,2006 ,37(10) ,1067 1072
Acta Veterinaria et Zootechnica Sinica

EL ISA

*

( , 430070)
HIN2 (AIV) (NP) ,

(NP-ELISA) 263 ( 243 20 HON2 AlV

) NP ELISA (AGP) 83 3%, (HI)
92 % NP ELISA H5 H7 H9 AlV ,
NPEISA 7d ,
10 d 100 % , AGP 21 28d JHI 10 14d
, NP ELISA HI 4 40 NP ELISA AlV

; iNP-ELISA;

:S854. 43,3852 6579 5 DA : 0366-6964 (2006) 10-1067-06

Development of Indirect Enzyme-linked Immunosor bent Assay with
Nucleopr otein as Antigen for Detecting Antibodies against Avian Influenza Virus

WU Renwei , HU S-shun, XIAO Yurrcai, LI Z-li, SHI De-shi , Bl Ding-ren’
(L aboratory of Animal Microbiology and | mmunology,
Huazhong Agricultural University, Wuhan 430070, China)

Abdtract : Indirect enzyme-linked immunosorbent assay (EL ISA) for detecting antibodies against
avian influenza virus (A1V) was developed by usng expressed full length nucleoprotein (NP) of
HON2 AV in E.coli. 263 chicken serum samples (including 243 clinical serum samples and 20
positive serum samplesfrom HON2 AV vaccinated chicks) were detected by NP-EL ISA , agar gel
precipitin test (A GP) , and hemaggl utination inhibition (HI) . The results showed that the coinci-
dence ratio between NP-EL ISA and A GP or HI was 83 3 % and 92 % respectively. The specific
assay suggested that NP-EL ISA was able to detect H5,H7 and H9 subtype antibodies to AIV ,
and the serum samples which were confirmed positive by NP-EL ISA could be blocked by positive
chicken-embryo allantoic fluid. The senstive analyss demonstrated that NP-EL ISA can detect
specific antibody in the 7th day after AIV infection in chicks, and all sera were postive in the
10th day. However , serum samples were still negative at the 21st day post inoculation (PI) by
A GP test , and HI tests began to detect low level s of antibodies at the 10th day Pl. The senstivi-
ty of NP-EL ISA was 4 - 40 times higher than that of HI . The present study confirmed that the
NP EL ISA was arapid, sendtive, economic and specific method for type-serologically detection
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of AIV infection in chickens.
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Table 1 Comparative detection o srum samples by NP-E. ISA, AGP and HI

Numbers HI NP EL ISA A GP
Sera from chickens inoculated 20 20/ 07 20/0 20/ 0
Examined sera 243 226/ 17 237/ 6 194/ 49
Total 263 246(238)/17(4)® 257/6 214(214)/49(5)
| % Posdtive ratio 93 2 97.7 8l 4
NP ELISA / % Coincidence ratio with NP EL ISA 92 0 / 83 3
20/ 0°. / P HI AGP NPELISA

20/ 0. Number of postive sera samples’ Number of negative sera samples;
P, The number in the bracket means positive or negative sera numbersin accord with NP-EL ISA
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Table 3 The snsitive comparison of NP-EL ISA and HI in detecting clinical serum samples
Serum Samples
1 3 4 5 6 7 8 9 10
HI 1 64 1 32 1 1024 1 32 1 256 1 32 1 256 1 64 1 128 1 32
NP-EL ISA? 1 1280 1 256 1 5120 1 25 1 5120 1 1280 1 2560 1 256 1 512 1 512
NP ELISA/ HI 20 5 8 20 40 10 4 4 16
a. NPELISA oD/ oD 21
a. The highest dilution that OD value of postive serum/ OD value of negative serum =2 1in NP ELISA
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