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Abstract

The main reasons for raising White Lamphun cattle are to conserve and utilize.
Increasing the number of female cattle is the way to increase heifers for producing the calve.
Cytotoxic reaction is the technology that enhance the opportunity to get female calve that work by
Y- bearing sperm antibodies and complement for the specific cell lysis. The monoclonal
antibodies (Mab) against the Y- bearing sperm from Friesian cattle antigen was produced against
White Lamphun cattle sperm. The objective of this research was to evaluate the cytotoxic reaction
of monoclonal antibodies against Friesian antigen on White Lamphun sperm. The antibodies from
the 1F9-3B10 hybridoma clone were scaled up and purified by column Hi Trap ™ Protein G. The
antibodies were produced 0.36 mg/ml (7 ml). After that, the ability of the antibody to specifically
bind to the male antigen was analysed by Immunofluorescense microscopy method, 4 males and
4 females White Lamphun lymphocytes were incubated with the antibody and Fluorescein
isothiocyanate (FITC) goat anti-mouse IgG before detecting male specification (fluorescense).
Results revealed the fluorescence of the male and female lymphocytes were 80.91 +2.99 % (n=4)
and 2.56 + 0.18 % (n=4) (p < 0.05), respectively. The optimal dilution of the complement was
investigated by incubating of the diluted complement 1:10, 1:20, 1:30, 1:40, 1:50 and 1:60 with
sperms and the live sperm was observed. It was found that the optimal dilution of the complement
was 1:50. Cytotoxic reactions were done by incubating sperm from 3 bulls, complement 1:50 and

diluted antibody 1:100, 1:300, 1:900 and 1:2,700. Live sperm were counted after cytotoxic



reaction. The optimal diluted antibodies were 1:300-1:900. When the result was analysed by
Immunofluorescense microscopy method that incubated sperm, complement 1:50, diluted
antibody 1:100, 1:300, 1:900 and 1:2,700 and add FITC goat anti-mouse IgG to detect the
fluorescence. It was found that the optimal dilution of the Mab was 1:900. BOVM97 and PLP
primers were used as a tool to confirm the reduction of the Y-bearing sperm by real-time PCR.
The results confirmed that sexed group had 5-6 times less BOV97M DNA copies than the control
group and sexed group had 4-6 times more PLP DNA than the control group. In conclusion, the
monoclonal antibody against Friesian male cattle antigen in cytotoxic reaction of White Lamphun

cattle sperm is able to change the proportion of the Y-bearing sperm from 50 % to 12-34 %.



