Production and Analysis of Monoclonal
Antibodies against Human Colorectal Cancers
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KBz 0 28RN LZE/ 79 —F L HiE (Monoclonal antibody, MoAb) ORETI % By & L
T, KigffilEtk COLO-201 » S HREM AT 2 MIERTAECEESAEEHEL, chieiT 2
MoAb L7z, ZORR, ABRICERCRIGL, ERBE, ABELUAOERES L I FEL
v 2D MoAb (KC-1, KC-2) 28/, 2D7 4V 4 FixwFhby IgM, «xThb , M MoAb #%
FRTHIHFEEWThOEATH S L EL bR, KC1 20T, BERGSIC L DR a Y
fIo7 2%, BEOEERSE, IBMOREMBLERIGL A o7, KEEIBIT3 BERRZ, 54
TEBIBRE10096 (15/15), o LRUBRAESE. 7% (13/15), K5¥EHE 0 % (0/3) TH Y, 15O MRS ESEE
ERRIGLED o BLEX D, KC-1,KC2 M ABBIEREDE wE /) 70 — TV THB LEL

sz,

Key words colorectal cancer, monoclonal antibody, immunohistochemis-

try, MfEEHUR

ERESBRNZARRI2E T2 0E02H 60
K§dZeld, BOBHPHREO L CEERES Y
FoTwa. DTk D EEMFEL B @ik
HHAROFELThbh, EBEEFIRDOEEHHES Iz
Eho0bhd. KBBCBW T, BERAERE
(carcino-embryonic antigen, CEA) 23 B & 113887 &
BROBECZoTV38, ZhidvwbhY 2 EgkE
HU (tumor associated antigen) TH b , KESRE Ik
ENZ b DTIRR L.

—7, Kohler ¥ Milstein®iz X 2 {ifa@ &% B
fe® /7 79—+ AHi 4 (monoclonal antibody,
MoAb) fER DR CRICEBEMOB L HRIEDO M
DIRE S E L. Lol, BEEZTCERESKT
w5 MoAb B b BRI L T 3 EELA O EEM
RPERMEE b RIS USREEICRRY S 2 .

ZIT, BEE, KBRCIVEBEEEOEV
MoAb DfFE £ HR & L T, KIBEMIZ» & MR
TECBEESEEHMBEL, chicT3E/ 70—F

Abbreviations: ABC, avidin-biotin-peroxidase complex ; BSA, bovine serum albumin :
CEA, carcinoembryonic antigen; DMEM, Dulbecco’s modefied Eagle medium; DMSO

NGO ERS , REEBLEIRE 1T 720
THRET 3.

WS & UFE

1. #B&E

RIS (B EBBRELSE, bR 1501,
RV 3 B) i FMREIRARB L DR L. KB
HOIEB L FME I HRFCERL, TREERZ
FM 7213504 2 BRLN O IEEREZE» SR L 72,
RGREERIE 6 » HOBREES» 5B, HEHET AT
—~40°CTRFEL .. 28, CEA fifo s e L Tk
IBROERERER L.

II. # B &%

AL - BRI T2 TH 5.
KEEE (COLO-201%, SW1116, C-1) B (KATOII,
MKN-1, MKN-28, MKN-45) ffifg (PC-3, PC-6) &
(CHC-4) & (Panc-1, Mia-paca-2) B % (KN-41,
KU-2, Ko-RCC-1) BBt (T-24) BUARRRE (TPC-1) %

)

]

Dimethylsulfoxide ; DOC, desoxycholate ; ELISA, enzyme-linked immunosorbent assay ;
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& (ZR-75-1) FE#E (HeLa) SR (HOC-21) B2AfE
(HMV-1) ¥ 36 #% (HEp-2) & I % # A2 (BALLI,
CCRF-CEM) BAIE (OST) HZ 3 #RkeiE (IMR-32) &
IREMite (HEK) IEE Bk (Intestine-407) =¥ A&
BAIEMIRT (SP-2/0-Agld) MR HRI210% ¥ v FRIEME
(fetal calf serum, FCS) (Gibco Lab., New York,
USA) 288 SV RaBEk A — 7 i (Dulbecco’s
modified eagle medium, DMEM) (Gibco Lab,) %/
W, RN AERRP TS5 % CO3TCORGT THE
L.

M. saBMFEOER

Smith & O FHEOEH - MEZEE"MICE L THRR
ERABLEAAELRBE LS. Tobb, £ VKRB
4RI COLO-201 # BALB/c X — K= 7 ZDHER
ETEBEL, EENEALLE IS TEREM R
L. ZoBEBEGEETL, K2 HEE0EK 108t
# Vv 11.93g/1, €/ 3 — FEEE186mg/1, 7 =
B b ASg/l) BNL, 2= AFEYTA

Tissue of colon cancer
Homogenize with Solution |

Centrifuge (10,000 X G)

X 8 times

Centrifuge (10,000 X G)

Supernatant +Acetone

f

Precipitate
<~ Sepharose 48 column chromatography

LPfr
~aff——ee Blyg sepharose CL-6B column chromatography
e DEAE-sephace! column chromatography
Peak Il (Antigen)

Fig.1. Method of an antigen extraction from
colon cancer tissue.

P (AR, BR) TRETHS 2MEEY S 4 X
T3, F¥—¥THRMAL W E10,000xG, 307M%
O L CHRRECERI (BtA U v L74.5g/1,
%/ 3— FEEM186mg/1, 7 = B+ MU v A10g/1,
pH4.7) ZHLI0EFEMLZ, 770 ¥ REY F 4 ¥
TREL M SH 5 SHEBRLER, ERERGED
LTUE:1B5. mEIIC & 28R - H0h% 8EED
BL, ME*%E 5.

ZOWEICSERDO2UT AL ¥ 2 —VEEF b
Vo AR A, 4SRRI E R TRARL 8,
10,000 G, 304 ELLTCEERE DD, EWD
WTEURBORERZEVIKT. 2EOHH EFICL0
BEOK 7 EMA-20CT—FEREL, £Uk
Bt %2.000xG, 103&L L TESD, PEOEY
KictED»T. ZN% sepharose 4B (Phalmacia Fine
Chemicals Ind., Uppsala, Sweeden) D # 7 A & D
FLEBETFLY, &S FE S (Low molecular
weight protein fraction, LPfr) ##%. Zh#% blue
sepharose CL-6B (Phalmacia Fine Chemicals Ind)
DASLEBLTRET 27V 7 Iy 2RV RE,
DEAE-sephacel (Phalmacia Fine Chemicals Ind.) ®
AT ACERL, NaCl 8k 244 ViEERRETA &
vy uw 757 4 —R2ME{TL, peakll Ba%
BWLIARELR. (K1, 2)

V. =7 2~0%%&

B FEETE S N7 peakll FA500u g WWRED
BCG-CWS (¥#Hf%, =) 3427 0F 4105
ml 2L THREYFA AL, 0.01M V) v ERBER
(phosphate buffered saline, PBS)-Tween80 (#1t
#¥) % 1ml Nz 2. Zhu4£% 48450 BALB/c @
v RAOERENIC 2BR I s icdEREL .

V. /7 RA—F A0 ER

1. filg@E

BRAED 4 Bic 7 A2 B L, BENCEE
FEH L B R e RS L 7. MARE S I AR b
< A GBS SP-2/0-Agld #10% FCS 2 &
DMEM T¥¥#, #lafs @ 1OLFETESEL,
50% %V =F 1L > 7Y a—i (polyethlene glycol,
PEG) (Merck, Frankfurte, West Germany) 2T
fFo7%. Zh%, 1.000rpm 5 SEELEEEL2RE
L, DMEM #fiiz#0L, Tk#IC PEG 2EEL
7. Z @ #% ., hypoxanthine-aminopterin-thymidin

FCS, fetal calf serum; HAT, hypoxanthine-aminopterin-thymidine ; MoAb, monoclonal
antibody ; LPfr, low molecular weight protein fraction; PEG, polyethlene glycol; PBS,

phosphate buffered saline




KIBBBEE /) 7 0 —F LEifE 807

(HAT) B3I (FIAMEE, KIR) %ML so i
%, 303HEBE L. 2517, &% 4380 BALB/c <
7 A &0 MM E SERIC R L, MRsMie1.5 X 1088
PEUNL CREHIIE (A7) F—) BEH®ICED
Lz, %967 = L EMSEEE 71 — I (Becton
Dickinson, New Jersey, US.A) iz7 = A ¥4 b 150
pl TOREL, 37°C, 5% COq ¥ F a =¥ — |z
THEL:. 2B8%, HATE#BE£50ul F¥2o& v =
MBIIL, B2 ~3 L ic kBB ET-
7.

2. NATYF—<DHR

NAZTYVR—==0au=—BEDs5NlzoILED
EREELHERL, TOVEEYE2BRREE Cell
enzyme linked immuno-sorbent assay, Cell-ELIS-
A) ERWTRE L. (#ah)

AzYV == LT, KIBFMKL (COLO-201,
SW-1116, C-1) Bz R B 41T HEK JE5RE40H Intestine
407 2V, RBBEMRESIE L b o RISHY T, i
IRE MR & BRI b RIS OTE R EL
TENATY P —< 2RI 2.

3. 7u—=>% MoAb DELFRE

BIRENINATY F—=i2DnT, BRI
fp7u—=7 % 3ETEY, SBETHEEE®
R L, —#B%10% dimethylsulfoxide (DMSO) (3 #
) ERF FCS 2V THREREL:. £, GlE

0.D.280nm
0.15 —

0.10~

Absorption at 280nm

0.05 |- Peakl

D MoAb 28578, B 2D FHEIH:, Hohl
® 7 Y R ¥~ (tetramethylpentadecan, Aldrich
Chemical, Milwaukee, US.A.) 0.5ml % BREPIIRE L
72 BALB/c =7 ZOMBENIZ 1 X 10D 4 71
F—=2EAL, BAEERNL . oK EFH
T CEHAEE) 202 T40% B’ & L7ztk, 10,000 X
G, 1552/, &L L TR LEIZ0.05M PBS 202 €
TBRER L7, & 5102, 10,000XG, 154580 LT F
HEENL —40C°CTHREREL .

VI. Cell-ELISA

NATY V= PEET B TR BERHE £ KIS
BRI T 2720 Cell.ELISA 21Tk -7>.

1. HREHE 7V — b OfEs

967z E=2—-V7 vEA 71— (Costar,
Cambridge, U.S.A.) iz Poly-L-Lysine (¥#:1k%) % &
TN D 5 pg FORML CERT 1 RBHEHEL -
%, PBS T L. B0 IR TOMBEK S 2h 2
# Ca™, Mg* &7 PBS T3 E¥EE, My
10%ml L2 X 5WEL, YL Y050u] ¥4
EL 4°C, 1RFMMEL 7 (5x10%cells/well) . 0.5%
TNFNTNFERE50u] $OWMUER TS S/
HELE, PBST3EM®ELE. 1 %Y v MET L
73 » (bovine serum albumin, BSA) ¥» &5 L 7~
PBS %150u1 ¥ O%ML 4°C, 1MEZEL 2%, 7
V— & -200CTREL .

NaCl (mol)
=05

60 70 80 % 100

Numbers of tubes

Fig. 2. DEAE-sephacel ion exchange chromatography of the fractions solubilized
from the insoluble lipoproteins of COLO-201.
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Tablel. Reactivity of monoclonal antibody
(KC-1, KC-2) against human culture cells

KC-1

KC-2

Screening

Normal intestinal mucosa
Intestine-407

Fetal kidney
HEK

Colonic carcinoma
C0L0-201
SW 1116
C1

ee® O O

e®® O O

Gastric carcinoma
KATO I
MKN-1
MKN-28
MKN-45
Pancreatic carcinoma
Panc-1
Mia-Paca-2
Hepatoma
CHC-4
Renal cell carcinoma
KN-41
KU-2
Ko-RCC-1
Bronchogenic carcinoma
PC-3
PC-6
Thyroid carcinoma
TPC-1
Mammary carcinoma
ZR-75-1
Laryngeal carcinoma
HEp-2
Bladder carcinoma
T-24
Uterus carcinoma
Hela
Ovarian carcinoma
HOC-21
Malignant melanoma
HMV-1
Leukemia
BALL 1
CCRF-CEM
Ostecsarcoma
OSsT
Neuroblastoma
IMR-32

O 00 O O O O 0O 0O O 00 000 O 00 0000

O

O 00 O O O O O O O 00O 00O O 00 0000

O

490nm = 0.1
490nm < 0.1

: value determined by the absorvance

: value determined by the absorvance

2. ELISA OFIH

T — b RFRCRELT»S 3E PBS THEE,
NATY R —<EELE (LRAE) 27 L)
501 FOHEMULITCT IRMRG S 7. B
FPo—n LT, DMEM 50x1 2#h0L 7. PBS ©
4 EVERER, IV F VY —EREERT TV ARE o
79 > (Daco, Copenhagen, Denmark) (2 {x#ifk) %
0.5% BSA %#&%00.05M PBS T1.00085 &AL,
TILEENS0ul TOAFELERTIRERLT S ¢
fo. BB 6 @EHR, AFFV IS -YORIGEE
THIFANY 722 YT 2y (FIXME) 201
M 7 x>@#—0.2M PBS (pH4.8) T 1 mg/ml H%
L, &5120.015% BB kEKER E %5 &5 HE
LTH»s, PIAHD150p]l §FO8IML, EHB T30
SEREBE®I. 20O 7 v — 1t % EIA reader
(Biotec Inst, New York, US.A.) AW TR E
490nm W THIE L. o v o — L OHIEEE 0
CHIEL, 0.1 L2 RIGHEE L7,

Vii. CEA ¥ o RstE

CEA R ASBITERHE X Kruppy ® Ay
EBIL7:. Zn%0.05M PBS THRLIEV A Y
Z— ATy Fr— T I AEED50u]l TOR
WL 4°C, 12BRIEIE L 7. 0.05% Tween20 (EHAL
%) #&90.05M PBS T3 E#HHELLE, 1%
BSA ©0.05%25{k7 + U w4 (FDLEHEZE) £ &100.05
M PBS # v x L%z h150p]l ¥ 24 L, 4°C, 1
BEEER, AR E T—-200CTHREL /2. ELISA
EEIROFETITRVWHEL .

VIl. MoAbD 2 5 X% T2 5 ADKkHR

el 72 MoAb ® 7 3 A « ¥ 727 5 X% Mono
Ab-ID EIA kit (Zymed Lab, Inc.,, San Francisco,
USA) AL THEELL.

X. HIRDE{LRHFH

1. iz & 2 EEOZE L

FEIR & U KRRtk COLO-201 2 EE L %
Frv— 1 %100°C, 553, BETHUE L Cell-ELISA
TR > THRETL:.

2. BEB LRI v RBLE

KMk COLO-201 #0.2% 70— ¥ (Rif
BU#k BWH) T37°C, 304M, 0.2% bV T ¥
(Sigma, St.Louis, U.S.A.) 37°C, 3043f, ==2—7 3
#—¥ (Sigma, 20u/ml) T37°C, 1 EEff#n 2 n0E
Lz, %72, 2 %R (100mM) TEiR, 1 RKELE
LT CelllELISA %#fTx - THEMEOE/L 2HREL
7.

X. REHBEX: nRERE




RIBEEEE . 7 u—+ Lk 809

ERELEB Ty 70 5 HEYA (8 pm) 2R
Ltz. 0.3%@EbAFE - A5/ — VBB THRMES
Vi FY Y —¥HEIEZ1TR, PBS T 54 3 E¥E
¥% L #z. VECTASTAIN Avidin-biotin-peroxidase
complex (ABC) #* » I+ (Vector Labs, California,
USA) 2AVWTERERAKEIC TRERALITE -
2. Thbb, YRCY < mER203EEEE ® TH
BRIFEE 70y 7 L. PBS TH#EE, N1 7Y
F—wlEE EERI00 ] N2 1REMRICS ®72. Bl
B, EAF ATV RA L 70T ) R30S
BREGSE, BEER7 V4 Fr—Y4 57y EEEE30
SERE& €. Bk, FEHLLTYT I/ R
FYYBEEPISBRICE . BB, TEE, ~
TR EVY VIEHRTEREL, Mk BELLE. 20
M EERL, FBACRE > LR EBHE LHE

Table 2. Reactive change of ELISA
after antigenic treatment of COLO-201

Treatment ELISA
Control 0.788
NalO, 0.762
Pronase 0.092
Trypsin 0.105
Neuramidase 0.768
Heatgypy 0.086

Each value was determined by the
absorvance at 490 nm.

U, EOBMIORZE%RTR 7.

B ¥

1. IEEENTIT F—<0RR
MRS ORER, 3847 = A RISIT TN 7Y
F—w-ao=—pHBELL. 2035, KEEMR
# 3 % (COLO-201, SW1116, C-1) iz 3¢ ¥ 2 ik E 4
L7zb D583 0 =—Tholz. ZD5870=—h,
FRIEB T HEK 5 X (*BBF5IEHIR Intestine 407 &
Rtz Loaknwbnidl8au=—Thot:. D18
D0 — 2487 T DWW T4 TIVEEREEE L — b
TSR, 22T, B0 MEEERSE L
Cell-ELISA #77/x\y, KEZEMMREKIED & & K
BEERLIZ 220N 7Y F—< %R RL, 70—
ST R TSI O 2EDONA T R—<niELE

o ’ " TS g L

Fig.3. Immunostaining of normal intestinal
mucosa using MoAb KC-1. Nuclei were
counterstained with hematoxylin. The benign
tissue was not stained. (X400)

Table 3. Reactivity of monoclonal antibody KC-1 against a variety
human normal tissues and fetal organs by ABC method

Normal tissue

Reactivity

Fetal organ Reactivity

Large intestine —
Small intestine —
Stomach —
Liver —
Pancreas —
Kidney -
Spleen —
Esophagus —
Heart —
Ovarium —_
Uterus —
Thyroid —
Muscle —

Intestine —_
Stomach —
Liver —
Pancreas —
Kidney —
Spleen —
Esophagus —
Thyroid —
Mauscle —
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TAE/7u0—FAfiEEhEhn KC1, KC2 &
HL. ZD2FD MoAb L &fEe Mllflakk L O K

IEMEER 1ITRL.
II. MoAb o CEA t ORIGH

ELISA 2w/ CEA L ORI MoAb & &

RiG®mR&moTe.

. MoAb D52 -HT75 5%

KC-1, KC-2 & bIgM x THo7z.

IV. MoAb REMROTE b — T DR

MoAb #RHT 2HFEDLE b — 7D HREFA~
%7:%, COLO-201 [E#E 7V — b 2R (B, B

Ry

B3 VHER) LT CellELISA 2/7->THE L1, (&

Tabled. Reactivity of monoclonal antibody KC-1 against a

variety tumors by ABC method

Tumor histologic type No.positive/No.tested
Colonic carcinma

Well 15/15

Mod 13/15

Muc 0/ 3
Gastric carcinoma 0/21
Esophageal carcinoma o/ 2
Pancreatic carcinoma 0/ 3
Hepatoma 0/ 3
Bronchogenic carcinoma o/ 7
Thyroid carcinoma o/ 7
Renal cell carcinoma 0/ 2
Prostatic carcinoma 0o/ 1
Bladder carcinoma 0/ 2
Breast carcinoma 0/ 4
Uterus carcinoma 0/ 2
Ovarian carcinoma 0/ 2
Leiomyosarcoma 0/ 2
Malignant lymphoma 0/ 3
Malignant melanoma 0/ 1

Well, well differentiated adenocarcinoma; Mod, moderately
differentiated adenocarcinoma Muc, mucinous adenocarcinoma

Fig. 4. Immunostaining of colon cancer using MoAb KC-1. Nuclei were counterstained with
hematoxylin. (A) The stained cancer cells were scattered. (X40) (B) High power view of the

area in Fig.4A. The luminal surface of grandular neoplastic epithelium were strongly stained.
(X 150)
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) ERIZ. BUE, Yur—FAE, b)) Sy o NE
cRavra—- VL KIGEOET 258 228,
Za—7 Y —-EA0E, B3 VEBUETRRIGHED
ETRRD 6Bz, Tabb, MIEREEIE
HThiEEZLNT:.

V. MoAb #EBIRE & 0 BUGH

FREATELLE N EEENEY, EERSR, BREE
2 MoAb KC-1 O Rt % BERFUEER I X 2 %E
BREPToO RN L. ZOBR, EEKBHE:
BU®, EFE MEBB LI URERER L3> 724K
ELzbol (RS, ®M3). &/, KBEUSADE b
EMEE LI, WThARBL Ao/, KEE3H
h, MEEIHITIRRIGE RS B o7, BMER
Bg15/15, RAMCERELS/15IC Bk Bo sl
F4) . REBHEE 2oL KBEBORE Y — i,
BB — MBI IR E D, Zoffashd, B
BRCEL-EEEIRBEE S Wb Y 5 apical
type ThHolz (M4) .

® =

19754z Kohler & Milstein o8l lRh &% Ve 7z
MoAb {ERIEE 2 RENI L T3k, Mok - % B
ML T, XD MoAb MEflah, ZDEREMED
BE, BRADICHBHIEENTWS . KBRIIHT
% MoAb B L Tix, Koprowski & D 7 v —
79 Magnani 5%, Thompson &7, % OO
FrOnHDH, THETO MoAbid, KEEEUND
EHCEREKBRNE L ORIGH & 5, MoAb DR
BPREHICBARH 5. 72k 2iE, Thompson 5
"OPESE L 7z MoAb 250-30.61%, RO KBEBPIE
BRBEEL bRIGL, FREEERTr I NTIES
Hil L ORIESHIZEFIE 2 AUk, Yiu 5P OFERIL 72
5200 MoAb &, KBS T L EERBHE L
YRIGT 3. —7, Koprowski &9 %, KABEHHE
th SW1083 & SW1116 % # i & LT MoAb %{Fl
L7z, ZOFKR, Boh 221D MoAb © 3 5,
1083—17— 1A 251588, CEA BIUEE KB
ML ERIGE T, REBBICBENTH oz b L
TEY, S TCERHENT MoAb 0TIk, KB
BINT2BEENELEY. Lo L, XEEUSND
BE L oRGHBEL T, Mg, 78, =S, Bk
B, REE, BUHECE, NME, BERMBED S %
W TH Y, RIRIEDA 610 T L EELRE
SEMERRES L ORIGHEZRNINTE ST, &
RECHEH 2 .

S 512, Koprowski 5™ | {E&IL 7> MoAb »EE

BTapR, vTVEBEESUY LS VL Y RTH
D, EBEOFEL 72 MoAb BRBLT2HMELIIE
%o Twiz. MoAb (KC-1, 2) 3B+ 2 HiH 1T,
Za—7 35 —E0ma v EBRALE LD HEE
RIEE T, B0E, For— LR LD FEES
BLiZEdD, HRRER Y, BHEOBELAVE
HeESh CEA LHEEME CA19-9L BEZ3 b
DTHBZENRENT. LL, SFEIITHET,
SRV LRIy T 0y VEBEIZ L AR EITRS
BEXD 5.

IHMETOMETIE, © MEENT 2 MoAb R
WKERL, SRBERE LT, Bk ST e
FERAL T2, ZOHETRBEERO FCS o &
IRREEROBESOME? ®, R—wE0HEERE
DOHERBEOHMBENES. a0, MEELECEET S
BRORAFWCHRTEIEZERT 2 2 LT LT
HEETR 2V, HEMEMEL, 20823V 2 OHE
T 5 MoAb 2B2Z i3MME B2 AER & +
ZMROEHEL Z EBNRECHBALTESL?. 20k 3
BHRICRT 2 MoAb £83izix, FUEORRLIH L
EHTHDEEZ oM. Colcher 521%, LMD ITEE
Boio o B MCE L AE R Ml L TRSBHEE L, 18
HMOEERSE - IR FIERBRO A L KI5T 3
B72.3%2 &V 11BOBEMDE YV MoAb 2 &1L €
WA, E 2 LIE ST, bR AR R UR R
TRV, FEES» S HRERUECESSE 2 mE
L, 2@ LPfr @ peak IEMCHFEEE 2D T
5. 8512, RKEBEBICBLWTY, AEOREMEE
BLTELHIE (K 72 o— L HiE) ORESE
BE 2TV, KBBIZIZHE L THEET 2 HMhgs
B EEMER, RABScERED >N KIBESE
HEAROFE*BEL TWaE®, 22T, B# 3,
X—F=7 A THBE -t MBS 0 MiES
AECECSE B L CRIEREL, B 2 u—
LMD 2 RAaT. BohizZ7o—vizonT,
HEOMME R %= AV 7z CelllELISA 217w, ER%
o7 /R, ERXBHE, CEA LIRS, KB
BOHERICT 2BEROFE 7 u—v52B2 2 n
TE7:.

LaL, SEESE L2 MoAb OFEEEYTIE = 8
72 REEBRE TR, B8 & Uh LR AR &
FENETNLS/15, 13/156 BRICKIG L 7208, HieE
SHILIRIGL o, Zhiz, Albino 5% 23,
E—-BHERCEEEDN L OEREH S L2k
PR3 Tid, MoAb ' T 2 MM R EH R AT:EY
ol tBELTWA LI, MUKEBETHHEER
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ZEDHRICEEM (heterogeneity) 23H 372D,

H 5V CEUEEOE TS 2 37§
HyEZON, SBRORFBILETHS. LorLid
5, SEBsNT: MoAb BBV KBREEENEEZE L
TBD, 5%, BERICHAOTREENRERE T,

KPR TR L7 MoAb i, SVwHRERES:2HE
LTWwap, o A—<7 A8 MoAb TH Y, B
SRSz TRTF7 47 % —OfEE%E, fivy
AfE a7y itk X 5 MoAb iEHET O a8
WNHBT®, Lia->T, & & MoAb #EE L W
r#Ez 5h 35, Olsson & Kaplan® LUK, &2 h
jz=& MBI MoAb iz, +HHETHD, ORISR
BB LOEEESRENTBD, 5%, BE
e R ETILE 7 MoAb ORESBNEENS.

# B

KiBEMtask COLO-201 X /s L - MEERT
BEASEEHFELELT, v YRAE/ 70—F i
e L, ELISA &8 X UREHBRar L 2K
HEfToT, MTOKHmER:.

1) Bahiz MoAb (KC-1, 2) i%, #EBERL K
BRrERCKEL, hoBREEEBE IRIGLA
hois.

2) MoAb (KC-1, 2) 1k, KiE%® & EHEERE,
RRREEE L 3ZREeT, CEA LTy REL A
oz,

3) MoAb (KC-1,2) D7 A VI AT, wihd
IgM,x Th-7z.

4) MoAb (KC-1, 2) 23888 ¥ 2 PR EMESALIX,
HEHOBE L ZWERTHI EEZL SN,

BlEXY, 20 MoAb i3, KIBEDZW - B
BWT, BERGHASTRELEZ 613,

# 33

e rsdly, HisE, HREAEED £ L BE,
EEYRCEREDOBEEHODbLET. I, KEAHESE,
HECR T2 & & L7 &IRKES AMEATREEE I
¥, AEEERER S CESIREE—/ARIEEN, mEE
FREICECB#HO I LET.

BBz, HBIE, HHOVEEE L ESRRESATE
PR B, (ERREERER > CKRKEASCELH
LBLEFET.

X [z
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Abstract

To establish colorectal cancer-specific monoclonal antibodies (MoAb), soluble protein
fractions with antigenic activities were extracted from the colon cancer cell line COLO-201,
and MoAb against this fractions were produced. After screening several two MoAb
(KC-1, KC-2) commonly reacted with colorectal cancers but did not react with the normal
intestinal mucosa or malignant tumors, other than colorectal cancer. The isotype of both
MoAb’s was IgM, & type and the epitope recognized by these MoAb’s was regarded as a
protein. In immunostaining using MoAb (KC-1) and the avidin-biotin-peroxidase complex
technique, 13 normal organs and 9 fetal organs were free of staining. In colorectal
cancers, 100% (15/15) in well differentiated adenocarcinoma, 86.7% (13/15) in moderately
differentiated adenocarcinoma and 0% (0/3) in mucinous carcinoma were positively
stained. On the other hand, 15 malignant tumors of other organs tested were free of
staining. These results indicate that KC-I1 and KC-2 are highly specific for colorectal
cancers.




