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g3l Hd A JE(kit)S A3},

% la]
No GB Accession |Gene Gene Name Regulation(posi
Symbol tive_negative)
1 NM_000668 ADH1B alcohol dehydrogenase IB (class I), beta DOWN
polypeptide
2 NM_020533 MCOLN1 mucolipin 1 DOWN
3 NM_022145 null null UP
4 NM_001823 CKB creatine kinase, brain DOWN
5 NM_057090 ARTN artemin DOWN
6 NM_004510 SP110 SP110 nuclear body protein DOWN
7 NM_012138 AATF apoptosis antagonizing transcription factor UP
8 NM_002262 KLRD1 killer cell lectin-like receptor subfamily D, [DOWN
member 1
9 NM_021727 FADS3 fatty acid desaturase 3 DOWN
10 NM_003975 SH2D2A SH2 domain protein 2A DOWN
11 NM_000080 CHRNE cholinergic receptor, nicotinic, epsilon DOWN
polypeptide
12 NM_000992 RPL29 ribosomal protein L29 UpP
13 NM_021809 TGIF2 TGFB-induced factor 2 (TALE family homeobox) [DOWN
14 NM_001246 ENTPD2 ectonucleoside triphosphate diphosphohydrolase|DOWN
2
15 NM_016153 null null DOWN
16 NM_007063 TBC1D8 TBC1 domain family, member 8 (with GRAM DOWN
domain)
17 NM_000191 HMGCL 3-hydroxymethyl-3-methylglutaryl-Coenzyme A DOWN
lyase (hydroxymethylglutaricaciduria)
18 AC022003 null null DOWN
19 NM_014621 HOXD4 homeo box D4 DOWN
20 NM_015909 null null DOWN
21 NM_003752 EIF3S8 eukaryotic translation initiation factor 3, UP
subunit 8, 110kDa
22 NM_001651 AQPS aquaporin 5 DOWN
23 NM_014629 ARHGEF10 |Rho guanine nucleotide exchange factor (GEF) |DOWN
10
£ 1b]
No GB Accession |Gene Gene Name Regulation(pos
Symbol i;ive_negativ
e
24 NM_001915 CYB561 cytochrome b-561 DOWN
25 NM_016283 TAF9 TAF9 RNA polymerase 11, TATA box binding DOWN
protein (TBP)-associated factor, 32kDa
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26 NM_001448 GPC4 glypican 4 DOWN
27 NM_023000 ARID4A AT rich interactive domain 4A (RBP1-like) DOWN
28 NM_003213 TEAD4 TEA domain family member 4 UP
29 NM_004224 GPR50 G protein—coupled receptor 50 DOWN
30 NM_005798 RFP2 ret finger protein 2 DOWN
31 NM_022338 Cllorf24 |chromosome 11 open reading frame 24 UP
32 ENSG0000010036 |null null DOWN
5
33 AF123073 null null DOWN
34 AF151019 null null UpP
35 NM_015939 null null DOWN
36 NM_002388 MCM3 MCM3 minichromosome maintenance deficient 3 UpP
(S. cerevisiae)
37 ENSG0000008477 |null null UP
4
38 AF216972 null null DOWN
39 XM_041585 null null DOWN
40 AL022312 null null DOWN
41 M98331 DEFA6 defensin, alpha 6, Paneth cell-specific DOWN
42 AC005754 null null DOWN
43 NM_003093 SNRPC small nuclear ribonucleoprotein polypeptide C |UP
44 AC026487 null null DOWN
45 NM_004639 BAT3 HLA-B associated transcript 3 UP
46 AF100318 MAP3K6 mitogen-activated protein kinase kinase kinase|UP
6
47 AF348074 null null DOWN
we w47 E la 9 E 1bol UEhd EhZuoHs Ade o8 agEs wude oo
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M2 ES 84 1123 DA
THM Btage I THM Stage II and III
Total
MO M+ M+ MO
Histology 112
Adenocarcinoma 43 34 1] 14
Squatnous cell catcinoma 58 32 ] 26
Latge cell carcitioma fi 4 a 2 a
S cking history 112
Mon-smoker 33 22 a 11 a
Smooker 77 46 1] 3
urlcnowrn 2 2 1] 1]
Sex 112
Female 29 20 1] Q I
Tulale 23 A0 1] 33 1]
Differentiation 112
el 19 15 I 4 a
Moderate 57 34 a 23 o
Poor 32 17 1] 15 I
urdcniowrn 4 4 1] a a
Recuwrrenice 112
Reouwrred 46 24 1] 22 a0
M on-Recured i3] 44 ] 20 a
Current Status 112
Alive 73 54 19
Expired 39 16 23
A 112 A= LN (1) 42 AE, LN(-) 70 A&
(AA 127 ABZ3 T3NO, T4NO 15 A= A2))
Stage : 1 7] 70 A=, 11 7] 14 AZ, 111 7] 28 A&
g 82 AE, oA} 30 AE
tho] 1 13~804 (F7FHak=6241)
Cell Type : ADC 46 A1, BAC 2 A=, SQC 58 A=, LAC 6 =
Size : 1.2 ~ 19 cm (median = 4 cm)
OP date : 1995.04.21 ~ 2002.06.03 (median : 1999.05.30)
549 FAR 77 AE, WEAA 33 AT, wE 2 4B
A-2: AT FH] B RNA 5
AR FATAE A/ Fo BE "EA A AAASE AFEd o FdHAT. Re HEde
American Thoracic Society LN map & Q&% #<=x= 11, 10, 9, 8, 7, 4, 3, 2 FEI & Hd=x= 11,
10, 9, 8, 7, 6, 5 ¥&& AAsNAY. FA59 HAFHoR 6(HY: 5-8)F 8 depdi). nHoz AAH
aPal & g walkd RES JIA T dx2FS o

RE 2AEL ZA] sty oz HAsEl.
e F(5mm< Smm)HE WA -80 ° CollA] BES z2
hematoxylin¥} eosin &o|=E &F¥ W dhxto] osA] AMAESGTH. ZE SFAZEEH 21889 HZHS
10.6, 5l

(the number
REcEIP=
112709 Hd=x2&
ak7] Aol & Ho|xEF

1127 9]

of LNs per patient:

21.3 £

A2 HE 112719

=
Bt ool ARSS Ay E ow, @xd

range: 8?54) AA|staL, 152709

oF AL nlARetgdtt. 183 RE o AL RNAE ==
39 E Apo] A ER

= hematoxylin® 2 ZFHAl AASATE. Zb2be] miA dild
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o] sfFF FFZAE] 1mLe Trizol reagent (Life Technologies, Rockville, MD)E ¥ i ZA] vortexingsf
o FAZIAZ T, A RNAE Trizol reagent protocolel] whe} &8l AA RNAS A=sle] 0.6 M EELT)
s|=o) oElFE HEwlel=E XFeeE 1% optREa A d7]gdEste] BAEITE. A RNAS] A
Nanodrop spectrometer (Nanodrop Technologies, Rockland, DE)E& o]-&3}o] E435}%t).

A

B. HIZAEH G HZE el fAx<t HH

= 2=

1997 TNM EF(#H ¢t AA & o352 =4 F Heshxoz 283t %, £%38H oncology), £%38F = Oncology, 9t
ANz wd ; AxA [F1EA 427, 2003.) o wEH, 11299 &2 Fol A 109 #2H(63%)= pNO
Aol 42 We] FAH(38%) = HETOE Mol HJomw, 199 AR (17%)+= pN1 ©HA|, 23] #FAH(21%)=
pN2E A S e ﬂi# 21709 FIZH(B~B4HE)E 7FAE 200070 o149 H(n = 2349)E AH A o
2 o7} o]Rofxl Zo@ FEAHTF. 148719 HEZH(6.3%)2 Holdl #AAe] v AoR yEgar, Whd
2201 LNs (93.7%) + uu Adol7t gl A= L}E} LTF. LN involvement™ HAFA XL 7} $x19] 44%4 =
ol Al YeRa, tiAEZEs 7H 33%9] Aol A Ul A4S 7H #FXE9 A $ LN involvement H]E©
29% =2 YERdT.

ﬂH%

2

L)

_4

FuE, T Pash N P2 AY BA F AS GFL AL 8cle YL Ho] o¥F onjsiy, Aol
9ma Pele &, dold YmA] LAl AR ool WAL ww, 4Fe) R, Holw wma o
Holg Yol =] NIl Hol7h Q= A ofR 5 Aol JF2 VA gk

C. cDNA whe]Z2 olgo]E ol &% mRNA AR B4

o o ZHE Fgt AA RNAY oF 5?10ug ALEE S@auwIEe|= vlo]a2ojgo] 4] (Macrogen,
Seoul, Korea)ol Al&3sta v} A= RT-PCROJY} real-time PCRS 33}o] FH3}ATE. Macrogenite] Oligo
Human 10K whe]Z=ojdlol= 10,4167H¢] <13+ Fxxke, <efxl 803270 fdak, 2076709  expressed
sequence tags (ESTs) F+AAZS 50-mer 2] L7 FEQElol= T2 g AFEErt, ZHzE 112712 A A RNAS
R ¥ A2l human reference RNA(stratagene, La. Jolla, CA)®} &43}A]7]al(oligonucleotide Plo]A 2o o]
hybridization) Z=7idale] 4], ® gQletqirt.

nlo]lF 2o o] EA3} o|u X Imagen version 5.5 software (BioDiscovery, El Segundo, CA)E AF&3lo] 2~
Askal FAsktk. 2e]al 1 AR lowess methodol ofel] AwHsls3ith. lowess methodell 4] Cy-5el th&h
Cy-39] W &ghe 71BH 07 Jog WEAZ Flolot,

Yxd Holo} A3 nRNAL] DA SAS FASHY] ¢8le], Partial least square (PLS) analysisy &+z%% 9
A2 Tl o] HGFA e frdRe] o] fid wel FEol FEE 4 e Aol e AE RAMS

7] 9lste] Ty, agla. wE e zpelE Hol:= §AXE AEEr] 98 Westfall-Young methodS
E33}= multiple testing adjustment (MTA)Ol 9@l permutation ¢ testS 438} ).

S LFEYLE| = wlo]a R o] HAFS F3te] Aot AAY §lv dAY FAEZHE I mRNAS UEd
s gt

Partial least square analysis™H & AREste] Aol7t JAY gle AGTAE Aol A YEhUe f2xte] @
Fokare] zpolE sy, 1 ZAxE &= 19 YeRdom | LN metastasis statusZb Z FEFI, LN

g f4 IFES AW Vs ks AL welEth. Ed & 200 DNA Pl ojeo]
3}

metastasis®} #H = A
SFAE Abelo A YElYE fRXe] wESde] xfolE Adste W uigh RAEE UE

= ol&ste], ¥
Aot

=

° 29 FARAES Agete] T oAl BR mae Aus. aua dte] gL 545
ST, oleld maY $AL Bote] Folx malelA oZe] HHEE F7AY] e S FRAln W



[0076]

[0077]

[0078]

[0079]
[0080]

[0081]

SS90l 10-1416475

HUxAd Aol o F9o AHIEE F7MA7]7] $l81A, vector machine, artificial neural network, decision
tree, and naive Bayeso]t} #& du@|Zo|A AEsE WS E33tomxn Wy duglS=S L), o
Al 7H94 dug]Fe AF dFe AEETt 80%lde R 8 Ve Fes UERA, HYE daFel

K3

A AEE A e daEEs SFSIT. 1l 1 WEgE dagFoA "ZE do| AHI S e 54
Sl 73%3 Aate] 2~3719] dawlEs st A&AIA Btk ol WA dags
r il Aukstr] H k. 3 10-fold cross validationol 2la] =dl A= 95.24%2] W
ZEE Hol3al 90.00%9 Eol=E U o= oyst g2 dugE B =2 zlolth 3)

—~

*

A R dneFeld =9 A 9 B A%

aonz =k
w0 mH+ | total
Support po | 41 29 | 70 DI T 71.43%
Vector Iackine W+ | 12 30 | 42 S0] & 5257%
ttal | 53 39 [112 ] HEEL: 6339%
w0 mM+ | total
b0 | 632 7 | 70 OIZFE: 83 33%
Mewal Metrork =
pH+ | 7 35 | 42 S0 X 90.00%
ttal | 70 42 [112 | BBE: 87.50%
mM0 mM+ | total
g g pi0 | 62 & |70 DI E: 8571%
i+ | & 36 | 42 EO|E: 88.57%
total | 65 44 | 112 ]| HERZ: 57.50%
mMO mM+ | total
e pHO | 60 10 | 70 DIZEE: 100%
Wi+ | 0 42 |42 E0|E: 8571%
ttal | A0 52 (112 | BB 0107%
mi mH -
Corbired Modell Henral 1]
Hetands: oHO | 63 7 |70 | DR 9524%
+ Decision Tee
o s P i+ | 2 40 |42 | BolX: s000%
ttal | 65 47 112 | HZIEZ: 01 06%

9o} 7o o) wal. 10-fold cross-validation® 32+¢] training setd} test setLZFE FE3 2SS
ﬂﬁ_g]_oq oﬂ%g] x4§h:_e_ ;\]aqu Horth, kA ;<Hua1—0 93 BE wdol 848 Elul—ydo]_ﬂ 93 =A

A e UZdE HololA FTHEE JHS dolr 7] 9 long-rak testE AE3}e] Kaplan-Meier survival

A7) AAd 19] BEES] AnE wEoR fxA oy} o]FolA A 70789 $AET Hxz
o]zl 427 9] FAEAA AHEA R APEE FAAES FEII & vk (W)
Bl d& MZ S fato R cross-validation 3+ model AR EH 3+ Model gene set2 XH3}7] 98
Westfall-Young methodE A3} U% El2E(multiple testing) o2 P-#SS ZAGoZH &

Al

_10_



[0082]

[0083]

[0084]

[0085]

A -HAES st

Model gene set A &
hya

= =90 3z
1 EHES E 423

=3 ar

SS=50dl 10-1416475

47 genes (P < 0.05)2.2 AT Au}. 397012 4R F2xAeF 8712 ESTs, 18]ar

504 8.eFssc.

A &b 1127 €hAke] mRNA A B omREH Aol i Ato] vER= fd Ak Model gene set

Gene Accession |Gene description Gene Symbol
no.
AC005754 EST
AC022003 EST
AC026487 EST
AF100318 mitogen—activated protein kinase kinase kinase 6 MAP3K6
AF123073 LOC81558 LOC81558
AF151019 Hypothetical protein HSPC111 HSPC111
AF216972 EST
AF348074 n-acetyltransferase 2 NAT2
AL022312 EST
ENSG00000084774 |EST
ENSG00000100365 | EST
M98331 defensin, alpha 6, Paneth cell-specific DEFA6
NM_000080 cholinergic receptor, nicotinic, epsilon polypeptide CHRNE
NM_000191 3-hydroxymethyl-3-methylglutaryl-Coenzyme A lyase HMGCL
(hydroxymethylglutaricaciduria)
NM_000668 alcohol dehydrogenase IB (class 1), beta polypeptide ADH1B
NM_000992 ribosomal protein L29 RPL29
NM_001246 ectonucleoside triphosphate diphosphohydrolase 2 ENTPD2
NM_001448 glypican 4 GPC4
NM_001651 aquaporin 5 AQP5
NM_001823 creatine kinase, brain CKB
NM_001915 cytochrome b-561 CYB561
NM_002262 killer cell lectin-like receptor subfamily D, member 1 KLRD1
NM_002388 MCM3 minichromosome maintenance deficient 3 (S. MCM3
cerevisiae)
NM_003093 small nuclear ribonucleoprotein polypeptide C SNRPC
NM_003213 TEA domain family member 4 TEAD4
NM_003752 eukaryotic translation initiation factor 3, subunit 8, EIF3S8
110kDa
NM_003975 SH2 domain protein 2A SHZD2A
NM_004224 G protein—coupled receptor 50 GPR50
NM_004510 SP110 nuclear body protein SP110
NM_004639 HLA-B associated transcript 3 BAT3
NM_005798 ret finger protein 2 REP2
NM_007063 TBC1 domain family, member 8 (with GRAM domain) TBC1D8
NM_012138 apoptosis antagonizing transcription factor AATF
NM_014621 homeo box D4 HOXD4
NM_014629 Rho guanine nucleotide exchange factor (GEF) 10 ARHGEF10
NM_015909 Neuroblastoma—amplified protein NAG
NM_015939 CGI-09 protein CGI-09
NM_016153 LW-1 LW-1
NM_016283 TAF9 RNA polymerase II, TATA box binding protein TAF9
(TBP)-associated factor, 32kDa
NM_020533 mucolipin 1 MCOLN1
NM_021727 fatty acid desaturase 3 FADS3
NM_021809 TGFB-induced factor 2 (TALE family homeobox) TGIF2
NM_022145 Leucine zipper protein FKSG14 FKSG14

_11_



NM_022338 chromosome 11 open reading frame 24 Cllorf24
NM_023000 AT rich interactive domain 4A (RBP1-like) ARID4A
NM_057090 artemin ARTN
XM_041585 EST
[0086] [ 5]
[0087] HI A2 QF 8k2) 1129 $4}9] nRNA g B4 025 E dojxl wd o] YEld= A (Model gene
set A)
[0088] HI &AM 29 797 3H2o] mRNA &g BA o2 HE Aozl BdAtolE YEfdl+= F32F(Model gene set B)
[0089] Gene Accession no. |Gene description Gene Symbol
AC005754 EST
AF216972 EST
AF309034 SRY (sex determining region Y)-box 6 SOX6
ENSG00000084774 EST
NM_000486 aquaporin 2 (collecting duct) AQP2
NM_000992 ribosomal protein L29 RPL29
NM_001246 ectonucleoside triphosphate diphosphohydrolase 2 ENTPD2
NM_001448 glypican 4 GPC4
NM_001915 cytochrome b-561 CYB561
NM_002262 killer cell lectin-like receptor subfamily D, member 1 KLRD1
NM_002280 keratin, hair, acidic, 5 KRTHAS
NM_002388 MCM3 minichromosome maintenance deficient 3 (S. cerevisiae) |MCM3
NM_003093 small nuclear ribonucleoprotein polypeptide C SNRPC
NM_003365 ubiquinol-cytochrome ¢ reductase core protein I UQCRC1
NM_003481 ubiquitin specific protease 5 (isopeptidase T) USP5
NM_003975 SH2 domain protein 2A SH2D2A
NM_004639 HLA-B associated transcript 3 BAT3
NM_004711 synaptogyrin 1 SYNGR1
NM_012138 apoptosis antagonizing transcription factor AATF
NM_014621 homeo box D4 HOXD4
NM_014629 Rho guanine nucleotide exchange factor (GEF) 10 ARHGEF10
NM_015909 Neuroblastoma—amplified protein NAG
NM_016153 LW-1 LW-1
NM_018695 erbb2 interacting protein ERBB2IP
NM_020533 mucolipin 1 MCOLN1
NM_021809 TGFB-induced factor 2 (TALE family homeobox) TGIF2
NM_022338 chromosome 11 open reading frame 24 Cllorf24
NM_030673 SEC13-1like 1 (S. cerevisiae) SEC13L1
NM_057090 artemin ARTN
XM_039877 mucin 5, subtype B, tracheobronchial MUC5B
XM_041585 EST
[0090] AA e 2: A vlo]IZ ofH ol & °o]&7 w4
[0091] 2-1: Aot Ao +H]
[0092] DNA wlo]mZojgo]e] AF(E 4 4 5)F vgro g 13719 A2 Mdan, 3 oldZol= A (SAAM)E

SS90l 10-1416475

reference searchS %3 A® 3} t). Anti-aquaporin 5 (AQP5), anti-creatine kinase brain (CKB),

ant i-homeobox protein (HESX1), anti-minochromosome maintenance protein (MCM3), anti-TATA-binding
protein (TFIID) and anti-5 -TG-3’
CA, USA)® F-H, Anti-apoptosis antagonizing transcription factor (AATF) and anti-SoxLZ/Sox6-binding

interacting protein (TGIF)+ Santa Cruz Biotechnology (Santa Cruz,

_12_



SS=50ol 10-1416475

protein (FKSG14)+% Abnova Corporation (Taipei, Taiwan)® %-E], Anti-eukaryotic translation initiation
factor 3, subunit 8 (eIF3S8)+= Bethyl Laboratories (Montgomery, TX, USA)ZX%-E], Anti-small nuclear
ribonucleoprotein polypeptide C (SNRPC)E GeneTex (San Antonio, TX, USA)ZY-E, Anti-mitogen-activated
protein kinase kinase kinase 6 (MAP3K6)+= Abgent (San Diego, CA, USA)Z H-¥] Anti-TEA domain family
member (TEAD4) FAbcam (Cambridge, UK)ZH%-¥, Anti-SAA & Antigenix America (Huntington Station, NY,
USA) = F-E] 74z ])sto] AFE-3SHTH(ER 6).

[0093] [ 6]
[0094] A mlo]aEogo](1~13) B =¥ ESHR(1~6)lA AMEE 34 &A)
IO # 5erne F rotein name
1 AGRP S Aguaporn &
2 CHB Creanting kinase, brain
3 HEZX1 Homeobox protein
4 MG 3 Minichramosome maintenance protein
] TFID TATA-hinding protein
5] TGIF 8-TG-3' interact ng factor
7 MAPIKE  Mitogen-activated proteinkinase knase kinase &
3 SMREPC small nuelear nhonue leoprotein polypeptide C
9 TEAD4 TEA damain family memberd
10 elF358 Eukaryotic translation initiation factor 3, subunit B
11 AATF Apoptosis antagonizing tra nscription factor
12 FRSG14  SoXl /S ox6-hinding protein
13 SAN Semm amyloid A
[0095] BHE AT, AL Y TS AT, TS BT BAL 7-1ml BE BE F, 4
C oA 3000rpmo. 2 10%-7F A4lite] ske] e Wgo® Fejstal, 1.5 ml FHe| vro] -80° CollA Bt
sheiet.
[0096] HA Aol A AEe A MEL F 25712 8= AR REH 137 A HgEAzRE 47
= FHEFBAZYE FuG Qo wE AP B4 A7 PE nusic
[0097] 2-2: A9 HYPuA
[0098] vpol Az ofelolol A F 7hA stk wwide] WS nlwiA 3] kel (y3%} (y5R AL EAHA

o}, = 339 YERE BFe} Zo], N-hydroxysuccinimide ester (NHS)-linked Cy3 ¢} Cy5 dye (Amersham
Biosciences, Buckinghamshire, UK)9} @33} Wr-gAA Edo=zi HHS FFoz A ST, 4, d4S
dye-conjugation buffer(50 mM sodium carbonate buffer, pH 9.0)¢} 1/15%2 3]A}8}al dye-conjugation buffer
of £3tE Cy 985 AE AT Z Aol o] T oA 10&rttt 7PHA S50 FHA 4023 Aol
A REEAIZATE. 1M Tris-HCL (pH 8.0)& F7Fstar of F& 3rellA 10wttt £50] FHA 20 < 3
Cy 989 w&S FXAZ1th. Microcon YM-10 (Millipore Corporate, Billerica, MA, USA)S A}-&-35}e]
10,000X g oA 3023F 94 ZElste] FFow A E dHYvks Lot FF A S A A7)
el 2 F-9le) 508 Ao skim milkE EFeh= PBSE F7bstal thA] 4] EElste] dFow HgSA &

=] =

A AR AT (A= 33 3A49 A2 PBSel| 16M) A= sAEn.)

[0099] 2-3. A mlo] g2 o] o] A=t

[0100] kA mlo]A 2 o]# o] robotic arrayer (Microsys, Cartesian Technologies, Irvine, CA, USA)S
A& CMP 3 spotting pins (Telechem International, Sunnyvale, CA, USA)S 2 dloj=g o] ¥ FH g
& d}o]=(&2to]= I Schott Nexterion, Jena, Germany) 9ol Z=3Hsle] A|Zz5Fom Az oE = 3b
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[0101]

[0102]

[0103]

[0104]

[0105]

[0106]

[0107]

[0108]

[0109]

[0110]

SS90l 10-1416475

o A

shupo] kA mpolA ool & 69 1379 FA AER FAE o, olF ¥ xR e F-AE d
2 R (Sigma-Aldrich, St. Louis, MO, USA)e. &, &Al %7 (negative control)E 3-A28H

oF¥ul (anti-BSA, Sigma-Aldrich)® &}¢Ith. 23k Q3 WE guld Qoo (59 EYETR S AojA F
HlgkaL, 2=371A1e] ddiEes 7092 A8k, Z2ke] Ab AIEES shute] odold 454 ~Fagivt. &
AEo] Eetol=9] whgr|et FHAT T F AET ot Ao R NI 7 F v, EEtol=E
olglolato g AW 1M oﬂE}E o}rl (Slgma—AIdr ch)S Z3hsle= <1ary %%%‘(PBS)OE 4° COﬂH B
Hh-g-3kal 5 % 53 T4

A] =
& el A 1A13E 7?%‘: RES A ZAEE @%%FE% gelstr] dell, ddmAE 3
Ao Al W A% PBST(PBS &+ 0.1% Tween-20) & Ao ulir ZHFE Aol Wl thg N2 7k~

70 (GenePix Personal 4100A; Axon instruments, Union City, CA, USA)S& AF&3}e] C(Cy5-9F Cy3-9] &
= JFAEE A, AFALA A3 GenePix Pro 4.1 softwareE AF&3lo] A~0E A=
stk &+ Ad 9] Photomultiplier tube (PMT) $+X& wlo]lAZol#o]2] Cy5/Cy3 H]&o] 10] HEF
Aoty BE A~Fo2HE U+ (yvbe (y39 AXw w7 7= (background intensity)®] &+#ks Wl 3t
2 AR W Y BAE ARE o]&ste] Hgks ek FEEAe] o] &5t WE

Rt 28 o] F& ASE HolA e 2FE A At F AE
& 1nternally normalized ratio (INN)E ZE 33}, o] 270
EAG] AL 7S o] &3t AXxtET. A HA %E]ro]c—'c— CyS—Iabeled reference
B

a
2 oon >
o
z =

e
ofr
1

2

24

ol

ol

32

i
4

2
3o
X

r L

jas)
==

"
o
i
o -
sl

HEe F OERY AES

ot ot

[@)]
ooz o HOE

L fo o AL ok o BN Mt o oft
¥

o

o

it
_&_&é@oﬁ

w

3
<

EL:

Cy59t Cy39] HI&2 Fle &etol=dollA 7z 4 H, internally normalized ratio (INR)E ThS-3} o]
AALsCE

(584 1)

X the Cy5/Cy3 rafio ottained slide #1
¥oothe Cy&Cy3d rafio oftained slide #2

samplet®  lreferenee™®  sampie®® sample™?

Y ferenoe ™ sampie? T reference™® T meference™ = RixR:

o]l 9, Rl 3} R2 & FYaA dAdh. 22mz INRS (X / V) Aoz Aodn. IR bid
A ggel TS WA i, Fo A 5] flv BT WiAS 9 ARl 2o RN A}

T AT ATIAE BEE &S HHUE log2E WISt EAIETH

2-4: 494

L 4olA BolF= ok x5 9, A% A, TG S5 dAHES FA vhelAamo ol E At
&3ato] FASIATE. A 4o dHow 7% EAHE TFEAZ(reference) 2 AFE-3ISATH.

Hob 3kxle} FAInkeo] 3ate] FHS FA] A, AQP5, CKB, HESX1, MCM3, TFIID, TGIF, AATF, SAAS] w187
Wz o] AR o] TR ARLE F HEo|ToA BF w2 FFUEE YERITH (& 44, = 40). AU ¥

Ho| % A SAAE AYstn 2L AEE Jehdth. (= 4B). 181} eIF3S8, FKSG14, TEAD4, MAP3K6, TEAD4
S570e] whjde] A gl M= BE A A7 UEhA eFskth. olgf gk Ak A mlolA R ool 7}t

DNA who]AZojeo]e] Atel= ] 3 Ao mNAE o= Fas = Zlo] ofyel duldoe] ek A
st oA FHHUAY] wZolet Azhdnk. ¥]= aRNACA AAME ddo] 7 oM = g 2 FF
ox Wy FAvta srlgtE, AA HAAME # 2FdAg g FEor BEo] gulgo] EajatA] &S F
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[0111]

[0112]

[0113]

[0114]

Sofol=o] g A A3te] g AR By 8 W vebdv, aeja, O A3te] g gl 9
o] FEE BlojuA fen. 3 FAo] sneh el 3ol whEh A3%te) AL DP%%M] LHERE T
e gkef o] gk AZtge] e v A3Ed AAIGAY destA vEhA gend, 49 s
Agre] Aol dFE wA Fevh olHd B AMIERE, dA F9dste] AR FAES o] 83 @l
npol AR o7t BHE F M FH FRE FFEATFoEA AFA dulde] Iy P FA AR

o]
24 dve s gRlsiglt.
o] Wby A B S, Al T/ HZE HETY] A whil A INRY log2 gro® AFkste] AL
AT (= 44). 54 @A) 1og2(INV)F-> 1.020 =AY 1,05 2A ytd o= 72+7)
up-regulation?} down-regulation® Th= ZAS SJu|gt). o 3d dz2 A4 84 MEd 1+ A& &
AEF= 2|7k QA YEbE T, 35 BES Wl e BRI HE B Flo7] wiite] ol A= %
= AEo] @A mlo]aEog ol A profilingdtr] 8l A AsHA Z-&3teS ongtt. W, #H
72 HASSF AATF AlQlstar, F+ MEF s glS A5 HASdA & 2pol& yephdrh. gAele] od <&
o Avpels 2] H $hxe) 4 Ax, AQP5, CKB, HESX1, MCM3, TFIID, TGIF-> 6712 walde] 739 A4
Ao ARG HLHAY] FAHANA ¥ H2 T ddFS et AEd tE dAeke g8 &
20] HAS(human serum albumin )¢ 7-9-, biomarkere] FTx whmzo] ofz} A hETEH AL&3H
ol mlo]lagolgo] A W FFEo A 2ol 04%% gl g = ATt SAME g2 =80 AtdA
ol gkt Al up-regulation B EQlstar, A gApre] A 2}
MY BAfTt Afololl A Tz W wFo] F A A TTJ"*% Zk=tid, HE 7 SAkTol A B oup- regulatlo
o1 stogts o] 1] 1 WAL hiomarker 24 NS ze=rh, g EE SAAY A%
biomarker 2% 9] o] 87}5/3-& FFA717] A% AFol| Hasitt. HP(IHZTE) ARG FAZTY FAE Aol
AT whilad @& ek x}lol7)k ¢l 3

= e As sy
el bsdhe o 4 Al
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[0115]

[0116]

[0117]

[0118]

[0119]

[0120]
[0121]

[0122]

A vlolA = ojglo]l2 A3 #H¢

z7)Aole) mRNA 7

s==4

Feguation

cytochmme b-56 1

TATA box binding protein [ TBF-assod ated factor
ghpican 4

AT nchinteradive domain 44 (FEP1-like)

TEA dorrain farrily rmerrher 4

5 protein-coupled receptor 50

ret finger protein 2

chrormazone 11 open reading frame 24
mirichmmosome meintenance deficiertd (3. cerevdae)
defensin, alpha B, Pareth celkspecific

srall nuclear fborucleaprotein polypepti de C
HLA-B associated transcript 3

alcohol detwdmgenase B (Class 1), beta polypetice
rucalipin 1

creatine kinase, brain

artermin

SP110 nudear body protei n

apoptnd s antagoni Fng transcription factor

killer cell lectindlike receptor subfamily O, mertaer
fatty acid desaturase 3

SHZ dorrminprotein 24

cholinergic eceptor, nicotinic, epsilon pokpeptide
nbosomal protein L29

TGFE-nduced factor 2 (TALE farrily homeoto:x)
ectonucleos de tiphosphate diphosptohydrolase 2
TBC dormainfarrily, merber 8 (with GRAM dorrain)

dHydrosaarettnd-a- rrethbedg lutard-C oenzye A hase (hydrossrrethydglutan cadidun a)

horren bosx Dd

eukanyotic ranslzatoninitatonfactor 3, subunit 8, 110kDa
Fho guarine nucledtide exchange fador (GEF) 10
aguaporng

mitoger-actvated proteinki rese knase kinase &

A RS EEEE LS EERELEERE R RS-t aet EREE BB R

A 3: 2" E3H

el Bty e YA oI EZ (antigenic epitope)d HFS-F]
= 99 (antigen) WS Folyls WH O R cDNA mlo]Z 2] o]
o2 dwdE gt A = g wy okatel thgh mlo| I 2ol

B-1. 83 Alge] 4]

10-1416475

ProteoExtract Albumin/IGg Removal Kit (Calbiochem, La Jolla, CA)S A}&3lo] Xz o] tji-ES 2}X

she @l 16gF AASAT. (B4 o) of 1/30 A 4 €th.) A4el 935 Bradford g3ske} 2X SDS
AE ST AL F 33 #A F 12000rpmell A 43 AR Sto] AES FH dpetel] molkt)
[ 8]
A28 Berge] AgE A

1k 2 13 A | 13 849 23} 54 9]

22k A 7]
AQP5 SC-2004 35kDa 1:100~ 1:2000~
(goat anti-rabbit 1:1000 1:100000
19G-HRP)
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[0123]

[0124]

[0125]

[0126]

[0127]

[0001]

=S5l 10-1416475

o

CK-B SC-2020 43kDa 1:100~ 1:2000~
(donkey anti-goat 1:1000 1:100000

1oG-HPR)
HESX-1 SC-2020 21kDa 1:100~ 1:2000~
(donkey anti-goat 1:1000 1:5000

1oG-HPR)
MCM3 SC-2020 115 kDa 1:100~ 1:2000~
(donkey anti-goat 1:1000 1:100000

1oG-HPR)
TFIID SC-2004 36 kDa 1:100~ 1:2000~
(goat anti-rabbit 1:1000 1:100000

1oG-HRP)
TGIF SC-2004 35 kDa 1:100~ 1:2000~
(goat anti-rabbit 1:1000 1:5000

1oG-HRP)

H dd BZS 12% SDS Zotm=Ae A 70Vel A 158 120V 1A 7 A7) Eela UERASE A W
oz A 300mAcl A 1AIZF Fel ol AT wjAe] o)y wWH | t

A4S EdelE TBS-T 9439(0.1% EQ-2008 xpdaigict. Aded dhul Ao
1/20002 TBS-T ¢+& Mol 3)X35le] 4TColA sh&nt Bt wkSA| AT, A3

N(0.1% E¢-20)2 102wttt 53] o] Fi1, o]z FAE 1/5000%2 TBS-
oA AFAFT. AEHAL 108 vch TBS-T g5 Hoz 53] Ao = FH 4
(Santa Cruz, CA, USAY <x¥ ZEske] Aok 5 FS-A]7)an oFaloll A Hyperfilm(Amersham
Biosciences, Uk) .2 #AA5I3TE. d2vl B8 FPAAE &= 5o TA|SHAT

Kol

o
P vholzzojdlols] BAANE SEely] Sl 7 A A28 B3PS 54 S, o Age P
B29e #95n. APsel 2

ol
#2139} Santa Cruz Biotechnology

o
-
o
[l

=]
gl

ot

|
Aol ¥2 wzel AQP5, CKB, HESX1, MCM3, TFIID, TGIFS zZ}ZF 2%
Sl who]laRojgo] AT HGEAL} AAFA Afele] wlA W FFo] down-regulation BE <l
39t (= 6B) = 6Boll4] A+ Khan N, Cromer CJ, Campa M, Patz EF Jr. Clinical utility of serum

amyloid A and macrophage migration inhibitory factor as serum biomarkers for the detection of nonsmall
cell lung carcinoma. Cancer. 2004 Jul 15;101(2):379-84¢] 7]A1¥ ELISA A& 24 x}o|t},

APsE ASlF The 5ol wuAde] F9 Qe wulde] Byl B AL kth. Al wholzzole ol
A% w5 Ao Fo RERE wude] WA e BASEY Be UREE A daw BRhel A%
E3E wuAd ol A A BAs] oldrh. = @A B9 we o) ARu [Ggrt Lol A7)
Qo o g ool dFe VAL 32 dxd BRY sl ge Fovt ayun dad B9
9o 49 wude] ool w$ W TE TR wuAe Egeta i Gqel AT ARt 9AE 2e
9. md golo] o@ slAavel od ARl WA wude] wad wA wudel o) we AL From
£ @ 5 gonz dakl B3Yor g ofdgol Jow 4gar

wige] a4
wouyge e axeld AN AMgon wANE 99 wua 4o A v FRPoR Ak 27
Ashe e B SR, Bovye] wE wud A Agss 4%, Age] 2/ Qo] Astel @
%o] A% Aale] E&Foln, AHWOR Atke] psenm Aol Golala Asir,

=9 Zee 4
%= 1& Partial least square analysis®Hol

2 S 7EULEHE vlo|a R ol o]&ste ¥
(Lymph node(LN) metastasis)AE]E 23k Ao},

(e

el

)
)



[0002]

[0003]

[0004]

[0005]

[0006]

SS90l 10-1416475

ju
-

2 CDNA mholZL= oldlolE o gate], HIAAE Alolol A Liphbi: A MAGAel A% et
ol td wAEE tebd Aolth,

vy

% 3a A E 3ct Bl Lelzl GA vholAzoldle] AxAAS el wAEolth,
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