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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 TU/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 ¢ 6.2940 ¢

KCl 1.068 g 0.5340 g

CaCl,.2H,0 0.5028 g 0.3300 g

MgC 0.1992 g 0.100g

1,.6H,0

Phenol red Few 0.010¢g
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Working SOF Solution=100 ml

Ingredients Weight
10x SOF medium 10 ml
Na pyruvate 0.0036 ¢
NaHCO, 0.2106 ¢
Glucose 0.0270 g
L-Glutamine 0.0146 g
Na — Lactate ( 3l) 47 pl
MEM Non- essential amino acid(100x) 1ml
MEM essential amino acid(50x) 2 ml
BSA 030g
Gentamycin Solution 250 pl
e s O I dsudly b oS00 ) Milli Q — Water g daul g e +be Lo} o2
Je Ve
o V0 ) el eSS uay BSA BLo| e ik
CRlaa
Stock solution A = (760 ml, 4°C for I month)
Ingredients Weight for 200 ml
NaCl 6.7031 g
KCI 0.2311¢g
Na-Pyruvate 0.0440 g
NaHCO, 22011 g
Phenol red solution 0.5 % 2 ml
@ Jo V1 o) e OF I Jsadly S SUY ) Millli Q-Water aia slo L] o3y
.0 J:ls 4 Ja.» 39 1.\.:2- CJE

Stock solution B = (200 ml, 4°C for I month).
.Lactic acid hemicalcium salt =0.5996 g (from sigma L2000) -1

@ Jo Trr emd g OF J) S JI Milli Q - Water jlaa sle BLs| @2 - ¥

.8 J"JJ 4 JA-') 29 Ll.g- Cﬁ
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 ¢

Gentamycin Solution 125 ul

FBS 2.63 ml
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L-Glutamic acid wad i
10 ml Milli Q Water + 20 mg Glutamic acid (Sigma G8415).
In vitro fertilization medinm IVF (g ! ooVl Qlas Yl &y

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

Ingredients Weight for 200 ml Weight for 100 ml

NaCl 13.1g 6.5500 g

KCl 06g 0300 g

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

Phenol red Few 0.0100 g

Sodium dihydrogenphosphate 0.258 ¢ 0.1290 g

dihydrate (NaH2PO4.H20)

o Vo aendl C_,m,o‘i A il U S JI Milli Q — Water 25Li) o2

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 ¢
BSA 0.300g
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Fibroblast and Cancer Cells Culture
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! 3 dadsnad) B g N1y 31
A ey 3) dcdans Byl0 5h g BLBT
gy ololey Jo 00Vt L) dsle ol
(Dulbecco’s Modified Eagles Medium DMEM) LM def)3) j£] &y ®
.(or RPMI medium)
Trypsin enzyme /.Y ¢y 2} {“‘3};1 ‘

Fetal Calf Serum :L_;J_E.J\ (..Ul Qe Q}"\}:‘JT _9i J:..a.” r.) J.‘aa _,i e b
FCS .or Bovine Serum Albumin BSA

.Autoclave and Incubator <! 9515 ot s + Ol ®
.Cell culture hood LMs- il iylS e

(Centrifuge) 535 o 3 b Slgx ®

Paul (1975) {(¥7)
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Fibroplast or Cancer cells Culture in ;i &t yuudt PUFRITED Tt PR ddy b
Mouse
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.(DMEM + (10%FBS) fetal bovine serum)

S AR s e Lo} By WO e J guadly O ol 25 o -
u"’y-"-'-‘“brJ)'”“‘ﬂ’“"Clr:"'uiﬁrJJ‘*':’Jm“)lS"!-’i“J:‘JT“‘M"'c:‘*‘u“‘z-"h-;
VAN @3 S0 o) gl gramadl (g0 dnlad

Ejpbwﬁ|bsw&idlu@%\ywldwﬁ =iy
et W 53 LSl ey p)

C‘(/YoBﬁsj)wﬂ‘lehw‘Jic‘waul;cpﬁfj -¢
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@l Bl LIS LSl dlae S5 LW Zel)) oo Lpagy hay TV
(GOSN 3l Jas @5 a2

ol dlaut gy WO 4ol 2 3 WO 585 st LR LSS day A
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Establishment and Culture of Stem Cells of Mice

LAV
Lpeo Ml LS 5 dnid) de Jd 1 U 5] e ool 1 aall ol e Gty
g5 Ll g3l ol g ot gl 8

FPRE SR UCH TS (PRI

(Y e o Al s ) 5,800 o ol 301,58 L) 0

Embryo stem cell culture medium ES ) i_eddt LSl i el wiley @
((DMEM)

.(Rabbit-anti ~mouse-spleen serum) 5,1 o Sl p e Slia ®

(0.5 % pronase in PBS) Jslame Slawddl J 5l (3 555,00 @) *

25% Trypsin in 0.04 .) = o god J ol R Jsle = Cponant 531 c’{)-‘! y
.Ethyl dimethy] 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
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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 amine acid
tdmorall 31 g
From Mitsubishi Kagaku Yatoron.((500ul/100mm dish 1x10’cell).
Cell Banker UM daen) Lol

Preparation of Embryo Stem ES Cell Culture &y} 86081 YN Aoy piad
Medium
={ﬂ* of ot hasdt Aeddl W des Ly
5 e (Jeo) + +) 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 : (W & ity dand) deddt W Wl ay b

Blastocyst

Z?..dlgc,alﬂi.ug(rljto)M\)Jbéuﬂﬁiyi;g-‘)'tcbi._u\ﬂ -\

5] W I el fee @ 2501 42t 5 (DMEM) 2 Jgle 3 LW

(0] @355kt Y &V Ja5 (g e Blatdl eLaill G385l 5y 5 Tl 23S

VALY @3, St ) bl ydl gy slaie o jlad VY 4 b pad 0z Y

Sla S o 505 df 3 (Gb IS &l 1) Ta¥l g Y

s>l g 4435 5l (0.5 % Pronase in PBS)(Z +,0) 555,01 w3l Jo 5% 3 )
dadall J g alalll ALl e palidl @ o
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Complement ) a el slizall JoSle J gl Ly 2y 3 ,k3 3 LY pes VY
Oliadl 3 &ads Y+ sl (dilution of Rabbit-anti ~mouse-spleen serum

ool 8 ) s e Sy 0 Jom R 5003 Ol J) 22 Ji5 -A
zd) W (ye (Inmer cell mass ICM) &Ja-1f LY S A e G B
Sl po 5k L 2285 Lg5l 53 )1 el Waud 5 (Trophoblast cells) Zdiels A1
A0 LY S a5 @3 SR el LS e BN LS ST Lads o
A il 308 ) U gl
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DMEM+ (V%) &N Jouall oo Lgsd &0 e Jo ¥ BLL Judl -8
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Gene Injection in Mice Ova ¥

7Y

Bpedl Lkl e oty L5 Luadalt 22 ellae) J)  Jeall sl e Gitgs
Ml S B oall o, 0 L may ST Uikae Bl sl S sy
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(stimulating hormone FSH, or Pregnant mare serum gonadotropine PMSG, and
(Lutenizing hormone LH or Human chorionic gonadotropin hCG from Sigma com.)

.(Micropipitty injection) poad) 3l Lol iy 5, Blaadly o i )

.Heiser (2004) /Alhimaidi (2005) (YA)
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