aliquots of 10¢4 probe solution was added to
the slide under a coverslip, and nuclear and
probe DNA were denatured simuitaneously for
3min, at 75°C. Slides were incubated ar 37C
for overnight hybridization.

2. The biotin-labelled probes were detected
by incubation with avidin-FITC and the
signal was amplified by subsequent incubation
with biotinylated goat-anti-avidin and a
second layer of avidin-FITC. All incubations
for the detection of the biotin-labelled probes
were followed by washes with 4xSSC/0.06%
Tween 20 at room temperature.

3. Finally, slides were mounted in antifade
solution containing 05sg DAPl or lpe/mé
propidium iodide. Nuclei were examined with

a Olympus microscope equipped for fluorescence
with UV.

These results demonstrate that our bovine
Y specific probe comprise a family clustered
exclusively on the Y to metaphase, interphase
nuclei, sperm and blastomere. Therefore, our
14 kilobase DNA -probe specific for the Y
chromosome can be used as a sensitive
sexing method for bovine preimplantation
embryos derived from IVF using FISH.
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Vitrification, involves the addition of high
concentrations of cryoprotectant and a very
rapid freezing rate, circumvents intracellular
ice formation, which is a major cause of cell
death (Fahy et al, 1984). The first successful
vitrification of mannalian embryos was
achieved by Rall and Fahy (1985) with
eight-cell mouse embryos.

This experimant was designed to fine
optimal conditions for obtaining high survival
of mouse IVF/IVC blastocysts after vitrification.
To produce blastocysts, BGCBA F1{(C57BL/6,
¥ X CBA/N, %) mouse eggs
inseminated with 1 X 10° spermatozoa/ml and
cultured at 37C in 5% CO: in air for 96 h.
The rates of fertilization and development to
blastocyst stage at day 4 of the eggs were
895% and 86.1%, respectively. The IVF/IVC
blastocysts were divided into three stages of
early, expanded and hatching at day, 4,
individually. The vitrification solution used
was EFS 40, contained 40% ethylene glycol
diluted in DPBS medium containing 30%
Ficoll plus 05 mol sucrose. The embryos
were exposed to 20% ethylene glycol and
EFS 40 in two steps at 25°C, vitrified in
liquid nitrogen and warmed rapidly. To
investigate the toxicity of vitrification solution,
when embryos were exposed to the solution
(EFS 40) at 25T, 82.9~84~ of blastocysts
were re-expanded after 24 h of culture. And
there were no significant differences between

were

all three stages group and control group.
When the expanded and hatching blastocysts
were vitrified in EFS 40 and assessed by the
re-expansion of the blastocoel after 24 h of
culture, the postwarming survival rates of
them (719% and 895%) were significantly
higher than that of the early blastocysts (54.2
%). The resent result shows that vitrification
can be routinely used to cryopreserve mouse
embryos without loss of viability and it is

expected that this simple and efficient
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vitrification method using EFS 40 will be
suitable for blastocysts produced in vitro.
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v o} 2k A E (embryonic stem cell, ES H¥)&=
YHEEY FAHToRRE fidd Rez vl
3 Agox T3 FAE ¢ Ade AeHE
A MEelrh A QlojXE ES A EFV}
oju] =0l o] o]&% AFURAFEIMNY
A7/t 23] = Jo. 2z 49F vt
%9 ES fFAMIE 7Y 437 HaHa gA
%, o|E ES AMEF9 o]&9] AG JdFRIE
oz uju|g AHolt}k. 715 lolA ES AXE
Fo gL FEE AN AdE THE
& Aoz JdqE old & AFedME 29
WYY FRABORZRE oA XY AL A
Eadrh

=2 ARE & F29 2~6mm 7HA
4¥z R 4d¥3FE 5 o, 10% FCS
7t 37r8 TCM199 Mg R E ALt 22~24
At A sg AAdHG olg dxde
SAHAE A48 10mM caffein® 10gg/ml
heparino] #7H8 BO sg A4 6217 A4
4g FESHEY. Ag5Agd dAE 4~94T
g Ee FEGE AdurlolA] K3
x| 7] deAZ] g o]E FATE 4
o IAsAT. WG AL I Y3y
HAF7] 1244 1200 ITU PMSGE ZZre] 943
d F93tod tejEe FxIHn EHAFE
Bols dYE F3F oy, AYoez v
E ANE F, 7T-9Y9A AFoZEE HuEy)
Hlg 3)5aqrct

ES A¥F /M2e 4% wYgdoezEs 10%

FCS, 2mM  L-glutamine, 0ImM 8
-mercaptoethanol, 20pg/m! insulin®] #H71€
DMEM$ AM&38t9en, mitomycin-CE 3A|17H
A STO GEuiFA XA ICM AXE ¥
dstgch. =¥ ICM 9 FY 2% 4¥7
3 Ionophore® AH2¥ F ICME w3 4¥
ZoA e ES FAMNE MEBEE vla HES
ii=

A 2 A FAJOZEE Bd URA
¥NE STO GEGM T 5~1047 i
3 3 ICM tH& B3t A% STO @3l
FA LA HHEES AYigS AAsH
I A%, 2% WY dojA 5~23019) ES #
ANEFE 98 ¢ AdJTh o] ES A
¥ o] di3) alkaline phosphatase(AP) €48 4
Ng Az el o]E3l AP FAwgol <
sddh 15~23t) Adjelgd & ES FAAE
o 9¥gg B A, 70% olFe HXE]
M dAAFE FASE dded, &£ 23
o 2 oH 200 AReid ES RAAZES] A
9 wiEs FHE FESHAD.  ojg o]
9 Hofo] ES A EF oA ES AXFY
A dsAL 9% ¢ g = ES
AR ES gl Aol AFHe=z ICM T
Fg3te Yy roE Inopohored ¥ ICM
& 2Este I PN FIHeE =
& ES fAHE PAYMEE BAdFUG
{P<0.05).
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