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Abstract

Project Code: MRG5580026

Project Title: Porcine sperm sexing by using polyclonal antibody bind specifically to Y-sperm

membrane specific antigen

Investigator: Dr.Tuempong Wongtawan, Faculty of Veterinary Science, Mahidol University.

E-mail Address: tuempong.wan@mabhidol.edu

Project Period: 2 years

This research project contains 3 main experiments; the overall objective was to develop
novel technique for separation porcine X and Y sperm. The specific objective were; 1) to
develop new fast and effective technique to identify sex of sperm 2) to investigate effect of
cryopreservation to survival of X and Y sperm and 3) to develop technique using polyclonal

antibody to separate porcine X and Y sperm.

Fresh and frozen-thawed semen were used. Real-time PCR technique was used to
identify sex of sperm. Sperm swim-up technique was performed to select strongly survived
sperm. Cryomedia and thawing extenders were compared to investigate whether they had
effect on X and Y sperm. Rabbit polyclonal antibody against DBY antigen was used to

investigate the ability to separate X and Y sperm.

The results revealed that we could develop novel fast and effective technique to identify
sex of sperm by using single sperm real-time PCR together with melt curve analysis which
gave high specificity and sensitivity. We found that cryomedia and thawing extender affected
survival of X and Y sperm and could be used to separate X and Y sperm. We were also able to
produce rabbit serum contain polyclonal antibody against DBY antigen, and it was able to
separate X and Y sperm inn vitro. Surprisingly rabbit serum without antibody against DBY

antigen also could be used to separate X and Y sperm in vitro.
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In summary, we could separate porcine X and Y sperm using cryopreservation,
polyclonal antibody and rabbit serum in vitro. However, these techniques will need to tested
and optimized to use with in vitro fertilization or conventional artificial insemination, and to

investigate whether these techniques will work in vivo and field study.
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