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Abstract

Project Code : MRG 5280055

Project Title : Development of an antigen capture ELISA for detection of an
atypical Pestivirus, Th/04_KhonKaen

Investigator : Assit.Prof.Dr. Jaruwan Kampa
Faculty of Veterinary Mdicine, Khon Kaen University

E-mail Address : Jaruwan.kampa@gmail.com Jarpat@kku.ac.th

Project Period : 15 March 2009 — 15 March 2012 (including 1 year extension)

An important pathogenic pestivirus, Bovine Viral Diarrhoea Virus (BVDV), cause a
significant economic impact on cattle production worldwide. Based on antigenic and genetic
differences, cattle pestivirus isolates can be classified into BVDV-1 and BVDV-2, and an atypical
group. A Thai-isolate atypical pestivirus, designated Th/04_KhonKaen, was used as principal virus
for developing an antigen-capture ELISA test. A monoclonal antibody to the E™ protein of the
Th/04_KhonKaen was produced by immunization into BALB/c mice and production of antibody
positive- hybridoma clone. The monoclonal antibody was used as a capture antibody. The detection
antibody was a polyclonal antibody which was raised by immunized rabbits with the whole
Th/04_KhonKaen. The 96-well polystyrene microplate was use as a solid phase for the ELISA. The
plates were coated with 5 ug/ml of the monoclonal antibody in carbonate buffer with 10 ug/ml BSA.
After 3 times washes with 0.05%TPBS, the plates were added with 25 ug polyclonal antibody in
1%BSA in PBS. The positive reaction was detected by goat anti-rabbit immunoglobulin-HRP and
TMB. The test results were read at 450 nm. Different coating buffers, blocking solutions and
reagents diluents were formulated and tested for the best ELISA performance. Although the
developed test could differentiate virus positive sample from virus negative ones, however, the test
still showed high background signals that could not be eliminated neither by any blocking solutions
and methods. Because the unsolvable problem of background signals, the ELISA was unable to

evaluate its efficiency.
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