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1.2 gp85s FEERXIHH B PCR I 1#

WIEC B R ALV-] HPRS103 BkAHT DNA F 71" 34T £p85 BB X A8 F X he2.,
hr3 .vr2.vr3 #1 gp37 B9 PCR 5|81t (B 1), BRE T B VLA PCR 51 M40 47 , X 51 40 )5
FUFELE L T ¥R, BT 51 4R T S04 AR 0

341 5" GGGGATCCGGGGAGTTCATCTATTGS’ Em 547
3142 5 GGGTCGACTAAAATATCCAATTCTTG3' sl 514
3493 5 GGGTCGACCTCTACGTTTATTGGACTS RiE3it
F1¥ 4 5 GGGTCGACGTTGCTGGAACATTTTGTS K51 %
5415 5 GGGGATCCGCTCGCTGAGTCGTCTCTCGCCS! IEF 518
51416 5 GGGTCGACGCGCCTGCTACGGTGGTGS AL

5147 5 GGGGTCGACGATTCCGCAAGTTTCATACCCCT-3' R 5[4

:4— iﬁsg*— gp37 —W

65aa ve2 hrl  hr2 vr3

IS TM2
155aa ]

TIMS
I 1M
233aa

I T)M4
282aa

Env (1746 bp)

TIMS
372aa

H1 PCRY M env BEEAFERTEHR
Fig.l fragment of envlope gene of ALV-] amplified by PCR

LS4 EmsIas SRS 2,519 3,518 4,51 9 6 #iTH # ADOL-4817 5 B /&
L8 AT B AT 4E 40 i ( CEF) B9 DNA, 7 4 89 PCR =443 Bli6ir & & TIM2 . TIM3 ., TIM4 . TIM6.,
BIEMSI s SR H 788 gp37, PCR 2R 0 TIMS, FFESIHB1I&FHF —1
BamHI B0 S 2k Sal I Bz, B3 #8 A DNA F BRI E R REH LN E GSTH
ORF W& , PCR S 17 B 2H R A S 07 2 5 3k (6 IR E #9 A 1] o
1.3 env-GST-RAERFREHBERNMNAE

¥ PCR A BY env [RAY A1 GST ik M4k i ki pGEX-5X-3 £ #% ( Pharmacia Biotech A B,
Uppsala, Sweden) , 43 B4 TRE 0 , 3% ] TADNA B BT E 8, %10 TC1 408, 7 %6 1F 1
A DNA FBERER BB 7%, BB DNA # — £ AN YIRS LRSI S i iT 8 F .
1.4 E.coli %X GST-env W& EA

TR HEECERY . BRI T B pGST-env B 4LHI E . coli (TG ) AL 70 B2 , 3 F
F2mL 2x TY-G iR (2x TY 8 2% & 1000/l AT FER) EFT 3I7C. kG
HE3F S5h, R BIA R Ay =1 -2, 0. 1mmol/L. IPTG ( Boelinger, Mannhem corporation , Indi-
anopolis,IN) ,#B% 5~ 6, AE I ME PEBS KBk 1| —XRKHBRE T 0.5ul H,O F . B KA
S 30KHz 15s BEE4H I, P B OB AR E R, FEFRT - 20CELHEHBIM GST-
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1.5 Western blot
Western blot H-#1E 3 # #% CBR[ 7 JRE H# 1T,

2 #R

2.1 ALV-J env BEE K EWTEE

SR Y ALV-] FHE ADOL-4817 1978 I 5 £F 4t 40 ffd ( CEF) #E47 R 41 DNA #hidk S5, B
AW G| #5%F ADOL-4817 W) env ZEHIT T PCRY R BRERKET KMo 5 A
0.25.0.49.0.64.0.92 1 0.6kb BIFF 1 R, W5 23 AT ALV-T 83 i 3% IE o £F 4
A F DF1 200 DNA RRED M A A & W, BB PCR R R BIF(WE 2). ¥
PCR F=H) 22 1% 38 B e *P s 3k J , il Qiagen 377 & 40 5 % H7 81 F i DNA & dEiT4t4k,
& ai{kiy DNA f Bt T 50pL TE buffer, BUH SpL #i46 1) DNA F B 5:1 WL E 5
pCR-Blunt vector DNA #17iB4& , 3 Fl T4DNA 6 EMER B AR FIN I EHEER
BYEEAL E.coli TGl, S RTEE Zeocin IEEMNEHE LA EHBEITEHE £
/NEEFURL DNA il & FIEE L0 404, S I3RS T8 P TR . KX b A IE#8 DNA FrBLi
R DNA 43 81654 3 pTIM2. pTIM3 . pTIM4  pTIMS Fl pTIM6, oo pTIM2 418> gp8S 2 i
Vi2; pTIM3 7% gp85 ZEFE R V2 Fl hrl ; pTIM4 & TIM3 LA gp85 ZE I he2; pTIMS N env
FHE H# gp37 BH ;pTIM6 4 env R AT gp8S BHE,ERET hrl .HR2.V2 1 Vi3,

2 ALV-J ADOL4817 emv REFEH BB PCRER
Fig.2 Results of ALV-J ADOLA817 env gene fragment amplified by PCR
Lanel ~ 5, PCR products of TIM2,TJM3, TIM4,TIM6 and TIM5 respectively;Lane 6, 1k standard DNA marker.

2.2 env BEEFEREN GSTRSEAR A

PR F B env ZF M pTIM2.pTIM3 . pTIM4 . pTIM5 F1 pTIM6 1 Fl BamHI #1 Sall AL
MU T e, 52 MY pGEX-5X-3 GST Bh& 4 0 #44A BB DNA 277 E# R A, 3
AL TGl M, £ BHEATEERN S AHME B R /IR & FOR DNA Bit17 R
Yw ERBEBTH TP EE X EHEETTER Bamll #l Sal 3 EcoRI UM
X EEYI, ¥IE P HE AR DNA B B/ 5 SRR/ (B 3) , X — 55 RIE¥ 7 #R%E
B BH 4 72 B R TE B AG , 8 X S8 ST R A 48 9 pGX-TIM2 . pGEX-TJM3 | pGEX-TIM4 . pGEX-TIM5
F1 pGEX-TIM6.,
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B3 ALV-J ADOLAS17 env XE T F 5 B BN 47
Fig.3 Analysis results of truncated env gene digested with re- B4 SDS-PAGE ST ABHMRIE env

stricted enzymes XATRREFY
Lanel ~ 5, pGEX-TIM2, pGEX-TJM3, pGEX-TjM4, pGEX. Fig.4 SDS-PAGE analysis results of truncated env-GST fusion
TIM5 and pGEX-TIM6 respectivley digested with BamHI ]  protein expressed in Escherichia coli

Sall; Lanel ~ 5, pGEX-TIM2, pGEX-TIM3, pGEX-TIM4, pGEX-
Lane 6, pGEX-TIM6 digested with BamHI; Lane7, 1k stan- TIM6 and pGEX-TIMS GST fusion proteins respectivley;
dard DNA marker. Lane 6, GST protein; Lane7, molecular marker.

2.3 FF GST-enwv FREERAEABRAEADPRENMEEANEE

ATEETERKBITHPRIEWIXE eny FFE F B, B8 LR pCEX-TIM FRH: 4 72
MM 2x YT 3SR E7E 37CIE TR 6h 5, RIF R FEF A 2mmol/mL. #9 IPTG LLiE T GST-
MEEBREMER SEENCEFEETERBTRLE 6h, EBFEHRE, U
10 000r/ min &S Lo B AN S M BB B2 T Lysis buffer IRENE , RS H LB L EERRE
FZH5EB X HAZHEIBES ., BHBEME Smin |5 3.0 ML, 1T SDS-PAGE Bk 347, 4
AR AT EN pCEX-TIM REFR, EXBITE T HEGURSEEM A E
env-GSTERAEHEO(E 4),GSTRABHMN A TEHERN GSTH FR¥ K, HIBHE,
RERHXEMEEERANS FES SR pEGX-TIM2 2 39kD, pEGX-TIM3 4 49kD, pEGX-
TIM4 4 53kD, pEGX-TIMS 24 51kD # pEGX-TIM6 ¥ 66kD, 2% GST B9 29kD 3+ & , jX &
env T BLFF RIZLE QM K4 F 8 K/M4 515 10kD . 20kD . 24kD . 22kD #1 35kD, X 645 R 55
Bt BB BEEAMAT.
2.4 ALV J ARl env EER B GSTREEASHANER

N T — T X e KR BB R, BAT) XA Western blot B 3L 4E T %5, 7E
SDS-PAGE B ELEE FHAENERREBIHERT AR L, AR R EH#ITE
W, GREH Mab G2 1 JE9 K& U5 ¥ AGE S pGEX-TIMS iKY GST-gp37 BH K KL, M
Fz, 3% %6 Mabs #1685 env BB GST-gp85 A RIMAY R ., X 0] Mab G2.JE9 F1 145
YL ALV-] env ZEIRIEN gp8S B RFHARRENA, IXEPTEREKSAR AR
env-GST Rt 25 () HE4T Westem blot B RN 5 SRR, LK G2 1 JE9 IRBIMMIESE
P T env ZEEBIIR 3% (gp85 B IR 65 ~ 155 # ) (B 5-A), T 145 MM IBE AL
T env EHK 5 — X (156 ~233 4 ) (B 5-B), BN M X —HFRERNE R EP, X&ep
SRR R X TR RPN T eno BEEM op85 BH L, MARE e HFAH 037 EE
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B 5 Western blot 547 env BEFE N B GST A EA
Fig.5 Western blot results of truncated env-GST fusion protein
Lanel ~ 5, pGEX-TIM2, pGEX-TIM3, pGEX-TIM4, pGEX-TIM6 and pGEX-TIMS5 GST fusion proteins respectivley;
Lane 6, GST protein; Lane7, Molecular marker.
A, Resacted with G2 monoclonal antibody specific to ALV-] envelope protein; B, Reasted with [45 monoclonal antibody specfic to
ALV-] envelope protein.

2.5 ALV- I EEMSHRAEHTEHMRE

BISTE RiEH L 5L ALV-) B Rt B iR Hifk JE9.G2 Al 45 & ALV-] R4 5 80 88
Hi, UL B0 3 i FF B 3234 19 GST-gp85 Ml gp37 A& B H # 17 Western blot RE ¥ 45 R 1E
TS = HERER ALV-I WA GRAKEENRAERN, A TABHFEERESE
ABRE AR EEEYHTEELEM T R ENEHARASERERS . TEREKE
ERBEIKE, T X EERT ALV-] B TRERES ew g5 WNEBEBREREAER
RELUEEA T ALV-] BT BESSF B env EE M EEMERIE.
3 Wi

ALV env BEFEHOBBEED, SR 85, ERBRERIPNBE R IV LR
HUBGRERAEEEEERY . env ZEAFHE 2 NHZEKX hrl (he2 71 3 M EK vil,
2 vido BAERMAIARRIRE ALV P A RENXERE, BKHNE—1TRE
BRE—-TEERNSTHERRBENRE, AP51RA PCR VMM B ER ALV-] env &
EARRAB(R)ETTRE,FWET env EEFE GST R4 EAFME. F Western blot
TRIFE KGR BIREARNE env EE A BM GSTRABORSARERES R
B, R, ARARERAENEEA FRFINMEERAR -8, Kb RiEmk
JE9 Hl G2 R Bl HL R AL S AL T gp8S ME R 65~ 155 # , T 145 HAHIERMNA T enw
EENS —XI®(156 ~233 # ),JEA7 7£ western blot TRPLEREN, XEERIFTHAEER
ERRANBHEEEAHEMNER, XSRS EMEBRFRETFRNE RN,
Fx il B LR/ DR EREEAT ALV B A S0 TEERE
A V3, A% V3 KiESFANPMENFARE,. S5 2 h Bt R4, ZP
MEHBRABRER. AXTHEEERABR.

AMRBHALV-) SEEAFFHARENAS KB EREMER LR gp8s-
GSTRISEHRENHERIFH T ,ALV-] ERSFRERE T EIRPEERAEIIRFF, i3k
BREATS, FARBFEEANZRYAEFTRES-YEELENL. FAXER
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BT ARMNG A SERELR, AREANEEAER TR SHEHRAAREH
510 3V BE B S B o B b R O R A AE .
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Antigen Analysis of Envelope Gene Products of Avian
Leukosis Virus Subgroup J

Qin Aijjian Liu Yuelong Jin Wenjie
( Department of veterinary medicine , Yangzhow University , Yangzhow, Chine 225009)
Lucy Lee Aly Fadly
{ Avian disease and oncology laboratory , USDA , East Lansing , MI 48823 USA)

Abstract: Envelope glycoprotein of avian leukosis virus Subgroup J ( ALV-]) determines the host
range of virus infection and eress-neutralization pattems . The truncated envelope genes of avian lecu-
kosis virus subgroup J ( ALV-]) were amplified by PCR and cloned them into pGEX-5X-3 vector for
expressing env GST-fusion protein. Western blot analysis results showed that the products of truncated
env gene expressed in Escherichia coli could reacted with G2, JE9 and 145 monoclonal antibodies
(Mabs) specific to envelope protein of ALV-J. Using different Mabs to map the epitopes in the ex-
pressed truncated gp85 GST fusion protein, the results showed that Mab G2 and JE9 antibodies rec-
ognizing epitope in gp85 was localized beltween amino acid 65 ~ 155. Mab 145 reacted with the
epitope at the location of amino acid 156 ~ 233 . It indicated that the specificity of subgroup J virus is
determined by the gp85 peptide since GST-gp85 protein expressed in Escherichia coli is not glycosy-
lated .
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