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29 Abstract

2 Y2 10 WAl 20 me HAE JtXI1], SHMIEZ EXMSt= The invention relates to the vein medication stem cell

Z=JHEZ 1X 107 ~ 5 X 108 HIZA/mIZ &95l= 212 compos_ition which has the dia_lm_eter of 10 through 20

EXNOCZ 5= MM ENE ZINE ZAS0 23 240|C} un and it has the stem cell existing as the single cell as
1X 10 7 ~ 5 X 10 & cell number / ml done.

= 20 =Y, 28 S0 BES SIOIME =842 M3

8400, E2 LHE E0{E SIINED} ot oz & X According to the invention, the cytotherapy effect usin

R S 42 UEHUHE gs2 B0 880z =2 g the stem cell the stem cell composition which is suita

= ALBZ SIMEE OIS NEXE 552 EIIE2 ble for the intravenous administration can be provided

Z=XIAI2 2 QL. can be conspicuously made promoted.

a9 ¢e Scope of Claims

3 18 Claim 1:

10 WXl 20 o A S JHKI2, HMEZ EMSt= EIIME  The vein medication stem cell composition which it has

21X107 ~5X 108 NIE #/mli stosle 212 =x1o02  the diameter of 10 through 20 4n ; and it has the stem

ol= @MW S0 E SIIME ZHE.

cell existing as the single cellas 1 X 10 7 ~ 5 X 10 8
I number / ml it does.

Claim 2:

0 WXl 15 um@l 23 As for claim 1, the vein medication stem cell

, ol 1
S SEMCZ ol EW EUHE SIMNE &=, composition called in the stem cell, the diameter 10 thr

ough 15 um,
A7 3 Claim 3:

HI1E0l AOAL, &80
IINEE= JI26HKl;

g2 L Fo0l Hetet

MAZ JIXl= £ As for claim 1, the vein medication stem cell

I
; 2 NAC(N-acetyl-L-cysteine), OtA~ 32 composition which cultivates in the culture medium con
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294t (ascorbic acid), 21&2 = &gl KARIX, 5/E  taining the component in which the stem cell having th
ZD2E|E, GAHELE, bFGF (basic fibroblast growth fa € diameter which is suitable for inside of the blood vess
ctor), GllIt2t &4k (heparan sulfate), 2-H2ZENEFS (2_ el the administration is selected in group comprised of t
he basal medium and NAC (N-acetyl-L-cysteine), ***

acid (ascorbic acid), and insulin or the insulin pseudo el
ement, hydrocortisone, dexamethasone, the bFGF (basi
c fibroblast growth factor), the heparan sulfate, 2- mer
captoethanol (2-mercaptoethanol), the EGF (epidermal
growth factor) and antioxidant more than 2 kinds and o

mercaptoethanol), EGF (epidermal growth factor) %
MStHE FHE DA 5= 20HK Ol 2 28 &R
= HHIIOHA-I HH08P +=Sotle S SELZ ol EW &

o oo

2

btained.
7 48 Claim 4:
MBS0l A A, &1 I i XI= M199/F12(mixture) As for claim 3, the vein medication stem cell

(GIBCO), MEM-alphati XI(GIBCO), M=% 2RI A &% composition selected from group comprised of the basal
DMEMBH Xl (Welgene), MCDB 131H{ Xl (Welgene), IMEMbH medium is the M199 / F 12 (mixture) (GIBCO), the ME
X (GIBCO), K-SFM, DMEM/F12 HiXl, PCM HHXl & MSC  M-alpha culture medium (GIBCO), and the lightly doped

=& X (Chemicon)E P& E 2UA Hdeig= 22 EXO is the glucose compound DMEM medium (Welgene), MC
2 5l MO ENE SOME =42, DB 131 culture medium (Welgene), IMEM culture mediu

m (GIBCO), K-SFM, DMEM / F12 culture medium, PCM c
ulture medium and MSC expansion culture medium (Che
micon).

&7 58 Claim 5:

MISE AAHA, AD| s&tatH= A&, OtADEE A HIEH As for claim 3, the vein medication stem cell
9l E, JtHIZ!, StOI2®I, HIEISIZE, AT Q-10, EPA(ei composition selected from group comprised of the antio

cosapentaenoic acid) 2 DHA(docosahexanoic aud)i xidant is the selenium, ascorbic acid, vitamin E, catechi
IAE POAM AT E AHE EXAOZ ot 2M EE £J| n, lycopene, beta-carotene, coenzyme Q-10, EPA (eico
NE XHE2. sapentaenoic acid) and DHA (docosahexanoic acid).

3 68: Claim 6:

MBS0 AAHA, AD| stat5tHl=E Ay &0 212 EXOR 6t As for claim 5, the vein medication stem cell
EHUHENS SIME =42, composition called the antioxidant is selenium.

3 78 Claim 7:

HIBE0 AHA, &I] iKX= FBS (fetal bovin serum) &&= As for claim 3, the vein medication stem cell

s F2 0*08}5 NE SE2Z ol MW E0WE £J1  composition in which the culture medium additionally co
NZ M2, ntains the FBS (fetal bovin serum) or calcium.

&4 88 Claim 8:

ot= ©H As for claim 3, the vein medication stem cell
= & ZJIME  composition which further comprises the step of proces
A2, sing as trypsin the cultivated stem cell.

& ogt: Claim 9:

& INEE OtATlEl &% As for claim 3 or 8, the vein medication stem cell

£ Z3ol= 28 EHE2Z 6t composition which further comprises the step of floatin
HZE =42 g in the aspirin contain solution the cultivated stem cel
l.

A 108 Claim 10:
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NI9EHOll U A, &J] OtA Tl & E
gt-D 2% % PBS (Phosphate Buffered Saline)E -1 & &
Q.O.”}\_I j\ﬁEH |L 2RO0HE= le‘i SO § |.L H= EXIQE 6}5

— Sa= T = e} xN= 5o
W ENHE SIMNE 242,

oFO gOHO AHE'/\IO:I_J':, 8|.E

T o

P 11&:

Hlogtoll A0 A,

C= LIZEA I otA TSl

AD| OFATIRIS 0| AAZHIS JI MY OFATIR
E = 4

WENHE SINE ZA2.

HP 128

MOt UAAHAM, AD] OtATIelel &2 0.0001 LHXl 0.01
mg/miQl 212 SEHCZ ot FU ENHE SIIME &2,
27 138

M1 AH A, &D] EJIH&‘ HJHI EJ|MZQ 2Hg £

S
EEE

B3 148

R3S 0l UOIA, A BIHETE XISXER o) Z2ved =)

HEQ 2SS EXNO2 gl M E0R SINE =42

7 158

olJl @HE Z&6H0, 10 LHXI 20 me| XA S JFX 1D, SHA
T2 ZM6ts SIMEE 1 X 10° ~5X 108 M E ¢ /mi2
Q5= 22 SAOR 5l MM SN EIME X428

HE5Hs 2

() NYER £= AIXE S0 AX SIIMEIE I =2l

XI; & NAC(N-acetyl-L- cysteine), OtADEB L (ascorbi
c acid), ¢ls¢gl £ = =8l RAX, SIEZD2EIE, EA
HlEtZ, bFGF (basic flbroblast growth factor), ollItet &
4 (heparan sulfate), 2-HZE 0| &2 (2-mercaptoethan
ol), EGF (epidermal growth factor) & St&SHHIZ A E
TOAM ST = 20K 0142 822 & %ot= HXI0A i
St= Sl

(b) &1 (a) SHAHOIA HHES
Xelote A,

totOd

(c) &1 (a) SAHIOIA B ok0d
HOIA EEAE Melet EJ1ME
SADI= ©@A; ¥

(d) (c) HHOA +S8 EIHMES 1 X 107 ~ 5 X 108 Al
EI=/mZ 8Rotle §REFUHE EIIME =d=S MXdt

el

As for claim 9, the vein medication stem cell
composition containing the solution selected from grou
p comprised of the aspirin contain solution is the saline
solution, and the Hartmann -D solution and PBS (Phosp
hate Buffered Saline).

Claim 11:

As for claim 9, the vein medication stem cell
composition selected from the aspirin is the isosorbide
basic material aspirin or the nicotinic acid basic materia
| aspirin compound.

Claim 12:

As for claim 9, the vein medication stem cell
composition called the content of the aspirin is 0.0001
through 0.01 mg/ml.

Claim 13:

As for claim 1, the vein medication stem cell
composition called the stem cell is the adult stem cell.

Claim 14:

As for claim 13, the vein medication stem cell
composition called the stem cell is the adipose tissue o
riginated mesenchyme stem cell.

Claim 15:

A method comprising the steps of: including the
following stage; having the diameter of 10 through 20
um; and has the stem cell which exists as the single cell

as 1 X 10 7 ~ 5 X 10 & cell number 7 ml manufacturing t
he vein medication stem cell composition which does: t
he step of processing the trypsin in the stem cell cultiv
ated in the step :

(b) (a) step cultivated in the culture medium contained
and it obtains: the step of has the step :

(d) which floats the stem cell which processes in the a
spirin contain solution and the stem cell which obtains i

n (c) stepas 1 X 10 7 — 5 X 10 8 cell number / ml man
ufacturing the vein medication stem cell composition w
hich does the trypsin in the stem cell cultivated in

(c) (a) step and it obtains or (b) step in group compris
ed of the basal medium: and NAC (N-acetyl-L-cystein
e) the adult stem cell of

(a) adipose tissue or the epithelial tissue originated, **
* acid (ascorbic acid), and insulin or the insulin pseudo
element, the hydrocortisone, the dexamethasone, the
bFGF (basic fibroblast growth factor), the heparan sulf
ate, 2- mercaptoethanol (2-mercaptoethanol), the EGF
(epidermal growth factor) and antioxidant.

Page 3 of 20



JI==0k Technical Field

2 YUY U ENE SIIME =820 268t 222, =S The invention relates to the vein medication stem cell

Iwﬁ;/\lﬂigﬂlﬁli %Afgﬁlg %F_’CT):};_’?'LH f(ﬁgfjlﬂ composition called the concentration is 1 X 10 / ~ 5 X

M= =820 ‘*OM-E <l E_j“\ﬂi: 22U T?O“ S &S 10 8 cell number / ml it exists as the single cell it has t

HEE AL, HHMEZ EM6IH, s5=1 X 10" ~ 5 X 1 he diameter in which the stem cell is suitable for inside

08 HIZ2/mICl 212 EXOZ 5= M E0K =J|ME = of the blood vessel the administration as to the vein m

A20 28t 210|CH edication stem cell composition containing stem cell mo
re detailed as the vein medication stem cell compositio
n and the diluting agent.

i 8 Ol= Background Art

EJ|ME(stem cel)= X SH s¥2 JHKH /\-I Ji 0l4 The stem cell refers to the cell having the capability

O NIZZ 25I6t= s 2 2= HIEZE L5tH, 2ts ZJ|IMHIE specializing to two or more cells while having the self ¢

(totipotent stem cell), B 23ts 3|A1|£(p|ur|potent st opy ability. And it can classify into the pluripotent stem
em cell), C} —‘?’—i}'— = J| Ml Z (multipotent stem ceII)E =  cell (totipotent stem cell), the pluripotent stem cell, an

=38t 4 QL. BHs =J|M X (totipotent stem cell)= 5Lt d the Multipotent stem cell. The pluripotent stem cell
91 %Ba* INFI R SAHGH LH2 & Q= Dt=0o| AE S J} x| NI (totipotent stem cell) has the property thereafter that
T2 UL RO AX 0|5 8MIEIIDNKC MEJFol24st  the cell to 8 cell group is like that with the correction o

218t KH=20l 0]Al5HE atLtel & T one complete entity the cell having the property of th
ICt. ®=235lS =M Z(pluripot € Pluripotent which can be generated the ovum and co
Hed, LHHHI= S22 Crest Al rrect letter. And if this cell is separated and it transpla
HEZA, 28 4~52 = L}E nts to the womb it can be generated as one complete
entity. The pluripotent stem cell is that the new life it i
s derived from the positioned inner cell mass it is this s
pecialized to various other histiocytes is formed in the i
nside of the blastocyst which is the cell which can be
generated by the ectoderm, the mesoderm, and the va
rious cells and organization of the endoderm layer origin
X0 AR SUS 22 AR EE O BAN SX 9 & a}ted and shows up aft.er t.he correc.tion 4~5. The fetal
AATHMS SC5l= J]S0 205tD Yo == fOI&* CH life, _and the regeneratlon in the maintenance of homeo
SH NZES 22501 A7 SIIMZ2} SHCH stasis of the adult tissue as well as the growth of each
organization of the new-born baby and adult phase and
long-term and development and tissue injury it is the st
em cell specializing in the cell specific for the organizati
on containing the Multipotent stem cell is this cell and
boiler may be referred to the adult stem cell while enga
ging in the function of inducing tissue specific pluripote
nt cells are called collectively.

HSES XM 0l MIEZE
et M2 2ol LPE

[e]]
AA
ent stem cel)= 2/81g, =4
HQP ZHOZ UME £ Q=

=
um
A
e

(o)}
Lt= Hi Bt (blastocyst) 2l 2tZ 0l I XISt LHAIZ 1 (inner c
ell mass)OllA =clicti, OIS BHOF ZJIMIZet ot CHeFs
U2 28 NEZZ 23X ME22 MHXE EHotKle
&tCt. Ot 3sts EJIH E (multipotent stem cell)= 0| Al
b ZEEN U= 28 L D120 E0/HQ NEZ0H 23
U= ZIIHEZ A, EHOLDI, A0 & SXIDIQ 28 &

o 1o o

5

> 4o N e

A A

X 2IIME= eXel 2E &I101 0101 ZMot= MEZ M There can be the specialized characteristic as the

FH, BIIMEE 2HAR RS2 ST X208 23t = £  specific tissue the stem cell is developed the cell in whi
20| QL DLt 220l= 84X SIIMEE 012, 2tHAIEZ S  ch the adult stem cell already exists in all kinds of the |
AT el 22 23AD = 480l 852 A5 U0 = ong-terms of the human body is picked. But recently, t
SECh £0l, HoILE AF0 218t Jls ZOLE 230l WX he adult stem cell is used. The experiment let differenti

M 2H Y HIS MY 2 Jls =2 ?ol MEZE B3 ate as all kinds of different organization including the in
O=Z EE0ot0 AAlote Xz MM =0 AN M, Bt 2 terstitial cell etc. gets the success and the experiment

CICZEH EIME, M S HHAE =2 =24 |l &3 is watched. Particularly, as to the regeneration medical
NEZE $Z5t= S, AIE@2 HHSo=2 NE A 2/E= 2 called the therapy which actively utilizes the cell for th
SIE SE6l= O, 2 delE 0|25(ZEIIME 2/E= M7 e regeneration of the biological tissue falling into malfu

M) L/Es S5IHEE ZAHN 2ol BHXF XIS 20| ©¢f Nction by bottle or accident or the incompatibility and |
Gl= CHHIZ EESHs 20| 20| 012D UCH 0/HE, 7| Ong-term and function recovery and performed, the me
ZOo| DANOI ASHI| L 22N Y2 E5F Ay x| 2JF & thod for including the step of collecting the stem cell fr
AE N EH1834 X N #1834E )| 2 DJ%*SJ Hoz yme 4 Oom the patient oneself, and the blood originated monoc
T#I3HXEYH X2 OR2 MEE 202 =HO2 M, yte or _the bpne marrow originated monocyte_, and_ the s
ZIMEO B2 (= S0N I € 240IC tep of inducing the tube culture the cell proliferation an

d/or the differentiation and step of introducing to the c
ondition of the patient oneself with the implantation th
e pulverization (the stem cell and/or the precursor cell)
and/or the selected differentiated cell is very much use
d. Like this, it is predicted to be converted to the cell -
organization substitution value cure which with being fi
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o =

oroll, X4 SJIMIES Ttk J1s0] 272510 A= A FO0|
0, O SUME 2t ZI1 M Z(mesenchymal stem cells)
E 08 MIEXZII=0] Z&S &I AIXGIHAM, CIMZSR
H ZclE S48 SINEE =0 HEstE=S &5 #
St Jl=0] gl 0 ALCH (WO 2006/019357, CHstRI= S5
£461 H0795708%, Hetll= SE 56 H08182145, Leu,
Steve Lin et al., Journal of translational medicine, 8
(1):63, 2010; Kim, J.M. et al., Brain research, 1183:4
3, 2007, Kim, Young-Ki et al., Journal of veterinary cli
cics, 28:122, 2011; Park SS. et al., Cytotherapy, 14
(5):584, 2012; Soo-Kyung Kang et al., Stem Cells and

de 2AEF S 20l 2420 HE =0t X
JIUHE == JAXNS SINEE FHH FHE =5
S Sol0 FoEE SINEE o= &) 2
WEE AE HEL0 &4 RAE XIots 2UE UEE =
AL =Z MFH 2 E, 9

Crtet 20| et XIS SHE LIEHE
Ct.

il 2 W S0l e EVIME 2dES MXote &
SOl et Jl=2 Ot Al 270t 018 & 0IC

ne changes the cell - organization - long-term when th

e treatment of iliness through the classical drug treatm
ent or the surgical method is damaged. In that way the
availability of the stem cell is more enhanced.

Thus, presently, while the cell therapy technique using
the mesenchyme stem cell (mesenchymal stem cells) it
is studied of the various functions of the stem cell begi
ns to receive the foot light it develops the technology
(WO 2006/019357, KRO795708 B, KR0818214 B, leu, ste
ve Lin et al, journal of translational medicine, 8 (1) :63,
2010: Kim, J M. et al, brain research, 1183:43, 2007, ki
m, young-Ki et al, journal of veterinary clicics, 28:122,
2011: Park SS. et al, cytotherapy, 14 (5) :584, 2012:
Soo-Kyung Kang et al., Stem Cells and Development, 1
5 (4) :583, and 2006) for improving the mesenchyme st
em cell separated from the human body in order to be s
uitable for the treatment the stem cell directly injects i
nto the lesion mouth like the arthritis, the degenerative
arthritis etc. and the therapeutic effect can be expect
ed but the stem cell can be administered to the vein. B
ecause of be able to showing the therapeutic effect to
ward the various diseases of the nervous system disea
se, alzheimer, cancer, diabetes, the rheumatic etc sinc
e showing the effect that is delivered to the damaged i
nside of the body including the long-term etc. and the
stem cell injected through the vein is damaged cures t
he damage part the effect is expected.

But the stem cell composition which is suitable for
inside of the blood vessel the administration may be ref
erred to the technology about the method, for manufa
cturing so far, the research is the unsatisfactory condi
tion.

ololl, 2 2¥X=S B8 220 ¥ Z o=z S0l S&3t Thus, the inventors has the diameter which makes

EXNZSHE UEHYE = A= W EHE SIIHME ZHES  many efforts in order to develop the vein medication st

NSt DA oo =26t 2, AWM L2 S0 &I & ZIIME em cell composition reaching the target site and can sh

O M AL ST X &0, M S0 et 21 A S DAl ow the intended the therapeutic effect and then the st

O SAIE SE2 0 SAI0 XISS S LIEFUDI0 &S ==  em cell is crushed or it is not cohered before being inje

o EIINEE &fRols EUSFHE SIIME ZHES L6 cted within the vein and is suitable for the intravenous

D= gds 240 =UCH administration. And the vein medication stem cell comp
osition containing the stem cell which was suitable to s
how the therapeutic effect with being the single cell fo
rm of the number was developed and the invention was
completed.

2HHO YE Summary of Invention

ol 2ot DA Gt= WA Problem to be solved

2 282 =XH2 Y S0E SJIME =d== ME6t=0  This Purpose of the invention is to provide the vein

QUL medication stem cell composition.

WHoHE = Means to solve the problem

&) =SXHs £40ot)| /I5tH, = €Z2 10 WAl 20 2| & To accomplish the above objects, the present

AS XD, GHEE EXH6ts SIHEE 1 X 107 -~ 5 X inventio_n_ is tohr_)rﬁvri]de tue \(;_ein medic?t:ilcén rs1tem (r:]ego

8 1l A SO sl Ho exoD slL Moe e = Ccomposition which has the diameter o throug

10 ﬁliT/LnIE :’_T;O}L A& SFe2 o= INFOE S um and it has the stem cell existing as the single cell as

JINMZE =82S M36HH - 8
1X10 * ~ 5 X 10 ® cell number / ml done.

239 g Effects of the Invention
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= 230 OE é”“E(ﬁ SIHE =4== M F0AI 2 Since the blood vessel is not choked in the intravenous

20| M5 SI5IX RO HAN =422 0 ijia HE0BIEZ administration at all and the vein medication stem cell

FEAS2UE UEE = A0 SIIAMZ 2 L SO0 composition according to the present invention delivers

et HEXE 558 &JIH2=Z STAIZ == QUL the stem cell to the damage part the excellent
therapeutic effect can be shown and the cytotherapy
effect by inside of the blood vessel the administration
of the stem cell can be conspicuously made promoted.

HHZE AAGH| |t 2MEQ HE Description of Embodiments

gel FogXl %= &, 2 SAAMUA AAEE RE J|=& 2 Differently, technical scientific terminologieses which

HO 4

Ol 2ohAl SA4HE2=Z OlofiEls At S8t 201E #
HNOZ, 2 SMAMUAM AISE SEE & 0lot0lA Jl=
ag gE2 2 JI=20H0A 2 2N AL SEH2=2
= A 0ICH.

L%E ,
SIE S0|S2 2 WHO| 2ot IR0 S2iE &

[wl

t
t

Ol

r

>

0o rrme ¥ -
T

mn
fl

2 ZHOUA AHZ2otE 20 #34#= D N E(stem cell)#34#
gt XDl 22X s JHNHA S O 0148 MEZ 23t6t=
S82 X= NEE Lot0, #34# 8 SN EZ#34#= LMY
DEO| XML HHOtS 2 B0 & 4El= SH &2 4
HOA LIEILHE EJ1HIZE 29| 0] 8t

AL
I

rr o2
2
x
>
010
ol
rr
00
=
11 3

3d4#=2tg ]|A|£#34#'_ ol
B 2clofl H 0I23t= EJIHI_T_
PEZOIAM SeHE == JUCH Sol, M S S

g SIIMIE, 1|EH%‘ =oil S2E SIANE, 2= Rd S DFO*
EIINE, XL 2 S2t8 SIME, 2= R S24E S0
N, &3 wEH SU4E SIIAME, IR EH =2 SIIAME,
2o Rl SUS SIIAME & EHE R SA4S SOIMZL =
UCH, 2t ZH0AM SINMEE 2elots Jls2 ol A
0101 SXIZIH ULCH.

= LM Aot 01 #34# X2 & Rl S24E =71

NI Z#34#8 AYEXNA Z2lof W !

22N, 2 BHMAMN S2A46HH XY

EINE" = "N K SIIAME e

= A SXeE S
=2l LH=2UE S

SZ2FH 20l ¥

Jal

@
e
0
O
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Jn o
o
1
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0l0
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defined are used in this specification has the meaning i
t is understood in the technical field in which the inven
tion belongs with the unskilled expert of being identical.
Generally, hereinafter the experimental method is well k
nown with the glossology used in this specification in t
his technical field and generally it is used.

In the present invention, while having the self copy
ability the term " stem cell " used means the step that
each long-term of the embryo bud it is progressed it is
formed or the stem cell showing up in the adult step th
e cell having the capability specializing to two or more
cells.

In the present invention, it is the divided stem cell
which the term " mesenchyme stem cell " used separat
es from the organization of human or the mammal. It c
an be derived from various organizations. Particularly, it
can be the umbilical cord originated mesenchyme stem
cell, umbilical cord blood originated mesenchyme stem
cell, bone marrow originated mesenchyme stem cell, fat
originated mesenchyme stem cell, muscle originated me
senchyme stem cell, nerve originated mesenchyme ste
m cell, skin derivation mesenchyme stem cell, amnion o
riginated mesenchyme stem cell and placenta originate
d mesenchyme stem cell. And the technology separatin
g the stem cell from each organization experiences and
the technology is known to have in the business field.

In the present invention, as the divided adult stem cell
which the term " fat origin of organization mesenchyme
stem cell " used separates from the adipose tissue, it r
educes in this specification "fat originated adult stem c
ell". It names as "adipose stem cell" or "adipose derived
stem cell”. It can obtain through the normal method in
which this is known in the relevant industry. The separ
ation method can be the same as that of for example,
the next. That is, it collects after processing the stem
cell layer adhered to the culture vessel including the fla
sk etc. the saturated fat suspension floated in the sali
ne solution obtained from the liposuction is cultivated a
s trypsin or the fat originated mesenchyme stem cell ¢
an be separated through the method etc. It directly co
llects to scratch by the scraper and be floated in a sm
all amount of saline solution or it does.

In the present invention, stem cell called preferably,
the diameter is 10 through 20 um in which the diameter i
s small in comparison with the diameter of the vein so t
hat it does not disturb inside of the blood flow the flow
or circulation and the injected stem cell easily moves t
o the target tissue and "the stem cell having the size
which is suitable for inside of the blood vessel the admi
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= 2HUAM, OIS0 EVIME UM £= SIINMEE R
ol EHX=S = 8J S NHSX 52 1S =H0l 2/6t0]
286t A2 20I6HH, "E2'2 A20 M B2t6t= A 012,
dE0AMe 22 L

al

=

2 UM, "ESINNEZ T
EIINEIFMXAL SEE 0]
Olote A2z, duz 0ls0IL 22 =
THXIALE MIE 2 & (aggregation)0l & &K &
I (single cell) EEIE KXot 22 2018 4= UL,

g

]

I
S
>
Hel
rr
o
09
]
oz
%

A
- T
SSotCh d2iLt o LK
MO Tl
|

=C 2
=

J

2 F0HE SIMEMFES W 2 AAIDIH
OfXl A== €& L SO HES 2II1040F &
Ct. st 20N RcdiE = U= S2E SIIAHE (Mesen
chymal stem cell)= &t AtLE 1) i, BHeF AEfLE SHEOfl T
ct EEiL A FS0F MZ2010f O 201& HZ0l ¢ 10 W
Xl 300 ime 2 CHGHCH. defLt el2te] S 2 M2 E X (pos
t-capillary venules)2 Ui&k 1] HZ 0| 20 LHXAl 50 mO|H,
ASWS XH0| 10 HXl 30 #m0| 2 (Schmidt GT, 1989),
SAME22 HZ0l 10 um LH2AZ (Schmidt GT, 1989; Chie
n, 1975; John Ross, 1991; Herbert et al., 1989; Arthur
and Guyton, 1997; Renkin, 1989; Gaehtgens, 1980; Ro

MY
o

w 1979), 282 S2tg SJIMES HF L0 A WM,
AR AJI0t 2 A48 STIMEINEYW HE SHEH
g2 U 240 = & = UL FHMELZ, €7 £EE

SAAME = UAS 2 OtLlch N =8t= Yollotd €72 =
o EX gd, 82 4, SN0 s R2E =AU &
HIEO0l ACH. 0l 2 24250, 2F0l & 20 LHKl 53 mmQl S2t
g EINEE OIRAN W SOHA EF S0 AU,

A2 M g0 49 RE0| 2FEJAC= 2001 ATH (D.
Furlani et al. Microvasular Research 77 (2009) 370-37
6). MetMd, HEgst 2712 SJIMEE g2 Lol S0ots 2

Ol L0t

nistration" show the activity within the blood vessel, a
nd the stem cell called more preferably, the diameter is
10 through 15 /m are meant.

In the present invention, "transfer" further includes the
except, and the storage at the cooling "storage" keeps
in the room temperature it means to carry the containe
d vessel etc. the stem cell itself or the solution contain
ing the stem cell with the public transportation includin
g the vehicle etc.

In the present invention, it means to the stem cell of
the single cell form become broken or "the fracturing an
d cohesion prevention of the stem cell" are cohered pe
nuriously maintain the form. For example, it can mean t
o the cell membrane of the stem cell become broken or
the coherence (aggregation) which the cell goes nots
be formed among the transfer or storage and maintain
the single cell form.

It can be injected to the method including the
intraarterial or the intraperitoneal administration etc. wi
thin body but even when being convenient the disease
can be among them safely cured by as to the intraven
ous administration, without the surgical operation and t
he stem cell is useful within the various method, for ex
ample, the vein. But in order to the injected stem cell s
teadily reach the target site within the vein in fact and
show the intended therapeutic effect various requisites
have to be satisfied.

Firstly, the stem cell injected within the blood vessel is
inside of the blood flow the speed may be referred to t
he size which is suitable for inside of the blood vessel t
he administration in order to reduce or it does not form
the blood clot. The form or the proliferating rate is the

various and the mesenchyme stem cell (Mesenchymal s
tem cell) originating in various organizations the size th
e diameter is various according to the patient or the ori
ginated, and the culture state or the method to about

10 through 300 un. But the high endothelial venule (pos
t-capillary venules) of human is smaller than in the capi
llary vessel, the diameter 10 un in and out (Schmidt GT,
1989: Chien, 1975: John Ross, 1991: Herbert et al., 19
89: Arthur and Guyton, 1997: Renkin, 1989: Gaehtgen

s, 1980: Row 1979), normal, the diameter of the mesen
chyme stem cell the diameter as to the arterioles, is 10
through 30 um (Schmidt GT, 1989) approximately the di

ameter is 20 through 50 um. Therefore, relatively, size c
an affect the blood vessel skid resistant if the large me
senchyme stem cell is injected within the vein. Specific
ally, the blood flow rate can be reduced. In addition th
e circulation of the blood is disturbed and it has the ab
ort, the thrombogenicity, the occlusion from blood vess
el of the blood flow, and the problem that it even can

cause death. The blood flow rate was the mesenchyme
stem cell called the diameter in connection with the thi
s, is about 20 through 53 um reduced in the mouse in th
e intravenous administration. It has the report (D.Furla
ni et al. Microvasular Research 77 (2009) 370-376) tha
t the myocardial infarction, and the induction of the thr
ombogenicity were observed the report (D.Furlani et al.
Microvasular Research 77 (2009) 370-376) is important
to administer the stem cell of the suitable size within t
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he blood vessel.

Lol g2 U2 FHEI & SIME= IS L %jé! Moreover, before being injected within the blood vessel
(aggregation)2 &40| SL0{0t5IH, E2 W2 S0= £0| the stem cell is crushed or there has to be no formatio
C S HIE (single cel)2AM AHIZS oLt &2 &4 ¢ n of the coherence (aggregation). And it steadily has t
Ol X 220 QRN O 2 ToHst0d0F 50}, |;‘q| L E42 o reach the target site as the single cells without the f
215t S| M Z ol EEIQI =2 M2lotd SHE 8Elg HX ormation of the break down of the cell or coherence ev
g 2 UXSFHAE SHEHE MEE §j| iIEEP HZ—I 2t 0l en after being injected within the blood vessel. There i

OlLt 22 = HIZ20l IHXIHLE Al 2t 2& (aggregation) S a problem that the coherence (aggregation) which th
0l 84T = 2/HE o| QICH CHAIIE (smgle ceII) &0t otel e cell membrane becomes broken among the transfer or
SRS ZSINE E= & HIZ= HOHEW S0 gtgiogz Al storage or the cell goes although it says to be the ste

Mol E0c= 3L, 82 WIINEL 848 S 225t & m cell processing trypsin etc. for inside of body the ad

S EEEZ AAIDIJHJ

T L= als

SOH £52 HIGHE 2 QA O M A X0 ministration in the stem cell and can manufacture in th
O MXZ0ILL 22 SO HMS =ais =& ALCH(D. Furlanl e form of the single cell but is manufactured in the for

=

et al. Mlcrovasular Research 77 (2009) 370-376). 2t M of the single cell is formed. The cohered stem cell w
N, 222 E0gI A H|_\_Lj|. TSI HL 2& (aggregat hich is not single cell form or the broken to pieces cell

ion)0l S ASIX LOLOF 50, 22 LI S0E S0E o+ has the coherence (aggregation) including the case, of

HZ (single cell)2 A MIEOI WL SEO 84 90| X being injected the t_)lood vessel endothelial cell or the_pl

oo PN O® T a0 BHCH. atelet etc. the cell is crushed to the therefore it is inje
cted within the blood vessel the block including the fin
e paper pipe or the blood vessel etc. can be even caus
ed (D.Furlani et al. Microvasular Research 77 (2009) 37
0-376) the circulation of the blood can be disturbed th
e blood flow rate is reduced it adheres in the method b
ody including the intravenous administration etc. And it
steadily has to reach the target site as the single cells
without the formation of the break down of the cell or
coherence even after being injected within the blood v
essel.

4
4

OtLict, X 220 =28 SINEI =5
LIEIHHES 23 s< 0149 ME S04t Al
MetA, SR 2 HMEGHA ot EJIA

A

u re

XI2& Besides, the cell administration more than the constant
&t concentration has to be premised so that the stem cell
|ZE & 2=Z reaching the target site show the intended therapeutic

=

1
-
Ol

t= 2101 SR0otC. effect. Therefore, it is important to obtain the stem cel

| to clinically apply by the massively.

tetMd 2 282 22 W2 SO0 & SIINMES I & Therefore, the present invention is to provide the vein

S8 LNotH AA L SO0 MEot0, €2 W SO0l ®  medication stem cell composition with an excellent safe

B8 IS A 22 UHE S0E SIIMEL 23 W S5ty which prevents the fracturing and coherence of the

€ ZLADIIL 23S 4ol 222 0HEH oz xzs stem cell before being injected within the blood vessel

LE UEHHE, AN 40| 258 % F0S SIIME Z8= and it is suitable for inside of body the administration a

£ HMIZ0otJ| f18t 2310ICH nd it has the size which is suitable for inside of the blo
od vessel the administration and steadily shows the th
erapeutic effect since it reduces inside of the blood flo
w the speed or the injected stem cell does not form th
e blood clot within the blood vessel.

22y Y 2FUAM, 10 WX 20 me] MHFZ JtXID, ©Al The present invention is to provide the vein medication

ZE ENots SIIMEZE 1 X 107 ~ 5 X 108 AlZ4/mi2  Stem cell composition which has the diameter of 10 thr

BIQ5l= 1S EXOR 5= BM EQE =I|NE ZAH4=2=2 ough 20 unin consistency and it has the stem cell exist

NI E=R=idn; ing as the single cell as 1 X 10 7 ~ 5 X 10 8 cell numbe
r / ml done.

2 280AM MSE=E EJIMZEE A= dH £JIM  In the present invention, the used stem cell may be

I, 030NME NYEH, £= DE#183#LYL S MuIIX' formed of preferably, the adult stem cell, and the adult

OM 20Xl= &AMl SJIMEE Ol = UL JHEH stem cell among them obtained in the epithelial tissue i

He XNg 22 Qo A SIIMEE MEE 4= QL. &2t ncluding the adipose tissue or the hair follicle - amnion

ZJ| M Z (mesenchymal stem cells, MSCs)E AI2E £ Q! etc. More preferably, the fat origin of organization adul

1, S5l NYXA R =2+ EI|ME (Adipose tissue-de t stem cell can be used. The mesenchyme stem cell (m

rived mesencymal stem cell, AAMSCs)2 2= QIC}. esenchymal stem cells, MSCs) can be used. It may be
especially, the adipose tissue originated mesenchyme s
tem cell (Adipose tissue-derived mesencymal stem cell,
AdMSCs).

0
Tg
d
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I N L= dIXA2 IRF =ciel 20l Big Ao, 1
SOAT 22t =il 220l U= HP%”&%H] = 2dg8o g /"
AOOIA=E el2t XIS Fef S8 SIIME (Human adi

pose tissue-derived mesenchymal stem cell, AMSCs)
£ AIZ5IL.

oA, Z =
SIET DA

2 EIIME
NAC(N-acetyl-L-cysteine), OtAZE

‘:‘M (ascorbic acid), 218 L= =8 SACIXL, 3IEZ
D2El&E, @ ALHIEtE, bFGF (basic fibroblast growth fac
tor), ol mar St (heparan sulfate), 2-HHZEWE= (2 m
ercaptoethanol), EGF (epidermal growth factor) b

ASHRIZE AL E EOH/\-I SEE = 204K Ol &t 422
= BHXIOAM SOIMEE S =S80t

= TE=0 &EREE 2IIA
iz

=13

=
b
[a—

[|0II b=
Ol

10 ¢

<ot

-

I8t
A

A
=]
82

2 2o SIME ZH20 &Rdde SIME =5
i BH XA AP &= D12 BH Xl (basal medium)=
HA ZIIHIE BH20l HEotCtn A A 2he st
JtXle SR XIS &t LEHEOZ HH2H0l 018 &=
Jl2 X2 = MEM (Minimal Essential Medium), DMEM
(Dulbecco modified Eagle Medium), RPMI (Roswell Park
Memorial Institute Medium), K-SFM (Keratinocyte Seru
m Free Medium)O0| U 2O, O] 20 SLHOUHA Ol
HHXIOl 2 =3ICH B &G =, M199/F12(mixture)(GIBC
0), MEM-alphati X (GIBCO), HeE 2230A BS DME
MBH Xl (Welgene), MCDB 131Ul XI (Welgene), IMEMBH Xl (G
IBCO), K-SFM, DMEM/F12 BiXl, PCM Hi Xl & MSC &%
B Xl (Chemicon)Z & & Z0lM A £ UL £0al, 0l
SUAME I ASHI = K-SFM B E AHEE = QUL

ﬁ

=

=
ct
O
S

_A,l

A S2E SIINE HEE2 &S0 AHEE = J12 thXl=
g A SXE, S22 SIMES 0l2stE EE 4
= SXoIHM 23t= HdHctE 0z 258 = UL &
s iXl=s SEU =2 =4 2SMOIZN ety Q/E= 1
=& SEME) 2 CHAE JAR(HE SH €8, U FB
S, FCS (fetal calf serum), horse serum, €& EHX“E, Sy
20l CE= 24 004 & HIZ S OL0I 4, Ol2i0 2 2REH
gl L-=2REEHS SRE == UL L0 XE (KA, 2
dAHE, EHOHDL E= DL FE2) 2 0| SR U=
O HZEH HHIIOH/\-I LAL = JIEt 420U eleel £= E
gHAHE, =2dlQAE L= S2dIQEIE, HFLIatd, Yo
ol ol2st %EH T=gol g2, tzi 222, dds, 2

FIIZ2EIZ0IE, M2 dl E DEEIE /L= &3,
ZiU B-DISZEUHES)S ERE = UL

[=Z]

EE, K= AEIE M2 FEGHALE, EI1HHl |KEGHAL,

The fat or the epithelial tissue may be more, the be

desirable it is among them the human origin what is the
mammal origin is the be desirable. In a preferred embodi
ment of the present invention, the human adipose tissu
e originated mesenchyme stem cell (Human adipose tiss
ue-derived mesenchymal stem cell, AMSCs) was used.

In the present invention, the trunk cell is cultivated in
the culture medium containing the component selected
from group comprised of the stem cell, contained in the
vein medication stem cell composition is the basal medi
um: and NAC (N-acetyl-L-cysteine), the ascorbic acid,
and insulin or the insulin pseudo element, hydrocortison
e, dexamethasone, the bFGF (basic fibroblast growth f
actor), the heparan sulfate, 2- mercaptoethanol (2-me
rcaptoethanol), the EGF (epidermal growth factor) and
antioxidant more than 2 kinds and it obtains.

In the basal medium used in the culture medium for the
contained stem cell acquisition in the stem cell composi
tion of the present invention is the relevant industry, t
he conventional culture medium having the known beca
use of being suitable for the stem cell cultivation simple
composition is meant. Generally, it is sufficient if it is th
e culture medium used in the relevant industry it has th
e MEM (Minimal Essential Medium), the DMEM (Dulbecc
o modified Eagle Medium), the RPMI (Roswell Park Mem
orial Institute Medium), the K-SFM (Keratinocyte Serum
Free Medium) to the basal medium used in cultivation.
Preferably, it can be selected in group comprised of the
M199 / F 12 (mixture) (GIBCO), the MEM-alpha culture
medium (GIBCO), and the lightly doped is the glucose ¢
ompound DMEM medium (Welgene), the MCDB 131 cult
ure medium (Welgene), the IMEM culture medium (GIBC
0), the K-SFM, the DMEM / F12 culture medium, the P
CM culture medium and MSC expansion culture medium
(Chemicon) than. Particularly, among these, preferably,
the K-SFM culture medium can be used.

While promoting the proliferation of the divided
expression type in which the basal medium used in the
acquisition of the mesenchyme stem cell culture materi
al is known in the relevant industry of the mesenchyme
stem cell it can be supplemented as the additive which
the differentiation controls. Moreover, the culture medi
um can contain the neutral buffer agent (for example, t
he phosphate and/or the high concentration bicarbonat
e) among the iso-osmotic solution and protein nutrient
(for example, the blood serum, for example, the FBS, th
e FCS (fetal calf serum), horse serum, serum replaceme
nt, albumin or the essential amino acid and non essenti
onal amino acid, for example, glutamine, and the L-glut
amine). Furthermore, etc component (member of a part
y called for example, insulin or the transferrin, the nucl
eoside or the nucleotide, the pyruvate, and the arbitrar
y ionic shape or salt, for example, the glucose, seleniu
m, glucocorticoid, for example, the hydrocortisone and/
or the reducing agent, for example, B - mercaptoethan
ol) discovered in the most of conservative solution cult
ure media of this kind and lipid (the fatty acid, choleste
rol, and HDL or the LDL extract of the blood serum) can
be contained.

Moreover, the culture medium can be profitable to
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Ue 2 02es 846
ti-clumping agent),
at # 0010057AE)S

N’

o M
- ol
S~
1o
H
o

02
10
b
(]
10

1]
]
é
g
rr
o
=)

-

- UE EIZ4 JILIOtH &3 =&, o0

A& 2l Xt(Platelet-Derived Growth Factor; PDGF) CHA
HZ Z2ZL-X2 QX Flt-3 2|12t 2 2 LI 8 & oIk

(Vascular Endothelial Growth Factor; VEGF)2 =& E
?|st 2l2t=

- gpl130= R Eot= VA, KA LIF £= Oncostatin-M

P
g
H
X
bl
o

(H E2ZZO0I0IEI(TPO)

£

o

0x

& Uk, o2 TGFB1

, OIZ1CH CNTF

AN E

, Ol2ACH AIEFOHOI Al (gentamicin), HILIAI 2,

2 2Yo EIINE ZH20 &Rtde
B BHXI= AED1 D12 Bi Xl Ol 2l off,
ne), OtA~ T2 B4t (ascorbic acid), 2=
MR, SIEZIZZ2EIZE, ©ANIEE, bFGF (basic fibroblas
t growth factor), ollItgt &4t (heparan sulfate), 2-HZ
E 0l Et= (2-mercaptoethanol), EGF (epidermal growth f
actor) & SMSHE PHEE FUM HE& = 2IHX 0149

EIINE =52 ?AE

NAC(N-acetyl-L-cystei

A
2lre o g

HE22 FIIHZ2 R 2= AL

FHAECZ, 0IEE S UHdle 8222 21&8 SAIQAE
SRY = A=, 0l ZEY HARE HEE (HAIS S&HAIHA
HNEZSES E86te 9 s st S0l MAE IGF-1(Insuli
n-like growth factor-1)2 AIEol= 20| I A GICH o=
gl FArCIXtel Htet & st &2 10 WXl 50 ng/ml0IH, 012
A 20l 10ng/ml 0|2t BAR0l= MEZ A& (Apoptosis)E =
ciotdd, 50 ng/mI2 =g R0 Hliééi EL' a[E=E=pgel
ZHEO| ALt.FIEZ2D2EIEL B2, 1 &2 60 WX 80

ng/mlg == ULt

include the purpose, the cell being thick and loud or bei
ng thick and loud in the container wall or of preventing
to so form the large bunch. The anti-caking agent (ant
i-clumping agent), and the Invitrogen sells for example
the field (Cat # 0010057AE).

Among them, it can be advantageous to use the
additional additive more than below 1 :

The other activator of the other ligand dimerizing -
stem cell factor (SCF), and the c- kit or the signal tran
smission path such as antibody.

The growth factor (Platelet-Derived Growth Factor:
PDGF), induced with the other tyrosine kinase related r
eceptor, for example, platelet - the macrophage colony
stimulating factor, and the ligand for the receptor of th
e FIt-3 ligand and blood vessel epidermal growth factor
(Vascular Endothelial Growth Factor: VEGF).

The factor that increases - circular AMP
concentration, for example, the forskolin.

The factor, inducing
Oncostatin-M.

- gpl130 for example, LIF or the

- hematopoiesis young rice plant growth factor, for
example, the thrombopoietin (TPO)

- deformability growth factor, for example, the TGF 3
1.

- neurotrophin, for example, CNTF.

- antibiotic, for example, the Gentamicin, penicillin,
and the streptomycin

The component selected in the stem cell composition
of the present invention in group comprised of the cult
ure medium for the contained stem cell acquisition is th
e NAC (N-acetyl-L-cysteine) besides the basal medium,
*** acid (ascorbic acid), and insulin or the insulin pseu
do element, hydrocortisone, dexamethasone, the bFGF
(basic fibroblast growth factor), the heparan sulfate,
2- mercaptoethanol (2-mercaptoethanol), the EGF (epi
dermal growth factor) and antioxidant more than 2 kind
s can be additionally contained.

Specifically, the insulin pseudo element can be
contained to the component replacing insulin. This impr
oves the glucos metabolism and protein metabolism and
the cell growth serves to be promoted. Particularly, it i
s the be desirable to use the recombining IGF- 1 (Insuli
n-like growth factor-1). The content done with the des
irable of the insulin pseudo element is 10 through 50 n
g / ml. And the apoptosis is caused in case its compon
ent is 10ng / ml under. And it has the problem of the c
ost Increment and cytotoxin in case of exceeding 50 n
g / ml. The content in the case of the hydrocortisone
may be 60 through 80 ng / ml.
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(bF Ol=in This the fibroblast growth factor (bFGF) can be

& 4= AO M, contained may be formed of the be desirable turning po
S0IMIE =4 int is the recombinant protein the various types of cell
Ct. proliferation can be caused in vivo state. The content
done with the desirable of the fibroblast growth factor
may be 1 through 100 ng / ml.

SHKO0LME SAIQIT
vivo & EHUHIM C2EE & J|

HIZt 262 HES E“L“é'g AEEHTH A
oI Xt Hi A& &2 1 LHXI 100 ng/mi0|

MM E = Adls(selenium), OtADREE A HIEFRI E, It The selenium, ascorbic acid, vitamin E, catechin,
HIZ!, 2tOI2®, HIEIDIZE, DAY Q-10, EPA(eicosape lycopene, beta-carotene, coenzyme Q-10, EPA (eicosa
ntaenoic acid), DHA(docosahexano c aci d =2 A28 pentaenoic acid), the DHA (docosahexanoic acid) etc ¢
2 QON, HIAXGIHE MY 28 A QI[}. 2 grayol an be used as the antioxidant. And preferably selenium
o AAIVIOIA S SHAFSHRIZ A ma” =2 AR5 o0, Al2 can be used. Selenium as the antioxidant in a preferred
gl= M50 %2 0.5 WA 10 ng/ml O 210 HH2E X 5HCL. embodiment of the present invention may be referred t
3

o © the be desirable used amount of the selenium is 0.5 t
hrough 10 ng / ml it used. At this time, 0.5 ng / ml U.S.
its content is sensitive to the oxygen toxicity. And if 1
0 ng / ml is exceeded the serious cytotoxin is due to b
e caused. In case of the ascorbic acid, the content ca
n use as 0.1 through 0.3 mM.

O, olel &0l 0.5 ng/ml 01201 X AtAS SO 2125t
10 ng/mIS Z=5HH A28 MIEZSHS Zelidh)] &0
OtAZ 2S840 ZF2, D &2 0.1 WA 0.3 mM2g Mg
g &= AUCH

2 YY0M AHE %= i XI= FBS (fetal bovin serum), 2 In the present invention, the component selected from
= LU EGFO R RAE ZOA deig= A28 It 8838 group comprised of the used culture medium is the FBS
2 Q) 2LHO 22 0.05 WAl 0.13 mM2o oz seg  (fetal bovin serum), and calcium and EGF can be additi
2 QICH AHIIMIE A &0l XH(Epidermal growth factor; EG  onally contained. The content of calcium can be contai

F)= in vivo AtENOIAl CHst SEHS] MIZSAIS 0FD|& 4 ¢ ned in an amount of 0.05 through 0.13 mM. The epider
OO0, HIZZIG )| 2= IHAE CHHEIS ALREHCH AHIIA mal growth factor (Epidermal growth factor: EGF) may
XOIRIO| HIZHE B 812 10 LHXI 50 ng/mI0ICH, 019 8t be formed of the be desirable turning point is the reco
0l 10 ng/ml 018H0| 3 S st It OO, 50ng/mIS = mbinant protei_n the various types of cell proliferz_ition c
Dot MZo| SN R an be caused in vivo state. The content done with the

mes e desirable of the epidermal growth factor has the toxicit

y in the cell 50ng / ml is exceeded it is 10 through 50 n

g / ml and there is no effect that 10 ng / ml U.S. its co

ntent is particular.

e

2 280 UE &I BHAN0A the= EJIM 2= BIEA0HA More preferably, since having the diameter of 10
£ 10 WXl 20 um, = B2 GHA= 10 WX 15 uml 2 & through 15 un preferably the stem cell cultivated in the
S JIXNE=Z €2 W S0 HESHCH culture medium according to the present invention is su

itable for inside of the blood vessel the administration
with 10 through 20 um.

CEoH =2 ZH0 E XA SIIMEE BiZol= 2, Bt Moreover, the case of cultivating the trunk cell in the
2 XIS S 45 LKl 63] HICH HI2EAl 7 X 10° ~ 5 X 108 4| Cculture medium according to the present invention, and
TA/MIZ SAIE S)MEE A2 & QUCH E£5h A HO the stem cell which preferably is proliferated in 4 times
HHLS E6H SIIMES 22 =IHAII|= S0 J|s=/seyst  to 6 time subculture to 7 X 10 5 ~ 5 X 10 8 cell numbe
MO2 MEO BHEET ALK ¥oo2 = etgo| =2 =J| r/ ml may be obtained. Moreover, while increasing the
NES QAN SURO2 M2k A QL. =eio et o8 number of stem cell through the subcultures it function
EJINIE L0l O5tH, =2 289 ZIIHEZ )| 9lsiAl als since the deformation of the cell does not occur du
= HIOH B S O] Xt 2851040 5122 o124 2 A|2t0] e to the morphological the stem cell according to the p
Ol AQEID, 5| HOH IO Qs HHX A2 = 2== resent invention can apply to the clinic. Very part was
CHEHS| DA ZREC2E XEO| =MSHK LUCH I the high price among the medium component necessary
U, 2 290 02 KE A2t 22, © 35| LK 539 for the subculture the stem cell of the high yield is obt
)4||:H|:|Hotu|-o§§_ AANMOZ M2 Jlss HT o Do = ained and the advantage was economically nonexisten

IHES MESHS 210] Jt=sic). t. But the stem cell is possibl_e to manufa_lcture the st_e
m cell of the high concentration of the clinically applica
ble extent with the case, of using the culture medium a
ccording to the present invention shift, the subculture
of 3 times to 5 time.

Metd =2 2E2 G2 2E0lA, 1281 K; 2 NAC(N- Therefore, the invention provides the basal medium:
acetyl-L-cysteine), Ot~ 2 E B4 (ascorbic acid), 21& and NAC (N-acetyl-L-cysteine) in the other point of vie
2l = 0l&e QAR SIE2I2E|E, HAHIELE, bFGF W, *** acid (ascorbic acid), and insulin or the insulin p
(basic fibroblast arowth factor), ol It & 4t (heparan s seudo element, the hydrocortisone, the dexamethason
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ulfate), 2- H2ZE 0l Et2 (2-mercaptoethanol), EGF (epid
ermal growth factor) & &&stHZ2 RAE 20N HEE
= ZJ}II Olatel 422 gRole, 3W S0 HEE SI1Al
T HNZEE XIS MS38tLt.

B9gs EIMEE
= Hi X ofl A = o
UCH B ZIIME
G Eeas x4a|o+04 CHHIE = |
O, Ol ESAIS ME 212 2SS KI5 z
(single cell)2 HEHE RT= HelTls 202, HE 249 S
T EHHS AR 4 U= 2T0ID HHIGHO

AN T

hate Buffered Saline) S &2 01I/\-| &
JIHets Mstelol Arse ¢ QUCH A P
S0 Ue otA I MA & OotLiet OtA TR SA SHESS A
28 & QL 2 2Ygo o MAINAN= OLHIE &t &l &t
(Sigma; A5376), 2 EtE = (Arthalgyl Injection) CCE Ot
ogleldl (MBS Melal B0 HItotH otAdle &%
XS MEISHAUCH OlM, HItEl= OrA LI gle &2 0.000
1 WHXI 0.01 mg/mIQ! X0l BH& A GHEH #IHEl= OtA T2l 2
20| OB0 FOH NZS MES0| 248 = U220, OB
MO NE DAL S& AHM2 SOt 0ldIe = AL

U

EIINEESE 4D OtALIZ &R SHUUH 2R AIZIH 01S0ILE
22 = SIINE It & S& (aggregation)O| LIEHLEX
UOOZ 0lgst EIIMEE XM W E00 b2 HEE £
8z REGICH WMetA, I AGHHE 82 S0HA A8 =
ZJ|MEZ= OtA LR &5 Me|a g0 A2l Z 0l
2 AL

HHE Z=IIMEZE OtALIR &R SHUHAM 2R AIIIH 0150l
Leas %DIHI“JP WAL ST HE=E 31% LR = U
o002 REOICH WA, 2 L S0 Al M%H“ =) iIE

= 0lALIR B8 *”EIA'O“‘ ol FFAI2L =0
V\ulal gm SH2 OtAILIE SHEtES 3*5—?6%5 N
Olste 222, Ellc ttA6HHe MelAg~E AIZE =
ULt 1 20l = otES-D 8, PBS(Phosphate Buffered
Saline) S A UM LEIXEOZ ArZdts JIMHH Hstad

e, the bFGF (basic fibroblast growth factor), the hepar
an sulfate, 2- mercaptoethanol (2-mercaptoethanol), t
he EGF (epidermal growth factor), and the culture medi
um for manufacturing the stem cell which is suitable for
the intravenous administration containing the compone
nt selected from the group comprised of the antioxidan
t more than 2 kinds.

In the meantime, the stem cell contained in the stem
cell composition according to the present invention is
manufactured. Trypsin can be processed in the culture
medium according to the invention as described above i
n the vein medication stem cell. If trypsin is processed
in the cultivated stem cell the stem cell of the single ¢
ell form can be obtained. At this time, trypsin controls
coherence between the cell and in order to have the fo
rm of the single cell the cell is processed. If it is the m
aterial suppressing the sludging between the cell it can
use substitutively.

X Moreover, the stem cell contained in the vein
medication composition according to the present invent
ion is manufactured. The stem cell cultivated in the cul
ture medium according to the invention as described ab
ove can be floated in the aspirin contain solution.

In the present invention, the solution in which "aspirin
contain solution™ contains the aspirin compound is mea
nt. If it is the base which preferably can use the saline
solution as the solvent but which generally it besides u
ses in the relevant industry including the Hartmann -D
solution, the PBS (Phosphate Buffered Saline) etc. it ca
n use without the limit. The aspirin may be formed of n
ot only the aspirin agent but also the aspirin analogue
compound sold usually. In a preferred embodiment of th
e present invention, the acetylsalicylic acid (Sigma: A5
376), and the Alta speeding (Arthalgyl Injection) or the
aspirin lysine (the manner restriction) were added in th
e saline solution and the aspirin contain solution was m
anufactured. At this time, the content of the added as
pirin may be 0.0001 through 0.01 mg/ml the be desirabl
e. The survival rate of the cell can reduce if there are
many amount of the added aspirin than that. And the e
ffect of the cell disruption or the Inhibiting the setting
can be insufficient if it is less than those of that.

If the stem cell is floated in the aspirin contain solution
since such stem cell immediately can apply to inside of
body the administration since the fracturing and cohere
nce (aggregation) of the stem cell does not show up a
mong the transfer or storage it is useful. Therefore, pre
ferably, after the stem cell used during the vein dosage
floats in the aspirin containing saline solution it can us

e.

Since preventing from the stem cell being crushed
among the transfer or storage or being cohered if the c
ultivated stem cell is floated in the aspirin contain solut
ion it is useful. Therefore, after the stem cell used duri
ng inside of the blood vessel the administration floats i
n the aspirin containing saline solution it can use. The
solution in which the aspirin contain solution contains t
he aspirin compound is meant. If it is the base in which
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0] AFE2&H 4= QUL AD| OFATIEIS EAF ATE D = 0lA  preferably the solvent can use the saline solution but

O 2 HMA 2 otLICH OFATIRI SAF BlEt2S Al2e 2 ¢, Wwhich generally it besides uses in the relevant industry
A EOlEl= OFATI2IO 822 0.0001 LHXl 0.01 mg/ml  including the Hartmann -D solution, the PBS (Phosphat
Ol 20| I RIBICH &GS OlATIRIO 20| DECr oo € Buffered Saline) etc. it can use without the limit. The
HIEO| MES(0| 2AS £ QOn, 180 MoK NE =& aspirin may .b.e formed of not only the aspirin agent but
oiHIol SOt OIHIE 2= ALY, also the aspirin analogue compound sold usually. The c

ontent of the added aspirin as described above may be
0.0001 through 0.01 mg/ml the be desirable. The surviv
al rate of the cell can reduce if there are many amount
of the added aspirin than that. And the effect of the ¢
ell agglutination suppression can be insufficient if it is |

ess than those of that.

gt EIIMEE &=ot= 2 €28 The vein medication stem cell composition of the
2 Ao W H=E HE S0 present invention containing the stem cell obtained acc
ording to the method as described above can be directl
y injected within the vein of the patient.

HE2 0E &9, XNZotDXA ot S8 29 =2 8% The amount of administration may be the amount of

= Ha E= =2 HA(ME S8 2~5002)0 SHE  administration is 1.0x 10 > ~1.0x 10 8 cell / kg (weigh

ASD, FUES 1.0#215# 10° ~1.0#215# 108 MIZ/ ), more preferably, 1.0x 10 ® ~1.0x 10 7 cell / kg (wei
kg(XM ), B0 B2 5HH = 1.0#215#% 10% ~1.0#215# 1 ght) is the be desirable it can administer to the vein of

07 MIZ/kg(HZE)0l I RGICH CIoH SHES X0 HE the purpose region periphery to cure to 1 place or the
ol MY =A EQXAHEZO S ’504 Sred SO [ A " plural number portion (for example, 2~50 place) for exa
OlﬁH": EID,_ ol Koo ™= 5| II*%}i 210] Jtsstc, = MPle. But the amount of administration is different acc

ording to the form of the weight, the age, sex, the sym
ptom, the dosage composition of the patient, the meth
od of administration etc. The form are possible to appr
opriately control if it is the person skilled in the art. In

the range of the side effect in which 1 time or the clini

HEl+= 13 L= o S Jtse 2SS HRAWA =

3] Jtsotl, SHRR/AM HHA S 1A £= SHA §

ool =0 212k 01212 S=S0l ol M &, kgl 212t S&

et FEHE2Z otHLE, E= 0E S8 SH2 s el2titel
S

slglla(ad S)° sHHI(HE S8 82l S2& &JI2 ¢y picture the administration frequency is tolerable, it i
FOHEs et = S0 = AL =2 23 XS WY s multiple times possible. It administers about the admi
SEZNE, U2 E e SHC2 ol ERSES = & nistration site with 1 place or the plural number portio
[N, FHESZ= 22t |=0[, OtIRA, HE,| £, &, n. It is done by the amount of administration such as h
2, 00, &, Xl S0l Z&HECh. uman per the kg about animal except human or or the

amount changing the amount of administration describe
d in the above into for example, the volume ratio (for e
xample, the average value) of the ischemia boiler (the

heart etc) with the animal of the purpose and human e
tc. can be administered. Human and the other purpose
it is the object animal of the treatment of the present i
nvention may include the mammal doing. And specificall
y the human, the monkey, the mouse, the rat, the rab
bit, the amount, the minor, dog, word, pig etc is includ
ed.

=22yl 02 3% S0E SIINE 2422, EJIMEE 1 The vein medication stem cell composition according to
X 107 ~ 5 X 108 HIZ&/mI2 & 98 & QIC}. the present invention, is the stem cell is contained as
1X 10 7 ~ 5 X 10 8 cell number / ml.

2 2y e W EHE SI)INE 28422, UStHO=Z 5] The carrier and/or the additive etc. the vein

28 £ = G Y/Es B2 S2 Lot 422 & medication stem cell composition according to the pres

UCH GIE SH, B, ME|aHL 2RO 2FH (24, 7 ent invention pharmaceutically can allow may be referr

SIAb, O HHOl R4 S), OHEA, &, ASHEHXIRI(OtAR 2L ed to the composition including. For example, it becom

AS), HHEAH, SEM, SREM, T= 2=H =< g es including the sterilized water, the saline solution, bu
— C2AENZ 6. HIOIQ Z210 =9 27|12, 5l ffer agent (the phosphoric acid, the citric acid, and the

%
|_

rn
[

CZA0IIIEIOIE E9 2|2 RHEO2= 2242 HE other organic acid etc), the stabilizer, salt, the antioxid

_ S -

A BDUEMN EZ2M L= IE2N, ELd22 = =2 ant (the ascorbic acid etc), the surfactant, the suspen

HEs 3= ) 9 35 EFQLE SCH S XatA|J|= 21 Sion agent, the isotonising agent or the preserver of tol

Hh 2= 5HCH erance etc. Specifically the organic compound, the hyd
roxy apatite, including, the inorganic material including
the biopolymer etc. is the be desirable for the topical a

dministration to combine with the collagen matrix, the
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Lt ClEHOI A0 EAHE XS = e, dS0| Jtsst
B0l (cryovial)2l EE, L= HaAZE B2 +
OlZ2d0l gl seldu I’_DX*, 220l HEHZ

04

o

HBA L TT = o
UCE. ClHIolA S EEHiZ2= FADI, ZEIARIX S0
= ASH MXIsgd "'EFOI ZR0= MZEIt &
NIZDt shear Zl0 &4 2 23X R2HA NSE
2 A= FAHI=(needle)S 0I126tH HHE A GHHI= 209uag

T M T

eOllAl 31guage ERI0A SOHE FIE 1NAotH AFZotH,
ANl CIBOI AL A MESHN SeFS 01X 2= &M
£ MEEH

2 2Y0 e 3N ENWE SINE ZHS0, D SHEHOI
Lt MEol et 22 22, 580, SoH2XH, P_Fé*iml,
%Qiml, _‘?‘_—’f—ﬂl S *IIHI, HHSESM, 84K,

M, pH 28X, SSaHM, 250, S(EFR)SEM, Msa &
IIHI ss j&*’é*OI =P, Pé = ALt

SIEHHC 2, HEME2A, Z2|A2H|0/E 80, 5|=
SANLLER22A, OI2HHI0I DR, ERIEL, 2= A0
HHMZZALUES, Z2|SAIMZAASHES 2R 0E
UCH. Z2| =2 A0 2 2SI OF A

EEOHCJII-“EE,

nn
0
n

ce = A

%, ZCIAZ2H0IE 80,LIZEAOIDIE, ZRISAIHEHAZ
BIEFR2L-2tRHI0IE, HIAZZ, DIOtNSASLNEHAHEZ
S = &= ULL OF"*EWIE“, HAEE 40, HEAEEZR
A, HetEl, OIEMLUIEE, HEZEMUES S2 & &= AL
SHNZ=E, HE %(H D BHLIE, A2HIESEE = U
Ch. 2EENZ =, OE S0 HIcHSAIBZAHE, DetSAIBE
SHOIE, A228, M=, ddE, EE2ddEsSSs =+ U
Ch. EFZXNHZE, GIE S0 O._l FEFLE0 Y AIE, "HA

polylactic acid polymer or the copolymer, the polyethyl
ene glycol polymer or the copolymer and its chemical d
erivative etc.

The preferably the vein medication stem cell
composition according to the present invention has to
be manufactured in injection to the appropriate formula
tion. This may be referred to the be desirable it is it is f
rozen in the solution state. Therefore, the allowable int
ended the carrier which it can use in order to the vein
medication stem cell composition of the present inventi
on make the stem cell suspension or dilute can be furth
er. As this carrier, it is good to use the distilled water,
the saline solution, and the PBS (phosphate buffered s
aline) or the Hartmann - D (the ChungWae pharmaceuti
cal Co) for example.

In order to take the form as the pharmaceutical
preparation the medication carrier or the necessary dilu
ting agent can be contained and the stabilizer or the a
nti-absorption agent can be contained. The formulation
can use injection. And the analgesia agent reducing th
e pain can be used in injection. The appropriate device
can be used as necessary.

It can be filled in the form of the final injection form in
the form is the scanner or the device of the vein medic
ation stem cell composition according to the present in
vention, the glass bottle without the pyrogen capable
of containing the form or the liquid drug of the craiova
nits (cryovial) capable of freezing and rubber former, a
nd the aluminum cap. While using the injection needle
which while the cell is injected to the form of the devic
e in the limb ischaemia disease while the scanner, the
multi syringe etc. can be used becomes the cell with s
hear and does not inflict the damage upon and can mini
mize the pain preferably it uses in 20guage in considera
tion of the site administered in 31guage range. And the
material in which the syringe or the device does not aff
ect in the cell viability is used.

In the vein medication stem cell composition according

to the present invention, it does if necessary, the sulfu
r reducing agent, the antioxidant etc. can be appropria
tely added according to the method of administration o
r the formulation with suspension agent, solubilizing ag

ent, stabilizer, isotonising agent, preserver, anti-absorp
tion agent, surface activation agent, diluent, diluting a
gent, PH adjusting agent, analgesia agent, buffer agen

t.

For example, the methyl cellulose, polysorbate 80,
hydroxyethyl cellulose, arabian gum, traganth word, ca
rboxymethylcellulose sodium, the polyoxyethylene sorbi
tanmono laurate etc can be given of the suspension ag
ent. The polyoxyethylene hardened castor oil, polysorb
ate 80, nicotinic acid amide, polyoxyethylene sorbitanm
ono laurate, macro valley, the castor oil fatty acid eth
yl-ester etc can be given about the solution supplemen
tal agent. The dextran 40, methyl cellulose, gelatin, so
dium sulfite, the meta sodium sulfate etc can be given
about the stabilizer. For example, the D-mannitol, the s
orbitol etc. can be given about the isotonising agent. F
or example. the paraoxvbenzoic acid methvl. paraoxvbe
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nzoateethyl, sorbic acid, phenol, cresol, the chlorocres
ol etc can be given about the preserver. For example, t
he human serum albumin, lecithin, dextran, ethylene oxi
de - propylene oxide copolymer, hydroxypropyl cellulos

e, methyl cellulose, polyoxyethylene hardened castor oi
I, the polyethylene glycol etc can be given about the a
nti-absorption agent. It does *** hydryl group can giv
e about the sulfur reducing agent to have for example,

*** hydryl group including the N-acetylcysteine, N-ac

etyl homocysteine, flaw fertile soil acid, thiodiglycolic, t
hio ethanolamine, thioglycerol, thiosorbitol, thioglycolic

acid and salt, the sodium thiosulfate, the glutathione, t
he thioalkanoic acid of the carbon atom number 1~7 et
c. For example, the chelating agent including the eryth
orbic acid, dibutyl hydroxytoluene, butyl-hydroxyanisol,
a - tocopherol, acetic acid tocopherol ,L- ascorbic acid
and salt, the L-ascorbic acid palmitate, L-ascorbic acid
stearate, sodium bisulfite, sodium sulfite, gallic acid tri

- amyl, gallic acid propyl or the ethylenediaminetetraacet

ic acid sodium (EDTA), the sodium pyrophosphate, the

sodium metaphosphate etc. can be given about the an

tioxidant. For example, DMSO, glycerol etc. can be give
n about the cryopreservative. Further more, the organi
¢ salt dye, including, the component which generally is
added including the inorganic salt: citric acid natrium of
the sodium chloride, KCL, calcium chloride, sodium phos
phate, potassium phosphate, the sodium hydrogen carb
onate etc, the potassium citrate, the sodium acetate e
tc. is contained.

In a preferred embodiment of the present invention,
the fat originated mesenchyme stem cell was cultivate
d in the culture medium according to the present inven
tion. The fat originated mesenchyme stem cell can obt
ain to the method as follows. Firstly, it is indignant and
it washes using the DMEM medium with the collagenase
the organization is small pieces cut the human adipose
tissue obtained with the liposuction etc. from the abdo
men is separated and it washes to PBS to after, and PB
S and it centrifuges for 5 minutes in 1000 rpm. The pell
et which the supernatant removes and which is left in t
he bottom surface centrifuges for 5 minutes at 1000 rp
m to PBS after doing washing. After the suspended mat
erial was removed using 100 #m mesh it again washed t
0 PBS. The mesenchyme stem cell while replacing the
K-SFM culture medium containing the NAC, the ascorbi
¢ acid, calcium, EGF, insulin it cultivates in the DMEM
(10% FBS. 2 mM NAC, 0.2 mM ascorbic acid) culture m
edium and the hydrocortisone at 2 it cultivates and the
mesenchyme stem cell is separated and it subcultures
may be obtained. But besides, the method which is kno
wn to have in the relevant industry the mesenchyme st
em cell may be obtained.

Hereinafter, the invention tries to be more particularly
explained through the embodiment. These embodiments
only exemplify the invention. Therefore it has to a pers
on skilled in the art and it will be obvious in the relevan
t industry not to be interpreted that the scope of the
present invention is limited by these embodiments.

embodiment 1: human adipose tissue originated
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&2l = (Liposuction) 0fl 2|of S X & 9%—‘?’—8 XIU*I"'
F2+ 22/5t0f PBSZ MAGISCH H=E
e = SAILIOLAM EFY 1 (Img/mi)2 &t
iaZ Ol EcH 37THAM 2A12F Sot _75_’—‘!2 2ol AIZCH 22t

LIOHRlI M2lEl =22 PBSZ MIE £ 1000rpm0IA 582+ &
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C(N-acetyl-L-cysteine), 0.2mM OtA D 2B A0] HILE D
MEM B XI0ll A BH 25t R4 CH.

no =
u 0L

|ﬂ|_|
|

o
)
<
m
<
3
)
a

;

otRE At = 2K H2 MES2 PBSZ MHGHL, 5%
FBS, 2mM NAC, 0.2mM OtAZEE4H 0.09mM %%, 5n

g/ml rEGF, 548/ml 21=¢8l, 10 ng bFGF & 74ng/ml 31E2
DE2EIE 4 1ng/mlS A =(selenium)S &R 8t K-SFM2
2200 WHIGHAAM HICHEH SRS, 3HICH HHFok0d XI&

Fcil SUE SIIAMEE ZclotACH

AAO 2: HUSOI8 SIINE HYS FAoH HEE BX
g0 gu

AA0 10lA MRS K-SFM BIXI0 BIl- = 8442
9l FBS, bFGF (basic fibroblast growth factor), 2l &
gl, 5l E 23 2 El £, EGF (epidermal growth factor),

OtADEE A (ascorbic acid), NAC(N-acetyl-L-cyst

eine) ¥ dglsS 25 &8R6t= BHX (WX 1) &FD]
%{5"&1 = ol POIOZ HIHASH BHX (BHXI 2 ~BH Xl 1
0)E dtJI2 20 MEoHUCH. 2HEQ UK A22 O3
s ’*E}.

Ui Xl 1: K-SFM b Xl + FBS + NAC + 0tA 328 4 + 0l

=gl + 5lE23D2El& + bFGF + EGF + & dl &

i Xl 2: K-SFM B XI + NAC + OF &
SIEEZ3Z2El& + bFGF + EGF + &4
= FBS M 2)

& + 0l

+ gl +
(BHX 1

a2y
| & =

1o mp

i Xl 3: K-SFM b Xl + FBS + NAC + 0tA 328 4 + 0l
28l +3EE2I2E = +EGF+ Hdls (X 129 42
= bFGF HI2)

[of]

BH Xl 4: K-SFM U XI + FBS + NAC + OIA 3
EZIZElE + bFGF + EGF + &dls (B X
E osg M)

S

s

2
19 4

+
=
(= Jyumy

i XI 5: K-SFM b Xl + FBS + NAC + 0tA 32
¢l + bFGF + EGF + &dI&s (WXl 12 82
IEEE M)

lobus medius stem cell separation .

The adipose tissue was separated from the epididymal
fat pad with the liposuction and it washed to PBS. The
organization the using the DMEM media with the collag
enase type 1 (1mg/ml) the washed adipose tissue is sm
all pieces cut off was dissolved in 37T for 2 hours. The
organization handled with collagenase for 5 minutes wa
s centrifuged at PBS after washing in 1000rpm. The su
pernatant was removed. The pellet for 5 minutes was c
entrifuged at 1000rpm to PBS after doing washing. It c
ultivated in 10% FBS, 2mM NAC (N-acetyl-L-cysteine),
0.2mM ascorbic acid it filters in 1004n mesh-added DME
M medium.

Cells which were not adhered after passing one night
washed to PBS. While replacing the K-SFM at 2 contain
ing 5% FBS, 2mM NAC, 0.2mM ascorbic acid, 0.09mM c
alcium, 5ng / ml rEGF, 548 / ml insulin, 10 ng bFGF, 74n
g / ml hydrocortisone and selenium of 1ng / ml it subcul
tured. And it subcultured with 3 and the fat originated
mesenchyme stem cell was separated.

embodiment 2: the search of the medium component
which is appropriate for the vein medication stem
cell cultivation .

The culture medium (culture medium 1) which
altogether contained the FBS called the added acti
ve ingredient, the bFGF (basic fibroblast growth fa
ctor), insulin, hydrocortisone, the EGF (epidermal
growth factor), *** acid (ascorbic acid), NAC (N-a
cetyl-L-cysteine) and selenium in the K-SFM cultur
e medium used in embodiment 1 and the culture m
edium (culture medium 2 — culture medium 10) re
moving one or greater among the active ingredien
t were done it manufactured. The detailed medium
component is as follows :

Culture medium 1: k-SFM culture medium + FBS +
NAC + *** acid + insulin + hydrocortisone + bFGF
+ EGF + selenium.

Culture medium 2:k-SFM culture medium + NAC +
*** acid + insulin + hydrocortisone + bFGF + EGF
+ selenium(the FBS exclusion among the compone
nt of the culture medium 1)

Culture medium 3:k-SFM culture medium + FBS +
NAC + *** gcid + insulin + hydrocortisone + EGF +
selenium(the bFGF exclusion among the compone
nt of the culture medium 1)

Culture medium 4:k-SFM culture medium + FBS +
NAC + *** gcid + hydrocortisone + bFGF + EGF + s
elenium(the insulin exclusion among the compone
nt of the culture medium 1)

Culture medium 5:k-SFM culture medium + FBS +
NAC + *** gcid + insulin + bFGF + EGF + selenium
(the hydrocortisone exclusion among the compon
ent of the culture medium 1)
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i XI 6: K-SFM B XI + FBS + NAC + OtA 3 2B &t + 91 Culture medium 6:k-SFM culture medium + FBS +

gl +0lE232E & +bFGF+ &dls (WXl 120 & NAC + *** acid + insulin + hydrocortisone + bFGF

2 = EGF A Q) + selenium(the EGF exclusion among the compone
nt of the culture medium 1)

i XI 7: K-SFM i Xl + FBS + NAC + 212l + 5|E 23 Culture medium 7:k-SFM culture medium + FBS +

ZEl& + bFGF + EGF + &dls (X 19 42 = 0} NAC + insulin + hydrocortisone + bFGF + EGF + sel

IEE A H) enium(*** acid exclusion among the component o
f the culture medium 1)

” K

|_

i Xl 8: K-SFM Ui Xl + FBS + Ot A2 228 & + 218l + Culture medium 8:k-SFM culture medium + FBS +

3E23I2El& + bFGF + EGF + &35 (81Xl 190 4 *** acid + insulin + hydrocortisone + bFGF + EGF

= NAC N 2D) + selenium(the NAC exclusion among the compon
ent of the culture medium 1)

Hi XI 9: K-SFM i XI + FBS + NAC + Ot£2 2 E B & + Q1 Culture medium 9:k-SFM culture medium + FBS +

&2 +olE2I2El& + bFGF + EGF (HI Xl 18] &2  NAC + *** acid + insulin + hydrocortisone + bFGF

S &Y s HMA) + EGF(the selenium exclusion among the compone
nt of the culture medium 1)

i Xl 10: K-SFM B Xl + FBS + NAC + Ot2 32 E & + Culture medium 10: k-SFM culture medium + FBS

Ol&R +J|E2I2EIE + MY s (XN 19 88 b + NAC + *** acid + insulin + hydrocortisone + sele

FGF & EGF XM 2) nium (the bFGF among the component of the cultu
re medium 1 and EGF exclusion)

M) 24420 22 MAHE HWXIEIX 2 WX 81X 10) In the active ingredient is the respective removed

2L K-SFM Ui Xl (HZ2)0A XY Kl EIIHEE 1Y culture medium (the culture medium 2 through the

SIS CH. 220 HHXIOIA 3 passageJJ}II HZE H st culture medium 10) and K-SFM culture medium (co

s EglNE Helst 5l 2 & #0/F (confocal micros Nntrol group), the adipose derived stem cell was cul

cope)OZ HIE MAS =X tivated. In each culture medium, the cell diameter
was measured to be the confocal microscope after
processing trypsin the cell to 3 passage after the g
roup coldest day of the year.

=X Z2, AA0 10A AFZ2E HBIXIOA BIZE ZIIAH 1t confirmed that the stem cell cultivated in culture

EE= 2 10 LKl 15 mo| °'EE JIEICHE HE 3015 medium used in the measurement result, and the

CH (ZAIBHX &8). embodiment 1 had the granularity of about 10 thro
ugh 15 mm (not illustrated).

AAN 3: EIHEL SAMSH S 0IX= HXANAEE  embodiment 3: the search of the medium

o &M component affecting in reproductive integrity of th

e stem cell .

AAI0 201 A A=t Bi Xl 1 LHAI BH Xl 100l X1 el In the culture medium 1 through the culture
ZJIHEE BILBIACH. XY ZIHMEE=E 200, 300, 70 medium 10 manufactured in the embodiment 2, th
CH, 800He 2 HEY YA 3BOZ2LEH £S6 A1 e adipose derived stem cell was cultivated. The adi
S SIHEE 0|25 0. A AI01o vt g; A =5 pose stem cell may be formed of the adipose deriv
L2 SIMES Al 22209 WX 0IA 1 X 10° cell Z((:l};tem cgll obt?inefdzf(;om eagg with e7%ch yeag?)of
S/mIE seedingdt0l 2 (day 1, day 2, day 3, art :;fler:f bepiflopsZeodin g?:dt’ roclzasl;ti;'l trl'oarsti,n 1§
day 4)2 ERAE H2# 5 BEH 01 (confocal - g Y ng and pr g trypsin = -
microscope)© 2 NE 4= = |o}95!EP 50 = 100 A 10 ° cells / ml the adipose derl\_/ed stem_ cell obtain
ot olEeE WX 3% (N=3)9 ME 49 B2 U ed by the method of the embodiment 1 in each cult
o= o = -
E}LH%UZ}. O o) DO 2 A U= U 20| = ure medium as culture date (dr?ly 1, day 2, day 3, d
SO M= Ul Ott’”m ol O350 ZIMEE aXh Bt s ay 4? the cell number was confirmed as the confoc
ees= o= = = SO al microscope. In the table 1 below, the average of
=¥, 2 7X10°~-1.1X10° MIZ4/mIS EJIME the cell number of the man 3 the people (N=3) was
ENEZE > ASS A £ JUL (HE 1 FX). £8, shown in terms of each age bracket. Consequentl
HEYEZ ChA XHOIJF /JUXICH HE X ool AL CPDL(CeI y, as could know at the diagram below the stem ce
| population doubling level) 20| JtI& =420, 20 |l could be confirmed according to the culture meth
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2 30049 Z20s 1 X 10° cells/mlel =M EZE= od according to the present invention in case 4 sub
seeding 3t S [ 42(d4) = AIROA ME £t 1 cultures to could manufacture the stem cell of abo
0~11H =I5 M, 700 L 80LHS B0 = ME ut7X10°~ 1.1 X 10 ® cell number / mi (referto t
201 7-0HH SO5IUSS HOIE 2 UACH (SAIGHK able 1). Moreover, it had the some extent differen
o). ce to the age bracket but the CPDL (Cell population
doubling level) value was the highest in case of th
e culture medium 9 burn. And when doing the stem

cell of 1 X 10 ° cells / ml in 20 part and 30 part wit
h seeding it was increased up to the cell number in
the point of time when becoming with 4 (d4) with 1
0—~11 ship. And it could confirm that it was increas
ed up to the cell number in 70 part and 80 part wit
h 7—9 ship (the not illustrated).

AAIO 4: EIIHES &Y NIE (singlecell) X s embodiment 4: the single cells ( single cell)
maintainability of the stem cell.

e

2

1]

Jt

o

EIPNE-P

o U=

Hu
>

(1) The saline solution adding the acetylsalicylic
acid according to the concentration the processin

g.

Q) othNE&eaME SE
el

AJl AAG 10N 228 NEXTE S S22 ZIIA After it trypsinized in the adipose tissue originated
L0 EZA Xls =, OLME &2l & & (Acetylsalicyli mesenchyme stem cell separated from the embodi
c acid) (Sigma; A5376)2 ST 23 JHIIst Me|lalgd  ment 1 after it floated in the saline solution adding
A0 1.0X 107 cells SE2 22 A2 5, 12A12F, 24A| the acetylsalicylig acid (Acetylsalicylig acid) (Sigm
JMMO MESS BESACH AJ| OFME A D Al A S a: A5376) according to the concentration to 1.0 X
HOISH MPlAIGAS MPIAAAQN OINEAZAMS = 10 v cells concentration 12 hours, and the survival
Ce2 X150 37CHA 302 S0 sonicationdto] | rate_ at 24 hours_we_re ol:_>served. The saline sol_utic_)
X590 n with acetylsalicylic acid added the acetylsalicylic
acid in the saline solution according to the concent
ration and it was the sonication and the concentrat
ion manufactured from 37T for 30 minutes.

I In case the additive content of the aspirin was
ASES &02l8 1.0mg or greater it could confirm the experimental
AALCE. result, and the saline solution 10 ml that the exper
imental result had the cytotoxin.

2) 2EHE F= (Arthalgyl Injection)E s 22 &#JI8 (2) The saline solution adding the Alta speeding
Me|lagds2 el (Arthalgyl Injection) according to the concentratio
n the processing.
AJl 2AIG 10N 228 NEXTR S S22 ZIIA After it trypsinized in the adipose tissue originated
Zol EgA Malst £, 2EHE F (Arthalgyl Injection) mesenchyme stem cell separated from the embodi
E Y IS M|AGAN 1.0X 107 cells =& ment 1 after it floated in the saline solution adding
2 2RA2 £, 12A12H 241201 M2 MEgS =5 the Alta speeding (Arthalgyl Injection) according t
o[} o the concentration to 1.0 X 107 cells concentratio
n 12 hours, and the survival rate at 24 hours were
observed.
AE Zu, MelAES 10mI0l st otA Tl el #Jb 1t could confirm that it did not affect the alive of
20l 0.001 WAl 0.1mg?! BR0E=s NLEIIMES M the adipose stem cell to the experimental result, a
() YES =X YSS S0 A YA}, L =I| N E nd the saline solution 10 ml in case the additive co
E OtATE SRHU Al 72AI20H X B Xl Jtss6tLt, ntent of the aspirin was 0.001 through 0.1mg. The
EJI2= 24 A2t Ol X2lot= 20l SUACH. adipose stem cell could be assumed the helm of st

ate in the aspirin supernatant liquid in the stray to
72 hours. But it was good to treat with the ultradia
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(3) The colonization ability of the stem cell
processed in the saline solution adding the Alta sp
eeding (Arthalgyl Injection) according to the conc
entration.

After trypsinized in the adipose tissue originated

mesenchyme stem cell separated from the embodi
ment 1 after it floated in the saline solution adding
the Alta speeding (Arthalgyl Injection) according t

o the concentration to 1.0 X 10 “ cells concentratio
n the survival rate after 24 hours was observed.

In case the additive content of the Alta speeding
was 0.001 through 0.1mg about the experimental r
esult, and the saline solution 10 ml it could confirm
not to affect the multiplication capacity of the adip
ose stem cell.

Moreover, hereinafter the cell number after

cultivating the cell 1.0 X 10 6 cells floated as descri
bed above with 7 days and the result which the sur
vival rate observed were shown.

(4) The property of the stem cell processed in the
saline solution with aspirin lysine (the manner rest
riction).

After it trypsinized in the adipose tissue originated
mesenchyme stem cell separated from the embodi
ment 1 after the stem cell was floated in the saline
solution adding the aspirin lysine (the manner rest
riction) according to the concentration to 1.0 X 10

6 cells concentration it cultivated with 5 liver and t
he cell number was measured. And FACS was mea
sured after 24 hours refrigeration and the cell prop
erty was confirmed.

The experimental result , and the cell viability by
the aspirin lysine concentration a bit reduced but it
was not the significant and the individual differenc
e had the cell number after cultivating with 5 liver
but there was nearly no concentration difference. |
t was observed that the property of the fat originat
ed mesenchyme stem cell which it kept in refrigera
tion 24 hours after being wealthy in the aspirin-ad
ded saline solution the influence by the aspirin con
centration did not have for 24 hours.

The content of the present invention was

particularly described to the or more. And the or m
ore has to a person skilled in the art of the relevan
t industry. It is the embodiment which this concret
e technology only does with desirable. And it will b
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So| SII20| 2150 oSt & 2H0|Ct. e clear the scope of the present invention is not li

mited by this. Therefore, it is defined with claims a
nd their equivalent in which the substantial range
of the present invention is attached.

= 2NE Sol L UBIIE2H HBO MO NS AANS OIS MAEASLICH DetA
SENOZ Q90 JHSH0l U2D, 2 SHE NHAS XE S P oS HASS (A
= 2Oz 0ISHNMNE o FLICL A L UEYIS SHHSO ZAs Q040 22 2,
GIOIE S 2LX SOl CHot0l =S B0l MolS XX LSLC. 2 SHE AL AR SO
20| ABH0 Q= APt HSS AoH DB L AIAEO NSO THA, SAL HES 4 §SS 22

(The document produced by using the high-tech machine translation system for the

patent and science & technology literature. Therefore, the document can include th

e mistranslation, and it should not be used as a translation by a professional translat
or. We hold no legal liability for inconsistency of mistranslation, partial omission, and

data generated by feature of system and network. We would like to inform you that
the document cannot be regenerated, copied, and distributed by being stored in DB

and system for unauthorized general public without our consent.)
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