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<A 3> AA 3B AH(In vitro wound-healing assay)
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RS =

FAH o2 HaCal cell & 6-well cell culture plates(SPL)2] Z} wellell cellS 90~100% confluence® #J<F
% VWhite tip (Sorenson)< o]&3dte] Zt welle] AslE AAE Wl t}g, PBSE o] &3] wellS HoldE H
serun-free mediaZs ZF wellol 3ml FY3Fal dimethyl sulfoxide(DMSO)ol| &3l¥ ZF BE4S FAH 522, F
A9l DMSOT=7F €ASES F7FlF=A . Microscopy(Thermo fisher scientific, USA)E o] &3] ZF well<]
A RS F9sta 2443 vl H tAl 22§94 diste] #digion, BE AFEL 33 o4t ®bE

Y= At

I A3, 2T (0pg/mb)ol ¥E] sl FEES FU1E F wEk AAFEF 9§ gel AT AL F<ls)
AUHE 2, & 3).

<HAAd 4> AE Z4FAH ANZ AD d8F H@3 B4 (Festern blot assay)

steEle] FEE9 A=Y AE(keratinocyte)e] A4 o gk WAYUSE gRlsty] s Alx A 2 o]
3= Aol 8] Western blot assayZ X 3§a}3ic}.

mv)
_15‘:

TAHeR, gEe] FE=9 $5(0, 1, 10 R 100gg/ml) ztolel thit A A = oley} dd o]
WMslE &213817] 93l western blot assayE AF&3F3ITh. HaCaT cellS 6well culture dish(SPL)elA] w313l
th. 7+ wellel] 3x10Cells W subculture 24A17F HJ%F 3 serum—free mediaZ 3ml PolFi *ZES
Plate & 0, 1, 10 2 100gg/ml L2 FYaFaL 24A17F B 71 viai=rt. 2 AZ 9 DNSOY] =t
A3tA w3}, Cell scraper(SPL)E o]&3Fe] A|EE plated ] £33 5 HNEE tubedl EO}T:‘:}. RIPA
buffer (25mM Tris-Cl pH7.5, 150mM NaCl, 1% NP-40, 1% sodium deoxycholate, 0.1% SDS, 2mM EDTA)E o]-&3f
AES 71 Fo whulde Tol AR 5 20ugS ol Holmlo]l= A(acrylamide gel)o] ZAgc}. ECLS Bio-
Rad AES o] &3} o™ A= santa cruz biotechnology®t cell signaling technology &S AREETEH.
HE AYLS 33 o4 wHE F3E| Q).

OPﬂ L

Lo ddglo] Aol <ol Wt W &3t JEo o]yt Ho|A kgkr). 4| ¥F ERK1/29] g A
Axe Z Aol7b HolA kAN, A shsEte] FEE9 sX7F SRkl o ERK1/24 1 4ks}

= (phosphorylation form, p-ERK1/2) F7}etqlth. o1& &l vhFet Az A ol Fol #osh= oz
AP kinase pathway % ERK1/27} 3t5ElE] 29 w=d wgh &6 Aol7t AVlE AL FRIsAtHE

N

I Ay, steEE] FEES p38, INK, ERKSS} AKT Zr#]ar o]&9] <14F3} (phosphorylation)ol] thalA+= st
=
oO

ofN oft
z%r&

<AAld 5> AXEX F4 FH HH1X #E B4 (quantitative Real-Time PCR)

stsElE] FEE9 AlPgY AMXE(keratinocyte)o] AR W WslE 91817] 98] quantitative Real-Time
PCRS 183} itt.

TAHeR, gsEE FE2EY F5(0, 1, 10 2 100gg/ml) =polol] digh A Fxlo digh fxr wd =4
HAUEZS Felalr] &) Az A% 2d 9L ERK1/20] 93] xAEE H42E(Cyclins,CDKs, keratins,
growth factors and AP-1 transcription factors)el] w3l quantitative Real-Time PCRS Z1&3}it}. HaCaT

cellS 6well culture dish(SPL)ollA ®l&F3}ATt. Z+ wellel 3x10Cells W subculture 24A17F ®jF &
serum-free mediaZ® 3ml 2o]F1 FEES 7+ Plate % 0, 1, 10 & 100pg/ml T2 FH&llF 2447+ Fot
F7F wigaleoh. 2 AE 9 DNS0Y] sEE %%16} Al 2H =1}, Trizol (Thermo Fisher) 0.5m1S Z+ wellol
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[0080]

ZIHSd 10-2022-0114212

Agste] AEE 48 3, Total RNAZ FE310h. 1uge] total RNA samples ©]8&3}e] Thermo Reverse
Transcriptase(NANOHELIX) cDNAE &Ad3s}itt. ol#l ¥ 1(Quantitative Real-Time PCR #2Jol AlgH 2w
o] Hd)e] 8w Z AFE3le] quantitative Real-Time PCR(CFX Connect Real-Time PCR Detection System,
Bio-Rad)& AAI33ITt.

Z 1
Gene Direction Sequence (5" -3’ )
PCNA Forward AACCTCACCAGTATGTCCAA
Reverse ACTTTCTCCTGGTTTGGTG
MCM2 Forward AATCTATGGCGACAGGCAG
Reverse ATCACATAGTCCCGCAGAT
K167 Forward CCAAAGAAGGCTGAGGACAA
Reverse CCCTTAAGCAGACTGACAGC
Cyclin D1 Forward CTGTGCTGCGAAGTGGAAACC
Reverse GACGATCTTCCGCATGGAC
Cyclin Bl Forward TAAGGCGAAGATCAACATGG
Reverse GCTTCCTTCTTCATAGGCAT
Cyclin E1 Forward ACACCATGAAGGAGGACG
Reverse CACAGACTGCATTATTGTCCC
CDK1 Forward CAGGTCAAGTGGTAGCCATG
Reverse ACCTGGAATCCTGCATAAGC
CDK2 Forward TTCTCATCGGGTCCTCCACC
Reverse TCGGTACCACAGGGTCACCA
CDK4 Forward CTGAGAATGGCTACCTCTCG
Reverse CGAACTGTGCTGATGGGAAG
CDK6 Forward CCGAAGTCTTGCTCCAGTCC
Reverse GGGAGTCCAATCACGTCCAA
KRT5 Forward AGCAGTGGTACGCTTGTTGATT
Reverse GCCTGGACTCAGAGCTGAGAA
KRT14 Forward GGCCTGCTGAGATCAAAGACTAC
Reverse CACTGTGGCTGTGAGAATCTTGTT
KRT6 Forward CTGAGGCTGAGTCCTGGTAC
Reverse GTTCTTGGCATCCTTGAGG
KRT17 Forward GCTGCTACAGCTTTGGCTCT
Reverse TCACCTCCAGCTCAGTGTTG
fos—B Forward TTCTGACTGTCCCTGCCAAT
Reverse CGGGGTCAGATGCAAAATAC
c—fos Forward GGAGGAGGGAGCTGACTGATA
Reverse GCAATCTCGGTCTGCAA
c—jun Forward TTCTATGACGATGCCCTCAACGC
Reverse GCTCTGTTTCAGGATCTTGGGGTTAC
Fra-1 Forward GGGCATGTTCCGAGACTTC
Reverse GCACCAGGTGGAACTTCTG
Elkl Forward TGACCCCATCCCTGCTTCCTA
Reverse GAAGTGAATGCTAGGAGGCAGCG
FGF2 Forward AAAAACGGGGGCTTCTTCCT
Reverse AGCCAGGTAACGGTTAGCAC
EGF Forward AGTCCGTGACTTGCAAGAGG
Reverse CCTCTTCTTCCCTAGCCCCT
TGF Forward TGGTGGAAACCCACAACGAA
Reverse GAGCAACACGGGTTCAGGTA
CTGF Forward GTTTGGCCCAGACCCAACTA
Reverse GGCTCTGCTTCTCTAGCCTG
VEGF Forward CTTGCCTTGCTGCTCTACCT
Reverse GCAGTAGCTGCGCTGATAGA
GAPDH Forward GTGAAGGTCGGAGTCAACG
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[0083]

[0084]

[0085]

[0086]

[0088]

SIS 10-2022-0114212

Reverse | TGAGGTCAATGAAGGGGTC |

a = > 74 ¢l PCNA, MCM2, K167
S Al 7HA AR e 2E 2S SuUA AS glge iﬁﬁ *ﬂ; o] f=d AE v 3 H FQls)
%}\

AE BE F718 243 &HF Cyclin® CDKEC tigh AdoA= dAd ez BE Cyclind CDKY &3
Z S g 4 A= 6).

gl Z (Kerat inocyte) ol Al Eold oz wdst= Agwl ol FHAE, 53] Basal keratinocyteol Al &
HE

3 KRT5/KRT149} hyperproliferative cellular response®] ¥H&-3}= KRT6/KRT17 A xfo] disf & w3}
Z gelslitd. Z2F o= KRI5/KRT149] ¥d Hubi= KRT6/KRT179] 2do] stEEle] &2 o8 Z713 A
< gRledv (= 7).

=22 Growth factorg9 Td ®stE SRt A= AEY F2S xdste oA Avlgh MAP
kinase pathway®} 72 pathways 243 A2 F Ae AXEY 9F Az W-&3l= receptor?d ligandZH
PEert. A diA e AEFA Y] dgle] HY|E AR, ME S £ &, ZAHC A T AE
Ar dero] the M A= J3¢s & + AT, wpA S2o] A3t | AlxolA FHA o] F
7Va71 e gk, steEhE FEEC osiA AERIAES] fAA Hde] detxlen, 53] (IFe FEE9 A

B

0,
N

£ o

ki

oo

*®

of wel wAFol T AL )

upA o & Western blot assayel o]o], 3stEEE] FEEC o3 @43t He= ERKL/200 o8 xAE=
Transcription factor FAAEA ol &AsNRAUyTF.  fos-B, c—fos, c-jun, Fra-1, Elkl AP-1
transcription factor®, ERK1/29] &Adslo] ol&] walgfo] A= o], ME F7] 9 theket Alx AE #H 35
9 FAREY] HAE 2dste AARIA Eoltt. olEe] #E #Hk dybHor FUt siglewn, 58] c-fos9
wdgFe] shEE FEEY AE w=d vdste] S71e AE g0 & Y= 9).
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