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miR-124 inhibits cell proliferation in breast cancer
through downregulation of CDK4
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Abstract Studies have shown that microRNAs (miRNAs)
are involved in the malignant progression of human cancer.
However, little is known about the potential role of miRNAs
in breast carcinogenesis. miR-124 expression in breast cancer
tissue was measured by quantitative real-time PCR (qRT-
PCR). Target prediction algorithms and luciferase reporter
gene assays were used to investigate the target of miR-124.
Breast cancer cells growth was regulated by overexpression or
knockdown miR-124. At the end of the study, tumor-bearing
mice were tested to confirm the function of miR-124 in breast
cancer. In this study, we demonstrated that the expression of
miR-124 was significantly downregulated in breast cancer
tissues compared with matched adjacent non-neoplastic tis-
sues. We identified and confirmed that cyclin-dependent ki-

nase 4 (CDK4) was a direct target of miR-124.
Overexpression of miR-124 suppressed CDK4 protein ex-
pression and attenuated cell viability, proliferation, and cell
cycle progression in MCF-7 and MDA-MB-435S breast can-
cer cells in vitro. Overexpression of CDK4 partially rescued
the inhibitory effect of miR-124 in the breast cancer cells.
Moreover, we found that miR-124 overexpression effectively
repressed tumor growth in xenograft animal experiments. Our
results demonstrate that miR-124 functions as a growth-
suppressive miRNA and plays an important role in inhibiting
tumorigenesis by targeting CDK4.
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Introduction

Breast cancer is the most frequently occurring malignancy and
the second most frequent cause of cancer death in women in
many countries [1]. Significant progress has been made to-
ward increasing the overall breast cancer survival rate [2, 3].
However, improvements related to breast cancer metastasis
have been discouraging, and only marginal improvements
were identified in some reports [2]. Breast cancer is both ge-
netically and histopathologically heterogeneous. Although
many molecular triggers have been found to play a vital role
in breast cancer development, the mechanisms underlying this
process remain largely unknown. An understanding of the
molecular mechanisms underlying the progression of breast
cancer is crucial for developing effective treatments for this
disease.

Recent studies have shown that microRNAs (miRNAs) are
involved in the malignant progression of breast cancer [4–6].
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miRNAs are a class of post-transcriptional regulators com-
posed of short non-coding RNAs (∼22 nt) that bind to the
complementary sequences in the 3′-untranslated region (3′-
UTR) of multiple mRNA transcripts, which results in the si-
lencing of target genes [7, 8]. Recent studies have shown that
miRNAs act as tumor suppressors or oncogenes in cancer [9,
10]. Additional reports also indicate that miRNAs may have
multiple functions in breast cancer metastasis. One of the most
conserved miRNAs is miR-124, which is abundantly and spe-
cifically expressed in the nervous system. The expression of
miR-124 is enriched in neurons but not astrocytes, and this
expression level increases over time in the developing nervous
system [11]. Recent reports have further demonstrated that
deregulation of miR-124 is related to carcinogenesis. The ex-
pression level of miR-124 is significantly decreased in glioma,
medulloblastoma, oral squamous cell carcinoma (OSCC) and
hepatocellular carcinoma (HCC), and bladder cancer, which
suggests a potential tumor suppressive function of miR-124
[12–17]. However, the function of miR-124 in breast cancer
cell cycle, especially its role in human breast cancer patients,
is not elucidated. Further, the molecular mechanisms utilized
by miR-124 to modulate the malignant phenotype of breast
cancer cells are not fully understood.

Cyclin-dependent kinase 4 (CDK4) is a master regulator of
the cell cycle that belongs to the cyclin-dependent kinase fam-
ily (CDK). These kinases govern cell cycle phase transitions
in mammals and boost global gene transcription. CDK4 has
been identified as the major oncogenic driver among cell cycle
CDKs. Kinases are rendered hyperactive through a broad va-
riety of mechanisms in human cancer, including frequent am-
plification or mutation of their genes [18–22]. Several tumor
types, including leukemia, breast and lung cancers, are depen-
dent on cyclin D-dependent kinase activity [23–26]. At the
mechanistic level, recent studies have revealed pro-
tumorigenic functions of CDK4/6 beyond cell cycle progres-
sion and relative miRNA can regulate CDK4 expression [17,
25–31]. However, to date, the function of CDK4 in breast
cancer and the mechanism underlying its regulation remain
poorly understood.

In this study, we found that miR-124 was one of the
most frequently downregulated miRNAs in breast cancer
tissues obtained from breast resections. miR-124 was able
to significantly inhibit breast cancer cell proliferation and
arrest the cell cycle by targeting CDK4 via its 3′-UTR
region. Ectopic expression of CDK4 was able to partially
reverse the inhibition of cell proliferation caused by miR-
124. Furthermore, miR-124 expression was inversely cor-
related with the CDK4 protein level in breast cancer. We
also found that miR-124 overexpression effectively re-
pressed tumor growth in xenograft animal models. Thus,
these data suggest that miR-124 may function as a tumor
suppressor that targets CDK4 to influence the proliferation
of breast cancer cells.

Materials and methods

Tissue specimens

Breast cancer and adjacent normal tissue samples were obtain-
ed with informed consent from patients who had undergone
breast cancer surgery at the Affiliated Hospital of Nanjing
Medical University, Changzhou No. 2 People’s Hospital,
Changzhou, China, from 2006 to 2012. All the samples were
shown to be correctly labeled clinically and pathologically and
immediately frozen at −80 °C until use. This study was ap-
proved by the Research Ethics Committee of NanjingMedical
University.

Cell lines and cell culture

Human breast cancer cell lines (MCF-7, Bcap-37, and MDA-
MB-435S) were obtained from the Central Lab of the
Affiliated Hospital of Nanjing Medical University,
Changzhou No. 2 People’s Hospital. The cell lines were cul-
tured in RPMIMedium 1640 (GIBCO, Invitrogen) containing
10 % fetal bovine serum (FBS, Invitrogen) and were grown in
a humidified 5 % CO2 incubator at 37 °C.

RNA extraction and expression analysis

Total RNA was extracted using TRIzol reagent (Invitrogen)
and a mirVana miRNA Isolation Kit (Ambion) according to
the manufacturer’s instructions. cDNA was synthesized with
the Revert AidTM First Strand cDNA Synthesis Kit
(Fermentas). Real-time PCR was performed using SYBR
Green PCR Master Mix (Bio-Rad systems) on a Bio-Rad
MyiQ Real-time RT-PCR system (Bio-Rad Systems, USA).
For miR-124 detection, U6 snRNA was used as an internal
control. For CDK4 mRNA detection, β-actin was used as a
normalization control. The relative quantification value for
each target gene was obtained using the comparative cycle
threshold 2-ΔΔCt method. The primers used for PCR are listed
in Supplementary Table S1.

Western blot

The cells were washed in phosphate-buffered saline (PBS),
and proteins were extracted in RIPA buffer. Lysates were
cleared by centrifugation, and protein concentrations were es-
timated using the Bio-Rad protein assay (Bio-Rad, Milan,
Italy). Then, 50 μg of protein/lane was loaded onto an acryl-
amide gel and separated by SDS–PAGE under denaturing
conditions. The separated proteins were then transferred elec-
trophoretically (250 mA per blot, 80 min; Wet-trans-Blot SD,
Bio-Rad) to a polyvinylidene fluoride (PVDF) membrane
soaked in transfer buffer (25 mmol/L Tris, 192 mmol/L gly-
cine; Sigma-Aldrich) and 20 % methanol v/v (Carlo Erba,
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Milan, Italy). Non-specific binding was blocked by incubation
of the blots in 5 % non-fat dry milk (Bio-Rad) in TBS/0.1 %
Tween (25 mmol/LTris, 150 mmol/L NaCl, and 0.1 % Tween
v/v; Sigma-Aldrich) for 60 min. After washing, the blots were
incubated overnight at 4 °C with the primary antibody anti-
CDK4 (CST), and anti-actin (CST) was used as a reference
protein. After incubation with the primary antibodies and
washing in TBS/0.1 % Tween, anti-mouse or anti-rabbit sec-
ondary antibody (both diluted 1:5000) was added (as appro-
priate) and incubated for 1 h at room temperature.
Immunoreactive protein bands were detected by chemilumi-
nescence using enhanced tetramethylbenzidine horseradish
peroxidase color development solution (TMB). The films
were then subjected to densitometric analysis using a Gel
Doc 2000 system (Bio-Rad). Protein bands were detectedwith
SuperSignal West Pico chemiluminescence substrate (Pierce)
and processed with the GenTools software package. In each
experiment, the same amount of protein was used, and each
experiment was repeated independently at least three times.

Cell cycle assay

The cell cycle was analyzed by flow cytometry. Cells were
harvested 48 h following transfection, washed with PBS, and
fixed in 75 % ethanol at −20 °C. After overnight fixation, the
cells were washed with PBS and stained with propidium io-
dide (Beckman Coulter, Fullerton, CA) for 30 min. Cell cycle
analysis was performed using the BDFlowCytometry System
with FACSDiva software (BD Biosciences, Franklin Lakes,
USA). The cell cycle distribution is presented as the percent-
age of cells in G1, S, and G2 phases. The data were analyzed
with FlowJo v5.7.2.

Vector construction

To determine whether miR-124 regulates the expression of
the human gene CDK4 by directly targeting its 3’UTR, the
wild-type full length 3’-UTR of CDK4 containing the five
putative miR-124 binding sites was amplified from the ge-
nomic DNA using primer pairs and subsequently cloned
downstream of the Renilla luciferase gene in the pGL3 vec-
tor (Promega, Madison, USA) and designated as Vector-
Luc-CDK4-3’UTR. Mutant vectors contained six sites de-
leted in the predicted binding sites—and were constructed
by primer amplification and named as Vector-Luc-
CDK4M-3’ UTR. The genomic segment including the ma-
ture miR-124 sequence was amplified and constructed into
vector, named as vector-miR-124. The primers used for
PCR are listed in table S1. The coding sequence of CDK4
was amplified from the cDNA and cloned into pcDNA3.1
(-) (Invitrogen, Carlsbad, USA).

Oligonucleotide transfection

Both miR-124 and the negative control for in vitro studies
were synthesized by Genepharma (Shanghai, China). The
sequences of the miR-124 mimics were 5’-UAAGGCAC
GCGGUGAAUGCC-3’ and 5’-CAUUCACCGCGUGC
CUUAUU-3’, the sequence of the miR-124 inhibitor was
5’-GGCAUUCACCGCGUGCCUUA-3’, the sequence of
negative control was 5’-UUCUCCGAACGUGUCACG
UTT-3’, and the sequence of the miRNA inhibitor negative
control was 5’-CAGUACUUUUGUGUAGUACAA-3’.
T h e o l i g onu c l e o t i d e s we r e t r a n s f e c t e d u s i n g
Lipofectamine 2000 reagent (Invitrogen) at a concentration
of 80 nM.

Dual-Luciferase reporter gene assay

The luciferase reporter gene assay was performed using the
Dual-Luciferase Reporter Assay System (Promega) ac-
cording to the manufacturer’s instructions. Cells that were
90 % confluent were seeded in 24-well plates. For the
CDK4 3’UTR luciferase reporter assay, wild-type or mu-
tant reporter constructs were co-transfected into MCF-7
cells in 24-well plates with 100 nM miR-124 and the
Renilla plasmid using Lipofectamine 2000 (Invitrogen).
Reporter gene assays were performed 48 h post-
transfection using the Dual-Luciferase Assay System.
Firefly luciferase activity was normalized to the corre-
sponding Renilla luciferase activity to account for differ-
ences in transfection efficiency. All experiments were per-
formed at least three times.

Stable transfection and in vivo animal studies

The agomiR-124 and antagomiR-124 expression constructs
were generated by Genepharma (Shanghai, China). MCF-7/
PBS cells, MCF-7/agomiR-124 cells, andMCF-7/antagomiR-
124 cells were transfected with Lipofectamine 2000 reagent
(Invitrogen), and miR-124 expression was confirmed by qRT-
PCR. Four-week-old BALB/c nude mice were purchased
from the Shanghai Experimental Animal Center (Chinese
Academy of Sciences, Shanghai, China). A total of 30 mice
were randomly divided into four groups, and each mouse
was injected subcutaneously with 1×107 cells. The tumor
volume (mm3) was measured every 7 days and was calcu-
lated using the following formula: volume=width×
length×height/2. The animals were sacrificed 42 days after
seeding the tumor cells. All tumor grafts were excised,
weighed, and harvested. All animal experiments were per-
formed with the approval of the Animal Care and Use
Committee of Nanjing Medical University.
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Statistical analysis

SPSS software (version 13.0, SPSS Inc., Chicago, IL,
USA) was used for statistical analyses. Continuous data
are presented as the mean±SD and were compared be-
tween two groups using Student’s unpaired t test. The
linear correlation coefficient (Pearson’s r) was calculated
to determine the correlation between CDK4 and miR-
124 expression in paired tissues. Kaplan-Meier analysis
used to compare miR-124 expression for patient surviv-
al. p<0.05 was considered to be statistically significant.
All graphs were generated with GraphPad Prism Version
5.0.

Results

miR-124 was frequently downregulated in breast cancer
and inhibited breast cancer cell proliferation by arresting
the cell cycle

To explore the functional role of miR-124 in breast carci-
nogenesis, we first compared the expression levels in clin-
ical breast carcinomas and paired adjacent normal tissues
from 40 cases of breast cancer patients. By stem-loop
quantitative real-time RT-PCR (qRT-PCR), we showed that
the expression level of miR-124 was reduced in breast
tumor specimens compared with adjacent normal tissues
(Fig. 1a, p<0.001 N=40). This result indicated that re-
duced miR-124 expression was a frequent event in human
breast cancer and may be involved in breast carcinoma
progression.

To determine the potential role of miR-124 in the
progression of breast cancer, we detected miR-124 ex-
pression in the breast cancer cell lines MCF-7, MDA-
MB-435S, and BCAP-37. miR-124 was expressed at sig-
nificantly lower levels in these three cell lines compared
with normal tissues pooled from 40 samples (Fig. 1b).
Then, we transfected MCF-7 cells with a miR-124 mimic
or inhibitor (Supplementary Figure S1). As expected,
transfection of the miR-124 mimic decreased the prolif-
eration of the MCF-7 and MDA-MB-435S breast cancer
cell lines compared with normal control cells (transfected
PBS as normal control) and cells transfected with miR-
124 mimic control (Fig. 1c, d). In contrast, transfection
of the miR-124 inhibitor significantly increased the pro-
liferation of the breast cancer cell lines MCF-7 and
MDA-MB-435S compared with normal control cells
(transfected PBS as normal control) and cells transfected
with miR-124 inhibitor control (Fig. 1e, f). These results
demonstrated that ectopic expression of miR-124
inhibited cell proliferation in breast cancer cell lines. In
addition to cell proliferation, we investigated the effect

of miR-124 on cell cycle progression of breast cancer
cells. The data showed that after transfection with the
miR-124 mimic, the percentage of cells in the G0/G1
phase was increased from 34.8 to 41.2 % (Fig. 1g,
p<0.05). These results demonstrate that miR-124
inhibited breast cancer cell proliferation and arrested
the cell cycle.

miR-124 represses CDK4 protein expression
through the 3′-UTR

I t i s we l l known tha t miRNAs execu te pos t -
transcriptional regulation by binding to the 3’UTR of
mRNAs. To elucidate the molecular mechanisms by
which miR-124 inhibited the proliferation of breast can-
cer cells, miRNA targets were computationally predicted
using two independent miRNA databases: TargetScan
(http://www.targetscan.org/) and miRNAviewer (http://
www.microrna.org/). Among the candidate target genes,
we specifically focused on CDK4, which promotes cell
cycle progression through the G1-phase into the S-phase.
To examine the expression of CDK4 and its significance
in breast cancer development, we measured its expres-
sion in breast carcinomas and paired adjacent normal
tissues. The data showed that CDK4 expression was sig-
nificantly higher in breast cancer tissues compared with
paired adjacent normal tissues (Fig. 2a, p<0.001 N=40).
These results indicated that increased CDK4 expression
is a frequent event in human breast cancer that may be
involved in breast carcinoma progression. CDK4 was
also expressed at significantly higher levels in three
breast cancer cell lines compared with normal tissues
pooled from 40 samples (Fig. 2b). To validate that
CDK4 is indeed directly targeted by miR-124, we inves-
tigated whether miR-124 recognizes the 3’UTR of CDK4
mRNA using a dual-luciferase reporter assay. Using the
predictions from bioinformatics analysis (Fig. 2c), we
cloned 3’UTR sequences containing the predicted wild-
type (WT) target site or mutated target site (mutant) of
CDK4 into the pGL3 control vector. We found that trans-
fection of vector-miR-124 significantly suppressed the
luciferase activity of the vector-CDK4 vector. By con-
trast, the repressive effect on the luciferase activity was
ameliorated by mutations in the pGL3-CDK4 (vector-
CDK4M) vector. These data confirm that CDK4 is a
direct downstream target of miR-124 (Fig. 2d). These
results indicated that the effect of miR-124 was due to
specific and direct interaction with the putative binding
sites on the 3’UTR of CDK4.

Furthermore, we tested whether alteration of miR-124
levels affected CDK4 protein expression in breast cancer cells.
As shown in Fig. 2e, overexpression of miR-124 inhibited
CDK4 protein expression. In contrast, downregulation of
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miR-124 resulted in increased CDK4 protein levels (Fig. 2f).
To test the effect of miR-124 on CDK4 mRNA, we measured

the CDK4 mRNA level in breast cancer cells by qRT-PCR.
No significant changes in CDK4 mRNAwere found in MCF-
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Fig. 1 miR-124 expression and function in breast cancer. a Relative
expression of miR-124 in 20 breast cancer tissues compared with their
pair-matched adjacent non-tumor tissues (normal). miR-124 was quanti-
fied by qRT-PCR with specific primers for miR-124 and U6 snRNA. b
miR-124 expression in three breast cancer cell lines. Adjacent non-
neoplastic tissues pooled from 20 samples were used as the control. A
miR-124 mimic decreased proliferation in MCF-7 (c) and MDA-MB-
435S (d) breast cancer cells compared with normal cells. A miR-124

inhibitor significantly increased the proliferation of MCF-7 (e) and
MDA-MB-435S (f) breast cancer cells compared with normal cells. g
DNA content was analyzed with propidium iodide (PI) staining and flow
cytometry. miR-124 induced greater G1 cell cycle arrest of G0/G1 breast
cancer cells compared with G0/G1 control cells. One representative his-
togram from three independent experiments with similar results is shown.
The data are shown as the mean±SD from three independent experi-
ments. *p<0.05
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7 cells transfected with miR-124 mimic or miR-124 inhibitor
compared with the control (Supplementary Figure S2).

Therefore, miR-124 directly targeted CDK4 mRNA and reg-
ulated CDK4 protein expression post-transcriptionally.
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Fig. 2 CDK4 was frequently upregulated in breast cancer and was a
target of miR-124. a CDK4 expression was significantly higher in
breast cancer tissues compared with the adjacent non-neoplastic tissues
(normal). b CDK4 was expressed in the breast cancer cell lines MCF-7,
MDA-MB-435S, and Bcap-37. Adjacent non-neoplastic tissues pooled
from 20 samples were used as the control. c Bioinformatics predicted
miR-124 target sequences within the 3’UTR of CDK4 mRNA. Several
nucleotides were mutated within the seed region of the 3’UTR of CDK4.

d Effect of miR-124 on CDK4 expression as determined by a luciferase
reporter assay. The data were normalized by determining the ratio of
firefly and Renilla luciferase activities measured at 24 h post-transfection.
e, f MCF-7 cells were transfected with miR-124 mimic, inhibitor, mimic
control, or inhibitor control (80 nM). The CDK4 protein level in MCF-7
cells was detected by Western blot. The bar graph represents the mean±
SD from three independent transfection experiments. *p<0.05
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Downregulation of CDK4 expression inhibited breast cancer
cell proliferation and arrested the cell cycle

To test the potential role of CDK4 in breast cancer progres-
sion, MCF-7 and MDA-MB-435S cells were cultured with
SC-203873, a CDK4 inhibitor, for 3 days. Cell proliferation
was significantly decreased by SC-203873 treatment com-
pared with the control (Fig. 3 a, b). Further, the percentage
of cells in the G1 phase was increased from 39.74 to 49.27 %
after theMCF-7 cells were treated with the CDK4 inhibitor for
2 days (Fig. 3c). Taken together, these results suggested that
the inhibition of CDK4 activity might attenuate the prolifera-
tion of breast cancer cells by blocking cell cycle progression.

To explore whether miR-124 exerts its function through its
target gene cdk4, we ectopically expressed CDK4 (using a
CDK4 expression vector) together with a miR-124 mimic in
breast cancer cells to determine whether there was compensa-
tion for or synergism with the effect of miR-124 on cell pro-
liferation. Cell growth was significantly increased by CDK4
expression in MCF-7 cells compared with the control
(Fig. 3d). When breast cancer cells were transfected with both

CDK4 vector and the miR-124 mimic, their proliferation was
partially inhibited compared with those transfected with the
CDK4 expression vector alone (Fig. 3d). In addition to cell
proliferation, the miR-124 mimic could also reverse the cell
cycle progression induced by CDK4 in MCF-7 cells (Fig. 3e).
The above data suggested that regulation of the growth of
MCF-7 cells by miR-124 was mediated by targeting CDK4,
which normally regulates cellular entry into the G1/S transi-
tion phase.

miR-124 levels were inversely correlated with CDK4 levels
and relative to breast cancer patients overall survival

To confirm that miR-124 targets CDK4 in breast cancer, we
examined the expression levels of miR-124 and CDK4 in total
RNA extracted from 20 breast cancer tissues and paired adja-
cent normal tissues. We found that in both adjacent cancer
tissues and in breast cancer tissues, the expression level of
miR-124 was inversely correlated with the expression level
of CDK4 (Supplementary Figure S3A and S3B, Fig. 4a). In
addition, we also determined the expression level of miR-124

A 

G0/G
1 S

G2/M
0

20

40

60
Control
CDK4 inhibitor

Pe
rc

en
ta

ge
 P

ha
se

 o
f C

ell
 C

yc
le *

B 

DC

E 

G0/G
1 S

G2/M
0

20

40

60
Control
miR-124 M
CDK4 vector
CDK4/miR-124 M

Pe
rc

en
ta

ge
 P

ha
se

 o
f C

ell
 C

yc
le

*

0 20 40 60 80
0.0

0.5

1.0

1.5
control
miR-124 M
CDK4 vector
CDK4/miR-124 M

(hrs)

MCF-7

R
ela

tiv
e c

ell
 p

ro
lif

er
at

io
n

*

0 20 40 60 80
0.0

0.2

0.4

0.6

0.8
control
CDK4 inhibitor

MCF-7

R
ela

tiv
e c

ell
 p

ro
lif

er
at

io
n

(hrs)

*
*

0 20 40 60 80
0.0

0.2

0.4

0.6

0.8
control
CDK4 inhibitor

MDA-MB-435

R
ela

tiv
e c

ell
 p

ro
lif

er
at

io
n

(hrs)

*
*

Fig. 3 Downregulation of CDK4
expression inhibited breast cancer
cell proliferation and blocked cell
cycle progression. Cell
proliferation was significantly
decreased by the CDK4 inhibitor
in MCF-7 (a) and MDA-MB-
435S cells (b) compared with the
control. c DNA content was
analyzed with propidium iodide
(PI) staining and flow cytometry,
and the data were used to
investigate the cell cycle phase
distribution. d Transfection of
CDK4 vector/miR-124 mimic.
The proliferation of breast cancer
cells was partially rescued by
transfection with a combination
of CDK4 vector and miR-124
mimic compared with
transfection of CDK4 expression
vector alone or miR-124 mimic
alone. e DNA content was
analyzed with propidium iodide
(PI) staining and flow cytometry,
and the data were used to
determine the cell cycle phase
distribution. M indicates the
mimic. The data are shown as the
mean±SD from three
independent experiments.
*p<0.05
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and CDK4 in the breast cancer cell lines MCF-7, BCAP-37,
and MDA-MB-435S. The data revealed that miR-124 expres-
sion was lower than the expression of CDK4 in breast cancer
cell lines (Fig. 4b). Furthermore, we found a significant in-
verse correlation when the expression level of CDK4 (tumor/
adjacent) was plotted against the expression level of miR-124
(tumor/adjacent) in each patient (Fig. 4c). We also investigat-
ed the relationship between the expression level of miR-124
and prognosis in breast cancer patients. The median follow-up
period for the patients studied was 67.1 months, with a range
of 38 to 82 months, patients with high level of miR-124 ex-
pression (24 patients, 2 deaths) showed longer overall survival
(median survival, 70.2 vs 47.2 months, p=0.0368) than pa-
tients with low miR-124 expression (11 patients, 4 deaths).
These data indicated that miR-124 downregulation might be
associated with the increase in CDK4 levels and play an im-
portant role in breast cancer.

Stable overexpression of miR-124 inhibited tumor growth
in vivo and was correlated with CDK4 expression

To determine the effect of miR-124 on tumor growth in vivo,
we transfected MCF-7 cells with agomiR-124 (a modified
miR-124 mimic used for in vivo studies), antagomiR-124 (a
modified miR-124 inhibitor used for in vivo studies), or a
negative control. Expression of miR-124 was observed in
MCF-7 cells by Q-PCR (Fig. 5a). The three batches of cells
were injected subcutaneously into nude mice. After 42 days,
we observed slower tumor growth in the agomiR-124 group
and faster tumor growth in the antagomiR-124 group

compared with the control group (Fig. 5b). The average
weight of tumors from the two groups was significantly dif-
ferent from that of the control group (Fig. 5c). To determine
whether miR-124 affected breast cancer cell proliferation by
targeting CDK4 in vivo, we investigated the CDK4 expres-
sion level in the tumor cells. CDK4 expression was signifi-
cantly decreased in agomiR-124-transfected tumors, while
CDK4 expression was significantly higher in the
antagomiR-124 group compared with its levels in the control
group (Fig. 5d). These results suggested that overexpression
of miR-124 inhibited tumor growth by targeting CDK4
in vivo.

Discussion

Breast cancer is a type of malignant neoplasm originating
from breast tissue. Worldwide, breast cancer is the most com-
mon cause of death among women. miRNAs have emerged as
important regulators of post-transcriptional protein regulation,
and global deregulation of miRNAs has been observed in
various cancer tissues from numerous gene expression profile
data sets [32, 33]. miRNAs can act as tumor suppressors if
they target specific oncogenes, and the aberrant expression of
tumor suppressive miRNAs may contribute to human carci-
nogenesis [34]. miR-124 was described as a brain-specific
miRNA in mammals, and it may play a role in defining and
maintaining neuron-specific characteristics [35, 36]. Recent
studies have indicated that miR-124 targeted specific genes
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to regulate proliferation and migration in breast cancer
[37–40].

Here, we show that the expression levels of miR-124 were
significantly lower in human breast cancer tissues than in the
adjacent non-neoplastic tissues. In functional studies, reintro-
duction of miR-124 dramatically repressed breast cancer cell
proliferation, induced G1 cell cycle arrest of the G0/G1 cell
population, and decreased the S and G2/M populations com-
pared with the control. Additionally, a miR-124 inhibitor sig-
nificantly increased breast cancer cell proliferation in vitro.
Moreover, our study has identified CDK4 as the direct target
of miR-124 in breast cancer cells. The expression level of
CDK4 was significantly higher in human breast cancer tissues
than in the adjacent non-neoplastic tissues.

These results are consistent with research on breast cancer,
lung cancer, hepatocellular carcinoma, and cervical cancer
that have identified CDK4 as a major oncogenic driver among
members of the CDK superfamily. CDK4 becomes hyperac-
tive in the majority of human cancers through a multitude of
genomic alterations. Sustained activation of these protein ki-
nases provides cancer cells with the ability to enter the cell
cycle continuously by triggering G1-S-phase transitions and
dramatically shortening the duration of the G1 phase.
However, CDK4 also effectively counters cancer cell-
intrinsic tumor suppression mechanisms, such as senescence
and apoptosis, which must be overcome during cell transfor-
mation and remain inhibited throughout all stages of tumori-
genesis. As a central Bnode^ in cellular signaling networks,
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cyclin D-dependent kinases sense a plethora of mitogenic sig-
nals to orchestrate specific transcriptional programs [41]. In
this study, we found that miR-124 could directly regulate the
expression of CDK4 to modulate cell proliferation.

In conclusion, our observations suggest that a low level of
miR-124 expression might result in elevated expression of
CDK4. The increased CDK4 would allow breast cancer cells
to proliferate in vitro and in vivo and would favor tumor pro-
gression. Additionally, our results showed that miR-124
inhibited breast cancer cell proliferation by regulating CDK4
expression and patients with high level of miR-124 expression
showed longer overall survival. Our findings help to advance
our understanding of the complex molecular mechanisms un-
derlying the development and maintenance of miR-124/
CDK4 levels that are associated with breast cancer.
Based on these data, we suggest that the restoration of
miR-124 activity may represent an attractive strategy for
breast cancer therapy, and research should be focused on this
area in the future.
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