Japan Soci ety of Cbstetrics and Gynecol ogy

HAARERRABIESMEE  Acra OsT GyNagc Jen Vol. 35, No. 1, pp. 19—26, 1983 (i858, 1 B)

b b IRRIRAIEE R Mgk OVK 18 s & Mk

| RAKFE MR R A B
BRSO E E-  Es R
KIE B &K HEW
SRS 2 MHIFHE
iy 5 )

Establishment and Characterization of Human Ovarian
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BE v IVEEAREEROEEMIE OVK 18 L L, FoMRicow TR L, MIit405%
DEEDFRL VGBI, 37C, 5% CO, FTISXBFCS ¥ Eagle’s MEM % 8:#0 & L THEEEZX
7o, WMREREERN 8 BRI CHRTIBE L e h, LIBIEFRcHE LT\ 5,

KRR DR E LTU T ERb T bR 5,

D MREEMAR~ZAY CBRERCHEEL, ERERA L A bh 5, BASERTEIC I OEEE ol
B B ofc, HIBREMIC PAS BHWENHIE L, BFEMEIC X 582 T3, ZWARK/MENELEL,
MRS/ DR E DRI X <, MR desmosome REER EOBEREENH D, HMBEFE I mi-
crovilli 2% b ie, ,

2) BEAEHIT4ATICE — F 7&’7%@”5 pseudodiploid type C, BRVGEIHICHAA L, i 1K D sub-
metacentric 7¢ marker #EBAELRTD LR, GAV FIRIOTCIBOLRESA L 1 BOWEHA L OEE I
IOTELKRLIDTH D Z Eovbhote,

3 2= F=9 A OMOBEC X SO CESCBEEE YTV L2, 7 0B E SRR & 2R
DTN,

4) dexamethasone, h-LH, h-FSH ﬁﬁ“c IR ZE LI e A D72 Y, estradiol, promegestone &
TS5 ug/ml LA EDRE T X b BRI G & i, '

5) estrogen, progesterone receptor DFEZEILERD b e o,

DR ABERE B RIBEC—FI L EE Ih TR LT, ﬁWBﬁF@?&ﬁ@%@?&@%@*?é DIT

BED S0 Y T7a<, marker BBaED b oL o LETIRIC S FIACE 5 L Ebh 5,

Synopsis ~Ascitic fluid was obtained from the patient of ovarian endometrioid cancer. Collected cells were
incubated with Eagle’s MEM containing 15% fetal calf serum at 37°C under humidified 5% CO; and 95% air.

The epithelial colonies grew rapidly and were released without fibroblast cells. After the first passage,
the cells are growing without interruption for over one year and 35 transfer generations,

This cell line has following charactors:

1) - The monolayer cultured cells appeared epithelial, pavement like arrangement and piling up, without
contact inhibition.

2). In the cytoplasma PAS positive substance can be seen.

3) Desmosome:-like structure, gap junction, microvilli and well developed cell organelles can be found by
electron microscopy.

~4) Chromosomal number shows pseudodiploidy which mode is 47. A submetacentric chromosome was
present in all karyotype and identified by G-banding. It consists of No. 11 and a part of No. 1.

5 By heterotransplantatlon to the nude athymic mouse, the tumor easily developes.
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6) By estradiol and promegestone its growth was inhibited.
7) Estrogen and progesterone receptors were not detected in the cytosol.
Key words: Ovarian cancer + Endometrioid adenocarcinoma * Established cell line « Marker chromosome
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1. #%

BEIT495% T, 19804E10H31H THEHER 2
Wroo b L BRREMT A 5 e, EIRRV/NREEK T,
FBEO—BIEgELYH > CEENCEHL, 7T
CEMEE A OBHEEYE L T\ e, FERILHE
BoEREL, &4 LTFERERL TV,
TEDTHIIPHRBEDELEHE I ARTETIEIH Dz
2S, TREOHIN I H BT, BT E 2RI
R OT R BB AT o CHE L, L
fe R R EEBEOZENL, EIVEOENERE

ROTEGFB~DEB TH O, FH 1LIIVE
FREOREEBEYRLL., REOKHI % &S
5 EMEE S AFYR 7~ L, 7 squamouse
metaplasia d & bhic, I HICEETS ORI
XRMEEEZ LD LDH Y, TOWMI HEHE
~NDOBTBREELhAFIANE LR, FE2I
EBRETHHTEHREOREBEEMRELZR L, &
CTRBE I W EBEBHRSETER AL S &
b, BREERLE LERESRLLR, Ld IR
DIFBEIC TS CEVCEERIG &, 2EE
LROMLEEF TOLEEREEHABELZZE L T
7.
BEETMCE] it R, BEHREREY
50F7h, BEAKOFEYZD X 51cieolz, 1981
F£3H5H, BEIVEKIFRIH, HOHLT

TE1 IREREOREEMSE (HE. X200
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Boniclfar Rt L, BERIZI%

FCS % in Eagle’s MEM (Gibco) ¢, EH, Hepes
CRWEE LY, HAEMHEE, AB-PCh10mg/100ml
DRECHER LI, BBELEHFRITC, 5 %CO, FT
77 x5 v 7§l dish (Falcon) ETORBERET
o, :

2. BEERR -

B Z B IR0 5 J8 R T fibroblast i colony
DB ABND X DI, KECHEAT 5
MZ L7z, colony @M k& dwKcind, b
MRS A bh 5 X 5 il ok AT,
pipet & F B2 T cdlony ZHEWET I 5L
THIR R B L7, = ©#RFIC X T fibroblast
DEETIZEA L T2y, BEEMROARLET 2
% IRRE & 72> 7z, colony %’ confluent 1T 7 -2 #=
198145 B 2 H, £ 1 EOMMRBEIELITOK, M
REBECBOTNLIE, 75 2 Fy 7 8 flask
(Corning) ¥ H AR TCOBBEREEL L,
19824F 3 AR ¥ TTIHROMMRA TR T X e,
MR DERIELL, 0.01% pronase-P (BHEF{LEE),

LR

0.02% EDTA (R{%(k3%) %4 Dulbecco ®

PBS (MI'FPBS) M\, 1D flask X b 3
CHET B ITETIT 2T 5%,

3. HEFEANAR - 5 I0RERE :

MR 9, 15RoffE% B CHEER 2 1ER L
7z. pronase-P, EDTA % &% PBS CHifa#% dish
X h#EEL, ££3.5cm @ dish (Falcon) iifa%k
10E%EE L, i (MEM+15% FCS) 1ml
CHEiE LT, a3, pronase-P, EDTA %
&1 PBS TR R I L, M—MlcL Tob
microcell counter GEH) Tf7o7z,

4, RIERMHE

BINE U e KB D S BB % 2 B 7o 3D I ki L C
in vitro TR X h T E 721000 D MEBTI107E %
HBES15E D BALB/C nunu X — F = v AFEETF
ZBHELT:,

5. FERHER

MHE L C in vitro THREEE I h T s Hllac
BT OF H0.3ug/ml @ Colcemid (Gibco)
ML, & 51237°C T 5 B incubation L7z,
% D#0.075M KCl & C{EELE % L, Carnoy &

21

ERCEIE, B, o Giemsa Yefa% Ui, B
AR OEEE, MR 3IRZO20MTHETL, 50
BOMITE OREEE LRI, Tl v PR
B, GV FEfE L L, slide glass RIc&H L
T A% trypsin LEE L, 0.2% EDTA ALE, 7
etk Giemsa $vfa L 7,

6, BETHEMSIC X M0 BE

HEBEEIL T2~ 7 CHBEL, &
LTHE bRk pellet #0.1M Na-cacodylate
buffer IZE\722.5% glutaraldehyde TE%E L,
1% 0OsOuz X 2 E%E, ethanol ic X 5 K,
propyleneoxide Iz & % &E#:, Epon 8121 X % /@i
DFFETTryrz%kD b, BEIDHFEZERL
Uranylacetate, lead citrate 12 & % 4+fa4%, BB
EFHREE CHRE L,

7. wNEVRIGHE

££3.5cm @ dish @ i B % 108 /ml & ¥5 55 #b
Iml %hnx, 3 HREREEBEEHAH L, R CHE 4
D & & Cestradiol (SIGMA), promegestone
(NEN), dexamethasone (Schering), h-LH
(NIAMDD), h-FSH (NIAMDD) #¥tHurd iz
Il 7e, M B ZHRE 1 ~ 2 HBKEEL,
BoNICBEIERIC L DT hLE VIR B EIG
RN,

8. estrogen receptor progesterone receptor
DR ,

In vitro BER TR Ih T EMilgr ~5 T
FHEEL, 3|0 L TH SR pellet % Potter & &
v+ A4 ¥—% K\, TED buffer (Tris-HCI,
EDTA, sucrose, DTT) = homogenize L 7z,
Z ik X Hizl05,000X g THE LD L cytosol 4
H % 18 7o, cytosol % *H-labeled estradiol X i
$H-labeled promegestone L{E& L, 0 CFCHE
[ incubate L7z, D% 5 ~30% D sucrose gra-
dient iz d &, 200,000Xg THE O L 724,
fraction collector (ISCO) % F\» fraction % #RHL
L 7. count Li;‘l@zﬁ:y Vgl —3a ‘/{%'@ﬁof;,

I S

1. OVKI18#k DL

#RE5ZEBATAT fibroblast DB IR & 7oo
7edy, EEE MM fibroblast % feeder layer & L
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22 b b IREEP R SR ARRO VK 18 BT & #lk EE?%%BS% 1%
T colony %R L C &7z, colony X8 AIKICE BE4 (1), 5 (F) HHEMBOETEMER
FITAEABOMEA X > TR I, EREER M; mitochondria G; Golgi apparatus Ly;

= i; lipi le ER; dopl i
bt BRI b SR I I B A lysosome Li; lipid granule ; endoplasmic

reticulum *; gap junction = ; desmosome like

e, AECEOTV S, structure
2. OVKI18#ifa D RE

BEHE 31 1 R AR R T flask
THEEEEI® YR LI, H4 ofigidEN
¥~&aMoFiloMiat, Hge L Clilaic X
DT T e h IO IR % 7o\ RS
DHEENRD bhiz, Filc—Io Mg EER
ERLTWA,

¥ 7o B M © papanicolaou $+c X o TR
MR REE L o, PASRufac X o CTHilalmic
PAS BB R R,
BFEMEIC L ABIE T, BEiEfiaod
RiIZH B, W OBOEMEEEL Tnie, &
7o FBRBE i 1k microvilli D b hiz, MBI
¥ endoplasmic reticulum, mifochondria, lyso-
some, ribosome, lipid droplet, glycogen &8I %
L, MBAEI L LiE LiE desmosome 75\ L
intermediate junction IZ{l7- B gap junc-
tion DFENRHZ B (BE A4, 5),

3. RERHE

% — §N = v ABHEEE © hematoxylin-eosin ¥
BEAYER 6 IR L, MEEEEHV1IHAT
WIRRIC R TE 2BHEEE B bh, W22 A BEH6 - N~y ABEEFOREERE HE. X
BICIERL.5em B SIS L, ABE — K= 100)

ARFFH L CE A, ARG TR, RoOEERRE &
BbhbBE%ELTEY, RRELEEROTD

GHE3  EMARRAS T EREE S ¢S E Mk
& (X100)

D ETDT A,

4, BB

5 DI HETT L A Ju R Uk, FBMEEUIT
ATee—F¥&REFL, v RGCEBHCOHAT 5
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pseudodiploid type T, 20D DKRERETHRILD EXR8 MARKER $#E4£0G-1v ¥ No.1 & No.
FifdTice - F2ALTCWR(®1), BET N oBETHE I LEmT

L BATORII R R UchS, 1 AOSEREED
submetacentric R EBAENELEL, =IO
FiedhFEBLTAHBRIS Z &b, marker Ry
KEEZ LR, FORER, v FRER LI
TIHF L 1 BORBAROKRET, ToBEIR, t
(1 11D Qigter-llq24 : : 1gll-lgter) TH B = &
Dotk (BES8).

5. HETEALAR, f3InkERd

A9, IR THEFERR 2T L, flask F

No. 11 ~ MARKER No. 1
FASRIC R s T 7 Mg % dish EoBiRRIZ |
B L cle O HIERE DB EBbhich, Fofs K2 RISk RS (FRE 7 5 7)
DRI & S I 48RERT T H o (2D,
6. v RIGH 1o
& 7 L 7= hormone @ 75 #>C, estradiol % O ~
promegestone 23 & $ 12 5 ug/ml O EE 'Cﬁﬁ z
2, 10pug/ml LA EDRE CI3E B s (F A %
L7z (B3, 4), dexamethasone, h-LH, h- (d)
fxy L
BI85 AR 00— IE H A s I
5
[0 Passage 5 g
- Passage 20 M zZ
ot
4501
(@] L
fx, 1 . L I
c } 0 5 10 (DAY)
N DAYS AFTER DISTRIBUTION
—,_, [ o] 8 > R - N -~
<43 44 45 46 47 48 49  s0= FSH 3BIRMEIC R B 2 Tnhote,
CHROMOSOME NUMBER 7. estrogen receptor, progesterone receptor
DIRFR
FRT RODRICET SBAH REER 4D RERETE R ARELRIC & B & h B O receptor
DIRBE TR, ZOFEHELRT peak 1ERD BT
VERed Al
£ =

OVK 18%k 2 ERMOEMEEHRKTH D & &
BUTOZENLTHIRS 1) EEMCE
BEMOBDZ L, 2) MAMEEOHZZ L, 3)
KEWE, BHRE/MED R bNEE L, 4) B
Fichrc h REREIRBHEIEEL W5
&, ) BERREGRART L, 6) x—F=
VARBRCBRES YR TH L, Sbick

NI | -El ectronic Library Service



Japan Soci ety of Cbstetrics and Gynecol ogy

24 b b IPEEPIRE R M AR RO VK 18D BT &tk

K3 estradiol BT OMER CE%100% & LT
RLT)

(%)

1m§§£E£EE:::::
\+\:\\
AN

10F .

e—o lug/ml
a—a Sug/ml
#—a 10ug/ml
+——+ 25ug/ml

PERCENT NUMBER OF CELLS

0 1 2 3 4 5 (DAY)
DAYS AFTER ADMINISTRATION

Kl 4 promegestone £ D g K
CtBA2100% & LTR L)

(%)
100% 2 : =
e ——

+

10

e—o 0, lug/ml
a——a 1. 0pg/ml
e———& 5 Oug/ml
+——+ 10.0ug/ml
¢—¢ 50.0ug/ml

PERCENT NUMBER OF CELLS

0 1‘ 2 3 4 5 6
DAYS AFTER ADMINISTRATION

7 (DAY)

NEFRCESLDDL I &, RENPITOLRD, K
Bz g, In vitro K BT AEMEOEME & L
TELBWEER 5 Wb 0, iy e
BELTCIANETHICEAR L CEELR LS
EEL, CoBEroMavEMIE L RicT Do
B —BEER L oo T B E 5P, OVK 188
BIDOEEBRELTVWA EVWLA,

B & hic OVK 18Dk, BEAKFOEMEM
BTHBN, OEFTERHBEOBRECL DT,
DR O AR X OF B AR HRB IR T 5 BEH
XT3, Marrow ik L WEERNEEE O
15~30R I X FENBEROEHIDH L0519,

HEMREE3SE 15

HOTREFBEBET2HERL, < OfEKEMEME
DEFExX#wT A ETHRI RO L &EBbhb, TP
BEARERER, FEORECLL CEARNT
K&, FroAREOCIREFICEE RN
BEABEA~OBTERIEIT cAbl, I
LTCFEORER, FTEHGRAKERLTCED,
PR EIELE L oy ote, ¥ BN ICER
Biilgr s b T, @ABEFRELRLELE
EBEVETHY, LrbBDTEWCEERIGE S
YhBEEESEYET S L EDNBETH D
7o, T X5 eBFENEEE, CoBEORAE
HEONBEANEThD, ThBTFEHB~ERL
b DTHAZ LM RBL TS, el LF
BABED 5\ RS T EARE O &R
FKETHHZ L, FLIINBREARRE L FEHE
NEROEEETH HHREN D TLIEE LB
WS, Ain &b B USRI R D, &
NHEDZ ERHERATAIDIIEELE 2L D,
UEoEx5% 2 OVK 18R IFIZDOWT X
DIE2AHE, PERORBIEEMCELL, K
Wic Lo FREBA~ORE LD D Z &, TEHE
WIRE IR & s D BB o7 BB LT i
i EMD, EXRPOMBIRERELEL LN
HINBEEARECHE TS WD T ENTES,
% — K= v R & o B EER SR
IR O FRRHE BB IRERD biisot, &
DEIDNTIE, WS OBDOERNE 2 BRS |
1D BURERHB I T & hrc (LSRR, g
BRI X 0 MEC B L VE Ul nTREM:, 2) BB T
BHFEDORBINIRSIETE T HDNE T &
b, JREE X 0 EE IR L D
THOITREM, 3) MR IREREE s &5
DB EnD, LUK « R
FapsEZET % polyclonal 7 RREEIZ B D7D 23, #E
RAERD IO TS DR IR oL el
23E# L, monoclonal 13T\ IRREIC I D I FTBE
PTe Ea3E 2 b s, Freedman et al. 23 Lie
EREERRED X — N~y ABEEE & ERE
MBI T e & 59, F 7 Lieberman et al.ic
IR, BEIRCHROBREE IEFEESE
Wie K Te b, HE s B X 2 T dediffe-
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rentiation "B Z B L FHEL TV BD, Zhb
DT kXY OVK 18O B EESESE R RH
LRIDED, TOHEKEBFETHRAL L 378
blewnweE x5,

BEBRROMEL ) OVK 18BTIE, 470%
BEEKECE-FE2ED, OBHCOMHTS
pseudodiploid TH % & &, A S L b sub-
metacentric 7c marker #EMAVBEFEL, X
NBEOREAI I BIEE L b DTH B & EH
B L LTHAIFON%, genemap X D D mar-
ker e ik By, FLBFIKEESR, B phos-
phatase, esterase, lethal antigen ® £ 35 &= »3
AT %9, JUEE X b B S hiciifatko fu e
A¥1%, Disaia et al. 23355 L 7z cystoadenocar-
cinoma @ 2 > DEEA65% LA B T o 7o
DTE DY, T Freedman et al. DENBEEH
FHRIZ66~6812F — 3B B &\ 59, OVK 188
D EREEENR DD, REEAR OIS
BEREXRVEEZ DR, KEROEMIECEE
INHHELREDORET, BORE L IEFRR L,
Ml OEE M > kB TH D L
5101 biopsy T8 7 IRE MM A AV TR
Makino et al.'®?, Fischer et al.”, Fracarro et
al.?, Vaartaja et al.®DEREOHEENS S FD =
LXEEENS, %7 marker Befa kDT,
OVK 18k E RS 2B HIBETH B &\
2V, ZORFERL D MREOBAZEE TE
5,

HAT e A FAMCTHEEAE S hio b,
b IZ estrogen, progesterone ® 1 receptor 75 &
WHR DI ED 25X, AT e A P
X % BEFEINGIE receptor S X 7o IR R e
ERTH 5D Z EBTRBI N, AE S TEEER
EROCTHEELRRELZ L TWAENRY, AT a4
FRABEMEE I AR EBE LS &
cytotoxicity xR T EE 2 b b,

B

Ba B L7c e F INBEEAIRE R O OVK
I8EROBNLRER R O DERIC OV TS L,
& AR IIB R AR 1 F ORI R
BEL 7z marker efafE&rBH L, 0 &ETHFIHM

LA

B

—

10,

11,

12,

13.

14,

15,

25

W&

il

2%,
% g
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