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11-day-old chicken embryos and purified by adsorption to and elution from chicken erythrocytes
followed by differenntial centrifugation and sedimentation through a sucrose gradient (10-40 %
sucrose, 0.5 mol/l NaCl) (Laver, 1969).

Serological test. Haemagglutination inhibition (HI) tests were performed as described
previously (Webster et al., 1979).

Monoclonal antibodies and chicken antisera. Hybrid cell lines producing antibodies to the HA of
A/England/333/80 (HIN1) and A/Yamagata/120/86 (HIN1) viruses were prepared as described
previously (Yamada et al., 1984). For fusion, myeloma cells (X63-Ag 8-6.5.3) were used as
parental cells.

Chicken antisera against the influenza viruses were raised against purified influenza viruses
(10,000 HAU) injected either intravenously and intramuscularly into chickens; serum was
collected 10 days post inoculation.

Competitive binding assay. The competitive binding assay was performed as modified ELISA
(Kimura er al., 1983). The purified influenza A/England/333/80 virus at limiting concentration
was used as antigen. Serial dilutions of each competing antibody obtained from culture fluid were
added to the wells of microplates, to which the A/England/333/80 virus was adsorbed. Culture
medium alone was used as control. After 2 hr incubation at room temperature, the wells were
washed and horseradish peroxidase (HRPO) - labelled monoclonal antibody (ODgg of 1.0) was
added. The amount of competitive binding was estimated from the absorbance at 490 nm in the
presence or absence o( unlabelled competing antibodies. The percentage competition was deter-
mined by the formula [100 (A- n)‘]:/ (A-B), where A isthe OD i m the absence of any competmg anti-
body, B is OD in the presence of homologous antibody (10* ELISA units), and n is OD in the
presence of a competitive antibody (10 ELISA units).

Table 1. Antigenic analysis of HIN1 virus by chicken antiserum

Virus Chicken antiserum to:

A/USSR/92/77 A/Bangkok/10/83 A/Dunedin/6/83 A/Yamagata/120/86

A/FM/1/47 1024 1024 128 64
A/Omachi/1/53 256 256 16 <16
A/USSR/92/77 512 256 64 16
A/Kumamoto/37/79 128 128 32 <16
A/Bangkok/10/83 256 256 128 32
A/Dunedin/6/83 256 128 256 32
A/Kyoto/10/84 256 256 128 32
A/Yokohama/4/86 64 128 256 2048
A/Sendai/10/86 64 64 64 256
A/Kanagawa/12/86 64 64 64 256
A/Kanagawa/13/86 64 128 128 2048
A/Yamagata/115/86 64 128 128 2048
A/Yamagata/120/86 64 64 128 1024
A/Yamagata/123/86 64 128 128 1024
A/Yuamagata/32/87 128 128 128 256

Values indicating the HI titre with the homologous virus in bold type.


















