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Axd 1. AZF 2 gack Ho| mEz

At W9k AJEF SK-0V-3+% American type culture collection (ATCC no.HTB-77)olA +43te] 10% FBS
(fetal bovine serum), 100 U/mL YA 2 100 pg/ml. 2EFEvto]AS ¥8s1a1 = McCoy's ba v Aol
IR =

Gagh Aol mel A WE7] fako]
3

AX4 2. Total RNA &
==

SK-0V-3 AT} F9F ZZA oA Z}Z} RNeasy mini kit (Qiagen)S ©]&3}e] total RNAZ F=E3It}t. F+&+
He AFA] wlwdS uEl AASISY. FE% total RNAS spectrophotometerE ©]&3lo] AHH3sFH o,
RNA “JEl= 1% agarose gelollA] #7195 3}te] degradation®] & <lstalct.

AX e 3. AzA AAZF (Quantitative real-time) PCR (qRT-PCR)

cDNAZA S 913l Superscript II reverse transcriptase (Invitrogen)< AF&3}Ith. 1 ngel total RNA <} 50
ng oligo dTE 70 TolA 10E7t denaturedt & oJ7]o] 5X RT buffer 4 pl, 0.1 mM DIT 2 pnl, 2.5 mM dNTP
mixture 4 pl, Superscript II reverse transcriptase 200 units % RNase inhibitor 10 units & X3+ utb
SNoll T3 20 pl WHEAE 25 T oA 108, 42 TollA 508, 95 CTollA] 58 F<F vhg3sle] cDNAS Ao
T oAL 147 A o] F 2 ulE FH3F] RT-P(RE] FP o= A83130 k. qRT-PCRS cDNA 2 ul, SYBR
Premix EX Taq (Takara Bio) 10 pl, Rox reference dye (50 x, Takara Bio) 0.4 pl, Z} f3x}e] Zglo|y
200 nME EE3SE 20 pl WSS ABI 7500fast sequence detection system (Applied Biosystems)& ©]-83}o]
95 TCellAl 30z WH&ek $-, 40 cycles (95 C oAl 3%, 60 C oA 30%) wrEste] FH3kAth. PR 4H=E 9
specificity 95 CTolA 15%, 60 TolA 18, 95 CTollA 15% & w33} Q133 tk. GAPDH A =te] 2
&S internal control®@ AME-3F%lom | ADAMI2, NTN4 2 PTGS2 frd=te] ut 7}7} GAPDH 4 =ke] wtd =
TOoR a0 HYPLRE BASGTH. AMEE Zgoln AMEE o5 2.

3]
=1

KX

pu

o
2

Z 1
A4a ANEHs
human ADAM12 (forward) 5'-ACAGGAAGAACTGCCACTGC-3' 4
human ADAMI12 (reverse) 5'=CCTTGGTTATCTGCTTGCCG-3' 5
human NIN4 (forward) 5'-TTCCGTCCCGTGCACAATAA-3' 6
human NIN4 (reverse) 5'—ACATTCGCATTTACCTGAGTGT-3" 7
human PTGS2 (forward) 5'-CAAATTGCTGGCAGGGTTG-3" 8
human PTGS2 (reverse) 5'-CTCTGGTCAATGGAAGCCTGT-3' 9
human GAPDH (forward) 5'-AATCCCATCACCATCTTCCA-3' 10
human GAPDH (reverse) 5'-TGGACTCCACGACGTACTCA-3' 11

MA 4. 5-aza-2'-deoxycytidine (5-aza-dC) A

SK-0V-3 A|EFo] #e3}t A|A1¢] 5-aza-2'-deoxycytidine (Sigma-Aldrich)E 5, 10, 20 uM =& 3¢ A
23k F | ADAMI2, NIN4 2 PIGS2 fA#F @& o] Wals qRT-PCPS o] &-3to] A4 33iT}.

AAel 5. mRNA mlo]T =27 o]
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[0093]

SS=50ol 10-1384326

GeneChip Human Gene 1.0 ST arrays AF&3to] mRNA mlo] IR ol# o] S a5} th.

Scanning & I 7 F-d#e] WA (expression value)S P KA (background correction), RMA ¥<3}
(RMA normalization) (Biostatistics. 2003 Apr;4(2):249-64. Exploration, normalization, and summaries of
high density oligonucleotide array probe level data), 2 log2 W3+ (log2 transformation)g A FHEZ
o2 FAEAN AT T ol AEAH oz e EE f-4A (Differentially expressed genes, DEGs)
gtolsl7] 913te] Bayesian t-test (Limma: Linear Models for. Microarray Data. Gordon K. Smyth.) "H<& A}
£3l9t. HFAH R p value<0.05 ©]WA log2(fold change)e] Atfzto] 0.585 K} & FAAS DEGE AH
EF=

AA 6. DNA Heg o] wlo]g Zojg o]

Infinium(®) Human Methylation 450K BeadChip< A}23&}o], DNA He#old wlo]mazojgo]lE F353 T},
DNA Wddeld FEE 01 #hS 2= Batex AT Bk 02 dld CpG F-917F ¢b7ds] vvdst | AS
oujsin | 12 ¢ WEste AL ofn| g},

T oA ApEA oz wgdgol Ay o] = FxAF (Differentially methylated genes, DMGs)E &Helslr] €8t
o] Bayesian t-test WS ARSI T. HEAOZ p value<0.050]1HA Azt B x}0]>0.3 ¢ (pG H9=
A A o2 wegolAxo] U CpG 9 (differentially methylated CpG site)®2 AAST CpG H91¢ wWeE
dold F=7h Md 425 DeE A4S

AAd 7. DEG & DMG AtE 9| FFEA
= 19 el wet, HE 249 DEG R DG ARE

Al Eg' a‘ﬂ:
1. da¢ Ao ¥ 2d 7%

SK-0V-3 WFanft AZFE 10 vhef ] 9l = vhgao] Habol 247 Felete] bk Aol v& REE 75
ATtk (& 2).

, xget ZhE 57 U0 3] 22)3 SK-0V-3 WA

I1lumina Human Methylation 450 BeadChip & ©]&3}o] DNA W&ol A n}
Ak o A9} Hluste] o] FFFA A FofstAl DNA wEH o] WElE
vEbd CpG F9E BAET. 24 A7, o9 A AlEFe vluste] o] FdxA oA DNA HIE#H oA
o] ¥y} AAF o7 ol Z2 AWdd}l (global hypomethylation)E HolE= o] ALY (& 3).

3. Aol4 Bag $¥ Rdd FA% Bde W3 24

Aol FEwH A FUF FAI} SK-0V-3 FAY HEF)A RNAS FE3o] Affymetrix Human Gene 1.0
ST o]&ate] & mlo]m &g o] (expression microarray)E AAdte] Ak wagh AEF9} vlusle] o] F
FzANA fofshA e WaE Yepd fHAzE BAEGIT (& 4). 4 Ay, gAdez Hx 33
(cell adhesion), A3 7] (cell cycles), * X& (wound healing) ¥ -3 (coagulation) I} t?ﬂ 7°r
AAES] Bdo] F7hg whH | AA} (transcription), AAZRA, AEAPE L M EAPE Z-o| #oJdtes FAX
o] o] @A FraE o] AT (F 2).

AN

b 5
_’__7(
ki3

-
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[0094]

[0095]

[0096]

[0097]

[0098]

[0099]

[0100]

SS=50ol 10-1384326

¥ 2
Ze)~¥ W& | Enrichment TR 7E N Pzt BH p%t
Score (GOTERM_BP_FAT)
uE U Cluster 1 8.2 | B 85 2.35E-10 1.10E-07
AEstd B 85 2.52E-10 1.01E-07
Cluster 2 7.6 M 7 51 5.34E-10 1.88E-07
AE F7] 58 1.53E-09 4.776-07
Cluster 3 6.6 TEYE £ 27 9.48E-13 2.67E-09
AMA =Y 27 2.36E-12 3.31E-09
Cluster 4 5.4 ZH-o A 11 2.70E-07 4.22E-05
A x-MEZE B2
AL Pz 24 28 9.53E-07 1.34E-04
Cluster 5 2.7 A A 25 3.62E-04 0.029
=3 16 8.98E-04 0.063
L A Cluster 1 5.6 A 263 2.78E-08 1.04E-04
AAF =4 311 1.05E-07 1.97E-04
Cluster 2 3.2 nEFEgol %4 29 4.72E-05 0.029
A EZ2718 W 28 3.22E-04 0.11
g a3l
Cluster 3 3.1 tRNA thAF A 27 1.96E-05 0.018
tRNA o}w] -0} 8} 12 0.0025 0.27
Cluster 4 3.1 tRNA thAF A 27 1.96E-05 0.018
ncRNA tiAL 74 42 2.58E-05 0.019
Cluster 5 2.5 AZ AL 24 104 3.81E-04 0.12
AXZZS x4 104 4.51E-04 0.13

4. Ao BAY FE BAY FHRALA wssh FA% 2d FGEAY

D aek AT} wastel o] FgxAolA DN rgeolAelA HolE el fAAsE FAA BE
oM Aolg vehiie FAAES Austel, olF #4 A& FFEM(integration analysis) S Fatel 7 &
Aol CpGel W@elolAe] ek A WH JPL FATT FAHE FAAES AUsT (£ 5).

w3k, mRNA 2d 2 CpG WlEHE ol =g SFe AF, HolTolA A CpG ¢ AHEs}t (hypomethylation)
off oA A @] FIIe F-HA 277NE A aL, CpG o FHEs) (hypermethylation)ol <J3l4]
AR ddo] A FAx 120715 AA AT

5. CoG Mgdlold WahE ol§¢ VA Hel AW wHA 47

&% ¥4 (integration analysis)& &3le] Zb frxte] CpGel wWEwo]de] W7l fdx W A& +
ATt FAEE FARES AEd 5, olF FHAE T o Hols #Este FHAAS vwe] Hud FHA
55 23 AdEslglon, ol FHAAES @Hd WS Quantitative real-time PCRS o] &3t AF3ste] 93
zlol & HolE o] FolA A A TR FHAE dAegich. me, 9 AlEF SK-0V-3¢] & DNA HE )
o] d AJA|] 5-aza-2'-deoxycytiding A s, o]& FHAE F DNA wlddolde] o) {Fda L&l =4
Hie Ao® BH 3%9 %A (ADAMI2, NIN4 2 PIGS2)E, 57 CpG WEH ol Wels o] 88 diagh Mo
A w AR HF A8
X3
-2 =}y GenBank No. u+e ogFC e Pat B =}l B P #
(fold change)
ADAM12 NM_003474 -1.25 0.000011 0.33 9.98E-07
NTN4 NM_021229 -2.08 0.000003 0.35 0.000726
PTGS2 NM_000963 -1.07 0.000708 0.34 1.72E-08
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[0101]
[0102]

[0103]

[0104]

[0105]

[0106]

SS=50ol 10-1384326

6. Aol dad TERDY FIxHdA AEd AR CpG ol Hskel FHA FH e W3

Hold whagh BERHe FFEAoA 3% f14 (ADANIZ, NINA % PIGS2) %o waoe] 7taso] 9l
Ag W wlolazoldole] AnE o) Sl & Aor] RI-PRE AE AvE FA wd AL %
A = AT (= 6 WA = 8)

=t
3, DNA w”zo] A wholaAzojeo] 4 Az, 3F9] fxd4F (ADAMIZ, NIN4 51 PIGS2) &5 57 CpG 7919
Aol "A3] wobA AT (= 9 WA = 11).

walh, Ak AEF SK-0V-30] & DNA =El#o]Ad A A<l 5-aza-2'-deoxycytiding 347F A3 & 3%
2} (ADAMIZ2, NIN4 H PIGS2) & o] WstE kg A7, DNA wWddolHo] FolEW 7] FrxEe] wdol
7hebe s E1E & AT oA A7) 3F kel wdo] DNA HiEg# el o8 2dHE s o]
o (= 12 WA = 14).

Of
lo
o do

e ofN

olys Ay AFNEL, AN o] BddA YehtE 3% 32 (ADAM12, NTN4 3 PTGS2)9] &
Zb kel B4 CpG F-9lo nudsle] o AW Gdagh dojnder Eojxoz el
BoFEg,

=9
EH]
mRNA " Methylation
Log, Expression _ | B value
Detect Detect
Differentially expressed genes Differentially methylated genes
(DEGs) (DMGs)
t-testp value < 0.05 t-test p value < 0.05
|log, FC | =0.585 | beta difference| >=0.3

N '4

Intersection (by NCBI GenBank accession number)
Hypermethylated & lowly expressed (down-regulated) genes: 120 genes
Hypomethylated & highly expressed (up-regulated) genes : 277 genes

EH2

_14_
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