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Abstract (#E%)

EEDEZIGT 28R EORRIEERGTHRT —< TT, AIOEMLEICERZLE TERY IF . REGHREDVEDTY,
RIEDAR ClE. BERBMIE MSCs) D\ BIERRICEELZDY A bAA Y ZRRT B EHNTEEINTVET, D
HZETCIE. b HERMAREERSMERE S (USC-CM) IC&LSEEDRIGERE DS —7 VaMDMmRZRELE LT,
USC-CM Icld ERRAURETF (EGF) RS ERF (bFGF). M/)vWrEREERAF (PDGF). FFlifasiEREF (HGF). 25—
TUEAT 1, ESIKFITERYVEFD 1 DTHAMRAEEAF -11 (GDF-11) GE. REDEERY ICEET SZDEAGM
REFHHD T EHbMU E LTz, invitro OFERTIE. USC-CM HEF MMESRUND MSC lIlbiEt (CM) OEDELEELT
b bERERESMAE (HDFs) OfREMBAT FU Y IR (ECM) BEEZRET S EZRLE LT, T5IT. GDF-11 D%
BZFMBL & LT, fRIE. GDF-11 HRHESFMREDMER. 817, XU ECM £piZRET 5T EHREN&E LTz, invivo D
FERTlE. USC-CM DFFTAENMALDOMRZRL. KEOKRBEREZERICEMI I LZR LT, fms LT USCCM
IZiE. HDF DERE ECM EREBINE €52 &l kY. DERY ZRHET 5 GDF-11 288G EEEERMREAFZELI &
DS ERYELT.

1.1¥CsIT

HEHHIURENERICK Y. FHicikET 2EL (RERMEEL) &XELC HNREEELR) D 2 DORGEZZ2ATIIDNTS
TENTEFT [1-3], EEOREMEDEEIZ. EEDECDREEELTIMED 1 DT, FHEFHEDEBLTIE. BLOEE
JRIFEED LODHIRTTH. HELTIE. BILDIKEIE. L. #HEDEK, T, SEIEIE. FMRAGEBERILECH
EMGEEDTEETELERZEHFVET [4,5]

VYT / VAV A5V, IZRAFUHSLEZIEEBOMBEAT N YT X (ECM) &, FEEOFESRE LM
R EDKBEICRAIR T [6], RBDELICHEDTRET S ECM DELIE. 7O 4—t¥, TS XZ—¥, IS5 +—tk&
EDBROFEDEMICEEL TWET [7]. YEiE. b FEBRHESMIE (HDFs) &35 57—t DEERF|ERT
LET, I A7 VEEZZHEE. LhbELTEBICEHLEY, 57 VIFERDEEDRA 70%Z HHE T,
FERIS—TVREERAT 1 &3 T BEDF5RBEE LODORIMEICAKESEELTVWET, IZXAFVIFHERDOEELZ
VINVERRTHY . AEICH LEBHTOMEBICRS I EEMBL TOWEY, ZHUEBARTEEERBEETY . AMEDE
BERICBVTEELRREZRELET (8. HEDRELHEAMEN. BERRNDIAZ—7Y (2471 E30mA) 747U
EISAF VOB TH—EEEBICE D TERINTWAZ EILERITELET [9],



IEEREMERE (MSCs) (&, BBE. PeBrfil. BHENas DT TS EHHERICHRT 2SI T, RarEE®MBRED
IEREMAE (UCB-MSCs) ITid. 1D MSC &L TEMFN BRSO B Y &I [10-12], MSC 1F. REDMFGHGBLED
RCHBeH. RETHROLEELGMRTY (13, SEDMETIE. MSC H/NZ T U 3hRZN LT HDFs ZRIE L. KEDE]
SRRZ(RET DT ENTEENTWVET [14,15],

MSC &, EEMEET (EGF). EEMRHFHIERERTF (bFGF). SR T+ —IVJBERFN—%2 (TGF-b) & &
fHpIEsE & RO CEELZ DY A AA VPHRAFEDMLET,

A [16,17], LHL. REDERY DedDHEEFICHEIT2ZNSDERGTRENIMI THBMNEEZARFTI [18],
BERZMEETF -11 (GDF-11) & TGF-b X—/N\—=T7 2 ) —DAVN—=TH"Y . BHEDOEEREID DIUBOR— 4=
ET BIHILAITIERT 29> 7 FIVTY 19, BEMEV/NVE -11 £ELTEHHMS5 NS GDF-11 (F. HEEERRICE
FBERVEFERGINTOET 20, BEVEYESHEMNILEDMARRZFE O TWVSIHE. SHOEIEZ<DET
ELBBDERHEE. EVEFYDOMAEDL S DELAMRFHEHRDEYICHEZEZDEREMEDNH Y &I,  Katsimpardi Sl
EWEMODIMBERD GDF-11 &, ERY DedDBH CERLGRAMRAF THHEERLELK 211, GDF 77 2 U—EAD
ERY EIFHD ECM EDBRIFINE TARINTOWERA. B—HISNTWDI EF GDF 772U —DAVN—=THS
GDF-5 A\ EILOAZ—FV2A47 1 TERENZEHOBEBICEEEZRIFL. BEORPERLZEOHFFEGFEBIC—ELE
EHRNFNNRZEERS5TIETT [22], AARTIE. BEOIMKRERD hMSC B EETEEDMENEAERTF TARD
REDENZRTRT DI ENTEDERYAFZERT 2AEMNHD LRELE LT,

2.Materials and Methods ( 2E& 5 7% )

2.1. Culture of AD-MSC, BM-MSC and UCB-MSC ~ fgRA. BBE. FEw MERMELRBMREOES

UCB-MSC I&. FORMIZ WOMEN's Hospital (IRB No.219255-201305-BR-001. VYV 7 /b, &EH) Ic K D THEBEIN L FME®
DoFIRDODAETCHBEEINE LR [23. & FEBEHEB Y > 7L & KODIMEDICAL (V 7 )b, & E. IRBNo.
219255-201407-BR-001-01) S5 AF L E L1z, b M BEFHAKBEREBMAZIL. SEVERANCEHOSPITAL (V 7L, &[E. IRB
No.4-2008-0643) 5 AF L E LTz. AD-MSC, BM-MSC. B KT UCB-MSC =& L. 10% 7 ERIRMmME (FBS) 2#&&
KSB-3 (Irvine Scientific) T37° CH KUV 5%CO2 THL5 T THIEETEE LTz, ) (Gibco) ZLTUFIICHREINIELDICF
NEFEDI 1z (24,251,

2.2 HDF-CM. AD-MSC-CM. BM-MSC-CM & KT USC-CM DfESY

HDF, AD-MSC. BM-MSC, KLU UCB-MSC (1.98X105 #ifg / 7=>X10) % T-25 75 X JIcHEREL. 10%FBS &35 KSB-3
(Irvine Scientific) T 48 BSREIEE L E LTz, PBS T 2 BRI, A KSB-2 Blcxc# L £ LTz, EGF (10ng/ml) &
KU bFGF (10ng/ml) Z&% DMEM (Gibco). ZDHED 96 BFED A > F 1 X—= 3 VHAE, MSC & HDF DFIMEIzH (CM)
ZUIRE L. 1500rpm T 5 DEAEODBL. BRI 0.22um YU VI 70 )b2—%FERBLTABLE Lk, BIMbEEiL.
GDF-11ELISAF+wv + (R&D Y A7 L) ZFERALT. &N 7O IV > TRAELE LT

23. & MR LA

Human Antibody Array 1000 (#AAH-BLM-1000-4, RayBiotech) Z&L&ETTDIERICE D THEAL. E RN\ BEIRLE LT,
Bldt/ Ny 77 —&ERALGEESR EFERAL TEEbEnE Lc, BB 7IVLAERXF > Lilmage) V7 +o 7 (K
EEEEREA) FERL TEGREBESLIUEELE L, I FIVEER. EBOOHICAEIORY 7«72 bO—
e L TERbEhE LTz,



24. 155

HDF (1X103 #H83 /well) % 96 )V 7L — MTHEREL, KSB-3 BT 24 BERIEE L Lz, k. 5Bta iR
B (KSB-2 35#h) Ffld T EAHMEEM (HDF-CM, AD-MSC-CM KU USC-CM) [Z35# L% LTz, GDF-11 T
HDF DIBlE% AIE T B1éblc, BithaxtiREH (DMEM) KIzlEET X EHBED GDF-11 (0.1ug/ ml. 0.2ug/ ml)
lC3H L E L, 72 BSRS#%. CCK-8 v b (Dojindo, Gaithersburd, USA) %1{#F L C HDF OighEAflE L& LTz,
HDF % 10ul @ CCK-8 JARICINA. 3 B4 Fa— L <2707 L— =4~ (Tecan. Mannedorf,
Switzerland) &R LT 450nm THRAEZRHELZE LTz 8V IIOAEEREBEZFERALT. REFELB TSI
LT K DN GRS EFHE LE Lz, HDF 02> \JE&F&Eld. DAOM 22 IN\J &7 vt A Fv I+ (Bio-Rad)
ZFERALTEELE L,

25. Ry FT7 v A

ibidi Culture-Insert (No, 81176, ibidi GmbH) %R LT, 7X105 80D HDF Z#fEE A7 LICHEELE LT,
ZO77A—FIE 500um DEETDHE#ELHEA T 2 DOMIIEE )Y —/N\—ERHLE T, MEEEDAEDT
SIT, YAV — I 24 BERICRYAIThE L, ElSheF vy 7&E2L. 8T )bicay bOo—)b
M (KSB-2 B X fzld DMEM) T2l &£ & £ 45 EIMb 3 (HDF-CM, AD-MSC-CM, USC-CM), KUk b
GDF-11 (R&D Y AT L) ZFRIELZE Lfc, HDF & AOEESEMEEICL > TAHED 72 BREEICEERRY . Image
IPEFERLTEFHTAELE Lic, 7—421k, OV FO—UTHTBBT0OLERE L TRESNE L

2.6. HDF & HDF-CM. AD-MSC-CM. USC-CM (D#:12&

HDF (2X 105 #flif2 /well) % 6well plate |C#E#E L KSB-3 I C 4 BRIEE LE Lc, e &V z/licary bOo—
JUEEH (KSB-2 354h) Ffcld T E S EAENLEM (HDF-CM, AD-MSC-CM, USC-CM) %#F1EL. 4 BRIEE L LTz,
2.7.HDF & GDF-11 O#iEE

HDF (2% 105 ##3 /well) % 6well plate |c#&ERE L. KSB-3 ¥ 24 BERIEE L% L, 8%, SEEEHEED
GDF-11(0.01 pg/ml, 0.1 ug/ml)  Z A0 L f#&E DMEM T 24 BsEiE&E L% LTz,

28 WEER) X5 —VE#EKRIG (RT-PCR) HKU 7 IL2A L PCR

RNA 2 Z#v b (Invitrogen) %R L T2#ld RNA Z#i LTz%. (DNA &mF v b (Bioneer) ZfFR L THEE
{7V E LTz, cDNA &, Accupower PCR 7L S v 7 X (Bioneer) % L CHE1E9 % H'. SYBR Green PCRY R Z— = v
2 X (Applied Biosystems) 2 & 754/ X — & EBICFERA L TEEPRZITVE Lic. RBGFREBLANIE NI AF—
>/ 3> bAa—)b& LT GAPDH 1zl RPLI3A TEREENE Lz, 7o/ X—ESldERER 1 ICEEHIhTW»
7,

29.9IRZV7 0Oy Mtk

mEaE NG, 72 L. PRO-PREPTM 2 /\7EHAMK (INtRON Biotech) THHLE LTz, 2V /\VED 50ug %
8% FTVIVEREES MU L-RUT7 7 VIV I RTIVETCEBRABICK DBELE Lce 2\ BRZ bOw)bO—
AAVTLY Biorad) ICEBELE Lfce XV T LyEIAT—SVRA TN AT VR4 T4, T4 TARTF
IS RAF, TGFb ZAMK 1. SMAD2, p-SMAD2. SMAD3. p-SMAD3 & T GAPDH (1 : 1000; abcam) Dinfké &
ElIAVFaR— b, KT, AVTLrEREL, BEITENVAF 24—+t (HRP) ITES LIeZRig (1
5000, abcam) &&EHITAVFaNR—bLE LT, AT L VIE ECL (GEHealthcare) A#fFRLEELENE LTz,
YT IVEBEL. Image J Anarysis ZFER L TEECENE Lice AT V24T A5V R4 T4 T4
JARYF >V TZRF > TGFb 241 1. SMAD2, p-SMAD2, SMAD3, & U p-SMAD3 DREM AV IAZ > 7Oy
M. MRBARRAIREIN B BB EI 2 VN B GAPDH DWITNO TR VNV BZRELE T,

2.10. In vivo human test

E FT®D invivo &E&Id supplementary materials and Methods #5888 L T &L,

211 k5D

T— 2.3 DO L e REE THET DI SPSS /N\—2 3> 17.0 (SPSSinc.) ZHEALTRITENE Lz, ERMIE.
IrEQ- VAV BRETREINE Lice X—=XFA Y TOYIL—THEDHE—MHIE. ANOVA [CL>TTAMENE
Lfco JIV—TRDERIZ. AF21—T7 bD TRE. ANOVA, BLUL Ry MEEEFER LIEEIFICLS
ANOVA [Z& > TEtEENE LTz, P<0.05. 001, KT 0.001 DIFHIC, MENEREMLNEREINE LT
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4, ER

BEEEmIC, B LTEEBIE. ECM SHRDBEEGTZ(LZRLTWEY, HDF & MifaNA< b v IR 2V INTBEBED T
DGR TH Bz, INSDBRICEWTEELRFEERZLET [26], BMEICIIECERESEDORTEEEDAH Y £,
INSDFRITEY ., BHBAERIIRIZHTHEBROBEEZITOET, £k MSC &, TEETEERERF. Y1 AL,
BERUZDMDNL DHD ECM AEMEBEE DM L E T [27-29],

AHZETld. UCB-MSC DEIfLIZ#IN EGF, bFGF, TGF-b, PDGF, HGF, OS5 —4"2 24 71 HEDTEEEEHRERFE M.
HDF DB EIBIEICE VW TREBEGMRZRL I EEFHER L F LTz, hMSC-CM DD/ — X, USC-CM 8038 |%, HDF ¢
DA VEZAT N, AZ—TVRAT 3, T4 TARVF >, ISAFVDOEEZENSE. D57 VEEICBEET S
BEGHRICEYEY, BFOFELGIAS—SVEDEAZ—7> 18 E3BTHY 301, A—5DUETY VJIEED
BRVICEEGREERELET,

USC-CM ITIFFERYVRFD 1 DTH B GDF-11 BhEENTWWA T EDhbMU E LTz, GDF-11 ORBIFEVEFYDIE TR SN
Flle, ZNEMERE EBITED L. PIiRERERZ EEEBOB/OMm A HErE € £ [21,31,32], fzf2L. HDF &9 3
GDF-11 OE&lZ. INETEEESHEEDTVWERATLZ. AR TIE. GDF-11 A HDF @O —47> 1 BB KU 3 B
IZRFY, TA47AXTFUIEED ECM RNV BEORREDDBEFRIBT DI EZMHTRELF LIz, TNSDERIE.
GDF-11 DFER Y HNRALFNCRE SNERHEDREBICMA CABDOEBICEBREINAREEN DA EETREL TVET,
USC-CM &, HDF 5D —45>, 74 7AxTF >, TZXAFVEED ECM DERERIBT 5T EHTE, USC-CM D
INSDEEED 1 DHY GDF-11 DER E D %EIEDTWET, UCB-MSC (&, AD-MSC £E& T BM-MSC LB L THREEZD
GDF-11 Z4Em L FE Lfc, KREWX TlE. GDF-11 B HDF & HDF D#17Ic & B ECM DERDHFH ERIEM TED T EERLE LT,
ferz2 L. USC-CM (Zi&. HDF @ ECM £RDINRICET ST HulREMEDH D MDRERDERNH Y £, TNSDMDERE.
GDF-11 DM—DINREMHRT Blcdlc. MWNVERIEERLURET ZHENBYET,

BM-MSC | K2 EEEIEIEEIL. AREEROIE REEFESTMRELLER TSI LICLY. EBIYTRERERBT VA TRE
NE Lz 33, LIEADT. AR TIE. USC-CM HHEMEZFRAEDEEZFIHT 5 & CAUSARRMREZINRTED I L&)
MERRICBWVWTRHRELE (F—2IEREINTLEY), T5ic, FhifzB5D USC-CM JBElE. AD-MSC-CM EERRIC, X5/ —<
BI6 MIRRICHIT A AT ZVDEREF O F—EDEREBEET HT EHNEFENTOET [34],

e BEDOLEIOMZEOMEE. TETELHRERFZSGRED EGF ATV VY —LFAEEL LT USCCM ICFEET AT & &2
BLELE BSL, TV7VY—LEHMBERE—RAGIREBIECTHSH. TVYVY—LTRMENDS EGF G EDEFELY A A
1 VIEEBRBICRZICREITNE T, NSk USCCM ZEGEHERDABDAUCHRN TH HEHD 1 DTY, HHED
USC-CM IHMEBIRKMATH Y. FEAFIIEHERN—AEBEETNTOVET, REMERDERIE. COREMHDEIRET
1 EERZELTWAZEEZRLELE (F—2IFRLTWEEA), Lemestr 5id GDF-11 HMGESMRRDELE RV TES T
ExERLTE 36l LA LEDAS. GDF-11 B FOREBOBER{BETEDHNESINEERERBETY, TOMETIE. £ D

Invivo FHERTIZ. INTDRZ 7 1 7 HEHFEFIIC C DABRERMFICERLE LT, USCM Lkt —XDEEIZE
PRI ENE I H. USC-CM DB GERIFEAFICRESNLIV VY —LTATRIMEENTESY . FREBEEHERIC
HRICRECED D, REREIRECEET,

FLHBE hUB-MSC o miiEN Tz GDF-11 1F. HDF ICE1 2MlOME L ECM 2 /N7 BDOFIRZRIMT HEREMD
HIET, E5IT. USC-CM DFFTAREIE. invivo IR THRBOLOZRSTIENTEET, INSOERIE. GDF-11 D
IR Y BB PIREERICINA CEBICE TIEATED I LETB L TOVET,



Supplementary Table 2. Concentration of secreted proteins of USC-CM

Secreted proteins Concentration (pg/ml)
bFGF 2634
EGF 2305.72
Fibronectin 80
GDF-11 50
HGF 191.42
KGF 45
PDGF-AA 192.06
TGF-bl 90.25
Collagen type 1 4.15x 108
VEGF 69.06

bFGF: basic fibroblast growth factor; EGF: epidermal growth factor; GDF-11: growth
differentiation factor-11; HGF: hepatocyte growth factor; KGF: keratinocyte growth factor;
PDGF-AA: platelet derived growth factor-AA; TGF-bl: transforming growth factor-beta 1;
USC-CM: human umbilical cord blood-derived mesenchymal stem cell conditioned media;
VEGEF: vascular endothelial erowth factor.

Supplementary Fig. 2. /n vivo tests of USC-CM contained cosmetics.
(A) Dermal density measurement after daily USC-CM contained cosmetics treatment.
Density was increased following time course. (B) Decreased skin wrinkle of eye end area

after daily USC-CM contained cosmetics treatment.
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Umbilical cord blood-derived mesenchymal
stem cells conditioned media (USC-CM)

Developing treatments that inhibit skin aging is an important research project. Rejuvenation, which focuses on
prevention of skin aging, is one of the major issues. Recent studies suggested that mesenchymal stem cells
(MSCs) secrete many cytokines, which are important in wound healing. In this study, we investigated thefect
of human umbilical cord blood-derived mesenchymal stem cells conditioned media (USC-CM) in cutaneous
wound healing and collagen synthesis. We found that USC-CM has many useful growth factors associated with
skin rejuvenation, such as Epithelial Growth Factor (EGF), basic Fibroblast Growth Factor (bFGF), Platelet

Derived Growth Factor (PDGF), Hepatocyte Growth Factor (HGF), Collagen type 1, and especially, one of the
rejuvenation factors, the growth dfferentiation factor-11 (GDF-11). Our in vitro results showed that USC-CM
stimulate growth and extracellular matrix (ECM) production of Human Dermal Fibroblasts (HDFs) compared to
those of other MSCs conditioned media (CM) from dferent origins. Moreover, we evaluated the roles of GDF-11.
The results showed that GDF-11 accelerates growth, migration and ECM production of HDFs. Ouln vivoresults

showed that topical treatment of USC-CM showed anti-wrinkle ffect and signficantly increased dermal density
in women. In conclusion, USC-CM has various useful growth factors including GDF-11 that can stimulate skin
rejuvenation by increasing growth and ECM production of HDFs.

1. Introduction

Skin rejuvenation has become the focus of cosmeceuticals, in which
various medical treatments and products are used for anti-aging. Skin
aging can be divided into two diferent types of age-dependent aging
(intrinsic aging) and photo-aging (extrinsic aging) owing to the phy-
siological and environmental factors [1-3]. Impairment of skin in-
tegrity is one of the most prominent indications of skin aging. In age-
dependent aging the main indication of aging is the appearance of
wrinkles on skin, while in photo-aging the indications of aging are
accompanied with various symptoms such as wrinkles, loss of elasticity,
discoloration, hyperkeratosis, irregular pigmentation, and other various
neoplasms|[4,5] .

The skin extracellular matrix (ECM) that consists of glycosami-
noglycans, collagen and elastin, is crucial for skin morphology and
functions such as growth and elasticity[6] . The degradation of ECM
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that occurs along with skin aging is related to the increase of the ac-
tivity of enzymes such as hyaluronidase, elastase and collagenasé7’] .
Photo-aging causes production of collagenase by Human Dermal Fi-
broblasts (HDFs), which degenerates collagen production and is ex-
posed on skin as wrinkles. The collagen accounts for up to 70% of the
weight of the dermis. The major collagens are type 1 and 3 that are
largely responsible for the tensile strength of the dermis and mini-
mization of the wrinkles. Elastin is a major protein component of tissues
that helps skin to return to its original position when it is poked. It
provides natural elasticity and strength and plays an important role in
tissue reparation of the human body[8]. It is noteworthy that the
strength and resiliency of skin are governed by proper and uniform
arrangement of collagen (both type 1 and 3fibrils and elastin in the
dermis [9] .

Mesenchymal stem cells (MSCs) are multipotent cells derived from a
variety of tissues including bone marrow, adipose tissues and umbilical
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cord blood. Primitive umbilical cord blood-derived mesenchymal stem  Transforming growth factor-beta (TGF-b), which are important in cell
cells (UCB-MSCs) have biological advantages, compared to other MSCs  growth and maintaining skin tissues/16,17] . However, it is still unclear
[10-12]. MSCs are the most important cells in the skin, as they are the  what their bendicial roles in growth factors for skin rejuvenation[18].

source for continuous regeneration of the epidermi§i3]. Recent stu- Growth differentiation factor-11 (GDF-11) is a member of TGF-b
dies suggested that MSCs stimulated HDFsvia paracrine effects and superfamily and a secreted signal that acts globally to specify positional
enhanced cutaneous wound healing14,15] . identity along the anterior/posterior axis of vertebrates[19]. GDF-11,

MSCs secrete many cytokines and growth factors such as Epidermal  also known as bone morphogenetic protein-11, is considered as a re-
growth factor (EGF), basic Fibroblast growth factor (bFGF), juvenation factor in symbiotic animal experiment[20]. When young
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and old animals have a common blood circulation, the elder animal
becomes younger in many aspects since soluble factors from blood of
young animals can dfect the elder animals. Katsimpardi et al. claimed
GDF-11 in the serum from young animal is a pivotal soluble factor for
rejuvenation [21]. The relationship between GDF family and skin re-
juvenation or skin ECM has not been proven before. The only known
thing is that GDF-5, a member of GDF family, influences multiple tis-
sues composed primarily of Collagen type 1, with consistent bio-
mechanical efects on non-weight-bearing tissues such as tail tendon
and skin [22] . In this study, we hypothesized that young blood-origi-
nated hMSCs could produce rejuvenating factors that can attenuate the
aging of human skins with various secreted soluble factors.

2. Materials and methods
2.1. Culture of AD-MSC, BM-MSC and UCB-MSC

UCB-MSCs were isolated from Human umbilical cord bloods ap-
proved by the FORMIZ WOMEN's Hospital (IRB No. 219255-201305-
BR-001, Seoul, Korea) with previously described method[23] . Human
adipose tissue samples were acquired from the KODI MEDICAL (Seoul,
Korea, IRB No. 219255-201407-BR-001-01). Human bone marrow-de-
rived mesenchymal stem cells were acquired from the SEVERANCE
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HOSPITAL (Seoul, Korea, IRB No. 4 —2008-0643). AD-MSC, BM-MSC
and UCB-MSC were cultured and expanded up to passage 5 at 37 and
5% CO, in KSB-3 (Irvine scienti fic, Santa Ana, CA) with 10% fetal bo-
vine serum (FBS) (Gibco) and characterized it as previously reported
[24,25] .

2.2. Preparation of HDF-CM, AD-MSC-CM, BM-MSC-CM and USC-CM

HDF, AD-MSC, BM-MSC and UCB-MSCs (1.98 X 10° cells/Flask)
were seeded in T-25 flask and cultured for 48h in KSB-3 (Irvine
Scientific, California) with 10% FBS. After PBS washing twice, the
culture medium was changed to KSB-2 media; DMEM (Gibco) con-
taining EGF (10 ng/ml) and bFGF (10 ng/ml), followed by incubation
period of 96 h. Conditioned media (CM) of MSCs and HDFs were col-
lected, centrifuged at 1500 rpm for 5 min, andfinally filtered using a
0.22 um syringe filter. The conditioned media were measured with
GDF-11 ELISA kit (R&D systems, Minneapolis, MN) according to the
manufacturer's protocol.

2.3. Human antibody array

Human proteins analyzed by using a Human Antibody Array 1000
(Cat. No. AAH-BLM-1000-4, RayBiotech) according to the manufac-
turer's instructions. Membranes were developed using detection Iffier
and quantiied using a densitometer. After developing,films were
scanned and the images processed and quarftéd using Image J soft-
ware (National Institutes of Health). Signal intensity was normalized to
internal positive controls for comparison.

2.4. Proliferation assay

HDFs (1 X 103 cells/well) were seeded in 96-well plates and cul-
tured for 24 h in KSB-3 medium. After washing, the medium was re-
placed by control medium (KSB-2 media) or varying conditioned
medium (HDF-CM, AD-MSC-CM and USC-CM). To measurement of
HDFs proliferation with GDF-11, the medium was replaced by control
medium (DMEM) or various concentrations of GDF-11 (0.1 tg/ml,
0.2 tg/ml). After 72 h, HDFs proliferation was measured using a CCK-8
kit (Dojindo, Gaithersburd, USA). HDFs were added to 10 ( of the CCK-
8 solution, and incubated for 3 h, and then the absorbance was mea-
sured at 450nm using a microplate reader (Tecan, Mannedorf,
Switzerland). Optical density values from each well were used to cal-
culate the relative cell numbers by comparing to the standard curves.
The protein content of HDFs was determined by using a DC protein
assay kit (Bio-Rad, Philadelphia, USA).

2.5. Scratch assay

7 X 10° HDFs were seeded into the cell culture system by using the
ibidi Culture-Insert (No. 81176, ibidi GmbH, Munich, Germany,). This
approach provides two cell culture reservoirs with a separation wall of
500 um thick. For the measurement of cell migration, the silicon inserts
were removed after 24 h. The gaps created were washed and each well
was filled with control medium (KSB-2 media or DMEM) or varying
conditioned medium (HDF-CM, AD-MSC-CM and USC-CM) as well as
Human GDF-11 (R&D systems, Minneapolis, USA). HDFs were photo-
graphed 72 h after wounding by phase-contrast microscopy and mea-
sured manually with Image J analysis. The data were reported as the
ratio of migration relative to the control.

2.6. Co-culture of HDFs with HDF-CM, AD-MSC-CM and USC-CM

HDFs (2 X 10° cells/well) were seeded in 6-well plates and cultured
for 24 h in KSB-3 medium. After washing, each well was filled with
control medium (KSB-2 media) or varying conditioned medium (HDF-
CM, AD-MSC-CM and USC-CM), followed by incubation period of 24 h.



Biochemistry and Biophysics Reports 16 (2018) 96H02

Y.-J. Kim et al.
A B
Collagen type 1 Collagen type 3
£ 2.0 a8 . = cIL
g sax Aen 2, . ) *- = GDE-110.1ug/ml
Z 15 ¢ Z3
- By z
£ 10 p «2
3 =2 ER
= 0.5 A E
% 0.0 s Ro
& & @ ’
é\)e\$ :\@} ?‘\-&, MMP1 Elastin
R @ & 80
g’ E J
GDF-11 £ £
B £
g1 b
z * £
3 =
3 5 B 3
C D
3 - CTL
s & GDF-110.lug/ml s
g
=
=
=
] 1
|
0 T T T T
R )
& F GDF-11 0.1ug/ml
E Collagen type 1 Collagen type 3
& 25 4 I CTL
& ¥ 20 == o - .
s H 23 = GDF-11 0.lug/ml
> E 15 £
~ & z 255
& & o -
£ s &1
0 0

Collagen type 3

Fihronscen Fibronectin Elastin
ETT]

-
w

25
20

Elastin

-
=

GAPDH

15
10
5
0

=
n

Fold increase
Fold increase

0.0 ¢

Fig. 4. GDF-11 promoted HDFs migration and ECM productiorin vitra (A) The proliferation of HDFs treated GDF-11 (0.01 tg/ml, 0.1 g ml) treatment. (B) gRT-PCR
analysis for ECM expression HDFs threated with GDF-11. (C) Time-course growth rate of HDFs following treated with GDF-11. (D) Scratch assay of HDFs following
treated with GDF-11 for 72 h. (E) Western blot analysis for ECM secretion of HDFs threated with GDF-11. Data are represented as the mean + SEM. P < 0.05, ™
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P < 0.01 and P < 0.001.
2.7. Co-culture of HDFs with GDF-11 2.8. Reverse transcription polymerase chain reaction (RT-PCR) and real-
time PCR
HDFs (2 X 10° cells/well) were seeded in 6-well plates and cultured
for 24 h in KSB-3 medium. After washing, different concentrations of Total cellular RNA was extracted using an RNA mini kit (Invitrogen,
GDF-11 (0.01 tg/ml, 0.1 tg/ml) with serum-free culture medium  Waltham, USA), followed by a reverse transcription using a cDNA
(DMEM) were changed for additional 24 h culture. synthesis kit (Bioneer, Daejeon, Korea). cDNA was amplified using the

Accupower PCR premix (Bioneer) or followed by quantitative PCR
using the SYBR Green PCR Master Mix (Applied Biosystems, Foster City,
CA) with each primer. Each gene expression level was normalized with
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GAPDH or RPL13A as housekeeping controls. The primer sequences
were listed in Supplementary Table 1.

2.9. Western blot analysis

Cells were collected, washed, and extracted with PRO-PREP" pro-
tein extraction solution (iNtRON Biotech, Sungnam, Korea). Fifty mi-
crograms of proteins were separated on an 8% sodium dodecyl sulfate-
polyacryamide gel by electrophoresis. The proteins were transferred to
Nitrocellulose membranes (Bio-rad, Hercules, CA). The membranes
were incubated with antibodies of Collagen type 1, Collagen type 4,
Fibronectin, Elastin, TGFb Receptor1, SMAD2, p-SMAD2, SMAD3, p-
SMAD3 and GAPDH (1:1000; abcam, Cambridge, USA). Then, the
membranes were washed and incubated with a secondary antibody
conjugated to horseradish peroxidase (1:5000, abcam). Membranes
were developed using ECL (GE Healthcare, Pittsburgh, USA) and
quantified using a densitometer. Mean pixel density was quanfied
using Image J analysis Representative western blot of Collagen type 1,
Collagen type 4, Fibronectin, Elastin, TGFb Receptorl, SMAD2, p-
SMAD?2, SMAD3 and p-SMAD3 those of either total protein or GAPDH
to correct for protein loading in the case of cellular lysate extracts.

2.10. In vivo human test

In vivo tests on human were performed as described in the
Supplementary Materials and Methods Section

2.11. Statistical analysis

Data are representatives of three independent experiments.
Statistical analysis was performed with SPSS version 17.0 (SPSS Inc.,
Chicago, IL, USA). Normality was tested with Shapiro-Wilk test.
Homogeneity between groups at baseline was tested by ANOVA.
Differences intergroup were calculated by student's T test, ANOVA, and
ANOVA with a post hoc analysis using the Dunnett's test. Statistical
significance was considered wherP < 0.05, 0.01 and 0.001.

3. Results
3.1. UCB-MSC secretes cytokines that stimulate HDFs growth

For the anti-aging dfect in human skin, HDFs growth and its pro-
duction of ECM are the most essential factors. Therefore, we focused on
the HDFs growth and the ECM production. UCB-MSC secrete various
useful cytokines (Fig. TA). They secrete several different cytokines,
which were detected with cytokine dot-blotKig. TA). In addition, we
compared UCB-MSC conditioned media (USC-CM) with two diferent
MSC-CM (AD-MSC-CM, BM-MSC-CM) using the human growth factor
antibody array C1 (Cat. No. AAH-GF-1 -8, RayBiotech) ( Supplementary
Fig. 1). USC-CM strongly contained skin-related proteins compared
with AD- and BM-MSC-CM. Most of the major cytokines were secreted
from UCB-MSC within 48 h (Fig. 1B). Four days of culture with KSB-2
media was evaluated as a proper culture method for making condi-
tioned media. In this USC-CM, major growth factors were evaluated
with ELISA (Supplementary Table 2. EGF, bFGF, HGF, PDGF and
Collagen type 1 were highly increased in USC-CM. Additionally, HDFs
and AD-MSC were cultured with KSB-2 media with the same culture
method used for UCB-MSC. Four days later, each type of CM from UCB-
MSC, AD-MSC and HDFs was collected and added to HDFs instead of
the regular HDFs culture medium. After 72 h of culture in these con-
ditioned media, we found that HDFs showed greater proliferation in
USC-CM than in AD-MSC-CM and HDF-CM. There were no signficant
effects of total protein contents on HDFs Kig. 1C). Therefore, we se-
lected USC-CM, which was cultured with UCB-MSC for 4 days in KSB-2
media for the following experiments.
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3.2. USC-CM promoted HDFs migration and ECM production in vitro

In order to determine HDFs proliferation with various conditioned
media, scratch assay was performed Fig. 2A). USC-CM showed the
most distinguished proliferation and recovery/migration property
compared to those of HDF-CM and AD-MSC-CM. Therefore, we eval-
uated the ECM gene expression of HDFs treated with each type of CM.
The results of Collagen type 1 and 3 gene expression were sigficantly
increased (Fig. 2B). These results were corfirmed in protein levels with
western blot analysis Fig. 2C). Especially, from USC-CM culture Col-
lagen type 1 and Elastin were most abundantly secreted from HDFs
compared to HDF-CM and AD-MSC-CM. All data demonstrate that USC-
CM strongly promoted HDFs migration, collagen synthesisin vitro
compared with HDF- and AD-MSC-CM.

3.3. UCB-MSC expressed and secreted high level of GDF-11

Among secreted cytokines from UCB-MSC, one of the known re-
juvenation factors, GDF-11, was found (Supplementary Table 2. The
GDF-11 expression was compared among the three types of con-
ventionally used human mesenchymal stem cells (hMSCs), BM-MSC,
AD-MSC and UCB-MSC. Among these three types of hMSCs, UCB-MSC
showed the most abundant RNA expression of GDF-11 as expected since
UCB-MSC was originated from the youngest tissuesHig. 3A). The RNA
expression level of GDF-11 was more than 100 folds greater in UCB-
MSC than BM-MSC and AD-MSC. Each of the hMSCs was cultured in
KSB-2 media for 4 days to compare the GDF-11 protein expression le-
vels among the three clones of hMSCs Kig. 3B). GDF-11 protein se-
cretion from UCB-MSC was also the highest among the 3 dferent
hMSCs clones. This analysis demonstrated that GDF-11 expression/se-
cretion was the highest in UCB-MSC compared to those of other hMSCs.

3.4. GDF-11 promoted HDFs migration and ECM production in vitro

UCB-MSC secretes various cytokines and can stimulate ECM pro-
duction. Among these cytokines, GDF-11 was proven to be an essential
factor for rejuvenation. To verify the role of GDF-11 in HDFs, we
evaluated the cell growth and ECM gene expression of HDFs treated
with GDF-11. We investigated HDFs growth ability of GDF-11 (0.01 g/
ml, 0.1 g/ml). GDF-11 showed accelerated proliferation of HDFs and
showed dose-dependent mannerF(g. 4A). Therefore, the optimal
concentration of GDF-11 was decided as 0.1tg/ml. In addition, the
results of Collagen type 1, 3 and Elastin gene expression were sig-
nificantly increased. Furthermore, one of collagenase, MMP-1 expres-
sion was significantly decreased in GDF-11 (0.1 tg/ml) compared to
control group (Fig. 4B). Consecutively, the proliferation of HDFs were
significantly increased in GDF-11 (0.1 rg/ml) group compared to con-
trol group for 72 h (Fig. 4C). To determine the efect of GDF-11 (0.1 g/
ml) on migration of HDFs, scratch assay was performed. Images of the
closing area at 0 and 72 h is shown inFig. 4D. These expressions and
secretions were corfirmed in protein expression levels, which were
detected in western blot analysis. The protein levels of Collagen type 1,
3, Fibronectin and Elastin were significantly increased in GDF-11 group
compared to control group kig. 4E). All data demonstrate that GDF-11
promoted HDFs migration, collagen synthesisn vitro.

3.5. USC-CM contained cosmetics increased dermal density and decreased

skin wrinkle in human

For in vivo test, 22 volunteers (18-55 years-old women) were se-
lected. After IRB and signature of consent, 10% cryo-preserved USC-CM
in cream base were treated daily to their skin. The subjects were ob-
served every 2 weeks and thefinal observation was performed at 4
weeks from the starting point fupplementary Fig. 2). In this in vivotest,
there was no irritation, stinging or any adverse reaction observed.
Dermal density was measured with ultrasound and it was increased as
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following treatment times Supplementary Fig. 2A). The skin density at
4 weeks after the treatment was sigrficantly increased by 2.46% when
compared to that of before treatment Yupplementary Table 3. The
skin wrinkles of eye-end area were also decreased after the treatment
(Supplementary Fig. 2B). These results were measured and counted
with digital micro mirror devices. Four weeks after the treatment, skin
wrinkles of eye-end area were signficantly decreased Gupplementary
Table 4). Especially, maximum of all peak-to-valley value (Rmax) and
maxium profile peak-height (Rp) were signficantly decreased.

4. Discussion

Histologically, photo-aged skin shows marked alterations in ECM
composition. HDFs play key roles in these changes because they are the
source of extracellular matrix proteins and adhesive molecules[26] .
Stem cells have self-renewing and diferentiation potentials. According
to their bendits, stem cell therapy has prevent a disease and reparation
of tissue. Human MSCs secrete various growth factors, cytokines and
several other ECM regulating materials [27 -29].

In the present study, we found that conditioned medium of UCB-
MSCs contained a variety of growth factors such as EGF, bFGF, TGF-b,
PDGF, HGF, Collagen type 1 and exhibited the most prominent ffect in
migration and proliferation of HDFs compared to other sources of
hMSC-CM. USC-CM treatment increased the production of Collagen
type 1, Collagen type 3, Fibronectin and Elastin in the HDFs, which
makes it the key cell responsible for collagen production. The major
collagenous components of dermis are Collagen type 1 and B0] and
collagen remodeling plays an important role in facial rejuvenation.

We found USC-CM contained one of the rejuvenation factors, GDF-
11. The expression of GDF-11 was found in the blood of young animals.
It declines with aging, and reverses aging in multiple tissues including
central nervous system[21,31,32] . However, the effects of GDF-11 on
HDFs have not yet been addressed previously. In this paper, we dis-
covered for thefirst time that GDF-11 stimulates growth and secretion
of ECM proteins including Collagen type 1 and 3, Elastin and Fi-
bronectin in HDFs. These findings suggest that rejuvenating féect of
GDF-11 could be expended to human skin in addition to the speftc
organs previously reported.

USC-CM can stimulate the productions of ECM such as Collagen,
Fibronectin and Elastin, from HDFs and one of these functions of USC-
CM is responsible for GDF-11 production and secretion. UCB-MSC
produced the highest amount of GDF-11 compared to AD-MSC and BM-
MSC. In this paper, we showed that GDF-11 could solely stimulate ECM
production from HDFs and HDFs migration. However, there are other
undefined factors in USC-CM that can contribute in accelerating the
ECM production of HDFs. These other factors must be idenfied and
studied in the near future to cofirm the sole efect of GDF-11.

Skin wound repair by BM-MSC was shown in normal and diabetic
mice by comparing their allogeneic neonatal dermafibroblasts [33].
Thus we investigated that USC-CM can accelerate wound healingféect
in animal studies by stimulatingfibroblast migration (data not shown).
Furthermore, our USC-CM treatments are expected to inhibit the
synthesis of melanin and the activity of tyrosinase in melanoma B16
cells as AD-MSC-CM do [34] .

Research of our previous study found that high amount of EGF in-
cluding various growth factors exists in USC-CM as exosome forms$35] .
Major cytokines, such as EGF, secreted in exosomes are easily in-
tegrated to skin tissues since exosomes and cell membranes are
common lipid membranes. These are one of the explanations why USC-
CM contained cosmetics are éfective to human skin. Our USC-CM is
cryo-dehydrated powder and mixed with cosmetic base before use.
Stability test results showed this mixture is stable for a week in re-
frigerated condition (data not shown). Lemestr et al. showed that GDF-
11 decreased fibroblast senescence[36] . However, it is still unclear if
GDF-11 can enhance skin regeneratiorvia human applied. In this study,
we focused on the &ect of conditioned media from human umbilical
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cord blood-derived mesenchymal stem cells in human skinn vivotests,
every volunteer signed this refrigerated storage condition before ap-
plication. Even though USC-CM and cosmetic base mixture are treated
topically, they can penetrate to deep skin since ffective factors of USC-
CM are encapsulated with exosomes preserved before usage and they
can easily integrate to deep skin tissues.

Taken together, GDF-11 secreted from hUCB-MSCs could stimulate
cellular growth and expression of ECM proteins in HDFs. Moreover,
topical treatment of USC-CM could decrease skin wrinklesn vivostudy.
These findings suggest that the rejuvenating functions of GDF-11 can be
expanded to the skin in addition to the central nervous system.
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