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BEXBREDAKEEREERD D EANERSRIE’
REE B OR RXH BRE KRER ARR IHE

Pl AssYHEHEESRRE SHEHP.L ITH 510275

(gl kA BERBESE RN 43000000 ERMERFRAEHEN RIL 430079)
B OEERTUEAGRET ANAHOBEBEEA DMBERFETTFANE, 5B
$BiE 0 Rice BEFI L, A H BRI ¥ AT 98% AR IRtk B S R BT FIRIEIEN 97% . fFiL
EEARTAASYRNTEOFR B EH B Rk pSX35A F, B N H A KB A
pSX35A-gD, SEFE B R WAV L B IR T AU B & (R & (AcMNPV-OCC™ ) B [ 2 DNA
RN S M 2FFEEE BT D BEEMEERE AcMNPV-OCC” gD.
B S B LS R HiS 40 M k4T T2k 40 AR 40 LB B 40 SDS-PAGE R Western-Blat-
ting ¥ B R4 TR £ 47%kD #9 D EEBHTHEEZE ARSBELSAREEAN 6.2%, R
B D BEHAARERME,
E@RE WERFBRE, HDEE, FREFRZERR
FESEXS:Q939.4 RN A I %= :0001-6209 (2001} 03-0329-05

BHFE F 55 & B B 5T £ 55 5% % (pseudorabies virus, PRV) 3 E M E MR & RFEHYWHE
MBS % AT R B B SR AT B ik 1009 , AR AR 96 O] 7= 4k IF R R SRR SR AR | BR B R R
R HAWHLS AeRERVAEEFEVERTERNEFREL., LHEMNENG
P KEERFNEETR AAGFANFEE KEHSRFERE FEHRA BRE
o R R D E M BRSS9 PRV BEH TREEN R YA AERLSL -

PRV B S HEEMN o mE LR, HEFH LR DNA, K/ 150kb,C+ CE R
Yk 720 B T0~ 100 EH. REBAM,.CX PRVEBHN 11 MEER#T T £EE
(5 R ThEEFFSY , 5 ¢C B G gl . gM . gN BB B H HIIE LT ;gB.gD gH gK FEWHEE
HHER, DEAMTFPRVEOERE L S25RENRHATFELE RORE-FEAR
Ho B g ELHE T 1 L BB B S AL T A b M B L SR PRV BE M R MR . B
B,eD BIA N E PRV TR AWHE KBRS, FIRE PRV Rice ¥k gD £ A #7531
WA R T 53" L PRV Bb A ¥R B4 DNA MR, EH PCRERT BT ERY
gD N, 3¢ FI B4 5 21 T & 94T RO # b R 1F pSX35A BT /L B LA A o RE 7
TR, FFT—4H# PRVERNTHTRAMNBHITT T &M,

1 #EFh &

1.1 =B k. B
T 5T b 5 K 28 ¥ [k AcMNPV-OCC™ %5 % DNA B & PharMingen %t ) ; PRV-9F A #& 5 4F

AR EE SR S (3967055 ) M B 7 B & (IF5:B/2987-1) FT B
BT (1968 - ), B WML EWLA WITRE. FEAFHEBRT TEREHR,
1 7K A HA :2000-08-17, {§ 5 B 7 : 2000-11-04
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BRI KFESHYHBFESEMBEHRE EATH IaNPV-SVI G HAEMERE,

PK-ISHMBEPR I X FDYHRFERE BAER HS ARG EEHAF,

# 1§ pBluescript [l KS™ 3 T STRATAGENE 2 7 R R TEWHRFEES B R IK
pSX35A HEEMEBRET.
1.2 TAMSEH

R A 14 D) B8, TagDNA 3R 4 88, TADNA M35, s B 32 46, BE I 14, DNA 8 52 [ i
A& s MEEEEYWTRELAA . XEE LY ITHS F . GIBCO-BRL, PRO-
MEGA .QTAGEN Z: =) ; 8 4L PRV 1M i ,HRP #1iD BT G Hiatym i k¥ 5P
1.3 #HEDNAKS&E

WY SR DNA AH1 % 2 B8 01 AT,
1.4 B|4#i&it5 PCR ¥ 1%

% M8 Frik S A KB #M PRV Rice % gD #AF Y Xt 4R T -3, EBFEMF
PETF .

P1:5" TTTGGATCCATGCTGCTCGCAGCGCTATIGCGCG 3’ 3l A BamHI 4 &, ;

P2:5" TTTGAATTCCATCATCGACGCCGGTACTGCGGA 3’ 9l A EcoRI {7 45,

RAEEF 96T 5 E 4 3min, A5 95C 1min, 60C 1min,72°C 1.5min # 17 30 18
W, &5 T2CEM 10ming F B2 0.8% 575 85 5 I B 3K 1, QIAGEN DNA ¥ I [ i
Kit [Fld B ) DNA.
1.5 AFERBMBESEINE

PCR [E[ 47" #) & BamHV/ EcoRI XUB§ Y J5 , # A JE#L pBluescript 1 KS™ B BamHI/ EcoRI
10 #8153 B F K pBluescript [ KS™ -gD, H A ABI Bl 5 (X # 17 EFI M 52, %
£ DNASIS #1 PROSIS ¥4+ #1750 #1 .
1.6 EAHBEHENNGR

H BamHU EcoRV M pBluescript [ KS™-gD 41T gD B , % H B A5 B R % pSX35A 1)
Bglll, Smal i S 2 (6], 45 22 A BE 40 5% B8 8 1K pSX35A-gD. BAA#ES W c#Ht(6].
1.7 EEARmERNRZE g

KREFREN FERWBEATRAS, B1E#REMR GIBCO-BRL 2 7l CellFECTIN 7 &
HHHHET, BEHBERENSRALS B IR[7],
1.8 gb EEMFER&N

FIE S B AcNPV-OCC’ -gD BRI 4 5L K HiS 4080, 27°C 3% 72h /5, Wic 45 4 B 3
1740 #d 5. F1 SDS-PAGE, #% /5 A1 & #1 PRV 7T Il & ## 1T Westem-blotting, B 1% # 1F & B8 3 #t
(6185 h0 84 .

2 %R

2,1 gD ERAMFHMEFINWE
L PRV SR A 2R B4l DNA AR, ZFA PCREAN gD BERAHAT THI T 1,8
B — k20 1240bp MU MR B, ST MM X0 5 F B pBluescript [[ KS™ -gD # 17 FE 71 8

© PERFRBEDFRMATIRKSHREST http://journals. im. ac

Cr

1



3IW BHELS . HERAFET ARCIREES D BANRESRR 331

EEERAGH, I gD AR 1230bp, HIE T AR D BRHEHBK F,
22 BEAHBEHE pSX35A-gD M

EA WK pSX35A-gD WM B WE 1 AR, B4 pSX35A £ B4 F KK
RALABRBET s AN EBRERRS T Pvix FWRFEEMNELE p3s B&h T
P35S, hEMEREMBFTE ERBEHENEEANKRLE, BRI TEN LERNE

BamH1 FEoRT EwoRV

Ppolh?synPJvarBSPstI Bglll Smu I  Sacl
| L L |

iﬂamHI FEoRY
BamH [ EcoRV

pSX35A-gD
7.14kb

1 EHARBHE S5A DN

Fig.1 Construction of recombiﬁant transfer vector pSX354-gD

AT T 2RABEREXEZIE HHRINEHARSRBEREAE. B BamHI/ EcoRV M
pBluescript 1 KS™ -gD 41 F gD ZF F , T T pSX354A M Bgill, Smal {5 218,132 BH %
BEIE pSX35A¢gD. & Pul/Secl MU S EHBE AN EYE, WA 2 575,

2.3 ERRBE AcNPV-OCC* gD ¥ B A {k,

o EE B pSX354-gD S B SE Gk 5k A4 M 1k AcMNPV-OCC™ DNA £ JE & 4 &
FEER HIS 4008 ,9h EAAMRHABERE . BAFTRBEAET4 Rt ER LW
#iT Sl 2R RS RBIEE SRR EMERY OCC' ,Blue MHMEAFHRHET
Rt PCRY M, FEVLER PCREYRE AR M BEASTHRETRETR .
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2.4 gD BEFEE His BRAPHRESHRA

HMOI NS MEARERE T RERN
B Hi5 4088 ,27°CH 3 72h /5, W02 40 R AT
SDS-PAGE, B R E R TEHERNAR
HROAREATHFEA 4D NES, A
3. Western-blotting Zi R R Z R A=Y HH
M D BB, ME4FTR, MEERAME
RERARFEALSYIRLEARN 6.2%,
T E 4 B 8 ToNPV-SVI™ G B Qe 89 Hi5 4050
BAKME gD WEK,

2 pSX35A-gD MBI 4 T
Fig.2 Characterization of pSX35A-gD by Pst)/ Sacl digestion
1.DL-15000bp marker;2.pSX35A-gD digested by Pstl/Sacl;
3.pSX35A digested by PstI/ SacI;4. pBluescript [ KS - -gD
digested by BamHI/ EcoRV; 5.DL-2000bp marker.

47kD

4 gD & B K Wester-blotting 4 #7

B3 RIS EAA SDS-PAGE 4+ 17 Fig.4  Western-blotting analysis of
Fig.3 SDS-PAGE anralysis of the total cellular glycoprotein gD expressed inrHiS
proteins of Hi5 cells 72h postinfection 1. Protein molecular weihgt marker;
1,2 HiS cells infected with AcMNPV-OCC* -gD; 2. Hi5 cells infected with
3.Hi5 cells infected with TANPV-SVI~ G - AcMNPV-OCC™ -gD;
4. Mid-range protein molecular weihgt marker. 3.Hi5 cells infected with TnNPV-SVI~ G.
3 ittt

EHWMC RN LI HPRVEZEH, D R—HEIBENAEERER ,(EREE R
BEHERER, MEEEBEAAREERNY . B, D EFEEVHFEEEEE
PRVEFRTRIEEMEE M DNARE , BES ABEHNAHE,

BIEF PCRBEARY MIHETIET PRV 3 Atk oD ZH, FANEZLHREY, il
A K 1239bp(H XK K ) RIB—~ 1 405 M EERA R B R, FAREMRITEN
FRRP R BAIK pSX35A 7 Hi5S M P M Ih %K T oD £ H, SDS-PAGE K& Western- Blotting

© P ERFRMEDHRAATIKESHEEL http://journals. im. ac. cn



3 M BREFELZ HERMARED ARCLBREED D £EMLE 5 RK 333

BREW B TEART AMNPV-0CC" oD HiS HilERE RMEBEE T D EH. 2T
BA KD, STHITH/fF. REMN D BEHRARMESE KRS HAREEAMN6.2%-

ALBAAESHEN TFENMRBERE pSX35AEM B D HEEF =1
BHR BB THEN T, E D ERESNRLRFRFERF UEFHREEK
Y. Aaf , A FHRBANEARETERLS AR, B THITEARKRO L S RERE,
HAHRBRHITRAMBEEFRRE T —RBFHER., AXHWEE PRV B EHRT A £ gD
ERMREERAEEBREARPHNER, AT ~HIFRES oD A XA &% Ttk &3 H
PRV EH LT EHEE T HA,

B * X W
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CLONING AND EXPRESSION OF THE ENVELOPE GLYCOPROTEIN
gD GENE OF PSEUDORABIES VIRUS EA STRAIN"
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(? Institute of Entomology , Central- China Normal University , Wuhan 430079, China )

Abstract: The envelope glycoprotein gD gene of pseudorabies virus Ea strain was cloned via PCR
technique . Sequence analysis displayed 98 % nucleotide sequence homology and 97% deduced ami-
no acid sequence homology between our cloned gD gene and PRV Rice strain g} gene . The recombi-
nant transfer plasmid pSX35A-gD was obtained by inserting D gene inte the baculovirus transfer vec-
tor pSX35A with whole-phase promoter cassette,then transfected insect cell Hi5 with linearized Ac-
MNPV-0OCC™ virus DNA, and formed recombinant baculoviruses AcMNPV-0OCC" -gB} by homologous
recombination in insect cell . Recombinant baculoviruses infected insect cell Hi5 after being purified
by plaque assay. Both SDS-PAGE and Western-blotting showed glycoprotein gD with a molecular
weight of about 47kD was expressed specificially, product was about 6.2% of total cellular protein,
and expressed g} was of immunogenicity.
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