www.shengwuyixue.com Progressin Modern Biomedicine Vol12 NO.10 APR.2012

- 1849 -«

MIR-122

(
mir-122
has-mir-122
GFP ) .
HepG2
blot mir-122 CAT-1
. qPCR
o GFP

pGCSIL-GFP-miR-122
mir-122
microRNA mir-122
Q75 Q78

pGCSIL-GFP-miR-122

A

qPCR

PCR

GFP western

HepG2 *
A

710032)

HepG2 mir-122  HepG2 o
pGCSIL-GFP(
mir-122 (pGCSIL-GFP-miR-122)
MIR-122
HepG2 N pGCSIL-GFP-miR-122
mir-122 5 mir-122
90% , Western blot mir-122

mir-122

HepG2
1673-6273 2012 10-1849-04

Construction of Lentiviral Vector of miR-122 and Establishment

of Its Stable Transfected HepG2 Cell Line*

ZHANG Xu, YU Fang, NIE Yong-zhan, TANG Hong-wei”, LIANG Lin-lin, CHEN Rui-rui
(Xijing Hospital of Digestive Disease & State Key of Laboratory of Cancer Biology Forth Military Medical University

Xi'an 710032 China)

ABSTRACT Objective: To construct human lentiviral vector of mir-122, and establish a new hepatoma sub cell line of HepG2

stabilized infected with mir-122 virus. Methods: Primers were designed and synthesized according to the human has-mir-122 precursor

sequence. miR-122 was amplified by using PCR, and then it was connected to the lentiviral expression plasmid pGCSIL-GFP. Lentiviral
vector of mir-122 (pGCSIL-GFP-miR-122) was constructed. After infection of HepG2 cells with the miR-122 lentiviral vector, miR-112

expression was confirmed by qPCR and fluorescent protein GFP expression using FACS. Expression of mir-122 targeted molecules
CAT-1 was validated by Western blot in pGCSIL-GFP-miR-122 HepG2 cells. Results: PGCSIL-GFP-of miR-122 was confirmed by

sequencing analysis, which indicated that mir-122 lentiviral expression vector was successfully constructed. miR-122 expression in the

lentiviral mir-122 infected cell line increased significantly compared with that in the parent cell line HepG2. Flow cytometry based on

GFP fluorescence filter purification, also showed the infection rate of more than 90%. Inhibited the expression of its target molecules was

confirmed by Western blot. Conclusion: mir-122 lentiviral expression vector was successfully constructed anda stable expression cell

lines was established, laying the foundation for the further study of the role and mechanism of mir-122 in humans.
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Fig. 2 The expression levels of mir-122 in mir-122 lentiviral vector group
and empty vector control group detected by qPCR. Result of qPCR The
mir-122 expression levels were higher in mir-122 lentiviral vector group

VS empty vector control group
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Fig. 3 GFP fluorescence in Fluorescence microscopy
(1,2: HepG2 transfected mir-122 virus vector group; 3, 4: HepG2
transfected empty vector control group; 1, 3: Green fluorescence 2, 4:

White fluorescence, x 200)
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Fig. 4 The changes of CAT-1 expression were detected by western blot
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