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Ingredients Volume
TCM 199 (Earle’s salts) 9 ml
FBS (10%) 1 ml
Gentamycin Solution (10mg / ml) 25 ul
FSH (2 AU/ml) LH(5-10 IU/ml) 100ul
E2 (1 ug/ml) 10ul
Pyruvate Stock Solution (2.2 mg / ml) 100ul
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10x Synthetic oviductal fluid SOF (stock solution) store in 4° C for 1month
Ingredients Weight for 200 ml Weight for 100 ml

NaCl 12.5880 g 6.2940 g

KCl 1.068 g 0.5340 g

CaCl,.2H,0 0.5028 g 0.3300 g

MgC 0.1992 g 0.100 g

1,.6H,0O

Phenol red Few 0.010 g
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Working SOF Solution=100 ml

\o¢

Ingredients Weight
10x SOF medium 10 ml
Na pyruvate 0.0036 g
NaHCO; 0.2106 g
Glucose 0.0270 g
L-Glutamine 0.0146 g
Na — Lactate (ixe) 47 ul
MEM Non- essential amino acid(100x) 1 ml
MEM essential amino acid(50x) 2 ml
BSA 0.30 g
Gentamycin Solution 250 ul

e Ol JIdsddly S SU I Milli Q — Water g dal laie sle 8Li5) o3

o Ve
oVt L e eSS sy BSA BL5| Lk, 2N
CRlaa
Stock solution A = (760 ml, 4°C for I month)
Ingredients Weight for 200 ml
NaCl 6.7031 g
KCl 0.2311 g
Na-Pyruvate 0.0440 g
NaHCO; 22011 g
Phenol red solution 0.5 % 2 ml

© Jo V1t ad sy OF I Jsadly oUW I Milli Q-Water ade slo 33Li| o

Stock solution B = (200 ml, 4°C for I month).
.Lactic acid hemicalcium salt =0.5996 g (from sigma L2000) -

o Jo Yoo emdl e OF JI ol SU ) Milli Q — Water jlaia be BLo) oz - Y

.BJ:.BUL}M.U 1.1._.>-CJ.E

Working solution CR1aa with 5% FBS =50 ml
Ingredients Weight

Stock solution A 38 ml

Stock solution B 10ml

MEM Non- essential amino acid (100x) 0.5 ml

BME essential amino acid(50x) 1 ml

L-Glutamic acid 0.5 ml

BSA (fatty acid free, sigma A7030) 0.15¢g

Gentamycin Solution 125 ul

FBS 2.63 ml
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L-Glutamic acid jva4 aS
10 ml Milli Q Water + 20 mg Glutamic acid (Sigma G8415).
In vitro fertilization medium IVF ¢ )1 Slboyl Olasyl day

10 x B.O medium = Stock IVF media solution (100 ml, 4C,1 month)

Ingredients Weight for 200 ml Weight for 100 ml

NaCl 13.1g 6.5500 g

KCl 0.6 g 0.300 g

CaCl,.2H,0 0.66 g 0.3300 g
MgCl,.6H,0 02g 0.100 g

Phenol red Few 0.0100 g

Sodium dihydrogenphosphate 0.258 g 0.1290 g

dihydrate (NaH2P0O4.H20)

o Ve e c'..a.;f.)i Sl sl U ySU I Milli Q - Water BLi| oz

Working solution for IVF (100 ml)

Ingredients weight
10x BO medium 10 ml
Milli Q — Water 90 ml
Na-pyruvate 0.0138 g
NaHCO; 0.3104 g
BSA 0.300 g
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Fibroblast and Cancer Cells Culture
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(Dulbecco’s Modified Eagles Medium DMEM) LM e ,3) J£) iy ®
.(or RPMI medium)
Trypsin enzyme 7Y 0y 21 (”*-:‘j .

Fetal Calf Serum .L”g\)_a.‘j'l ¢.Ui CJ._..A U}‘j‘:“ji _ﬁ Jac.a.” 71.5 J...a.a JT rJ:...u b
FCS .or Bovine Serum Albumin BSA

.Autoclave and Incubator < 3o¥1 5 ol @iae + Ol ¢
.Cell culture hood LMs- del,; &S ®

(Centrifuge) (535 5o 3,0 jlg= *

Paul (1975) (Y1)
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Establishment and Culture of Stem Cells of Mice

XY
Lo Mineal L85 died ! Lo ddl I 5] e ol J) el oyl s Gy
)5 5 Ll Lgels) ol 1 gl 8

EPRE PSRUCTPTS [PRPI
(Y O o Aol U 1) 5,800 Jamm ol e (3 012 L) ®
Embryo stem cell culture medium ES ) i_eJddl LW Lel,) wlay ®
.((DMEM)
.(Rabbit-anti ~mouse-spleen serum) <, Y1 e ,LJI oo 3Li2e ®
(0.5 % pronase in PBS) Jslaze wlawdll J 52 3 555,01 @50 ¢
25% Trypsin in 0.04.) 2 o eud J 5l 3 By J5le s il 331

.Ethyl dimethyl tetra acetic (EDTA) in PBS

- Knockout (DMEM) Dulbecco s modified Eagle s medium (GIBICO) Catt no.
10829 -018 (ES- GRO)(Invertogen)

+4.5 g/l. D Glu

+ Sodium Pyruvate

- L- Glutamine

.(J\ZTA){‘J_JQ.J ‘:g.L:A.J-I(YV)
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Gibco Cat no. 25300-054
- Leucocyte inhibiting factor LIF (10X10” uints/ 100ul)

from Chemo Com. (4C)
-Adjuvent complete freunt from DIFCO code no.0638

-Glelatin from Procrine skin type A Sigma Cat. No. G.1890 100 gm.
-Mercaptoethanol
Non —essential amino acid
I-L‘._.n.zt.‘ﬁ'; 3l e
From Mitsubishi Kagaku Yatoron.((500ul/100mm dish 1x10’cell).
Cell Banker Lz)’bul ul.:ADr.:.] ;JJL?-

Preparation of Embryo Stem ES Cell Culture &wwid- 8031 WA day piad
Medium
(Y o paf B Lo DI i By
iS4 e () ¢ +) GIBICO) (ES- GRO) (Invertogen).

- 80 ml of Knockout DMEM (Dulbecco’s modified Eagle s medium(GIBCO)

- 2ul L-Glutamine Solution (-30C)

- 20 ul knockout Serum replacement SR(-30C)

-182 ul 2-mercaptoethanol

-1 ml Non —essential amino acid

-500ul Sodium Pyruvate

-FLITTER

-Add LIF Leucocyte inhibiting factor (10X10” uints/100ul) from Chemo Com. (4C).

Immunosurgery of Mouse : (Ul & Jally duud dodd-| WA ! iy b

Blastocyst
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)L I ol Jas o 420 4dl oLy (DMEM) &y Jsl2 3 Ll
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iyl J gk Lgd 508 sl G (b JSU 221 V) 22V wiop -Y

54>l 5 4235 5l (0.5 % Pronase in PBS)(7+,0) 359,01 @3l e 5524 o o) goned!
.Midpd&ﬁip%lyua.&ﬂﬁub
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Heiser (2004) /Alhimaidi (2005) (YA)
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