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Assembly of Recombinant Israeli Acute Paralysis Virus Capsids
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Monoclonal antibody production

Monoclonal antibodies were produced under subcontract at
FERA, Sand Hutton, UK. Briefly, three mice were immunised
with 0.1 ml of recombinant IAPV empty capsids at 300 pg/ml
four times over an 8 week period. Following the last immunisation,
animals were sacrificed and splenocytes fused with myeloma cells
using polyethylene glycol 1500 as the fusion agent. Fusion cell
products were cultured in multi-well plates and cell culture
supernatants (CCS) harvested for screening on IAPV VP2 protein
at 12 days post fusion. Cell lines producing strongly reactive
antibody were cloned by limiting dilution and re-screened by
ELISA to produce pure hybridomas. Following scale —up, the
antibody in the CCS from selected cell lines was purified by
Protein G chromatography, concentrated to ~10 mgs/ml and
stored at —80 degrees centigrade. Immunisation and work with
vertebrate animals (mice) was performed under a UK Home
Office project license in accordance with the UK Animals
(Scientific Procedures) Act 1986 (UK Government 1986) using
the principles outlined in the Home Office guidance ‘Antibody
Production: Principles for Protocols of Minimal Severity’ (Home
Office 2000). The work adhered to the principles of the National
Centre for the Replacement, Refinement and Reduction of
Animals in Research see http://www.nc3rs.org.uk/page.
asp?id = 871.
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