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Abstract ; In order to obtain the monoclonal antibody against N protein of Avian infectious bronchitis virus, the N
protein of IBV was expressed in prokaryotic cells, purified and used as immunogen to immunize BALB/¢ mice,
and the hybridoma cells were prepared according to the conventional method. Three hybridoma cell lines, named
1#, 18# and 19# were obtained by ELISA. The antibody subclasses were identified, Western — blot and IFA were
detected. The results showed that the three monoclonal antibodies were IgG1 subtype. Western — blot and IFA

results showed that the monoclonal antibodies could specifically react with IBV and had no cross — reaction with
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other common avian viruses. In conclusion, the monoclonal antibody against N Protein of IBV was successfully

prepared, which laid a foundation for further establishment of IBV detection methods and in — depth study of the

biological characteristics of IBV.
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1.3 NEAWRMZ KL R SE A F AR
pET30a — N 1L E BI21 A2 540, PREA o[
R T RN EFERN LB Wik 354, T 37 C
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20kD

M Protein molecular weight Marker;1 : No induced
control (BI21) ;2 =3 . IPTG induced ( BI21)
B 1 pET30a-NiFESRIA
Fig 1 The induced expression of pET30a — N
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WK, R B pET30a - N 8B 3 E B M BAEDE
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T ek e i KIEFE MR . LR 3 #k ELISA [
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R
b

66kD ‘

————
-
- —

M. HEH T bRIE ;1 8 52
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M : Protein molecular weight Marker;1 : Total bacteria after
ultrasound ;2 ; Precipitation after ultrasound ;
3 ; Ultrasound supernatant
2 pET30a-N EHAZATAMESH
Fig 2 Soluble analysis of pET30a — N recombinant protein

®1 ZFZEAMKE ELISA 5317
Tab 1 ELISA analysis of hybridoma cell lines

e 3 EFXF NEHAR ODMH &4 His A8 OD A

1# 1.080 0.133
18# 0.807 0.111
19# 1.068 0.117

2.4 BRBEHANEE

2.4.1 T®E#% % FH ELISA kXt =#kIusc
AMMIEAT S 5 R 14 18# 1 O# T HEA T Ny
IgG1 , 24T Kappa (£ 2) o

R2 ELISA ZNERTEHEER TR
Tab 2 Detection of subclasses of McAbs by ELISA

e 1gGl 1gG2a TgG2b 1gG3  IgA  IgM  Kappa Lambda

1# 0.838 0.069 0.067 0.078 0.099 0.071 0.192  0.043
18# 0.664 0.073 0.56 0.093 0.078 0.051 0.165 0.075

19# 0.716 0.050 0.052 0.112 0.072 0.060 0.154 0.062
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2.4.2 Western — blot #i] ¥ # EH4k W KiEG
() IBV H120 #kiEFT SDS - PAGE HLIK/> 5, I =
PVDF B I, 3 BREPLVE N —PT, #4T Western —
blot %85 , 45 R WK 3 HREAPII 5 HI120 #R 774 4F
SRV, FEZY 52 kD R/ (N EH 4> T ) Be ks
VS A (K1 3) .

M 1 2 3
180kD
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100kD
75kD
63kD > 52kD
48kD
35kD -
25kD

M 85 T U AR s 1 14 ST

2 18#EATERETIA 3 194 sU b I

M Protein molecular weight Marker;1 :1# monoclonal antibody;

2 .18# monoclonal antibody ;3 :19# monoclonal antibody

B3 Western — blot £ 8= EH{

Fig 3 Western — blot analysis of the monoclonal antibody

2.4.3 IFA JFaEmill 2w EaE NG RAT
T NP AR AR S 1 B S PR BT A, I 18 # R T e
PO, AT TFA D5, 25 3R i 7R B0 v B AR
5 IBV H120 #k M41 #k & A e ek S s, e 5
PESE DG, i 5 IBDV ILT EDSV Fl ND 45 % L
MBS BE XA A A SO (1B 4) o Ul BB s B L
PRI R S AT
3 3 8

XL ek 3 S 48 16 TR & 2R Y RS
Yoz — R R AL et am AR Sk e | I v R R O
PRI T | AR e X0 AN AN 25 90 4% ol I I 2R 96 1)
AR, A 23 5 M X 7 2 Ml R RN I X R SR A
AL TR AR R B, B A R 2 R
R 7 vk 6 F R R Bz A A R BN E
X, IBV A 4 Mt Hoh N S U 4 Pt
F R — 0 T 8 N R R S5 R B, LA R AR
SEHE, HON R B SR = A g A
HEARIR] IBV B bR 2 8] N 2 (AT & B 0 [R)
Jil S WA X IBV I N 2R 11 ) FH 40 Ml 125 1 &

A:IBV(HI20 #) ;B:IBV(M41 ¥k) ;C. IE# 40X B8 ;D . IBDV (J1C7 #%) ;E: ILTV(ILT/13 #k) ; F:EDSV (127 #%) ;G:NDV( La Sota ¥ )

A.IBV(HI120) ;B.IBV(M41) ;C:normal cell control; D:IBDV(J1C7) ;E.ILTV(ILT/13) ;F.EDSV(127) ;G:NDV(La Sota)
4 18#ETIEHLIK IFA 2l
Fig 4 IFA of the 18# monoclonal antibody
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AT PR, SPTEA R AT )i
Ji) S AR S MM AR ELISA J775 Il Western —
blot 751 %5 B e BEHUAR , BB ] TFA J7 i
SERPL, IFA J5 kT IBV AR 538 B AR 2 41 g 15
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FAFTERCR I MERE . HR B TEA RN &R 1 Ae 2
HESBRAEARA BE A HGE I A A K (AR 240
PRAT ATEXS IR JE AR 21 L ( 40 CEF 4fi il | CEK 41 i)
AR, SRTTNAE CEK 4B [ 2 HS 30 780 () 240 fig
A BT U IARCE R Iz R FH R R Y
SEPR R R S5 A R D REIT ST, 79 B A D2
FRI h & T EHEAEH, TP 1BV PR 5w BT R B
il 2 AT

N 2 AR TR RN 7 AR S KO I B, ik
7 A B TR S g5 S PR 3 O T Fe Al 2 1, PRt , A
FEXF IBV HI20 #R4mi% N 8 ([ LR P T4 &
PE G T KBTI ST, R SR K M A HL R
BAFHY 41 - 391aa X BHEAT G BB 25, R
RIS A 40 (BL21 ) Kk If4lifk IBV NP
B, 2R e/ BUS BEAT 4 MLl G, R ELISA
J5 12 Western blot J5 ¥ i € 1 3 #F 2% 3¢ 74 40 Jfd
Pho RTEE Y07 2 J v T A% FRpT 00 o AR kR 3 O
B ELISA J5 15 0 16 B 6 FH 638 NP 85 (A Ailhg
A His 1E BB, 17 3 53 RUR L, )7
PTG T O o R I HE SR AR 45 AR 1 T i R
T, 3 MRELTEREDIUAZ Western — blot %5€ | fiE
5 WA R ALY IBV R tEgs &, [FESR A IFA
D7 ARSI BB (R S O HH Y 3 Rk LTS 5 R
H120 78k H52 TRk 724 TRA SN, {5 T#51 194K
55 M4 BE VAR SE R AE TFA U, 18 # A RE S
H120 B¢tk H52 FEbk M4A1 9 B Bk 55 77 4 TFA )
N, BRI B TRk 0 RN, PR, S ST D
PP S s R BTAR 184, LI IBV IFA ek
Rl 2 O #E S7 AT R LR, KPR BB IR L S
IBV KA R S PE I 5 NDV (IBD ALV S5 & 2%
DR TERTCAE XL, AT L il 4 T 1BV B
TP, N —2 TR IBV 2 Wit TFA 460
& ELISA Al iR & 45 1) Bl FidE 4T 1BV 2R
YR R T B8 T W B A
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