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Establishment of DAS-ELISA for detection of H5 subtype avian influenza virus
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Abstract: Objective: To make the preparation of specific and highly sensitive monoclonal antibodies against HS subtype
avian influenza virus ( AIV-HS5) which will be used in the establishment of a sandwich ELISA method and as a basic work to
develop ELISA Kit. Methods: Balb/c mice were immunized with AIV—HS5 and then positive clones of monoclonal antibody
( McAb) were obtained after cell fusion and hybridoma selection. The ascites titers the subclasses type and the specificity of
McAbs were tested by Ig subtype ELISA kit and ELISA respectively. Moreover optimization of the sandwich enzymelinked
immunosorbent assay was studied by matrix assay. Results: Two of positive hybridomas were screened out named 3C9 and
6F5 whose ascites titers of McAbs were over 1: 10°. Tt proved that the Ig subtypes of 3C9 and 6F5 McAbs were IgG2a and
the light chain was kappa. The DAS-ELISA could detect H5 AIV isolates but not react with H9 and H7 isolates. Conclusion:
Specific McAbs against HS AIV are achieved and can be applied to the development of a double-antibody sandwich ELISA
method.
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