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Abstract

The objectives of this research were : (1) to produce monoclonal antibodies
(MAD) against specific antigen of Y- bearing sperm, (2) to find out the optimal
cytotoxic reaction to lysis Y-bearing sperm and (3) to produce frozen semen to
enhance ratio of X- over Y-bearing sperm. Within 14 - 21 days after fusion, 3 wells
with hybridoma clones of 148 clones were identified to be a positive clone and
classified to be an IgG. The clone number 1F9-3B10, which produced highest
antibody titer, was chosen to be used in cytotoxic reaction. Cytotoxic reaction is the
reaction among dairy sperm, monoclonal antibody and complement proteins from
guinea pig. We found that the optimal dilution of the MAb and the complement were
1:10and 1 : 50, respectively. When the result was analysed by immunofluorescense
microscopy method, it was found that cytotoxic reaction reduced the ratio of Y-
bearing sperm (control expression of male phenotype) to 19 % or increased the ratio
of X- bearing sperm (control expression of female phenotype) to 81 %. We confirmed
that the results from the Real time PCR method, which the BOV97M primer was used
to copy the DNA that specific to the Y-bearing sperm and the PLP primer, was used
to copy the DNA that specific to X-bearing sperm. The results confirmed that sexed-
semen had 10 times less BOV97M DNA copies than the control group and the sexed-
semen had 6 times more PLP DNA than control group. We used the sexed semen for
in vitro embryo production and found out that the male : female ratio was 27 : 73. In
conclusion, using of cytotoxic reaction which was the combination of MAb and
complement from guinea pig could be able to change female calve from 50 to 81 %.
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