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Ao doAx, A7) AgzZA FHl A SVAEe] BHjEL otz i HE RS EHOR e %
B

o= .

A18toll dojA, 7] FAELS FBS(Fetal bovine serum) S F712 O sl AS EFO R sl ZAE.

AT 5

A1t == Addded QoA , A7) AR e A= #E 2~ (Rantes), MCP-1(Monocyte chemoattractant
protein-1), MIP-3B (Monocyte inflammatory protein-3B3), SDF-1a (Stromal cell-derived factor-1a), BCA-
1(B cell attracting chemokine-1), CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth
factor), b-FGF (basic Fibroblast Growth Factor), HGF(Hepatocyte growth factor), TGF-B 1(Transforming
growth factor beta 1), IGF-1(Insulin-like growth factor 1), PDGF-AB(Platelet Derived Growth Factor AB)
2 INF- a (Tumor necrosis factor-a)@ FAE oA AEEE 15 o] 42 AS EAHO=E gl A E.

AT% 6
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Aol glojA, 7] AxA fFdl A F7IAEE AR e AERjIAE Fhske ZHE Y (cocktail) &
=

) h
AAZ (priming) ® A& 502 e 24

AT 7

Aestoll  gdojA, A7l ZHAde  F@E|~(Rantes), MCP-1(Monocyte chemoattractant protein-1), MIP-3(
(Monocyte inflammatory protein-3B), SDF-1a (Stromal cell-derived factor-1a), BCA-1(B cell attracting
chemokine-1), CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth factor), b-FGF (basic
Fibroblast Growth Factor), HGF(Hepatocyte growth factor), TGF-B 1(Transforming growth factor beta 1),
IGF-1(Insulin-like growth factor 1), PDGF-AB(Platelet Derived Growth Factor AB) = TNF-a (Tumor
necrosis factor-a)® TAE oA AEE 1F o)A AAES il AS EAHOR = RAHE.
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A7 dojA, A7) ZHe|de 2He]~(Rantes), SDF-1a (Stromal cell-derived factor-1a), HGF(Hepatocyte
growth factor), TNF-a (Tumor necrosis factor—a), PDGF-AB(Platelet Derived Growth Factor AB) % TGF-3
1(Transforming growth factor beta 1)E TAE oA AEE 1F o4 QAES 3gfale AL EAoR

she 24,

AT™ 9

7) A 3 (Human adipose

N

A1l oA, 7] Az Fd A EVIHAEE A A 24 S04
E3

R -
tissue—derived mesenchymal stem cell, AdMSCs)2l ZE& EH o= 3l %A

Aol Qold, A7 Az o JA E71AFEE 1 x 10cells WA 1 x 10 cells 42 Fg5o] 9= A

Az f84 dA E7] Ao ARII Ee AAJAE sk DElY(cocktail)E A2 (priming)

) 7] AAE Agz fd 4A 27 AE
44 ek AA e ThE Relel Folah: vAE

AT 12

A118ol doA, A7) (a)@AC A FBS(Fetal bovine serum)ZE g3t @ AE F712 Ldsls= Wby,

AT 13

A118re] QoA A7) ZAEYdE @E 2~ (Rantes), SDF-1a (Stromal cell-derived factor-1a), HGF(Hepatocyte
growth factor), TNF-a (Tumor necrosis factor—a), PDGF-AB(Platelet Derived Growth Factor AB) % TGF-3
1(Transforming growth factor beta )& TAE oA AEE 1F o4 QAES fale AL EAoR
ke W

AT 14

Aol dofA, A7) Fole Ao Fod AL 5o s WY

o Al A

7l & & of

ot xukzzA G@f) AAE7|AEY AE o]F(cell migration) %= T #A3 AoR TS 2ASHA
= ANEE fd AA ENHAE L ol B BH|E A RN HIFHE ALI EEe AR F
LA 715l B3, A 7] AEY A £ 2 o]#d VTS KU} a840R #d 4 e W #
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w5 Z7] M E(totipotent stem cel
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(multipotent stem cell)Z &F& 4 Ao},

S 7AW F o o) AlxE BaEte e % NEES w9y,
), AE3IT Z=7]ME(pluripotent stem cell), UTE3s Z7|AHE

71A E(totipotent stem cell)i= dhbe] ehd gk 7 W] A4S T AxE
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= T v AExs 2FoR BT F e MEEA, 4 459 F et aivkE(blastocyst) 9
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TR A7 AR A S71AE B ol EHlEe] ARIM e ARl FEAE BHee Ve %
Srol ¥ Aoem, A7 545 G fsto], AL frl A EVIME H/EE o] FHES FEAEE
o7 sk A EVIME olF 28 2EES AT

A7 A FE8 A E7IME BuES dE 59, e ~(Rantes), MCP-1(Monocyte chemoattractant
protein-1), MIP-3B (Monocyte inflammatory protein-3B3), SDF-1a (Stromal cell-derived factor-1a), BCA-
1(B cell attracting chemokine-1), CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth
factor), b-FGF (basic Fibroblast Growth Factor), HGF(Hepatocyte growth factor), TGF-B 1(Transforming
growth factor beta 1), IGF-1(Insulin-like growth factor 1), PDGF-AB(Platelet Derived Growth Factor
AB), TNF-a (Tumor necrosis factor-a) o}t]J¥4®l =&l X Procollagen S°] YL, E3| vEAF A=

HEEAE S/ RS FHAY R A @) A fol A AR Y oo RrEe A Y
24 fo AA B/ AEE 54 ARS FRekE A REA F, WAS FAG G AX dnes
Gebris)® AAHL e n2A(brothd) A A £ fal A AL LT AR BT

o)
AN
T3, A7) 2AEL FBSE F7I1E 4 d6 4 &=, 53] oF 30% FBSE AHE-sE Aol ulghz e},

7] A AR E71AE L o] Eu|ES @E| 2~ (Rantes), MCP-1(Monocyte chemoattractant protein-1),
MIP-3 3 (Monocyte inflammatory protein-38), SDF-1a (Stromal cell-derived factor-la), BCA-1(B cell
attracting chemokine-1), CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth factor), b-
FGF (basic Fibroblast Growth Factor), HGF(Hepatocyte growth factor), TGF-B1(Transforming growth
factor beta 1), IGF-1(Insulin-like growth factor 1), PDGF-AB(Platelet Derived Growth Factor AB) %
TNF- o (Tumor necrosis factor-a)@ FAE oA MEE = 15 o] AXRIFC £ ARz #8415
HtozH o]gidt AR i Azl WkS-sle] o] %A Hut.

of w, A7 A f A EVIAEE vEASAE, 247 A, OS5 v EA A fAd 5 3, o
2 Zo] oAzt AW %A F# 349 =7]4E(Human adipose tissue—derived mesenchymal stem cell, AdMSC
s)d F Q).

53], 47 AEA 4 4A4 E7AEE AR ke 4FAAE ke ZEd(cocktai)® A
(priming) ¥ Z-& AR&sh= Zo] whe2 sttt

A7 2|4 e e~ (Rantes), MCP-1(Monocyte chemoattractant protein-1), MIP-3B (Monocyte inflammatory
protein-3B8), SDF-1a(Stromal cell-derived factor-la), BCA-1(B cell attracting chemokine-1),
CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth factor), b-FGF (basic Fibroblast
Growth Factor), HGF(Hepatocyte growth factor), TGF-B1(Transforming growth factor beta 1), IGF-
1(Insulin-like growth factor 1), PDGF-AB(Platelet Derived Growth Factor AB) % TNF-a (Tumor necrosis
factor-a)& T4%E oA Aed 1F o]ty JAAES T/ & A=d, 53], FHel2=(Rantes), SDF-la
(Stromal cell-derived factor-1a), HGF(Hepatocyte growth factor), TNF-a (Tumor necrosis factor-a),
PDGF-AB(Platelet Derived Growth Factor AB) ® TGF-B1(Transforming growth factor beta 1)& A% o
A HEE 1F ool AAES TR ol 0 v

olr

A7) A7k S A ZMEY FFFS 1 x 10 cells WA 1 x 10 cellsd] = 3H45E= o] vdxsb,

oF 1 x 10cells ~ 1 x 10 cells® d45= Ao < upa=shc}.
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derived mesenchymal stem cell, AdMSCs)¥ < At}

A7) A e Az IHF FEd 3ol wiEAsta, I FAAALE QI fEdd Heol YE upgH st
2 ool o AAdeME 3 AHEZ f8 FY E7]1A413E(Human adipose tissue-derived mesenchymal

stem cell, AdMSCs)ZS AF&3}At).

A7) A ERA fFH A 7] AR EBe AR Y S0 SR s AW 2 o2RY e |
v EstE A EVIAEEA, B "HAACdAE Fokste] "A fo AA S71AE" e A 7R
A7 g}, o= WAl FXH B WS i 758 4 ).

B7] AR E7IAEES] g5 ARREHE A EAE AN S71AE wjdel sttt el AdE B
ol xS AL 4= 9dedl, o= Eo] DMEM(Dulbecco modified Eagle medium) 52 AF&3H 4= gt}

A} E71AE FE wiAe AW S7IAxY] vEstd 29y FAE FXletdA 3k dAEte HUHAR
BEd F ook E=3, X ditdoem ) S o A4 dSA(ddy AE /e 1k SEAY)
9 il kR (dlE B ¥4, oo FBS, 4 tiAlE, €5, e A oAl B H[ES ofu| At
At SFFET)E FFE & Avk. volrl, A, FHZHE, H Y HL == LIL F5E) 2 o] &
o] gif-Ee] e uiXdA] HAEE Ve AE(AAY e By EdAAR, gEYHAE B w2
SEE, FFRILYE, 999 o3 FH e 99l B, dAd 2F3~, Ads, FFIIEHIE, oA
9 sE2IEEE B/EE 3dA, A7Ad HE-HEREdESS)S T ¢ ATt

gk, WA= MEZY AR fFEREAAY, &9 AR A, Uy & thts 348 AS BAE B oR,
-3 A (anti-clumping agent), <7t Invitrogen®] Fufsdli= HE(Cat # 0010057AE) S >33l Ho| R
g 4 At

=71 AE QJAASCF, Steel AP, c—7|EE olFstshe e it= = 34, 3 U3 A5 dg =

g2 g24 7)votd] #d F=eA, oAl daw-H
PDGF), ®i2Ax ZF2Y-z= <A}, Flt-3 = 2 &
Factor; VEGF)9] &A1& 93 23t=

H A7 <lx}(Platelet-Derived Growth Factor;
9 A# ¢1z}F(Vascular Endothelial Growth

SNy
=

Y AP sEE Folv A, A =239
gpl30S sk AXF, d7id] LIF E+ Oncostatin-M
R A A, Add EFE ' (TPO)

Fd A4 A, oA TGF-beta

e A A, ddd E29 A IAHEGR)
TRERY, o7d (NIF

N-acetyl-L-cysteine (NAC)

Hydrocortisone

Ascrobic Acid

5= AW FAAMEE 587 9% WAL MC, ofamEns, 24, 9
o0 wRAen, ©% wEASAL, FBS, NC, olam=uil, 24
3

ol gt BH|ELS, oH7FX], AP)EFRSL, opm|iAl, AARIA 55 XFet=dl, dE E9], TGF, bFGF, IGF-1,

KGF, HGF, fibronectin, VEGF, o}t]4l8l =¥l Y= Procollagen 59 2 = i, o]59 F8A%E I
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71 95ke], A7) AzA G A S7AEE AR mE AFIRE 55 2 A(cocktail) B AA
2l (priming)3l= Zo] nl&kz s},

E3], 471 ZHAL dH=(Rantes), MCP-1(Monocyte chemoattractant protein-1), MIP-38 (Monocyte
inflammatory protein-33), SDF-1a(Stromal cell-derived factor-l1a), BCA-1(B cell attracting
chemokine-1), CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth factor), b-FGF (basic
Fibroblast Growth Factor), HGF(Hepatocyte growth factor), TGF-B 1(Transforming growth factor beta 1),
IGF-1(Insulin-like growth factor), PDGF-AB(Platelet Derived Growth Factor AB) % TNF- a (Tumor necrosis
factor-a)2 FAE oA AEld 1F oo AAES Ffdls Aol viEA s, @H~(Rantes), SDF-1a
(Stromal cell-derived factor-1a), HGF(Hepatocyte growth factor), TNF-a (Tumor necrosis factor-a),
PDGF-AB(Platelet Derived Growth Factor AB) % TGF-B1(Transforming growth factor beta 1)=& A% ol
A AdEE 1F o] JIAES ke Aol WS urgA st

B oA A 5A @ S gl ks gol, Y] B4 AR EE HYAAE AT A%2A f)
A FNAE Q/EE olo] FulRe B, AP AR Er FIAA B AL o 5H Etst B4
b,

Az Fl A E7] Axe] ARIR Ee AFAAE ek ZE Y (cocktai )2 A3 2 (priming)

°
=
o
N

| (a)dANA AT =
ZIAEQ] 8l wiR]el] A7) ARSI

A= shisle ZHE Y (cocktail) 29 HAA] 2] (priming)+= AW =
= S FHAIA st WHeR o]Fojd 4 9la, 20~60
iy, 2 wge] o FA A= F 24X FF AAHEE S
= i

wF Fol dAed 4 glar, npEAsA=

A7 Y2 @E 2~ (Rantes), MCP-1(Monocyte chemoattractant protein-1), MIP-33 (Monocyte inflammatory
protein-33), SDF-1a(Stromal cell-derived factor-1a), BCA-1(B cell attracting chemokine-1),
CXCL16(Chemokine C-X-C motif ligand 16), EGF(Endothelial growth factor), b-FGF (basic Fibroblast
Growth Factor), HGF(Hepatocyte growth factor), TGF-B1(Transforming growth factor beta 1), IGF-
1(Insulin-like growth factor 1), PDGF-AB(Platelet Derived Growth Factor AB) 2 TNF- a (Tumor necrosis
factor-a)2 TAE oA AEld 1F oo AARES il Aol vtz s, @H~(Rantes), SDF-1a
(Stromal cell-derived factor-1a), HGF(Hepatocyte growth factor), TNF-a (Tumor necrosis factor-a),
PDGF-AB(Platelet Derived Growth Factor AB) % TGF-B1(Transforming growth factor beta 1)& A% ol
A AEE 15 o] JIAES ke Aol vS urgzslitt.

A7) (b) BANA AbESE AR AW fe A BAE R/EE oo PulEe, AT due] Ay
/AT BolE, MAYES B TP FUR AE, BlE % WAYERS TR JUR A, ®
£ & A8 58U SEF ARe gt

Sea, A A 99 A8 A5 9 AA Ue) B Rele] Fol'eh g W Relol A ol
Eoupge ASSa, E olsle RelolA 27] AL HolE BEAQ SAshE Fushs el g
sl 27 AEE tlgel WAATE 2e AGdch, AEe] G ARFo] ods AT Ulgel sk
Az AGAA b ool Ade Ame] old) i@ 4 gtk A7) "Re't TE, A, WA Ho
golsh HEmP e A8 Atk QRRolAe] 28 wi AW FAAG 2 Fele] mRT Fol §
o wpgol e, ¥ wnolAl, gu Fabol 9§ Folzk A4 vk st

Wb, B owge Amsll m gz AAdR Awxd fd 44 27 AL 9/EE o] ®uEg
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[0068]

shp E

[<)

Aol el

p

L

B

53

A,

0

Al

[<3]
=2

o

FoH = shehEe] Fol A

o weA, o

.

i

k)
o

o

oF7] A|

o

AZIAY, ERAIZI AV, T 13

%
[e]

el =9

=
(palliating)

Q) Fapo] o

SHA|

s}hof

p
L

1
1A, e

3]

[<)

&% (therapeutically effective amount)'
(2) Aol 1 o]%

s

Belolq ALgE ksl o],

A
S}

7
b, b ke

A7 A

(2)
‘o

o}

[0069]
[0070]
[0071]
[0072]
[0073]
[0074]
[0075]
[0076]

I

:3

ujj 2] of o]

ol
)

+ Hank €9, Ringer &

=

A}

=
T

[0077]

+ 1]

o
el

BAZE Al AHgE. 1

fsi3
=

A, 5t

3]

9

=

=

o]

=
-

b A A el =

pud

23
=2

=

=

REEEEE

[0078]

o))
.

g 29E,

(Propylene glycol),

=
=

|

p
L

TC

as

cells/body ¢ A

9

cells/body, 13

8

6
10 ~10

p

L

FA
cells/body WA 1 x 10

o

1x 10

o

cells/body, W}&32

A=}

10

4
10 ~10

Folge
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(o)
R

VS
&S

€
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ot
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o] whga

[0079]
[0080]
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[0082]

[0083]

[0084]

[0085]

[0086]

[0087]

[0088]

[0089]

[0090]

[0091]

ZIHSd 10-2011-0044722

o5k AAR AN AER 24F WA R Akl QAL 7] Fol /AE sk o,

#£ 1

= TY9A

Ascorbic acid Sigma USA
CaCl, Sigma USA
Collagenase type I Gibco USA
DMEM Gibco USA
DPBS Welgene Korea
EGF Gibco USA
FBS Gibco USA
Hydrocortisone Sigma USA
Insulin Gibco USA
K-SEM Gibco USA
NAC Sigma USA

4 A 9 1
b AREd f 309 E7AE Ee

o
N

AHd<% (Liposuction)o 93] HREAWOZHE Jojz A3t AWx2S B sle] PBSE Al Hssit. 245
ZHAl A}2 & collagenase typel (Img/ml)S 713k DMEM mediaZs o] &3] 37&=oA 2A17F E<F digestiond}Sd
t}. PBSZ A& ¥ 1000rpmoll A 583t UdEe] At A5 AL suctiondta wigo] e He PRBSE A
3 1000rpm©. 2 533t AAEEFSATh. 100 mesholl FE|LFEF debris® AATF F PBSE A F,
DMEM(10% FBS, 2mM NAC, 0.2mM ascorbic acid) ®i=]ell wj<Falict.

X

_?{_,
o

ol
-/

a0 A & RARx e ANEZEL PRBSE AMAstar, 5% FBS, 2mM NAC, 0.2mM ascorbic acid, 0.09mM
alcium, 5ng/ml rEGF, 5ug/ml ¢1&& 2 74ng/ml HydrocortisoneZ $H+3F Keratinocyte-SFM mediaS 2¥wit}
A)

wASEA A gatel Agrs fo chsks F09 F7ALE Relsi,

o

2 Al o9 2
At 7|2 AEF FE

2-1: § 29 AR Ee JAIXZE ME|F f=

BN

A7) A6 164 B Awad s giRets $70d 2/AEE 7 Aol 2 x 100 cells/200402 AT
(seeding)dte] o]st ARIIA HE= FARAARE A¥ o5 FEaldlth. FAd U= o =2 FBS 3095 AFE-3F3ITH.

¢

* 2
FBS 30% BCA-1 TGF-B1
Rantes CXCL16 IGF-1
MCP-1 EGF PDGF-AB
MIP-3 8 b-FGF INF-a
SDF-1a HGF

O AE = 1o ZAST Media® FEI AEE SAHUZTOR FBS 30%2 FEF AEE PYURTOR
gt ST AEE 10002 SRS o BlES ZF e dehdoh = 1ol o 5 de ukeh 2ol
AzA o 2709 E7)AE(AMSCs) = FBS 30%9} mpa7tA 2, ARIFQl i Adodzte] bS] whe-dle]

olFo] u3lglon E3d] E| A, SDF-la, HGF, TGF-B1, IGF-1, PDGF-AB XX TNF-q o] ¥H$-3le] A|E o]

_11_



[0092]

[0093]

[0094]

[0095]

[0096]

[0097]

[0098]

[0099]

[0100]

[0101]

[0102]

ZIHSd 10-2011-0044722

el

&4

F7)1 AN 1elA Eelg Az {3 gEds T E71HAEE 244335 FBS free Media(% 24)9}
INF-a (%= 2B, 2C), chemotactic factor(&= 2D)= A x]g]ste] wio¥st 3 0.25% trypsin /1mM EDTAS A 2] 3}o]
AE2E 88 v PBSE AIF3EIL 1,500 rpmoll Al 5% &<t YA st MEE I3

1 % Transwell Insert (Costar, 3422)% 0.1% gelatin (sigma-aldrich)® 2A]ZF &< coatingS 3+ 5 viA
= B33 24well plateol] A23tt. ZF insertol]l tha] 343 AW=I|AEE 2 X 10" cells /20002
seedingd}e] 37° C, 5% CO, incubator oA 2A1ZF b viokat g ch. viA] (Media) @} Al X712 (chemokine) ¥ A%+
1A (growth factor)E 100 ng/ml 52 EFAX|Z7] 24welldl, seeding ¥ InsertE <A Ao, 37° C,
5% CO, incubator oA 24A]17F =oF wjokatgdtt, 1 th2, Insertd $ Fio] & o]Estx] Z& A=A

Et WPOR AASRT AH F 06 NHSE 1A U nYHsch
$9)

2-2: 1 99 AR Ee HAAAZ MEolF FEI A

[

A# F 0.5% crystal violet §NoZ AME AT, 1 F AFE gt duAolA X100 #H& F A}

218 Ao
Sy

I A¥, = 2A-2D0l YEebd wie} o] ol FAE A A 2 AWEVIAE(E 24, 2B)ol HIFFY AAHE] A
0 ARE7|AE(E 2C, 2D)Y o5 E°] FoF M2yt ZESHA UehgdS &0 5 AN
2 Al o 3

AR Ee AAARAE DA A S7|AE AEo|F

A7 AA 14 el AWzA fH giEsks S48 SVIAEE o AR B AAJAER 2443
AA¥ (priming) 3 5, Z} dric} 2 x 10" cells/200u0 % A (seeding)dle] 10% FBSZ AE o]&S %

T}, 30% FBSeol|l Hlaf] WHEES #AsH= Rt A olF M HAAHYE FHA &2 AWEZH f oE3ts
T EVIAEE 34 dxzToR TG (HHE).

¥ 3

Rantes TNF-a

SDF-1a PDGF-AB

HGF TGF-B1
a2 ARE & 3o EAEGT. = 3eA & = o= wkel Zo], o] AR e AAAAE dAAEE A
Z2 8 F E71HE(AMSCs) Foll 4] PDGF-AB T+ TNF-a 2 A A 2|3k 75‘%%0] 10% FBSol <]3k /HI:E o]
Fol &3] FEHUSS olF s AEFE FAT F AT, 53] WF-aZ A H9-7F A A Sus
FERAES A
4l A] o 4

INF-a AAE A S7|HES AE|F
Aol 3ol 5T AF AHE Farsto], 7] Al 1ol Zed A o tEsts A S71A

¥ E INF-a 2 24A17F AA ] (priming) 3F &, ZF Anjr} 2 x 10" cells/200ub= A (seeding)sle] o]s} %
oA AL e TS ARIFQ i AR AE o] FS st}

_12_



[0103]

[0104]

[0105]

[0106]

[0107]

[0108]

[0109]

[0110]

[0111]

[0112]

ZIHSd 10-2011-0044722

¥ 4
FBS $1& BCA-1 TGF-B1
Rantes CXCL16 IGF-1
MCP-1 EGF PDGF-AB
MIP-3 8 bFGF INF-a
SDF-1a HGF

I AFE 4ol BAEIT. o dellA & F 9l wkel o], INF-a® HAEE AWxA Y F9 =
A2 (AdMSCs )= Rantes, SDF-1a, EGF, bFGF, TGF-B1, PDGF-AB 5ol 2]8] A% o]&o] +r 2
o gdt MEFRE AT F ATt 53], AAlel 19 Al & 13 wjas] B, INF-a AT 5ol o
)
AN

B} el 5 QuEl, W-a2 AAAT A9 AL oA Hels] Bus AL FA 5

1301'

gud

4 Al 9 5

A Z7|AE A T AR Ee AR AAE 9 AEo]F fET
Gl

71 A TelM ZEd AEes F B EVNAEE olet & 5ol 7R ARTRRI = AR

Hu)
Me
ot
olr
of

AAEZ oF 2447k AAE (priming) 3 =, zF Wolth 2 x 10° cells/20040% A (seeding)dta, A6l A}
|99 247t FUS QIAE o] gt AE o5 S FE3AUT.
5

FBS 30% BCA-1 TGF-B1

Rantes CXCL16 IGF-1

MCP-1 EGF PDGF-AB

MIP-33 b-FGF TNF-a

SDF-1 a HGF
g ARE & 5o =AEGIT AAEES A ¥ ASS sk aHZa Jehhda, dd Atz [dA
2 3 g, olE3d ANE = oA & Qe 3}9]- %Z+o] | Rantes,

5% Aot adzz e,
MIP-38, SDF-la, BCA-1, CXCL16, EGF, PDGF-AB & 47| UAZ HAAzer AW Z71Mx7F A sA &S
ol Hl3l] ME olFigde] MHES &l & 4 Arh. 53], Rantes, SDF-1a, BCA-1, CXCL16 ¥ PDGF-AB<]
$ AE o)Bio] A3 Z7s

ol ox

2 Al o 6
Aur Z7|HE AR EE AR

i
2,

AAld 1o 53 A xzA 9 vt %7&‘?3 S7IAE Ao ARIR] e AR F8AE T

971(FACS) & B3 Shelagin.
A elE e ofel & 631 2.

ol
rlr
N
2
-z
il
ox
olo
prL
rlr
4
oo
__)ﬂ‘
1o
ot
™
S
oo Ho ©
=)
bl
r«{n‘.
£

X6
T8 ARINA 2= ZFAR e
CCR1 RANTES CCL5
CCR2 MCP-1 CCL2
CCR7 MIP-33 CCL19

_13_
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CXCR4 SDF-1a CXCL12
CXCR5 BCA-1 CXCL13
CXCR6 CXCL16 CXCL16
EGF EGFR
b-FGF FGFR1
HGF c-MET
TGF-B 1 TGFBR2
IGF-1 IGFIR
PDGF-AB PDGFRA. PDGFRB
INF- TNFRSF1A
[0113] A E71AIE z300 A wgFR F 90% AEFAAZ 2

£ 175 =g H99S W, 0.25% trypsin/ImM EDTAS i%
aaqxugé%aitg;Bﬁéﬂﬂ&315wrmﬂﬁ5%%ﬁ}%ﬁ%ﬂ6W1ﬂi§4ﬂ}mﬂ T3
AEZE 10% FBS &Moo= %ﬂzﬂﬁ1MﬂovP¢@§§}ﬂﬁﬁﬁéaﬁw.1°hm4LLJ%ﬂ%4E
Wkt Al 1A13E o] v Fste] FACSE A3t

rW

£ 7

[0114] A TY9A HE
ant i—human CCR1 R&D Systems MAB145
ant i—human CCR2 R&D Systems MAB150
ant i—human CCR7 R&D Systems MAB197
ant i—human CXCR4 R&D Systems MAB170
ant i—human CXCR5 R&D Systems MAB190
ant i—human CXCR6 R&D Systems MAB699
ant i—human EGF Receptor BD Pharmingen 555997
TGFB RIT (D-2) Santa Cruz Biotechnology |sc-1779949
CD140a-PDGFRA BD Pharmingen 556002
CD140b-PDGFRB BD Pharmingen 558821
CD221-IGF1R BD Pharmingen 555999
ant i-human HGF R/c-MET R&D Systems FAB3582F
CD120a-TNFRSF1A BD Pharmingen 550514
FGFR1 antibody [M19B2] Abcam abh823

[0115] 6ol =AIESALE. ol F% dYo] AdFoly, HS HAe HRTS FAT Aolth. IGF-13 HGFe

I =
FEAZ} AR o} ) 5L AU A ABARD 4540 cell Tined ALT LA FoUsf
W F F

[0116] T 6ollA & F Qe vbel Zo], AT AWxZ §F¥ thisks $3Y 71432 @ 2 (Rantes;CCR1),
MIP-3 B (CCR7), SDF-1a (CXCR1), BCA-1(CXCR5), CXCL16, EGF, TGF, PDGF-AB, IGF-1, TNF-<'s}, FGFell whdt 4
SAZ FFsla PSS FACS 22 E3) & F+ ATt

[0117] A7) Aol wEl, 54 ARSI T AR FEAV AUERA fY oiEEs T E7IAXAA $d
Hol FAFAx o]gd &A= T Al dis] wkgEy oleg dFAxte] AAR A LA Hd
Fo] FolAA o]t NS AS o] &ate] A AR R Y olFE FET F Ja, o T T
Aghe] a9 A 857t 7 AlAMeT
4 Al o 7

[0118] AE E7\ME ARTQ e AR SR AnRNA F9l

[0119] Al 1A F5 AR zA fFof thtsts F309 7127 2o ARl e A1 832 mRNA



[0120]

[0121]

[0122]

[0123]

ZIHSd 10-2011-0044722

& Wds=A %5, RI-PCR

tlo

3l Selskslnt.

T75 Flaskol| Al vFst A WZ7|AEE 0.25% trypsin/1mM EDTAS A glste] NEZE 283 o} PBSZ AlH st
1,500 rpmell A 5+ F¢F AAlEE st MEE FHEIY. 3 MAEZE Total RNA Extraction Kit (iNtRON
Biotechnology)E ©]&3}o] total RNAS F=3F ).

RNA 2ugg maxime RT Pre mix kit (iNtRON Biotechnology)® cDNAS &A&l9dtt. 1X h-Taq buffer, 0.2mM
dNTP, 0.4pM Primer_F, 0.4pM Primer_R, 0.25U/uxf h-Taq DNA polymerase (Solgent)®= cDNA 1x0Z 95TCelA 20
Z &9 DNAE WAAIZl &, ofeff 3F 89 7} 2:(ojd® 2%)elA 40%7F primerE 7FEAI7IAL, 72TlA 1
ZF PCR AHES AGA7)E 9SS 40 cycle 202 {2 S35 Agseltt. A3l AME-E 8-Aprimer 9t
7HE 2Ee U ® 8% Zr.

X 8

T8A AEHZ 1~-34 e ojdd
(F: ¥£9=, B: W) o

CCR1 F : 5'-CATCTTGGCTTCCATGCCAGGCT-3' 380bp 62 ° C
R : 5'-CCTCCGTCACTTGCACAGCCAGGT-3'

CCR2 F 1 5'-CCTCCTGACAATCGATAGATACCT-3' 474bp 56 ° C
R : 5'-GTCACCTGCGTGGCTTGGTCCAGT-3'

CCR7 F : 5'-ATCTCCAAGACCAGAGATAGTG-3' 461bp 62 ° C
R : 5'-AAATGTTGCTCTCTTAACGAAT-3'

CXCR4 F i 5'-GAGGAGTTAGCCAAGATGTG-3' 489hp 62 ° C
R : 5'-TTCTTCTGGTAACCCATGAC-3'

CXCR5 F : 5'-CATCCTAATCATCCAATGCT-3' 494bp 62 ° C
R : 5'-AGCTCTTTTCTTCCCTCTGT-3'

CXCR6 F : 5'-CCTTAACCCTGTGCTCTATG-3' 517bp 62 ° C
R : 5'-CTCACCTCTTCAACCTTCAG-3'

EGFR F : 5'-GCATCTGCCTCACCTCCACCGTGCA-3' 419bp 64 ° C
R : 5'-GATTCCGTCATATGGCTTGGATCCA-3'

FGFR1 F : 5'-CCTGACCACAGAATTGGAGGCTACA-3' 250bp 58 ° C
R : 5'-AGTTCATGTGTAAGGTGTACAGTG-3'

TGFBR2 F : 5'-CCACGTGTGCCAACAACATCAACCA-3' 498hp 58 ° C
R : 5'-TGAAGAACGACCTAACCTGCTGCC-3'

CD120a F i 5'-GAGAGGCCATAGCTGTCTGG-3' 218bp 58 ° C

~INFRSF1A R : 5'-GTTCCTTTGTGGCACTTGGT-3'

CD140a -DGFRA|F : 5'-GAAGCTGTCAACCTGCATGA-3' 187bp 58 ° C
R : 5'-CTTCTTTAGCACGGATCAGC-3'

CD140b -DGFRB|F : 5'-GCGGCTGGTGGAGCCGGTGACTGA-3" 508bp 68 ° C
R : 5'-CTCACTTAGCTCCAGCACTCGGACA-3'

(D221 ~IGFIR [F : 5'-GTGAACGAGGCCGCAAGCATGCGT-3' 299bp 58 ° C
R : 5'-CTGTGGACGAACTTATTGGCGTTGA-3'

c-MET F : 5'-CAGGCAGTGCAGCATGTAGT-3' 201bp 58 ° C
R : 5'-GATGATTCCCTCGGTCAGAA-3'

ADIPOR1 F : 5'-GCTGACACGGTGGAACTGGCTGAACT-3' 337bp 60 ° C
R : 5'-CTGTATGAATGCGGAAGATGCTCTTGA-3'

ADIPOR2 F i 5'-GGCAACATTTGGACACATCTCTTAGGT-3' 538bp 60 ° C
R : 5'-CAGCTCCTGTGATGTAGAGGCTGGCCA-3'

GAPDIH F : 5'-AATCCCATCACCATCTTCCAG-3' 362hp 55 ° C
R : 5'-AGGGGCCATCCACAGTCTTCT-3'

SiZer DNA Markers -50 (iNtRON) I} PCR AFES 2.0 % oF/}E22A3} 1X TAE A 9F2 o]&3}e] 110VolA] 1A17F
308 B¢t A7)9% & £ Fuji molecular imaging software® o|nx] ZAHE 3tgtt. AEE FHAZ GAPDH
S AHE8gith. BE PCR AHES SolgentAloll 714 EREAS o sle] 99% o] @7IAdo] dAsl= A &

=
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[0124]

[0125]

[0126]
[0127]

[0128]

[0129]

[0130]

[0131]

[0132]

[0133]

ZIHSd 10-2011-0044722

LAY, E 7o) yERd upel o], AW Z7| A A 24z AR HE= IR =89 mRNAZE
FS 813 = 9t © 7A9] 7 wh=3 Zhzb 1t CCR1 (380bp), 2: CCR2 (474bp), 3: CCR7 (461bp), 4
CXCR4 (489bp), 5: CXCR5 (494bp), 6: CXCR6 (517bp), 7: GAPDH (362bp). %= 7BS] Z+ wh=i= z+Z} M: Marker,
1: EGFR (419bp), 2: TGFBR2 (498bp), 3: PDGFRA (187bp), 4: PDGFRB (508bp), 5: IGFIR (299bp; wW]'&d)
c-MET (201bp), 7: TNFRSFIA (218bp), 8: FGFR1 (250bp), 9: GAPDH (362bp)S FER™, GAPDHE %4 of
o= ARSI

I
H 2

o|=A, AWEVAEAN 54 ARIR HEe FFAAS] S8 mRNAZF BE o] HHgla, olF 58
Aol WS ol gate] AW Aoz BAY ole S FRT £ i, ofF T T Aee A Awvt

Fe e A

223 Az f diis $3H S7IAES ol xdEl o R 24475k AAEE &,
% (Ing/ml, 10ng/ml, 100ng/ml)= A #3te] ME o5& FEaI3ltt.

o A%E = gl EAskTh 10ng/mlQ Wel wlske] 100ng/mlE AelAL W, 2t e olFFS wal
Azl e}, BRI FLEE AL olF fESC ¥EE FUT 5 AU

3T ar =70 IR S e AN AN

8-2: At E7|ME ol EHY S8 @y

Ao 79 W e HoR F 8o YAlE ZeEfolHe}t ojd®y 2L E ARESte] RT-PCRE Fdste] AW
Z7|MEAA ol X E F&A7F BHE =R AR5 RISt

A3, T 99 vt whel Zo), olt)xyEle] 84 2&F (1:ADIPOR1(337bp), 2:ADIPOR2(538bp)7} ==t
ES7|AEAA FHAES G518, o224, offxdde] HAE R A3l ol xdlel F8A Y T o] =olA
A o] &7k HESA S o] 8 E ¢ &S ISl

ogom ® owyel g A JlEagil, BeiAel Bakel A4e A AdA elA, oled@ TAA
NEe WA AT AAGHY Bolu, olo] ofs ¥ wel W ATHE Aol okl He Py
Aolth. wehq E wwel AAH Wt H¥E ATPEN 25 ErhEd oge] gojAvin @
Zelth
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5

=

=

JH

e
=)

&k

TNF-« PDGF-AB TGF-41

pSE

§E b B =
ﬂ_ S Ro0ZH<F

HGF

2HHlA SDF-1¢

oOide XSEIIME

SWoB) REOMIFRZH<F i

—smp—
IS, POGF-AB
- |GF-1
— —
o HGF
HE— ) FGF
HE——
" HERNE CXCL16
= HIE o)1
M |
W ﬂw SDF-1=
i HIE P32
= 1
<J
WE J MCP-1
(=)
L e = 24
n  FBS 5500
S 5 R & © o

i —

e —
—

T —
F——

— —

7 =
“_M — —
~J Tﬂ
—— —

H ———
i3

SHow) RTKMR=EHLF

TNF-
PDGF-AB
IGF-1
TGF-=21
HGF
b-FGF
EGF
CXCL16
BCA-1

SOF-1 =3
MIP-3x

MCP-1

A< |
FBS 330l
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EH6

STMEWM LAE HZII2 28
it CCR1 CCR2 e CCRT
il | “' i
sl 58,719/ 1 & 54.18%)

CNCRA

L
i
#{ S5.38%

H
S
& X
i
¥
H
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<213> Artificial Sequence
<220><223> Primer
<400> 1

catcttggct tccatgccag get

<210> 2
<211> 24
<212> DNA

<213> Artificial Sequence

<220><223> primer

<400> 2

cctcegtcac ttgcacagee aggt

<210> 3
<211> 24
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 3

cctcectgaca atcgatagat acct

<210> 4
<211> 24
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 4

gtcacctgeg tggcettggtce cagt

<210> 5
<211> 22
<212> DNA
<213

> Artificial Sequence
<220><223> primer
<400> 5

atctccaaga ccagagatag tg

<210> 6

_21_
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<211> 22

<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 6

aaatgttgct ctcttaacga at

<210> 7
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 7

gaggagttag ccaagatgtg

<210> 8
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 8

ttcttctggt aacccatgac

<210> 9
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 9

catcctaatc atccaatgct

<210> 10
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 10

_22_
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agctctttte ttcectetgt

<210> 11
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 11

ccttaaccct gtgctctatg

<210> 12
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 12

ctcacctctt caaccttcag

<210> 13
<211> 25
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 13

gcatctgect cacctccacc gtgea

<210> 14
<211> 25
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 14

gattccgtca tatggcttgg atcca

<210> 15
<211> 25
<212> DNA

<213> Artificial Sequence

_23_
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<220><223> primer
<400> 15

cctgaccaca gaattggagg ctaca

<210> 16

<211> 24

<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 16

agttcatgtg taaggtgtac agtg

<210> 17

<211> 25

<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 17

ccacgtgtgc caacaacatc aacca

<210> 18

<211> 24

<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 18

tgaagaacga cctaacctgc tgcc

<210> 19

<211> 20

<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 19

gagaggccat agctgtctgg

<210> 20

<211> 20

25

24

25

24

20
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<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 20

gttcetttgt ggcacttggt

<210> 21
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 21

gaagctgtca acctgcatga

<210> 22
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 22

cttctttage acggatcagc

<210> 23
<211> 24
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 23

gecggetggtg gagecggtga ctga

<210> 24
<211> 25
<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 24

ctcacttagc tccagcactc ggaca

<210> 25

_25_
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<211> 24

<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 25

gtgaacgagg ccgcaagcat gegt

<210> 26
<211> 25
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 26

ctgtggacga acttattgge gttga

<210> 27
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 27

caggcagtgc agcatgtagt

<210> 28
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 28

gatgattccc tcggtcagaa

<210> 29
<211> 26
<212> DNA

<213> Artificial Sequence
<220><223> primer

<400> 29
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gctgacacgg tggaactggce tgaact

<210> 30
<211> 27
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 30

ctgtatgaat gcggaagatg ctcttga

<210> 31
<211> 27
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 31

ggcaacattt ggacacatct cttaggt

<210> 32
<211> 27
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 32

cagctcctgt gatgtagagg ctggcca

<210> 33
<211> 21
<212> DNA

<213> Artificial Sequence
<220><223> primer
<400> 33

aatcccatca ccatcttcca g

<210> 34
<211> 21
<212> DNA

<213> Artificial Sequence

<220><223> primer

_27_
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<400> 34

aggggccatc cacagtctte t 21
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