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1. 

Fig. 1. Flow chart of the procedures for semen freezing and treatments.
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Abstract

The process of preparing frozen semen significantly affects the quality of frozen-thawed semen. The

objective of this experiment was to study the effects of various diluents TYCG and LYG , methods of

dilution one-step and two-step and equilibration periods 0 and 2 h on the post-thawed motility and

hypo-osmotic swelling test HOST response of spermatozoa and the indication of the functional integrity

of sperm membrane of buffalo spermatozoa after incubated at 37  for 0 and 3 hours. Results showed that both

motility and HOST response of post-thawed semen of one-step dilution after being incubated at 37  for 0 hr

were significantly higher than that of one-step 57.2  3.4 vs. 51.3  5.5% and 48.9  3.4 vs. 43.8  3.2%,

respectively; P < 0.01 . The HOST response was also significantly higher in the two -step dilution method

than one-step after incubating at 37  for 3 hours 28.0  2.3 vs. 25.7  3.4%, P < 0.05 . After filling, sealing

and cooling to 5  of straws, semen with equilibration at 5  for 2 hours significantly showed a better motility

than semen with the 0 hour  equilibrating, after incubating the frozen-thawed semen at 37  for 0 hour 50.7

 4.9 to 57.9  2.9%, P < 0.01 and 3 hours 24.7  2.6 to 26.4  1.6%, P < 0.05 . The semen with 2-

hour equilibration at 5  also significantly showed improvement on the HOST response than 0 hour equilibration,

after incubating at 37  for 0 hour 44.9  3.4 to 47.9  4.3%, P < 0.05 and 3 hours 25.5  2.9 to 28.

2  2.7%, P < 0.05 . Comparing the effects of TYCG and LYG diluents, we found there was no significant

difference in motility or HOST response between two diluents after incubating the frozen-thawed semen at 37

 for 0 and 3 hours. Overall, the procedures of diluting, filling, sealing at 30 , diluting in two steps and

equilibrating at 5  for 2 hours for buffalo spermatozoa cryopreservation were essential for producing better

results in motility and HOST response of post-thaw buffalo spermatozoa after incubating at 37  for 0 and 3

hour, and the conception rate was 50% 9/18 .

Key words Taiwan water buffalo, Frozen semen, Hypo-osmotic swelling test
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