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Fig.1  Polyprotein gene of IBDV =3.0kb indicated by arrow
amplified by long RT-PCR
1 long RT-PCR product of polyprotein gene
M geneRuler DNA mix marker

2.2 pCI-VP2/VP4/VP3 ZJ111
pCI-VP2/VP4/VP3
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Fig.2  Identification of recombinant plasmid by restriction
endonuclease digestion
1 EcoRI 2 EcoRI and Kpnl 3 Xhol 4 EcoRI1 and
Xba 1 5 EcoR1 and Hindll 6 Apal 7 EcoRI and Acc |
M geneRuler DNA mix marker
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B3 FLEAEEPIRERS. Voo IRMARRESETL
Fig.3 Detection of morphological change caused by recombinant Salmonella typhimurium in Vero cell{ x 200)

(A) Vero cells infected by S. gyphimurium carrying pCI-VP2/VP4/VP3;(B) Vero cells infected by $. typhi

ium carrying pCl;

{C) Normal Vero cell control

A B

M4 FEEEXERREMEREARETE Vero FARFHRL
Fig.4 Indirect-immunofluorscence assay analysis of polyprotein gene of
IBDV expressed in Vero cells using Salmonella typhimurium as carrier
(A} The immunofluorscence of polyprotein gene of IBDV expressed
in Vero cells, FITC labeled; (B} Negative control

5 SDS-PAGE (A) and Western-blot(B)
EMEREAERTE Ve MIRPHFRL
Fig.5 SDS-PAGE (A) and Western-blot(B) of polyprotein gene of
IBDV expressed in Vero cells using Salmonella typhimurium
as carrier at 72h after transfection
M: molecular weight marker; 1: SDS-PAGE detection of lysate
of Vero cells transfected by S. typhimurium ZJ111/pCl;

2: SDS-PAGE detection of lysate of Vero cells transfected by
S. typhimurium ZJ111/pCI-VP2/VP4/VP3; 3: Western-blotting
detection of lysate of Vero cells transfected by 5. typhimurium

ZINVpCl; 4: West-blotting detection of lysate of Vero cells

transfected by S. yyphimurium ZJ111 /pCIl-VP2/VP4/VP3

HEFRARWENHTER RNA:A TEMBYE, 5N BY
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Expression of the Infectious Bursal Disease Virus Polyprotein in Vero Cells Using
Attenuated Salmonella typhimurium as Transgenic Carrier
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Abstract To examine if polyprotein gene VP2/VP4/VP3  of Infectious Bursal Disease Virus IBDV could be delivered into
mammalian cells and expressed using attenuated Salmonella typhimurium as vector. The IBDV polyprotein gene was amplified by
RT-PCR and inserted in to pCl an eukaryotic expression plasmid. The resulting recombinant pCI-VP2/VP4/VP3 was transformed
by electroporation into attenuated Salmonella typhimurium strain ZJ111 dam™ and phoP™  which was then use to transfect the
Vero cells. Gene specific RT-PCR revealed that VP2/VP4/VP3 was transcribed into mRNA in the Vero cells. Indirect immun-
ofluorscence assay SDS-PAGE and Western-blot analysis showed that VP2/VP4/VP3 was expressed and the product was immu-
no-reactive with anti-IBDV serum. This work provides essential precondition for developing a new oral DNA vaccine against IB-

DV.
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