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ABSTRACT

The objective of this research is to use hybridomas techniques for a production
of monoclonal antibody (MAbD) to estradiol-17p (E,). The MAb will be used for a
development of Enzyme Linked Immunosorbent assay (ELISA) for detected E, level in
amilk of a cow. To produce of MAb against estradiol-17p in rabbits, 17p-estradiol-6-0-
carboxymethyl-oxime-HSA is used as antigen to immunized 2 rabbits. These rabbits,
which manifested high antibody titer to E, by Radioimmunoassay, were chosen as a
source of peripheral blood lymphocyte (PBL).  The PBL was used for a fusion with
myeloma cells (X63Ag8.653) to produce mouse-rabbit heterohybridomas. Estimate
14-21 days after fusion, heterohybridomas clones were found in 21 wells where 12

wells (57.14 %) were identified to have positive clones. One of positive wells was
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Iimiting‘ dilution. 18 clones were found and characterized as IgG. The MADb reacted
against estradiol but each clone was differential affinity. The MAb of clone 3F5-6D8
and 3F5-6C6 had % cross reaction with estrone (0.024% and 0.53%) lower than
polyclonal antibody from serum of rabbit (1.502%). This research had 2 methods to
cultured heterohybridomas to produce MAb that one method was in vivo used mouse
and the other method was in vitro cultured with UltraDOMA-PF in incubator.
The competitive ELISA method using MAb from a clone 3F5-6D8 was developed to
detect sample of milk. This research used MAD attached to microplate that the result
- was 50% binding at 8 pg/ml. And the solid-phase changed to nitrocellulose paper.
The result was 50% binding at 5 pg/ml. Both of solid-phase could detect estradiol for
estrus and unestrus cows without using any spectrophotometer. The results of this
study indicate that using MAD to estradiol for estrus detection can be done on farm site
without a spectrophotometer for the improvement of reproductive efficient in dairy or

beef cows.



