using 
miR‑485‑based targeted therapy is a potential therapeutic tool 
for RB therapy, but this needs to be validated further.

In summary, the present data confirmed that miR‑485 
was remarkably downregulated in RB tissues and cell lines. 
Resumption of miR‑485 expression suppressed the aggres-
sive behaviors of RB cells by directly targeting Wnt3a and 
regulating the Wnt/β‑catenin signaling pathway, in vitro and 
in vivo. Understanding the specific roles of miR‑485 in RB 
may provide further insight into the mechanisms underlying 
the genesis and development of RB, which may promote the 
development of miR‑485 as a therapeutic target for treating 
patients with this disease. In future studies, the use of 
TOPFlash/FOPFlash reporter system is needed to probe for 
the capacity of nuclear b‑catenin to bind to T cell factor/Lef 
transcription factors and inducing the expression of Wnt gene 
targets.
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