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Preparation of recombinant adenovirus
mediated siRNA targeting HBVx gene
and its suppressive effect on HBVx
gene expression
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Abstract AIM To construct the recombinant adenovirus vec-
tors for siRNA targeting HBVx gene HBx and to evaluate the
inhibitive effect on the expression of HBx gene in human hepatoma
HepG2 cell line. METHODS The shuttle vector pShuttle-HBx
was co-transfected into E. coli BJ5183 with adenovirus backbone
plasmid. The homologous recombinants were transfected into
HEK293 packaging cells and adenovirus was packaged and ampli-
fied followed by infection of the HepG2 cells transfected with
HBx gene. The expression levels of HBx were determined by RT-
PCR and Western Blot after the total RNA and protein were col-
lected. RESULTS The recombinant adenoviral vectors con-
taining siRNA targeting HBx gene were successfully constructed
which were confirmed by restriction enzyme digestion. RT-PCR
results demonstrated that the HBx mRNA was markedly decreased
and Western Blot results showed that the expression of HBx pro-
tein was also significantly reduced in HepG2 cell line.
CONCLUSION Adenovirus-based siRNA targeting HBx gene
can inhibit HBx expression with great potency and specificity in
vitro.
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Adeasy-H1 pCDNA3-EGFP 1.2.3 @
DH5a HEK293 HepG2 100 mL/L H-DMEM
. pAdeasy-1 37°C 50 mL/L CO, HEK293
Stratgene Xba 70% ~ 80% . ®
I HindIIT T4 DNA TaKaRa HEK293 pAdeasy-HBx2
Pacl Pmel New England Biolab pAdeasy-HBx5  Pac 1 Li-
pofectAmine™ 2000 6
H-DMEM RPMI 1640 HEK293 37°C 50 mL/L CO,
Hyclone Lipo- 10~12d 37 C
fectAmine'"2000 RT-PCR TRIZOL™ 4
Invitrogen myc EGFP HEK293 .
Santa Cruz B-actin 3 -70C. @
HRP TCID 1x
ECL Pierce 10" pfu/mlL .
HBx 5'-TTTAAGCTTATGGCT- 1.2.4 RT-PCR HBx mRNA
GCTAGGCTGTGCTGCC-3’ 5'-TTTGGTAC-
CTTAGGCAGAGGTGAAAAAGTTGC-3’ HepG2 HBx pCNDA3. 1-
B-actin 5'-TGCGCAGAAAA- HBx-myc  pCDNA3-EGFP
CAAGATGAGATT-3' 5'-TGGGGGA- H1 Adeasy-
CAAAAAGGGGGAAGG-3’ EGFP H1. 37°C 50 mL/L CO, 48 h
5'-ATGCCAGCGGGGACAGCAGC-3' RNA . RT-PCR HepG2
5'-GGTGTCTCCTGGTCTCTTCC-3’ HBx
HepG2 RNA RNA
1.2 5mng RNA SuperScript™ 11
1.2.1 pShuttle-HBx2 pShuttle-HBx5 cDNA cDNA
Xba 1 Hind I pSUPER-HBx2 PE2400 DNA PCR . HBx
pSUPER-HBx5 RNAi HBx2 PCR 95°C Smin 95C 30 s 57°C 30
HBx5 300 bp s 72C30s 30 72°C 5 min.
Xba 1l Hind III HBx 464 bp B-
pShuttle actin 95C 3mn 95C 30s
Xba 1l Hind III 10 mL/L 55C30s 72C 45s 20 72°C 5
. RNA  short interfering min 438 bp EGFP PCR
RNA siRNA pShuttle- 95°C S5mn 95C 30 s 58C 45 s 72C
HBx2  pShuttle-HBx5. 30s 27 72°C 5 min
1.2.2 pAdeasy-HBx2 pAdeasy-HBx5 538 bp. 10 mL/L
pShuttle-HBx2 pShuttle-HBx5 Pme 1 mRNA .
pAdeasy-1  10:1 BJ5183 1.2.5 Western Blot HBX
100 pL
Pme I 4%C 10 000 ¢ 20 min
DH5a 2 x SDS Loading Buffer 5 min 30 pL
SDS-PAGE
HBx . 5 g/L 2h
Adeasy-H1 H1 pAdShuttle 1:200 mye EGFP 2 h
Pme 1 pAdeasy 1:2000 HRP 1h.
TBST ECL 1 mL
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