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taking out non-adherent cells with a pipette, adding in normal saline to wash and
changing to new mesenchymal stem cell culture medium A to continue culturing; digesting with
tripsin-EDTA when the adherent cells expand to reach the set volume of the culture flask to obtain
single cell suspension.
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Preferably, the step of adding in mesenchymal stem cell culture medium B to promote
the cells to produce secretion factor in said step B’ comprises: when the cell layer in the culture flask
expands to reach the set volume, take out the culture solution and wash with phosphate buffer; then
add in mesenchymal stem cell culture medium B and stimulate the mesenchymal stem cells to
produce secretion factor.

Preferably, the step of adding in culture medium for inoculation and culturing in said step
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Brief Descripfion of Drawings _

The present invention is further illustrated with drawings and examples as indicated
below, in the drawings:

Figure 1 is the flowchart for the method of extracting human or animal mesenchymal
stem cells in one example of the present invention;

Figure 2 is a picture representing the adherent growth of primary cells, after being

digested with enzyme digestion solution in one example of the present invention;
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human or ani-nmal nesenchynmal stemcells in one exanple

of the present invention; Figure 2 is a picture

representing the adher ent gr wth of primary cells,

after. bein est ed me di tlon sol n, .

N ofieltepa plh repf?ée%”m@mﬁ%mw Fo" pifhafi ol @R being
digestedwith @rizging idigestprserieor inragothbeexadipir «f ittie ;gésamt veftion;

pr| f dj 1,8 ,

nﬁ?llyrg %%S % fSlc ufd ;egrresgﬁmgtgrheeér&%f‘(eéﬁgﬁove%ho#} pﬁﬁé&gc};égss gﬁ?r being

digestedw@fnenzmme dlgegtmnesowtlorsma fithestr example pf tbs eresentgnvehtion;

adhelfl Lﬂ' 59§9 mré)lfeﬁe%émgifhecfdhleﬁenf Q%Wstg’(@'of‘ﬁ% cells obtained after

di enzy stion solUtion 1n a turthe
cell i iNQCH @ddfultgm Lﬁmgwpncgwq@mtqera gell q:qltgmr@ec@um@ ip one example of the
prese,ﬂl,rﬁ,gh{rog representi ng t he adher ent growh state of the

obtai ned afte atio an

o1 nEiOB A A eBlesmiiEaIte SRR WO T RP o 5 P lined after
cell mcﬁxnmtmﬂ ancbcfulttlrmg us{py@sssphchymabsién eal) ciftugLnediem iAsin another example of
the pr&siefi{ {epr esenting the adherent growth state of the

ce E) ained after cell inoculation and culturing

usi niggure Jdama higiveg representingthe asietent growthditatmofthie gells obtained after
cell m&'ﬂl%il&?énoeeﬁﬂﬂfﬁ}beusﬁ% mdsBRcHIMEP]Eh chMfiltd RABdiurkiadH E%rﬁm'r &xample of

picture representing the adherent growh state of

the prqsﬁfét ip@nfiaNiobt ai ned after cell inoculation and

cul t H?ur@@ i$1§ biéﬁhréﬁ%?%@@rhhﬁ@"ﬂ'ﬁe ﬁh@f@n@@r‘ohﬂkﬁéﬂét& of BieRBIRY dbifed after
i nvention; Figure

urt her  exa t he e
coll inggefor gl aftring BB R ST e R SEBREFRTRE o1 oot h ot ot
of tFigure®li$ thecﬂlbwalartefd thé tnethod oébitractiraouésentioymahstem cells from
| f rior art;
nomar2H chific 8K} Kbl r St & 0GRkl BhvehBR P 00 a0 g
nes efngirg rfilis @ pietaregepreserfting the dharaaterizationof telexersrigrog the proteins
on the! SOrfadaf %rserﬁ%m s?en?f:elltsl'}?or{ér é%éﬁ]ﬁk df mée;ﬂéée‘ﬁpmvgdtlgh” e 10

IS a_picture representing aracteri zation
expr BHgwe di isA picHee rspr@lsg]tlﬁg thedjﬁqrquglamqu‘eepl@qenta mesenchymal stem
cells if1& &€ Béli@y&mhdrﬁéﬁé'ﬂ &Rl dsfeobBste TMRIUBSANE] &tdtheltal MERSRNA one example
nvention; Figure 11 is a picture representing the
of the BFeF‘F’ﬂl“Efﬁ'P f°8t ion of the placenta nesenchynal stem
cel | Bigirati@ isf taé flovedhlagt forcieomeihod yt @dracting tios ezadioa ptadiuct of
C ] i ne exanple of
mese’i ﬁg-%% sent"Qfnn(%/ﬁtg%%lgrﬁﬁﬁ]?%ﬁlhﬁﬁéeslgﬁgﬁ\fesnﬂ?rﬁe flomchart for
~ the lﬁemrhda isod pietuterrepresending Hhe identifieation of the setetiondéctors of
meseﬂéﬁﬁﬁél%mns ﬂcﬁf@e‘igﬂnbl@ of me%ﬂ%eﬁﬁmgﬁlhﬁw of the present

I nvention;, Figure picture representing the
[ den'f'G*F’PdétSP@’l’F thet i "ﬂ H@e g)@g}péq ofdhe prgsens inyengfon, affer examination it was

found masme gBorEfINn p‘i&cﬁlﬁl &%éséndh@m@ﬂﬂerﬁéamoﬂtaﬁfs 2 18Qe RUMBETYS cell growth
nventi on; 4 shows that in one exanple of the

faCtorB'iDHESe?ﬂd QOHQP@H ??“ AP exanination it was found
t hat Figlive 15 éca atmcyrepnee@lmng thefeffertsd thelveortiors pretuct ef inésenchymal
r ctor groups
stem c%ﬁ@%%gi&?gﬁse Fle%rmﬁ% Ie %ﬂhﬁ pge gwtnl\gnltgn a picture
repr Faslearnﬂﬁmga plhtgreerfepresentlog trtehepaareafrbetn veoung by @nidernt cell repairing
lotion ﬂ%ﬁ@%ﬁﬂﬁ?hftﬂéb%@%rﬁﬂv@ﬁndnn epiderms repairing in one
resent 1nvention; Figure 16 is a
~ pict ugléreﬂépsr@glétﬁfq rﬁ@reﬁﬁgmg g}ga{sp oégplgﬁjmql %ﬂlﬁwlrw lotion in human
cosme%@bg&rcfm'oné @kdm;ﬂ@@ﬁhé bregentirfRbhtdn. i N one exanpl e of the
i nvent ure 17 is a picture representing
tb%ngntlo

Best ‘1&’8%{%%“9&5 ell repairing lotion in human

In order to make the objectives, technical solutions and advantages of the present

invention clearer, drawings and examples are employed below to further illustrate the invention. It



cosnetic aspect in one exanple of the present

i nvention. Best Mde for Carrying out the Invention In
order to nmake the objectives, technical solutions and
advant ages of the present iavention clearer, draw ngs

shoul n u ?é(?@ﬁ%ﬁ‘ ?tnBI %mpﬁesggsqﬁ%%ﬁgr%égeﬁgql%gslelﬁ%rg)?glaqn the
inventioalahda[elrmthrem?grpl es described here are only used to

expl

S)|’(]g ﬁb{l}ﬁ ér%‘?\f)\gmﬂ}\é é\/tl: '?tfmﬂe% 8¥e>1tﬂ n)gthrug}? o'rgrlﬁh{gl
mesenghyraalistem cellmisenechgmale ofthe m&sentlns/enhpm n@nrmsmrjhefomwmg steps: in
the sté;moﬁr e orl anwemém&po dERABSARPIBUab Bikeh ah& mtwwﬁﬂ Edh¥rifugation.

t he step human or ani mal enbryo deri ved

In the §t§ﬁ]§|1@2 %Sqnmwa%ﬂ@esﬁdé’ﬂth@ﬂ‘zwq Wg?ﬁi’ﬁﬂ IS?IFUJ@E{? ma¥e singlg cell
suspeﬁii&w i @9 sfipf@aB rﬁé!s@n&@ﬁ‘ﬁl Sfenasl| @Itgw&iﬂ]mtﬁhs%aéfdmm the isolated

est 0 tion e sin ensi o
single ¢Rb 13 rop e ot cuffek e el 5% S SUF4 e pelk ErS Baea iR 2cherent
purificstivt sdd dedenahlydal sten cals watedbtaisedigyl reagrelit sortirgy. i nocul at e

and Ul ﬁrellreﬁgé g\ﬁ"ﬁ)@agzheer Aéﬁsetnpﬂvéﬁn th%le éfbg GriHler Tomprises:

were treate
mes ehclihesaperpatanhweae [abpirajgst-aff aﬁtbt @antré@gabgn Pedyhe tripsin, 0. 1259 EDTA

and 0.854 &dllggenas@ I\ﬂw&@%fs%l&&:qn QK ﬂHﬂPAa@sé%e 1Rl RS @ﬁ‘}fme digestion solution

I nvention, said further conp rises;

of the %%PHaT%‘?t thﬁ/ﬁ&?"ﬁ@ﬂ |ef‘%a)t"é?od'Qﬁ5F'°’h$°c'Lé'|°” &’éﬁ?f’ﬁ‘%@*&ﬁ %Qrf“' centrifuge

tube afld héeflgdsfiorwa erl@rn4e%5ﬁl a ﬁQTpﬁostar&dva@ereﬁa shisMet BOETARR 115\ 2h, the
were dissolved in 1 normal saline to make the enzyme

adherent geoygth giated thgtablsined @flm@fyé:eusnw@s(ﬂsi HAWN Thitgyre 2.4 anther example of

the md@h%habt@dS fﬂlééfﬁﬁn@lb 925 EOTA Ay Bé Hiesbiwsn SEIHACDHBSS fst35hd then
centri

0.250 DoipRERGLY HE st o 1% S dSRY 9 tE RELICHEREE an the

500 mt iemaksdiies @as myedwt haket 1itedzphe digestioh talutivacdf pei imention. In other

exam;ﬁeisleéf?hnew se%?m\sle}g@@.}ig&e tsrk'?%{s |Fi I’;]I‘?e ar! Jﬂaf%%g@e&%ﬁ(eimpetﬁoq% or .buffers to

prepargitesenzyme dlgesmcsomlor_[pfmmsvefntl_orst and t hen 0. 259

coll & gl%%%%sieéfs&@ﬁon%rﬁ%%%t‘éﬁ%th ﬂorﬁ'@p?]dmwe Q%ﬂﬁ% §f5h|s'v8|%me weII

after that he 500 m D-HBSS and the 500 nor mal
shakeg gpq H@‘%?d itk @tgcirig pipgitethiough @ S(iira cefl gjeiner rmalks singlesell
suspeﬁgio,{ he invention. In other exanples of the present

invention, those skilled in the art y al use ot her,

met hBASOBer BiEMPE L ”ted""eBP%‘bSF‘@'t’ %%n‘gf;ﬁrq@ "ﬂ&g‘é‘%@% gpptaining 0.059
tripsin @04 01029 IEDTA-AN2eand0e Rl hamal galind bentalhigg 8 Deglcalaberiase v may be
mlxed\{\@ﬁage {hg ﬁgfn% (5 Eeskﬂgr( %tgﬁt%rfggg}vg?tlrog dﬂ/ﬁqteﬁo r(ﬁI oef gllties Prepared enzyme
digestion pelutlcm waw asidgd into d OBrifugsetlibe ardrthe digestion waakerfaned irea

h

therm&s“r‘édg:lwa%a ﬁﬁggékgpat fk% @FF‘PB ?'gs@éggﬁ%@nt%frov&th StaBeE&fw ttllned
prlmawlcelissuas asrstio@n OguiEBT Adtberamampale®ofithe mwn’uah rmahalrsellne may be
substlﬁ%rgtvﬂfhnfopgxa%pqel 9’B§olln tl@;ﬁr@f’é?r@d eWofqﬁe mVér?flSlq tﬁ@tPgBK-%DTA

enz estion so I nventi on
(0.05%produced by the CBWEWr@BC@nEW migechwith soAgenepe dipesiiongglution (1mg

collag@f%@@//hﬁﬁé}nél &‘ﬁﬁ‘é)ra't fhe 981Uk PSR Y 1 ihSreb HRRDHI ON was
performnmed i thernostatic waterbat h shaker at

37C _

for M. asf“”he.ZI‘?xa’f‘H% obifiH Breasft IyPERANHO- é%ﬁgttap%'f 0t4{8g EDTA and 0.75g
collag@ridsainady bpHissaived it tlelnsixtusof 860 mheamal salifd gidr3003nl D-ABSS to

other exanpl es of the nventl on,.. nor |
prepar RS PT TR Soar b BT ordlE o e P ch e P e cagome
digestion @niptian wds added intova cdritrfuge tubeand thg digestbWas pédorosegn a
thermégsg%ﬁ%géi%%ﬁ sﬁ gre étt%liown 3}3/23 ?u AN h%%h@rgnt@r&ﬁﬁa en& the obtained
primady‘a,‘éll‘dwascnsnmbwsaiﬁgnceM at the volune ratio of 1:1 for

preparation. In a further exanple of the present

i nvention, 0.125g tripsin, 0.075g EDTA and 0. 75g

col | agenase |1V may be dissolved in the mxture of 500

m nornmal saline and 500 M D-HBSS to



prepare the enzyne digestion solution of the
i nvention. Then, 30 ml of the prepared enzyne
digestion solution was added into a centrifuge tube
and the digestion was perfor dina thernostatic
wat e th shaker at 37C t he her ent . .
o ovinlis sxanges olee BTHPRAEe SRt L oRG i nvertion may
also bé hraide atdvrdingiterathet proportions, @utfers oexathipds §oodxatripie, 0.29 tripsin and
' n [ n f t
0.05g Eﬁtg%agm re EI;S%{fegéX ggo %'I %?—ﬁgaécsg Srruggt r;cHe %éme {I’ e Oho% collagenase [V was
dissolyaddp60Q mbnemabsalineers RS, thentthe 0 mF@IHBéﬁmlrexect)Mn‘gthe 500 ml
normaI §él|ﬂ§ 'IJ‘mQIQadIL &z?rﬁg de;fn%%N?IuW&n% mv tl?!l?d in 500

agenase IV was

dl SSB?RF@GFCI XPSHOEMS Shiwerhdhat %‘”WUQIVOPB@S of HerriRsieERBy(0.05%)
produddd By-théBsempuas GlB@@@an&ll&géﬁh@e 5@@5tlﬁn sofﬂ:%d"(ﬁl‘ng&féhég@ﬁaéeQV/ml

o e BB b3S HEbt e heShor e o O e to e s
to its moihiniune ahd casalse EEEE"AtI'(d)n%%:I nupfoedmf(smdleb;ellﬁ aus dofrartye digestion
proces OF g’g%ma &%trgp4fﬁ%g§osrﬁo f(tgne I %ﬂ y?'n %%8%4”% % igesﬁe%were

|gest|ng
essential iy tfmucce&ﬁw isolatien lewgpesmqhamatﬁé@ragelscﬁfont hnaarpiaeastat o
the ﬁ\% pl)réferrE@ekJn%IéTbﬂhéTHr@berﬁWeﬁtﬁnﬂ @Jl@ﬂe%ﬁzﬁ\}nﬁ‘al Et@?‘n cell culture

maxi mal  nunbe si ng duri ng
mediugy @@g}t@lw mﬁtﬁlwega@c f@rc@@éagremfecapr gﬁnderW@I qu@tﬁé@qtqroepd platelet

denveabrdmefahtw Iﬁﬂ\éyﬁéiﬁurﬁl’tﬁe &cheeﬁtraﬁen ofthé Basichiaesdst gdwEBEor was
cce

senti al olatlon f senchynmal.
ngimg DRRBEA el S ARG S (2 MFd DL B BSFRle of the
plateledHedived gpovets éxttor wayg eng/monn thisaaxdmp’esthe otedived contatmed ©2Pd weight
t U A0 n ' . | Sto, wei
o 5 TN, SO L gL LB A2 v
percentage ofepenigitipwtraptbagtinrglutaming lselutined andr % tweight percentage of non-
essenﬁé? réﬁ%té'cﬂfs' % lﬂgsetn@@nbeﬁ‘ﬁeﬁm dehi LRk %Hluﬂrﬁpé{gsﬁngeﬂcatbg@e V\\)/tv?]s used to

concentration of the epidernmg
moculqatg@pg pul&a%thf Cﬁkb&y and thg adherart géqyﬁle éﬁfercgttheoqell%pbtglﬁ was as shown in
figurepl atel et derived growh factor was 1 ng/m In this '

exa e, the nmedium contained 97% ce e .
£ TR e Feeteg, GRS eRsR riedia Bt e he medium of
the abomsr desolilgaangdensiimal dtefiboatd c@hlre mp@um@rﬂrﬂgﬁeseﬁchymal stem cell culture
: I e [ ne solution, and 1 %
medlu%eé]l/v%{ Aoupht§FEanEWCCOH %ml al am no aci ds. Theo
mes elmdwtmr prefeeneﬂ exdmple af theinventiodi said Mmeshashynidh stdmedgth ggture
medluW coRSRed rﬂedlhrﬂoﬁé&caﬂb?ob@é&g% e\%‘lhtfé'étgr Eﬂ@erﬁ\%l dr§wth4£1'ﬁiort S platelet

herent growth state of cel tal ned
derlveg Igfﬁ)Oﬁh fastorlp gigrraedium,the ?%erﬂf"ég%ﬂftth? H%%IIIFQRIPSI Qrﬁwgb@cmr was 25

ng/ml,Ahd\E3nobRAatiSH Bf tREl epid@friaPgrowthTaRNeM AR 55 rIgVInIt aed the dorieantdtion of the

plateidt B8 G Qv e aR OR BT S el e Todstst SRpateci77:9% weigh

perceNtageaofIIM@VItnédnmnzo%eNélgHBpemmw u@bBica).cotdrbl@iqtidsera, 1% weight
percerﬂ ig &'k ﬁﬁlll%%ﬂ?ﬁoﬁyaﬁrg&%ﬁn rAIéqAélongtrc]) gp’/ﬁ é\%@ ngpdeq@e%%‘élayg%l essential
amanfacIdrsoanda(bt% geight peréentagerof Bepereptasthanpt. dve mesarahymal stam cell
CU|'[UI'@IIT’|@&IGIIT'I% des@ﬁﬁé %\';\/Q%g S Idft@ﬂ)gflatg LRg Etlﬂf?:rcﬁﬁg 'ce’IE] arIdl'Iﬁe adherent

concentrati on o growth factor
growth,\ggtezgthe@ylwbtalp%wwtrvpéﬁf%lfe Q’)f t he epi der mal

gr OWnhanb@et priefei@s exdmpl8ofthe indBstioh NeaicMBSRBhyne btem defl culture

e gorbR B E PSR T FHOGP P gigacior. ahd platelet

derivep graintaagpe. |0 theDMdidmeike concetttionet thé bagiefitceidsh gewt factor was 100

i1 COor I I % p

ng/ml,ggggleirﬁcgrﬁt!'aﬁlgg Pfrjtgg F@%rgf&h@‘é%tfg%norn\@% &gn\%;/ml ﬁd%%}&\ggnt%ftlon of the
platelg detivedigaeygh fctanavas 486 aermil. 4 thissaxameleatbie d@dltah@nmlr@dw 9% weight

wei ght percentage of P- nercaptoethanol. The

mesenchymal stemcell culture nedium A descri bed

above was used to inoculate and culture the cells, and

the adherent growth state of the cells obtained was

as shown in figure 6.



In another preferred exanple of the invention, said

mesenchymal stemcell culture nedium A contained

medi um basic fibroblast growmh factor, epidernal

growt h factor, and pl atel et derlved gromﬁh factor. In

ncenratlo of th sic fibr

poroo s TN g, SO S G0 LB P01 25k i
percerﬁ@ged@frpﬁﬂbllllgirstwﬁtbmf'mgIOTamN&SsolﬁGn N Weightgeteehti@e of non-essential
smino SR BT ARl e U RE 2% A R o
culturdsm;a@@mveedeghmbes abperwanisad & iobculivEbhdadiuerthe 2615, avel thdradherent
growttPREELRI-BULIordtH wdsRIsnGRf f BLRCK Pl asma, L %6 wel ght

percentage of penicillin-stre n¥C|n gl ut am ne

sol ufipyR B igaph EpREespRiing dhet grawH. 2t @hthp gplls obtained after

cell inédl=itn 3fd éiﬁturlr%rlﬁ r@ tHe SR rﬁ&hurﬁ?f tﬁtg 'ﬂﬁﬁgﬁtl Ffon'pthe comparlson of the
he nmesench stem ce

ner capt oet hanol I
adher%grq}fﬁq palgd H\eu%%shawa\fbf% UsBdt 3 beRp eepnipat aétﬁacultunng the
cells with lttieuneseinbieyntzt bies, cell balturd@edidingy, ealt grogthavdshobsioas!e faefitated.

o o e P e A B d el et BelrgisBadpgiel B el rom
human br@rm'eal lembofos & cnedaxanhplerof the rdsentioantiarn. iAsishawalin figure 9, in the step

S901, %HHaVE) hé&tryﬁd@ ulrBfics ;&Lk%ﬁd&gﬁhﬂ@ Wis takkh zﬁfd | 1Gtedi

From e conmparison O gr om state o
centrifugaiiop.dn pae §’Fﬂ9?/9{'19 ¢fkhe ingRntieR dgtajlecgpropqdugqaﬂqr eRIBHguibpaid step is: 1.

the mérﬁtﬁbn@cﬁr} tlﬁé oltdidk bf 4 i‘i@sht d?ﬁ:enfé&kds&er\%@é@i Wlfhescl@&@ i 1B ltissues that
m ce

[ture nedium was obvi ous|
were iRgyTA WSB ket I WP PEToTERd I LAke EgHEn i SPRe B Yogtaghhere the
blood odsselx interabieng fomsamhl;kmtruamem reedlb@i iR Eemissiimasrireed off with

norma?@éllﬂgkwﬁrﬁ@bis %Is oqgeg%rﬁqgrl 5%03r]’:l sglln% Eﬁ%@ﬁg\éal, %@b&c:ncentration: 50

unit heparin/sl sqilhe)ct«mttlasmsdhemed poce wutrdre@arityefrfea/wrrsmqﬁh@ after that,
the tlsm&a&?m oa;ﬁ%ceg LRRGESk 0N (ttrna { ﬁwé?ﬁégéé fhg rBettérP TRE®ay to treat the

' I nvent1 on, rocedure r1or

umblllgaépqar&i ,w@g tbgpmglgq:aﬂ cayel gygs |c§t to get frqgmgen beut acmthe Bleod was rinsed

off wntl6) blélﬁilé Gﬁntﬁiﬁlng hé;ﬁaﬁﬁ hth@rh HeRIMbAicHRSrd FRIFERE Wéré But%bﬁ’ foRAbitudinally and

tissue were. inside were take,
the bIGSsiasuR R, e Aich or ES R Sri s Bbhpparin-fise norma
saline aas s@lirgto plebey v@tht fesorbl @foﬂunsestseirﬁemtrmhes e Vimitédtoftios Above

proceJu?é) trl&r g?qé&r F%Fn%h/% ma a?sohr}e c%%s%n ast E H’1a erlapo% th%mventlf)n 2. The

sampl@ﬁvah trpreférredfinfp aSewtrifvpe Yibkicoetainihg 5\0011aJlsaluraland treatad with
centnfGéHﬁBﬁ Nh & 3kdf@rd eigmpﬂénﬂhg c %@%ﬁ'sgrlnme vvfa% 428 mtcf heo fr{l ceritffuge tube

hen'rinsed once W th hepari h- fre nor ma I ne,
contan@pg é?mtah%““e apcheentrifuged at Wf%fmﬂﬁﬂtbn pi eces Wi t h

SC' SI%QIﬁéstéﬁ 5@025 Rl §|aﬁfpletvi7@ dRERWithIRe @r%ﬁ‘u@rd)gest_ﬂﬁ%o%b!n to make
I cCa

single gL SRS, (AP EFIERIE AL BForBg. e B PRERLrB B A out sad sep
is: 1. aftensamttifugatién, thet dupsmbiantwastaspimatad off) tipsiraE DT (0.06%6) dnldeollagenase
v (1m§¢@ w%%r%‘x o tge V&S‘,gngaq%,g \f\ﬁ{ﬁ%g dofocgfc%nv%alﬁgadg n%mp I%gﬁl'ntr}fuge tube
and thedrgesumswa&nea‘Medmcet@gamshathdterbmpahaher atr35é&C foor 15ad 2h. Certainly,
v g SR A e 4 e bR R8T o= S e
informetidme 2. thedigested sadutioe was itutediyitrah @ mabealiodhd sietimessof itk @olume, well
shakeﬁr?g(ﬁg r%lrferreg vs{ﬂﬂ %Igcf;lx ?@tetté)ﬁ#o ha 1'6§%m2:§frgaaﬁr}]e:{lﬁosmake single cell
suspeR#¢r.-ne and treated with centr| fugation. In a

pref Iﬂrtﬁ@ﬁeﬁsg(ﬂpks@batéd%g(éﬂéll@ﬁé@d)b%@' fﬁ)nﬁ"ﬁé sﬂb@%@ﬁi suspensnon
into a 50 centrlfuge tube cont nor nma

and mgRocRErA Fﬁ%‘i?é‘&”'&{fe TRV 7008 nip fe Karehanale e‘a's 10 nocuiate
and cUi@%he tdlie. |8 AP leLariyds oftthg Bwétidn Vetdilet PR CEMAY FB? carrying out said step is:
di gestion solution to make single cell suspension. In
one exanple of the invention, detailed procedure for
carrying out said step is: 1. after centrifugation
t he supernatant was aspirated off, tripsin-EDTA
(O 0596 and collagenase IV (1 ng/n1) was n1xed at the

- o o o . o



information; 2. the digested solution was diluted wth

normal saline 3 -5 times of its volunme, well shaken
and transferred with electric pipette through a 100pm
cell strainer to make S|ngle ceII suspension. In the.

. step S903, . i sol ated smq céells were obtained from
1. smi Isspe@néloeéqap cgrugfﬂ dﬁoo rpg’hf r %@g\r@ﬂ%sfupggnémng@q aspirated
off; 2. thel rheseachyethl stﬁnn/%emaﬂtuﬂﬂd@cﬂum Atvmstd’deedl mllahﬁdn shd ghjested till the cell
densitgf(eglcr?efote tg g:cé?((?ﬁ“ ceﬁ%/\%é 8 ,?8 aig# ggvtloam was 6Q:ocalaf,eg nft% multlple-well plates _
(such asaﬁmll pgtespanﬁad:ubateﬁapa insubaor \AZIIh 5810%](392 @&1d, and saturated humidity.

suspensi on s centrifu or .10 mn and

ot cougis BT T mP B S i e e ipRton Y E’l*?é’bﬁ%é%%'ﬁ%?@ﬂ%ﬂts are not
used tg limintreedcbpe of preteationetiihe prefentdrs/eatithe Said weslsbrchipablesteranell culture

medluf%qd\ tﬁ%Peﬁme&Le fféﬁggn ggMa %gﬁ F%%ﬂ&a&ga'%ea TR 8X104

oh Was Thoculated into
nul t inﬁheastm BP0 Ithet Q@ﬂs wereiehted it adlegrentplefication anddnesenchymal
stem del$WERtBhided b rﬁd@;ﬁ@tﬂ?goﬁfng%tohe axakite 6Ke indeiftion fathiled procedure

saturated humdity. course, other paraneters may
for cargfingpub gaid iR 1§ n t he |nvent| on and the above
enbodiAupbiedt purificdlioh trestient, ;;seclﬁbmytcombﬁs.ﬁgmpe of

f [ ..
e R LR S S TR
wash, ey itofastdhengedantp Inew ntissaehy tneldstend oevlecultlme ntdueuns & épcdadifidk the
culturllﬁ[{% %%Lér?w%@ﬁe@fo‘;rﬁm ﬁ]dtn&én]i ED‘?‘% K@{S@’P)tw rthé !acﬁ%‘én?@el@%gpanded to

reach 2% of g Nomesh theeklivrp Maskomd single elewerr o talr@ tail ed

pPr ogethdfesehOhver@bi, ¥ing@ cahd wé@'ogta'ﬁ{e@ By lofdinay ceMiI&J=854 (1600r/min)
of the ElBQI'I fication treatnment, specifica

e Sah3sBRRSIeblainggafiar ‘P‘éE@ﬁStlS’UtW'W’fFFr'”;p%T‘b@t(%é’) la e
populanleh BBduch aingh&emme&d\d@rd mdﬂnybélls Wlmid'fferérh BidlogicalMpsperties, some dead
mes e ste

hr
ool v GOE Brel MRaSE o et ey e st v autE P mdes o
culturennesentinynpe sterr&ieTis) tl(c&e@é%thatﬁsewweh encidbrerapletto geiwl aihering to the wall

were rﬁ?%ggﬁ‘% éfhgmalrﬁ?égﬁ geelllgoﬁﬁa\?éser i%{gﬂ éég%thgl{ wér? ﬁoﬁ#%stgHEerﬁ/{nal stem cells

can bg regremed Wdhﬂe{ﬁ‘gpl@fé@ms wer e obtai ned by ordinary
cent g iMayaaiid Qm,r{glgi&gfrégry@},mﬂqg‘m t he single ceI I

suspensi on obtained after t i gestion w.t
tri pSIPHempangtts, SGB%“O"NPP“E%W%&%P & sedst GP%M%IH‘ P iifauble-
positive 8kll fopuldiief fomeaid siglRycels bhd thebd Wer@lnﬁéséﬁ@mnabst@h @éllsqs’ﬂlated from

tne PR R e C e LS SE e T e G Gon bty can be
obtainacdsmmmthﬁe@dadrtesmnmelbymgeetme&ng,hyrml stemcells, those

ceI | i tﬁ%@&e\g%é’ ke dﬁtm M@sreﬁ%l'@ Fst&r? cgﬁsCW% ?EF&‘B%EF& 5r91 passaged,

re nost nesenc
detallqdmweﬂur@fforcc@rrvlgg phtaieldwé&pes rlotherfeestiyie hyheaﬂasgmemr@mweé wnth a

pipetteC 2Na BRall SABMR&f ﬁ}%sﬁﬂﬂ?@!’)lﬁ@ wQéJédcfeH(i@bérQIV wash oNRAMAIWE aspirated off,
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ol at e
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di gestion can be termnated with 1640 nedi um

containing fetal bovine serum when nost of the cells

turned round and detached. 4. the culture nediumin

the flask was drawn with a pmpette and the ceII | ayer

pet.t ed repeat edl t he 'cel | suspensi on

of P'acsaiaﬂﬁeéﬁaﬂwm' B gela W éﬁf"ialnleﬂgaé'dt"m’iée' el {o Exampig aiypical value for
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demo%ﬁé@rﬁ%@%ﬁ%ﬁss@ﬂ @MW‘HGS It gy lee egsndhatdhe 'S%lﬁféd Ane ewiuredplacenta
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mesench stem ce e surrtace rot ei ns
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Ils has stable biol ogical erty and the cell
o JBiTE &1 152 PR ERreSnG s Dlsytrite ofiapigasiagnesenchymal stom

cells u‘M fak tdller chbadrotyaes arﬂﬁﬁte@ﬁlaﬁté atdueéu \ﬂlﬂdcytd&ﬁelgl%ﬁleﬁﬁhdﬂmﬁ one example
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karyot)t/d%%uelgﬁnl tgfo}ﬁ%rd's@ta'cﬁnt?fbu{ {ﬁ@{lﬁgﬁ' { cﬁf?qur%l%{ergg h@éﬂsg%asuy Under

esse ation
SpeC'f £ H‘e‘“té%'r‘i’lé?t'ﬁfl‘ enditions. 7 eart gifprentiate lntglvamvs types of Zells such as

bone, J:érﬁlbée %‘é?'t@rﬁcﬁﬂ RUSHE and h@rv@'lﬂh@.i'reﬁ NeaRBIA $HoWR that teLadaftion of

icture r resentln
aciosE e PR e MG il 51 e ok BTy R celipt acpocyte
and the 6lilIRed Istfdin‘mg‘ rebulDedd @sutﬂé’] @ruifgecred Iipfd @ropletspuRIQNR! s28h  the cytoplasm.
uce

Panel AT Relir I AT cRpodi O RS S eRgy gl dom ool
dlfferectlﬂtqdmtp ivgteobinsis.cfopdimseswas perfooned {olidendifyttae ostestbasts Paek brown

cells c%l@?%%%g{ffogﬁ {E%gkoﬁéaesta%ihé} Bndﬂﬁ%ﬁ&t&%lﬁﬁbﬁ fja?nx was full of black

taln nornma
particlgg, §q1gggpt|nlgél[lq)wtg§:§ oamqe{,qhggd mpik deprsitiogdranel C s?\/ows the addition of

cartilag-ih8 @i r% Aflte nﬁﬂ@@ﬂw@'&@l&u§|Hd’th€%§/%r|e¥3|oruﬁ%%teog$jé8§{NEé Shdwh by
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cartiladeade|l- sbétflﬂkﬁbllagﬁnhﬂbh&, detattbd 8" lmmunbcrhehlc@umethﬂad-,—cﬁlﬂlagé célls.
sho

resu |Pé1h9etsa£|?ﬁ ef'ﬁgﬁi 'Iglrsg?]tﬁr};\e( ri:pé)h(paggenﬁ pj% & ae{nesenchymal stem cells as
trophohlesefm:hymalh embeynmic sfehmscells thi S&) Iapd)wtlmsemlammld: $tem@ells (MESC). As

cytotroBﬁ&BlT%R@'p é}fi Fr%ééﬂchyﬂq@%té%?ﬁén‘s éMSMS?F (308 éane'1 éL@ipS'rt for hESCs

e seen int
and mE%%% ang maiptajnbe a@amvmeﬁteafcecﬂgtnébgrewn%fferma@éﬁtate Currently mice

embry®fi %ﬁﬂ%t@(l\ﬂ@ls)% Ué@@ds tid f?é'BhGSIIaéts'for rﬂlisfdsearn@ 'FﬁES?ﬁse ﬁoWQJe@ there are

ost eobl asts, Von Ko denti
many IG3EGE BEidhe MBF i Srcimnoueitiar <t i Siombeb e b papgaminatin
of animéb oridghoexsts;St. &iany Mipearedd tdise $a¢hﬁcfed®cb bxttadr a BRjeriumbenst MEFs. There

e unfbh s BB s PEDISES o RHSRRRIGIN G RHRI5  ombrvoni
stem celtkl il 1 Sinme thd matedaltis takerefranm dlscardgi plgeEnta tissuesd heathly theman,

cells, and the expression of proteoglycan was shown by

Al ci an bl ue staining. Panel D shows that after the

i nduction of differentiation, the expression of

cartil age-cell-specific collagen Il was detected by

[ rmunochem cal rret hod- cartl I ‘age ceI I S. It | S necessary
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cytotrophobl asts, placenta nesenchymal stemcells

(PDVSC) provide growth support for hESCs and nESCs

and mai ntain the enbryonic stemcells in their

undi fferentiated state. Currently, mce enbryo

fibrobl asts F) are use t.he trophobl ast for .
sacrifigjpgmany fife edi o svisk 09?%@“@“%{'103 OP%HH?' qrigfiis a¢qidsds 2. it is more
advant@eags tblnge MEﬁaraBDMBes b GEIMbbaSI hiidan smbriyorie llemdfedsMioh culturing
humaréemhgonlc Fne@ece rllse d H%% %%tglg@ﬁfplgé%‘gg?%hs D‘ﬂ4§ba%féabféhgr choice
than MEFrrber of MEFs. There are unique advantages for using

AP ingt i

o R b Ia RSP B AP B o
mesefohyRpIHeT 68llg dHons exe@ple#f the Peepest invenieraiin g steprdg01.the
meserfcA§ihbif steph Béllsmdlﬁsf&i vlnﬁn éi‘a!y%é’&”gestlgn sblhﬁ)nr U&Kllé&fprocedure thereof

cont am nati on of gin Is_avoid

compriggs el aﬁgmgg@gf@gthnoof Jgeé;eH% PSP BNEED- Oésf)twaé[ﬂqs%q fggglgestlon
when the dallsigraw esTion080% ofsthe nT el lcattdreflasku?. twlfeh 13gid nisg@Athymal stem cells

e B A SthEDER S0tk GrE 164 el HiRSing bone
serumii gure 12 is the flowchart for the net hod of
extr Fﬁ%é &Q%b*ﬂﬁozs ELQ{U ?&iurﬁ%é UGdedhto tﬁ@c%‘ﬂ@&@a’ ek focrtlrﬁf&hlation and
cells In one exa resent invention.
culturigg, é\@d SFEG’lChY'F‘HeSteni‘ré@d'é‘#ElI‘f? ﬁﬁd'uﬁft B wag addes! topramnale Eﬁ‘éé’?%‘o produce

more yuc?éiloﬁ%m i cﬂa@élbdj sﬂacéda}rélmb@af cdﬂﬁa‘-naéé eg pr ?cedur e
i cation of

t her oé n“? ses: n? 'Tﬁ
cel | ‘f"l“ “@Wﬁ?@e@@}@ tr\&fé’ leqlRRE$ 19F ngPYaLon;asH °“'tu”"9 Ina
preferbdd&ﬂaMble dzﬁdulled p@icediré of tad abtve 80i0 indsbrchimalicstdm el dultu@ medium

flask. 2. i d h I I d 4
was et s ol ol ey REAGN G Pl 6 Bl Jonablifiiee x 0
cells/micthe arjestied aolatmnivaasinagglated intm the colture fraskl amdtchidured enm@n incubator with
5%CO§;$7|0§ ngtél |uny%§du@5§|§m V@ger @Qg'ﬁ;?eé &ttlﬁ)e E) ﬁllvlerﬁghetqe 5%COZ
concestration crelylalsolletadjustedradéondimgowaed, asddeals 10% ;ﬁ%zrﬁ% etct he

' |1 f '

c reocg J\?Ij%gnéitﬁ@;é? 'EBIE @ﬁ%gég&lirﬂ B &%Catd%éw&ﬁotg %eaéelllgg) produce

more %ﬁﬁﬁi‘én fastoss- the p@fﬂrneé @K%ﬁpl@ elefaged procedugal of the |abweaﬁﬁ<%p is: when the

cell Ia&‘é#'lﬂ ﬂvﬁé 'cﬁ‘lﬁrre hdxk@xpdMaed Brdoes] RN redilt Rhd RRePsRGRE tHeells were
he ahove step is: mesenchymal stemcell culture

WaSheﬁié’mhuﬂlf‘losRXE? biffed into the collected cells, well

shakpnh@fidt meffetisd &ehniid df tﬂé‘kﬁes‘eﬁ‘ui Invélfios, sald rh@s'eﬁh%#stam cell
S 11nN0

104 I1s/m; the t | ut | at ed
culturgr-( nguw%c?o&ﬁsﬁfﬁsrtgemegg‘% oS &?tff%t érdulwﬂhfag r, aH% B%ge&dgnved growth
factorvin the médiiazhe BofCenteation sfab:aalpabr@dlahugmmrlﬁqptorlwasdhb/eﬂ the
conceﬁl)f?t{mlo? al% et &Qﬁe@&r%ﬁ@ﬁ%géf%%ﬁﬁgm Intttlﬂgeéam the mtra]dlu contains

at| on ted according
96. 8%swghta>§rcw@ee Q%de@td@m 2% vxm@éﬁemmfage @ftp@mc&@tqtreptomycm-

glutanfikd §d|'lﬁt%n g vdightherentagd @Eﬁ’ont@ssé’r'it@mhlﬁo bBi8s, ®elok Srelght percentage of
nore secretion factors. In referred

. B- me&iaﬁ‘?ﬁ%m' 8894 L meighppeseaitageaf sQsfiurp Hléf“‘é% ve step is: -
when|nttheseddad prefemie@ lexariplé BEthE plebétitehvehthksfxk mabsteyrh 8l stem cell

cuturg BRI RTSG8 £ FEALE RER S R Lp oAt 2 G =01 pafeiet Berved growth
factorgn éfeemedium ke ngricentation hfebaplc dbehlast gnevgth tfactor was @i5dg/ml, the

concem?%ﬁﬂ %'F MIE@SeIt gé F/B%gr%lnll(h fa H?rgcltf ?ﬁr geﬁ% :th%erﬁ?c}u?ﬁ contains

96. 8"/@@¢|gh1@grcgntgg@ of DMIa\dmdlum ﬁ"/qw@ght@grcgmtﬁgq efpenicillin-streptomycin-

glutanﬁiﬁ’é‘&ﬁ@cfoﬁ a{% QRigAT pdr@sitage bof Moroddsasttal ShivkBad acton Ovei@ﬁfspe%entage of
' concentration of é‘%&at el et derived growth

B- mefcget%ﬁha'i}%én‘i%d‘lefﬂ t PeTEENiageOf sQHPPEWVRie nedi um
contains 96.8% wei ght percentage of DVEM nedium 1 %
wei ght percentage of penicillin-streptonycin-
gl utam ne solution, 1 % wei ght percentage of
non-essential am no acids, 0.1 % wei ght percentage of
0- nercapt oet hanol and 1% wei ght percentage of sodi um
pyruvat e.



In the second preferred-exanple of the present

i nvention, said nesenchymal stemcell culture nedium
B conprises the nmedium basic fibroblast growth
factor, and platelet derived.,gromh factor.. In the

et Bthe ol pEAEE Fhie OF g pesshtt sential. 7¢ BRserhgpe tem cel
culturedeedivrad gpngprisés tha atediumpyassi@firglladt growth fabos aed platelet derived growth
" ._ . ‘ . .
factor.rlrﬁ&e%&&%ﬁ%&n&ﬁ?&gg& gté bﬁaté?acg@togpgt d?g\btﬁ ?&E&%quOWhe
concepieation of platalet dervpd oroydfi factoyvas Hidnglenl.dothis $xample] thggmedium contains

96. S%Wlﬁﬁ%eﬁgﬁtﬁﬁe‘emmfme@% Q%S\ﬁé]&ﬂt%lerc@ﬁth{;@of%hﬂﬁm s@eﬂtonﬁ/cm-
ercent a f R nmercapt oet hanol and

QU SHIoBC s ROHERETeAtag8 of TR PP PUIPLEIBING Foics, 1% Weiobtperagntage o
B- me@éabahémam(mmeﬁgho er&mag@rc%@dimm Ippr\aeétél on, sal d

reci B §H§§i£%e&{t;l'%°§ R o oo Bl 7 rpa. and te

secretide product vg!s_mmdlnedf dlog datailed rprdcbeurﬁbﬂthe abovelstep i |s 1 the culture solution
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was c@%gt%g%ﬁd%% %eﬂtfa’ée{r:@\za CJ"HR%)&; Qﬁe?%&nt%@ﬁ@?t %ﬁﬁtpﬂ'r fay‘gﬁm ina
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after cﬂﬁﬁitna %r%%&@'mr cir@yRYRE ggrtveﬁgd S5 HoAIE28T0CHNEMin, the cell debris

Yo wel ght per cent ag

was feﬁ?éw% ?Pq' thﬁ SepgTR ?drﬂf’éuCﬁ"ecgﬁdu? é?ﬁ sRlutiop wae fiated itha filter of 0.22um
and th@eegbtormmenww@otaﬁedﬂ qma pRfeidl eRdmEE) detiled p:dseduEb Jf thé above

step i g?r E iwgrf glgedl Eﬁfz%m?t Os Ear(ljﬁljf cfl\%%s (§> %cbed and stored

under Mﬁdnuﬁm@‘ -2@C |fﬁ(2t cey's, Canld tthisneplsvet uhder thenendidensfr-80 0 gerdong term
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ter centrifuging t har vest sol ution at
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for thr¥@m&Pkitrewatetkor idjectidhtana @datdoake i Ernight infwaitd dorjédliodin a clean

filter of 0.22pm and the secretion product was
containgfi ai ned. In a preferred exanpl e, detailed procedure

of theThelhanested selptidnswas a‘dldedi Ingd arouitrafiiteatipre cdpaiiinedworkib ) volume

I
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mstruét ?ﬁ%f tﬁ'e ergﬂt?atigﬂ gutg 'tﬂéﬂa‘?véé&% sg'uﬁort ﬂgs Qfd?fi & %gﬂlnﬁ)\?@imﬁle vas

resen I nvent i on, sai extrac
reachqq,] gtegéth(é{q qgﬁerrﬂngg]fcqrotgptlvm%q]we{?%pn gt @H?Q?@IVY% introduced and the

filtratidnWtdrie@r arkR® bmr&eﬁtratémmbh dblaMed %ﬂérdhé‘?ﬂfﬁét@h WaB collected Ina

preferr%p ee(uct IquﬁE@ﬁ? PLc %Hnggftg% agcalﬁaf pgg,gtltroger?g@s lgtrociﬂced and the filtration

starteq)litdyaakd egnotedithatthe passsdre sladuldise ifergagedsiwly ih éhe beginning of the
cul tr.afi o)
ﬁltratloét%nggtg% rlnéé%tn% g{')};rfgggg #tﬁnedﬁ%@g’ncg ltt{ ?ée wééd&%gs {é""dﬁ.fhg tﬁe/ filtration, the
nitrogereprbssareecanast becdver 5aRSH thepreeguse shodldt tteeremmu slawly aftesthe filtration
was fi ﬁliﬁbﬁeﬁmal&o{hetcgﬁt%ﬁtrat oﬂ%s%rma\f@itﬁenftﬁé hérws?e%téo%ﬂorﬁﬂ‘ihe
en soa over ni In water for injectio
ultrafilgation pup Wah caficsalate "0 2pHiEesaine é%’tféﬂt@%‘l' sRlvtieA V‘W&§°'@G’&€d‘ a super-
clean béHch aRd stekddiAbi-8d°C dttighaterBr futdrd uddhe wor ki ng vol une
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pr ef t@theedteéueﬁepptymaa@@rac%w'tyrmedjw 8 Vs nohesedathe peotein
conceftr&iBn irSthe tHieMPAEd 3&tPetioh PRJGHE WA B nRNA. IWAEN teXrdiBnchymal stem
system were assenbl ed according to the instructions
of the ultrafiltration cup, the harvested sol uti on was
added till working volune was reached, then the cup
cover and the protective case were fit on. 2. nitrogen
- was |ntroduced and the f||trat|on started and the
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started, it has to be noted that the pressure shoul d
be increased slowy in the beginning of the
filtration and the nagnetic stirrer was turned on once
there was pressure; during thae f||trat|on t he .
itrogen pressure nnot ver 55PS1; _
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figure, 'éﬁ\éreégahﬂﬁ’tloﬁflttv@s fm%ﬁfﬂé é@&retlbﬁ p%t?ct of BHE%tEI H@&entcﬁ'ﬁnal stem cells
secretion pro uct of nesench yna st em cel cont ai ned

contaigeq %\P@?@ Nyfteseef ast grouth fa@th%PHPS Efnécﬁokﬁ‘geﬁ r"?ﬁﬁi‘é"%ﬁﬁwps as indicated by
the ar@@k iri@eAgurel ecul e groups. The proteom c of the

T e S 4 B e TR S P BBl EUgE  hsenchymal
stem cfedm trebirtfinadttioss ih dvegfellowmyEzpects hireprhainlg etuaidated sepideymiIrepair, human
cosme%&q'%&% L diiSe ﬁ%ﬁ ﬁ&%aﬁrﬂ’c%ﬁ [Brjogucgsene products, anong

ere were a | ot of grovvth
fact Bne rgeséﬁmgwrélloatalsn gravisles eh epigerovel eellzaprinmgt etisol ¢asmprising

comprfn%ﬁts o?%@%‘o@r&w G&é%nta@%e@at&% G%reé:e(% five b %th%gﬁZnts 3%,

secrettpNFpF@pgt 51593 co{}g@a 20f/@feregﬁae Elp_epervaqyg may| |@ﬁluq§f|m|dazohdmyl urea
0.15%¢ pﬂoby’dgﬁﬁbdﬁﬁ E%lah@ n@tiRfaben DAGYEL IRMIhRctabielcbhPase glycerol 2% and

hyalurw éﬂd Jf%-ﬁ%&lée ?ﬁp{ﬁtlg? Hroﬁﬂ?té;eﬁg% oetfagog by é]eénc%qr{; daescrlbed above.

i mpointaanthef eampiecsttiid mgsanelnherglbovdam eamérm'atoabcdpasmg lokion
f X t e ,

compr SE‘L(’; ?.% édon%H{sr%ggg <§Il%5v+n% vfegch?ﬁ%rcgrﬂa eewg OMF'ger#%e (fg‘? secretion

contai ned a | arge nunber of cell growth factor groups

and col | agen nol ecul e groups, as indicated by the

arrows in the figure. Here, it is necessary to

illustrate the functions of the secretion product of

mesenchymal stemcells, their functions in the

foll owi ng aspects are mainly elucidated: epiderms



cosnetic, regenerative nedicine, healthcare products.
The present invention also provides an epi dermal cel
repairing lotion, conprising conponents of the
follomrng wei ght percentage mater 71% preservatrve
secret) r.oduct co

producé 8%@ gﬁ 5,;9}{' WEerﬁpégeep%eqtapés ”?‘?@'V?ﬁﬁ@ 0. 25‘% andJ hya%ronic acid
0.25%l m dazol i di nyl urea 0. 15% propyl par aben 0. 2% and

nmet h a aben 9 tan t
o6 A OREErBrBie e e rirepl VR R <BORPEA RS SR G Bror
comprises cmqmbniaroﬁﬂ;nd fdllpwing everpht bmdantamswauebw amigazolidingl urea 0.1%,
X op 0 | %
propy GABLEHG 28 ARl BarBbert PP AIRSRIN 1, RYRRLAC Geia T4 Secreion product 2%
Co"ag%ﬁ75%e f ol I ovvr ng wei ght percentage: water 94%

UMeR{ABihS: Ekaritle o B! Bedetliniehtion skl epldefinat Ll f@Baii |erbn
5% wherein the hunectants conprise glycerol

comprﬁyapwmﬁeetsaérhe fO'GW@Q%e'thP%{ﬁ%F%r walkery esesreﬂémeoduct 25%,
collag@t 2eNnt | nventr on, said epidermal cell repairing

lpg: lclg rYteEa ééng) aﬁr?pl%@l’}?gprgg%ram%nt H salrcpej@ricge\ghglng}f\%pgnihg lotion
compr'pespgrhrpmlealse)ﬁtrﬁ fakivingwieight parcertage: Gater 88.5%| imierdlidinyl gea 0.3%,
propylgé{rgé/%r{(?ﬁ%a%l%r&i 1%, W?al@rﬁr’ﬁ& §§i& Q‘z e%c?&r%ﬁbro%%&t 1557 Lér%@@ﬂﬂm%

ot her e resent | nvention,
sai dBeggusRiMRBRCTEUN Pro ta?frn%gnqhamab%ﬁem e9jifAcrasdiag to the present

mventi%ﬁ 'ﬁEQ 5igAifi @an@ﬂc)rofehﬁ/efe‘ﬁe&tgmr 3kin ‘ﬂ@rblﬂl%tS ﬁﬂfa%%?/ér@gﬁ)wn\’rﬁfrﬁrexperrments
roauc cO

of resrgtwgtﬂp‘%g AR Onécprggentqeéoxtﬂe@gg fgPairng gmoplsﬁts trgaé[:%lp/mortalrty caused by
the daffagél ef ivatoges Ipkrokide aan benggrifidahttited @etaftérIRs additivp @n ewltuge medium

into pla?%nga O?enlarlry%%I rs1l%rrr“r(;)cae|l grrg)tgy)gse fcg\‘r/:f)g p'?qgg étgr\é\@éaﬁsrua}?\%& /%t/@ of the survived
fibroblg$ty was imcreassd. krythe expanimentsof tbsitbog the damageoof hydrogerciperoxide and
reparrrﬁg%roﬁlaetls El%ﬁ ﬂwrl'tgﬁ{? %FQ@Hfﬁretdgﬁlaggw r@mog@n Bérgg&@rganq;e significantly

emcells accor
reducedrﬁf@ﬁthe@qdﬁ%ofsquﬁwp MmegiAt infordrcecta lmﬁée'éffhﬂ'@élt%em 6?" sgregon
producf,té kihaRlong With tid indtagseRe iR CNNBMBUItthé BEVIeN PAE oMY HbPoblats was also
esi StIR t e d nage of hydrogen peroxide and

C'ear'yr'B‘Hﬁ?ﬁeid geer |QHPeo ‘asts that cell nortality caused by

t he Eﬁﬂﬁ@thefephyﬂiwgalﬁemmmbtdﬁ o@’mﬁ plﬁﬁseﬁii igvintior; tmatdr\ysron and
prolrfeba?gr& gpfq)ro% rﬁes seannghvaﬁ%r?aqlgﬁéo heli Ilcieﬁs can e C;%romcc Erkj/fnd fhe 3ynthesrs and
secretion rorﬁextraeeitrwrmatfad are promote[d, sthfeatstm gnowﬁdof gfanglatitn tigsue is promoted
and thg@fhub ﬂﬁét%égrﬂesoéﬂealrl]évgég rt§§ B@irsfom%ﬁ& ﬁroﬁfere{trgﬁ bﬁéd.&é%&r*b%ns are facilitated,
so thaf thp .eartrreaéqten °f:‘é‘Pl!nd nﬁ)FPr?ﬁ‘PieﬁyWB%’UMy "}ﬁly't ‘Pl’ﬁ’é”‘d’&?\dﬁget & promote

drvrsroh)éﬂﬂ Qﬂﬁf%raﬂr@ﬁ @Kﬁ%l%rﬂ&/a%r@? lehddtrenbl délls a8 WéFF aéltnafsthesis and
d|t| no %rerre uminto

secretmgé)éﬁ)gm rértaérm ﬁcéﬁ pt the growth erarb'l"’a&"uiﬁsge 'Sé)ﬁ%lnaat?%ﬂ@d the wound
is shaWdvieh it falitates treamsmf arﬁhfﬁolr@bﬁatﬁaﬁmﬂaﬁrdermbeceﬂmamumﬂﬂhe rerhaining hair

L5 Siahii Bh S clearl.y .increased e
olier oy o B ot B 08B e Rl f R ey 1o
| ot i Dime ade ¢flthe secetemproduny efithis d1ventidnén the\asgaadof raunn cosmetic is
describs +ék§verat| on of fibroblasts and vascul ar endot heli al

S can be pronoted and the synthesis and secretion
of eXkhe ersereticiefact pithe placantab mepeyichbyrasl steghcellisgeretianegproduct is

achievéH (B%hltrzﬂ'fg t?é Qkﬂlr’d( aitth@fécfoirfs%é%téoso VDI R&RkAAescAB)mdNStem cells to
sinus trac shal | 0
ncrea B preEiarcsl COlPOBD AL UL BEITSIRME o 361 fPoHR gete. Tpat the sin

is elastib&tmaikie be@u%élﬂielcwaglen Be®@&tethMy filshoblast peusrmthedierrMh efithe skin forms
the sogfR 8157 plh T Sl B saf S b R 8 pr b Poaucea by
skin figablestivells fat savetal ©|dsza theedamediine the velyme atfibireblashcells is also increased

secretion of extracellular matrix, so that the growth

of granulation tissue is pronoted and the wound is

shal lower; it facilitates the division and

prol i feration of epi dernal cells around the remaining

hai r



follicle, sweat gland and wound, so as to facilitate
the epithelization of wound, see figure 16. The use of
the secretion product of this invention in the aspect
of human cosnetic is descri%ed bel ow. The cosnetic

for mog%%ec%Q g{a]rctﬁq ey%éqa}grggéo%gr&q%g\%a%névnlﬂ glitj Sr?ngﬁg‘,l qop'%gen will cause the
thickn@dsidnt tdgnsity of the skia demis tosineregdectill thyY wihiaes eliriinate scars and restore the

mcells to increase the production of
e|astuc'¥£?r?cﬂﬁ§ trée{kg ‘stinmulate the growth of skin

fibr umadmtthe:@acres'on Preducts hiamedenphyingal ekas:telltcanegdded infoya cosmetic
S f
formu|t9.ﬁ1g%3éﬁ%§s;‘£c8?@|'tnhrgggﬂtl X 55?)585 th%’ el décaﬁﬁ’o _d s t gtﬂerlj,c?llagen
group,RNRIned ] iesasaceetipd progvaizican Premetedwdiesynrelae syitogsis, ficilitate the
synthelsR&f 6&'abé’rﬂ§rﬁb MIQQHPHG@@ s@c‘)fete%KlId@]eﬁ %m%c% thle@Jo'n% akRrand

al
egcopfqtﬂp%@p&@ttcoﬂ qngusf fibeéq ggthahlé P@a@%&ﬁﬁ%s °ff"6‘?'3twgt"k9 thé, skin, enhancing
skin eldglicpg redieing skinevriekles and m@fﬁmlﬁwwﬁa@ﬁgdﬂébfo@émaftloned epidermal cell

repalrlggFo%r? gf%? m%%rltloﬁ Egr{] ala% ?ﬁjsse%qs r%d:%? g'g%‘g”f%ﬁ&?ﬁ efn%tpﬁevent skin aging, its

effectsare nmve'sm fi gmrem7nlaclearsfoap®vemd<lrr elgstivitearidibe sigh hedant tight; wrinkles

at the @é?%t]s%tj%reﬁgadtbté@arﬁ HH"O\}VQ'U@IIGISMI wWal &6 c?%E of and p gmentatlon was
products of nesenc stemocells are a i'nto

improvedsnetic formul a. The various active ingredients,

espeakiaké ¥f thB8ed&ton ;ﬁéd@:‘& |h ttfeaé‘stp@ét o h&ARcAB Brdd0gts i |s descrlbed below:
col | e secretion

Can G e Rs SRR B R MEer el e foPBaf Fghaged ski

and reS-)bmob&ﬁ'esk @fposing blargaguaamkemeh iragen@siendsot attive €actors, such as basic

fi broblg:?q )gro%ﬂﬁp %\"ﬂ’%l—%%ﬁj %g'f’e%}ﬁ' grrggg{jfgﬂgrc dE?;gz.ﬂ?ceg@ r?%gpcr]y{nal stem cells
can Sehaise latge apidustefdhask gnmitls fagtors iTheset drewtbiactors eptayodan gdjust the
dlffere%(dtlen Qh@ﬁr‘bhf@n‘aﬁb{n oife%gfé%gl QeiRkin p\%rfnﬂg Lgs &@@Ffﬁlﬂ\é%%tc'aﬂ therease

skin a orenenti one

the elastigifyjof ﬁ@%no&eﬁ*@ﬁe the mojsture perdert pbﬁhe &kin. Ibtpog\éalrnfélqu@ré"a ang other

calming @4 ?ébaﬁiﬁb rth‘édléH@ & r@ﬁEﬂrsFﬁﬁ@M@Mm §Jffhéhrﬁigh B&ditidnt the abundant grape
It clearly inproved

seed (it SoregBr e a0y ient e Sk 0BG RO PR W R cels,
intensifitthé repattiagbhttis saaitdmfoerrehma@hotmaam peotadttieratunt bemalm and

preven\gﬁn% 0%(%8&{] W%l@v%lf’lt of tﬁ str:g?rg ggrg\%g b ehé/%a rgs%ugg{émgpfe ng ordinary
cosmetie plodhetawith theawen@yml gevcel mebtbelpmduct oftherimvention, and grape
seed dl*@wm%gelﬂ rqﬁlﬁ;lgy n'{(%tﬁ'c"agf ﬁ@@dr@g% ogg% [éacﬁ %{attﬁlg ﬁmvéiﬁlglq ptegple skilled

in the %rk?rﬁ é\w@tﬁa@fwy”wwh% fprmwb{mséfa%sq@rqﬁ'eg p@pus@t@t tmﬁenvenﬂon to current
cosmeti@ploaiids, h‘ébilﬂ*i%an’bspr&ﬁﬁtscandfmé&'cﬁmeﬁ@t ardf @Mtaﬁrﬁ@n@ﬁs dsfrEd cosmetic

prod ucﬁsegsﬂ@ﬁg%roggﬁ%\é\bhqd&g%teg% bg gtelséfr@trpg§ gsg tWLﬁ]r@ot (fj.frther described

here. t hese grovvth factors. These growh factors not onIy

can u di fferenti an rq eration

cpi AP Kb FHeghitR ekl EIERbieR el B ARdRChhe PRyt are no
used to liroit thegrventidre Aey astlificativy, aternatie, shprovemepbarat te tikeemade within the

iy i f 0. ,

spirit agﬁgﬁ éﬁL@ Ofctﬂlgtl mhtho?ﬁ shbi 98 raz B% !?\Fllu%i]éd f‘%%‘gé dd?éhdtt%cfwﬁ) éi’ thi€ invention.

repairs the stratun1corneun1 In addltlon t he abundant

grape seed OPCis an effective anti-oxidant and

anti-free-radi cal conponent, which can repair cells,

intensify the repairing of the stratum corneum and

can al so protect the stratum corneum and prevent the

oxi dation and yellowi ng of the stratum corneum

Therefore, supplenenting ordinary cosnetic products

with the mesenchymal stem cell secretion product of

the invention and grape seed OPC will surely multiply

the efficacy. According to the teachings of this

i nvention, people skilled in the art are aware of

vari ous nethods for applying the secretion product of

this |nvent|on to current cosnetlc products

T R o o . o T I



here. Those described above are just preferred
exanpl es of the present invention, but are not used
tolimt the invention. Any nodification, alternative,
i mprovenent and the |ike maq within the spirit and
principle of this inventiq %ﬂguld all be included in
scope of protection of thi ention. 16 CLAIMS 1. A
1. A mstrol dat ekiaictieg tneserichyngal segedel frpnetunsinemancielal ehbrgo) dharagterized in
IS | Bl ized in that, said nethod
that, sg'gﬁp?e?ﬁgggcgnﬁﬂgers%{g?Eogg\;\\'nﬂﬁn%&é%gps: A. a sanple is taken
A. dsareple israkenrbasedoon humanedr arimiat srobryarand centtifugé theesatripie;
; . | . .
B R s ple ey B o oA Sof| R EcoBsion, wherin
said egzyme digesiRneSAHtige SeMRIises BYRFIT BIATA Bh$q!I3ganase Mpsi n- EDTA
C. adttmésthtBatnass deleulfure AEElUMTRSE ENYdIREd SThEIB'CER, Inoculate and culture
ulture mediumA to the isolated single cells,
the celfyocul ate and culture the cells; D. treat the cells
D. inedt fheadhewignadhefpnre purtiastioamnd nbtabbhesenchyamesteinycetd by magnetic
sortinqﬁ emcells by magnetic sorting. 2. Method according
‘o claim1l for extracting nesenchymal stemcell from
2. Methedhageotsiingda iclaim 1 farbxigasting mesangleyneal steaicell fromhmantdn@nimal embryo,

chara@EHz¥8th tﬂétgﬁgteh%escﬁ%é&i&rp&lﬁtﬁn $PdAH SESB cBrpRdER! | Ses:
Trypsin 0.125g/°L-0. 75g/ L;  EDTA 0.075g/L-0.125¢g/L,;
Tyeffl  Col | agenase |V 00-339/4~0379%/ L. 3. Met hod

epggcording to claim2 §orsgaxbriasgighdmesenchynmal stem
ell from human or anj pal 0, characterized in
COI%H%RH,SGI'\?:e prepar at | oné'g%/ltﬁer%@ﬁzyne di gestion sol ution
3. Method sedodiirgtte plaih 2 ompkiraztisy mesanchymgal $R6sell BohiBiithan or animal embryo,
i 0:.Q. . o
charaGERLRT A0S bl B L e B0 ratSrsolAhh q4J B BRhories:
mixing| 19Am! P-HIBSS aehtaining, 0.0pg tiyesinend 6.02@ FAIT ArgNagvithl 190mi normal saline

. ; .¢ell from human or
conih 1 GO RANCINIR b SE) 1O

4. Methpd arerdngde clai frfcE extracting mesenchyseal siemel &epyhugeag: or animal embryo,
charatﬁéﬁ‘z'eE _ 'inrfthibt,rg_ii’tk \}ii\\;téﬁenf@ﬁﬁf:‘él Qteﬁﬁé‘eﬁl@ﬁltule:l-g%ﬂiﬂ}wﬁ@&ﬁ&d{s%: medi um
r 0 act or n - n medi um
BacH] SR G DY o v PSP A 100ng/ i rmedi um
Epigdriabgrowthsadtat nedi um tw/imir-1@0ag/nd ongaament s of t he
I L1 ' perc gen I um 68% 97%
Pla{ﬁf%%i?r?’\\fgggro\g@%%[ ood gﬁz@ngoof%dﬂﬁgti biotic and
whegkint said medidrvcomprisee serapaneats oA theridlowirigdveidhit percentage:

DMAM hadirh dant  0- 0. 1% Sggoljzhpd according to claim4 for
extracti ng nesenchymal stemcell from human or ani mal

Umgifier gerd blogf glas®eer i ze#oT3% hat, t he adherence
AntBibtit BhE @lfamihet r eat menfoi n said step D conprises: using
a gsi[(?geﬁte.to take out_ non-attached cells, adding
Nomgrseaie! @%in°3619t 0 wash'And exchanging to new
Anthedaanthymal stem cel 10-04P4 ure nedium A to conti nue

5. Metﬁb’é E&roidﬂ%’ to giaﬂrﬁ Hr'@gtrécnr?g r%g&én%hmﬁl IgteH Jen ifﬂafn human or animal embryo,
characterized in that, the adherence purification treatment in said step D comprises:

using a pipette to take out non-attached cells, adding normal saline to wash and exchanging to
new mesenchymal stem cell culture medium A to continue cuituring, digesting the cells with trysin-
EDTA to obtain single cell suspension when the attached cells propagate to reach the defined
volume of the culture flask.
6. Method according to claim 5 for extracting mesenchymal stem cell from human or animal embryo,

characterized in that, the magnetic sorting in said step D comprises:



EDTA to obtain single cell suspension when the
attached cells propagate to reach the defined volune
of the culture flask. 6. Method according to claimb5
for extracting nesenchynal s:%m cell from human or

us@qr;mrrq?quaﬁn%tglsapér?@ochgs%l%I égné %3173 8 q??gposﬂlve ceII population

from shiirsingyEys eﬁmlysmnatynﬂnstém celel isutated DT lheambr@D73

7. MetﬂgﬁﬁJ ?cc%r ng[;[%rtg Iany ﬁes‘gf r%:i: é(ﬁ?ctlfre'né orgsg a a% égeg’f ?eél r1‘&0{1‘hr(1;)uman or
animakerhbrye. characwaquiomﬂac @tierchamgstemD arfnythen@nmnseﬂ ains 1-6
t or
= Jr&{ag%fﬁ#gf@gj da@&g!?ﬁéﬁé‘agt?ér [ ng%é@%?\ﬁu%l Eteﬁ{%meg gyg{]d step
F. epfragting J‘rets‘r‘?é?et'%’bh@ﬁ‘#% gkthe mesgiichpagatanhesiand passagi ng

8. Methb@at%h%dl@‘élaﬂ‘ﬁ$ et atthg MeSENchhal StenPédl/iBM hufman or animal embryo,
extracting the secretion product of the nesenchynal

Chara@?rgﬁgHbtf‘Ptssa"éSteR/thq%”%cor ding to claim7 for

F1. eligtesimgtthmg\emamdnytmi cedls @ith esdymefdigestidneshitiogr ani mal

F2. %PEF% ?Lélté%{l!ﬂgé ar?ﬁtr]rgg '}rhé %Iléﬁ?]eaI &ﬁé fO{ ﬁwg&ﬁat‘%b %Rd glflﬁlﬂ@ h§ ggding |
mesenghyositstenm callajulivre orediurpB tcasimwage thelcellste pmeldcwsacreubmfactmes

F3. %ermthﬁﬁﬁﬁgné:ﬁll(rglﬁmgft cdll@&@&‘k@‘fﬁé) m’ﬁBH‘ dnd loHérn'irﬁghe ?élﬂjetlon product.

mesench g temce ure dium B
9. Meﬂg?cﬁ ﬁ?ﬂ°5¥f%9 tp5laing B fer £xirasting w%@hm stem ‘Eﬁ'i frp@dtuawg ;or pgmal embryo,

chara&@rﬁbﬂ irf 84, Qﬂd ﬁiégerfchi/méléfénﬂéblltch@ré HelrRft B oripHsbdbadic fibroblast
|n|n the secretion product.

9.
gro‘”"l\f%f’tﬂb J;%%tslremqﬁ'de‘?%m&’f%?ﬁ?% for extracting mesenchynal
10. Meth@hfocettlactirgahe Seonetion Prodacti dffeles@ithyryal stencdudls abh@ttedad in that,
. .sal | stemcell culture nmediumB
said Mgghr?%?:?@gg e%et\gel @Eﬁﬁggﬁst growt h factor and pl atel et
A' digestingdheymesgrichyral tstem cellg withiendyo digestiengoiution,i ng the
B' %@&lﬁ&Eulﬁ’JFb HE&QH%to ﬁ'fe daﬁé:?és abcé(l rydﬂ@tl:%@g)‘?m&ﬁéﬂoﬁ'and c%lturlng and adding

haracteri zed in that I ses
meserfcavmemf% cellcufyare mediup Béxsstimypte the caisse ﬁ@(ﬁy%$ecgqtlgrﬁ,factors
c' %@hﬁlﬁJng tahd ﬁlﬂét{r’@ﬁhéi tQResttd @Lﬁ]tu%)%dﬂitl'oﬁ bind Bbtaﬁmlé;: th&@secretion product.
re e ected sin ells
. Mqtmffﬁﬂcgrtd,ng ° 8|ﬁ'(5n ﬁjﬁ%f E’Piaﬁ‘g"gt \alopr 'BPH ﬁé’g@ﬁﬁwma' stem cells,
characiérezed trethbt, said step &' fﬂﬁhbrmmanste@ sti nul at e the cells to

A f rq‘?gi%lrég?q tﬁs éAc%gT{alasgth aeﬁl(s; lljjﬁlp%qs&] ! r %i fa%’l goll?tloa containing 0.05¢g

re so

trypsinodstddl- WQ@TAWQN@,ecr etion product. I\/let hod accor di ng
Ai%rﬁhr@dtlﬂb ilh%cﬁ stlmﬁrﬁﬁb%dwﬁ?co%%lﬁg} d&ﬁ\egé 1Gheth
mesench stemcells, characterized in't , sal

mese'?f‘)éfﬁa'ﬁte“? B?"FI%"P r%ﬁﬁf‘i’ defgeh.A' 1. digesting t he
12. Mé’tﬁ&félﬁbbdm@'to shRiM et é)&radﬁdgrtﬂe a&@éﬂen Prcdastior Mes&Rhythal @m cells,

Chara‘i‘i Fﬁ? ?tnﬁa? Fﬂ?g‘:d]cbgﬁgsiﬂ%‘ 'QLI dﬂﬁ%ﬁ% g_l ni ng

Bds@Viibrublasegrowth fatten t he rresenchyrrmh|~$m03mg/mlehécsum urn

Met hod ac ord| m 10 for
PI%S‘?W@”{VG%B F’hb%g‘&r etion produc nggpl~ @3%92 ﬁ'i) Mstem
whpeeih,said roédivna &t reepazetivitmeanirehents af the fvﬂ%ng:hylg’aﬂ pesdeptage:

DMEM m&itlsh ur e medi um B conpri sesgg gasi ¢ fi brobl ast
gromh factor 1 ng/m-1 00 ng /n%a medi um Pl at el et

Sqdltm p¥Evaig owt h factor 1 ng/m 11%0 ng/ M nedi um
AnBRELMY g|§tamqi1emed| umis prepareg,w th conponents of

the follown i ght percentage; , DVEM nedi um 96. 9%
NOSERERDITAIAEE. 156 19%
Anti-oxidant 0.1%

13. Method according to claim 12 for extracting the secretion product of mesenchymal stem cells,

characterized in that, in said step B’, the step of adding mesenchymal stem cell culture medium B to



~Antibiotic and glutam ne 1% Non-essential am no acid

1% Anti-oxidant 0.1% 13. Method according to claim
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