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Fig. 1 Characterization of recombinant expression vector
pPICZoA-FL by restriction enzyme digestion
1; DL-15 000 marker; 2. pPICZaA/EcoR T (3 593 bp); 3:
pPICZoA-FL/EcoRT (5 213 bp); 4. pPICZaA-FL/EcoR T +
XbaT (3523 bp, 1630 bp); 5. pPICZaA-FL/EcoR T +BstE[
(4 930 bp, 274 bpy; 6: DL-2 000 marker.

2.2 FERTFEH SMD1168/pPICZoA-FL (13515

HAREH N pPICZoA-FL F{0BFAER B £
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G, BEEARDN Matt (@B REL T, FiX
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2.3 ITEREMNESREERREFDNESE

T 28 SMD1168/pPICZoA-FL & HEE % S5
F, WEEE S 72 h 115 E3F#AT SDS-PAGE.
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B IFEHOEF BT ku 5 66 ku 20 BHFE
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Fig. 2 SDS-PAGE of culture supernatant of SMD1168/
pPICZaA-FL
I protem molecular mass standards; 2. culture supernatant of
SMD1168/pPICZal; 3~8.
SMD1168/pPICZaA-TL.
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Fig.3 Western-blot of culture supernatant of
SMD1168,/ pPICZaA-FL

1; protem molecular mass standards; 2, 3:

culture supernatant of different SMD1168/pPICZoA-

FlL; 4. culture supernatant of SMDI168/

pPICZa A,

A 4 B CS N K EE AT B R #HAT
EERE, 425 E BEFN LGSR BRRIER
¥ T2 8 SMD1168/pPICZeA-FL-7 72 h #5% L
BREAM13.49%, &4 Bradlord EBR R EE
ME R, FATAHFEEN 117 mg/L.
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I LENERTFRENTERE, AEHEIER
1:10~1: 25608 L& L% #, PRV gE #5ik
PRSI MER 1 s #%, A—HaBEET
PR S A LS RV AL AR ELESEARN



« 632 - EYES ERY AR

Prog, Biochem, Biophys, 2002; 30 (4)

Fl REERFH, SPREL: 10~1: 3208
B, AESAMNLERN Ay, EZ KT
2.1, FEMSTT MK 9 PRV gE ¥Ry M5 B i
&, RABREAREYEARGRPURE. EH

R« 40WaBERT BE M 5 B I3 e Y AL BB 2=
EE5HEHEIFZERN ENNMREHELS N
29. 25 ng/ L.

Table 1 Result of ELISA reaction between expression product of gE [ragment exclusive of signal peptide and PRV gE

standard positive and negative serum

1:10 1:20 1:40 1: 1: 160 1:320 1: 640 1:1280 1:2560
C G 2.1915 2.2554 2. 3088 2. 2804 2. 2056 2.1610 1. 8678 1. 6125 1. 5756
(C+> - (C 0. 616 (. 639 Q. 657 0. 653 0. 645 0. 649 0.571 (. 501 0. 491
C+/C  and (CH+) - (C ) refers to the the ratio and differnce of Aysy value between positive and negative serum respectively.

PRV gE A MAE [ ZEREED, B 5 M
TERIN-FERAL S, CHREEERERFISF
TE 6 MRMPR, HF 5 AT N H 52238
MEREB AN R R, ARSI,
gE RAUMBRERENIURIVEREEERL H
gk, TEES gE-ELISA B, A% EREFH E £
BEERPUR, DU G AR R LR LR R
I B2 e R B R = HarE N AMESE A
i PRV gE EETFRBEERILERS, BEEE
EELRGFRERSGTHNFRE, BREMREEE
FESETHERERDHME, REEFBA
=, LK ARREERM. A TRIE PRV
] A gE BE EF SRR B Pichia pasioris &
ERGEHRIE, EEREWITE, BIVUEATE
HEE A SRR SMD1168 #FE, £ BMMY 55
BFEPIRIT Casein, MWD TEBBITFRIE
PR, 2% T gEEREFNET HREE
X, DBRFEW L R R o-lactor (55 AKEY
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Expression of gk Gene Fragment Deleted Signal Peptide of
Pseudorabies Virus Fa Strain in Pichia pastoris*

AO Jing-Qun , WANG Jin-Wen"”, Chen Xin-Hua® ,
WANG Xun-Zhang” * , LONG Qing-Xin", LOU Gao-Ming”
(U State Key Laboratory for Bioconirol , Zhongshan University ., Guangzhou 510275, China;
ZJKey Laboratory of Marine Biogenetic Resources, State Oceanic Administration, Xiamen 361005, China;

3 Key Laboratory for Veterinary Biotechnology o Guangdong Province, Guangzhou 510640, China)

Abstract  The envelope glycoprotein E is a major glycoprotein of pseudorabies virus, which exerts
important ellect in pseudorabies eradication campaign. The gF gene [ragment deleted signal peptide ol
PRV Fa strain was inserted into Pichia pastoris expression vector pPlCZgA, the resulted recombinant
expression vector transformed SMD1168 competent cells and obtained engineering Pichia pasioris strain
SMD1168/pPICZaA-FL. Alter high concentration Zeocin™ screening, phenotype identilication, inductive
expression, SDS-PAGE and Western blot analysis of culture supernatant, an engineering Pichia pastoris
strain SMD1168/pPICZoA-FL-7 in which gF gene [ragment deleted signal peptide was expressed in high
levels was obtained. SDS-PAGE and Western blot indicated that expression product of gE [ragment deleted
signal peptide in culture supernatant ol SMD1168/pPICZaA-F1-7 was about 80 ku, a little larger than
expected. (Gel scanning and Bradlord protein analysis results showed that expression product reached
11.7 g/L, or 13.49% of total culture supernatant protein in SMD1168/ pPICZaA-FL-7.

Key words pseudorabies virus, gE gene [ragment deleted signal peptide, Pichia pastoris expression

system, antigenicity
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