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AAd 1. Brasa WAS AP HIUYG ATF L 249 £5 2 n@

A7t A W AE Q) N-thy-ori, 17F @A AEF <1 B-CPAP, K1, TPC-12 & AEF &3 (Korean
cell line bank) (A&, 3r=)olA EFwqttl. B-CPAP, K1 % TPC-1 AMl¥+= high glucose DMEM (Gibco)ell A
Hjkal k. N-thy-orit= RPMI 1640 #l#] (Gibco)ol A wlkatdct. ZE A Eel| 10 % Elol & &3 (FBS)¥
100 u/mL HYAA/2~EFEnO]A (Gibeo) S BFaFaL 7k 27 3ol A 5 % (0,2 37CollA] wjgalalrt.

AAe 2. A G ZHAA AAEE FAAY] 24 B 3G G ZH WA Brodad] FHE3 £ #

A A b A FAddstE fdAe] 'S 98, MeDIA CpG microarrayE T 3SHITH.
TFAH o2, DNeasy purification kit (Qiagen, Valencia, CA, USA)E Al&3sle] Alda 2 Uz 2HozH
B DNAS E33itt. 83 DNAS =S92 JdHststar, d#H3}s DNA 0.5ugS 20ge] AZE MBD2bt w2 3}
SHA 4T A 4 AZF E<b &2 wjdsgict. HuEss DNAE AA AlE 5% 7]E (GenomePlex®, Sigma,
USA) & AR&3te] AxQA AR FEevh. iz AEe] S%5¥ DNAE (y5oF (y3o= 747+ ®A8
Sk, EXE Zzke] DNA &S PR AAl 71E (Qiagen, USA)ZE AAS &, dA T2 EFo| upg} human CpG
island Microarray(Agilent, Santa Clara, CA, USA)el| ¥& &/d3sl3lt.

st f44 F ShtE Brodad HUSGOv, Brnda TERE9 AnUs 57 F4xA, w-gAH
AR G 24, FAR PP o 2Ae04 ag 40E = 19 e,

2ol A gz B ovl-aAH A oF 2ol Hls Brn3a =

AAd 3. A ¢ HEA Brn3a mRNAS] T3 o] 3ol

A3 bAIEe A Brn3a®l mRNA HAFS FASH7] 98| RI-PCRES AASIth. FA% &, N-thy-ori, B-
CPAP, K1, TPC-1MI¥ZE Trizol A9 (Invitrogen, Carlsbad, CA, USA)S A}83}4] total cellular RNAS F&
star 9HAAZ] 3 Brn3a®t glyceraldehyde 3-phosphate dehydrogenase ()&}, GAPDH)® o3t Ho]dt X glo]

£ AMEste] FEekgith. AR Zetol AES oS Zth: Brn3a-F: 5'-CGT ACC ACA CGA TGA ACA GC-3
'/ Brn3a-R : 5'-AGG AGA TGTGGTCCA GCA GA-3' 2 GAPDH-F : 5'-ACC CAG AAG ACT GTG GAT-3 '/ GAPDH-R : F :
5'-TTC TAG ACG GCA GGT CAG GT-3'. PCR B ES ot HEwlo|=g 3idhe 2 & of7t2 2 Ao 2
7] gl o3 £, 1 AFAE = 2 HERAT.

% 20 YERA vl o], AA MXFQ N-thy-ori$d Hlwsle] zHAkMer AEZEFQ B-CPAP, K1, TPC-19A
Brn3a®] mRNAZF&H o] 743k S E1sit).

AAld] 4. Brn3a #FAA Z2REQ A3t} Brn3ad] TH At #HEA &<

Hdd Al Eel A Brn3ad] W& W] Brnda A ZEEEC Fudsle] o FLREHAEAE IlEr] 9
3, B-CPAP AIZE YW e A2 5-aza-2'-deoxycytidine (AZA) % trichostatin A (TSA)Z 2|3} Brn3a
A SRREE SRS, D2 AN e B AR PR RIPRE AAHS} Bradasl nkik
DHFS SH% A9E = 3o YERITE.

% 30 yERd mRel o] HFAQE AMEFQ] B-CAPOllA wHAl ¥ Brn3a®l mRNAS] o] @dEstAQl 5-
aza—2'-deoxycytidine (AZA) 2 trichostatin A (TSA)S] Ao 2ol&] =A 3]&EH AS 321353
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[0070]

[0071]

[0072]

[0074]

[0075]

[0076]

=
M
f
:Cg
2y

8 o Aol A Brnda A ZEEE O] it WEsl ) Brndas] BHEE Alshs Ae #Als)

RS

AN 5. A gzF 9 A E A Brnl3a ©RE HdF 9l

B4 oF 32 22 g AEF A Brnda @A) Uy FES AN Y3 ASHERS AASIGIT. A
Ho g IdA o AESF(B-CPAP, K1, TPC-1), A AEXF(N-thy-ori), 734 & 2] dx2 Ax, A4
ZZ M5 150mM NaCl, 1.0 % nonidet-P 40 (NP40), 0.5 % sodium deoxycholate, 0.1% sodium dodecyl
sulfate (SDS), 50 mM Tris, pH 8.0, protease inhibitor cocktail (Roche Applied Science, Vienna,
Austria, pll 7.4)& $Hidte &3l @E oA &alativt. &3k ARolA dulAS FE317] 98 d7] s
S AAld 39 VlsddR S5t FE23 SNAS Q2 EZ(1A FAZ anti-Brn3a FAQ} anti-B-
actin@AE AF&3slal, 2% FA|E horseradish peroxidase-conjugated secondary antibodies (1:1,0000;
Santa Cruz Biotechnology, Santa Cruz, CA, USA)E AF&)S 2 Brn3a @& AE3IR o, 1 A3E =

o YERNSIT.

%= 40 yehd upel o] AL AEFo| A Brn3a @A BEe A izt (N-thy-ori) Al ¥EF<F vl
sto] ZhA Al S gRlstglon, 379 o #x} 22 AME F 3 /) BF7F G4 x4 o H|d Brn3a ©Ee] @

do] st AL sl

AAl¢] 6. Brn3ad] @3 & I FAAA F<l

Bra3a2] Azl wdo] 7t s HES F91stal, Brn3ad $ W ofE Wt AAAAE F
H3t7] 918l website (https://xena.ucsc.eduw)ollA AL FFEC I3t= TCGA(The cancer genome
atlas)-TCHAG|o|E] & T2 E3le], HolHE 4133, F-A4 22 RNA ]i tlo]8?] Hi-seq HlolH H]o]
25 ©o]&3te], Bran3a’} ofel LEAEA e IFH WHIE IFOE 2IFS WFEATE. F 505H o] A
o} #2155 BrndaZl Ld A &= groupe 2760l oW | Brn3as WHIFE groupS 22990t W F T
stage, M stage®] Ao} #HHH WNE&S & 1o, Stage Fol< #d= lﬂ%% F 20 YeEhaL, dHeoly &4
g AiE % 3¢ YERATE. P-value?} 0.05 ©o]3k] AF-, SAAJA Fo4d0] A= A& 4“]?‘}‘3}.

¥ 1
TNM =E0|X] £&F
28 |89
Tstage [ T1 TYel RS0l 2cm 0B FF
T2 el % 50 2em YA 4emfl FR
T3 WY FYY AE0l 4om 01y FE

T4a 37|t RESHA FYol LM We SHos sEso mE dBEEF =
= 21#, A, £ U UEE dadte AR

T4b FYo| M3 & T(prevertebral fascia)ltAl HE EE FEY = FF
& & mediastinal vessles)& TM= H2.

T HEE YUY A% € = Blel, F¢9 Udd 2 20| Ee 42
N stage | NO B=T Ho HE

N1a Level VI (PIE FY BZH 7|2 Z9 HuF OO F=E)nix| Mo

N1b U=y, dsd, viiS Y contralateral) A5 E& 435HS TZE Mol

NX =& A BHEF N o g 32,

M stage | MD Y MoI7t Qe ES
M1 B Hol7t e BF

M HY HoI7H Fote|A @2 B2
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X2

Stage ERE B 454 DITH EAF B1E 454 Ol
Stage | O.F Tstage, 2E N stage, MO stage T1, NO, MO
Stage || £ Tstage, 2E N stage, M1 stage T2, NO, MO
Stage Il T3, NO, MO

T1. M1a, MO

T2, N1a, MO

T3, N1a, MO
Stage IVA Tda, NO, MO

T4a, N1a, MO

T1, N1b, MO

T2, N1b, MO

T3, N1b, MO

T4a, M1k, MO
Stage IVB T4b, 2E N stage, MO
Stage IVC BE Tstage, 2E N stage, M1

A7 &1 2 % 29 2], T stage & A & TNM stage 5 53] % 37 2 A9 23y ddd
stage = 9|v|3lH, Stage & & stage =& TNM stage & AA GAZ= <n|3ic},
Z 3
H 3= 4= Brn3a
Negative Positive |P value
(n=276) (n=229)
A 47.6+16.5 46.9£15.1 0.646
el =% 136 76 60 0.736
4 369 200 169
T A7), mm 14.7+10.9 | 13.14+10.4 0.108
T stage T1 143 66 77 0.035%
T2 166 94 72
T3 171 99 72
T4 23 17 6
o No 268 156 112 0.184
(Multifocality) Yes 227 116 111
Unknown 10 4 6
W e &4 No 335 176 159 0.030x
(Extrathyroid Minimal 134 77 57
extension) Moderate/Advanced 18 15 3
Hzd o No 230 121 109 0.540
(lymph node Yes 225 130 95
metastasis)
M stage MO 282 148 134 0.463
M1 9 4 5
MX 214 123 91
Stage I 286 141 145 0.026%
IT 52 31 21
I11 112 66 46
IV 55 38 17
A& No 470 256 214 0.759
Yes 35 20 15
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BRAFVGOOE mutation No 256 137 119 0.584
Yes 235 132 103
Fusion 9 5 4
Other mutation 5 3 2

o,

Brnda o} /g4 o webe] weAde S A3}, & 304 #1E 4 3= whel o], Brndao] TAHA
= IE (negative)S WHEE I (positive)ol HlE #AA 9 Ay o FAZA 3
A TCGA data® F3 &ls9th. 8y, Brn3ae] WS ¥, A", o HA € =43 EF9 43

AZE A

ol#]g dlo|ElE &3, Brn3aZl /St Atel A HolHom wilo] FAstE wiole miAEA &8E
o, oAW T stage’} & SkAto A Brn3aZl @HaHE A7 A& AL E& Brn3ay %quo] oo A4S
stage 7b 28 LS dF, NG F ong | FHFAd A WY 4

5t TFA S Z Brnadad W EE ol9] WS JA st HHEs)
T om, 53] A ok W), A 9 e e A A s 7

_1

AAY 7. R4 & XY AE FH ] T Brn3adl &3

W FMEANA Brn3ad] 7154 T84 7S AFsy] A, WA 3 GAlEel Brnda A
T4 A7, ME FAd e Brndae] &E FRlstE AlFS AT, FAA SR, Brn3a HEg
(pCMV6-POU4F1 (Myc-DDK-tagged) )= OriGene Technologies (Rockville, MD, USA)EZHE 53k, 3
B A28 A]9Fo & DNA transfection reagent (Polyplus)ES AF&3}AT). B-CPAP 2 TPC-1 A|E7} 60 %

Az Zdsiyd Ity WEHE dAFdsta, FEFAE AES 10 % FBSE sk DMEM i e] 96- 4

~ ruE i
i o
mlm HuoE T

FolEolH 5 x 100 AX / Ao Wrw FE . ML AEHL Cell Proliferation Reagent WST-1
(Roche Diagnostics Corporation, Indianapolis, IN, USA)2 AF&3&te] =A3}Itl. WST-1 formazans &4 2
g Wed F&F BA #57](enzyme-linked immunesorbent assay)E  AFESFe] 450 mmollA AHHFH o=
S48ttt 47 FEFYel WE Brnda HH Fol o 23 4 Brnda el o AE S g =&
#E = 59 = 6o e

% 50l viebet wheh fFo] Brnda W[E F 59 A Brnda®] BE £EE SolHom IUpEloy, ko6l v
whovkeb o, Brn3a®l Frde] A HAEF(B-CPAP, TPC-1)o] Al S Folvd dFe FA= K3k

O A5 B Brodart A GATAA AE SH7ke wde] e HaAsEon, 1o weh Bradart
WA PAZ o) Bt Hrel VAL 4TS PET BaAol o)

bS] o]F ¥ HHFE o Holo glo] FQ3dEE Brn3aZl AE o]F ¥ G nAE IS sty 93k
AlE S £33, Brn3a HEd WY £ 24 2T HNEHSZ A9 73 28 WhH o2 B-CPAP ¥ TPC-1 Al
Yo AT Tk, aglal AE olF HIEE 98 Edad ] wYgsidoen, Ax s HUME 80
Egl~9 9 (24-well, Costar, Cambridge, MA, USA)o| mjEz]A(Matrigel)S 6A17FEer I®3 Edlad Ay
o njstgitt.

TAAJA wSFHES sk 2.

T8 wgde mgE 1 x 1057HQ B-CPAP ¥ TPC-1 M2ZE 4% W (upper chamber)ol &3, a5
(lower chamber)e] 10% 4 o} d3o] H7tE 600p 1 BlFNS A7, HE 2443 §, 2] 435 A
BoUE AEE WHEOR AASAUTE. S A FIE AxE olF EE HEFI MEoH, oF MEE

5 T
0.1% A= npo] &2l dAsto] F3t FAn4g o] 2008 wi&=2 AE Q1% A3E = 7o YehfSdTt.

7o) Ubehd vhsh 2ol, Brode] FA FYH WA FAENA AE o)F 2L Age] ANHOR oA AL
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Z135H3 T

AJ3]-7F] o] (Epithelial-mesenchymal transition)®} AIE &5 Alo]e] AL oln] dFH o

Brn3aZt &9-719 HolE HARAIIIEAE AT, FAF R, Brnda EE WY e S4 dixa WE
E AAd 73 7 WUwyow B-CPAP ¥ TPC-1 AMXo| dAFPsa, A¥-7+d vkAQA E-cadherin, N-
cadherin, Vimentin, Snail % TwistE F&3}7] 93 =¥ EF(13 FAZ anti-Vimentin A, anti-
Snail @A, anti-Twist &A, anti-B-actin &A (1:1,000; Cell Signaling Technology Inc.), anti-Brn3a
kA, anti-E-cadherin @], anti-N-cadherin & (1:1,000; Santa Cruz Biotechnology, Santa Cruz, CA,
USA)E AH83F4laL, 2% A2 horseradish peroxidase-conjugated secondary antibodies (1:1,0000; Santa
Cruz Biotechnology, Santa Cruz, CA, USA)S AM&3Iith & AAld| 59 Fd3t Wygo=r Fqstgom 1 4
75 & 89 YEAT.

4], Vimentin, Snail % Twist9 F<9w]3k 7+

—_

% 8ol yERd kel #Zo] Brn3azt - FYE B-CPAP % TPC-19] ou) g 7}
25 Wtk old A= Brndazh Al AN FI-q dolE HaAA AX olF % AFS A
b 3 vERdT

AAld 9. Brn3a Y& T A GAEY F42], olF, FAF Ulg Brn3ad 9 F7}t

Brn3ad 9&& A< Y& A o AEA Brndas Yo ARS WY E3E FAETE. B-CPAP 2
TPC-1 M=ol Brn3a E°|% siRNA T SA %7 siRNAS 4 F38 3 Az =43 Az o% 2 A&
< 57433,

ot mlo

FAAH o2, Brn3adl g siRNAE Santa Cruz Biotechnology (Santa Cruz, CA, USA)ollAl =53}SaL tzxatdl
gt siRNAE= Bioneer (WA, a)ddlA] 5310k, AFESH siRNAE 3E7<] siRNA o5 7l (duplexe) &
(pool) &2 Hojglom Zzte] H7IME AHARE oS3 2tk sc-29839A(Sense - CCAAGGAACUAUGUACAAAtt,
Antisense: UUUGUACAUAGUUCCUUGGt t ), sc—29839B(Sense: GACUCAUCUUGCUCUUCUAL t , Antisense:
UAGAAGAGCAAGAUGAGUCt t),  sc-29839C(Sense:  CUGCUUUGUGUACAAGAUAtt, Antisense: UAUCUUGUACACAAAGCAGtt),
siRNA HeAr]eko 2 Lipofectamine RNAi max Al9F (Invitrogen)2 Abg3dle] HAFAS AAdta, AAqo 73
YA WST-1 45 T3 AxE F2& SA8sIdon, dAd 83 st ER=Y oAolE T3l Alx9

, 21 A%E =9 2 = 100 YERAA.

o153 Wge SR

9o 1het
nle} 7o) Brn3a’t Yule® A$, Al

71}
Al (1=}
Inc.), anti-Brn3a, anti-E-cadherin, anti-N-cadherin (1:1,000; Santa Cruz Biotechnology, Santa Cruz,
CA, USA), 2x&AZ horseradish peroxidase-conjugated secondary antibodies (1:1,0000; Santa Cruz
Biotechnology, Santa Cruz, CA, USA)E& AR&3ISiTHSle] Ao-7tg] do] @ dwde] ddS xAlste] A7
£ = 11 YehiAT.

% 110] UpEhd vhel Zho] Brn3acl Hrhe® 7S, B-CPAP % TPC-1 AEOIA N-cadherin, vimentin, Snail %
Twist7} 2713k g9181¢l o).

2

whx] gkoro} T 109 e}

ue
jus]
=
©
N
N
o
w
=
=
w
o
N
)
T
k)
b Fo
:
offt oﬁ
X

(HO

oz
oft

A3 WHo® BrndaE HURAIX AEE AAld 59 Fdd WHom dxd BES

A=, anti-Vimentin, anti-Snail, anti-Twist, anti-(1:1,000; Cell Signaling Technology

i
09~'

o},\ﬂ}:g Zo:}\]oﬂE ogt‘s]:o] 042_1,]_’ )\]—r]_ﬂ—o‘g @o]% =

AAd 10. Brn3ad AE o]E(migration)™} & (invasion) A 714 &
10.1. Brn3adl 93 o]F, FAH JZHYE F= g

AAld 8 UA] 9ol ERlgk M o5 HHS Brd AAE] o]dllslr] $3ke], Brn3aZt AlXE olFd S o
A o ojEl ME A& Ag A27F #HE] A 1] HE G G P4 Holof dA-lE kst
ARE ZAFSI T, Brn3ad #HEd T Yrhgo] &) W= FZE IPA(ingenuity pathway analysis)S %
d EAskich. T3 Brnda HE gl wE wWd Iy FFEo] WHEE Qs $ste] da" S 59
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k. TAHOR Brn3a F&d WE, oz WE, Brnda 5014 siRNA, &4 R siRNAS ZHZ) B-CPAPo]l
AAld 73 L WHoE PA FYsta, A 58 g wHe] A" EXS AANAAARE, anti-
phospho-STAT3 (Tyr705), anti-total STAT3, anti-B-actin (1:1,000; Cell Signaling Technology Inc.),
anti-Brn3a, (1:1,000; Santa Cruz Biotechnology, Santa Cruz, CA, USA) anti-p-C-Met(1:1000; Cell
signaling Technology Inc), anti-C-Met(1:1000; Cell signaling Technology Inc), anti-p-AKT(1:1000; Cell
signaling Technology Inc), anti-AKT(1:1000; Cell signaling Technology Inc), anti-p-P65(1:1000; Cell
signaling Technology Inc),anti-p-P38(1:1000; Cell signaling Technology Inc),anti-P53(1:1000; Cell
signaling Technology Inc), 2xF3}A|= horseradish peroxidase-conjugated secondary antibodies (1:1,0000;
Santa Cruz Biotechnology, Santa Cruz, CA, USA)S AF&sIsithseldleor, g2 EX &4 AyYE T 129
et

% 120 vpep mpeh o], Brn3azb dHLEE A|EollA Q14FshE STAT3SH STAT3 & <
Z18H3aL, Brndas Ytk AlX1 Al A, A4kstEl STAT3ZF 57k A& &<1831
l %‘iﬂ’éﬂ 5 frejmg Wskyy B gkt

k
(RS
o

whebA o] 3loll M= Brnda 9 STAT3 A&AY Azo ABUBAS Frldoz g3k,
10.2. Brn3a 2@ 3} STAT3, STAT3 A3l #A &

Brn3a &3} STAT39} STAT39] 14tsle] #AlE Lolr 7] 918le], Brnda ¥ #WE], diZa WE, Brnda 50
#l siRNA, &7 thEsr siRNAS ZH7} B-CPAPS} TPC-1o AAlef 73 A3 Wiom 3 Flskar, Al 5%
Tdg WHel ga'l ERES AA(1AFFAR, phospho-STAT3 (Tyr705), anti-total STAT3, anti-B-actin
(1:1,000; Cell Signaling Technology Inc.), anti-Brn3a, (1:1,000; Santa Cruz Biotechnology, Santa Cruz,
CA, USA), 2xF8}Al= horseradish peroxidase-conjugated secondary antibodies (1:1,0000; Santa Cruz
Biotechnology, Santa Cruz, CA, USA)S AF&3F3ith)ste] STAT3SF <Q1A4kshel STAT3(p-STAT3)E A3 oM,
O AFRE = 13 YehIT.

% 13l vpEp mpe} o], Brn3a ke wEl7 @A =<woe] Brnldarl dha Aol A SlArsE STATSIH
HAA 3] Aol gon | STAT3 & $30] 7FAFHoIYdE AL delsgdr). wt ] BrnsaZ Uthe A7l AlEol
749, <lakstE STAT37F S7Het AS &Helsgitt.

o]9} S ARMES Brn3a o] STAT39] ofw|:=AkQl BlEAl 705004 STAT3 <I4stE AASHA FAaA{Ith=
s o Rit.

STAT3Sl AIE o3 Aol o FFE oldsy] e, B-CPAPSH TPC-1A1Zo] STAT3S] MRS STATS

SiRNA(STAT3 siRNA A7NM<E AR sense: CUCCAACAUCUGUCAGAUG(ATAT) , antisense:
CAUCUGACAGAUGUUGGAG(dTAT)) &= YTt AlZ1T3} =& AFEslA AAld 837 TUgk oz AXE ol5d A
I AEFES FUrete] & 1e JEhe™, A7l AEY 4e-319 whAQl E-cadherin, N-cadherin, Vimentin,
Snail B Twist® HAE37] A% 21 XS HAAld 59 43 o= HA(IAFAZ, phospho-STAT3
(Tyr705), anti-total STAT3, anti-Slug, anti-Snail, anti-Twist, anti-B-actin (1:1,000; Cell Signaling
Technology Inc.), anti-E-cadherin, anti-N-cadherin (1:1,000; Santa Cruz Biotechnology, Santa Cruz, CA,
USA), 2x8A2  horseradish peroxidase-conjugated secondary antibodies (1:1,0000; Santa Cruz
Biotechnology, Santa Cruz, CA, USA)& AF&sIith)ste]l 1 A¥E = 159 YeERJATE.

é_i

140 vEp wpel Zo] STAT3 Yuhd AlxoA A28 o3} FFo| vyt vlus) e A
o

= o

g = =
T Aden, = 159 o] AJH-7ky Holof THE ©MAQl slug, snail, twist7} fHAagh AE AT 5
o)

2R

75 E3), Brn3a®] STAT39] AlZAAE
o}

= [¢) L=t
Aolg AT & g v, A o ARAZ Y F S FAsan,

wowrle] Brnjad ek A o] o wi AR oky zABe AAds Awan}, X ww
BahaA ol ohil @A o FAAoR 4gs
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[0123]

[0124]

[0126]
[0127]
[0128]
[0129]
[0130]

[0131]

[0133]
[0134]
[0135]

[0136]

[0138]
[0139]
[0140]
[0141]
[0142]

[0143]

[0145]
[0146]
[0147]
[0148]
[0149]

[0150]

[0152]
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AA 1. FAAY Az
Brn3a 10 mg

W E 180 mg

FAHE E FFF 2974 mg
Na,HPO,2H,0 26 mg

el FAAL Azl wel 1 HEF(2 nl) A71e] e FHer Az

AAA 2. HHAL A=

Brn3a 50 mg

S4e] A Az uet Ao AES EEe 3 30% ol 100 mgS H7Fete] AM 60T Azxs}
X &

AA A 3. AA9 Az

Brn3a 2 g

AA 4. AL Az

Brn3a 100 mg

= 100 mg

Bgel A Azl wet 19 4R EFF T, 4o A AzpEel heb egsel 4AE A
=

AA 5. &AL A=

Brn3a 1 g

9 15¢g

A 1 ¢

AdelE 0.5 ¢

] gl Azl wet Ao AEe T F, B Wl wheh 18 F 4 go] HEF A X3}

AA 6. HeA Az
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[0153] Bnr3a 10 mg

[0154] @x%x% Hl 229243 mg

[0155] FE 14.8 mg

[0156] n2dlg 2H ool E 0.2 mg

[0157] e HaA Az wel drle] RS Efeta Antd Yol FHst HEAE Az

[0159] AAA 7. AL A=

[0160] Brn3a 5.0 mg

[0161] ZoogAFeZ 1500 49.995 ¢

[0162] Zold A= F 4000 50.0 g

[0163] el Al Azl wet A7) ARE AT vy A &7 ¥ o 22F 80T b2 uykebHA ¢d

©
&alakar, 40C B2 g AF gEste] 100 g9 HAE Azt

[0165] A A 8. AAY A=

[0166] Brn3a 2.5 mg

[0167] ANHEAFEHF 50.0 mg

[0168] =Y A RAEE 50.0 mg

[0169] FeAZYF 3.0 g

[0170] XH]E K30 1.0 g

[0171] 7+E ™ 300.0 mg

[0172] E ol g-&o}lql 400.0 mg

[0173] AAG 95.19875 g

[0174] el AA Azl wet ] duas AFE g A &70d ¥ 9 £58 80T 7k wnkahEA] ¢k
Sastar, 40T ¥Ze g 2 gEste] 100 g9 AAE Az}

[0176] AAA 9. A A=

[0177] Brn3a 50 mg

[0178] o] 4std 10 g

[0179] e 30 mg

[0180] UEF 7HEAMEAZ 22 100 ng

[0181] Al A 7kt AA 100 ml

[0182] o] HeA Aol wet Arle] AREs St SAA AuAY Azl wel AEAE AlxT

s A
F 100 me &9 2ol Fata Es)

[0184] AA 10. A2 A=

[0185] Brn3a 10mg

_16_



[0186]
[0187]
[0188]

[0189]

ojdstd 10 g

ZIHSd 10-2020-0099721

TE 5 g

A A7

T A Ayl mel FAG ZHe] RS vhete] &aA7 RS
BE £ g AASFE vt AAE AASTE vbeke]l WA 100 ml 2 24 §F 4
A AAE AxTt.

=3

EH]

INormal INon-aggressive A ggressive

LabiD  [Sample ID Farrlple ] ILab ID Famplu 1]

INT18 4001334 2004-11328 FPEdE Ia-mr-lms
INT48 001271 200812503 FPEAT

2007-17447
NT20 F;mr-ﬂsu
INT21 200908174 Ezufmm
INT22  40017e3 5200718128 3200504435
INT23 001764 [52007-15968 15200600547
INT24 4001728
_____ LI | SN e |S2007-08362

4001772

2005-03960

T2 004108

Em:—ﬂm
$2007-11385

S2007-148T8

Fim

200511737

200710232

2007-17424

08-00953

2008-04707

200615584

2007-02322

INT32 4004115
INT34 14004124
NT35 004139
INT43 4000563
INT45 4000820
rms 4001123
[NTS0 001313
INTS1 4001379 200920718
NTS2 4001432 2010-00703
INTS3 4001731 ; 'Eiﬁiﬁ:ﬁiﬁ
INTS4 4001774 152009-09740
INT55 4001753
INTST 4004103

2007-02028

009-19274

‘[s2003-1a811

2004-01284

|ﬁ1m-neren

0501778

52004-04970

2004-08041

I Hypermethylation (promoter_CpG) _35.5% -> Brn3a downregulation
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E02
=
o
g = b}
£ . 9
2 2 T F
E03
&
h
+
S & §
' o | w
Brn3a
GAPDH
B-CPAP
=gV
JA E 5 B
f:: é 3 casel case2 case3
z & & F NT NT N T
Brnia [ Brn3a‘-- H-||.-|
B-Actin | S — --| . ‘ = _,| p— p—
N : Nontumor
T : Tumor
z95
-_— =
52§
@ - =
S & S &

Brnja -_— | a -—

B-CPAP TPC-1
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5

=

=

o

e
=)

Brm3a

L
Vector Brmia

* P value < 0.05

TPC-1
120%:

1008

so%

BI%

0%

20%

0%

(%) sppa

z

Py

Vecter

§ §

(26) uonesayjoid |92

TPC-1
Vector Bm3a

2

=

(86) spja3 paywiBiy

S0%
23

Vector Brnda

Bm3a

120%
T00%
B0

v 0%
A0%
0%

0

B-CPAP
£
£
E
:

B-CPAP

Vecter
Vector Bm3a

g £ T
i B (5} s1190 pagesbiny
(%) uonesayosd |20 it

006 -
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Vector

' Brnda

l ;

=48
g s
S 3
Brn3a —
E-cadherin —
N-cadherin | e— e—

Vimentin | e .

Snail - —_—

Twist | & &

B-Actin b‘

B-CPAP

1
(g
©

B-CPAP

120%
100%
80%
60%
40%
20%
a3

Cell proliferation (%)

NC siRNA

Brn3a
siRNA

TPCA

TPC-1

s B
s P

Cell proliferation (%)
P

NC siRNA  Bm3a
siRNA
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Rt s

g
g Gl St
R
RSN s

NC siRNA

Ay

iy
LA e B |

B-CPAP
F 800% = o~ 250F =
= 500% ;-f; 200%
E A T 0%
E :gx B 100%
B 100% § 50%
s = m
MNC Brn3a MNC Brn3a
siRNA - siRNA siRNA  siRNA
EHI11
= =
= =
s § § ¢
o [+4
% = ® -
(5] E (8] E
=z =] =z a]
Brn3a | e - . —
E-cadherin | "= s | | S =
N-cadherin | === — — —
Vimentin | = o | S——
Snail - - [ ..
Twist | = S | | ——
B-ACHN | s—— | | S—
B-CPAP TPC-1

Migrated cells (%)

NC siRNA

300%
250%
200%
150%
100%

E0%

NC
siRNA

Brn3ia siRNA

*

Invaded cells (%)

Brn3a
siRNA
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250% *

200%
150%
100%
50%
0%

NC  Brmn3a

siRMNA - siRNA

* P value < 0.05
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=912

z
nma-| -][-—[
m——t

STAT | v o | | = e |

pomEr v w | | -]

B-CPAP
=913

: £

£ 3 32

£ § 2 &

Brsa | | (= o |

p-STATS [wee | | --|

STAT3|-'—| |——|

B-Actin femme— | —

B-CPAP

Vector
Brn3a

| NC siRNA
Brn3a sik

.
i

|}
1]
=Tl

|\
(f

TPCA
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Migrated cells (%)

p-STAT3
STAT3
E-cadherin
N-cadherin
Slug

Snail
Twist

B-Actin

NC siRNA

<

=
< &«
- w
=4 )
P g
g 5

Invaded cells

NC

SiRMA,

STAT3 siRNA

' ' NC siRNA

™
‘ |

— e

B-CPAP

TPC-1

Migrated cells (%)

g5

E
#
Invaded cells (%)

NC STAT3
sitiNA - sTRINA
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STATS siRNA

NC  STAT3
siRMA  siRNA
* P value < 0.05
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