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Hepatocellular carcinoma (HCC) is a disease with poor prognosis rates and ineffective therapeutic options. 
Previous studies have reported the involvement of mitogen-inducible gene 6 (MIG-6) as a negative regulator 
in tumor formation. MicroRNAs (miRNAs) play crucial roles in the development of different types of cancer. 
However, the underlying mechanisms of miRNAs in HCC are poorly understood. This study was aimed to 
investigate the role of miR-374a in HCC and its role in the regulation of expression of MIG-6. The results 
showed that MIG-6 overexpression significantly inhibited cell viability of HepG2 cells after 4 days post-
transfection. Moreover, MIG-6 was a direct target of miR-374a, and the expression of MIG-6 was remarkably 
downregulated by the overexpression of miR-374a in HepG2 cells. Furthermore, we found that overexpression 
of miR-374a promoted cell viability; however, the protective effect was abolished by MIG-6 overexpression. 
In addition, overexpression of miR-374a activated the EGFR and AKT/ERK signaling pathways by regulation 
of MIG-6. Our findings suggest that miR-374a could promote cell viability by targeting MIG-6 and activating 
the EGFR and AKT/ERK signaling pathways. These data provide a promising therapeutic strategy for HCC 
treatment.
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INTRODUCTION

Hepatocellular carcinoma (HCC) is the most common 
primary liver malignant disease and is among the leading 
causes of cancer-related deaths worldwide1,2. Like other 
cancers, the development of HCC is a complex, multistep 
process with genetic aberrations and epigenetic changes3. 
It has a poor prognosis, and the currently available thera-
peutic options are largely ineffective4. Therefore, it is nec-
essary to understand the underlying mechanism of HCC 
tumor dissemination and metastasis in order to develop 
effective treatment strategies.

MicroRNAs (miRNAs) constitute a large class of short 
RNAs (20–24 nucleotides in length), which play key 
roles in cell development and differentiation by mediat-
ing the posttranscriptional regulation of protein-coding 
genes5,6. miRNAs also play important roles in a variety of 
biological processes such as cell proliferation, migration, 

and invasion7. Accumulating evidence indicated that the 
expressions of several miRNAs were dysregulated in 
HCC cells and were involved in the regulation of cellu-
lar processes8,9. In this aspect, miRNAs have emerged as 
novel molecules or targets for tumor therapy, and HCC 
represents an excellent model for their testing.

Recent studies have demonstrated that miR-374a is 
upregulated in many types of cancer, such as head and 
neck squamous cell carcinoma, follicular lymphoma, oste-
osarcoma, and bladder urothelial carcinoma10–13. These 
studies indicate that miR-374a may play vital roles in can-
cer tumorigenesis. Cai et al. demonstrated that miR-374a 
was markedly upregulated in breast cancer cells and was 
considered to be associated with poor metastasis-free sur-
vival14. In addition, Xu et al. demonstrated that miR-374a 
could promote cell proliferation, migration, and invasion 
by targeting SRCIN1 in gastric cancer15. Also, He et al. 
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reported that miR-374a promoted osteosarcoma cell pro-
liferation by targeting FOXO1 expression16. However, 
the effects of miR-374a on HCC remain unclear.

Mitogen-inducible gene 6 (MIG-6), also known as gene  
33, ERRFI1, or RALT17,18, has been mapped to human 
chromosome 1p36. MIG-6 is an immediate early response 
gene that can be induced by stressful stimuli and mito-
gens, including hormones and growth factors19. MIG-6 
protein can directly interact with all four members of the 
ErbB family, including epidermal growth factor recep-
tor (EGFR) and ErbB2-4, and it acts as a negative feed-
back regulator of the ErbB/RTK pathway20. Recently, it 
has been reported that downregulated expression of the 
MIG-6 gene is observed in a variety of human cancers20, 
indicating the tumor-suppressive functions of MIG-6 in 
these cancers.

Hence, in our study, we aimed to investigate the role 
of miR-374a on HCC cell viability as well as explore the 
relationship between miR-374a and MIG-6. Our study 
will provide a new insight into the treatment of HCC.

MATERIALS AND METHODS

Cell Culture

Human liver cancer cell line HepG2 used in this study 
was purchased from the American Type Culture Collec-
tion (ATCC; Manassas, VA, USA). These cells were 
grown in Dulbecco’s modified Eagle’s medium (DMEM; 
Gibco-BRL, Breda, Netherlands) supplemented with 10%  
fetal bovine serum (FBS; Gibco-BRL) and 1% penicillin/ 
streptomycin (Gibco-BRL) at 37°C in a humidified incu-
bator under 5% CO2 condition.

Cell Transfection

MIG-6 expression vector was constructed by subclon-
ing the full-length MIG-6 coding sequence into pcDNA3.1 
plasmid to overexpress MIG-6, and the empty pcDNA-3.1 
plasmid was used as a negative control. In addition, the 
miR-374a mimic and scrambled negative control RNA 
(mimic NC) were purchased from GenePharma (Shanghai, 
P.R. China). Cells were seeded in six-well plates; after incu-
bation for 24 h, cells were transfected with the miR-347a 
mimic or MIG-6 expression vector. All transfections were 
conducted by Lipofectamine 2000 (Invitrogen, Carlsbad, 
CA, USA) according to the manufacturer’s instructions. 
These cells were collected after 48 h of transfection for 
subsequent analyses.

Cell Viability Assay

For analysis of cell viability, 3-(4,5-dimethylthiazol- 
2-yl)-2,5-diphenyl tetrazolium bromide (MTT) colorimet-
ric assay was performed. In brief, the transfected HepG2 
cells were seeded in 96-well plates. After incubation for 
1, 2, 3, 4, and 5 days, 50 µg of MTT (Sigma-Aldrich,  

St. Louis, MO, USA) was added to each well, and this 
mix was incubated for 4 h at 37°C. After removing the 
medium, 150 µl of dimethyl sulfoxide (DMSO; Sigma-
Aldrich) was added to terminate the reaction. Plates 
were read on a microplate reader (Molecular Devices, 
Sunnyvale, CA, USA) at a wavelength of 570 nm. Trip-
licate readings for each sample were averaged.

Western Blot

Protein samples were extracted with radioimmuno-
precipitation assay (RIPA) lysis buffer (Beyotime Bio-
technology, Shanghai, P.R. China). Proteins (20 µg) were 
loaded into each lane and separated with 10% sodium 
dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-
PAGE). Subsequently, the bands on the gel were trans-
ferred to a polyvinylidene fluoride membrane (Roche, 
Basel, Switzerland). The membranes were blocked with 
5% nonfat milk for 1 h at room temperature and incu-
bated with specific primary antibodies of MIG-6 (#2440), 
p-EGFR (#4407), EGFR (#8504), p-phosphoinositol 
3-kinase/protein kinase B (AKT) (#4060), p-extracellu-
lar signal-regulated kinases 1/2 (ERK1/2) (#4370), and 
GAPDH (#5174; all purchased from Cell Signaling 
Technology, Beverly, MA, USA). The membranes were 

Figure 1. Mitogen-inducible gene 6 (MIG-6) suppressed HepG2  
cell viability. HepG2 cells were transfected with pc-MIG-6 to 
overexpress MIG-6 expression. (A) The protein level of MIG-6 
was detected by Western blot assay. (B) Cell viability was exam-
ined by 3-(4,5-dimethylthiazolyl-2)-2,5-diphenyltetrazolium bro-
mide (MTT) assay. **p < 0.01.
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then incubated with horseradish peroxidase-conjugated 
secondary antibodies for 1 h. The proteins were detected 
by enhanced chemiluminescence (ECL Plus; Amersham 
Pharmacia Biotech, Piscataway, NJ, USA) method.

Luciferase Activity Assay

The 3¢-untranslated region (3¢-UTR) segment of the 
MIG-6 gene containing the miR-374a binding site was 
amplified through polymerase chain reaction (PCR) and 
then inserted into the pmirGLO Dual-Luciferase miRNA 
Target Expression Vector (Promega, Madison, WI, USA). 
HepG2 cells were cotransfected with MIG-6 3¢-UTR and 
miR-374a mimic or mimic NC using Lipofectamine 2000 
(Invitrogen). After posttransfection for 48 h, the luciferase 
activity was analyzed using the Dual-Luciferase Reporter 
Assay System (Promega). For each transfection, the lucif-
erase activity was averaged from three replicates.

Real-Time Polymerase Chain Reaction (RT-PCR)

Total cellular RNA was extracted with TRIzol reagent 
(Invitrogen, Grand Island, NY) according to the manu-
facturer’s protocol. RNA (500 ng) was reverse tran-
scribed to cDNA using an NCode miRNA First-Strand  
cDNA Synthesis Kit (Invitrogen). RT-PCR was conducted 
using an Applied Biosystems real-time detection system 
(Applied Biosystems, Darmstadt, Germany). The ther-
mocycling parameters were 95°C for 3 min and 40 cycles 
of 95°C for 15 s followed by 60°C for 30 s. Each sample 
was run in triplicate and was normalized to U6 snRNA 
levels. Data were analyzed by the 2−DDCt method.

Statistical Analysis

Statistical differences between groups were analyzed 
by Student’s t-test and a one-way analysis of variance 
(ANOVA) for parametric data. Data are expressed as 
mean ± standard error of measurement (SEM). A value of 
p < 0.05 was set as the level of statistical significance.

RESULTS
MIG-6 Overexpression Inhibits Cell Viability  
of HepG2 Cells

HepG2 cells were transfected with pc-MIG-6 to 
increase MIG-6 expression. Western blot assay was per-
formed to analyze the expression of MIG-6 in HepG2 
cells transfected with pc-MIG-6. The results revealed that 
MIG-6 expression was significantly upregulated in HepG2 
cells transfected with pc-MIG-6 compared to the control 
group (Fig. 1A). To explore the effect of MIG-6 on cell 
viability, we carried out the MTT assay at 1–5 days after 
pc-MIG-6 transfection. The results demonstrated that cell 
viability was obviously decreased by overexpression of 
MIG-6 at 4 and 5 days posttransfection compared to the 
control group (p < 0.01) (Fig. 1B). These data suggested 
that overexpression of MIG-6 could suppress cell viability 
of HepG2 cells.

MIG-6 Is a Direct Target of miR-347a in HepG2 Cells
To confirm whether MIG-6 was a direct target of 

miR-347a, TargetScan (http://www.targetscan.org/) and 
miRNA database (http://www.microrna.org/) were used.  
As shown in Figure 2A, MIG-6 was predicated as a  

Figure 2. MIG-6 was a direct target of miR-374a in HepG2 cells. (A) MIG-6 was predicated as a target of miR-374a using TargetScan 
and microRNA database. (B) MIG-6 as a direct target of miR-374a was further confirmed by dual-luciferase reporter assay in HepG2 
cells. ***p < 0.001.
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direct target of miR-347a. Furthermore, the dual- 
luciferase reporter assay revealed that overexpression of 
miR-347a remarkably decreased the luciferase activity 
of the reporter gene, which fused to the 3¢-UTR-WT of 
MIG-6 (p < 0.001). However, there was no effect of the 
reporter fused to the 3¢-UTR-MT of MIG-6 (Fig. 2B). 
Taken together, these data indicated that MIG-6 was a 
direct target of miR-347a in HepG2 cells.

miR-374a Overexpression Decreases MIG-6 
Expression in HepG2 Cells

To explore the relationship between miR-374a and 
MIG-6, the miR-374a mimic and mimic NC were trans-
fected into HepG2 cells. RT-PCR analysis results demon-
strated that the expression of miR-374a was significantly 
upregulated in the miR-374a mimic group compared to 
the mimic NC group (p < 0.001) (Fig. 3A). Western blot 
analysis revealed that the protein level of MIG-6 was 
reduced by the overexpression of miR-374a compared to 
its control group (Fig. 3B). Similarly, the mRNA expres-
sion of MIG-6 was prominently downregulated in the 
miR-374a mimic group compared to the control group 
(p < 0.01) (Fig. 3C). These data demonstrated that miR-
374a could regulate MIG-6 expression in HepG2 cells.

miR-374a Overexpression Promotes Cell Viability 
by Regulation of MIG-6 in HepG2 Cells

To explore the cross-regulation effect between miR-
374a and MIG-6 on cell viability, HepG2 cells were 
transfected with the miR-374a mimic, pc-MIG-6, and cor-
responding controls. After transfection, cell viability was 
determined using MTT at 1, 2, 3, 4, and 5 days, respec-
tively. The results showed that overexpression of miR-
374a significantly promoted cell viability at 4 and 5 days 
compared to the mimic NC group (p < 0.01). However, 
the promoting effect of miR-374a overexpression on cell 
viability was obviously abolished by MIG-6 overexpres-
sion (p < 0.05 or p < 0.01) (Fig. 4). These results revealed 
that miR-374a could promote cell viability by regulation 
of MIG-6 in HepG2 cells.

miR-374a Activates the EGFR and AKT/ERK Signaling 
Pathways by Regulation of MIG-6 in HepG2 Cells

To explore whether miR-374a and MIG-6 were  
involved in the regulation of the EGFR and AKT/ERK 
signaling pathways, HepG2 cells were transfected with 
the miR-374a mimic, pc-MIG-6, and their correspond-
ing controls. Western blot results displayed that overex-
pression of miR-374a significantly upregulated p-EGFR, 
EGFR, p-AKT, and p-ERK1/2 expressions. Cotransfec-
tion with the miR-374a mimic and pc-MIG-6 was remar-
kably downregulated in these four factor expressions  
(Fig. 5A). The mRNA expressions of p-EGFR, EGFR, 

p-AKT, and p-ERK1/2 were in line with the protein 
levels (p < 0.05 or p < 0.01) (Fig. 5B). The results indi-
cated that miR-374a activated the EGFR and AKT/
ERK signaling pathways by regulation of MIG-6 in  
HepG2 cells.

Figure 3. miR-374a overexpression decreases MIG-6 expres-
sion in HepG2 cells. The miR-374a mimic and scrambled nega-
tive control RNA (mimic NC) were transfected into HepG2 cells. 
(A) The expression of miR-374a was examined by quantitative 
real-time polymerase chain reaction (qRT-PCR). (B, C) The 
protein and mRNA expressions of MIG-6 were determined by 
Western blot and RT-PCR. **p < 0.01; ***p < 0.001.
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DISCUSSION

In the present study, we demonstrated that MIG-6 
overexpression inhibited viability of HepG2 cells. MIG-6 
was a direct target of miR-374a, and MIG-6 expression 
was significantly negatively regulated by miR-374a over-
expression. Furthermore, overexpression of miR-374a 
promoted viability of HepG2 cells. However, the protec-
tive effect of miR-374a on cell viability was abolished 
by MIG-6 overexpression. In addition, overexpression 
of miR-374a activated the EGFR and AKT/ERK signal-
ing pathways by regulation of MIG-6. Collectively, these 
findings indicated that miR-374a could promote HCC 
cell proliferation by targeting MIG-6.

MIG-6 is a multiadaptor protein implicated in the  
reg ulation of the HER family of receptor tyrosine 
kinases21. Several studies reported that MIG-6 is an 
important medi ator to induce tumor formation and regu-
late biological processes in various tissues22,23. Li et al. 
demonstrated that MIG-6 was downregulated in HCC 
cells and suppressed HCC cell proliferation by regulation 
of the p-ERK/cyclin D1 pathway24. Reschke et al. also 
proved that MIG-6 as a tumor suppressor inhibited HCC 
cell proliferation20. Similar to these previous studies, our  
study revealed that overexpression of MIG-6 could reduce 
viability of HepG2 cells.

It has been reported that miRNAs negatively regulated 
the expressions of their target mRNAs in a sequence-
specific manner25. Growing evidence demonstrated that 
MIG-6 expres sion was regulated by different miRNAs in 
various cancers. Okada et al. found that miR-214 over-
expression decreased the expression of MIG-6 in HCC 
cells26. Kim et al. reported that miR-148a could modu-
late EGFR and cell growth in glioblastoma by targeting  
MIG-627. However, to the best of our knowledge, there 

has been no information about the relationship between 
miR-374a and MIG-6 in HCC. By using bioinformatic 
analysis and dual-luciferase activity assay, we first con-
firmed that MIG-6 was a genuine target of miR-374a. 
Similar to the study of Okada et al.26, we also found  
that overexpression of miR-374 obviously downregulated 
MIG-6 expression in HepG2 cells.

Mounting evidence has demonstrated miR-374a as 
an oncogene or tumor suppressor that participated in the 
regulation of various biological processes in different 
cancers14,28. In terms of HCC, miR-374a may be a use-
ful diag nostic marker for HCC, and it was associated 
with tumor igenesis and tumor progression29. However, 
the cross-regulation effects of miR-374a and MIG-6 on 
cell viability in HCC remain unclear. In the present study, 
our study demonstrated that miR-374a could increase 
HepG2 cell viability, whereas MIG-6 overexpression 
significantly abolished the promotive effect. These data 
indicated that miR-374a induced HCC cell viability by 
regulation of MIG-6.

To date, the EGFR signaling pathway has been widely 
reported in various cancers, including HCC30. One study 
demonstrated that EGFR and its ligands were frequently 
expressed in HCC, thereby contributing to tumor devel-
opment of HCC31. Wang et al. demonstrated miR-203a 
as an antioncogene that inhibits HCC cell progression by 
regulation of the EGFR signaling pathway32. As impor-
tant signaling molecules, the AKT/ERK signaling path-
way also plays a critical role in the regulation of cell 
proliferation, differentiation, and survival33. Bao et al. 
reported that miR-21 led to the activation of the AKT/
ERK pathways and finally enhanced HCC cell prolifera-
tion and tumor growth34. A recent study demonstrated 
MIG-6 as a tumor suppressor of the EGFR signaling 
pathway in HCC20. Moreover, suppression of MIG-6 led 

Figure 4. miR-374a overexpression promotes cell viability by regulation of MIG-6 in HepG2 cells. miR-374a mimic, pc-MIG-6, and 
corresponding controls were transfected into HepG2 cells. After transfection, cell viability was detected by MTT assay at 1, 2, 3, 4, and 
5 days in HepG2 cells. **p < 0.01, versus mimic NC; #p < 0.05; ##p < 0.01, versus miR-374a mimics + pcDNA3.1.
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to a marked increase in the levels of activated EGFR, 
AKT, and ERK1/220. However, the moderating effects 
of miR-374a and MIG-6 on the EGFR and AKT/ERK 
signaling pathways in HCC remain unclear. In our study, 
we demonstrated that miR-374a activated the EGFR and 
AKT/ERK signaling pathways by regulation of MIG-6 in 
HepG2 cells.

Taken together, on the basis of our finding in vitro, we 
demonstrated that miR-374a could promote cell prolif-
eration and activate the EGFR and AKT/ERK signaling 
pathways by targeting MIG-6 in HCC cells. These data 
provided a new idea that miR-374a has a critical role in 
HCC development. Therefore, miR-374a deserves further 
exploration for the treatment of HCC.
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