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ABSTRACT

85

The objective of this study was to evaluated the efficiency on sperm cryosurvival and ability of i vitro fertilization
using Triladyl and Lactose Egg-Yolk(LEY) as extenders for cryopreservation of separated sperm by 65% percoll in
miniature pig. Sperm viability was measured with SYBR-14/PI double stained sperm by flow cytometry. Ability on
embryo cleavage rate and blastocyst development were observed by in vitro fertilization after frozen-thawing of sperm
separated by 65% percoll. The experimental groups were designed that separated sperm by 65% percoll with Triladyl
(8D or LEY(SL) and unseparated sperm with Triladyl(UT) or LEY(UL) for cryopreservation. As a results, the viability
was significantly(p<0.05) higher in ST(55.1%), SL(63.1%), UL(58.8%) than UT(38.2%) group. Sperm viability in SL(63.1%)
group was significantly(p<0.05) higher than other experimental groups. On the other hand, embryo cleavage rate was
significantly(p<0.05) higher in ST(79.1%), SL(83.2) than UT(74.1%) and UL(75.7%) groups at 96h after in vitro fertili-
zation. Blastocyst development was also significantly(p<0.05) higher in ST(21.5%), SL(20.9%) than UT(17.0%) and UL
(18.8%) groups. In conclusion, cryopreservation of miniature boar sperm separated by 65% percoll were beneficial to
viability and capacity on in vitro fertilization.
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Table 1. Effect of freezing extenders on viability of frozen-thawed
sperm separated by percoll in miniature pig

Treatment
Percent of viability (%)
Percoll Extender
+ Triladyl 55.1+1.8
- Triladyl 38.243.4°
+ LEY 63.116.1°
_ LEY 58.8+3.3%

Means=SEM are presented. *© Different superscripts differ signi-
ficantly of each other treatment group(p<0.05).
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Table 2. Comparison of different cryoextender (Triladyl and LEY) for miniature sperm seperated by percoll on cleavage rate of porcine
oocytes after 48h of in vifro fertilization

No. of

No. of embryo development to (%)

Treatment  oocytes in Clee;zage ?;%

IVE (%) 2 Cell 4 Cell 8 Cell 58 cells °

ST 23 174 15 12 2 125 64
(72.745.5)" (82+3.1)° (4940.7)" (10.4+1.7)" 49.155.1)° (27.3:5.5)"

Ut - 153 18 19 18 98 78
(65.122.2)" (7542.1)° (7541.5) (87:2.1)° (41422.2)" (349:2.2)"

o - 186 14 25 16 131 6
(72242.9) (6.5+1.9)° (10.9+4.0)° (82:36)° (47.129.6)" 273229y

oL 260 166 16 14 14 122 103
(623£1.6)° (7.6+4.8)" (6.0222)° (55409 (43216.1)° (377416

MeansSEM are presented. * Values with different superscripts in the same column were not significantly different(p<0.05). Deg : Dege-
neration, UT : Unseparated with Triladyl, ST : Separated with Triladyl, UL : Unseparated with LEY, SL : Separated with LEY.

Table 3. Effects of cryoextenders for miniature pig's sperm seperated by percoll on cleavage rate of porcine oocytes at 48h after in vitro

fertilization
Treat- No,e;)fin Cleavage No. of embryo development to (%) Deg.
ment oocy® (%3 (%)
IVF 2 Cell 4 Cell 8 Cell >8 Cells Bla.

ST 238 190 5 11 16 145 13 48
(79.1£1.65” (4.0:2.6) (4.620.17° (6.1£1.0)° (64.3:3.4)° (512,95 (20.9:1.6)

UT 231 173 7 5 13 141 7 58
) (74.1:1.8) (3.7£1.8) (2.3:0.7)° (5.520.2)° (62.5+4.3)" (3.512.4)° (25.941.8)°

SL 252 209 8 12 11 176 2 43
(83.2£1.9° (3.0:0.3)° (5.4£1.2° (6.6x4.6)" (68.7+4.6)" (0.810.4) (16.8+1.9)°

UL 269 202 9 14 23 148 8 67
(75.742.3)° (4.122.2) (5.7+1.55 (10.6£5.9) (55.248.1)" (34+2.2y (24.312.3)°

MeansSEM are presented. ** Values with different superscripts in the same column were significantly different(p<0.05). Bla : Blastocyst,
Deg : Degeneration, UT : Unseparated with Triladyl, ST : Separated with Triladyl, UL : Unseparated with LEY, SL : Separated with LEY.

Table 4. Effects of cryoextenders for sperm separated by percoll on i vitro development of porcine embryo at 144~192 h after in vitro

fertilization
Treat- No. of Cleavage No. of embryo development to (%) Deg,
ment ?ocytes (%) (%)
in IVF 2 Cell 4 Cell 8 Cell >8 Cells Bla.
ST 238 187 4 8 12 124 39 51
(78.240.7)" @25:1.1)° (25+1.2)° (5.0+1.0)° (68.3+1.9)° (21.5¢1.4 (21.8:0.7)®
uT 231 171 4 5 11 120 31 56
(75.122.0)° (2.0£1.1)° (2.3+0.8)° (4.9+0.6)° (62.4+5.7) (17.041.4)" (24.9£2.00®
g1 250 201 7 9 8 135 42 51 .
- (80.8+1.9)° @7+0.15 (3.9:0.7)" (4.643.0)° (695517  (209¢13)° (19.1£1.9)
UL 260 193 8 12 13 124 36 78
(71.4+39)° (3.6:1.77 (5.1£1.8)" (5.93.4)° (57.5+6.4)° (18.8+0.5) (285+3.9)"

MeanstSEM are presented. * Values with different superscripts in the same column were significantly different(p<0.05). Bla : Blastocyst,
Deg : Degeneration, UT : Unseparated with Triladyl, ST : Separated with Triladyl, UL : Unseparated with LEY, SL : Separated with LEY.
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