24 4 ( ) Vol. 24 No. 4
2003 10 Journal of South China Agricultural University(Natural Science Edition) Oct. 2003

PK/gG/GFP

. 1 1 2y, 3 . 1
Tk, N A%, HEF, R R, ) 448
(1 4d R KF BEFIR TR JMN510422 & 7 RLKkF i EF % L & 7210095
3G & REKF £ 5% W &G 402460)

( pseudorabies virus PRV) PK o .
(GFP) s 1 s
KGDF. KGDF. KGFP-C1 GFP 1
GFP : KGDF PRV HB BHK21 .
GFP
; : PK/ oG/ GFP ; (GFP)
: S852 65 : A : 1001— 411X (2003) 04— 0064— 03
(pseudorabies ) (pseu- . EGFP
dorabies virus, PRV ) GFP ,
. PRV a . A
PRV DNA, 150 kb, GFP PRV PK/gG
100 ; PRV 90 %%
. UL BeCol K
glgM .gN . TK » US ,
oD oF oG ool . (PK) 11D 1.1 .
28 kD 23 PRV PRV HB
) PK , PK ;s BHK-21 ( )
PK PRV
, PK 1.2
PRV 43 oG PRV . pPKeGD L9, pEGFP-C1
PRV ) ; DH5«a
, . 1.3
, ELISA , BamHI . EcoRl. Xhol » Klenow
, ) (CIAP) T4 DNA
, ) TAKARA ; DNA
el ; DOSPER Liposomal Transfection Regent
(green fluorecent protein, GFP) BOEHRINER MANNHEM
s N ; 1.4 GFP
; Xhol pPKeGD,  Klenow
:2003— 03— 19 : B AR(1957—), & 4%, .

cBRA RAE A48 MA (39770033)



4 : PK/ ¢G/GFP 65

, Apall  Mlul pEGFP-
Cl1, 2 000 bp )
Klenow , pPKeGD 16 C ;
DH5 , Amp+ 1B
PCR KGDF.
1.5 GFP
1.5.1 3l4hay it 5 A& pEGFPC1
EGFP (Genbank Accession NO, U55763) 1
. 1. 5° — CGIGTCGACCT-
GATTCTGTGGATAACG3’ ; 2. 5 — CCGCTC-

GAGGGACAAACCACAACTAGA-3 .
1.5.2 PCR# % PCR pEGFP-C1
: .PCR Buffer .Mg” .dNTP. g :

s C 7 min, 94 C
1 min, 61 C1 min, 72 “C2.5 min, 35 72 C
10 min, 0.008 g/mL
pPKgGD-GFP  BamHI . Bgl1l
1.6
[9]
KGDF, PEG
.RNase . BHK-21

2x 100 ! 35 mm .

80% KGDF 5 Mg,
lh PRVHB 10 PFU
DNA 1 Hg
2
2.1
KGDF  Bglll 1
6700 bp  DNA ;  BamHI
900 bp 5 800 bp ;
KGDF  PCR 1 1 700 bp
C 1, )

2.2
2.2.1 A% % KGDF (

) v4h .

2.2.2 FTHEBEECPARMY LR

. HGFP PCR
EGFP »0.008 g/mL
1700 bp .
DNA . EGFPC1
. C 2 ).
2.2.3 EaREN HAkL
. 3 1000
Vero , (
3, ). 3
3
PK oG
PRV .
o GFP
PK oG .
PK 474 158
PK G 65
oG 392
1176 1715
GFP . PK
e " crp
N GFP PK oG
72 h
PCR GFP .
GFP
[ 1 , [M]. 3
, 2001. 411— 483.
[2 , , . PRV .

- 1999 1(4).9— 13.



66 ) 24
[ 3 [ 8 , ’ , pEGEFP-CMV
(5. 51999 33( 1. 49— 52. [n. ( ), 2000,
[4 KIMMANT G, WINDN, OELLIE N, et a, Contribution of 21(2), 12— 17.
single genes within the unige short region of Aujeszky’ s diss [ 9 , s s oG-gD
ease virus(suid herpesvirus typl) to virulence, pathogenesis and (. , 2001,
immunogenicity[ J] . Joumal of General Viwlogy, 1992, 73; 243 31(8):3—5.
—251. [ 1Q s s . G
[5] KIMMAN T G, WIND N, BRUIN T, et al. Inactivation of [y » 2002 17(2).
glycoprotein gE and Thymidine kinase or the US3-encodded 166—171.
protein kinase synemgistically decreasea in vivo replication of [11] THOMAS J R JAMES G T, GRAHAM W L, e al. Map-
pseudorabies virus and the induction of protective immunity ping and sequence of the gene for the pseudorabies virus gly-
[J]. Virology, 1994, 205.511— 518. copwotein which accumulates in the medium of infected cells
[ 4 s > s . A gG/ [ J . J Virolagy, 1985 54(1): 21— 29.
LacZ+ [J1. , 2001, 32(2):  [12] JONS A, THOMAS C, METTENLEITER. Green fluorescent
129—133. expressed by recombinant pseudorabies virus as an in viw
[7 CHAIFIEM, TU Y, EUSKIRCHEN G, et al. Green fluen- marker for viral replication[ J] . Journal of Vorological Meth-

cent proteins as a maiker for green protein| J] . Science, 1994

263(1): 802— 805.

ods 1997, 66 283— 292.

The Construction and Expression of PRV PK/ gG/ GFP
Recombinant Transfer Vector
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Abstract: A transfer plasmid, KGDF was constructed from the plasmids containing part PK and gG genes. A report gene

expression cassette  GFP containing a multicloning sites , was inserted bluntly into pPKgGD to construct a recombinant

transfer vector, KGDF. That KGDF was constructed correctly was proven by restriction digestion and PCR analysis of
GFP. KGDF was used to co-transfect BHK-21 cell together with the genome or the virus of PRV HB, and the recombi-

nant virus with green fluorescence was picked using fluorescent micwscope. The recombinant virus was further identified

and purified using PCR of the gene GFP and pickup from the fluorescent cells.
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