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Gene™6 Roche Promega F10 199 IgG-
FITC Sigma MDV ¢B
1.4
Hindlll Sph I Pst1 Sall Xbal BamHI Smal Kpnl Scal EcoR1
2 o EcoRV pFPV7s
FPV7s pppGI8 BamH | Klenow P7.5-P11-LacZ EcoR 1
Ps pGS pGS  FPV7s Xbal Kpnl Hind[ll
pFGS11 FPV-Ps—>MCS-LacZ-P11-FPV T4 DNA
16C 4h DH5a X-Gal IPTG 1B
37°C 16~ 18 h ’
1.5 MDV gB y
PMGB 2B pFGS11 ~ MCS 2B Ps pFGBS
PE/L-1IFN pFGBS pFGBSI 18C
5 min
1.6 MDV gB Y rFPV-gB-1FN
FuGene™6 60mm SPF CEF 0.1 MOl
FPV 282F4 CEF 37°C 3~4h DMEM 4mlL 2
~ 4pg pFGBSI 30uL.  TE 1:3  FuGene 100p.L. DMEM
15min CEF  DMEM 37C 6h
3
6
1.7 MDV ¢B Y
MDV gB ’ Ps MDV ¢B rFPV-
gB Y VsV )
0.01 MOI CEF 72 h 96 CEF 100 pl/ 37°C
10* TID5, VSV 10p1/ 30 min 37°C 24 ~48 h
VSV x 10 Y
1.8 CEF
MDV ¢B FPV
1:10  1:20 CEF 37°C 30min 96h 12
0.1 MOIL CEF 37°C 72h
2
2.1 MDV ¢B Y
Ps  Pll-LacZ FPV7s pFGS11 MDV
2B Ps PE/L-IFN 2B 1 pFGBSI
pFGS11 2 pFGBSI 3 PE/L-IFN  Ps-gB pEFGBSI1 EcoRV
7.9kb 2.5kb  2.4kb pFGBSI2 EcoRV 7.9kb 2.6kb  2.3kb
2.2 MDV gB Y
pFGBSI2 FPV 282FE4 CEF tFPV-gB-IFN
rFPV-gB-1IFN CEF 4 VSV
rFPV-gB-IFN  72h Y 640 ~ 1280 /ml
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EcoRl  EcoRV
BamHl Smal Kpnl Scal
HindII EcoRI Pstl EcoRV BamHI  HindIIl Ec[oRI
FPV
PFGSTI B
Amp* /
BamHI+k _F,__w”"'fPs{HE RI+kL
am enow co enow
-~
Smal Kpnl
i SfmaI EcoRl
HindIIL EcoRV
BamHI
EcoR]1 BamHl  EcoRV EcoRl
EcoRV K |
“~ EcoRI PE/L IFN
HindI
FPV FPV T
N ~—
\_ ‘H_\\ F/ /
Smal EcoRI+klenow
BamHI ~ Kpnl _Scal
EcoRV
HindII EcoR1
BamHI._, EcoRV
EcoRV-~.
Ps " EcoRI
Hindll—— FPV
FPV e Amp*
e
1 MDV gB v
bp
— 21227
5448
3530
— 2027

2 pEGS11
X DNA/EcoR 1 + Hindlll 1.Ps+ EcoR1 2.pppGl8
+ BamH | 3.pGS + Hind [l 4. FPV7s + EcoR 1 5.
pFGS11 + Hindlll + EcoR1 6.pFGS11+ BamH]1 .

M.

3 pFGBSI

ADNA/EcoR I + Hind [l 1.pGBSIl + BamH T 2.
pGBSIl + EcoRV 3. pGBSI2 + BamH I 4. pGBSI2 +
EcoRV 5. pFGBS + BamH I 6. pFGBS + EcoRV 7. PE/I-
IFN + EcoR T .

M.
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2.3 rFPV-gB-IFN CEF

MDV gB
A 1FPV-¢B B 1FPV-gB-TFN.

1 YFPV-gB FPV YFPV-gB-1FN
YFPV-¢B-1FN YFPV-gB FPV
/pm / PFU/mlL
YFPV-gB-IFN 53871 X 413+61 b* 1.5x 107
YFPV-gB 771+ 114 X 65489 a* 6.1x 10
WT-FPV 791 £114 X 663 121 a” 5.6% 107
. P<0.05
3
v MHC T I
ThO  Thl CD8 CTL 10 Karaca
NDVF HN 1 1
Rautenschlein NDVF HN 1 1[I rFPV-NDV-IFN- [[
MDV gB Y
FPV rFPV-gB-IFN FPV FPV
Levy " 1 2 MDV IFN 1 3~4d
CVI988  HVT gB 5~7d 7d  MDV
IFN MDV YFPV-gB-IFN 1FPV-gB
FPV  CEF tFPV-¢gB  FPV MDV ¢B
FPV MDV ¢gB v FPV-gB-
IFN FPV-¢gB  FPV Y
1 BW 10 1999.465 ~ 529.

2 Hazama M Mayumi A Asakaw N et al

. Vaccine 1993 11 6 679 ~

636
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3 Karaca K Sharma ] M Winslow B J et al . Vaccine 1998 16 16 1496 ~ 1503.

4 Rauten S Sharma ] M Winslow B J et al. Vaccine 1999 18 5~6 426 ~433.

5 1995 16 4 13~17.

6 . 1999 2 2 25~28.

7 1999 39 2 164 ~ 167.

8 2000 8 3 236 239.

9 J EF T. . . . 1998.
10 . . 2000.82 ~ 120.

11~ Levy A M Heller E D Leitner G. Acta Virologica 1999 43 2~3 121 ~127.

Construction of Recombinant Fowlpox Virus Coexpressing Marek’ s Disease
Virus gB and Chicken Type || Interferon Genes”

Peng Daxin Liu Xiufan™ Cheng Jian Zhou Chunhong Chen Sujuan
College of Animal Husbandry and Veterinary Science Yangzhou University Yangzhou Jiangsu 225009 China

Abstract Recombinant fowlpox viruses rFPVs coexpressing MDV gB and chicken type [ interfer-
on IFN-I[ gene were constructed by using different promoters of Ps and PE/L. tFPVs were select-
ed and purified by blue plaque expressing 3-galactosidase . The expression of MDV gB gene was con-
firmed by indirect immunofluorescence assay . The levels of MDV ¢B expressed in rFPV-gB-IFN un-
der the control of the synthetic promoter Ps was same as that in rFPV-gB. The expression of IFN- [[
was examined in chicken embryo fibroblast CEF by protection against vesicular stomatitis virus-in-
duced cytopathic effect. The levels of IFN expressed in CEF was 640 ~ 1280 units/mL. When rFPVs
were propagated in CEF the plaque sizes of rFPV-gB were larger than those of rFPV-gB-IFN the
plaque formation units of rFPV-gB were also more than those of rFPV-gB-IFN.

Key words Marek’ s disease virus gB Chicken type I interferon Fowlpox virus
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