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Construction of a Retroviral Vector Containing HBx Gene

MIN Jun's LIU Yan-wen’s CHEN Ji-shen', LUO Shuhong®, YU Xin-bing?

(1. Department of Hepato-biliary Surgery, Memorial Hospital, Sun Yat-sen University of Medical Sciences, Guangzhou 510120
China; 2. Department of Parasitology, Sun Yetsen University of Medical Sciences Guangzhou 510089 China)

Abstract: [Objective] Establish a retroviral vector carrying HBx gene for investigation of the effects of HBx
gene on the biological behavior of hepatocellular carcinoma. [Methods] HBx gene was amplified from genomic
DNA of HBV by PCR technique, and subcloned to plasmid pLNSX to construct recombinant plasmid pLNSH-
Bx. Applying the calcium phosphate-DNA co-precipitation technique, the pLNSHBx was transferred into
PA317 packaging cell line. Culture supernatant of these cells was collected for titration of the recombinant virus.
[ Results] HBx gene was cloned from HBV genome by PCR successfully. and proved by sequence determination.
A vector producing cell line PA317/HBx was established. The titres of the recombinant virus in the culture su-
pernatant were 8. 9X 10* CFU. An HBx gene integration was detected by PCR in the recombinant retroviral
vectors. [Conclusions] A retrovirus vector containing HBx gene was successfully constructed.
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Fig. 1 HBx gene amplification by PCR
M. PCR Marker 1. pT7T3HBV plasmid DNA as template; 2:

ddH,0 as template

i ACTGACAAGA GAGATAGGCA GAGGTGAAAA AGTTGCTGGT
41  GCTGGTGCGC  ANACCAAITT  ATGCCTACAG  CCTCCTAGTA
Bl CAAGACCTTT AACCTAATCT CCTCCCCCAA  CTCCTCCCAG
121 TCTTTAAACA  AACAGTCTTT GAAGTATGCC TCANGGTCGG
16t TCGTTGACAT TGCTGANAGT CCAANAGTCC  TCTTATGTAA
201 GACCTTGGOC  AATATTIGGT  GGGCOTTCAC  GGTGGTCTCC
241 ATGCOGACGTG CAGAGGTGAA GUGAAGTGCA CACGGTCCGG
281 CAGATGAAGA AGGCACATAC GGGGANTCCG CGTTAAAGAG
321l AGGTGCGCCC CGCTGGTCGG  TOGGAACGGC  AGACGGAAAA
36l NGGGACTANA® NANTCCCAAN CCACCCCGAN  AAGGGTCGTC
401 CGCAGGATTC AGCGCCGACG  GGACGTANAC  NAAGGACGTC
421 CCGCGCAGGA TCCANTTGGC  AGCACANCCT  ANCAGCCATA
481 TGAACTT

2 HBx ( )

Fig.2 Partial nucleotide sequence of HBx gene (anti sense)
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Fig.3 Recombinant plasmid pLNSHBx was identified by HBx ’ |
restriction endonuclease emzyme BamH] digested HBX+ ,
M: PCR Markes 1: Recombinant plasmid No. 1 was digested
with BamH1 . 2: Recombinant plasmid No. 2 was digested with Bam HBx , HBx

HI, 3: Plasimd pLNSX was digested with BamH1 , 4:ADNA/ Hin
dIIH- EoRI as DNA marker
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