24 3 ( ) Vol. 24, No.3
2003 7 Journal of South China Agricultural University(Natural Science Edition) Jul. 2003
A gk
EH, EHR THEAA XEH HHeR
(Bl R XF EEFIR JF J ) 510642)
(PRV)NIA-3  Rice sk , 1 Hind I1I. BamH 1
., PRV A (PRV-YA) s (PCR) sk s
PMDIS-T s PMD18&gE;  Hindlll BamHI s 2
£ . peDNA3 1(+) .
pcDNA3 FgF,  PCR ,
; ; g ; PMDIST  ; pecDNA3 1(+)
: 5852 659. 1 :A : 1001— 411X (2003) 03— 0069— 04
(pseudorabies, PR) A (PRV-YA)
, (pseudorabies virus, ;
PRV) a— , pcDNA3. 1(+) Invitrogen ;
145 kb DNA ;  PMDI&T ( )
oF gl TK PRV : ; DHs.
, PRV 1.2
(-3 : : DMEM  Gibw BRL ;
(43 ; Hnd 1II.BamH I . EwR1 dNTPs
, ( ) ; 1 000 bp Ladder
) , s LGlu-
ok tamine.RNA ~ .T4DNA Ligase 200 bp Ladder
, ok ADNA/ EcoR1 + Hind 1l
, ok . ; Tag DNA
PRV gF : ; UNIQ-5 DNA
, 1.3
N gk . NIA-3  Rice gk
peDNA3 1 (H) : 1 , Hind T
, , ATG ;
PRV A (PRV-YA) o, BamH | 2
PRV gE : PRV :
gk ELSA : 5' AAG CIT ATG CAC CAC CAC CAC
CAC CAC GGC GAC GAT GAC 3';
:5' GGA TCC TCA TCA GGG (GA GAA
1 GAG CTG 3'.
1.1 . 1.4
HS. 2H ; PRV-YA HS. 2H
:2002— 11— 04 : % 1B4(1977—), B, WA, EBAEE. AR (1946—), F, &l B4R,

s AR CH A HGT R RE (KMO03507N); E R B A& AR5 K 25 8 oRE (39770033)



70 ( ) 24
, 90%CPE , [ 7] MI 1 2 3 4 5 6 M2
1.5 PRVgE
. 19000
PRY-YA KR 2o T
) : 10X PCR 5 ML, dNTPS(2 | uf)ll :[1 1 000 bp
RO
mmol/L) § KL, (DMSO)S L, . 600 b |
250, 050 Tag (25U0)0.5HL, 400 bp
50 ML. .94 C 4 min; 200:p
Hu C30s, 56 C30s 72 C30s, 25 ;
72 C 7 min. PCR 0.01 ¢/mL M1 200 bp Ladder ;1,4 PMDI18¢E @. @PCR
(0.5 tg/mLEB) 32 5. EcoR1 -+ Hind 111 PMDI18-gE D.®; 3. 6.
) EcoRI PMD18-¢E D.@; M21 000 bp Ladder
1.6 gE
(1) PMD18-¢E UNIQ-5 DNA M1 200 bp Ladder Markers L 4. PCR products of PMDI8-ED.@); 2. 5.
PCR DNA , PMDI18-¢gE@D . @/ EoR1 -+ Hind 11§ 3, 6. PMD18-gE@D. @/ EcoR 1 ; M2
PMDI1&T . , 1 000 bp Ladder Marker
, PCR ; (8 1 PMDI8gE
PCR DNA EcoR 1 Hind TII Fig. 1 Results of PCR and digestion of recombinant PMD18-gE
EcoR1 . ) 2.3 pcDNA3. 1-gE
PMD18-gE. pcDNA3. 1gE . PCR
) pcDNA3. 1-gE . 1 600 bp ;  EcoRI
BamH] Hind III Hind 11T EcoR1
pdDNA3. 1(+) PMD18-gE, UNIQ-5 1 610 bp 1 5.4
DNA pe- kb s 1 6.0 kb
DNA3. 1(+) gE . ¢ 2.
M1 2 i 4 M2
pcDNA3. 1-gE. —
1.7 — lg:{' E!f"- bp
pcDNA3. 1-gE 2000 bp | % ”;_ I.;I‘W e
{ 200 bp | 1375 bp
| lll"lhp:;_ 947 bp
: : PRV~ so0bpl__ 831 b
' 600 bp 564 bp
Rice gE 100 bp
2
M1 200 bp Lacder ; 1. peDNA3. I-gE PCR ;2. EoR
2.1 gE [ +Hind 11T pdNA3. 1gE ; 3. EoRI peD-
PRV-YA s NA3 1(+) 3 4 EcoR1 pcDNA3. 1-gE ;s M2
PCR , D) ,  ADNA/EcoRI + HindIIl
0.01 g/mL 1 M1 200 bp Ladder Marker ; 1. PCR product of pcDNA3. I-gE ;
' ’ 2. peDNA3. 1-gE/ EcoRI + Hind Ik 3. pcDNAZ 1(+)/ EoRI ;
600 bp ’ ’ 4. peDNA3. 1-gE/ EcoRI ; M2ADNA/ EcoRI +  Hind 111 Marker
2 pcDNA3 1-gE
2.2 PMD18ng Fig. 2 Results of PCR and digestion of recombinant pcDNA3, 1-gE
PMD18-gE ) PCR * 24
1 600 bp H EcoR 1 , (YUG’A)
Hind IH ’ 1 680 bp PRV-Rice gE ( 3),
1 2. 62 kb ;  EcoRI 97.5%,

; 1 329kb . C D. : 0 , S
?1994-2016 China Academic Journal Electronic Pubhsf%lsigl/lof)usc. All rights reserved. hltp://\y\fs\\/\p%%kl.nel’



3 A gE 71
s pcDNA3. 1-  gE
Yue-A GGCGACGATGACCTCGACGGCGACCTCAACGGCGACCTCGACGTCGACGA 50
Ricek -~ e G——-———-
Yue-A CCGCCGCGCGGGCTTCGGCTCGGCCCTCGCCTCCCTGAGGGAGGCGCCCC 100
Rice A-——mm
:P&A CGGCCCATCTGGTGAACGTGTCCGAGGGCGCCAACTTCACCCTCGACGCG 150
ice
Yue-A CGCGGCGACGGCGCCGTGCTGGCCGGGATCTGGACGTTCCTGCCCGTCCG 200
rRice. G e
Yue-A CGGCTGCGACGCCGTGTCGGTGACCACGGTGTGCTTCGAGACCGCGTGCC 250
Ricc. Gommmmm e P e e e
Yue-A ACCCGGACCTGGTGCTGGGCCGCGCCTGCGTCCCCGAGGCCCCGGAGATG 300
Rice W @ e - CcG-
Yue-A GGCATCGGCGACTACCTGCCGCCCGAGGTGCCGCGGCTCCGGCGCGAGCC 350
Rice.#-!l. @ - e A-———————=
Yue-A GCCCATCGTCACCCCGGAGCGGTGGTCGCCGCACCTGAGCGTCCTGCGGG 400
Rice @ @ - C-——-—-- G--—-—-—-—
Yue-A CCACGCCCAACGACACGGGCCTCTACACGCTGCACGACGCCTCGGGGCCG 450
Rice e -
Yue-A CGGGCCGTGTTCTTTGTGGCGGTGGGCGACCGGCCGCCCGCGCCGGCGGA 500
Rice e - CcT--C
Yue-A CCCGGTGGGCCCCGCGCGCCACGAGCCCCGCTTCCACGCGCTCGGCTTCC 550
Rice & @ e e
Yue-A ACTCGCAGCTCTTCTCGCCC 570
Rice @ -
3 PRV gE
Fig. 3 Comparson of nucleotide sequence of PRV gE genes
. 9,
3 oF
’ ’ ATG [10 11] , ’ of!
ACT; , s
Hind III ; BamH | , . PRV
; , gk 52 ~238
6 : PRV-YA ¢E
) s PRV Rice
; PCR . 97 Y6
PMD18-T , 95. 3 %% PRV-SH ( IR
PMD18-gE, Hind Tl BamH1  PRV-Ea( ) .
PMD18-¢E . 2 99 %6, 98. 4%,
gk ) N gk ,
pdNA3. 1(+) , ; ; gk
pcDNA3. 1¢E. PRV

gk



72 ( ) 24

pcDNA3. 1gE 99— 106.
, (2KM 03507N ) [5 MORENKOV O S FODOR N, FODOR I. Indirect ELISAs
based on recombinant and affinity-purified glycopwotein E of
Aujeszky s disease viws to differentiate between vaccinated

and infected animals[ J] . Acta Vet Hung, 1999, 47(1). 137

’ ’ — 150.
: K . . ., . PRV gE
] ) . 2002, 23(4); 71— 74,
s 5 s [7 , , ,
, , (. » 2000,
; DNA . 21(2): 79— 81.
) ; [ } EF T.
DNA ) (M. 2 . . .
,1992. 19— 22.
, ’ [9 s P , . gk
[1213].’ ’ GFP [y.
’ ’ , 2001, 31(10): 5—7.
’ : [ 10 BABICN, KLIPP B G BRACK A, et al. Deletions of gly-

copwotein gk reduces the propagation of pseudorabis virus in
the newvous system of the mouse after intranasal inoculation
[J]. ] Viology.: 1996 219, 279—284.

[ 1]  KRITAS S K, PENSAERT M, METTENIEITERT C et al.
Invasion and spread of single gy copotein deleted mutants of

(1 BE S D, WL . [M].
8 . ) s ,
, 2000. 239— 253.
[2] KIMMANT G, de WINDN, de BRUINT, etal. Inactivation
of glycoprotein git and thymidine kinase or the US3-encoded

potein kinase synergistically decreases in vivo replication of

Aujeszky’ s disease virus (ADV) in the tigeminal newous
pathway of pigs after intranasal inoculation| J] . J Vet Micro-
biol, 1994, 40. 323— 334.

pseudorabies vitus and the induction of pmotection immunity [12  CASEILIE BETT M. GROSSI M P, et al. DNA immu-
[J] . Virology, 1994, 205, 511— 518.

[3 MGOGREGOR S FASTERDAY B C, KAPIAN A S e al.
Vaccination of swine with thymidine kinase-deficient mutants
of pseudorabies virus [ J] . Am J Vet Res 1985, 46(7).
1 494— 1 497.

[4 KINKERDR, SWENSONSI, WU LL, et a. Evaluation of
sewlogical tests for the detection of pseudorabies gk antibodies
during early infection[ ]| . Vet Micwbiol, 1997, 55(1—4).

nization with HIV-1 tat mutated in the trans activation domain
induces humoral and cellular immune responses against wild-
type taf J] . Immunol, 1999, 162(9). 5 631— 5 638.

[ 13 TURNES C G, ALEIXOJ A, MONTEIRO AV, et al. DNA
inoculation with a plasmid vector camying the faeG adhesin
gene of Escherichia coli K88ab induced immune responses in

mice and pigs| J] . Vaccine, 1999, 17(15— 16): 2 089—
2 095.

Construction of an Eukaryotic Expression Plasmid for gE Gene of
Pseudorabies Virus Strain Yue-A

WU De-ming, HUANG Yu-mao, LUO Man-lin, LIU Zhen-ming, WU Su-xiao
(College of Veterinary Medicine, South China Agric. Univ., Guargzhou 510642, China)

Abstract: Based on the gE nucleotide sequence of PRV strains NIA-3 and Rice, a pair of primers were designed. Using
the genome DNA of the strain Yue-A of PRV , which was isolated from an outbreak in Guangdong Province, as template,
a segment of gE was amplified by polymerase chain reaction (PCR), and a fragment with the expecied size was obtained.
The gE gene fragment was cloned into PMD18-T veclors and the recombinant plasmid named PMD18-gE obtained. The
gE fragment was recovered after the plasmid PMD18-gE was digested with Hind Illand BamH I, then was cloned into
the mammalian expression vector pcDNA3. 1 (+). Finally, a recombinant plasmid named pcDNA3. 1¢F, which was
identified by PCR, restriction enzyme analysis and sequencing , was obtained.
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