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MiR-301b Affects the Migration of Hepatocellular Carcinoma
by Inhibiting K1f4*
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ABSTRACT Objective: To investigate the effect of miR-301b on the migration of hepatocellular carcinoma cells and the underlying
molecular mechanisms. Methods: Human liver cancer cell lines including SK-Hep-1, HCC-LM3 and human immortalized liver cell line
LO02 were cultured in vitro. The expression of miR-301b was detected by RT-PCR. Through bioinformatics software Targetscan and mi-
Randa, we predicted target genes of miR-301b and selected transcription factor KIf4 gene as the downstream target gene of miR-301b.
Through the dual luciferase reporter gene experiment and Western Blot experiment, we proved its regulating effect. The role of miR-301b
on the migration of hepatocellular carcinoma cells were verified by wound healing assay and transwell migration assay. The effect of
miR-301b on the expression of E-cadherin and N-cadherin were investigated by Western Blot. Results: Compared with human immortal-
ized liver cell line L02, the expression of miR-301b in HCC cell lines were significantly increased. After being transfected with miR-301b
mimic, the expression of miR-301b was significantly improved than that of the control group. And the expression of miR-301b was sig-
nificantly decreased than that of the control group after being transfected with miR-301b inhibitor. The dual-luciferase reporter gene ex-
periment showed that miR-301b directly bound with K1f4's 3 'UTR region and decreased the expression of its protein, which were consis-
tent with the software predicting results. The wound healing and Transwell experiment results showed that miR-301b inhibited the migra-
tion of hepatocellular carcinoma by downregulating K1f4. Further experiments showed that overexpression of miR-301b significantly re-
duced the level of E-cadherin and increased the level of N-cadherin, which were involved in the process of EMT. Conclusions: miR-301b
was over-expressed in SK-Hep-1 and HCC-LM3 cells, and promoted the migration ability of HCC cells by inhibiting the expression of
Klf4 gene, which may be involved in epithelial mesenchymal transformation progress of HCC cells.
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Fig.1 The expression of miR-301b in L02, SK-Hep-1 and HCC-LM3 cells
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Fig.2 Verification of the Transfection efficiency

Note: A: GFP green fluorescence was observed by fluorescence microscope. B: The level of miR-301b gene after transfection.
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Note: A: The binding site of miR-301b in K1f4 3'-UTR. B: Luciferase
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Fig. 5 miR-301b promoted the migration of hepatocellular carcinoma (wound healing assay)
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Fig. 6 miR-301b promoted the migration of hepatocellular carcinoma (Transwell migration assay)
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