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Abstract: [Objective] The recombinant adeno-associated virus serotype 2/1 (rAAV2/1) hybrid vector containing human
scavenger receptor class B type | gene (SR-BI) was constructed and its expression was examined in human HepG2 hepatoma cells.
[Methods] The SR-BI ¢DNA which was obtained by PCR from pCMV.SPORT6-SR-BI plasmid was inserted into the AAV vector
plasmid pSNAV2.0 -IRES-EGFP-LacZa. The recombinant plasmid pSNAV2.0-SR-BI-IRES-EGFP was transfected into BHK21 cells
by LipofactamineTM2000 after being identified by restriction endonuclease digestion and DNA sequencing. The rAAV vector
producing cells were selected with G418. The G418 resistant cells were infected by helper recombinant rHSV/rep2capl viruses
containing rep gene from AAV2 and cap gene from AAV1. The Cells were cultured and purified to obtain rAAV2/1-SR-BI-IRES-
EGFP. The expression of recombinant vectors rAAV2/1-SR-BI-IRES-EGFP in human HepG2 hepatoma cells was examined by
immunofluorescent microscopy and Western blot analysis. [Results] The recombinant plasmid pSNAV2.0-SR-BI-IRES-EGFP was
confirmed by digestion with restriction enzyme and the sequence of subcloned SR-BI ¢DNA was identical with that published on
GenBank. The hybrid vectors rAAV2/1-SR-BI-IRES-EGFP was successfully constructed. The best MOI value in HepG2 hepatoma

cells was 1 x 10°. The fluorescence was highly expressed after transfected in HepG2 hepatoma cells. Higher levels of SR-BI protein
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expression were detected in the rAAV2/1-SR-BI-IRES-EGFP transfected HepG2 cells than those in the negative control and
rAAV2/1-IRES-EGFP transfected HepG2 cells (P < 0.01). [Conclusions] The rAAV2/1-SR-BI-IRES-EGFP hybrid vectors were
successfully constructed and high efficiency expressed in human HepG2 hepatoma cells. Thus, the rAAV2/1-SR-BI-IRES-EGFP

vector may be an interesting tool for specific transgene expression approach to atherosclerosis diseases.
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Table 1 Efficiency of recombinant rAAV2/1-SR-BI-
IRES-EGFP infecting HepG2 liver cell (%)

Multiplicity of infection
1 x10* 5% 10* 1x10° 5x10°

24 h 3 12 21 26
48 h 9 25 60 60
72 h 21 60 85 86
96 h 22 63 85 85
7d 22 65 87 88

B 5 rAAV2/1-SR-BI-IRES-EGFP ## HepG2 FTHifi G R B R A EGRIE

Fig.5 Fluorescent protein expression of HepG2 liver cell after transfection by rAAV2/1-SR-BI-IRES-EGFP

A: 24 h alter translection; B: 48 h after translection; C: 72 h after transfection; x20
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