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Abstract. In recent decades, an increasing number of studies 
have demonstrated that numerous microRNAs (miRNAs) are 
dysregulated in hepatocellular carcinoma (HCC); these aber-
rantly expressed miRNAs are contributing regulators of HCC 
formation and progression. Thus, revealing the biological roles 
of miRNAs in HCC may provide novel information on the iden-
tification of effective therapeutic targets and valuable diagnosis 
methods. Herein, reverse transcription‑quantitative PCR was 
performed to determine the expression profile of miRNA‑584 
(miR‑584) in HCC tissues and cell lines. Cell Counting Kit‑8 
and cell invasion assays were utilized to evaluate the influence 
of mIR‑584 overexpression on HCC cell proliferation and inva-
sion, respectively. The present study demonstrated that miR‑584 
expression was reduced in HCC tissues and cell lines compared 
with normal controls. Clinical analysis indicated that decreased 
miR‑584 expression was significantly associated with tumor 
size, TNM stage and lymph node metastasis of patients with 
HCC. Additionally, resumption of miR‑584 expression inhib-
ited proliferation and invasion of HCC cells. Mechanistically, 
it was demonstrated that miR‑584 can directly interact with 
the 3'‑untranslated regions of brain‑derived neurotrophic factor 
(BDNF) mRNA, and reduce its mRNA and protein levels 
in HCC cells. Furthermore, BDNF was upregulated in HCC 
tissues, and its level was inversely correlated with miR‑584 
expression. Notably, restored BDNF expression antagonized 
the inhibitory effects of miR‑584 overexpression on HCC cells. 
In conclusion, miR‑584 may serve tumor‑suppressive roles in 
HCC by directly targeting BDNF, thus suggesting that miR‑584 

may serve as a potential candidate for treatment of patients 
with this disease. 

Introduction

Hepatocellular carcinoma (HCC) ranks as the sixth most 
prevalent malignancy and the third most common cause of 
cancer‑related mortality globally  (1). Over 780,000 newly 
diagnosed HCC cases and ~745,000 HCC‑related deaths are 
estimated to occur annually worldwide (2,3). In past decades, 
HCC morbidity has significantly increased, particularly the 
phenotype caused by hepatitis B or C virus infection  (4). 
Currently, the major therapeutic interventions for patients with 
HCC include surgical resection, radiotherapy, chemotherapy 
and molecular targeted therapy (5). Despite the significant 
advancements in diagnosis and therapy, treatment outcomes 
of patients with HCC remain unsatisfactory, with a 5‑year 
survival rate of <5% (6). Hidden lesions, high recurrence rate 
and metastasis are predominantly responsible for the unfavor-
able prognosis of patients with HCC (7). Therefore, in‑depth 
understanding of the detailed mechanisms responsible for the 
occurrence and development of HCC may facilitate identifica-
tion of novel effective treatment strategies.

MicroRNAs (miRNAs) are an abundant group of noncoding 
and short RNA molecules that span 18‑23 nucleotides in 
length (8). miRNAs affect gene regulation by binding directly 
to specific elements in the 3'‑untranslated regions (3'‑UTRs) 
of target genes, and further reducing mRNAs expression or 
blocking protein translation of such genes (9). To date, >1,000 
mature miRNAs have been identified in the human genome, 
and these miRNAs are estimated to regulate approximately 
two‑thirds of all human protein‑coding genes  (10). An 
increasing number of studies have reported that a variety of 
miRNAs are deregulated in HCC and serve crucial roles in 
HCC oncogenesis by affecting multiple pathological processes, 
including cell proliferation, cycle, differentiation, apoptosis, 
metastasis and epithelial‑mesenchymal transition (11‑13). The 
expression of certain miRNAs is significantly reduced in HCC 
and these miRNAs may function as tumor suppressors (14‑16); 
other miRNAs are overexpressed in HCC and serve oncogenic 
roles in HCC onset and development (17,18). Therefore, further 
investigation of miRNAs in HCC may provide valuable insights 
into the molecular pathways of pathogenesis in HCC and thera-
peutic targets for treatment of patients with this malignancy. 
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miRNA‑584 (miR‑584) deregulation has been reported in 
multiple human cancer types, including glioma (19), neuro-
blastoma (20) and gastric cancer (21). However, the expression 
and clinical value of miR‑584, and its role in addition to 
related mechanisms remain unclear in HCC. In the present 
study, aberrant downregulation of miR‑584 was observed 
in HCC tissues and cell lines. Decreased miR‑584 level was 
markedly correlated with aggressive clinical characteristics of 
patients with HCC. miR‑584 attenuated HCC cell proliferation 
and invasion by directly targeting brain‑derived neurotrophic 
factor (BDNF). The results of the present study may promote 
the identification of novel valuable prognosis markers and 
therapeutic targets for patients with HCC.

Materials and methods 

Clinical samples. A total of 56 pairs of HCC and adjacent 
non‑cancerous tissues were obtained from patients that 
had undergone surgical resection at The Seventh People's 
Hospital, Shanghai University of Traditional Chinese 
Medicine between March  2014 and December  2016. All 
56  patients enrolled in the present study had received 
chemotherapy, radiotherapy or other treatments prior to 
surgery. All tissues were immediately snap‑frozen in liquid 
nitrogen following isolation and stored at ‑80˚C. All patients 
provided written informed consent. The Ethics Committee 
of The Seventh People's Hospital, Shanghai University 
of Traditional Chinese Medicine approved this research 
(approval no. 20140312). 

Cell culture. An immortalized normal human liver epithelial 
cell (L‑O2) and two human HCC cell lines (Hep3B and 
Huh7) were acquired from the Type Culture Collection of 
the Chinese Academy of Sciences (Shanghai, China). All 
cell lines were cultured DMEM supplemented with 10% 
(v/v) heat‑inactivated FBS (both from Gibco; Thermo Fisher 
Scientific, Inc.) with the addition of 100 µg/ml penicillin and 
100 µg/ml streptomycin (both from Sigma‑Aldrich; Merck 
KGaA). All cells were cultured at 37˚C in a humidified incu-
bator with 5% CO2.

Transfection. miR‑584 mimics and negative control miRNA 
mimics (miR‑NC) were synthesized by Shanghai GenePharma 
Co., Ltd. (Shanghai, China). The miR‑584 mimics sequence was 
5'‑UUAUGGUUUGCCUGGGACUGAG‑3' and the miR‑NC 
sequence was 5'‑UUCUCCGAACGUGUCACGUTT‑3'. To 
restore BDNF expression, BDNF overexpression plasmid 
pcDNA3.1‑BDNF (Genecopoeia, Inc.) was introduced into 
cells, with an empty pcDNA3.1 plasmid as a control. Cells were 
inoculated into 6‑well plates with a density of 8x105 cells/well, 
and transfected with miR‑584 mimics (100 pmol), miR‑NC 
(100 pmol), pcDNA3.1‑BDNF (4 µg) or pcDNA3.1 (4 µg) using 
Lipofectamine® 2000 (Invitrogen; Thermo Fisher Scientific, 
Inc.), according to the manufacturer's protocols. Transfected 
cells were subsequently maintained in a humidified incubator 
containing 5% CO2 at 37˚C used for further experiments. 
After 48 h incubation, reverse transcription‑quantitative PCR 
(RT‑qPCR) was performed to determine miR‑585 and BDNF 
expression. Cell Counting Kit‑8 (CCK‑8) and cell invasion 
assays were conducted at 24 and 48 h post‑transfection. 

RNA extraction and reverse transcription‑quantitative PCR 
(RT‑qPCR). Total RNA from tissues or cells was isolated 
using TRIzol® reagent (Life Technologies; Thermo Fisher 
Scientific, Inc.) according to manufacturer's protocol. To 
determine miR‑584 expression, total RNA was converted into 
cDNA by using a TaqMan® MicroRNA Reverse Transcription 
kit (Applied Biosystems; Thermo Fisher Scientific, Inc.), 
followed by qPCR with a TaqMan MicroRNA assay (Applied 
Biosystems; Thermo Fisher Scientific, Inc.). The cycling 
conditions for RT were as follows: 16˚C for 30 min, 42˚C for 
30 min and 85˚C for 5 min. The cycling conditions for qPCR 
were as follows: 50˚C for 2 min, 95˚C for 10 min; 40 cycles 
of denaturation at 95˚C for 15 sec; and annealing/extension 
at 60˚C for 60 sec. To quantify BDNF mRNA expression, 
RT was performed to produce cDNA using a PrimeScript RT 
Reagent kit (Takara Biotechnology Co., Ltd., Dalian, China). 
The cycling conditions for RT was as follows: 37˚C for 15 min 
and 85˚C for 5 sec. Subsequently, qPCR was carried out on 
an ABI 7900 thermocycler (Applied Biosystems; Thermo 
Fisher Scientific, Inc.) by using a SYBR Premix Ex Taq™ Kit 
(Takara Biotechnology Co., Ltd.). The cycling conditions for 
qPCR 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 internal controls for miR‑584 and 
BDNF, respectively. Relative gene expression was analyzed 
using the 2‑∆∆Cq method (22). The primers were designed as 
follows: miR‑584, 5'‑TGC​AAT​GTG​TGT​GTT​AGC​CA‑3' 
(forward) and 5'‑ATC​ATT​GCT​CCT​TGG​ATG​GT‑3' (reverse); 
U6 snRNA, 5'‑GCT​TCG​GCA​GCA​CAT​ATA​CTA​AAA​T‑3' 
(forward) and 5'‑CGC​TTC​ACG​AAT​TTG​CGT​GTC​AT‑3' 
(reverse); BDNF, 5'‑TGT​GAC​AGT​ATT​AGC​GAG​TGG​GT‑3' 
(forward) and 5'‑CGA​TTG​GGT​AGT​TCG​GCA​TT‑3' (reverse); 
and GAPDH, 5'‑TCC​ATG​ACA​ACT​TTG​GCA​TTG​TGG‑3' 
(forward) and 5'‑GTT​GCT​GTT​GAA​GTC​GCA​GGA​GAC‑3' 
(reverse).

Cell Counting Kit‑8 (CCK‑8) assay. At 24 h post‑transfection, 
transfected cells were collected and were inoculated into 
96‑well plates with a density of 3,000 cells per well. The cells 
were then incubated at 37˚C in a humidified incubator with 
5% CO2 for four time points: 0, 1, 2 and 3 days. At each time 
point, cells were incubated at 37˚C with 10 µl CCK‑8 solution 
(Dojindo Molecular Technologies, Inc.) for 2 h, and then the 
absorbance at 450 nm detected with a Spectramax M5 micro-
plate reader (Molecular Devices, LLC). 

Cell invasion assay. Transfected cells were harvested at 48 h 
post‑transfection and digested into single cell suspensions. A 
total of 1x105 cells in 200 µl FBS‑free DMEM were seeded 
into the upper compartment of 24‑well Transwell Boyden 
chambers that were precoated with Matrigel (BD Biosciences). 
The lower compartments were covered with 600 µl DMEM 
containing 20% FBS. Following culture for 24 h at 37˚C, the 
non‑invaded cells were gently removed using a cotton swab. 
The invaded cells were fixed with 100% methanol at 37˚C for 
30 min, stained with 0.1% crystal violet at 37˚C for 30 min, 
washed thrice with PBS and dried in air. Finally, the number 
of invasive cells was counted under an inverted microscope 
(magnification, x200; Olympus Corporation, Tokyo, Japan) in 
five randomly selected fields per chamber.
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Bioinformatics analysis and luciferase reporter assay. 
TargetScan version  7.1 (targetscan.org/) and PicTar (Last 
update: March  26,  2007; pictar.mdc‑berlin.de) were used 
to predict the potential targets of miR‑584. BDNF was 
predicted as a candidate target of miR‑584. Wild‑type (Wt) 
3'‑UTR of BDNF containing the predicted miR‑584 binding 
sites and mutant (Mut) 3'‑UTR of BDNF (from ACCAUA to 
UGGUAU) lacking complementarity with miR‑584 designed 
and produced by Shanghai GenePharma Co., Ltd. were cloned 
into the pGL3 plasmid (Ambion; Thermo Fisher Scientific, 
Inc.) and designated as pGL3‑BDNF‑Wt‑3'‑UTR and 
pGL3‑BDNF‑Mut‑3'‑UTR, respectively. Cells were plated into 
24‑well plates at a density of 1.5x105 cells per well. Following 
overnight incubation, miR‑584 mimics or miR‑NC, together 
with pGL3‑BDNF‑Wt‑3'‑UTR or pGL3‑BDNF‑Mut‑3'‑UTR, 
were transfected into cells using Lipofectamine® 2000 
according to manufacturer's protocol. Transfected cells were 
harvested 48 h after transfection, and luciferase activity was 
detected using a Dual‑Luciferase Reporter Assay System 
(Promega Corporation). Firefly luciferase activity was normal-
ized to Renilla luciferase activity. 

Western blot analysis. Cells or tissues were homogenized 
using a radioimmunoprecipitation assay buffer (Santa Cruz 
Biotechnology, Inc.), and total protein concentration was 
detected using a BCA assay kit (Beyotime Institute of 
Biotechnology). Equal amounts of proteins (30  µg) were 

separated by SDS‑PAGE on a 10% gel. Following electro-
phoresis, the proteins were transferred to polyvinylidene 
difluoride membranes (Beyotime Institute of Biotechnology), 
blocked in 5% skimmed milk at room temperature for 2 h 
and incubated overnight at  4˚C with primary antibodies. 
The primary antibodies used in this study included mouse 
anti‑human monoclonal BDNF antibody (cat. no. ab205067; 
1:1,000; Abcam) and mouse anti‑human monoclonal GAPDH 
antibody (cat. no. ab125247; 1:1,000; Abcam). The membranes 
were washed in Tris‑buffered saline containing 0.1% Tween‑20 
three times, then were incubated with the corresponding 
horseradish peroxidase‑conjugated secondary antibody 
(cat.  no.  ab205719; 1:5,000; Abcam) at room temperature 
for 2 h. Protein signals were visualized using Pierce™ ECL 
Western Blotting Substrate (Pierce; Thermo Fisher Scientific, 
Inc.). GAPDH was used as the loading control. Quantity One 
software version 4.62 (Bio‑Rad Laboratories, Inc., Hercules, 
CA, USA) was used for analysis of band density. 

Statistical analysis. Data are presented as the mean ± standard 
deviation, and analyzed with SPSS version  18 (SPSS, 
Inc.). Student's t‑test was used to evaluate the differences 
between two groups; while the differences between three 
groups were analyzed using one‑way ANOVA followed by 
Student‑Newman‑Keuls test. The association between expres-
sion levels of miR‑584 and various clinical characteristics of 
HCC was determined using χ2 test. Spearman's correlation 
analysis was applied to investigate the association between 
miR‑584 and BDNF mRNA level in HCC tissues. P<0.05 was 
considered to indicate a statistically significant difference.

Results

miR‑584 is downregulated in primary HCC tissues and cell 
lines. To identify the expression pattern of miR‑584 in HCC, 
miR‑584 expression in 56 pairs of HCC tissues and adjacent 
non‑cancerous tissues was investigated. RT‑qPCR analysis 
demonstrated that miR‑584 was significantly downregulated 
in HCC tissues compared with adjacent non‑cancerous tissues 
(P<0.05; Fig. 1A). The association between miR‑584 expres-
sion and clinical characteristics of patients with HCC was 

Table I. Association between miR‑584 expression and clinical 
characteristics of hepatocellular carcinoma patients.

	 miR‑584 
	 expression
	‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑
Clinical characteristics	L ow 	 High 	 P‑value

Age			   0.418
  <55 years	 14	 10	
  ≥55 years	 14	 18	
Gender			   0.269
  Female	   8	 13	
  Male	 20	 15	
Tumor size			   0.032
  <5 cm	 11	 19	
  ≥5 cm	 17	   9	
Differentiation			   0.584
  Well and moderate	 12	 10	
  Poor	 16	 18	
TNM stage			   0.014
  I and II	   7	 17	
  III and IV	 21	 11	
Lymph node metastasis			   0.007
  Negative	   8	 19	
  Positive	 20	   9	

miR, microRNA.

Figure 1. Aberrant downregulation of miR‑584 in HCC tissues and cell 
lines. (A) miR‑584 expression level was detected in 56 pairs of HCC tissues 
and adjacent non‑cancerous tissues. *P<0.05 vs. non‑cancerous tissues. 
(B) Reverse transcription‑quantitative PCR was performed to determine 
differences in miR‑584 expression between two human HCC cell lines 
(Hep3B and Huh7) and an immortalized normal human liver epithelial cell 
(L‑O2). *P<0.05 vs. L‑O2. miR, microRNA; HCC, hepatocellular carcinoma.

RETRACTED

https://www.spandidos-publications.com/10.3892/mmr.2019.10424


SONG et al:  miR‑584 IN HCC 1997

subsequently evaluated. All patients with HCC were divided 
into the low‑miR‑584‑ (n=28) or high‑miR‑584‑expression 
groups (n=28) based on the cut‑off value, which was defined 
as the median expression level of miR‑584. Low expression 
level of miR‑584 was significantly associated with tumor size 
(P=0.032), advanced tumor node metastasis (TNM) stage 
(P=0.014) and lymph node metastasis (P=0.007; Table  I). 
Furthermore, miR‑584 expression in two human HCC cell 
lines (Hep3B and Huh7) and an immortalized normal human 
liver epithelial cell (L‑O2) was determined using RT‑qPCR. 
miR‑584 expression was lower in the two examined HCC cell 
lines than in L‑O2 (P<0.05; Fig. 1B). These findings demon-
strated that miR‑584 downregulation may be associated with 
HCC progression. 

miR‑584 upregulation restricts cell proliferation and invasion 
in HCC. To examine the detailed roles of miR‑584 in HCC, 
Hep3B and Huh7 cells were transfected with miR‑584 mimics 
or miR‑NC. RT‑qPCR analysis data confirmed that miR‑584 
was significantly overexpressed in Hep3B and Huh7 cells trans-
fected with miR‑584 mimics (P<0.05; Fig. 2A). Afterwards, 
CCK‑8 assay was conducted to detect proliferative abilities of 
Hep3B and Huh7 cells following transfection with miR‑584 
mimics or miR‑NC. As illustrated in Fig. 2B, miR‑584 upregu-
lation resulted in a significant reduction of the proliferation 
abilities of Hep3B and Huh7 cells compared with cells trans-
fected with miR‑NC (P<0.05). Furthermore, whether miR‑584 
overexpression affected HCC cell invasion ability was evaluated 
using a cell invasion assay. It was demonstrated that transfec-
tion with miR‑584 mimics decreased invasion capacities of 
Hep3B and Huh7 cells compared with the miR‑NC groups 
(P<0.05; Fig. 2C and D). Collectively, these results suggested 
that miR‑584 may serve a tumor‑suppressive role in HCC.

BDNF is a direct target of miR‑584 in HCC. To clarify the 
mechanisms underlying the inhibitory effects of miR‑584 in 
HCC progression, potential miR‑584 targets were predicted 
using bioinformatics. BDNF was predicted to feature a 
potential binding site in its 3'‑UTR (Fig. 3A) and was selected 
for further investigation, as BDNF has crucial roles in HCC 
tumorigenesis and tumor development (23‑26). Then, a lucif-
erase reporter assay was used to determine whether the 3'‑UTR 
of BDNF could be directly targeted by miR‑584 in HCC. The 
results demonstrated that miR‑584 overexpression significantly 
reduced luciferase activities of the pGL3‑BDNF‑Wt‑3'‑UTR 
group in Hep3B and Huh7 cells (P<0.05). However, no 
significant change in luciferase activities was observed in 
the pGL3‑BDNF‑Mut‑3'‑UTR group (Fig. 3B). Additionally, 
it was demonstrated that the BDNF expression was notably 
decreased at the mRNA (P<0.05; Fig. 3C) and protein (P<0.05; 
Fig. 3D) levels when miR‑584 was overexpressed in Hep3B 
and Huh7 cells. These results demonstrated that BDNF is a 
direct target of miR‑584 in HCC. 

miR‑584 is negatively correlated with BDNF expression in 
HCC tissues. As BDNF was identified as a direct target of 
miR‑584 in HCC, the association between miR‑584 and BDNF 
in HCC was investigated further. RT‑qPCR and western blot 
analysis were used to detect BDNF mRNA and protein expres-
sion in HCC tissues and adjacent non‑cancerous tissues. The 
mRNA (P<0.05; Fig. 4A) and protein (P<0.05; Fig. 4B and C) 
levels of BDNF were higher in HCC tissues compared with 
adjacent non‑cancerous tissues. Spearman's correlation anal-
ysis indicated an inverse association between miR‑584 and 
BDNF mRNA in HCC tissues (r=‑0.5433, P<0.0001; Fig. 4D). 
These results suggested that BDNF upregulation in HCC may 
be partly caused by miR‑584 downregulation.

Figure 2. Increased miR‑584 expression inhibits cell proliferation and invasion of Hep3B and Huh7 cells. (A) Hep3B and Huh7 cells were transfected with 
miR‑584 mimics or miR‑NC. Following 48 h of incubation, total RNA was extracted and subjected to reverse transcription‑quantitative polymerase chain 
reaction to detect miR‑584 expression. *P<0.05 vs. miR‑NC. (B) Cell proliferative abilities were determined by CCK‑8 assays following transfecting with 
miR‑584 mimics or miR‑NC into Hep3B and Huh7 cells. *P<0.05 vs. miR‑NC. Cell invasion assay was adopted to detect invasion abilities of (C) Hep3B and 
(D) Huh7 cells following transfection with miR‑584 mimics or miR‑NC (x200 magnification). *P<0.05 vs. miR‑NC. miR, microRNA; NC, negative control.
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Restored BDNF expression counteracts the suppressive 
effects of miR‑584 overexpression in HCC cells. Rescue 
experiments were conducted to explore whether BDNF 
mediates the suppressive roles of miR‑584 in HCC. Hep3B 
and Huh7 cells were cotransfected with miR‑584 mimics 
and pcDNA3.1 or pcDNA3.1‑BDNF. Following transfection, 
western blot analysis revealed that BDNF protein expression 
was restored in miR‑584 mimic‑transfected Hep3B and Huh7 
cells following cotransfection with pcDNA3.1‑BDNF (P<0.05; 
Fig. 5A). BDNF restoration eliminated the effects of miR‑584 
overexpression on proliferation (P<0.05; Fig. 5B) and invasion 
(P<0.05; Fig. 5C and D) of Hep3B and Huh7 cells. Thus, these 
results suggested that miR‑584 prohibits HCC development 
via direct inhibition of BDNF expression.

Discussion 

In recent decades, an increasing number of studies have 
demonstrated that numerous miRNAs are dysregulated in 
HCC; these aberrantly expressed miRNAs are contributing 
regulators of HCC formation and progression (27‑29); thus, 

revealing the biological roles of miRNAs in HCC may iden-
tify new therapeutic targets and diagnosis methods. In the 
present study, it was observed that miR‑584 expression was 
significantly reduced in HCC tissues and cell lines. Reduced 
miR‑584 expression was associated with tumor size, TNM 
stage and lymph node metastasis of patients with HCC. Ectopic 
expression of miR‑584 inhibited the proliferative and invasion 
abilities of HCC cells. BDNF was demonstrated to be a direct 
target of miR‑584 in HCC. BDNF was also upregulated in 
HCC tissues, and this upregulation was negatively correlated 
with miR‑584 expression. Rescue experiments indicated that 
recovery of BDNF expression rescued the inhibitory effects of 
miR‑584 overexpression in HCC cells. These results indicated 
that upregulating miR‑584 expression may be effective in 
treating patients with HCC. 

miR‑584 dysregulation has been observed in multiple types 
of human cancer. For example, miR‑584 is underexpressed in 
glioma tissues and cell lines (30). Glioma patients with low 
miR‑584 level exhibit shorter postoperative survival time 
compared with those with high miR‑584 level (19). In neuro-
blastoma, miR‑584 is downregulated in the two tumor tissues 

Figure 3. BDNF identified as miR‑584 target in HCC. (A) Wt and Mut miR‑584 binding sites in the 3'‑UTR of the BDNF gene. (B) miR‑584 mimics or 
miR‑NC, together with pGL3‑BDNF‑Wt‑3'‑UTR or pGL3‑BDNF‑Mut‑3'‑UTR, was transfected into Hep3B and Huh7 cells. Luciferase reporter assay was 
conducted 48 h post‑transfection. *P<0.05 vs. miR‑NC. Reverse transcription‑quantitative polymerase chain reaction and western blot analysis demonstrated 
BDNF (C) mRNA and (D) protein expression respectively following transfecting cells with miR‑584 mimics or miR‑NC in Hep3B and Huh7 cells. *P<0.05 
vs. miR‑NC. BDNF, brain‑derived neurotrophic factor; Wt, wild‑type; 3'‑UTR, 3'‑untranslated regions; miR, microRNA; Mut, mutant; NC, negative control.
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Figure 4. Negative correlation between miR‑584 and BDNF mRNA expression in HCC tissues. (A) BDNF mRNA expression in 56 pairs of HCC tissues and 
adjacent non‑cancerous tissues was analyzed using reverse transcription‑quantitative PCR. *P<0.05 vs. non‑cancerous tissues. (B) Representative western blot 
analysis and (C) semi‑quantification demonstrated BDNF protein expression in HCC tissues and adjacent non‑cancerous tissues. *P<0.05 vs. non‑cancerous 
tissues. (D) Spearman's correlation analysis was employed to evaluate the correlation between miR‑584 and BDNF mRNA in HCC tissues. r=‑0.5433, 
P<0.0001. BDNF, brain‑derived neurotrophic factor; HCC, hepatocellular carcinoma; N, non‑cancerous tissue; T, tumor; miR, microRNA.

Figure 5. Upregulated BDNF antagonizes the inhibitory effects of miR‑584 in hepatocellular carcinoma cell proliferation and invasion. (A) Downregulation 
of BDNF protein expression in Hep3B and Huh7 cells caused by miR‑584 overexpression was recovered by cotransfection with pcDNA3.1‑BDNF. *P<0.05 vs. 
miR‑NC. #P<0.05 vs. miR‑584 mimics + pcDNA3.1‑BDNF. (B) Cell proliferation of Hep3B and Huh7 cells, and invasion (x200 magnification) of (C) Hep3B 
and (D) Huh7 cells were assessed following transfection with miR‑NC, miR‑584 mimics + pcDNA3.1 or miR‑584 mimics + pcDNA3.1‑BDNF. *P<0.05 vs. 
miR‑NC. #P<0.05 vs. miR‑584 mimics + pcDNA3.1‑BDNF. miR, microRNA; NC, negative control; BDNF, brain‑derived neurotrophic factor.
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and cell lines. Low miR‑584 level is closely associated with 
poor differentiation and lower survival probability of patients 
with neuroblastoma compared with those with high miR‑584 
level (20). In gastric cancer, decreased miR‑584 expression 
has been validated as an independent prognostic factor for 
unfavorable outcomes (21). miR‑584 is also weakly expressed 
in clear‑cell renal cell (31) and thyroid carcinoma (32). These 
findings suggest that miR‑584 is frequently downregulated in 
human cancers and may be identified as a biomarker for the 
diagnosis of specific human cancer types. 

Deregulated miR‑584 contributes to the carcinogenesis 
and progression of several human cancer types. For instance, 
miR‑584 overexpression suppresses cell proliferation, 
migration, invasion and vasculogenic mimicry of glioma 
by directly targeting pituitary tumor‑transforming gene 1 
protein‑interacting protein and Rho‑associated protein 
kinase  1 (ROCK1)  (19,30,33). Xiang  et  al  (20) reported 
that miR‑584 directly targets matrix metalloproteinase 14 
(MMP14) and inhibits the growth, metastasis and angiogenesis 
of neuroblastoma cells in vitro and in vivo. Zheng et al (21) and 
Li et al (34) demonstrated that miR‑584 upregulation restricts 
gastric cancer cell growth, metastasis and angiogenesis and 
increases cell apoptosis in  vitro and in  vivo by blocking 
WWP1 and MMP14. Ueno et al (31) demonstrated that resto-
ration of miR‑584 expression leads to a significant reduction 
in cell migration and invasion of clear‑cell renal cell carci-
noma by inhibiting ROCK1 expression. Studies conducted 
by Xiang et al  (32) and Orlandella et al  (35) revealed that 
miR‑584 re‑expression represses cell motility and promotes 
apoptosis in thyroid cancer by regulating ROCK1 and tumor 
suppressor candidate 2. These findings suggest that miR‑584 
may serve as a promising therapeutic target for treatment of 
specific types of cancer.

miRNAs serve regulatory roles in the initiation and progres-
sion of human cancers by directly interacting with the 3'‑UTRs 
of their target genes and regulating gene expression  (36). 
Therefore, studies should identify the targets of miR‑584 in 
HCC. The present study demonstrated that BDNF is a direct 
target gene of miR‑584 in HCC. BDNF, which is located at the 
short arm of chromosome 1, is a member of the neurotrophin 
family (37). It is overexpressed in a variety of human malignan-
cies, including gastric (38), ovarian (39) and breast (40) cancers. 
Aberrant expression of BDNF is closely associated with onco-
genesis and development of human cancers through regulation 
of various biological behaviors (41-43). A previous study also 
reported the upregulation of BDNF in HCC and that BDNF 
upregulation may serve key roles in the genesis and progres-
sion of HCC  (23). BDNF downregulation suppresses cell 
growth, angiogenesis and metastasis, and induces apoptosis in 
HCC (24‑26). Therefore, reducing BDNF expression may be a 
new therapeutic strategy for treating patients with HCC. 

In conclusion, miR‑584 is underexpressed in HCC tissues 
and cell lines. Low expression level of miR‑584 is signifi-
cantly correlated with large tumor size, advanced TNM stage 
and lymph node metastasis of patients with HCC. miR‑584 
overexpression reduces HCC cell proliferation and invasion 
by directly targeting BDNF. BDNF inhibition is required 
for tumor‑suppressing roles of miR‑584 in HCC cells. Thus, 
miR‑584 may be a novel target for treatment of patients with 
HCC in the future. 

Acknowledgements

Not applicable.

Funding

The present study was supported by grants from Natural 
Science Foundation of China (grant no.  81571718), Key 
Specialty Construction Project of Pudong Health and Family 
Planning Commission of Shanghai (grant no. PWZxk2017‑06), 
Shanghai Municipal Commission of Health and Family 
Planning (grant no.  201740084), Science and Technology 
Development Fund of Shanghai Pudong New Area (grant 
no. PKJ2016‑Y19), Budgetary fund of Shanghai University of 
TCM (grant no. 2015YSN59), and Talents Training Program 
of Seventh People's Hospital of Shanghai University of TCM 
(grant no. XX2017‑04).

Availability of data and materials

The datasets used and/or analyzed during the present study 
are available from the corresponding author on reasonable 
request.

Authors' contributions

YS and GW carried out RT‑qPCR and western blot analysis. 
JZ performed the CCK‑8 assay. Cell invasion and luciferase 
reporter assays were conducted by JN and SZ. YY and WX 
performed the statistical analysis and designed the study, and 
were major contributors in writing the manuscript. All authors 
read and approved the final manuscript.

Ethics approval and consent to participate

The present study was approved by the Research Ethics 
Committee of The Seventh People's Hospital, Shanghai 
University of Traditional Chinese Medicine (Shanghai, China), 
and was performed in accordance with the Declaration of 
Helsinki and the guidelines of the Ethics Committee of The 
Seventh People's Hospital, Shanghai University of Traditional 
Chinese Medicine. Written informed consent was obtained 
from all patients for the use of their clinical tissues.

Patient consent for publication

Not applicable.

Competing interests 

The authors declare that they have no competing interests.

References

  1.	 Forner A, Llovet JM and Bruix J: Hepatocellular carcinoma. 
Lancet 379: 1245‑1255, 2012.

  2.	Ferlay  J, Parkin D M and Steliarova‑Foucher E : Estimates 
of cancer incidence and mortality in Europe in 2008. Eur 
J Cancer 46: 765‑781, 2010.

  3.	Torre LA, Bray F, Siegel RL, Ferlay J, Lortet‑Tieulent J and 
Jemal A: Global cancer statistics, 2012. CA Cancer J Clin 65: 
87‑108, 2015.

RETRACTED

https://www.spandidos-publications.com/10.3892/mmr.2019.10424


SONG et al:  miR‑584 IN HCC 2001

  4.	 Kakar S, Grenert JP, Paradis V, Pote N, Jakate S and Ferrell LD: 
Hepatocellular carcinoma arising in adenoma: Similar immunohis-
tochemical and cytogenetic features in adenoma and hepatocellular 
carcinoma portions of the tumor. Mod Pathol 27: 1499‑1509, 2014.

  5.	Mlynarsky L, Menachem Y and Shibolet O: Treatment of hepa-
tocellular carcinoma: Steps forward but still a long way to go. 
World J Hepatol 7: 566‑574, 2015.

  6.	El‑Serag  HB and Rudolph  KL: Hepatocellular carcinoma: 
Epidemiology and molecular carcinogenesis. Gastroenterology 132: 
2557‑2576, 2007.

  7.	 Bialecki ES and Di Bisceglie AM: Diagnosis of hepatocellular 
carcinoma. HPB (Oxford) 7: 26‑34, 2005.

  8.	Bartel DP: MicroRNAs: Genomics, biogenesis, mechanism, and 
function. Cell 116: 281‑297, 2004.

  9.	 Jonas S and Izaurralde E: Towards a molecular understanding of 
microRNA‑mediated gene silencing. Nat Rev Genet 16: 421‑433, 
2015.

10.	 Yates LA, Norbury CJ and Gilbert RJ: The long and short of 
microRNA. Cell 153: 516‑519, 2013.

11.	 Huang XH, Wang Q, Chen JS, Fu XH, Chen XL, Chen LZ, Li W, 
Bi J, Zhang LJ, Fu Q, et al: Bead‑based microarray analysis of 
microRNA expression in hepatocellular carcinoma: MiR‑338 is 
downregulated. Hepatol Res 39: 786‑794, 2009.

12.	Shih  TC, Tien  YJ, Wen C J, Yeh  TS, Yu  MC, Huang C H, 
Lee YS, Yen TC and Hsieh SY: MicroRNA‑214 downregula-
tion contributes to tumor angiogenesis by inducing secretion 
of the hepatoma‑derived growth factor in human hepatoma. 
J Hepatol 57: 584‑591, 2012.

13.	 Yang  P, Li  QJ, Feng  Y, Zhang  Y, Markowitz  GJ, Ning  S, 
Deng Y, Zhao J, Jiang S, Yuan Y, et al: TGF‑β‑miR‑34a‑CCL22 
signaling‑induced Treg cell recruitment promotes venous metas-
tases of HBV‑positive hepatocellular carcinoma. Cancer Cell 22: 
291‑303, 2012.

14.	 Zhou K, Luo X, Wang Y, Cao D and Sun G: MicroRNA‑30a suppresses 
tumor progression by blocking Ras/Raf/MEK/ERK signaling 
pathway in hepatocellular carcinoma. Biomed Pharmacother 93: 
1025‑1032, 2017.

15.	 Xu Q, Liu X, Liu Z, Zhou Z, Wang Y, Tu J, Li L, Bao H, Yang L and 
Tu K: MicroRNA‑1296 inhibits metastasis and epithelial‑mesen-
chymal transition of hepatocellular carcinoma by targeting 
SRPK1‑mediated PI3K/AKT pathway. Mol Cancer 16: 103, 2017.

16.	 Xu Y, Ge K, Lu J, Huang J, Wei W and Huang Q: MicroRNA‑493 
suppresses hepatocellular carcinoma tumorigenesis through 
down‑regulation of anthrax toxin receptor 1 (ANTXR1) and 
R‑Spondin 2 (RSPO2). Biomed Pharmacother 93: 334‑343, 2017.

17.	 Luo X, Yang S, Zhou C, Pan F, Li Q and Ma S: MicroRNA‑328 
enhances cellular motility through posttranscriptional regulation 
of PTPRJ in human hepatocellular carcinoma. Onco Targets 
Ther 8: 3159‑3167, 2015.

18.	 Yu L, Gong X, Sun L, Yao H, Lu B and Zhu L: miR‑454 functions 
as an oncogene by inhibiting CHD5 in hepatocellular carcinoma. 
Oncotarget 6: 39225‑39234, 2015.

19.	 Xue H, Guo X, Han X, Yan S, Zhang J, Xu S, Li T, Guo X, 
Zhang  P, Gao  X,  et  al: MicroRNA‑584‑3p, a novel tumor 
suppressor and prognostic marker, reduces the migration and 
invasion of human glioma cells by targeting hypoxia‑induced 
ROCK1. Oncotarget 7: 4785‑4805, 2016.

20.	Xiang X, Mei H, Qu H, Zhao X, Li D, Song H, Jiao W, Pu J, 
Huang K, Zheng L and Tong Q: miRNA‑584‑5p exerts tumor 
suppressive functions in human neuroblastoma through 
repressing transcription of matrix metalloproteinase 14. Biochim 
Biophys Acta 1852: 1743‑1754, 2015.

21.	 Zheng L, Chen Y, Ye L, Jiao W, Song H, Mei H, Li D, Yang F, 
Li H, Huang K and Tong Q: miRNA‑584‑3p inhibits gastric 
cancer progression by repressing Yin Yang 1‑facilitated MMP‑14 
expression. Sci Rep 7: 8967, 2017.

22.	Livak KJ and Schmittgen TD: Analysis of relative gene expres-
sion data using real‑time quantitative PCR and the 2(‑Delta Delta 
C(T)) method. Methods 25: 402‑408, 2001.

23.	Yang ZF, Ho DW, Lam CT, Luk JM, Lum CT, Yu WC, Poon RT 
and Fan ST: Identification of brain‑derived neurotrophic factor 
as a novel functional protein in hepatocellular carcinoma. Cancer 
Res 65: 219‑225, 2005.

24.	Guo D, Sun W, Zhu L, Zhang H, Hou X, Liang J, Jiang X and 
Liu C: Knockdown of BDNF suppressed invasion of HepG2 and 
HCCLM3 cells, a mechanism associated with inactivation of 
RhoA or Rac1 and actin skeleton disorganization. APMIS 120: 
469‑476, 2012.

25.	Zhang L, Tu Y, He W, Peng Y and Qiu Z: A novel mechanism 
of hepatocellular carcinoma cell apoptosis induced by lupeol 
via Brain‑Derived Neurotrophic Factor Inhibition and Glycogen 
Synthase Kinase 3 beta reactivation. Eur J Pharmacol 762: 55‑62, 
2015.

26.	 Long J, Jiang C, Liu B, Fang S and Kuang M: MicroRNA‑15a‑5p 
suppresses cancer proliferation and division in human hepatocellular 
carcinoma by targeting BDNF. Tumour Biol 37: 5821‑5828, 2016.

27.	 Hayes CN and Chayama K: MicroRNAs as biomarkers for liver 
disease and hepatocellular carcinoma. Int J Mol Sci 17: 280, 2016.

28.	 Fiorino  S, Bacchi‑Reggiani  ML, Visani  M, Acquaviva  G, 
Fornelli A, Masetti M, Tura A, Grizzi F, Zanello M, Mastrangelo L, et al: 
MicroRNAs as possible biomarkers for diagnosis and prognosis 
of hepatitis B‑ and C‑related‑hepatocellular‑carcinoma. World 
J Gastroenterol 22: 3907‑3936, 2016.

29.	 Mao B and Wang G: MicroRNAs involved with hepatocellular 
carcinoma (Review). Oncol Rep 34: 2811‑2820, 2015.

30.	Wang XP, Deng XL and Li LY: MicroRNA‑584 functions as a 
tumor suppressor and targets PTTG1IP in glioma. Int J Clin Exp 
Pathol 7: 8573‑8582, 2014.

31.	 Ueno K, Hirata H, Shahryari V, Chen Y, Zaman MS, Singh K, 
Tabatabai ZL, Hinoda Y and Dahiya R: Tumour suppressor 
microRNA‑584 directly targets oncogene Rock‑1 and decreases 
invasion ability in human clear cell renal cell carcinoma. Br 
J Cancer 104: 308‑315, 2011.

32.	Xiang J, Wu Y, Li DS, Wang ZY, Shen Q, Sun TQ, Guan Q and 
Wang YJ: miR‑584 suppresses invasion and cell migration of 
thyroid carcinoma by regulating the target oncogene ROCK1. 
Oncol Res Treat 38: 436‑440, 2015.

33.	 Xu S, Zhang J, Xue H, Guo X, Han X, Li T, Guo X, Gao X, Liu Q 
and Li G: MicroRNA‑584‑3p reduces the vasculogenic mimicry 
of human glioma cells by regulating hypoxia‑induced ROCK1 
dependent stress fiber formation. Neoplasma 64: 13‑21, 2017.

34.	Li Q, Li Z, Wei S, Wang W, Chen Z, Zhang L, Chen L, Li B, Sun G, 
Xu J, et al: Overexpression of miR‑584‑5p inhibits proliferation 
and induces apoptosis by targeting WW domain‑containing E3 
ubiquitin protein ligase 1 in gastric cancer. J Exp Clin Cancer 
Res 36: 59, 2017.

35.	 Orlandella FM, Di Maro G, Ugolini C, Basolo F and Salvatore G: 
TWIST1/miR‑584/TUSC2 pathway induces resistance to apop-
tosis in thyroid cancer cells. Oncotarget 7: 70575‑70588, 2016.

36.	Schickel R, Boyerinas B, Park SM and Peter ME: MicroRNAs: 
Key players in the immune system, differentiation, tumorigenesis 
and cell death. Oncogene 27: 5959‑5974, 2008.

37.	 Barde YA, Edgar D and Thoenen H: Purification of a new neuro-
trophic factor from mammalian brain. EMBO J 1: 549‑553, 1982.

38.	Choi B, Lee EJ, Shin MK, Park YS, Ryu MH, Kim SM, Kim EY, 
Lee HK and Chang EJ: Upregulation of brain‑derived neuro-
trophic factor in advanced gastric cancer contributes to bone 
metastatic osteolysis by inducing long pentraxin 3. Oncotarget 7: 
55506‑55517, 2016.

39.	 Au CW, Siu MK, Liao X, Wong ES, Ngan HY, Tam KF, Chan DC, 
Chan QK and Cheung AN: Tyrosine kinase B receptor and BDNF 
expression in ovarian cancers‑Effect on cell migration, angiogen-
esis and clinical outcome. Cancer Lett 281: 151‑161, 2009.

40.	Yang  X, Martin  TA and Jiang  WG: Biological influence of 
brain‑derived neurotrophic factor on breast cancer cells. Int 
J Oncol 41: 1541‑1546, 2012.

41.	 Radin DP and Patel P: BDNF: An oncogene or tumor suppressor? 
Anticancer Res 37: 3983‑3990, 2017.

42.	 Tayyab M, Shahi MH, Farheen S, Mariyath MPM, Khanam N, 
Castresana  JS and Hossain  MM: Sonic hedgehog, Wnt, and 
brain‑derived neurotrophic factor cell signaling pathway crosstalk: 
Potential therapy for depression. J Neurosci Res 96: 53‑62, 2018.

43.	 Tajbakhsh A , Mokhtari‑Zaer A , Rezaee  M, Afzaljavan  F, 
Rivandi M, Hassanian SM, Ferns GA, Pasdar A and Avan A: 
Therapeutic potentials of BDNF/TrkB in breast cancer; Current 
status and perspectives. J Cell Biochem 118: 2502‑2515, 2017.

RETRACTED


