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Figure1 Identification of anti-H5 McAb 8H5 by indirect IF
A. HelLacdlstrangected with pcDNA-HA ; B. HelLa cdlstransected with
pcDNA3 1(+). Thefirst atibody was 8H5 astites (1:200) ; the second anti-
body was GAM-FITC and amplification ratio was 1:400.
3 8H5 H5 N1 , 2F2 3C8
9 10 (HI < 100)
, 8H5 (100 < HI <400) , 2006 3
H5 2F2 3C8 33 H5N1 , 8H5 ,
I H5N1  2F2 3C8 8H5
: (1 : 8H5 H1 H4 H6
, 33 H5N1 H13 : Dk/ ST/ 1734/ 2003
24 © 1994-2010 China Academic Journal Electronic Publishing House. All rightsreserved.  http://www.cnki.net



2 : H5 - 87 -

(H1) Dk/ST/992/2000 ( H2) Dk/ ST/ 708/ 2000 Dk/ HK/838/1980 ( H12)  Gull/ MD/ 704/ 1977

(H3) Dk/SIBERIA/378/2001 ( H4) Teal/ HK/ (H13) 1 (NDV) 8H5

W312/ 1997 (H6) Dk/ C/ A47(H7) Turkey/ Ontar- , (HI < 10) ,

io/ 6118/ 1968(H8) Dk/ HK/ Y280/ 1997 (H9) Dk/ 8H5 H5

ST/ 1796/ 2001 ( H10) Dk/ ST/ 834/2001 ( H11)

1 H5 8H5 H5N1
Tablel HI titersof different strains representing different genetic lineages of H5N1 virus with H5 McAb 8H5
. ! ) HI titers
Virus strain Subrlineage
8H5 2F2 3C8

Ck/ HK/ Yu22/ 02 Reference 12800 12800 6400
Ck/ Indonesia/ 2A/ 2003 IDN 12800 12800 6400
Ck/ Malang/ BBVet-1V/ 04 IDN 12800 12800 6400
Ck/ Jogjakarta/ BBVet-1X/ 04 IDN 6400 12800 6400
Ck/Bantul/ BBVet-1/ 05 IDN 12800 12800 6400
Ck/ Indonesa/ 5/ 05 IDN 3200 1600 <100
Ck/ Salatiga/ BBVet-1/ 05 IDN 12800 12800 6400
VNM/ 1203/ 04 VTM 3200 6400 3200
VNM/ 1194/ 04 VTM 12800 12800 3200
Ck/ Malaysal 5858/ 04 VTM 6400 3200 1600
Dk/ VNM/ N-XX/ 04 VTM 6400 800 400
Dk/ VNM/ 283/ 05 VTM 6400 12800 6400
Ck/ VNM/ 568/ 05 VNM2 6400 200 <100
Dk/ HN/ 101/ 04 HN 12800 6400 3200
Ck/ HN/ 999/ 05 HN 3200 3200 1600
Dk/ HN/ 157/ 05 HN 3200 1600 800
Dk/ HN/ 1265/ 05 HN 12800 12800 1600
Ck/ YN/ 115/ 04 YN 3200 800 1600
Dk/ HK/ 821/ 02 GD 6400 12800 12800
Ck/ HK/ Yu324/ 03 GD 12800 12800 3200
H K/ 213/ 03 GD 12800 12800 12800
BhGs/ QH/ 15/ 05 MB 6400 6400 3200
MDk/ IX/ 2295/ 05 MB 12800 6400 6400
MDk/ JIX/ 1653/ 05 MB 3200 <100 400
Ck/ ST/ 4231/03 Mixed 6400 6400 3200
Ck/ GX/ 2439/ 04 Mixed 12800 <100 400
Gg GX/ 2112/ 04 Mixed 6400 <100 800
Dk/ GX/ 951/ 05 Mixed 12800 12800 400
Dk/ RJ/ 897/ 05 Mixed 1600 <100 200
CP Heron/ HK/ 18/ 05 Mixed 12800 <100 1600
Oriental Magpie Robin/ HK/ 366/ 06 H K06 1600 <100 <100
Common magpie/ HK/ 2256/ 06 H K06 6400 <100 <100
Japanese White Eyas HK/ 1038/ 06 H K06 1600 <100 <100

Sublineage defined by Chen et a. [®1 HI test was performed in microtiter plate with 0. 5% chicken RBCs  Titers were the reciprocal lowest
dilutions of McAbs that inhibited hemagglutinin caused by 4 HA unitsof virus HK Hong Kong; YN. Yunnan; GX Guangxi; FJ. Fujian;
HN. Hunan; ST. Shantou; JX Jiangxi; QH. Qingha ; IDN. Indonesa; GD. Guangdong; MB. Migratory bird; VTM. Vietnam/ Thailand/
Malaysa; VNM2. Recent Vietnam introduction; HKO06. Isolates from Hong Kong in 2006; Ck. Chicken; Dk. Duck; BhGs. Bar-headed
goose; MDk. Migratory duck; CP heron. Chinese pond heron; Gs. Coose; Qa. Quail.
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2 H5s  2F23C88H5 H5 4 8HS H5NL
H5N1
Table 2 Neutralization titers of some H5N1 viruses with 2 2F2 3C8 8H5
H5 McAbs 2F2, 3C8, 8H5 H5 , 2E2
Virus strain 2F2 3C8 8H5 3C8 (N T
Ck/ Indonesial 2A/ 2003 12800 6400 12800
Ck/ HK/ Yu22/ 02 12800 6400 12800 <100) , (100
HK/ 213/ 03 12800 12800 12800
< <
Dk/ VNM/ N-XX/ 04 800 400 6400 s NT <400) , 8HS
Ck/ VNM/ 568/ 05 <100 <100 6400 8H5
Gs GX/ 2112/ 04 <100 800 6400 33
CP Heron/ HK/ 18/ 05 <100 1600 12800 : 8HS5
Ck/ GX/ 2439/ 04 <100 200 12800 H5N 1
Ck/ Indonesia/ 5/ 05 800 <100 12800
CK/ Indonesial 5/ 05 1600 <100 3200 ( 2, 8H5
Ck/ Indonesial 2A/ 2003 6400 6400 12800 H5 8H5 H5
VNM/ 1194/ 04 12800 3200 3200 '
MDk/ JX/ 2295/ 05 6400 3200 12800
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Figure 2  Neutralization titers of different strains representing different genetic lineages of H5N1 virus

with H5 McAb 8H5
Virus 1. Ck/ HK/ Yu22/02; 2. Ck/ Indonesa/ 2A/2003; 3. Ck/ Malang/ BBVet-1V/04; 4. Ck/ Yogjakarta/ BBVet-1X/
04; 5. Ck/Bantul/BBVet-1/05; 6. Ck/ Indonesa/5/05; 7. Ck/ Salatiga/ BBVet-1/05; 8. VNM/1203/04; 9. VNM/
1194/04; 10. Ck/ Malaysa/ 5858/ 04; 11. Dk/ VNM/ N-XX/04; 12. Dk/ VNM/283/05; 13. Ck/ VNM/568/05; 14.
Dk/ HN/101/04; 15. Ck/ HN/999/05; 16. Dk/ HN/157/05; 17. Dk/ HN/1265/05; 18. Ck/ YN/115/04; 19. Dk/
HK/821/02; 20. CK/ HK/ Yu324/04; 21. HK/213/03; 22. BhGg QH/15/05; 23. MDk/JX/2295/05; 24. MDk/
JX/ 1653/ 05; 25. Ck/ ST/ 4231/03; 26. Ck/ GX/2439/04; 27. G& GX/2112/04; 28. Dk/ GX/951/05; 29. Dk/ RJ/
897/ 05; 30. CP Heron/ HK/ 18/05; 31. Common magpie/ H K/ 2256/ 06 ; 32. Japanese White Eyas/ H K/ 1038/ 06 ; 33.
Oriental Magpie Robin/ HK/ 366/ 06.
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Characterization of a Broad-spectrum Neutralization Monoclonal Antibody
against Haemagglutinin of H5 Subtype Avian Influenza Virus

LUO Hai-feng' , CHEN Yi-xin' , CHEN Z-min", GUO Yongli* , WAN GJia’ , ZHAN GJun' ,
CHEN Honglin’®, GUAN Yi*®, XIA Ning-shao'

(1. National Institute of Diagnostics and Vaccine Development in | nf ectious Diseases, The Key L aboratory of Education Ministry for

Cell Biology and Tumor Cell Engineering of Xiamen University , Research Center of Medical Molecular Virology of Fujian Province ,

Xiamen University , Xiamen 361005 , China; 2. Joint Inf luenza Research Center (SUMC & H KU) , Medical College of Shantou

University , Shantou 515031, China; 3. State Key L aboratory of Emerging Inf ectious Diseases, Department of

Microbiology, TheUniversity of Hong Kong, Pokfulam, Hong Kong SAR, China)

Abstract : The monoclonal antibody (McAb) 8H5 against the haemaggl utinin of the H5 subtype avian influ-
enza virus (A1V) was developed by fusng SP2/ 0 myeloma cells with the spleen cell s of BALB/ ¢ miceinmr
munized with Ck/ HK/ Yu22/ 02(H5N1) . McAb 8H5 was nonreactive to H5 HA by indirect immune fluo-
rescence test and hemaggl utinin inhibition test (HI) with 13 strains of non- H5 standard AI1V. McAb 8H5
showed high reacitivity with 33 strains of H5N1 virus isolated from 2002 to 2006 in different areas and
hosts by HI test and neutralization test (NT). These results suggested that McAb 8H5 is a special broad
spectrum neutralization monoclonal antibody against haemagglutinin of H5 subtype AIV and recognizes a
very conserved epitopein HA. Based on McAb 8H5, a diagnostic assay for H5N1 viruses was developed
and the results suggested that McAb 8H5 will be of great usein diagnosng H5N1 viruses.
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