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non essential amino acid) (100X), ¢<l&#, N-opAl€-L-A]ZHE| 2l (N-acetyl-L-cysteine), ZHIF=glol= 2
Sl B2 FEES FReteE T E71AE MgS A3 R E.
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ZH(b-FGF), 10~1ug/ml®¥]Z4 o}n%=AH(NEAA; non essential amino acid) (100X), 0.1~100ug/mle <<&H,
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gisls S7AEE A S5 HAx2 B89, Jiang et al., Nature, 418:41, 2002), 1 % &
o] AA FHNME FAHdt (C.M. Verfaillie, Trends Cell Biol., 12:502, 2002). TthA] @3, F+=
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= DMEM(Dulbecco modified Eagle medium) wjx]el @] A
S WA el A et 2AS 5g FFate] 23] " A
AL T8 MR Ao Adelct. AdE 24 FepAdlol=
of ¥ar, Fe}AAE 37C, 5% CO, Q1T IOl E ol A 90t Wh-S-A]
o] 71 EHl&] & Cell strainerol AZ3, ¥4 vt A4 8 F FSHS A A3, DMEM-P

%l Ql

ol A A vl F-E-7]

AA e 2: B3 4% S99 S71A X DMEM-P & KSFM-P Z§vjA]oll A <] vl
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DMEM-P w1 9] g+

T3 A=A =
DMEM-HG G
L-ascorbic acid 2-phosphate Sigma—aldrich 0.2 mM
Fetal Bovine Serum Invitrogen 10%
b-FGF Invitrogen 10 ng/mf
NEAA(100X) Invitrogen 10 0/ml
#£ 2

NEAA(100X) 2] =4
NEAA F-A37d - % (mg/L)
Glycine 750
L-Alanine 890
L-Asparagine 1,320
L-Aspartic acid 1,330
L-Glutamic Acid 1,470
L-Proline 1,150
L-Serine 1,050
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* 3
KSFM-P uj =] o] 7

T A+ T
Defined Keratinocyte-SFM Invitrogen
L-ascorbic acid 2-phosphate Sigma-aldrich 0.2 mM
Insulin Millipore 5 pg/ml
N-acetyl-L-cysteine Sigma-aldrich 2 mM
Calcium chloride Sigma-aldrich 0.09 mM
Hydrocortisone Sigma-aldrich 74 ng/ml
Fetal Bovine Serum Invitrogen 5%

¥ 4

DMEM-P 2 KSFM-Pe] &3&H]&

1 DMEM-P KSFM-P
1 100 0
2 66 33
3 50 50
4 25 75
5 0 100
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1 100 : 0 1.2x 10'
2 66 33 3.7x 10’
3 50 : 50 2.4x 10'
4 25 175 2.0x 10’
5 0 : 100 1.4x 10’

AN 30 BRI MR B 4 TG SAAAEY wsky 54
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A (Flow cytometry analysis)
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Asldck. (D29 (mononuclear cell marker), CD31(endothelial <cell and stem cell marker),
(D34 (hematopoietic stem cell marker), CD44, CD45(PTPR, ASV, Leukocyte marker), CD735S FACS #Alo &
£33tk
AAle 1914 =53 S Fd $7Y S7IAEE PBSE AlFsta, EFA AHEs H AXEXE F£A%Y] 57 &
ot 1500rpme.= JA &3}
Normal horse serum)< 4
U T A EEZ PBSO H-HAA Negative Control @ CD &Y nlA 4 v 1 x 10" cellS HFagic}. 7t Ao
A (R-phycoerythrin(PE)/ FITC(Fluorescein Isothiocyanate)-conjugated mouse anti-human monoclonal
ol 1500rpme = 3ok
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4CoA 6087 wH-EAIZ1 3 1500rpm o2 5%-F¢F AR AT S NS H
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gt Fsde A ) PBS= AlH sl 1500rpm3§a Swaeh sl aela, @i o A
71 g5l AA F PBSE AlAH Sk 1500rpmell M 3w-g ok Al Eelshs A RSt Ao aE AT &

FALEA (ZZS Al ErE)E ol 83 B3It

O A, 7 aFe] dH fE FAY SVIMESS B 029, (D44 B D73l diste] el W 54
el AL, (D31, CD34 2 (D459l thale] SAdel Weshd EA4S YehlJui(= 3 WA = 8).

AN 4: EFuANA AdigE Fgad FAE E71AEY S5 v

A ke MESS 727 1.0x10 A E/T1755 823 SE2 Agulestel, P1 2 P2 Alte] 245

wjpe AAe) 19] WPt $AE 2NN SR

2 A, DMEM-P @EujAolA] wlekat (28 19 P1E 59 MY T, AESE AL 0, 5.4
ubd | DMEM-P9} KSFM-PHiA|ZS 66:330.% &313 (25 2)2 P1L 4wt widslw M XS
1.25x10 M 22 878 & AEZA%S e (= 9).

P2e] A5t DMEN-P WSulAo] A wjoke (2 D 49 uld ¥ AZSGS uf, 3.4x 10AZE 249 A
EF7F Pl wste] zFAskglom, DMEM-PF KSFM-PHIA] & 66:330.2 =3+et (15 2)9 A5+ 1.38x10 ! A3
o

2 Plef Hlste] S4 w0l 238 Sk (&= 10).

AAe] 5: EFIA A AGE FEiE F0E E71MAEY BYEAHA v

AAd 29} Ak WHoZ  DMEM-P WA S wEoZ Alg3sle] Al wleks P1 L P29} DMEM-PS} KSFM-Pwj <] &
66:3320.2 Z3et wix|E o]&3te] Aduieket P1 & p2eo] WA 54 Qe Ax, 7 59 4
Z7H ZV|AEELS EF (D29, (D44, CD73, CD90, CD105 2 HLA-ABCY] thsle] kel WAEd EAS g
Wiz, CD31, (D34, (D45 2 HLA-DRe] thdle] S4de] wWoad =48 eh)Yu).

AAd 6: EFWA A WFE S FNL EAEY £ AR
Ao 104 53 DMEM-P wH5u]#] 2 DMEM-P/KSFM-P ZgujX|o A wjetd ot f& 79 S7IAXEE =
qA4 = HHX](Nonhematopmetlc OsteoDiff Medium, Miltenyi Biotec)ollA 18¥ &<t

|87 3~4d)3te] S SVIAIEE SAHEXE B3R EAF oY, 2d vl E3EiRE Al2o] wEElS]
MERS F3le= AAAALAE H AL E (1 - 5% 2 o] AASEen ) ZF B3l AS X 69 o
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AlZE 5 189 Al Alizalin red S @S ol&dte] Forell T EVIAETE A AR 28
stelskl o, DMEM-P @hsujxlol A wike AlzRu, A (25 2) oA widd AE7F 52 =4

sHES UEtiler, vk el sk el A wikE AEM-H-N)7F ¥ 52 £33k
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X6

P2 =7
Alizarin Red Concentration
()

0D40s

o] <% v ] Incubation Incubation

Normoxia Normoxia 0.125 4.20712 P-N-N
DMEM-P Normoxia  Hypoxia 0.045333 1.6289 P-N-H
Hypoxia Normoxia 0.134333 4.509159 P-H-N
Normoxia Normoxia 0.164 5.469256 M-N-N
DMEM-P +
KSFM-PMix Hypoxia Normoxia 0.208 6.893204 M-H-N
[0054]
[0055] o ow H wHe] &S A V=atdent, I A T AAE 7 Aol Al olA, olE g AH
NEe WA AT AAGHY Bolu, old] ofs ¥ wel W AT Ao okl He Py
Aotk metd B owgel A4 Wt AV FTIER IRE 5/ oste]l Aoudn @
Aotk
z=9
EH1
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W1 99.83%
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: M2
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