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circ_0005075 promotes proliferation and invasion of liver cancer HCCC9810 cells
by sponging miR-335

ZHENG lJianxing, LIU Xiaogang, WU Dongyang (Department of Hepatobiliary Surgery, Tangshan Workers' Hospital, Tangshan
063000, Hebei, China)

[Abstract] Objective: To explore the effect of circ 0005075 on the proliferation and invasion of liver cancer cells and its underlying
mechanism. Methods: A total of 35 cases of cancer tissues and corresponding para-cancerous tissues from liver cancer patients, who un-
derwent surgical resection in Tangshan Workers” Hospital from March 2015 to March 2018, were collected for this study. qPCR was
used to detect the expression levels of circ_ 0005075 and miR-335 in liver cancer tissues, para-cancerous tissues, liver cancer cell lines
(HCCC9810, HepG2, HLE and hepatic epithelial THLE-3 cells). Dual luciferase reporter gene assay was used to verify the targeting re-
lationship among circ 0005075, mir-335 and CCND1. By using liposome-mediated method, Sh-circ 0005075, miR-335 mimics, miR-
335 mimicstpcDNA-CCNDI, sh-circ_0005075+pcDNA-CCNDI1, pcDNA-circ_0005075+miR-335 mimics, sh-CCND1+pcDNA-circ
0005075 were transfected into HCCC9810 cells, respectively. The effects of circ_0005075/miR-335/CCND1 molecular axis on the pro-
liferation and invasion of HCCC9810 cells were detected by MTT and Transwell methods. Results: circ_ 0005075 was highly expressed
in liver cancer tissues and cell lines (P<0.01) ,and the highest expression in HCCC9810 cells (P<0.05). Dual luciferase reporter gene re-
sults showed that circ 0005075 negatively regulated miR-335 (P<0.05), and CCND1 was a target gene of miR-335 (P<0.05). Further
experiments proved that knockdown of circ 0005075 or overexpression of miR-335 could inhibit the proliferation and invasion of
HCCC9810 cells by regulating CCND1(P<0.05 or P<0.01). Conclusion: Circ 0005075 upregulates the expression level of CCND1 by
sponging miR-335, thereby promoting the proliferation and invasion of HCCC9810 cells.
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Tab.1 Primer sequences

Target Sequence

F: 5-TCAAGAGCAATAACGAAAATGT-3'
R: 5'-GCTGTCAACGATACGATACGT-3'
) F: 5'-CAAATCTTGCGGCAACGC-3'
circ_ 0005075
- R: 5'-GCGGGAGTGAAGATTCGA-3'
F: 5'-CGCTTCGGCAGCACATATAC-3'

R: 5S-TTCACGAATTTGCGTGTCAT-3'

miR-335
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Fig.1 circ_0005075 exhibited abnormally high expression in liver cancer tissues and cell lines
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A : The expression of circ_0005075 in HCCC9810 cells was detected by qPCR; B: The proliferation of HCCC9810 cells was measured
by MTT assay; C and D : Number of invading HCCC9810 cells was detected by Transwell assay (x40)
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Fig.2 Knockdown of circ_0005075 inhibited proliferation and invasion of HCCC9810 cells
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A: The binding site between circ_0005075 and miR-335, miR-335 and CCND1 was verified by circRNA Interactome and starBase data-

base; B and D: The luciferase activity was detected by Dual luciferase reporter gene assay; C. The regulated relationship of circ_
0005075 and miR-335 was measured by qPCR; E: The expression of CCND1 was verified by WB
3 circ_0005075 1 CCND1 #E[a)4% & miR-335
Fig.3 circ_0005075 and CCND1 targetedly bound to miR-335
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A: The expression of miR-335 in HCCC9810 cells was detected by qPCR; B: The proliferation of HCCC9810 cells was
measured by MTT assay; C and D: Number of invading HCCC9810 cells was detected by Transwell assay (x40)
4 circ_0005075i&3T miR-335/CCND1 43 FH{Ri# HCCCI810 A ATILIATNR ZE
Fig.4 circ_0005075 promoted proliferation and invasion of HCCC9810 cells via miR-335/CCND1 axis
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