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Construction and expression of eukaryotic expression vector for hepatitis B

virus X gene containing EGFP
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(Liver Diseases Research Department ,the Second Xiangya Hospital ,Central South University)

[ Abstract ]Objective: To construct eukaryotic expression vector for hepatitis B virus X(HBV X) gene with enhanced green fluorescence
protein ( EGFP ) , and confirm its expression in hepatocellular carcinoma ( HCC ) cell line.Method: HBV X gene was cloned from pcDNA3.
1 (+)-X by enzyme digestion and inserted to pEGFP-N1.The rector was confirmed by enzyme digestion,PCR assay and sequencing.Then
pEGFP-X was transfected to HCC cell line Bel-7402 After transient transfection, expressions of HBV X and EGFP gene were detected by
RT-PCR and fluorescence microscope respectively. Results: The results showed that the recombinant plasmid could express HBV X gene
efficiently in Bel-7402, which showed green fluorescence. Conclution: The pEGFP-X was constructed and the fused HBV X-EGFP gene
was expressed in Bel-7402 successfully. These facilitate the study of the effect of HBV X protein on the development of HCC.
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Z BT 48 95 7 ( Hepatitis B virus, HBV ) f18 ¥ } HCC WAL BRI LA
BY 5 5 & (Hepatocellular Carcinoma,
HCC) WRHEFEFVINR RN, 1£ HBV IO~ 3H 1 #Ri5H*E
FES= Y HBV X BEEHEK/NFF - X EH,
£ HCC WTE i P& £ FVEM®Y, EGFP(Enhance~ 11 HE##
ment green fluorescent protein ) J&£% t8,5¢ 8 H GFP OBk, BRMAMELR & HBV X E R KR peD-
( Green fluorescent protein ) F—FF Rk, BEFE F IR NA3.1L (+)-X iR P .OHWE, RETEH K IMI09T,
2ﬂ2}{‘?%iﬂ3}‘ff“iﬁj"{: , ﬁiﬂy?ﬁ%ﬁ?i{:ﬁ% :j:ﬁ-’;% pEGFP-N1WJ H Clontech 28], KXIFFTE IM109 . A AR
ARG, T THIME LS HBV X-EGFP B2 #k BEL-7402 g1 3 .0 4R7F . QT H M :EcoRI, Hind Il

. i . Fermentas 7 ; Taq B§W B Tarkara A7, @iH & B
REMSBRERE, NE—SHIE IV XEDR o oompmizutna ( Lok Aa) . FRME KNSR

FR/MEIRFIE (HE TianGen A 7] ), DNA %HHANE .
BN, ZXA197I- ), 8, B+, 2SR, RT XA & (% Promega 247 ), @A : Trizol Lipofec—

EHR AR tamin 2000 37 Invitrogen /i ; fIAF S B ( 3 Promega 2%
BEWE: BE A AMNFES(No 30371402) , H) ) ; DNAMarker ( Takara .BBI /A &) } ; DMEM ( 8% ) . Ampi-
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cillin 7 Gibea #2 ; Kanamyein 4 Armresco 7= 5% ; i 245 M1 A
FHEEE ™55 S B B TR Al SERE, DNA I
FF M aR s W] SE A

12 Fik

1.2.1 pEGFP-N1-X LB U it 2 e 130 B 43 4rh 4R e
peDNA3.L (+)-X Fl pEGFP-N1, £ Hind IIl fl EcoRI SLf
H1.0.79 {4 HESIREE I ik, 152 470bp HBY X 2£[H]
KBS 4.7Kb p EGFP-NI JERLS B, F DNA 3% 82l Arthe
SEH ML T B pECFP-X. B {LECE S AN IM109,
B Kanamyein HU4#E 7[R - F ORS00 7] S 4R R .
Hind 11 # EcoR1 BUAFEI 1 HBY X—PCR , FH SIS $5 88 12 el ok
HESE &4 H AR Fr B4 BH 4 s I ) P i s
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pEGFP-X %5 $R{f pEGFP — N1 ( FH ¥t R ) B2 (o BEf
Fil Lipofectamin 2000 X1 PR ASFE e, FLAHR PR 45
AT,
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B, BL 1 geDNA SHA8AT, HBY X 473872412 470bp, 1E1515]
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pEGFP-N1 75 £ {8 U] H- BEMIE . A pEGFP-N1 fif
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M 1

293
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B2 EHAFB pEGFP-X PCR %%
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5 :CS060109056. S060109-0247 ) ; #& Blast ik 5] 5
PEHERS, UESE B h HUKE HBY X JE K] iF i 52 i F
pEGFP-N1, 754 A pEGFP-X
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