J. Emb. Trans. (2009) Vol. 24, No. 3, pp. 199~205

©
A T2 AYE o] &
ZA, AEE, AL, 2545 HA5,

2
o
N
o_zg

199

AL BE

e
ot

z

74, AW, ke, AdF

FEATR FYEAINY NS FANAN B

Effect of Production In Vitro Embryo using Boar Frozen Semen
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ABSTRACT

This study was carried out to investigate the effective genetic resources preservation system using the frozen boar
semen. The porcine oocytes were matured for 44 hours in NCSU-23 medium with or without 10% Porcine Follicle
Fluid (PFF), 0.5 xg/ml porcine FSH, 0.5 2 g/ml equine LH, 1.0 #g/ml 17 /3 -estradiol (E>) and 10 ng/ml Epidermal
Growth Factor (EGF) under mineral oil at 38.5C in humidified atmosphere of 5% CO: in air. After 44 h of culture,
the oocytes were inseminated with frozen-thawed semen and fresh semen prepared with mTBM medium for 6 h. Later,
set of 50 presumptive zygotes were transferred into 4-well dish (500 1) of IVC medium. for embryos freezing,
slow-freezing and vitrification methods were used as a cryopreservation. Differences among treatments were analyzed
using General Linear Model Procedure by SAS Package (version 6.12) differences were considered significant when
p<0.05. Following IVF and IVC, the rates of cleavage and blastocysts formation were significantly higher (p<0.05)
in hormone supplemented group than that of hormone-free group (25.7 vs, 12.1). The development rates to cleavage
and blastocysts were significantly higher in PZM-5 group than NCSU-23 group (60.3%, 46.6% vs 27.4%, 11.1%).
Further improvement was achieved when PZM-5 was supplemented with FBS. Cleavage rates was significantly higher
in fresh semen source group than frozen semen (66.7% vs 43.7%). However in blastocysts rates was similar two
groups. Post-thaw survival rates of embryos were 1.2% and 2.2% in slow-frezing and vitrification groups, respectively.
The results of our study suggest that it is still possible to improve the culture conditions and boar semen cryopre-

servation for enhance reproductive technology and animal genetic resources conservation.
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A AelFAGE AAE A dhe BRG] RE
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Table 1. Development of porcine embryos in different culture con-
ditions supplemented with or without hormones

Treat-  No. oocytes Developed to (%)

ments used

Cleavage Blastocysts
With 186 144 (77.4) 37 (25.7)°
Without 193 116 (60.1) 14 (12.1)°

With : FSH 0.5 ¢g/ml, 10 xg/ml LH, E; 1 pg/ml.

Without : PFF¢+ EGFT+ 7%

b Percentage with different superscripts within columns indi-
cate significant different (p<0.05).

Replicates 6.

A o8 7kA AsdAE FrBEAY 84, $2E I8
ot At 5& AVISt AP EE FEEte AAFHQ A3
£ B39 tH(Younis 5, 1989). ¥ Ao AAA&E
%3171 9)8iAl EGF, LH, FSH 138X E, 2 W] H7t
Aok & AP 9 A7t 2FAAM 3 F BEES
HikE o) BERE 77.4%9 25.7% 2N HrbetA g
FEO F9H02(p<0.05) =2 AHE B T2F Fr}
7F AR G 2 wjdd g $23% 4TS vA
= A2 2 Jeiytth 9zl A& Agulck F 4447
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Table 2. Development of IVP porcine embryos in different culture

medium
) No. oocytes Developed to (%)
Medium
used Cleavage Blastocysts
PZM-5 350 211 (60.3)* 58 (27.4)°
NCSU-23 348 162 (46.6)° 18 (11.1)°

b Percentage with different superscripts within columns indi-
cate significant different (p<0.05).
Replicates 7.
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wegg Bk FAT WgRde) wes Beed i
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o} gRkslA o} 21 A7 BEAS Yol vidiE de o & 2
98-8 3% 3 tHCosby =, 1988; Joenje, 1989). Swine
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& 2 FAHEAE Aot T T BEEHAT &4 A3
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Table 3. Development of IVP porcine embryos by different semen

source
No. oocytes Developed to (%)
Semen
used Cleavage Blastocysts
Fresh 286 191 (66.7)" 41 (21.5)
Frozen 302 132 (43.7)° 16 (12.1)

** Percentage with different superscripts within columns indi-
cate significant different (p<0.05).
Replicates 6.
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Table 4. Survivability of frozen-thawed blastocysts produced in
vitro by different freezing methods

Survivability to(%)

No. oocytes
Methods used Re- Hatched
expansion blastocysts
Slow-freezing 86 9 (9.6) 1 (1.2)
Vitrification 90 12 (13.3) 222

Replicate 5.
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