VLIV 2234 ( Jiangsu J.of Agr.Sci.) ,2017,33(6) :1316~ 1320
1316 http: //www.jsnyxb.com

MBI, FE R, S A RS IR R eno S R TE B HUZ MO A SRR 5 SR [ T] DR M 2 41, 2017, 33
(6):1316-1320.
doi 1 10.3969/j.issn.1000-4440.2017.06.017

ATlEEANFFES env ERERHRARFHRIEZS
BE

#IB’: 7}@_1,2’ éﬂﬂ}%(ﬂz’3, é%%ZJ’ Fi‘?'::}j%l’z, g{/‘;%lz’ 4%2%4212, %ﬂ$l2
(LILTRE OB B sy e TARRITSERT , TL95 RS 210014; 2.7L548 sh i B 5 N B 2 50U 5 42 W ) A0 39 v, Y
I B 2250095 3.4 KL IRAE S TT B 24 1 m S % VL5 0 225009)

WE: P A VS D IMPRTE (ALV-A) env JEFIRIE Y, L ALV-A AH10 BRI EE RNA SAHAR , i#
i S 5 PCR 75 3] env JEIH B H TR B 404K pFastBacl W, %51k DHI10Bac JAZ S 400, 3045 B 4 548 i
#7 rBacmid-envA , rBacmid-envA 5 YL FL AN SI9, 3RS B AFFRIE TR, (BB 08 5 0 E0 (TFA ) FIF0 8 B3 1 06
( Western-blot) 45 3 i , A A 1T 590 ALV-A LI R AR 7 M I B, 8 20 28 11 43 F R /N2 2k 90 000, 5 FI R
IR, R env FEIRTE SIO ARG T RIF3RIA,

9’5%"@: A ﬂﬁf%lﬁﬂﬂﬁﬁﬁ, env %; i'\:zﬁ

RESERS . S855.3 XEkFRIRED: A XEHS: 1000-4440(2017)06-1316-05

Expression and identification of subgroup A avian leukosis virus env in in-
sect cell

MEI Mei'*, HU Xiao-tian>®, QIN Ai -jian>’, LU Ji-hu'*, ZHANG Xue-hua'?, HOU Ji-bo'?*,
TANG Ying-hua'?

(1. Institute of Veterinary Immunology and Engineering, Jiangsu Academy of Agricultural Sciences, Nanjing 210014, China; 2. Jiangsu Co-innovation Cen-
ter for Prevention and Control of Important Animal Infectious Diseases and Zoonoses, Yangzhou 225009, China; 3.Key lab of Jiangsu Preventive Veterinary
Medicine, Yangzhou University, Yangzhou 225009, China)

Abstract: To abtain the expression product of subgroup A avian leukosis virus env gene, the env gene amplified from
subgroup A avian leukosis virus strain AH10 was cloned into transfer vector pFastBacl and cloned into the shuttle vector
Bacmid by transferred into DH10Bac competent cell. The recombinant shuttle plasmid rBacmid-envA was then transfected
into Sf9 cells to generate recombinant virus. The results of indirect immunofluorescence assay (IFA) and western blot
showed that the recombinant protein could be recognized specifically by the polyclonal antibody against ALV-A with the
molecule weight about 90 000, which was consistent with the expected, and all the results indicated that the env gene was
expressed well in Sf9 cells .
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1.1 &FE

A TREE F IR AH10 S0k [ 31 K2
PR FBETL IR S PR B2 B S
1.2 F

RNA /N4 ORI & H Axygen /A H], Super-
Script RNA 3086 556055 & 14 H Invitrogen 23 B, & A5
FRER I A _FiEA Y TRARA E, pGEM-T Eas-
y #AKI B Promega 237, Bam H 1 fl Sal 1 W4 H Fer-
mentas /A 1] , Cell FECTIN {74 H Life technologies
AT
1.3 %3 RNA R R R

AH10 #¢R & Ye DF-1 400 7 d )5, FIFH AXY-
GEN Biosciences {71 & M 4B H $2 U 5 RNA |,
5% cDNA, HRHE NCBI A AHY A SEAFE H MUK env
BRG], B I A 1 XHE X eno 3 R0 7 52 1
1M (3R 1) IFAE RS AT 5 1 S Sl B8
I Bam H 1 EEH Sal 1B EFILS
*1 SIMF3

Table 1 Primer sequence

147K S (5'3") Hfif/l\
Fl1 TAGGATCCATGCACTTACTCGAGC 1 660

F2 TAGTCGACCTATACTGCTCTTTCGGGCT

PCR RV F . 10XLA Tagq i buffer 2.5 pl,25
mmol/L dNTP 2.0 pl,25 mmol/L Mg* 2.0 ul, LA

Taq B} 0.5 pl, 10 pmol/L_E 75| ¥ Al R iiE 51 4 4%
0.5 wl, Bi# cDNA 1.0 pl, #b K FH 3ZE K & 25.0
plo

PCR W AP 195 C A 5 min ;94 °C [ ] 2
min, 55 °C )% 2 min,72 °C JZ M 2 min;30 MG,
72 °C %L 10 min,
1.4 HEEHZFE pGEM-T Easy-envA

¥ PCR YIRS S T #AALL 7 « 1 BIEEIR I
RE 4 CHERI, H 3 WAk DHS« 332 5 4
JHL, Pk HCER e R T, BB, D) 4 IR
1.5 HMBEBEHEBHMK pFastBacl-envA

4t pFastBacl FIH H# /K pGEM-T Easy-envA 43
SN2 Bam H 1 B§F Sal 1 B, B B 1Y R B
J&i B pFastBacl 5 env FBH 11 3 WIBE/RILIR &,
4 CHEPN, E WAL DHSa RS2 841, 37
CHFE G PRBCR TR VR 3G 35 7, $2 BOUORL T Il 1) 48
JE o
1.6 #IEEHFH KA rBacmid-envA

R EAK pFastBacl-envA #5146 DH10Bac J&%
ZASANM,37 CHEFR 24~48 h, PRELA (TR, 4L
1A 3 UG, PRI (R Se B TRV, R env ETR B
W59 M13 T #5149, PCR X5 rBacmid-envA .

PCR WA Z :25 mmol/L Mg®* 2.0 pl, 10XLA
Taq T buffer 2.5 wl,25 mmol/L dNTP 2.0 pl, LA
Taq 0.5 pl, 10 pmol/L [ 37 5| 41 F1 F iiF 51 4 4%
0.5 wl, Bi# cDNA 1.0 pl, #b K FH 3ZE K 2 25.0
plo

PCR W E)F:93 °C 3 min, 95 °C 455,52 C
45 5,72 °C 2 min,30 MEH,72 CLEMH 10 min,
1.7 3

U5 pg rBacmid-envA 1 6 pl % 45 Lipofec-
tin, FZRIESIEE 20 min [ INA M, 27 °C I
B4 hEREHIEEW, AT 10% 16 4 1l i
(FCS) W54 K5 353 27 C4ksi i35 2 SI9 41 ity i
PRAH AR Je , UACAR AN B AN K% 3% 135,500 g B0 5
min 25 BRAN BRI A LA R, AR B B AR —1X
A FFRIEEE 1BV -enA
1.8 [EERERNRE (IFA) S EERTRFS

TN B EEYL SI9 411 96 h, FE4NE b1,
KT B 4% 22 5 RS [ 2 4, DABT ALV-A £
LM (1 2 100) H—H0, FITC FRic B EHTRS 56T
(12 300) 0 =P, %0 AR JEALE SO 20l
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1.9 Western blot £EEHTIRFES
AR BRI SO 41 72~ 96 h, WAk 4

WA BV ,1 000 r/min& L 5 mln,EZJ: EHEFT SDS-

PAGE B4 B85 , LAFT ALV-A Z2 3 1M 7% b — ¥, HRP

FRICHIEPTRR 1gG i T, Western blot % 3¢ # 4 55

HERIE,

2 ER 55
2.1 PCRFIEA THEHEHMRERS env A

PCR P24 1% B g BEEBE IS UK G, K/
A1 660 bp (&l 1), 5 T /NFHAT , T B 14 X6 AR

AR 25417, 1B PCR 9 B4 1R
M 1 2 3
2000 bp
1 660 bp
1000 bp

M :DL2000 DNA marker;1 .2 BHVEXT B8 ;3. enw JER F BE
B 1 PCR¥ A THEHMNKRS env EE

Fig.1 PCR results of avian leukosis virus subgroup A env gene

2.2 EEVIEEFHFH pGEM-T Easy-envA

R 2 TR pGEM-T Easy-envA, Bam H 1 i
F1 Sal 1 FEHEVIIG , 28 1% B WE&E i ik, 45
(K 2) S, HIZAT 291 660 bp , K/N5 IS,
4 7 25 S AE 0 1Y SR 45 0 pGEM-T Easy-envA
2.3 ERYIEESEAFEBHM pFastBacl-envA

P EE A R, Bam H 1 B A Sal 1T @i@]):
28 1% BB i Ik . S52R (1 3) o, HiY 2%
2 1 660 bp,j(/J\E?\Eﬁ*Hﬁ,?%%EQE%@ﬁW
pFastBacl-envA ¥ ZE T,
2.4 PCR £EEAFRFEM rBacmid-envA

FIH env PR3 51 #9 F00 M13 R i 51 90 %
rBacmid-envA 47 PCR S8 5€ . 1% B IR BH&E i FE K
G5 (K 4) W, 9738 i BER /N2 300 bp, 5 1
KAN—3, T env A R INHE A Bacmid
2.5 [EEEEWRAXE (IFA) EEEEAHRFES
rBV-envA

HAAFPIRIEEE BV -envA JE%HL SO i1 96 h J5 ,

3000 bp L8 3015bp

“ Y 1660 bp

) -

1 000 bp

M:1 000 bp DNA marker; 1 : J#:X] B ;2. pGEM-T Easy-envA

B2 EVIEEEAFRN pGEM-T Easy-envA

Fig.2 Identification of recombinant plasmid pGEM-T Easy-en-
vA by digestion

M 1

6 000 bp ‘
p—]

[S—

4775 bp

1 660 bp
1 500 bp

M:1 000 bp DNA marker;1 L TR pFastBacl-envA
B3 mMYIEEEAFEB I pFastBacl-envA
Fig.3 Identification of recombinant transfer vector pFastBacl-

envA by digestion

M 1 2
—
3000 bp [N

2 000 bp 2300 bp

M: 1000 bp DNA marker; 1 ; B4 B8 ;2 . rBacmid-envA ,

E 4 PCRYEEHFH M rBacmid-envA

Fig.4 Identification of recombinant shuttle plasmid rBacmid-
envA by PCR

Wi IFA S EHE I SO bRk, 45
(K 5) Won, FE 49 7 B UL 19 SO 41 Y 1 B 45 S
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SLERAOE T A TR I 7 S e 0 A 7 A e
SEPEDEG , 2 IH F A AR SR 7 1BV-envA 7 SO 411 Y
SRFEEAIRR ISV

A BPAEFPI R IR 09 SI9 21 s B ELAATAR T BE ALY SO 4
Jo

BS5 EERETOLAE(IFA) EEEATRES rBV-envA
Fig.5 Identification of recombinant baculovirus rBV-envA by

indirect immunofluorescence assay (IFA)

2.6 Western blot £ ZEHIKFEH rBV-envA

PPt ALV-A Z307E A —$t, HRP Fric iy =F
PR IgG A —Pt, #4T Western blot 4£5€ , 455 (K
6) W, AR B G By SI9 4 /i 7 2990 000
Ab IR S B 1 2Rl S U R/ INAEAT T A RUFT
PRI TR BRI Y SI9 i i T 5 257, ULl R A
HAR M,

116 000
90 000

.

M & I marker; L ; LRI RE L 9 SIO A0 ; 2. HF AR BUFFAR
TR SO Affi

Bl 6 Western blot $EEHITIRFEE rBV-envA

Fig.6 Identification of recombinant baculovirus rBV-envA by

western blot
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Ye B R ANA , XL s A s TRt | R Ik
FAFFRIERERA R AR A EAE AT L LS
Pk, ABFFGR S EFTIRI R RN RS, ik A T
TS AR T env FEB, FFIAAE SI9 40 3RAS
Fik, TFA Fil Western blot 5501 | kil B4
F5$T ALV-A $LIR RN R 47, R veag, 5 5 Ah I
FEES 00375 97 B PR TG 38 LR M, | E R/
90 000, 5 U K /INMHST , itk — 2Ll i2 Wil ) &
PEE T RAFH LA

MTARER | L R IR A v 2% 2R R SRS )
W R AT LT, 5 E SR AR K 2
Tri e, HAR AR 1 bR T ALV-] Z 4, iR ALV-
AP A A RS RGE AT 00 8 T S
PG TR I RGN Y ALV-A J53% T [ N 37 X8 3 ul b
X8 w]AL A AT RE Al X 28 1, AT 8 i ALV gk
el E T ICE R A I RE & I A
B 25, FURB AR g T A I R e XS A 1 £ 3k 3 B
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