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RUBRRFEANELHE LRATREUNERIRACRENRYBENTRRD, MDER
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910 A SPF RS ARER M ERE. AERFRAMCEREE R TERE EKTS
49% W4l A F10-199 1E3 4,
1.2 ERIR4E

FPV #E A8 ik pFG1175-1 4 FPV ER L BHERA DNA KB, b5 FPV EHAT %S
EWELBXRBESA HHEEEFAFPVERAY ., MEXALTEYNFRETES A TER
To BRETETHRABITEY LocZ XH, HBRBEAD B Xgal A KA, SHATME. SEEA
FPV(:FPV), Mtk TERS e, _

SRS pUCLY KB B 24 H TGL ¥¥ B Boehringer Mannheim 4 8], Z E 27,
1.3 %%

DMEM, Tryptose Phosphate Broth (TPB), F10.199 B4 8§ Sigma 28], B E A BB S HIEY W Oxoid
855,
1.4 B XEAEANRAANK
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Expand™ & {f L PCR %4, dig DNA $7iC 51 WA &, DOSPER NS 5 %2 ), A ¥ 5 B X (Ampi-
cillin}, X-gal, IPTG, HEPES ##] F* Baehringer Mannheim 2> 8] s & 2 £ TR H .

MDV-gB i AR ERPHEZEM AERT. LTI HE >4 Hrd,
1.5 DNA #4F

WHEAERSERA DNA MRS HEITER[ST#T. BoRa i &fa4 % DNA MY 54 .
KB A R AL O (6 ) 1T, BRE 23 1% Dig DNA 70 SRR & B85,
1.6 PCR¥#

%M Boehringer Mannheim £+ 7] PCR iZ#| & BRI M B,
1.7 WRFNEMMRE(rFPV)ayshit
1.7.1 #3.7E S0ml FHEPHEFIAM CEF, B L ZG4H# EPV 0.5 mL,3~4 h S §: & — Ep-
pendorf B 1, A HBS(20 mmol/L. HEPES, 150 mmol/L NaCl, pH7.4) 5 #8 5 pg 5 8% 17 12 64 JE B pFG-
BR1175-1 & 50 pL t8:; 5 —& 4 15,1 DOSPER Jg B 6B T 35 uL HBS 1 S HFA T HEY, B8
WRRESTEZRME 1530 min; HILME DMEM 5 RECER FPV SR 2 B, R ERW BT
i, SN DMEM 353558 2.5 mL; RN -TER KRS DRE -~ KER, S FHAR ARG T
BAM, EREIRS, R T6%CO, EREDITURR 6 h /G, BHAMAFI®RE 37T 5 10% FCSH
BFRE25mL37CHERAE. BERMAE 1% FCS M ERR,
£.7.2 FPV @#AAL R I B B0 % A S, IR RBER TN, REFR3 K, ER%. T
H® A 50nm 45 5 Ol eh LK A CEF 810, B L2 )5, B E R W 586 3, #2030 80% 1L 4@
HFEEGHR0.8%MEFRTIR(HF 200 pg/ml. X-gal), F 6% CO, 37T K FaLEIESH, 480 5, AEE
RERYECHEAR, GR3KE, AUEREHENANR CEF, E¥ LRS ], BRI LE AR
&,
1.8 [EERBREAR(IFA)

LU rFPV BB 3 CEF M, 72 higdl l, A BB FHE,

2 HRPEw
2.1 MDYV Rispens # g8 X PCR it
2.1.1 THE3IHHRH S &8 7R ETR7, 818, FRlE T

P, — —CCA CTG CAG ATG CAC TAT TTT AGG OGG AAT TGC ATA TTT(39 mer)

P, - — CGC CGA ATT CAG AAG GAA AGC ATC GAG CAA TCA C(34 mer), B E#4¢5z Fg
i M BB G
2.1.2 PCR™¥WA/:PCR LA RIS, B Spl KW PH7E 0.7% S9BINSEEERE b ol 3k, S5 2419 20

—#49 2.9kb BV B —FHF(HE 1),

2.1.3 PCREYEERTR .PCRI=YWHRHELSERAT ENTMWFE, PCR =S 5B R K
HEALE, S FRRAEEMLE, Fab i CEF DNA H F fE8 6149 DNA SR, 43 31 48 2 B v 0 B
E, SROH2),MDV ¢B ERFHH S PCREHEAAMMNREN, EHCNMEERES AT
FRER B4 Py U188 51 Hr it PCR 79 (B 3), #t—F iE TP 0949 2.9kb &4 % MDV ) 2B BH, B
JG. A Pst 1/EcoR 1 DUB§ YT L, SRE pUCIS (M 4), #2 pMGB, '
2.2 MDY Rispens ¥ ¢B 2H¥% FPV PH)E L
2.2.1 gB#[ FPVIEAEEMHE pMGB 585K & AR A& pFC1175-1 4 % EcoRT # HindITI
B, RIET RCLU TADNARGEMB TR E0NBERR BR P« MY, BYEERNKE, ¥
gB BHEF I E pFG1175-1 1, M#EAXTHEHEEMA T, MU (E 5)E &% % pFGBRI175-1,
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H 1 PCREME=yIn 'S BEEER aik
1. MDV Rispens #;2. A DNA/EcoR]I + HindIIl.

1 2 3
. ' 3 PCR =#Haym 547

1.4 DNA/EcoRI + HindIll;2, PCR 7=#/Hindl-
II; 3. PCR = #1/EcoRV: 4. PCR 7 #/BamHI;
5.PCR ™#1/BamHI + EcoRV.

B2 H&EEHH PCR At
1.PCR 7 #7#:2_.CEF DNA;
3. B fE#R4HA9 DNAS.

B 5 pFGBR1175-1 BEHI 540
1.1 DNA/EcoRI + HindlI1;2. pFG1175-/Pstl;

B4 pMGB HIRYIS BT 3. pFGBR1175-1/Pstl ;4. pFG1175-1/ EcoRV
1.1 DNA /EcoRI + HindIll; 2. pMGB /HindIil; 3. iy

“pMGB /EcoRI + Pstl; 4. pMGB /Pstl;

5.pMGB /BamHI + EcoRV.
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2.2.2 MDV-gB B FPV EEMA DB S B

B R(E6), gB EE B4 H 5 pFGBR1175- . 5 )

L.orFPV &M A DNA 2 IR R, RETBF4{L . )
45 (FPV HEA MDV-gB %5, Js v
2.2.3 MDVgB EHZE FPV iy £ k. MDV-

Rispens B B fFPV B §v 49 CEF 41 il oF 4 3L i 40 B 3

REERABMBETESRERBAERL, CEF & . N
FPV BE8f) CEF FR W3 . XM A FPV EH

HAhiy MDV_gB EFRBRT ik, 4 5 6
2.3 it
6 SFETm/EK FPV
MDV%—FFF%?‘HW%%&%%'E%E@%&# 1.CEF DNA;2. 3. 6. rFPV DNA;
BB O, BT SR SUR A N AL DNA Mt i 4.FPV DNA:5. pFGBR1175- DNA

HAxHEXTREGEEABNESE, YIKEHT

PCREAR., XHHAFPVEFEHES, HAEX

T2, MHEHS MDV HIF M X, X h#— B ¢B £ MDV Rispens BB R N Py HLEEHET
FE, R AHRITT T HERE.
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CLONING OF GLYCOPROTEIN B GENE FROM STRAIN RISPENS
OF MAREK’S DISEASE VIRUS AND CONSTRUCTION
OF RECOMBINANT FOWLPOX VIRUS

Xing Li Peng Daxin Zhu Aihua Liu Xiufan Zhang Rukuan
( Department of Veterinary Medicine, Agricultural College, Yangzhou University, Yangzhon 225009)

Abstract Purified DNAs from Chicken Embryo Fibroblast (CEF) cultures infected with MDV
strain Rispens were used as templates. Specific fragment with the size of about 2.9kb was success-
fully amplified through Polymerase Chain Reaction(PCR)and identified to be gB gene of MDDV by
dot blot hybridization with a digoxigenin-labelled MDV gB specific oligonucleotide probe.

The gB gene from strain Rispens was cloned into pUC19 and FPV insertion vector pFG1175-1
to construct plasmid pMGB and pFGBR1775-1 respectively. DOSPER liposome-mediated transfec-
tion with insertion vector DNA pFGBR1175-1 was performed on CEF monolayers infected with
FPV 3 — 4 h earlier. Recombinant FPV was clone purified. Immunoflucrescence Assay { IFA)
showed that MDV gB gene had been expressed in FPV.

Key words Marek’s disease virus, Glycoprotein B antigen, Recombinant fowlpox Virus.
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