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1, 2 day-old SD or Wistar rat: n=20

Tissue scissors, forceps
Al
70% alcohol

Ads buffer 1 L (pH 7.35): 200 ~ 300 cc

» 1 Liter Ads buffer

o NaCl 6.8 gm (116 mM), 4.76 gm HEPES (20 mM), 0.12 gm NaH,PO, (10 mM),
1.0 gm D-glucose (5.5 mM), 0.4 gm KCI (5 mM), 0.1 gm MgSO, (0.8 mM)

Enzyme solution: 50 cc

o 50 mL Ads buffer + Type II collagenase 0.0243 gm (65 U/mL) + Pancreatin
0.03 gm (0.6 mg/mL)

o Syringe filtering (0.2 um), 4°C




Plating media
o DMEM (Dulbecco's Modified Eagle’s Medium) 340 mL
o M199 85 mL

o PS (Penicillin-Sterptomycin) 5 mL
o FBS (Fetal Bovine Serum) 25 mL
o HS (Horse serum) 50 mL

Maintenance media
o DMEM 400 mL
o M199 100 mL
o PS5mL







Neonatal rat CMC obtaining




Instruments and reagents

+ &M
e Ads bufferE 5 mL ™k B0} platedf &0} €S0 =2{=Ct.
e 70% YT E2E2 100 cc beaker &= 7H0| EtOo} =& HHE 7|AES A=
ot BE 7|7 = B MEJO|AM AtESICE




Obtaining rat hearts
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o HFEA|O] 20% FBSE 7cc B0t CO, incubator0|| 2| =L}

e O|2| =H|5}| & Enzyme solution 7ccE 50 mL conical tubeOf &1 C}
Kl AA ZEIZ conical tubelf £7{ &0} 37°C, 60 rpm, 10&7t
shaking incubation2 S} A5 2 H 2IC}H

e 0|2 C}A| Enzyme solution 7cc2 AP €2 THOZE 3027t 29,
2087t 23| & 43%|9| shaking incubation2 o & Z+ ctA|OfCH YO Xl
SN2 02| =H[5f= BT AI2| FBSOf| & 2CF.

OO 1=




Percoll stock®| FH|

o OFX|EF 2027t 22| 2| shaking incubating Sl= & ¢t Percoll stocks &
H|StCt. Percoll stock& 22.5 mLO| Percoll0f| 2.5 mLe| 7|& =& 10H|
9| Ads buffer& F7}6}0 &£ 25 mLE Bt=10 4°CO| 2 Z2HSHCT

e Top solution2 9 mL Percoll + 11 mL Ads buffer, Bottom solution=
13 mL Percoll + 7 mL Ads bufferQ| diAlo 2 OLEL}

e 15 mL conical tube CtA1 7|0 Top solution= 4 mL ¥ 2335} Pasture
pipet© £ Bottom solution=S 3 mL & HHMS| FI}510 & 7 mLO|
PercollO| EtZIl CtA tubeE F=H|SHLCF.




e Shaking incubationO| ZLtH PO Zl MEZHS T O} 15 mL conical
tube 2~37}|0f| 2o M20M 587t 1200 rome 2 KAMEZ|E TICt

HAE2|E o £ Ads buffer ImLEZ resuspension% St SHLES| tube
Off ZOt

20} = 10 mLO| E| =& Ads buffer& 7|5t}
e 10 mLOI MIZA=S 2 mLA O)2| &=H|3t Percoll gradient tubel] 2=
ElD S22 == 6} 0|z 28°C, 3000 rpme £ 3027t |MZEEE
AlgBic,

= 719 Hli O LIEILIEH R &2 Hld2MI &, OfEH§% EELHli
7} DAL 1 mL pipete 2 MM EZST S2tLiAf 50 mL tub
ObE L}




AN EZEO &

e Percoll gradientE 0| 2%t A2 M| =2l 22




e 50 mL tubed 2 O}El AZMZO| Plating medialt Ads bufferE 1:19|
HE2 X210 71EA &, ot2 HEA|Zl = 220A 1200 rpom2Z 5

| & S
2t /M E 2| E ol ASFSH2 X HSLD pelletZ plating media 1 mL
Z resuspensiontL}.

o HfZFT A 9 mL2| Plating media& E 11 {2 1 mLe| MZEHZS H7}
510 100 mm H|LE A|Of| EFO} 37°C, 5% CO, incubator0jj A{ 9027t
incubationstL}.




o Incubationﬁ,_F MZE THLHO| 7I'HA
2,1200 rpme 2 587t EJQ%EI
medla 1 mLZ resuspensions StC}
e Resuspension= ot A|Z2H 10 pLOf| Plating media 990 uLE H7t5(4
M2 7=E M2 HiYE AN 1% gelating @ & SHO] Plating media 0|
AN HIZ= A|AfTHL)
M= L= 1X109/mLO| £|E &= StCt
Plating media= 60 mm = A|0| 2 mL, 100 mm &A|0| 7 mL, 150 mm FA|
o 15~16 mLE S=C}.
60 mm 7"UK|01| 5X10° M| E 235l 6 well platedf|= Zf well & 3X10° Al

15 mL tubel|| 22 = Al
AEZHLE H 2|12 Plating




M EL FXHl S

Plating mediaE A|7{S}11 8 mL2| maintenance
X Z ol 2 Plating mediaE W M|StC}. 0|2 Plate media=
ASA|Zt OICH mA|SCE H Q7|9 AL 5% CO2, & 90%, L& 37°C

A0l 4o 2 72A17F 20| M=
SX|BH 20| Che o
MM =}t BEEICH

K | N X 200 | X 400 /
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