(Large  White + Landrace + Duroc)

28 90
Duroc
1.5
1 16 %
PMSG 400 IU. hCG 200 IU. ( PG 600R, Intervet,Holland)

3
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4-5 -6
(2534)
- 24
. 1 1 " ' \
- Azaperone (StresnilR Janssen, Belgium)
200 15
2% xylocaine hydrochloride ( Astra,Sweden) 6
thiopental ium (Thiopental, Research
Institute of Antibiotics and Biotransformation, Szech Republic) 20%
0.8 : knock down dose
\ . \% g 1
0.9% 15
- 4
- 4
90%
- 3

PBS + 2% Fetal Caft Serum (FCS)

100 (  21)



4-5

5-6

40

4-5

2.2)

25



21

foley

ostium
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2.2

4-5)

5-6)

27



2.3

micromanipulator
. Inverted microscope

. Joystride

(Olympus, Japan)

. Microinjection

28
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PBS+2 % FCS

0.1-0.2 . ( mineral oil:Sigma, USA) ,  petridish
Micromanipulation ( 2.3) inverted microscope
mechanical micromanipulator 100
2
) (microblade)
(
20 ) (Gillette)

micropipette
45 ° ( 2.4)
micromanipulator joy stick

micromanipulator - - -

plastic pétri dish

2
joystick 2 ( 2.5)
)
incubate 0.3% pronase (sigma,USA) 30
4 incubate
Hanks’ balanced salt solution (HBSS) 10

(decompaction)
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(Nagashima et al., 1989; Ponzilius et al., 1987)

'PBS+2%FCS
micromampulator
10 2 micropipette (Narishige, Japan)
micropipette micropipette puller
30° microforge microscope
(platinum)
micromanipulator joy stick!
( 2.6)
2
(symmetry)

inner cell mass

trophoblast cell ( 2.7)



2.4

. Micropipette (Narishige,Japan)

31
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20%

80 %
mMKRB 39
5% CO02
24 . Inverted microscope
100 morphological
blastocoel
3 Nagashima
(1989)
1. (<10%) inner
cell mass (grade A)
2. 1
(10-20 %) inner cell mass (grade B)
3. inner cell mass
(>20%)
(grade C)
1. y C02 (Water-jacketed incubater): Model 3192,Forma scientific,
A

2. Microscope
- Dissecting microscope :0lympus,Japan

- Inverted microscope : Olympus, Japan



3.Laminar flow

4. pH meter

S.

0.Millipore filter (disposable)

7. Plastic syringe (disposable)
-1ml

-5 10 ml

8. Plastic tissue culture dish : Nonclonx, Denmark
9. Plastic tube

10.

11.

12.

13 (24

14, (24

15 Micromanipulation

1 7X (. non-toxic neutral tissue
culture detergents, ICN Biomedicals, USA)
2. 70%
3. Hanks’ balanced salt solution (HBSS) (Gibco, USA)
4.
4.1 Crystallized Bovine Serum Albumin (BSA) (Sigma,USA)
4.2 Fetal Caft Serum (FCS)
4.3 mMmKRB PBS
- Sodium chloride (NaCl)
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- Potassium chloride (KC1)

- Calcium chloride (CaCl2)

- Potassium dihydrogen phosphate( KH2PO4)
- Magnesium sulfate hydrate (MgSo04.7H20)
- Magnesium chloride ( MgCl2.6H20)

- Sodium bicarbonate (NaHCo0 3)

- di-Sodium hydrogen phosphate (Na2HP 04
- Sodium pyruvate (Na pyruvate)

- Glucose

- Penicillin G

- Streptomycin Sulfate

- PG 600®*: Intervet,Holland

- StresnilR
- 2% xylocaine hydrochloride

- Thiopental sodium

mKRB simple salt medium ( 2.1)

(
, 2532; Davis and Day, 1978; Saito et al., 1991; Reichelt and Niemann, 1994)
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0.3% pronase Hanks balanced salt solution
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21
Day, 1978)

NaCl

KC1
Na2HPO04
CaC12.2H20
Na-pyruvate
glucose
Penicilin G

Streptomycin

2.2

NaCl

KC1
KH2P04
MgCI2
Na2HP04
CaC12.2H20
Na-pyruvate
glucose
Pemcillin G

Streptomycin

MKRB ( Davis

g
7.021
0.10
115
0.1325
0.036
1.0
0.06
0.05

PBS

g
8.0
0.2
0.2
0.1
115
0.1325
0.036
1.0
0.06
0.05
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1 2% 7X 24
2. 180 °C
2
[ 18
(Milli-ROr 4 water purification system)
( Milli-Q Reagent Grade Water System)
modified Kreb-Ringer Bicarbonate Solution! mKRB)
(
2.1) phenol red
10 120
3 200
0.22 stock solution
4°c pH 7274 10% HC1 10%
NaOH 6 fetal caft serum

phosphate - buffered saline (PBS)

( 2.2)
phenol red



10

10% HC1

41

120 3

1000 0.22

stock solution 4°¢c pH 7.2-74
10% NaOH 6 fetal caft serum

chi-square

P<0.05
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