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Figure 1. Phase-contrast microscopy of YDOV-139loed ------------ 15

Figure 2. Transmission electron microscopy of YD@O38 cell line
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Figure 3. The growth curve of YDOV-139 cell lin@ -« vvevevrevnnnn. 16
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carboplatie. 2 % 624 Hx &< Fsha
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o

20063 1¥9%-E paclitaxel} cisplatire] |3t 63] etaist o,
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20073 99 H-H gemcitabing} cisplatire] 2]3t 63 U3t QHS
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2. AXF9 &Y 2 g =34

AN F gk E(Ascites)s ficoll(Sigma, St. Louis, MO, USAY ©] &3}
18TCellA 1500 rpm, 3% AAELFT F ATE Eesrlen,
Phosphate buffered saline(PBS)23] 4|23t & thA] A4 &2 5ok
10% Fetal bovine serum(FBS), antimyodts 3-7¥ DMEM
Hj 2k (Gibco, Grand island, NY, USA)] A¥XE HHA71 3 %23
HlF FAlel %A 37C, 5% CQ Al w7l A vl eFakaint. wiefd
AIZEOl WFHA vigel 75% A= 23S W PBSZ 23] AlHE
g ¥, 1 mM EDTA7} ¥ 0.25% trypsie 2 H&sto] Al

wjekslol o A A7LA 803 o)A X d Fo|t}.

3. FHsHy A

Hgd AlEE PBSE AlHE ¥ 9744 w7 (Olympus, Toko,
Japanp-= 40uf, 100olA #HFetqlvt. T3 AAAn|d S o] &3
A F2 BES A8 igE AEE 0.1 M PBS(pH7.4% ¢+5d
2% glutaraldehyde®} paraformaldehyde 7 317 (prefix) 2 phosphate
buffered 1.33% osminum tetroxide(O36. %37 (postfix)dF 3
alcohol2 23L& 74 propylene oxid& X 3&}31th. Epon

Z 3N (EPONS12, MNA, DDSA, DMP3®) Xull(embeddingdt %+
2 d S wEo] Uranyl acetatel lead citraté2 ©]F M &}ho]

Philips CM 10 transmission electron microscopy (T;BRhilips Scientifics,



Eindhoven, The Netherland®) o] &3] w4 722 A&t}

4. AXF2] Mycoplasma &9 573

A wjoFs M EZF] Mycoplasma @8 55 SA3H7] 96l
Mycoplasma detection kit(e-My&8 mycoplasma PCR detection kit; iNtRON
Biotechnology Inc., Seongnam, Kor&a)©]-83}31t}h. oF 10072 AlX =2
FH 92 DNA templef} 2.5 U i-Taq DNA polymerase, 250 mM dNTPs,
10 mM Tris-Hcl(pH 8.3), 50 mM KCI, 1.5 mM Mgégl 10 pmol primers,
loading buffer, chemical stabilizer2i 33} e-Myco™ PCR 53
Sqs TPt 20 wE 9E F UMY WHOE templets FE
3 2™ initial denaturatios: 3 94Tl A 1+, cycle denaturatiof
A& 94TCeolA 30%, cycle annealing <3 60ColA 20%, cycle
extensiod: Y3 72TCelA 1% 18] final extensior 93l
72CoNA 58 o] 2P0 35 F7]9] T aA A4 ¥HS(PCR)

AABFATE 1.2% agarose gdlA] 303t A7]19EE = ethinum

ol

bromide2 9 3}o] Mycoplasma DNA| FZo]HE <lste] 7+

B8 489D 39 o4 W P,

5. 3% & §A

503] Al ¥ F Cell Titer 96 Aqueous one Solution cell

proliferation Assay kit(Promega, Madison, WI, USR)o]-&3}o] A%
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e

stk 96 well platell 3 x 162 AZE

H
A
o
o

100 pto] wiAol 2 AolM 5% F A 4432 vid, 2 5 10
MR ol E FAo R ZAET A A 20 ul2] MTS solutions 96
well plate ¢ Z+ well o] 211, 37C #j7]|olA 4X7F <t wj g3t
% 490 nnel| 4] ELISA reader(EL311, Bio-tek Instruments, NY, USAE
ol g3t ODg= SAsITE olF AFAFHoERE HiZRAIRE

(doubling time)}s T3t om EE A= 33 wHE =519 ch

6. T¥ EAA £vls A

ZF AE 15 X 10 NE 4497 vWiFA ) F BEEES AATG

ﬂl

ey A Mo FA FoF A2 CA 125, CA 19-9, CA 15-3

23l CEAS] EH] oJRE wWY9gis EXWHO=R Architect system

T~

(Abbott Diagnostics, Abbott park, IL, USA)X =A&tqicth A4
Nz AE7 fle WY AAHAES o)gsigler EE HAE

28] W= A st

7. A+ WA 3¢ (human leukocyte antigen, HLA) 4]

HLA Class | ABC = PCR ¥ sequencingi+-3-ol 28] 97| 49&
=43} allele specific PCR-SBT(sequencing based typifigH .2
AAFslSl 2, Class I DR®- PCR % sequence specific oligonucleotide

probes ©] &3t southern blotl= allele specific PCR-SSOP(sequence



specific oligonucleotide probe) (INNO-Lipa HLA DRBdlus, Innogenetics,

Belgium) W& AHE-8hl T

8 % oA 434 Wo] £4

g AEFAN FF JA FHA] BRCAL, BRCA2 1] il
p53°] exon #] Wo] ofFE AT BRCAL, BRCAZ PCR-
DHPLC(PCR based denaturing high performance ligehidomatography)
oz 453 on ol AEFoA QlAamp DNA Blood Mini kit
(QIAGEN, Valencia, CA, USAE ©]83}9] DNAE = ¥ 2 ul DNA
templete & 50.100 ng/l), 10 pmol®] Z} primer, 200uM dNTPs, 3%+

PCR €9 (1.5 mM MgC}), 22 3L 5U Taq DNA polymerasd =3t

12

25 = 8UNS] primer pail e FFEL A ¥HS(PCRE
2 A3} % Th(Takara Bio Inc., Kyoto, Japan). Thermal cyclagGeneAmp
2700 thermocycler(Applied Biosystems Inc., Fosteaty,CCA, USA)Z
o] &3}, WAVE Maker System (Transgenomic Inc., San J@3A4,
USA)S o] 450] DHPLC 4] & Alsak3ich,

FTHas d ¥ES(PCRpl <93 BRCA1l, BRCA2] T34

=

(ampliconsy] = 2 e sequencing- BigDyeDeoxy terminator

A

cycle sequencing kit(Applied Biosystems Inc., Fosity, CA, USAX
o]& 3}al, Sequencing®ts-< ABI 3100 Genetic Analyzer(Applied
Biosystems Inc., Foster City, CA, USR)Z #2413} t}.

p53 exon4 Holi= DNA FEE°] PCR-RFPL(Restriction Fragment



Length Polymorphisnmg 213t= W o2 ZALsSI T

o. It setotE A A

AEZFE 96 well platel 3¥37F wjFst & AuAddS T3 7

| M2 Q9@ gzl Axel 4% H= Aot Wae

oot
o
2L

5% & PPC(Peak Plasma Concentratign)2 A s}t Adole &

i

ot 3}skekE-<l bleomycin, carboplatin, cisplatin, docetaxel, dasicin,
etoposide, 5-FU(fluorouracil), gemcitabine, irincda, oxaliplatin, paclitaxel,
topoteca?] 12F& AHEstlor, du|dds Sl €& PPCGE 7|2
°F 02X 1x 514 ¢ FttE g AAME A
Nz vlwdk 2E o] ATP(adenosine triphosphaté)s =7 5}
Mol A8 AEE F743F . Chemosensitivity Index(Cr 300 -

SUM (% cell suppression 0.2 x 5 x)& A4+ oh.

10. % 34 9 53

3vtg] 9] BALB/c nu/nu TE= vh$-2:(Orient Bio Inc., Seongnam,
Koreap] €% Sl 5 X 10719 ¥4 AEE i3 PBS 200UE

Zakgiey.

r

=] =] =z = S5 = = A o
S5 3ES T FF 94 59 L 49
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11. cDNA microarrayE o] &3 44z 4@ A7

A S cDNA microarray 7]1&S o]&3le] BT
Trizol Reagent(Invitrogen Life Technologies, Caddp CA, USA)
o]&3ste]  AEeA  RNAE FE35F33  lllumina  Amplification
Kit(Ambion, Inc.,San Diego, CA, USAY ©]-&3}>| Biotynylated cRNAS
TFE 3 RNeasy kit(Qiagen, Valencia, CA, US&) o]&3 A A3
cRNAE ND-1000 Spectrophotometer(NanoDrop, Wilmington,, DISA)=
A=ZFslelAtt. 750 ngl cRNA X E2 Sentrix Human Ref-6-V2
Expression Bead Chips(lllumina, Inc., San Diego, O8SA)°l hybridization
A7l & wld 23 (array signale Amersham fluorolink streptavidin-
Cy3(GE Healthcare Bio-Sciences, Little Chalfont, &K 73| 3} th.
lllumina BeadArray Readé& ©]&3}o] =713 & lllumina BeadStudio
ZRodor BT

2682712 probest A FNoH MAEE probes] sl A F oA

FAS= Al2~¥13 W5 (systematic variatiord =°]7] 93] Quantile

=

Normalization o2 HAYPY. F IF = HOSE(human ovarian
surface epithelial cel®t YDOV-1397+e] @ Afo]E 2w 7] 9]l
one-way analysis of variance(ANOVA)Z LPE-tes& ©]-&3}]
A8k T g o] fFAAES @7¥el AAsHA BE
A= multiple tes& F3}7] 93] Benjamini-Hochberg FDR(False

Discovery Rate}. & p-valuggts =4 o).
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E oA Fo|AE ANOVA p-value < 0.05°] 9, |Fold (YDOV-139/HOSE)|
> 2 S "5elE 25209 probess Hierarchical cluster(Euclidean
method, complete linkag®) &3 #& &t or EE FA4 24L&
Avadis Prophetic version.3.3(Strand Genomics, Bkmga India)>- =

shalet.

12.2-DE ¥ MALDI-TOF MSE o] &3 gz a3 dF

g dlhy 2 F3-2 2-DE@R-Dimentional gel electrophoresis}
MALDI-TOF(Matrix assisted laser desorption ionizati— Time of flight) MS
(Mass spectrometng ©] &3}t wlgd AMEolx TEWAS F=
sto] 2D Quant Kit(Amersham Biosciences Co., Piscatavwy, USA)S
o] g3l A3t or 20T 24X B¢ IPG gel strips
(Amersham Biosciences Co., Piscataway, NJ, UM <=3}38}aL, 13 cm
immobilized nonlinear pH 3-10 NL st T2 100 g Isoelectric
focusing(IEFF} %1 TF. IEF= Ettan IPGphor lI(Amersham Biosciences Co.,
Piscataway, NJ, USA} ©]-&3}e] 20C ©lA 50 V, 500 V, 1000 V
1231 8000 Wl F 60 kVhrs2 Al ¥t IEF ¥ Z} stripE2 6
M Urea, 75 mM Tris-HCI, 29.3% Glycerol, 2% SPIS &3 45 2
1% DTTol 1583k, I F 158372 2.5% iodaacetamide 4 ©]
WA ZATth 10% SDS gefl Hd3sd IPG gel strige ¥ 0.5%
agaroseg "2 Y& & HA7|YEs 3 F silver stainingl3l oM,

ImageScanner, ImageMaster™ 4.01 software(Amershamsci@nces Co.,

12



Piscataway, NJ, USAl =71 2 EA30c. AN dExzLo=
HOSEE 4183131t

AFEIS Q& WA EL2 modified porcine trypsi ©]-&3}o]
22 gy o g gAhFog Hsidtt. A 7o 2 HE SDS, 7]
|, @At Fo ELES AAGT] skl 50% acetonitrile
A A& 3 trypsin(8-10 ngit) 2. = reswellingg}il 8-104 7+ E<F 37C
o 4] incubatiors}9l o Tl Euk-S-S 5 40 0.5% trifluoroacetic
acide] 7kl s FAEUTE. Trypsirel s ezl o

s

=

2 T899 AddU=E  F45Aa,  C18ZipTips(Millipore)x
o] g3te] 15 w F¥ = ¥9 2L FFHHJoH, 532 50% aqueous
acetonitrilel] ¥3}¥  a-cyano-4-hydroxycinnamic acit =35 o,
A B2 935l target plate?] ol 23}t Stk

otz F A (MALDI-TOF analysis and database seargh)d &2 7]
Ettan MALDI-TOF(Amersham Biosciences Co., Piscatgwil], USA}
AHE-3A T Target plate’dol]l Asts o] Q= @Md T HEL 337 nm
9] N, laser Z=AFo] 9]&] 7]3td th, 20 Kv injection pulse] <]3]
744503 300 laser sho® F2 peaksl 93] ZF @l d spotl
3 mass spectru® T35+t Mass spectrul A4S A
trypsine] Ap7HEso] o] A E FElo]=9] jon peak m/z(842.510,
2211.1046 X+ peakss o]&stom #FAo] A45H mass
spectrun. Z 58 @z FA42 935to] Rockefeller tfstol| A 7} k-3t

ProFound 7<% (http://129.85.19.192/profound_bin/WebProFound.exe)
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Figurel.  Phase-contrast microscopy of YDOV-139 cell line

(A, x 40; B, x 100) Polygonal appearance with laagd round nucleus.

Figure 2. Transmission electron microscopy of YDOV-139 cell line.

A : Magnification x 6,000

The tumor cell reveal high N/C ratio. The tumorl sdlows abundant, short
and blunt mcirovilli in the cell surface(red arrowdnd abundant
mitochondria, glycogen and amorphous annulated llaeme possible

secretory vesicles (yellow arrowhead) in the cydepi.

B : Magnification x 15,000

Higher magnification shows desmosomal-tonofilanwmplexs(red arrow),
abundant mitochondria and glycogen (yellow arrowiea

15



3. AIXF9] Mycoplasma &g A

vk % Mycoplasma?zt 32 A H A okt

B3 (Fig. 3).

o W7F AR 120A1%F0]lom 95% o]/l AlEH

42 10% F-lol A FEBS)OIA AFAAFIAS BT,

350
300 r ——FBS 0%
—=—FBS 10%
250
g 200
c
o
(3)
S 150
R
100
50
0
0 1 2 3 4 6 8 10
day
Figure 3. Thegrowth curve of YDOV-139 cdll line.

Cells were culturedinder the conditions of 5% G@hcubator at 37C.
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5 F% EAA £¥s FAA

o

ALF W FRANA dad FF EANE SAG 2

ut
0

CA 1259} CA 19-9% Z}7} 2487.8 U/ml, 2476.6 U/t A HTH
E=9ton CA 15-3% 13.1 U/ml, CEA= 53 ng/ml2 ZA AT
FAAESY 5 HX 7]F3 CA125: 35 U/ml, CA 19-9: 31.3 U/ml, CA
15-5: 36 U/ml 28] 31 CEA: 5.0 ng/ml°]/¢3} 8] 3}91S w] CA 125,
CA 19-99] #H]& F71819ow CA 15-3, CEA= T718HA] & AY

2 polg molA gttt

6. 217+ WA 39 (human leukocyte antigen, HLA) ¥4

Allele specific PCR-SSO# allele specific PCR-SBTY ™ 2. & HLA
Class I} 1IE A8 2™ HLA Class ] -3 (ABC allelel/allele?)
< A*24/A*31 B*07/B*35 CwO03*(09)/w*07 ©]%l3l HLA Class 9]

732 allelell~] DRB1*01, allele2]l <] DRB1*15= WE}ykt).

7. 3% A fAA o] 4

p53 732k exon 4= wild types H. ¢t} BRCAL oA = 3k

Hol 7} WA R ¢Fgko1} BRCA2 oA thokslk polymorphism

missense mutatior?] 73 5 1 TH(Tab. 1).
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Table 1.

BRCA?2 mutation

Mutation: location change (amino acidvutation type

change)

Mutation effect

Exon 10:1093 A>C
Exon 10:1342 C>A
Exon 10:1593 A>G
Exon 11:2457 T>C (H743H)
Exon 11:3199 A>G (N991D)
Exon14 (int14): 7663+53 C>T
Exon17 (intl6): 8034-14 T>C

(N289H)
(H372N)
(S455S)

Missense Mutation
Missense Mutation
Polymorphism
Polymorphism
Missense Mutation
Polymorphism
Polymorphism

Polymorphism

Polymorphism
Polymorphism
Polymorphism
Polymorphism
Unclassified variant
Polymorphism
Polymorphism

Polymorphism

Exon22 (int21): 8983-66 T>C

A: adenine T: thymine G: guanine C: cytosine
N: Asparagine H: Histidine S: Serine D: Aspastaid

8 ¥ sotekE #HoA HA

PPOI 9@ 1239 48

G A<
gemcitabine(49.1%), doxorubicin(42.4%), irinote@&h0%), 5-FU(30.0%),

o] A &-(inhibition  rate)>
topotecan(26.1%), etoposide(25.5%), bleomycin(2},3%%aliplatin(19.4%),
docetaxel(18.7%), cisplatin(17.1%), paclitaxel(9)0%carboplatin(6.9%)
st & S UElE

gemcitabine(Cl=157.3), irinotecan(Cl=161.1), dodmcin(Cl=184.4), 5-FU

oAt e Fk ClIgt
(Cl=201.9), oxaliplatin(Cl=210.4), etoposide(CI=22)l topotecan(Cl=221.7),
docetaxel(Cl=226.7), cisplatin(Cl=228.1), bleomy€ihk-238.1), carboplatin

(Cl=248.8) 18] 31 paclitaxel (Cl=282.6) 2.2 YE}S T} (Fig. 4).
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Inhibition Rate (%)

B Gemcitabine
| [rinotecan
m Doxorubicin
u5-FU
m Oxaliplatin
Etoposide
Topotecan
H Docetaxel
< < > o o ) N Cisplatin
@(‘ oéf @‘6\\ S \\Q%Q 0(;59 éf cég;\- 4}15} (&\“\0 oQ\{b \\&,5)9 lBIeomycml
R A A R e 4 Carboplatin
Paclitaxel

Chemosensitivity Index (Rank)
300 2826  mGencitabine(1)

o 9917 oo 52281 238.1 | Irinotecan (2)
2018~ T - m Doxorubicin (3)
= —1 —  m5FUE

W Oxaliplatin (5)

Etoposide (6)

250

200
150

100 W Topotecan (7)

50 —1 —,— Docetaxel(8)

Cisplatin (9)

L @ > 0@ -(\@ & @ ® .Q@ Q® Qz\) Q:D = Bleomycin (10)
F LSS R I S Carboplatin (11)
N 4 O N & K

& oo+°« o </>°<$§1<>Q6 & &F ‘G\oq;é’Q Pacitael (12)

Figure4.  chemosensitivity test of YDOV-139 cell line.
Inhibition rate(%) and chemosensitivty index(raniére analyzed

o 3% 94 59
FE vh9o] YDOV-1308 RER 79 F AF RellA W3

Fgol dAHder 7R F FR 27= A48 Frheon

&

o\

¥ 85l HAd Ad<L 6 mnRlal, 3o FE vheA B
»O

ol A B4 = ATHFig. 5).

>
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Figureb. Xenogr aft of YDOV-139 cellsto nude mice.

Formation of tumor mass was noted in 8 weeks (Ah Wielargest diameter

of 6mm (B).

10. cDNA microarray2 o] €3 A2 4d A+

cDNA microarrays- ©]-&3}l>] YDOV-139 ¢} HOSE?] ##dx &d

zFol 5 Hlu  #+A5F T Hierarchical clustering{ 5+

L
4
oo

o)A of 252008 FAAT BAHOZ frolg WA Aols
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Figure6. Hierarchical clustering of YDOV-139 cel line gene
expression. N: HOSE C1: YDOV-139
Upregulated signals are expressed in red while degulated signals are

expressed in green.

T ol
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AR W ol 75H Ao AL B
100 o4 FAHOR ofv QA 3 2 gaE B FAAES

75t o ® FF5t3tH(Tab.2 & Tab.3).
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Selected groups of upregulated genes expressed at least

Table 2. . . .
10folds higher in YDOV-139 compar ed with HOSE
TargetID Definition Symbol Fold* Accession
Cell adhesion
ILMN_23335 epithelial V-like antigen 1 EVAl 49.33 NM_005797.2

Cell cycle control
ILMN_24793 cell division cycle 2, G1 to S and G2 to M CDC2

Mitosis

ILMN_15944 SMC4 structural maintenance of SMCAL1
chromosomes 4-like 1 (yeast)

Cell proliferation & differentiation

ILMN_38732 PREDICTED: paternally expressed 10 PEG10

ILMN_4070 tlumor-assomated calcium signal transducelt ACSTD1

ILMN_3786 g1)|dk|ne (neurite growth-promoting factor MDK

Cell structure

ILMN_7397  spondin 1, extracellular matrix protein SPON1

ILMN_13755 claudin 7 CLDN7

T-cell mediated immunity

ILMN_29440 V-set domain containing T cell activation VTCN1
inhibitor 1

Nucleotide and nucleic acid metabolism

ILMN_5449  centromere protein A, 17kDa CENPA

ILMN_30154 Thymidine kinase 1, soluble TK1

Oncogenesis

ILMN 16236 runt-rel_ated tr_anscnptlon factor 3, RUNX3

= transcript variant 2

ILMN_20794 lipocalin 2 (oncogene 24p3) LCN2

Protein biosynthesis and modification

ILMN_26083 chromosome 12 open reading frame 46 C120rf46
protein phosphatase 2 (formerly 2A),

ILMN_1007 regulatory subunit B (PR 52), beta isoformpPP:ZRZB

Proteolysis

ILMN_30268 serpin peptldase |n_h|b|to_r, clade A (alpha-
antiproteinase, antitrypsin), member 1

ILMN_14210 protease, serine, 8 (prostasin) PRSS8

ILMN_11560 kallikrein 6 (neurosin, zyme) KLK6

22

15.50 NM_001786.2

17.22 NM_001002799.1

13.14M_499343.2
102.39 NM_002354.1

43.95 NM_001012334.1

12.25 NM_006108.1
67.35 NM_001307.3

42.62 NM_024626.1

13.3M™M_001809.2
32.13NM_003258.1

32.26 NM_004350.1
111.1NM_005564.2

34.68M_152321.1
42.00 NM_181676.1

]SERPINAl 10.67 NM_001002236.1

55.0M_002773.2
58.23 NM_002774.3



Signal transduction
gap junction protein, beta 3, 31kDa

ILMN_2234 : GJB3 10.93 NM_001005752.1
= (connexin 31) -

ILMN_3066 insulin-like growth factor binding proteb IGFBP5 27.97 NM_000599.2

ILMN_17250 solute carrier family 1 (glial high affinity SLC1A3 32.87 NM_004172.3

glutamate transporter), member 3

lon transport
ILMN_14229 solute carrier organic anion transporter

family, member 2A1 SLCO2A1 12.19 NM_005630.1

*YDOV-139 / HOSE

Selected groups of downregulated genes
Table3. expressed at least 10 folds higher in HOSE
compared with YDOV-139

TargetID Definition Symbol Fold* Accession

Amino acid biosynthesis

ILMN_5150 ggmmosome 10 open reading frame., 555 -13.15 NM_138413.2

Apoptosis

ILMN_28684  LUMOT NECIOSIS factor receptor  r\eparig -13.84 NM_148957.2

= superfamily, member 19 =

Carbohydrate metabolism

ILMN_15g12  Solute carrier family 2 (facilitated o) ) 74 -63.30 NM_006931.1
glucose transporter), member 3

ILMN_9544 aconitase 1, soluble ACO1 -11.62NM_002197.1

Cell proliferation and differentiation

ILMN_3875 vascular cell adhesion molecule 1 VCAM1 -25.88 NM_001078.2

ILMN_25295  junctional adhesion molecule 3 JAM3 29 NM_032801.3

Cell structure

ILMN_676 vimentin VIM -111.60 NM_003380.2

ILMN_1052 tropomodulin 1 TMOD1 -22.59 NM_003275.1

ILMN_17132 talin 2 TLN2 -10.30 NM_015059.1

ILMN_4516 Fibronectin 1 FN1 -23.01 NM_054034.2

ILMN_1137 collagen, type IV, alpha 6 COL4A6 -15.62NM_001847.1

ILMN_137533 collagen, type V, alpha 2 COL5A2 -51.67NM_000393.2

ILMN_17073  claudin 11 (oligodendrocyte CLDN11 -10.04 NM_005602.4
transmembrane protein)

Homeostasis

ILMN_24349 aquaporin 1 (Colton blood group) AQP1 3442 NM_198098.1

Immunity and defense

ILMN_16098 Thrombospondin 2 THBS2 -104.7NM_003247.2

ILMN_12111 complement factor H CFH -14.79NM_001014975.1

ILMN_14902 ~ C1d and tumor ‘necrosis factor ) ey -11.03 NM_030968.2

related protein 1

Nucleotide and nucleic acid metabolism
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ILMN_6405 REC8-like 1 (yeast) REC8L1 -39.25NM_005132.1

Tumor suppressor

ILMN_1781 Wilms tumor 1 WT1 -13.94 NM_024425.2
Protein biosynthesis and modification

ILMN_28424  galactose-3-O-sulfotransferase 1 GAL3ST1 -11.40 NM_004861.1
ILMN_5690 myosin, light polypeptide kinase MYLK 260 NM_005965.3
ILMN_29283 eEF1A2 binding protein DKFZp434B1231-24.70 NM_178275.3
ILMN_6510 glutaminyl-peptide cyclotransferaseQPCT 2734 NM_012413.3

(glutaminyl cyclase)

Proteolysis

ILMN_3680 kallikrein 11 KLK11 -51.34 NM_006853.2
macrophage stimulating 1 )

ILMN_28025 (hepatocyte growth factor-like) MST1 18.39 NM_020998.2

Signal transduction

ILMN_4516 Fibronectin 1 FN1 -23.01 NM_054034.2

ILMN_15406 " nosphoinositide-3-kinase, PIK3CD -17.29 NM_005026.2

catalytic, delta polypeptide
disabled homolog 2, mitogen-
ILMN_18672  responsive phosphoprotein DAB2 -22.09 NM_001343.1
(Drosophila)

RAB7, member RAS oncogene

ILMN_27192 family-like 1 RAB7L1 -10.14 NM_003929.1

ILMN_139202 doublecortin domain containing 2 DCDC2 -20.77NM_016356.1

Transport

ILMN_7795  SEC24 related gene family, SEC24D 11.24 NM_014822.1
member D (S. cerevisiae)

ILMN_9543 hemoglobin, delta HBD -145.18NM_000519.3

ILMN_2381 folate receptor 3 (gamma) FOLR3 -49.94NM_000804.2

* YDOV-139 / HOSE

11.2-DE ¥ MALDI-TOFMSE o| &% dild vy d

Zpol & BATHFig. 7). o] F ¥d F7hE 17 =3I 3y pad
67 Z237/M¢] YwAdS MALDI-TOF MSE  o]&3to] &9

s} tH(Tab. 4).
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Figure7. Proteomic comparison between YDOV-139 cdll line and
HOSE using 2-DE
(A)YDOV-139, (B) HOSE

I dentification of proteinsthat were
Table 4. differentially expressed in YDOV-139 and
HOSE using 2-DE and MALDI-TOF MS

I % Mw
Spot No. Identification Coverage pl (kDa)
<Up-regulated proteinsin YDOV-139>
1 FUBP1 (Far upstream element binding proteinl) 20 6.9 68.81
2 Far upstream element binding protein 27 7.2 67.71
3 Far upstream element binding protein 14 7.2 67.71
4 Chaperonin 49 5.7 61.21
5 ER-60 protein (ethylene responsive catalase) 41 9 5571
6 Chaperonin containing T-complex protein 1, sub2n 34 6.0 57.81
7 ENOL1 protein (enolase 1) 46 5.9 29.19
8 Fumarate hydratase precursor 25 9.0 54.79
9 S-adenosylhomocysteine hydrolase 27 6.0 48.27
10 Actin related protein2 isoform b 20 6.3 45.03
11 Albumin-like protein 19 5.7 53.43
12 Thioredoxin-like protein 22 5.2 37.76
13 B23 nucleophosmin (280 AA) 28 4.7 31.09
14 Pyrophosphatase 1 31 55 33.10
15 NP (nucleoside phosphorylase) 31 6.5 32.33
16 5’-methythioadenosine phosphorylase 32 6.8 31.73
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5.7 53.43
6.1 1145
54 51.46
6.2 4167
35.84
55 28.9
5.6 30.1

4.9

16
39
28
64
60
23

VAT ( Vesicle amine transport) protein 1

Annexin 5 chain A
Nicotinamide N-methyltransferase

Albumin-like protein

VLA-3 alpha subunit

Keratin 7

Chiloride intracellular channel 4

pl: isoelectric point

<Down-regulated proteinsin YDOV-139>
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chebof] 9 skt ¢F 3500 Kb2 o] Fo1# lil Class II(DR) — Class il
—Classl(B,C, APl A= wigxo] td. HLA FAA= Fig
o+ A& (polymorphismp]  EAjake]l 2t locusll tHate] ZH7] e

HLA-allele® 5% A9 =3 54 HLA A ZAgete

A ek JIAE WHIAIA HAHRAE ekl o WS
2384 gl HLA-A2 frequency ¢+ Haplotype A33-B14-DRH#
AX HLA cass |, Il haplotyp&2 A4 44 dAd3 dddgE
B3z gty B2 B gz Fo HLA Fd437 ZdFS AR

BauH olH 3 haplotype} F-#stou F5 ¢ B2 AEFE

dom dddol e d77F dasiot

T THY dolztx It FHAH(HER-2/nu, K-ras, c-myc)E %
o} A A AH(p53, BRCAL, BRCA2)EE %3 WA 4% (mismatch
repair gene- hMLH1, hMLH2, hPMS1, hPMS2p] ¥o] JE7} th=r
olz l&f A FAol ZEtA dEIAFelH I et
T2 2 FF FAFAA Tl ofste] AEAAre] EH H

83 Z=7} & (overexpressiody TFE A|EF7] xdo] W)



Asd oA Tad BHe] 2 5 Sl FY¥ FAAG FU
A FAATE G LA vA= o
olof ghe, 2%

17q21 G A o] EA8t= BRCAL} 13q12-q13 @ M Aol EAl8=

BRCA2= Rad51-3 &7 3iike] olFFx &g wyg 2 FHA

Md S FAstE dTL Y AN UGG #AH] A&
Aoz ez drt. BRCALY BRCA29 47 o)L WAoo

10%4A & oA AT ™, BRCAL 2 BRACA2 o]A4to] 9=

r]

o
7041 7FA] 20-40%8} 10-20901 4] WA to] WA= Ao E HuE
gtk ® B A ZFolA BRCALY #3137 oL FEHXA
okotom, BRCA 29| 7% exonl0, 11, 14, 17, 2214 polymorphisn®]
e o™, exonl0(10981 4, 134204 27|41 4E) exonll(319¢1 A
971 <E) oA missense mutatich X 91T}

TE A FAA] p53 FAAE FAA 17p13.3] A A 5

1719 exoneZ o]Fojzx glow MIEAH AJA S DNA &4

oldom ez Unk. IFH FAe] BF % 50~80%HA
s

Znoto]l Aol oF 10~20% A=Y HuE I
T4 I8l wua HuFgoer, A dFAhdgoA ps3S
A& et 564 dFAAEA FE&3ths Hi% xo] p5b3

AdAS ] o =¥ dag A8 E=go] @ Aotp, T E
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A EFo A p532 wild typeS H St}

A dAadol] dojx] FdA Azl diste] B dEo]
AT A BEARR AYPE 7] e V7] FagelA
% 5 paclitaxel} W3 A(platinum  based) &4A7F A &5H,
HHSE2 70-80%= M 20-30%°] FAtlA = ¢rol AL WA H A,
Am e/fd ool A= Aol dEbdth TR IgE
A 5d AEES 30409 R aEi 9tk oldh getA
A B o5d AEZE st dacke]l 1 HEAEE T
5 2 A7 ol FAFHTH 7 # A5 el
A71H 1 lom, o]F ZAR 3 SEd X5 g =7t At
202 BoAFoA AEFO FdA Y FE F EFAE
FAAQ paclitaxelt 2= A (platinum based)3 %17} gemcitabine,
irinotecan, doxorubicin, 5-F& T2 IIART T A&
(inhibition rate) B CIgtS XA om o] Chemosensitived}#] Tk

AL wEaE B Qg G Aol ANE FE
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Abstract
Establishment and characterization of a seroudavaancer cell line
Doo Byung Chay

Department of Medicine
The Graduate School, Yonsei University

(Directed by Professor Jae Hoon Kim)

Objective: Cancer cell line is a valuable tool in cancer stadecause
it can substitute an in vitro experiment for a hamaody. As for
ovarian cancer because of the extreme heterogeaeitycomplexity,
many cell lines with their own biologic propertiage needed. A new
cell line, designated YDOV-139, was established atiue
characteristics were determined.

Methods: The tumor cells were obtained from ascites of g/&af-old
Korean woman with recurrent ovarian cancer. Primaell cultures
were performed with DMEM media and the cells arantaaned by
serial passages. Cell line characterization watopeed by cell line
morphologies, growth kinetics, tumor marker seoretiHLA typing,
mutational analysis of BRCA1, BRCAZ2 and p53 gefi@snorigenicity
and chemosensitivity test of the cultured cells evalso performed.

Gene expression profile and proteomics were studigdg cDNA
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microarray and 2D electrophoresis.

Results: The cells showed a polygonal appearance with langend
nucleus by phase-contrast microscopy. The averagpulation
doubling times were 120 hours and the tumor maskeretion assay
revealed highly elevated CA125 and CA19-9. P53 geas wild type
and while no mutations were detected with BRCAlymporphism and
missense mutation were detected with BRCA2. Whansfrlanted into
nude mice, cell successfully induced tumor and geine had the
highest chemosensitivity index. Compared to HOSHE{ah Ovarian
Surface Epithelial cell)2520 differentially expressed genes were noted
by gene expression profile using cDNA microarrayl &8 proteins

were identified by 2D electrophoresis.

Conclusions: Biological characteristics of this cell line mag fan
important research resource for studying ovarianncea
pathophysiology, cell biology and chemosensitiviag well as for

developing a new strategy model against ovariaperameatment.

Key Words: Ovarian cancer, Cell line characterization, Gene expression,

Proteomics.
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