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PGEX H@FERZDIRREHREEERER
gl ZEMRESRH

2 e 1 M 2%%
TRR' EHF
MR ENBESR M 225009)
(R4l A B REER RBE 271018)

H ELEARASMENELN(PCR), I # M 5 7 RSB (v + MDV)648 BB
WEE D gl BB, 8 % 5 4 E 51 [ 4 (ORF) SR M £ ek e #K ol pGEX-6P-1 145 i
HARH B (CSTREM T # . HARK (pCEX-gD 2 AW R LW B2 M v &
HEEKAE S 0D HBIH R M, LR ERN GBS EE IPTCEEFTRFNHE
£ ONERH RGN ER BIK (SDS-PAGE) ¥IE GSTl S BB HEERA RS HEFEOR
B 1A B2 { Western Blotting) 41 238 ™ #47 T Wik, AR B, B0 KL S
MDV B e 4 28 BT R 47 4 40 B (CER) B M S b i (IFA) T, B S e A L B 22 k3 0
RH kR IPTC AR R B R 0.2 ~ 0. 5mmol/L; B (105 5 0 10 O S 41 3 4 K b
B FEILPFRAEW, pCEX RIFEXEMBGEAEPRE I KRB R,
ERW. Yy HEARE, o BE, BAED, HECAKARR, EOEMNTHNER
HES#ES Q513" TREARIEE A 3CE &S :0001-6209 (2001) 05-0567-06

HFANIN KB SEFEATS, UEKETENSBREEH RN, 2l TS
EHMEOMATE, REIRARRXTAHESGEEARMOCRAHBR, B8 —MH
EEHAE MmN R AEE, AR - ERHAMRENSREE-RERRMIT
E=, M EREELE £ cofi BRBHNNZOQRE - RE(ISF) H TR EE BRE
HEH H cDNA BB FRUE A .oRNA M — " REHMELZOHELREY, 3 T4
ERBEEREBENE IS, ERASEMAEN, HERERZGTRERRESR
HEY, pGEX F—FILEM R HMERB(CSRMAEARARRE . CATFEREN
iR RIES Y, AWML T KRR (MDV) 648 Bl BB E A ol HE NDTFN S,
W BHRNE BEFERFNESTRENER BT RE MDYV gl ERMEERER
., X AR RBEHEESARRE, FHREZNREREEMET T LIEEN TR,

1 #Rfn 7%

1.1 FREgNEEKE
TRk pCEX-6p-1,% &M E. coliBL, Y3 T Pharmacia 4% &) . 648 #k MDV iR

* B # 863" ¥ gh 1 H (101-05-03-02)

“EiRfeE

EHEMA . THREOQYS -0, B K, &L FEAEHNMRET T EFAR.
W Fk B #8 : 2000-09-04, 8 B B # :2001-03-27
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568 i 5 # & i 41 #

K HH DNA Ok E 3 [ 5 MM E S5 .
1.2 SFEHFERA

f1.35 PCR A& FRGIPE N BIES . T, DNA 3 5 8§ . IPTC 3P 30 1l 3 1G A 4R STk \DAB
ST EHEEEYWTIENR ., WMEEEENT Amesham 22 7l , 1L ¥47 GST HLIEM T
Pharmacia 43 ] ; 5B B 88 ¢ Y6 Z (FITOARIC K W EH0 R, 1eG Hitk W & Sigma 237l .
1.3 PCR =¥y ¥ ¥
1.3.1 E[®iTit. F #F 5'-ATGCGGATCCGACCAGACTCGCAC-3' T #f 5'-ATCCCGGGTAC-
CACCTACC-3'. TESIH 433t T RS A U1 BamHI F Smal £ -
1.3.2  PCR: ¥ # 8 A ik #6947, M F 2R 50uL, H P 10 x PCR Buffer 5pL, # #it DNA £y
20ng, 31 49 % B 4 100pmmel ,dNTP 9 1.25mmol , Tag B 2,5U, J IR TR :94C Smin )5, 3%
95C 1min—>55C lmin—>72C Imin ¥ {7 30 {53, B )5 72CE A 10min, ¥ 1> #
0. 8% S G4 e B P B 9K L B E K/ IS B
1.4 BEENZESEE

¥ @] UK B PCR 72415 pGEX-6P-1 £k 5+ B fl BamHI 1 Smal i 4LFE , B3k M, %
B v B ALTE 0 BL, o AN EE T B UME &R R P9 D) E AT S F
E. BATERHEERENT (R AREEEYTERRAF TR BIEHFAEER,
1.5 BAFKEERSRALZGNER
1.5.1 BAEAE MR ET AN EEEMT SmlL & S0pg/mL A THEE LB 1
Fateh ATCEBEFR TR, KA R 5000l BE BB T S0mL ) LB ¥FETBEBRER,
B /NATEL 3mL RESS IV 0D, , S0 S BB AREY B 0.5h Il — R dh . RIE 0Dy,
Jo Hixb R B AR ] R R B AR R
1.5.2 EHBESHER S SEE R, EmEL Ko 8E U580 B REF
S 4h P LR 37°C, lmmol/L IPTG KB H#4TH S . FFABRAE — 0], B 1oL W H, B O
J& L1 1 x PBS200uL, TN 24 B 2 x SDS B B N4 2 vh i, 7 9 %442 Smin, 10000/ min &
> 10min, B 20pL I ¥ M HETT SDS-PAGE, #13E R % B E B M HE TR E,
1.5.3 BEESEENEE . SB% I8 BL, SN OAEKEREE, 7 M7E 25T,
28°C \30°C .37°C 40°CHE T £ ik, AR IE SDS-PAGE # & it BEHI %W o
1.5.4 B PICESFRENTE TR ENREREATMER] L, 808 1PIC B,
£ 0.0001.0.001.0.1.1.0.10(mol/L) B3R A T MB| LR R, MBKRELH, #E
IPIG S A R .
1.6 EARHBEEHB YR EKEXRE Western-blotting
1.6.1 EAEBEEINBYHEEREK - BREM LS 10% 03 BRM 5% 4R,
455 b R AF A BE S (L9 JE B 4 pGEX-6P-1 IR L, KA E IPIC B W ELHRAE
JE R AL ) B 20p1 _EAE, A Bio-RAD 4 7 Mini-PROTEAN [I B3k 3558 , 120V, 2h, HLIKE
WS, LD e 2h, IR Vig: Viem: Ve =4:1:5) 886 207,
1.6.2 EHAHEERDW Wcslcm-blotling:ﬁTﬁmUﬁW}iﬁ'%iX% GST 5 gl H A &
(1, B2 45 1.6.1 37 SDS-PAGE R 3k Ja MBI, R4 3 5, 4 M Bio-RAD 22 7] Mini
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54 TR pCEX BAF 5k 1 5 i BRI E Y o HH A RERMSE 569

Trans-Blot Electrophoretic cell HE%E BHAEDT NCE 1(0.35mA 3h).. FEHISHE, %
&3 AT Western-blotting'” o —FU{H AL 2EH GST Sk (1:1000), —H M H Y L2
IgG BEARPLIR (1:50) , 5% /5 Ji DAB B0, '

1.7 BEEFERREBRENEIE

1.7.1 EHEFATHHERH AR R E&HEANE KRS L IE R, #1T SDS-PAGE,
Wt 5, 2 BIRHEE AT T2 maker X/, ¥R K/NS 63KD WFF R EORWT B HET
Eid 3% o A

1.7.2 /NEERE S TREE AR K S PBS AR MG, B 0. 2mL( 44 20pg $UIR) HIE
g2 SR, GRAE K, BEKAEE 10d RO, HrHMFEHFE - 20CHF &
.

1.8 ARG %K (IFA)

1 wMDV £ RB1B & vMDV ¥k GA BRI 7E 96 fLAR IS L4 2 B 3% M 1 & 4E 41 B ( CEF)
HH PR RE MmN, AR/ OB (3:2) B, R R R R CEF R FE T K
HEMMFERFBENDEROMBEE1:10,1:50,1:100 HFERE EHREAFEHETR
BRI, WELEN HEL 100l HBAFEMBEEHN CEF BZ P 37CRIEHGE
B 60min—PBS Mk 3 —M 1:60 & F FITC #RICHI WEHL R 16 Fiik 50pL/4L,37C
B E 60min—>PBS ML 3 k—ME 50% H MK PBS, ER K EHE T WE,

2 &R

2.1 EHAFREHRAR

2.1.2 HHEEOEYYE . PCRY MWL 0.8% NEHEKERKE, B8 —-15HW
3B B A/ (94Shps) FAFF I B . AR BRI T B AR BamHI i Smal
TR SR S AN A B RWE L

2.1.3 EAFRMONTER. SEKEKR 648 ¥ ol HAFH " HRIZELEH.

2.2 GST-gl aZEA®EN

2.2.1 FHEHEBYAOERKSEEK REAENBT YT 10% SDS-PAGE, X LI E
2% R250 P 5, FIBS fEAE T 4l pCEX-6P-1 JRB M HRW M, FREWH . BHERNR
PATTE 4 T8 3kD AL BB - R RFHEBEARY, ST OB SES . MiEREH
9 pCGEX-6P-1 B I R B kE ok , A S HE M — B0 20kD ALK B B R . HERE
IPTG 5 00 b ok LA 18 Rk &Y,

2,2.2 EHEHZIMRY M Western-Blotting: ¥ SDS-PAGE 3k 5 i BE Bk 47 ¥ B, M A GST
btk , HE4T Western-blotting. &5 R HEHEHNMAM D, FHE T 63kD MERDKRET AR GST
RS EEW, SR WA 2.

2.3 EARANREEERH

2.3.1 R 0D, SEHBMKISFREE SR EHRAEKNE, SRER EHEER
s 2h i AXEAERBN 450 B EREARER.
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570 O % 9 = 41 %

1 EHERRE LS B2 EHFR A western-blotting
Fig.1 Enzyme analysis of the recombinant Fig.2 Westem-blotting of the E . coli BL,, lysates
1 .ADNA/ Hind [l ;2. pGEX-6p-1/ BemHI; containing fusion protein
3.pGEX-gl/ BamHI/ Smal. 1. Protein molecular weight marker; 2. Lysate of pGEX-6P-1

with IPTG inducing; 3. Lysate of pGEX-6P-1 without IPTG
inducing; 4.Lysate of pGEX-gl with IPTG inducing.

2.3.2 AFANMBESHEARGCNFE L FW K SDS-PAGE SR LA 3, ZBHEKGERE

B, EEAEIEH 2.5~4.5h WHTESKEERANERE,

233 AABEHESHEHEENM ELHFB A SDS-PAGE R NE 4, ZHEEKERER

H,EFREMNEHENREILHBEW,

Ly 2 e iz s ia6 T o R 10715 1204l
g ey kD

94

kD

67
63

43

30

3 R A S 0 o i AR e
Fig.3 SDS-PAGE of the recombinant showing
great difference caused by inducing time
1 ~ 11. Lysates of the recombinant cultivated for 1.0,1.5,2.0,
2.5,3.0,3.5,4.0,4.5,5.0,6.0,7.0 h, respectively; 12. Ly-
sate of pGEX-6P-1 with IPTG, inducing; 13. Protein molecular
weight marker.

4 ARREFFHEARFRRYBK

Fig.4 SDS-PAGE of the recombinant showing

little difference ceused by inducing temperature
1. Lysate of pGEX-gl without IPTG inducing; 2 ~ 6. Lysates of
the recombinant cultivated at 25°C ,28C, 309 ,37C,40%C,
respectively; 7. Lysate ‘of pGEX-6P-1 with IPTG inducing; 8.
Protein molecular weight marker.

234 AFIPICHREAESFHEHE KRN LW SDS-PAGE 5 R WA 5, T Tanen
CIS BER TG4 AERS PTCHRENXRIME, ZERER, M IPTCGEEN 0.2 ~
0.5mmoVL B, A BEEO R EBB KA, 0.01 ~0.2mmol/L Z [E i, F —E B LKL, MY
IPTG JEE LT 0.01mmol/L B,k Wik,
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| ke SRR AT Sy s (TN PR s IS s 1)

5 ARPICHREEFHEHEARB Y BN

Fig.5 SDS-PAGE of the recombinant showing great 6 BEHE B mE S5 MDV &
difference caused by the concentration of IPTG Hupy X IR B & 4 40 B0 ( CEF) B
1~ 12, Lysates of the recombinant induced with IPTG concentration of EHEERBER (M)

1.0,0.2,0.1,0.08,0.04,0.02,0.01, 0.005, 0.004, 0.0002, 0.0001, Fig.6 Auti-serum of the expression react

0( mmol/L) ,respectively; 13. Lysate of pGEX-gl without IPTG inducing; with MDV infected CEF in FA( positive)
14. Lysate of pGEX-6P-1 with IPTG inducing; 15. Protein molecular

weight marker.

2.4 REFHRFENLN

BEAMASEOREERG, MEMEE 1:50 #BJE 455 648 #k .CVI9ss Bkl GA
Bk MDV /3% 5 0 %8 JU 1%, 45 45 40 B i 1 38 4 28 6 B IR 38 (TFA ) , 45 SR E 41 78 1 L O 3 2 o4 3
TERMAET A (E 6), FEEL M CST BEEPMEE FA FRAHE" .
3 it

B MDV B EHMARZE S BRE , hRIEREZ YU EEEEHD g
FHXEFEYWREER,BERILES MDV B3 1978 IR iR £ 4 4 it (CEF) 3447 Rl 3 S g 8t
RIB(IFA) LR EBTERNERRN . ZEH AXBREELIN JEQAZRET
BAERUFENE, b —SRETRKBFEESRREREE EHHEARL,

1E western-blotting %5 85 ,63kD 5 20kD Z M H B IL& R RURW AL B EREE,
SR B, RN, XEHTEASAEALFERE N THRNER

ME S MBERSLERGW, BENEWARNEKEE, A BEEENREILEFL
B, BERRANESHENARERAEVWE AR AHEN; B4R\, EHRERR
2.5~45h AR KNEZE, MUNEFREABEROXEPH . BW,LFRBES,E
WEAHES LN, TRELE KR, RERDESHORENE ., DL IPTC fERFE M,
HEBESHBEOSS, BRHEEBER. B YFTMAR IPTC & ZLUH A EHEE
B pr s ET, B S FRERE, IPTCREDEN, BSEIESHYE . BRARKE
K, ZE3F IPTG BB W LB AT, 24 IPTG (M F¥KEE X 4mmol/L B, HE WA R Z R B K
Ml 48 6 ATLLER, Y IPTC K F T 0.01mmol/L DL T it , FX 8 5 RN IPTG B —#¢,
T RFEIR L Y IPTG ¥ EFE 0.01 ~ 0.2mmol/L Z [ , E— E BRI FKiL; X IPTC R E
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7E0.2mmol/L LA BB MR ERAFLBKARE., MELBEEXE, LIRIESH,IPIG
WHER0.2~0.5mmol/L 2 (B fiE .

2 £ X w
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STUDIES ON IN VITRO EXPRESSION FOR gl GENE OF MAREK'’S
DISEASE IN E.COLI BY pGEX VECTOR'®

Ding Jiabe'  Cui Zhizhong™"
(! Veterinary Medical college, Yangzhou University, Yangzhou 225009, China}
(? Animial Science and technology College , Shangdong Agriculture University , Taina 271018, China)

Abstract: Glycoprotein I Gene (gl) was amplified from genomic DNA of Marek ' s disease virus
(MDV) 648 strain by polymerase chain reaction (PCR).PCR product was cloned into pGEX-6p-1
according to the right open reading frame( ORF) . The expression of GST-gl fusion protein was stud-
ied in detail on many factors including temperature, timing and IPTG. The curve for 0Dy, and the
growing time of the recombinanl bacleria is also established . , which iz helpful to find the optimal in-
ducing time . GST-gl fusion protein was identified by SD5-PAGE and Weslem-bloiting . , and the re-
sult shows that the best concentration of IPTG is 0.2 ~ 0.5mmol/L and inducing time have great ef-
fects on expression while lemperature has litile. The fusion prolein was injected into mouse five times
1o identifly its antigenicity and the result is pesitive in indirect fluorescent assay IFA.

Key words; Marek’ s disease virus (MDV), gl gene, Fusion protein, Indirect fluorescent assay
(IFA), Western-blotting
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