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Synopsis We purified CA125 antigen from the conditioned media (CM) of eutopic and heterotopic en-
dometrial epithelial cells (EC) as well as ovarian cancer cell lines, SHIN-3 and HOC-], to determine what
molecular weight forms of CA125 antigen were identifiable. Treatment of the high-molecular-weight
CA125 antigen with 6M urea yielded a much lower molecular mass peak. After purification by OC125
affinity column chromatography, samples were applied to 3 to 7% polyacrylamide gradient gel and analyzed
by Western blot. A single band with a molecular weight (MW) of 200KDa was identified in eutopic EC
materials. The CA125 polypeptide of the 110KDa molecule could be detected in all of the CM obtained
from heterotopic EC, irrespective of the length of time in the cell culture. A MW of approximately 200
KDa was also observed in some heterotopic EC samples. On the other hand, although the multiple bands
with a MW equal to orless than 200KDa were observed in the CM of two ovarian cancer cells, the CA125
polypeptide of 110KDa molecules could not be detected. This preliminary finding offers promise that the
110KDa molecule detection method may be a useful adjunct in the differential diagnosis of heterotopic EC
and ovarian cancer.
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B& LEFO CAIHEZE X v b 2 7 (8
CA125 RIA kit Z FH\~C, T b duplicate T
BIE L7z, 723, Ham’ F12%° FCS =D CA1253
EZ8U/ml L Fthote,

CAL25HR DREHL

CA1259TE 0 ¥58L1x Davis, H.M. et al.¥ D F¥:
WHEC /e, IEFT, BTN X CIPREM O RS
# L& %08, Amicon filter (Centricon-30)
THFE30KDa LLEXEML, 0.6M BEREEIL
B EiE & ER L, #F, #EHTH Sephacryl S-300%
T AWEH L, & fraction & &1 CAI2SEE & %
HEZHEE L7, %E: fraction(void volume
C—FH L7 ZrhZThEDT, BFLICE
BELE, B, 25 20bBRTHEHERES
Bz b CAISEMERTRD bl sy, & O4EIE
fbOEHDEANS  BRBEETH DD TH
W35 ENTERrDON, D sample #6M
urea (30min, 45°C) TALEE L /=48, Sepharose
6B » 5 Al L (50mM Tris, 6M urea, 0.1%
SDS, pH 8.0), &4+ CAI254 B % EUR L,
OC125: protein A : Sepharose 4B 7 7 4+ =5 4
A5 s (0.1%SDS, 6M urea TYE) ik L,
diethylamine (50mM, pH 11.3) CTHH LR L
7o, BRI CAL258TF 13300 ~500f5 1o ks B X
nic, : 4
Sodium dodecyl sulphate polyacrylamide gel
electrophoresis (SDS-PAGE) & Western blot 1
X B CA125HUE O f#hT

R X hic CA12581R % sample buffer (0.5M
Tris-HCl, pH 6.8, 2.0%SDS, 25%glycerol) &
E¥ m#ie b3 ~7%poly-
acrylamide gradient gel T¥k & L7z, #1.0ug
BEAFA>»BELS%E L7 (30~40mA/gel, 60
min?), SDS-PAGE #, Western blot (semi-dry
blotting apparatus ; 40mA/ gel, 90min, 23°C, )

17\, polyvinylidine difluoride (PVDF ; Mil-

lipore) membrane IZ electroblot LU 7z, 4 [@] ©
SDS-PAGE » & # Tl urea L BRI O & &5 F
CA125%7EE gel I A>T\ e dyoie,
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BaBMLU TR LA K18 X0 2 IEFAE,
EFTAER X OUPEEME (SHIN-3& HOC-D iz
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%7R79. Sephacryl S-30012 X % 7 A A\ Tid$X
T D CA12581F @ main peak % void volume I
—3t 57w, 5FE1,000KDa blk0 CA125
TWMIh Tz, TORBEREEND KRG FED
CA125%F % 6M urea T45C, 30min ALET 5% &
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CA125 concentration (U/ml)

E)

Fraction Number

K1 Sephacryl S-300% Z 212 X 5 CAI2SHE DA

ot g —v
(@) IEFT?E’W@H%%“LBZ%EB@@%%J:?% ; (@

B FENERRE LEflaoEE LiE . (A) g
FEMEY (SHIN-3) otz biF, (A) JIMEMA
(HOC-D) ok ik ’
FEARBEME OB S ITH70% D CA1255 23
void volume (53 F£1,000KDa LI B) wHEH I %
DX LT, IIBEEMITII90% 2 void volume
B I, ’
VO, Blue dextran; Thy, thyroglobulin; Apo,
Apoferritin ; Alc, Alcohol dehydrogenase ; BSA,
Bovine serum albumin; CAR, Carbonic anhy-
drase.
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B -
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SDS: urea: Tris buffer Z{FEH L7z,

1 2 34 56 7 8 91 111213 14 M

X 3 ¥ 8 CA1258L K © SDS-PAGE 3% X U* West-
ern blot i X »##HT (EFTPIIE & RATPAED HED
Lane 15 lane 14% T sample DFFEMIIFE 112
~T
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= o disaggregate X 7z CA1255 F % N3 %
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B % FAuT SDS-PAGE, Western blot #1727z,
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2RO BRI B < H 0T b ERLIT
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niehota(®3), ¥, —F, BECHELLR
BB 5 flo 5 b, % F &200KDa @ band (%
lane 5, 8, 10, 141 » bk, lane 6, 11, 12D

HEfRE4s 5 B

12345M

M 4 F 8 CA12581 K @ SDS-PAGE ¥ X U8 West-
ern blot iz X % fEHT (JREEMED
CA125REBLI W - BB B DT ks L O
B EFREHIUTO LR Y TH S,
Lane 1, SHIN-3, si#E5EHA ; lane 2, SHIN-3,
EEH ; lane 3, HOC-I, EHEHE] (64f%H) ; lane 4,
HOC-1, ¥l (97f%E) ; lane 5, HOC-I, &
HH OOTRE)D

5 FEI13200KDa L » R E -~ band 23D b
2. L L, BECBWTBEDCEZIZDLND
DD, 4FE110KDa @ band 33X TIED
bi, & band NEFTHECHEECHEER TS
ERHERLL, BFABCK VTS TERNEE
OB, BEEEARN X AR 5
Pk B CAIBD ST EBICETHH L ER
IHER I N is DTz,

DB Mo E FE»SOEHE L 72 CA125%1
JFizB8 L Cix OVCA 433% £/ L 7= Davis, H.M.
et al. DHED & SHIN-3% A7 EH?, Imai, S.
et al. DIREON R LB 1T E 7oy, BIFE X urea 4L
Bz X b 5 FE200KDa » CA125%, %% SDS
& mercaptoethanol D FE T TX L IAE ST T D
CA1254i/R (49KDa) Z#H L7z, CAl250%%
BENRL DD, FA—KEHEE bRV, £Z
T, SEXTFENEMR L Rk, Davis, HM.
DR HEE U C IR EMAg (SHIN-3, HOC-D %
v T CALZHUE A M L 7- (R 4), 50
&ﬂﬁkﬁ?g%%@a@@ﬂ%ﬁ#&(ﬂ%
mm ‘SS hﬁ_ﬁ‘ é lj) h-ﬂiiﬁ:f‘@ CAlZS?b‘%ZZKnIu .5} B
hic, Lo, 5 FE110KDa @ band (X4 XTo
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EECHRo BEEERrERE AL S
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KDa @ band 23 %52 T & 7=, HOC 1w & Tk
passage I X » %MK 5 F & CAL2BHE © 77 F
BIci&E R Z 72, 200KDa @ CAI2513TFh
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% %
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7s\~, 4D SDS-PAGE, Western blot fE87T D %5
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