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Table 1 HI titers of different H5 viruses with HS MAb
] Memphis-H5SMAb XMU-HSMAb
Virus strain
CP25 CPS8  CP176/26 2F2 3C8 3FC1 7C6 10HD4 13G4

Ck/PA/1370/87 12800 12800 12800 12800 12800 12800 12800 12800 12800
CK/HK 7258797 w e Lo 12800 400  >12800 1600  >12800 6400
Gs/HK/437.4/99 6400 12800 12800 12800 200 ] 12800  >12800 12800
Dk/HK /ww461/00° &40 12800 12800 12800 200  >12800 ani 12800
Ck/HK/SF219/01 800 12800 400 12800 3200  >12800 12800  >12800 1600
Ck/HK/31.4/02 1600 1600 400 12800 3200  >12800 12800  >12800 3200
Ck/HK/YU22 /02 b ] wam o 12800 12800  >12800 6400  >12800 3200
Sck/ST/4610/03 o] o] [ ] 200 ZEp  >12800 6400  >12800 6400
Dk/JX/6151/03" 1600 12800 12800 12800 12800  >12800 6400  >12800 6400
Ck/THL/AIV1/04 400 400 73] 12800 6400 B 3200  >12800 200
Ck/HN/99 /05 [ ®ae 6400 12800 200  >12800 400  >12800 3200
Dk/JX/1286/05 12800 12800  >12800 1600  >12800 6400
Wdk/]X/1653/05 800 By 200 g 2 0 6400 3200 3200
Wdk/JX/2295/05 Fo ] 3200 3200 12800 3200 6400 10 L] 1600

* HSN2 subtype; * * H5N3 subtype; the others are HSN1 subtype; Ck. Chicken; PA. Pennsylvania; HK. Hong Kong: Gs. Goose; Dk.
Duck; Sck. Silk chicken; ST. Shantou; JX. Jiangxi; THL. Thailand; HN. Hunan; Wdk. Wild duck.

2 H5 B ISA
Table 2  Detection of viruswith H5- Ag EL ISA
Virus subtype Name HA unit  Result
H5 virus Ck/ HK/ Yu22/2002  1/8° +
Ck/ ST/ 4556/ 2002 1/20 +
Dk/ ST/ 6151/ 2003 1/ 16 +
Qal ST/ 4405/ 2004 1/ 2 +
NonH5 virus
H3 DK/ ST/ 213/ 2004 1024 -
DK/ ST/ 273/ 2003 1024 -
H9 Qal HK/ G1/ 1997 1024 -
Dk/ HK/ Y280/ 1997 1024 -
Ck/ ST/ 4617/ 2003 > 2048 -
Pa/ ST/ 6708/ 2004 1024 -
Ck/ ST/ 1860/ 2004 > 2048 -
NDV Ck/ ST/ 4268/ 2002 512 -
Sck/ ST/ 1670/ 2003 1024 -

* 1/ n, ntimes dilution of 1 HA unit virus; Ck. Chicken; HK.
Hong Kong; ST. Shantou; Dk. Duck; Qa. Quall; Pa. Partridge;

k. Slk chicken; NDV. Newcastle disease virus.

6 H5 B ISA
H5 B I1SA
4 HS5 2 H3
H9 NDV

( 2 , 4 H5 ,

Ck/ ST/ 4556/ 2002 , 120
(HA) ; Qal ST/ 4405/ 2004
, 12 HA H5

H5Ag ELISA RT-PCR
H5N1 , 3 ,
, 1 10000 (Yu22
HA =2048)
3 H5 ELISA RT-PCR H5

Table 3 Comparion of sendtivity between H5-Ag B ISA

and standard RT-PCR in detecting H5 subtype

Dilution ratio of Yu22

100 10-%2 10°% 10°% 10°°
H5-Ag ELISA + + + + -
Sandard RT-PCR + + + + -
H5
,30min
H5 H5 ,
6 H5 ( 20 HA)
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Table 4 Detection of the influenza virus with H>Ag 6 Yu22 .50 H5
oolloidal gold immunoassay 48 ’ 179 H5
Virus subtype Name Results 13
H5 virus(20 HA units) Ck/ HK/ Yu22/ 2002 +
Ck/ ST/ 4556/ 2002 + (HL H13) 1
Dk/ ST/ 6151/ 2003 + ( 1, H5 , H5
Dk/ YN/ 1747/ 2003 +
Qal ST/ 4405/ 2004 +
CK/ ST/ 4003/ 2004 + ELISA H5N1
NonH5 virus
H3 DK/ ST/ 213/ 2004 - 100% g
DK/ ST/ 273/ 2004 -  80% f
Ho Qal HK/ G/ 1997 - e
Dk/ HK/ Y280/ 1997 - ol
CK/ ST/ 4617/ 2003 - g =
Pa/ ST/ 6708/ 2004 - £ 209
Ck/ ST/ 860/ 2004 - oA
NDV Ck/ ST/ 4268/ 2002 _ H1 H2 H3 H4 H5> H6 H7 H8 H9 H10 HI11 H12 H13 NDV
Sck/ ST/ 1670/ 2003 : S S nisypey
Ck. Chicken; HK. Hong Kong; ST. Shantou; Dk. Duck; YN.
Y il ; Pa Parg id ; Sck. Slk chick NDV. N 1 BLISA
unnan; Qa. ual ; . tridge; . chicken, . ew- . .
Q. Q g Figure 1 Subtyping of standard antisera
castle disease virus. .
with H5-Ab EL ISA
8 H5 B ISA Podtive. Inhibition ratio =50 %;
H5 EL ISA H5 Negative. Inhibition ratio <50 %.
H5 (2F2-HRP)
5 H5 B ISA
Table 5 Detection of serawith H5Ab BEL ISA
Sera
Mice Immunized Norma Norma wild Mice Rabbit Chicken
anti- Yu22 chicken chicken people bird anti- H9 anti- H9 anti-NDV
Postive 6/ 6 48/ 50 0/ 30 0/ 32 0/ 98 0/ 11 0/ 4 0/ 4
, 3 H5
6
H5 (1] HA
HI ,6
H5 , )
6 H5
, 14 1987 2005 H5 , H5N1
H5 ,
H5 HI , 6
, 2F2 3FCl 10HD4 Relenza  Tanmiflu [
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Development and Characterization of MAb agains Haemagglutinin of Highly
Pathogenic H5 Avian Influenza Virus

CHEN Yi-xin*, LUO Ha-feng*, GE Sheng-xiang*, GUO Yong-li', PENG Geng?,
WAN GJia®, CHEN Hong-lin**, ZHAN GJun*, GUAN Yi®**, XIA Ning shao®
(1. The Key Laboratory of Education Minister 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. Bejing Wantai Biological
Pharmacy Co. , Beijing 102200, China;3. Joint Influenza Research Center (SUMC & HKU) , Medical College of Shantou
University, Shantou 515031, China;4. Department of Microbiology, The University of Hong Kong, Pokfulam, Hong Kong SAR, China)

Abgtract : Sx MAbs againgt haemaggl utinin of higly pathogenic H5 avian influenza virus were developed by fus
ing SP2/ 0 myeloma cells with leen cellsof BALB/ ¢ mice immunized with Ck/ HK/ Yu22/ 02(H5N1) , which
were desgnated as 2F2, 3C8, 3FC1l, 7C6, 10HD4 and 134 respectively. By hemagglutinin inhibition test
(H1) , these sx MADbs displayed high specificity and reactivity. Based on the MAb 2F2, we developed three di-
agnostic assaysfor H5N1 viruses, al digplaying very good ecificity to HSN1 virus. The results suggested that
these MAbs will be very ussful in diagnosng H5N1 viruses.

Key words: H5N1;HA ;MAb;EL |SA ;colloidal gold i mmunoassay
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