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Expression of YP 2 Gene of Feline Panlenkopenia Virus Isolated from
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Abstract; In this study, the YP2 gene of feline panleukopenia virus ( FPV) isolated from tiger was successfully
cloned and expressed in Pichia pastoris yeast. The VP2 gene was amplified by PCR with a pair of specific primer.
Then PCR products was parified and cloned into pGEM-T for sequencing. The interesting gene fragment was re-
covered after the double enzyme digestion of EcoR1/Notl, then subcloned into pPICZaA for secretory expression.
The recombinant pPICZaAVP2 was linearized with Sacl and then transformed into competence yeast GS115 for
expression under the induction of 1% methanol. The positive recombinants were screened by PCR method. The
expression product was identified by SDS-PAGE and western-blotting. The results showed that there was a molec-
ular weight of 32 kD, which could be specifically recognized by polyclonic antibody against FPV. It revealed that
the recombinant VP2 protein had corvect three-dimensional structure, which wonld be used as a antigen prolein
for the diagnosis and prevention of FPV infection in tigers.

Key words: Feline panleukopenia virus, VP2 protein gene , Pichia pastoris , Expression

MR BARRHZ A AR . ek, R&IEEBURS (Feline panleuko-
penia virus, FPV) SIEM—FPLIEH, K0k, 540407 B0 R0 H it B 4 0 FE 4%
MEMRBGErEfE R, FEARSZGT, FPV AL REMNH . A SEHA DY,
e B0, W, kS, EAESFAESYIER B, ATRRE. NFFAEEN, &
FERE KRR DR A WAT, R 2 AR [ BB 3% P A 1R S5 0% R 30 1 BUBMR A fO %

Refg: & ® ® & Hay'’ 3 §° Ies”

“IEIRMEE Tel: 04316758799, E-mail; xia_xzh@® yahoo. com. en
WA B HA: 20050323 , #EEIEHME: 20050425

S RFAEATIECS MRIEER  http://journals. im. ac. cn

© hERIZ 5N



30 MEWH¥ER 2006 £33 (1)

BHARRZ - APRERERE 7EE FPY FEEPHHE VP, EAEEHE, ik
HEFHRIHT HERE,

1 #EEA%

1.1 5%

FPV GT-2 $kAA LR FE 2002 FEMEHR 1 FURFEREE P RM'E F81 S 40M 5
BN KE, 2RENREFECRET.
1.2 mH. BS%EREERA

BB R R UK pPICZoA | FEMETE T B TOP,, . HEAMEERIETE £ GS115,
DEPC. Zeocin B H Invitrogen /3T, T4 DNA #E4ERf, Taq plus DNA B5HE. SRERE
PENUING . BRI & B TaKaRa 4/, pGEM-T #H {4k K Promega 44 F] =&, ¥
R Y B bR H L EHU0H 1eC ¥ A Sigma 4R, FPV LM FH FPV AL FRY
BEREGE 4 KO EFEETRE, Kby 1:640,
1.3 S|#igit

H 48 GenBank #iEH) FPV VP2 PEFFH, RiH& TR ts 19, BT ¥
VP2 BRI ERFE, L5 5° -AACGAATTCAGTGATGGAGCAGTTCAACC3” ; T i35
. 5" -AAAGCGGCCGCTTATGTTCTTAGTAAGTGTACT3’ . B F—% SEFEE, 44
£ E . FH3HPEIA EcoR T i Not [ BEEIfL A, DA R PR,
1.4 FPV GT-2 # VP2RREM 5L

PR LRARERMS M FPV GT2 R F81 FALA MG b 1% VP 2E AR A,
PCR % SOuL B ik % : #4R 1.5 pl, 10 x PCR Buffer SpL, 2. Smmol/L dNTPs
4ul, 25 mmol/L 5|#%& 1ul., 5U/pl Taq plus DNA 58 0. 3ul., i dH,O fF R R4k
%1k 50pL. PCR {EIR& R : 96°C HiA5 14 180s, 95C A5 30s, 55°C iR k 30s, 72°C JEf#
60s, 35 I, £JS AL 10min, FH TaKaRa ) 8] 4% 8 R4 & R4 PCR 7=47.
#EWR VP 2R E R B 5 pGEM-T &k, FHIXBITE IM109; FRYIBEEE Y M
PCR 7 2O b Pt 40 Bkl pTVP 2, 3% LB A B A R TIRF
L5 BERZEHME pPICZoAVP 2EIMENETE

B FBE pTVP 2] pPICZaA Al EcoRI 1 Notl WEEYI S, 4+ BlE B9 5 B
AR K B ATIEH R AL, JFFE TOP,, A E Zeocin (25pg/mL) KI{KEL LB iR
Bi9R. FRRGIVEA UIRERETI A PCR 7 3% K15 IR B4 BURL pPICZaA VP, .
1.6 BERIARN pPICZoAVP 2L, BEATFRHERIER

pPICZaAVP 2 Sacl 474k PEAL, [HIMERMEAL F I S YK MR SRS GS115
8%, F Bio-RAD Gene Pluser 7£ 375V/cm, 25uF, 2500 MI&H4 TiiTafit. BEE
AFRiE RERRE T H Invitrogen 2 AR EF M AT,
1.7 BEEATHESRERREFANEN

EHFREH Mut" NEABELATES . ESAKNEREN BMGY Al BMMY, £
FAR M 10mL BMGY EIEFHRE P, 27C, 170r/min BIKEFE, K ODHE N2
~6 Z BB}, 4,000 r/min E.0 10min, 3+ E¥§. F BUMY BRI MEEDR 0D EH 1
A, 27°C, 170c/min 5% 5d, HFHERREEKG, 5240 30 100% i) 5 BER
HHERERN 1%, BIEFRY L5 ABER.CERRELT 25 504, BUREFY3SuL s
FERRK 2 x TREMBIRS 100CES Smin, #417 SDS-PAGE 247, S5 —Hf FPY
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M . —HURBRS SR IRC %P0 16 47T Western-blotting 4347
2 HR

2.1 FPV GT-2# VP2EEM 55K

Z 1% HlgEgE R ik, FPV GT-2 ¥ PCR F=#1K/NA % 768 bp, 5 HME M.,
¥ H FURE D] pGEM-T AR P HiTMFF, FrfFH B 28 GenBank Y37,
2.2 BEREFREHE pPICZoAVP 2RUEE

EH T pPICZaAVP 2 EcoR | i Not 1 3UM§), 7485 3, 600 bp m 768 bp B K
Bt; 413 EcoR 1 # Not | BEIRHEALI9I5 T 4, 368 bp K/ il (B 1), DIE
HF pPICZaAVP, iR, #f7 PCR 3 i, w[i8%|768 bp K/NHIEER B, FWHiZEH
PR ERIEH )
2.3 Mut' RUSEABFENMER PCRETE

LSS CS115, $¥{LIE MDH/MMH FARJKE, Mut ' REIREEEA T PCR
£, AEYERA DNA NRERARSRBREREFEL DNA, f VP2REANFSR
HEP#HTT PCR IR E e BARS, WMiESD 10 hEAREE (EH2),

LM 3 4 M1 2 34 5678 910

bp
15,000
15bot;o b 13’288 b
10,000 P 5000 P
759 - 250
2500 1,000 — 768
1,000 — 768 e
250 250
100 100
1 pPICZcAVP2 B§YI S PCR K EHE B2 MtEEARESH PCRIMEERE

M L -15000 +2000, 1 pPICZaAVP2 fj PCR I 1% M L-15000 +2000, 1 ~ 10 EAMSGEESAR PCR
B, 2 pPICZaAVP2/EcoRl + Not T , 3 pPICZaAVP2 & Ei: -]
H R, 4 pPICZaA SR

2.4 BAER VP2 SDS-PAGE E Western-blotting &3

10 REARAZ 1% FREER 5d 5, WREERE B A Millipore 22 A4 7= 8
REEL BRI S T SDS-PAGE 7447, SREA 2 thEHBRIERE gl

MM12345678

1160
662
450
350

— R
250 8

18.4
14.4

B3 pPICZoAVP2 $54LE GS115 A4 SDS — PAGE }; Western — blot 43$7
M EESTREA, 1, 24 BRNEEARE, 3 BRHENESE SIS,
5, 6 BIFAMEBAREE, 7, 8 Western — blotting 434
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rE s TREA 32 KD RAKBHER, SHMEMAFT (A3 HS, 638), HES
120h R FHB A RIS EIAR MR Western-blotting Sy Z B, 2 HrEHBEHRANEH
HEWW S FPV ZRBHEAENREMFEERN (B3 17, 8iH).

3 Wi

WREARERMA/NMREFE/VATER. ZRER T2 20 mE, H#% 18 nm ~
26nm, LPEME, HFEKSTH VPL, VP2, VP33 REALAR, MEE2 5, 0000t B4
#5% DNA 23 7%, HEMH 2 ~EF R ORF. NS ORF #1 S ORF, #iEmiihaR
AEFIRFE MR, EEMN&EE VPL, VP2 fi VP3, Hb VP2 ABREEF mEEEH
MR, MECRZRENIERPASED . BRTATRARIIMNE/ MEERE
FTEAREHNBHEC " . NN HBERERARE LEH T HE 29/ VEER
HKHBRTT, BB XARAZE" . RERA, TRAEGEKSRITHS
BHIRMAEE—CERAX"Y, BT, MEFFPV VRN EEHE VR,EHAR
TEEe R SE B T 4 ik, 3 H Western-blotting 43 #FUE L TRk VP2 BEAERRE
Y FPV ItEM B R ER RN, RAZEHEOER ERNSEHEER,

WRBESE -MEABBNERRARE, EAMHEERZEYVERR. k&
B, BERESES, MECEFESEYHBERTE N CHEHEATIgE, RixHE
HE#EKRBEOANTRIGER. EARKEY, LB pPICZaA KK AOX1 H81F
BRABBERFE, ANTFIINEREANSNFRA FRESHEEFEBNGSKE ol {5 E
B Sidnpash, 5 FEMEAmEl, A, RS 10 REARES HA 2 sk
MTsripdd, TREBWELGTBRERSIREAENRERE, Fit, A4LEH#H—F
FRIRAREIFMGURBETHEANEKESE, UAT S HAREREAN VP, EAH
1TIE FPV R4 R 12 W & FPV WSO i B M 97 B RAFROJERE
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