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Abstract

This experiment was carried out to investigate the conditions to maintain good post-thaw motility
and viability of canine spermatozoa when the semen was frozen using methanol.

The semen from two male dogs which had been proven to be fertile in the previous one year was
treated with different compositions of semen diluent and was frozen at different freezing temperatures,
When canine semen was frozen at-20C, -60C, or -80T, the spermatozoa frozen and stored at -20T
showed very low post-thaw motility and viability from day 2 to 7 and showed no viability since day 15
after freezing.

The spermatozoa frozen and stored at -637C or -80C showed highe;' post-thaw motility and viabili-
ty on day 2, 7, 15 and 30 after freezing than that frozen and stored at-207(p<0.01), with no differ-
ence between two groups. Among different composition groups of the semen diluents of control(tris +
egg yolk+glycerol), egg yolk-free, glycerol-free, and wis-free, prior to freezing, the egg yolk-free di-
luent showed significantly lower motility and viability than the other diluents(p{0.05). On each thaw-
ing day (from day 2 to 15 after freezing), control group showed considerably higher motility and via-
bility than the other groups(p<0.01).

The canine spermatozoa frozen and stored at -60TC and -807C showed gradual decrease of motility
from day 2 to 30 after freezing and the spermatozoa of these two groups thawed on day 30 showed
considerably lower motility than those thawed on day 2 after freezing, respectively(p<{0.01).

These results indicate that the freezing temperature of either -60T or -80T can be applicable to
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the freczing method using methanol and also all of the components of the semen diluent including
cryoprotectant, buffer and cold-shock buffer are very important to maintain motility and viability of
canine spermatozoa in the freezing and thawing procedure.
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Table 1. Influence of freezing temperatures on post-thaw motility and viability of frozen canine

spermatozoa(Mean £ SD, n=10)

Post-thaw index

Motility (%) Viability (%)
Freezing Thawing-day Thawing-day
Temperature Ind 7th 15th 30th 2nd 7th 15th 30th
20T 650110014 020+ 0652 000+ 00F® 000 000® 37046604 020067  0M£000%® 00010002
-60T 6400+ 738°C 0109 4900+ 738°°F 4300+ 6757F 4400+460%C RO0LEWT  2004538>F  BWHNT

80T 680011057 RBHN+I08P  4950+1212°PF 45.00£1L08°F 000+658°C H0HAMCD  250+486°0F 18.00+483F

a, b: Different superscripts denote significant differences within columns(p<0.01).
A, B: Different superscripts denote significant differences within rows(p<0.05).
C, D, E, F: Different superscripts denote significant differences within rows(p<{0.01).
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Table 2. Effects of different composition of semen diluent on post-thaw motility and viability of fro-

zen canine spermatozoa(Mean+SD, n=6)

Post-thaw index
o x Motility (%) Viability (%)
Composon Thawing-day Thawing-day -
BF 2nd 7th BF 2nd  7th 15th
1 BB OBLIMA  ENLOE 576355 B668: 5164 S0ME1265° 38334 983P< 15.00+1225%C
2 BOLABA  SLETH3FA® HLNTTAE BBLUAME SN 7SN 19181357 95041129
3 9350+ 3994 000+ 000> 000+ 000%% 000+ 000°% 8900+ 775 000+ 000°% 000+ 000°® 000+ 000°P
4 871329 BIBIUBE G750 1S0LITROF 85831 00TA 667+ 516SP 500+ 447 2184 248°F

BF: Before Freezing

* . 1. Tris+glycerol+egg yolk, 2. Egg yolk-free, 3. Glycerol-free, 4. Tris-free
a,b,c: Different superscripts denote significant differences within columns(p{0.01).
d,e: Different superscripts denote significant differences within columns(p<0.05).
A B,C: Different superscripts denote significant differences within rows(p<0.05).
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