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I 7% &8s 7 Hexon & A 1 I 4% 2638 M a4
ELISA 53] 77 3049 &t v 5 Wi H

kK 2. Ow.E E.ALE
G Bl $ R 20 s TR Be . BedifmiE 712100)

W OE BHEFEEELTBHEEET (Fowl adenovirus group [ ZFAV I )AJ Hexon & H .3 Hexon EH N
A0 8 PS5 ST I T A9 E) 3% ELISA #0052 . FF FAV [ #f Hexon 3 [N 5B 2 JF % F R 3k pET-28a(+)
BEATH 2 Hexon 85 1 175 3R IK X 238 W17 4L, I # 1T Westernblot %5 ; 4ifb /5 1 Hexon % H E
AL RE B L A SR A% 1 S B ST L B ) 43 ELTISA KW J %, IF UE A7 45 S vk L R Sk i &R PR R 88, e JE xt
I PRAE it HEAT RTINS I SR A% R AR AR5 R/ 2 37, 4 ku B EE 20 Hexon 2 H s Westernblot %5 4 3¢ I 5
HEAR RBEWEES RPN, FAV T A4 ELISA 2464k 50 414 0 - B D de 43 60 1 0 B ok i o
5.0 mg/L. 340 37 CHEM 1 ho gL 1 ¢ 200 EFEBEVE A 1 h, BiAr —HiLh 1+ 5 000 f5# BEVEA 1 h,
TMB &8 E R 10 min, FEIZMLAL S T . ODys ==0. 322 N BHME, 522 Ry B M 5 4 5 P 06 45 SR 6 1, X 0
RS B R VD T TR LA 0 R AT BR T L 2 R P L ERORT TR R R M 35 A TR I 95 R 0 2 Sy P 5 X BH M 1l T
ABURPERT I8 1 5 1 200, 70 463 FH M L B9 BHAE 2N 97, 1% 5 T 48 3 56 45 SR 26 W, 1L o9 it fa] OD,s, i 9 2%
SRBHN R 1. 200~3. 5500 5. 1% ~8. 3% 5 FAIL 5 B X I A 279 0 X% i 75 AF AR I Y BH M SR Ol 51,30,
RIS 1 ELISA #0077 207 I T FAV T HiARKCF fy i

KA 1 BFE IR Hexon 2 1 U R s [ #: ELISA
hEHEKS  S855.3 XEiRERL A XEHE 1004-1389(2018)05-0634-07

& 595 5 (Fowl adenovirus, FAV) & —# TG Mg,

Xt FAV T AR GEH) 5250 %212 Wi 7 ik oy &

PERE R RUEE DNAF 8, nf 20 110V I 3 & 1
B & 9w 3 (Fowl adenovirus group [ ,FAV 1)
HA L R BEPT IR e B AR R R o Y iR
FHE AN JL Y% B (Chicken embro lethal orphan vi-
rus, CELOV™ o SE4ER, i FAV [ 51 i i
TRIF R O B 25 B AE FIRD 2 58 12 i SR L 2
FHEaF L RERIE 2015 4F 6 H Lok ThE 24
5 B3 B 1B K & R PR (Angrara disease) . Ji
JFEoh 1B FAV b CFf FAV-4 B %000 F B AFE
Ry G SRAB Hb, o 1 BRI TECRE IR L D R SR I A, HE
CREN e S UEZE TR /NS 1 R =il o RN 7
PR AW R 2o B R A F 3 R i A
R IE 1R A e T W L TR AT A
2026 ~80 Y0 , a1 B 1] N 35k 45 85 245 57 5 i il T K4
R, AN RS R AT 4 R AR B AL, U5 G Y
JH o T 28 M K VA% 1 L 25 7 5 ok BRI

WHEBHE:2017-04-20 E@BHI:2017-05-09

5%E h AR O WE B IR S e i B e 45 7
2 BRI FE ) E5 R ARG A PCR L LAMP 45 X 3
I A R R HOAS X K B R S AT R
TNETT Tl T f 928 W% Bk 36 ( Enzyme linked immu-
nosorbent assay, ELISA) {E b & L i . b FH % )
F I35 “7 12 W 5 v B AT H5 A 1 13 8 S5 1k o |
SR vy AR RO AER B S5 I 5, AT LAl T R 8 i g
22 VT B 5 AR G T R A A 28 X A 1) 0 12 T 2 A
N,

NEABARFE T Hexon & FAV | 1y FZ 454 &K
H. i T FAV T 94052, Hexon & A £ 2
R S a8 A S P T it R A R ) e R S M BT
JELe . 1T LAAE Ry iz Wi pt I . A B 5 4 AT
FAV | Hexon J X 4 5% 2 1 0 4T B 48 £0R0 2 1
434 AT REVE L BEHE Hexon & 1 HT BeHT S M08 H AL
AREFR R PERY 339 SRR AT IR A% 3R 38 L il &

EESB . B 764 B T 3 KRR O18 (2016 K01-43) 54 v 4 b 8 8 3 AR 78 36 X 8 R BH T H (2016-XY-16)
F—EE ik 2, % .0+, MR, FENFRE FHHAERPEVIE . Email:1647864117@ qq. com



53 ik 24 I RS IR EE Hexon 2 B9 U R G5 T 6] 4 ELISA A& J5 12 i 2 5215 i T © 635 -

HAT R BN B B 4 D, % HE AT R 5 3R
ik K A S JS Y B 2 Hexon 2 VR A 9T
ik Z AL LA I FAV T L3 B 1Y
)45 ELISA J7 3k . A1 T B &8 JIs 25 52 15 00 122
RSO AGI RAS G 28 X6 AR 9 105 12 W 2 3t D73k

1 ##r 57

1.1 E#M . RAL.EREY . MmF

FAV T CELO # # (CVCC AV208) Iy H
[E 25 W 52 BT s pEASY-T1 Cloning Kit, 8 5% &
il TransSa ML XS EWEARGRAE "
s pET-28a(+) JFi ki & Novagen 2y &l 7= i s R A%
ik BL21(DES) f Bk by FE b it 20 4 9 2% w7 i 5
SPF 34 (Specific pathogen free chicken) J H 4%
SR AT BR A B FAV T X8 002 9 B
BB R DT W EMARE . 2 A %D
PR T R K o 35 A T PR P 1003 P A% 8 BRI 5 R 2
Wi s W TR o) B 3 8 A% e L e R L R
ELISA J7 ¥ 50 % 2 I A 45 10 4R 2% %8 58 JF IR 475
279 3y G IMLVE A R A BRTE A 4 A X R AL
PR
1.2 FERA

2X Es Tagq MasterMix, DM2000 plus DNA
marker, ) i & [ Marker I FJb 5T A 40 4
YR A BR 2 W) 5 20 TR PR 20 48 BGE R & W T R
RAAF A mO A RA A WY)W T Fer-
mentas v Al ; T, DNA ¥ # 1§ 04 F K& EEYA
Al WYL 4 Marker Blue Plus [l Protein Mark-
er.Proteinlso Ni-NTA Resin W Tt 7t £ R 44
PIHARA PR ) 5 AR o 48 A W il A 10 19 S Bt X
IgG(Rabbit Anti-chicken IgG/HRP antibody) 4
T b o SRR A B R A R A D i AR A A
BEAVER A #] ; TMB i 77 (2 mg/mL) H #5 %
RN 4 AR 27 B 3h ) T2 53 Bt 3 8 4% G i 6 0 28 i
il s B TEC P 5 A 3250 2 Sy 1 01 B 7 a0 A 4
1.3 Hexon EEMIGMFRAHFHE

A GenBank it gy FAV [ (CELO
Phelps # , GenBank % 55 U46933. 1) Hexon 3
K3, #IH] Primer 5.0 8, it 519, EiiFsl
W HexonF-BamH 1 :5-CGCGGATCCATGAC-
TGCGCTTA-CTCCCGA-3" CF R %K BamH [
fiti ¥ {57 25 » HexonR-Xho | : 5'-CCGCTCGAG-
CGCCAGCATGTACTGGTAAC-3" ( F %l & N
Xho | BV &) A7 h 18 289~19 305 bp, 4

WK BER 1017 bp, 51 ¥ H Invitrogen 23 A G .

L FAV T i) DNA S K, 54T PCR §7 3,
VI B H Y 45417 5 3% 3% pEASY-T, Cloning %
&, 3k4% T\-Hexon [ FURL, 2% 42 K3 H (Jb 50
M, WEEY T,-Hexon #1 pET-28a (+) i %7 ,
L AT 7= 4 8 H A 3% ) Heon 3% 45 51 pET-
28a(+) M, PCR 1 B BH M 52 B L 4R 5 WL 1]
Y E  JF HEAT BORLI Y . 51 E B 1Y J5TRL Ay 44 R
pET-Hexon,

1.4 Hexon EEEZTRIEX

pET-Hexon ¥4k BL21 (DE3) & 5% %5 41 Ji
X5 G A B (TPTG 29k 0~1. 0 mmol/L) Al
55 B ] A7 AR AL, WO O Ab A L L SR S EAT
SDS-PAGE 43 #7 .

1.5 Hexon EEM4 L . EH

IR 1 L EA R TR, 24 I
WMARTE H , % Proteinlso Ni-NTA Resin 5B 3535
fE4lifb H B & 1 Hexon,

e ) 325 AT W R AT AR 1 L BT A VBLC 1Y
&A 20 mmol/L TrissHCIL, HAth 2 43~ « 3% 1 K
AGYRIIMA 6.4.2 F1 1 mol/L B IR Z i pH K
8.0) JEMT K B(0. 6 mmol/L LA & M. o=10%
B .2 mmol/L EDTA, 0.5 mol/L, 7 pH &
8. ) ME T C(25 mmol/L NaCl,0. 2 mol/L JR
), ¥aifb)5 1 Hexon 40 & 1 5% A B 48
i R IR R 2R VR R DA e B 1 I A B AT T A
T RGO BT BB C b 4 C
85 v w7 A R AT A M RS TR O
10 h, 5 & £ 5 1) Hexon 412 [ 19 i & W&
JE R AE T —20 C,

1.6 FEHZEHK Western blot 447

XFafifk 5 19 Hexon & H#E1T SDS-PAGE, %%
B A S  F 1 s 500 [ FR B — 1 (3 FAV T
FHPEME) F 4 CERd®)E.H 1 10 000 f5H
B — Bt (CHRP Fric i e bt 1gG ditd) &
2 h )5 ECL [N & - 05 = v 5 ok .

1.7 8% ELISA A ZNELSVH EHA

1.7.1 ®# ELISA 7% JH0.1 mol/L #EREL
% vh il (pH 9. 6) % 2l Ak J5 1) 0 J5 46 e 28 Jiir 75
kB, DL AL 100 pL 60 Bk & onm A 96 L
ELISA # v, IR et B FL TR, B 4 C b s Ik
H.H PBST Bk (pH 7. 4) ¥E % 3 W (5K 5
min) 1 A B (R 50 g/ L R 05 # 1
PBST) . £l 200 p1..37 'C 1 h, 5t 235 MW n



« 636 i A 4

SO 21 %

AL R S 8 50 g/L B B W5 8 A9 PBST
B Bl 100 pL.37 C 1 h, [AlFE 5 ¥ BEHL. #A
T g bR — B0 U 50 g/L Biig §5 8 1) PBST
B 4 fL 100 pL,37 C 1 hJ5 . [RIRE 7 H BEAR
1+ & fLjm A 100 pL B TMB, #k % % &
15 min; BFLINA 3 mol/L Mk B R 50 pl 4 ik
SIS FH B AR SO 22 B LY ODyso fH .
1.7.2 B ik iebic — R R AEHB R H
M &ifb 5 1 Hexon 85 M L3 DL S B A5 — H i
F1IE 35 B )5 (Hexon R 1) 43 51 9 B 2 5
WU N 2.5.5.0 il 7.5 mg/L.&FL 100 pL f1
ez ELISA Az vbs B BH M i 38 #F LU 12 50,
1:100.1 : 200 11 = 400 1% B s Wb — Bt LA
1:2500,1 %5000 1: 10 000 £ B 45 FLIX
B2 AN O Y 1R B s 7 B BH A R s
MR, #EAT ELISA &l M 22 25 £l ODys {8 J5 i 47
BAE AT . BUCPHPERE S ODyso B (P D 28 1. 0,
FAPERE & ODyso [H (N H) 7E 0. 1 247, JF H P/N
18 B KB, f AR T A0 4 K il v A — 90 Ff
B
1.7.3 AR AR g4 DUATE I W A AR
PSR AEAE FH Ve B2 A Al o O A e 5t % g A 3 PAD B
B (37 C,1.1.5.2 h) (I3 s v g fa] (37 'C,0.5,
1.1.5 h) (s —hu e M F A E (37 'CL0.5 (1,
1.5 b DA M A i st a] (37 'C,10,20,30 min)
A S HCBH PR RE i ODyso {8 (P B 29K 1.0, B
PERE S ODso fB (N D 1E 0.1 £4 .38 H P/N fi
I K s Ay SR A AR B 1]
1.7.4  F/MbArAE s RALG s 2 B S50 47 [
P ULV A o P A ST 0 B A S N 2% P 2 AT ) 42
ELISA J5 ik kil . X460 25 2 6 47 43 B 1F 53
SEIE (o) FFRUE 2 Cs) o L 37 g 340 5 B PH
AR UE
1.7.5 #7WiX% BOGH A & ]
AT 4 B (08 2 BT L 22 R M T ECAT TR N K i 2 A
R B P I3 A S AT AR I S A BT S 2R
1.7.6  #BK%E K FAV 1 HMME U
1:50,1 ¢ 100, 1 : 200, 1 = 400, 1 : 800,
1:1200.1:1 600 {%% B, F @7 i ELISA J5
BRI, RSN A ST B A4 ELISA Xt
70 fy FAV T BHYE I35 #F i (2238 B ELISA 3 5
SR Sy BH D HEAT ARG 8 3143 A BH P 0l 3 A A
1.7.7

F 5 MR BUEAV T BHM: 03 B

M35 25 3 0y - E R — 20 T 0 # 5r i) e A [ 432
ELISA K Jy v& SEA TR0, 43 03 il v 152 8 4 A&
SRR ALIY ODyso fH 43 Fr ALK P9 iy ) & &2
PE. 3 A 2liAk & PE Y Hexon 8 1 A4 i
AR A 1 4y BAAE i3 AR 55 & LAY ODyso 8 5 53
ML R ) (1 m] B A

1.7.8 e kAfamibm  FHE 87 0Ky ik A
DB VE A 4 A H XA TR XS 5 10 279 43 XS i 1
BEAN AN % ELISA K 5 1 5946 0 508

2 HREAN

2.1 PCR¥HEIBARNNEVIEE

PCR #4453 1 017 bp 1 H WK Hezon,
¥ Hexon B:H & # 2= pET-28a(+), 41 i kr
pET-Hexon it 17 XU H V1, 3K 15 B 81 9 A B
(K 1D,

5000 bp
3000 bp
2000 bp

750 bp

500 bp

M. DM2000 plus DNA marker; 1. Hexon %K 4" 14 P= ¥y
Production of Hexon gene;; 2. pET-Hexon ¥ [ Y] 73 ¥t Re-

striction enzyme analysis of recombanant r plasmid pET-Hexon

B1 EARNEBVILE

Fig. 1 Restriction analysis of recombinant plasmid

2.2 ERAEAMEZRESAL

JFA% 23K S H) IPTG ¥ B2 1k 4k 45 31 8w
M IPTG &k N 0. 25~ 1. 0 mmol/L i}, & 21
I Hexon Fik & —3, %15 3/ IPTG W
7 0.25~1.0 mmol/L ¥ 0] ; 4 R H &k &y
0.5 mmol/L i IPTG %S 5 h, EZHH H Hexon
AR R IK, M pET-Hexon KR5S X M B A H
HEAM LR, EREFT AT 5 B &
R L L L A R 7 2R D UE i 1T SDS-
PAGE, 4538 B8 Hexon T4 & M F E LI ALK
B AF . AW 1k & 11 4 Proteinlso Ni-NTA
Resin 2l fk IF 5 ¥ 5 ¥ 35 15 37. 4 ku KM
HexonEHEH(E 2).,



5 4 K 2% T BEE MR Hexon 25 1 1 A 3R 1K I (142 ELISA K I J7 ¥ 14 £ 57 5 v < 637
M 1 2 3 4 5
135ku M 1 2
90 ku 70 ku
66 ku
45ku
B 37.4ku 2
35 ku
2 40ku L 37.4ku
M. #EH marker Protein marker;1. Ki% S pET-Hexon
Uninduced BL21 (DE3) containing pET-Hexon; 2. %% 5 h i1y
pET-Hexon BL21 (DE3) containing pET-Hexon induced for 5
30ku

h;3. pET-Hexon H 24/t 1%
nant Ecoli BL21 (DE3) of pET-Hexon ;4. pET-Hexon [# 1 2 i
ULVE  Precipiate of the lysed recombinant Ecoli BL21 (DE3) of
pET-Hexon;5. 4lifb) Hexon 4 & 4 Purification of Hexon

Supernate of the lysed recombi-

fusion protein
B 2 Hexon EZHEH SDS-PAGE 547
Fig.2 SDS-PAGE analysis of of Hexon fusion protein

2.3 E=HEHB Westernblot 53§t

Westernblot 2% £ B, Hexon # 4 % H fig
5 FAV T B M & AR 5 P SO B/ Ry
37.4 ku Wy 2%, T 5 SPF X9 IfiL 8 JC 4 55 1 4%
L, TORE S R (] 3D

M. Wiyt 4 Marker Blue plus [I protein marker;1. FAV
T BHPEIMY FAV T positive chicken sera;2. SPF X il i SPF
chicken sera

3 Hexon =4 % B HJ Western blot 4 #f7

Fig. 3 Western blot analysis of Hexon fusion protein

2.4 (8% ELISA # 5 EHET
241 RRBROHBR D FEFBE R REHE

Bty ZUIESSIRE SR R . S P Hex-
on H A H MY B WL N 5.0 me/L. LK Fi B
JESy 1+ 200, BEAR “HTRIRBERE DG 1+ 5 000
NG D.

*1 MEGHEE LEMEBR_AIERENHE
Table 1 Determination of optimal of antigen amount, serum and HRP-rabbit-anti-chicken IgG
Fihs —HUA [R5 BE BT 1 ODyso B
ODys0 values at different dilutions of HRP-rabbit-anti-chicken IgG
L 375 i %
Dilution of serum 1: 2500 1:5 000 1:10 000
A B C A B C A B C
1:50 BHME Positive 1. 481 2.186 1. 955 1. 381 1. 250 1.519 0.772 0.694 0.795
BAPE Negative 0.214 0. 281 0.304 0.167 0.171 0.202 0.122 0.132 0.139
1:100 fH#E Positive 1. 395 2.073 2.313 1. 182 1. 364 1. 489 0.548 0.767 0.752
B Negative 0.207 0. 276 0.291 0. 144 0.169 0.197 0. 104 0.121 0.126
1: 200 FH 1 Positive 0. 844 1. 085 1. 248 0.825 1.043 1.213 0. 483 0.667 0.627
BHPE Negative 0.112 0.137 0.152 0.109 0.112 0.135 0.077 0.096 0.087
1400 B Positive 1. 004 1.112 1.120 0. 898 0.931 0.912 0.431 0. 557 0.422
BH: Negative 0.122 0.142 0. 141 0.110 0.117 0.126 0. 081 0.115 0.098

TE - A FURGUR Y B W o 2. 50 me/ L. BAURPUE A TRy 5.0 me/L. CAURHUEM B R 7. 50 mg/L,

Notes: A. mass concentrations of antigen is 2. 50 mg/L;B. mass concentrations of antigen is 5. 0 mg/L; C. mass concentrations of antigen

is 7. 50 mg/L.

2.4.2 AR RN AL YT R R A RE N
5.0 mg/L. AL 4 &y L 100 pL, 35 0 S 1 N
37 CAEFI 1 ho i LA 1 ¢ 200 5 H5 B¢ 37 CAEH
1 b bR 4T 12 5 000 F5HiRE 37 CHEAT 1 h,
L 100 L f TMB 37 CHEE 10 min W R
Rt

2.4.3 M/MEAFEETAAG AT FHES AN

$2 ELISA J73EXE 50 3 BF P 1003 ¢ &b 28 47 A6 D
MR 50 B3 1ML TE OD.s B 19 F-{A 2 =0. 139, b5
W2 5220, 061,21+ 3s2=0. 322 N3] 52 B BH 1 Fr Ui
i FE , RIS ODyso 6 =0. 322 B, F] € FAV |
Uik K F R B, 4 ODys, f << 0. 322 B, ) 2
FAV I Hiudk kB .

2.4.4 Aot ek LAY ELISA A5



.+ 638 - (L | A3 S 27 %
XTI L LR YD T T 4 v A A R L 2R ST BRGSO R
P B EAT TR A K W 3R A T B P IV A o 2R AT R ®2 HRELRE
WM 855 ODyso (H I /NT 0.3, A B B FH X Table 2 Specificity test
HRREST 5 2 BIAG I O ¥4 5 S 1k R (3R 2D 7% Serum ODis
2.4.5 HoEERE K FAV T FPEME L1 AR ATV 0. 201
50,1¢: 100,1 ¢ 200,1 ¢ 400,1 = 800,1 = 1 200, WHF MR NDV 0.159
1+ 1600 ﬁﬁ*}:’ﬁﬁ@jég ELISA ﬁ/f*ﬁ?ﬂl”’%% ZXAVERRAFE  Pasteurella multocida 0.168
%BH‘@[GI?% L1 : 50,1 100,12 200,1 = 400, WITHE  Salmonella spp 0.127
1+ 800,11 200 *ﬁ*}:ﬁj’é'ﬁ%%jﬁﬁlﬁ’ %,II-SH Tim]‘ LM EIRE  Staphylococcus aureus 0.105
‘{jﬁau 1:1600 X%*%E:J‘9%%ﬂ‘:’ Bﬂ‘@(%% 3) vj'JFE*)EH KB awE Y Escherichia coli 0.192
gzﬂg I‘ETJ %% ELISA Xd‘ 70 ﬁj\ FAV I I-SH ‘ri Im I%Eﬁ FAV T FHPEMTE  Positive serum of FAV [ 1.592

y p 2l e S M 3 52 A
(20 ELISA B RIS IO ST 0 | s Neestve sorum of FAV | .
B2 Ay AKE R B 97, 1%, T
3 HEAERRER
Table 3 Result of sensitivity test
. fﬁﬁ '{'”’Ht%*%rg 150 1+ 100 1+ 200 1+ 400 1+ 800 1:1200  1:1600
ilution of positive serum
ODus50 1. 885 1.503 1.127 0.961 0.754 0.416 0.207

2.4.6 THEWKE FEEHRMLFET K A5 S ZACER /N L SR B S R vk B A R A
3 PHHE L3 A3 4 B LY ) ODys {H . S5 R 3% By E R,
. ODy EHNZE S RECH 1. 206 ~3. 50030051 2.4.7 W RMSRER XK A A R H XL

FH 3 #tvkatifb & i) Hexon & &I 1 44 FH M
LT A1 0y B M 1fi 3 - 4% SR 2 B . OD,5, (Bt 8] A8
SRBON 5. 1% ~8.3% ., #Hb N AR S & Bt A

FGIZ Y 279 4y 3G [ 3% #F 5 4T Hexon 8 H$iT
PRACE BRI, 25 50, 143 47 1l 38 Sk BHE » BH
PEZh 51.3% (38 1),

F4 BRAAL 4 DX IBMFE Hexon H 7k F 46

Table 4 Detection of Hexon antibodies level of chicken serum in 4 regions of Shaanxi

b X TR
Region Numbhers of sample
# ¥  Yangling 80
J&FH  Xianyang 72
T Baoji 67
JHE  Weinan 60
Bt Total 279

PR % BH =R/ %
Numbers of positive sera Positive rates
32 40.0
41 56.9
43 64.2
27 45.0
143 51.3

3 4t #

PAER, R FAV T 5108 i 68 R F R 0
PR 25 A A FIVRD 98 JBE 62 1) B e B2 1 T A,
RO 02 2015 4F 6 1 Lok i B 22 80 1 O XS A 4
RAERALIR » RIR HEHRE IE R (5 20 8 X S R A ik
N 7S v D < VA i@ 1IN R R
RBP4 A 00 G 0 X e i I T A Y
ELISA ¥ J5 i 2 G H 2,

AR K E X FAV T 09 Hexon % #1743
Br . 2 B Hexon & [ 3 24t 5 X 8y )7 51, 14 2 Ji
3 ik Bk pET-Hexon, ¥ 46 K 7 % 4 W BL21

(DE3) J& » 4 Heb A7 K 105 S R ik 2 R BB R
OIMT R B DAL R IR A, faifk R
PEJG A 20 Hexon 8 /R A A0 85 B0 L H1 R 5 i
W R 5.0 mg/L. A0l i R AL 100 L, M7 fi
HERBE R 1 20, W BERBER
1+ 5000, 87 A # ELISA Ht A& 7K 746 I i 465
BRI 25 J R ARy 2 A R AR A
Al 55 X B I TR U T B L A R A B
Z2 20 B EC AT B R i 3% A TR BH P L3S & AR I
N7 5 ik (] AL PN A2 R A5 R AT DU AR R
RBUN A ORI 45 R R L IZ IR R
BB B 5 I LA IR 50 O o B 4 R b L R



5 3 1S

245 I REE MR EE Hexon 8 YR R 1K K 18] 4% ELISA A6 J5 2 19 1 5715 b

+ 639 -

38 A KRR AR . X SR 8 AN [R) IR Ak
FERG 1 279 43 3 L7 FE bl 4T Hexon H H AT
PRIKF BRI A 45 58 7S 143 63 I3 b BHPE
BHPE=RR 51.3% . 7E LIS (I RS DU B ) s vl
DA I 93 25 15 v S 8 0 B 1) R 8 O R AT AR M
1§,mﬂu@%ﬁﬁ%ﬁ5ﬁ%ﬁiﬂ%ﬁ¥lﬂﬁ@”‘“ 155 L
PEAT I A

TEBLAE 1) 37 58 A2 7= AR o8 3 B 3 TR
T 7 4 5 Y S AR T 5 ) S R B O R
PR ] 4 ELTSA R J5 2k 04 57 o O Ji& iR 25
PR B G L ROR VA B B 2 X8 B0 12 W 48 1 4
AR SR A X G0 TR A T 5 T2 R 7 45 AH 5 XY i
A BT
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Establishment and Application of Prokaryotic Expression of Hexon Protein
of Fowl Adenovirus Group | and Indirect ELISA in Escherichia coli

ZHANG Man, HAN Fei, GAO Rui and HE Yapeng

(College of Animal Engineering, Yangling Vocational & Technical College, Yangling Shaanxi 712100, China)

Abstract Using the Hexon protein as the antigen, prokaryotic expression of fowl adenovirus group [
Hexon protein, the indirect ELISA detection method was established. FAV | serotype A Hexon gene
was cloned into Escherichia coli expression vector pET-28a (+) to induce the expression of recombi-
nant Hexon protein. Hexon protein was purified and tested by Western blot. Using the recombinant
Hexon protein as the antigen; the indirect ELISA detection method was established to detect the level
of FAV [ antibody in serum. Specificity, sensitivity and reproducibility tests were carried out, and the
clinical samples were tested. The recombinant protein with the size of 37. 4 ku was obtained. Western
blot showed that the purified Hexon protein had good specificity and antigen reactivity. The optimal
reaction conditions were established as follows: the optimal mass concentrations of antigen was 5. 0
mg/L, closed at 37 ‘C for 1 h; the serum dilution was 1 ¢ 200,reacting 1 h ; the second antibody dilu-
tion was 1 ¢ 5 000, reacting 1 h ; the TMB reacting time was 10 min. Criteria for determining the neg-
ative and positive results of serum samples were OD,;,==0. 322 and OD,;,<0. 322, respectively. Speci-
ficity tests showed that the results of newcastle disease, avian influenza, Salmonella spp, Staphylo-
coccus aureus » Pasteurella multocida , E. coli positive sera were negative. The sensitivity of positive
serum was up to 1 ¢ 1 200. 70 positive sera were tested and the positive rate was 97. 1%. The repeat-
ability test showed that the coefficient of variation of OD,s, between the same batch and different batch
were 1.2% —3.5% and 5. 1% —8. 3%, respectively. The clinical 279 serum samples were tested by
established system and the positive rate was 51. 3%. The established method in this test could be used
for clinical detection of serum antibody and epidemiological investigation of FAV [ .

Key words Fowl adenovirus group | ; Hexon protein; Prokaryotic expression; Indirect ELISA
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