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1 EHFH(pT-NP) BB E
Fig.1 Identification of recombinant plasmid
(pT-NP) digested with BamH I and Sca 1
1.DL2000 Marker; 2:PCR product; 3:pT-NP/BamHI;4. pT-NP/
Sac T; 5: DL15000 Marker

2 EHREFM pGEX-NP HEgI 45 R
Fig.2 Identification of recombinant
expression plasmid (pGEX-NP)
1:DL15000 marker;2 : pGEX-NP/BamH I and Sac | ;3 :pGEX-NP/
BamHI; 4. PCR product;5 : DL2000 marker

T AR B e e lm 1 (1 3) 6
2.4 NP-ELISA jiE2r 58N A
2.4.1 NP-ELISA &3 & KA ARy a2 5%

B3 RiEHME pGEX-NP SR IE=H)
#J SDS-PAGE 43 #7#0 6 % EQ i 53 47

Fig.3 SDS-PAGE analysis and Western blot

of the expressed products by pGEX-NP
M: Protein marker; 1: Expression product of E. coli BI21 with
pGEX-NP; 2 Expression product of E. coli BI21; 3: Expression
product of E. coli BI21 with pGEX-KG; 4 Purification of expression
product of E. coli BL21 with pGEX-NP; 5 Western blot analysis of
expression product of E. coli BL21 with pGEX-KG; 6: Western blot

analysis of expression product of E. coli BL21 with pGEX-NP

GRS AP 1. 75ng/ ml, i[5 55 AEAR
TERE Ry 1: 40, I35 Fe FERR B8 O 12 80, B 1M v 7 3
OD i x ZF 0.178 s ZF 0. 061 , R ALBHBHFLBR Jy ~ +
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2 0D, <0.361 H R HITE,

2.4.2 R XUHRE  HREHIOREGUA OD {1y
TEIGSHE 0.361 LUT, B IL 77 %5 AIV (IBDV (NDV |
EDS76 8555 AR T A8 U, R SRR (%6 1) o

&1 IBV NP-ELISA 3z X 418 "
Table 1 The result of cross-reaction test with IBV NP-ELISA

Type of ALV ALV NDV EDS Positive Negative Blank
Serum (H5) (H9) 76 control control control
0D(450) 0.218 0.265 0.202 0.217 0.221 1.670 0.190 0.092

« AIV(HS5) :HS S8 & g as s ATV (H9 ) - HO W72 &5 3 B s ND - & B I3 75 s EDST6 - 85I 2 25 45 AL 7% 5 Control : X 1

2.4.3  EE MR 45 R R IHE E R R I 5
RHAE3.62% ~9.49% 2 |A], 1k PN 3 2 0 W A 5 &
BAE3.29% ~T7.97% Z [6), Ui H %2 Wi ) i BAT B 4T

MEE .
2,44 pWREREBRESFeERE HIIKKRM

ELISA 0366 0[] —FHE 0L 375 19 B B 25 R 3k 2 s,

Z5RBoR, DL HUREAE 2 88 ELISA 1855 (112 K Uk
PEH 97.29% , H: 51K 60. 60% , 754 3% N 88.89% ,
UEZ 2 B A RAF I IZ W R Sk U E S 1 5 %
(#%£2).

2.4.5 MEErRE  ATRUE I &S 1BV 1Y R2E AL
(I BAPE LA OD W S FEAIG , 11 25 i R XS JU PR W Ak 381
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%2 NP-ELISA 54 SRS HERAE
Table 2 Diagnosis sensitivity .specificity

and coincidence test of NP-ELISA

type HI test
+ - total
+ 108 13 121
ELISA
- 3 20 23
total 111 33 144

(I BH PR ML 1Y) OD {HEA W AZ IR (& 4) .

1.5

[ +—1 =2 —3

127

0 . . .
1:80 1:160 1:320 1:640 1:1280 1:2560 1:0
serial dilution of antibody

MR

0D {H 0D450nm
I =3
o o

o
L

4 NP-ELISA %5514 B8 #7138
Fig.4 Specific blocking test of NP-ELISA
1 ;Standard positive serum against IBV ;2. Standard positive serum
against IBV mixed with negative allantoic fluid;3; Standard positive

serum against IBV mixed with allantoic fluid containing IBV

2.4.6 o ELISA 2 R 6y B AL GEiH3R M, Il R AR
an Y PR 89. 0% , iX 5L W] NP-ELISA J7 % REAR 4 H
NI R BV HTARIN (£ 3) .
&3 IBV IaAREMER
Table 3 The clinical detection of IBV sera antibody

Serum from total NO. positive Positive rate( % )
jlangxia 48 40 83.3
huangpi 96 84 87.5
caidian 32 32 100
xinzhou 128 113 88.3
hannan 96 87 90.6

total 400 356 89.0
3 3t

BARSEEA(N) & IBV 193 M ERLERZ —,
FETBAL AL 85 g DR, AN TR 25 Ak 18] [R]85 3 g (5
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blot 4p#7 5 ELISA iRU6 442 W] , 4lifbJ5 Wi 332 48 &
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IBV HITE BRI —E I
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WEAFTE B8, REEAR, HI B —F L3 A A
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FHRB Y 2. 3 %5, AGP (1% 188 %, HA MR R g™ 5
L, W 5 T 4G I 14 6 42 S ], NP-ELISA & — 1 b
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Expression, Purification of Nucleoprotein of IBV

and Its Application in Monitoring

LI Zhong-hua'  BI Ding-ren’

(2 College of Veterinary Medicine, Huazhong Agriculture University, Wuhan

Abstract

XIAO Yun-cai’

(1 Fujian Province Animal Disease Control Center, Fuzhou

HU Si-shun® WU Ren-wei’
350003, China)
430070, China)

In order to detect antibodies against infectious bronchitis virus(IBV) in the serum, the N gene of

IBV was cloned, expressed and then utilized in the enzyme linked immunosorbent assay ( ELISA ). N gene

(1230bp) of IBV was amplified by RT-PCR from a strain of IBV H52,and confirmed by sequencing and blast
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analysis. The N gene was then subcloned into prokaryotic expression vector pGEX-KG in the form of vector
pGEX-NP. The fusion protein N-GST which was expressed in E. coli BL21 ( DE3) was characterized by SDS-
PAGE and Western blotting analysis as 80kDa with immunity and dissolubility, and was purified with GST affinity
column, then to establish an indirect ELISA for the detection of antibodies against IBV. The results indicate the
assay has excellent reduplication, high sensitivity and specificity. It could be applied to detect the antibodies
against IBV fast, to provide technical support for sero-epidemiologic survey of IBV infection and to understand
how IBV infect animals.

Key words Infectious bronchitis virus  Nucleocapsid protein  Prokaryotic expression ELISA



