Characterization of Mouse Monoclonal
Antibodies Specific for Human Renal Cell
Carcinoma : Effect on Tumor Cell Growth in vitro
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t tBHMAZRE (renal cell carcinoma, RCC) OREEMMLICNT 2 ZEEO~Y AT/ 7 at—n
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OAFIEL, foEMlarkCEEE, B2 U0 L T2 EEER L RS L2 57, MAD 28 in vitro
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%R L7, KRC-1 3 BREZR %, —F KRC2 L-3 3i§IxiR %2R L. KRClizf o/ 7ay 747
2D 135kd OFEERE®, KRC2RBY V5B L VESIFEOHE (#1,200kd) %, KRC-3 ¥tk
F74=7420% M M2&0 17T0kd 2ERS L TIHBAENR2 TN EFRIBRL . Th 5T RTOH
Fld2> 4723 > A (concanavalin-A, Con A) v 7 F > L HRMERH -7, HEOHFHER» S F
THRES N RCCEEFREBRE -T2 L5 TH 5. 2h b 320 MAb RELHII DD TS
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BOZHPEREDL DRI DEELLTDE /7
o+ —)L4ifk (monoclonal antibody, MAb) D{EH
BELRAONTWE S, BEBECEL T, 726
KHWZICAIE> Tz,

t N EBHIE (renal cell carcinoma, RCC) Xt
T5EHELOMAbBHREE N TS, TN 51X RCC I
BOBEEL L DL OV9%P, BHIFOSHMEHED,
HEVWETANVAHKROTFE V2R BT2D0TH
5, LaL, ZRoOHEOAYENESEIZIZEA LD
o TN,

BEORE S I3 RCCHBOBER T2 74 * v a—
VBB TRE L L 2EC T 2 L E w MG %
fE8IL 4> F & 68,000 O RCCBIEFIENFET 5 Z
LaIRLU T, i £ - T RCCHMBEEk, Ku-2
RO KN4L G RIEY 2 2838 % (HEK14) ik X
BLAVERE LD, EEGIOMREEICLT,

Ku-2 & KN41 Offifatk %~ 7 R ic%& L T MADb %
fERL, RETIFICIRRET 5 50RIE% HEK14 X 13
RIGLEWE S 2hifE2RBU0HL, ZoREKLIh
STET s HREOYBACENER 2R, BioZ
O RCCHREMEMBOBE T Lk 3 REERELT
WA RS Y, in vitro O R TEME ORI
7% MAb OEE* TNz,
s L UHE

1. sEaesmiat

1. b hEHbames

Ku-2 @ BGARWMKEE (BIFSER), KN4 &R
RIBERESEL (W), Ko-RCC-1 2 A KIHRESR
(MHEEL), NCC-75 MERKBAN (ROML),
NRC-12 3R AWRER (MAEEL) Lo EES
2RO bbDOTHY, ACHN i3 American Type

Abbreviations : ABC, avidin-biotin-peroxidase complex ; BSA, bovine serum albumin;
Con-A, concanavalin A ; DBA, dolichos biflorus agglutinin ; DMEM, Dulbecco’s modified
Eagle medium; EGF, epidermal growth factor; ELISA, enzyme linked immunosorbent
assay ; MAb, monoclonal antibody; PAP, peroxidase-anti-peroxidase; PBS, phosphate-
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Culture Collection & DAL 7z,

2. zofhoMmEkk

HEK-14 (BRRB) B&RABAHY A L RER Uh
AfgL) L0EESE2RY, 2o KEREERR
& (ZRF )V —7usrvEp, KR LOBEAL
jo. WMEARIE SRy 3 EERA — 7 VM (Gibeo
Lab., U.S.A.) (Dulbecco’s modified Eagle medium,
DMEM) iz 10% 7 v AeIBMm#EE (Gibco Lab., US.A))
L7 25V (100 pg/ml ZHHAEH, HR) &
WL THEEL .

1. b FBEREICNT 5T/ 20 F—LREOE

V]

BALB/c = v X DfEMEAIC RCCHIEZRD 20
FHETES UL, BB Kul2 22 % 105, 5 x10%
8 X10°,2.5%107 ¥ 2% 1, 10, 34, 94 HEWZhZ
ey RS L. BiGEO 3 D iRkmE L
LhHL, YA Izu—<iild P,X63/Ag8 L HifE
BMEsEk EEB2:2O0ORCCHIEEEK2 &
KN4l 2 REHFFELT:, ZOROTVAIIO—7
#BRAIE Sp2/01Ag A L /2. HifERE 3, Kennett'
DOF B TIT o Tz 185 Nk OvE R Mok
#aEHIERE (cell-enzyme linked immunosorbent
assay, cell.ELISA) T~ Ku-2 & KN4l icfz
¥, HEK14 Lo 2, 3 OB AMIICEN L 2504
7Y F—vwpau=—2RUFHEL, InsERAHER
Bick-T2@ 7 u—=v7 Lk, ZhsOHEDY
77 3 ADREZ Zymed’'s MONO Ab-ID EIA F v
I (Zymed Laboratories, Inc, US.A.) T{To7,
Bk pristan SLIE L 7z BALB/c = v A DBEFER A~
sa—yfElizng 7Y F—<filazisL T, {F8
L.

. In vitro DH°ARBIDEFE IR TT MAb 0%

®

1. BOEREER

ZORIEIE Tong 5PDHEEREL TiTofe,
AR (2 X 10° {Ifa/ml) % MADb © DMEM KW
(10 fERR) XidlEk (200~500 fERHFD) <, Eig1
RERSALIE L /242, Zhi DMEM-10% 7 v RRRMmE T
o LTz 0.3%FEFRIC 20 (BRI L 7z, —F, 24 v F
7L —}t (Coster, US.A) ® 7 N iZ0.5mldD
0%EXDEEB2F->THE, COLKELD
0.3%EXMITEIE 0.2ml #EBL, 7HMEHEREL

28mm? %0 0 30 A LOMIES: 5K 20—
FHEMIRET THRAL.

2. HBRER

BEHEMEE £ DMEM (3 %7 v IaIRIMEEH) i
s (4 X100~ 1 x108Mfa/ 7 =) 24 =0 ¥
FL—MZEE, AT N —vEE EEIEAE
ETT3HMEEEL, )7y THIREZEDT, @
fagEA L,

V. REFHRER

1. SREHBORE

BRI UTR & 7z ARARIE —80°C IR EIL 7
AV s R THEEEREL, EHT5ET-80CT
RIE LT, BESHERIE OCT a v /8y > RTAEL, B
B S5 um Yo7z, YIRIEAY / — VT4 SEEE
Ltk 2%EEEMBECY oy 7L, B Avidin-
biotin blocking #F v b+ (Vector Laboratories, Inc.,
USA)THEL I, "7V F—<EER2ERTH
SRR MG & ¢ 7%, Vectastain ABC # v I (Vector
Laboratories Inc., U.S.A)) i &% Avidin-Biotin-
Peroxidase Complex (ABC) #&#%17o72. 3, 3-¥
T IR IYTHBEED, T 7)) VEE,
25 7 4 VYRR 5 ELINDORED b D &K
7 4 v D%, FEBROFETHREL .

2. AL/ TayTF AV

KN41 #fifig% 1 % Triton X-100, 20 mM Tris-HCl
(pPH7.7) (2 X107 #1f8/ml) T1ml 7 = = X F LA
NT7x=NT7uad4 RFe7FuF=> (100U/ml) &
T T304, KT L 721 10,000 xg, 30 SME L
L, FExHURMERE L. Zh% SDS-7.5% K
77ULT IR NLERKE (sodium dodecyl
sulphate-polyacrylamide gel electrophoresis, SDS-
PAGE) L', 5B 7-EH %, Sartorius’s Semi-Dry
Electroblotter (Pharmacia Fine Chemicals,
Sweden) 2> T=rotro—2aH (0.45 um) 2
EBESWICEETE L 22, Z 1L % Peroxidase-Anti-
Peroxidase (PAP)ETHEL 2. Mb Y o RREL
B /K (phoshate buffered saline, PBS) T 10%
CHIRLEREMETC—%, 4°CT7ry 7L
%, ATV BT 2RRIRICS . 0.05%
Tween20 # & PBS A FZhTHET2) T
SHMEE, VXY AL L, TR T Yy (£
F4HhN TYE NAFXTIALTRI YA,

buffered saline; PNA, peanut agglutinin; RCA I, ricinus communis agglutinin I ; RCC,
renal cell carcinoma; SBA, soybean agglutinin; SDS-PAGE, sodium dodecyl sulphate-
polyacrylamide gel electrophoresis; UEA I, ulex europaeus agglutinin I ; WGA, wheat

germ agglutinin.
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#50) (50 fEMH) % 30 SMFIRIE & ¢, Wk 100 &
gL 72 PAP (= 7 ) (DAKOPATTS al/s,
Denmark) % 30 SHERIE & €7, FEIZIE3, 307
iRV I EMST, BFRT-HEL T a
macroglobulin (340,000 3£ & 78, 170,000 & JjT),
phosphorylase b (97,400), glutamate dehydro-
genase (55,400), lactate dehydrogenase (36,500)
r trypsin inhibitor (20,100) (Boehringer
Mannheim GmbH, W. Germany) #%{£F L 7z,

3. Lo FUoREaEER

fEkm o 33% AL 7E & DEAE- €7 7217
av b 737412k > THE L MAb (10 gg/ml)
%967 E=—NL 7L —1 (Coster, US.A)) WIRES
¥ G0pl/7 ), BEX1%vyMET7 LT I~
(bovine serum albumine, BSA) (Armour Pharma-
centical Co., US.A) T7wmvw Lzt 50ul®d
KN4 FUEHH w2 MAZ 4°C1 BB L. TSR T
Fr—brEHEVSOLDESF o {EL 7 F > (Bio-
tinylated Lectin Kit 1) (Vector Lab.) # 10 ug/ml
Tz, 37°C 1M KIC & ¥, &iZ 50 4l O strept-
avidin-horseradish peroxidase conjugate (Bethesda
Res. Lab,, U.S.A)) (1000 f5#8) #Mnz, 37°C30 4
Fin&git®g, 0072210097 3> THBEE EIA
reader EL307 (BIO-TEK Instrument Inc., U.S.A.)
KEDEYIVOREELRZEL ., ERALLV Y F
1% concanavalin A (Con A), soybean agglutinin
(SBA), wheat germ agglutinin (WGA), dolichos
biflorus agglutinin (DBA), ulex europaeus
agglutinin I (UEA 1), peanut agglutinin (PNA
) & ricinus communis agglutinin I (RCA I)
(Boehringer Mannheim GmbH, W. Germany) T
5,

4. WHPURO 7 L 2518

KNl 20 5mMzFVv o7 207857 %
T—MTHBL TES (3 X107#MR), 0.7ml D 1%
Triton X-100, 20 mM Tris-HCl, (pH 7.7) T 1 mM
TLZNVAFNALT 207054 RE7FoF=
> (100 U/mD) 76 T T 30 43k U 724, 10,000
xg, 30 rE L L, #DLE%E 1 %-Triton X-100, 0.15
M NaCl, 20 mM Tris-HCl (pH7.7), 0.1%+%V =
FLr 7Y a—n 6900 TEE{L L 72 Sephacryl  S-
0DH 74 (1 x40 cm) i2h 372, FHEER CIEH
L0.45ml ¢ D8EL, &S3ED 504l > K4y
FELISA O flE (2 i~ 72, 5 F# < —%—I3 Blue
Dextran 2000 (%F#, 2,000,000) (Pharmacia Fine
Chemical, Sweden), ferritin (450,000) & bovine
serum albumin (67,000) (% #& = & Boehringer

Mannheim GmbH, W. Germany) #% 5 L 7.

5. ¥ K1 v+ ELISA

96 R =—LEIE S — b (Coster) D&Y TILIZ
FBRL LI (10 pg/ml) 2BBsw, RCEEEM
A 1o, B2 Guesdon 5D HETEL F 1L 72
MAb %Mz 7z, AL F T EFR Y S—F %
F—+¥ (1000 fEHRN) 2EAEE, 0072210 Y7
IUTHRBEEE,

6. FUREED 7o 7 7 — ¥

Ku2%0.2% b Y 7% > (type XIII, Sigma
Chemical Co., US.A) Xz 0.2%7u+—+¥E (§
BHEZE, R/ER) T37°C30 FMBU -, 1% BSA-
PBS T 7 oy L /. Millititer SVLP 7 L — b
(Millipore Corp., U.S.A.) LIZALEL 72 & 0 & RNE
D& D% (2 X10° g/~ /) MAb T ELISA
BIE%® 4°C TIT» 7.

7. A7 74 =27 4 B 503 2 HEORR

KRC-3 @ Bk X 0 33%88 1 7k & | 4 & DEAE-
Sephacel (Pharmacia Fine Chemicals, Sweden) iz
&0 TIgGl-MAD %8 L, Staehelin 520D FEEiC
& - TAFFI.GEL® 10 (Bio-Rad Lab., US.A.) (2#
BEH, (HEBEE 2mg/ml gel, LIF KRC-3-gel
£ 3) EH=7R1gGdy 77— Li-IE% BALB/c
mesH» o EFELER L AE 2 L7 (UUF Mig-gel &
¥ %), 0.4m] OHFEHEE %, ¥ VIR ICRE
TAIWGEDH S UOEL oo, Mlg-gel (0.15ml)
Nz, 4°C2RMRIEE €. #OFE0.3m] 2%
EDTEHLTERZN % KRC3 gel U Mlg-gel
(0.16mD) ICE ¥4 C—BRIGS ¥R, LERET
0.5% Triton X-100, 0.15M NaCl, 20mM Tris-HCl
pH 7.7 T % 5 E¥# L7, ~1 v bz 3% SDS-
30% 7'V £ o —A#0.125ml /0% 60°C4 HHI L
7k, ZOLBIC/I0AEZD W0%D2ANVH 71
Y/ —VEIEEINZ, B 6 CINMBM L. 2O
HiB# % SDS-7% PAGE 241 Silver stain® & v
I (Bio-Rad Lab.,) 2& DN R &G HIL 72,

39 #

. TO9RE/ RS —ILHEDOERY
MAb & KRC-1 (IgGl) & Ku-2 757 %, KRC-2, -
3k (12 1gGl) Ku2 & KN4l 2 #hFh< v A
WHREL TERIL- L DTH S, xRk
T3 RIEMEIE &2 OB K% 1000 5 FR L T cell-
ELISA IC & » TR, 20#EEELIORT. 32
DR DEREIIC T 28EMR v i & ST
va7z, Bl RCC #lifmsk 6 il 2 & 0 4 KIS L, o
HIRSAMMEE (37 ), R\mAmEk, AB ZUFRMmER,
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AR, ER RN ERIGL 2h ot XAER
DBEER V87 7 4 VIR OBRABEICL 2 RET
i, BT KRC-1 & 8 #vh 3 4, KRC-3 T 2 s

BETHY, KRC2EBITRTRMETH-7:, XEE
(441, #BE (500, BIRERE (36D, L& (2
o, R (56D, RER (160, »BE (34),

Table 1. Reactivity of mouse monoclonal antibodies (KRC-1, -2, -3) against cell lines

Reactivity
Cell line
KRC-1 KRC-2 KRC-3

Ku-2 (renal cell cancer) +D + +
KN41 Vi + + +
Ko-RCC-1 Vi - - -
NCC-75 Vi - -
ACHN N — — -
NRC-12 Vi - — -
G401 (Wilms' tumor) - - n.d.
KK47 (cancer of bladder) - - —
T-24 N - - -
NBT-2 N - - -
Panc-1 (cancer of pancreas) - - —
HGC-25 N - — —
MIA-PaCa-2 Vi — — -
Kato-II1 (cancer of stomach) — - -
MKN-1 Vi — - -
MEKN-28 Y — —

MKN-45 Vi — - —
TPC-1 (cancer of thyroid) - - -
TPC-2 n — n.d. n.d.
TPC-3 N - nd. n.d.
TUC-1 N - nd. n.d.
THC-4-JCK N - — -
C1 (cancer of colon) - - -
Colo-201 n — — -
MC-63 (osteogenic sarcoma) - n.d. n.d.
0OST-1 n — n.d. n.d.
IMR-32 (neuroblastoma) — n.d n.d.
ZR-75-1 (cancer of breast) - - -
A204 (rhabdomyosarcoma) — - -
HeLa (cancer of uterus) - — -
CHC-4 (hepatoma) - -

HOC-21 (cancer of ovary) - - -
Hep-2 (cancer of larynx) — n.d. n.d.
HMV-1 (melanoma) - - -
PC-3 (cancer of lung) — — —
BALL (B-cell type ALL) — - -
TALL (T-cell type ALL) — n.d. n.d.
CCRF-CEM » — -

Daudi (Burkitt’s lymphoma) - -

RPMI826 (myeloma) - -

HI1 60 (myelocytic leukemia) - - -
THP-1 (monocytic leukemia) - - -
K-562 (chronic myeloid leukemia) — - -
HEK-14 (embryonal kidney cell) - = -
Flow 4000 n - - -
NTC-1 (normal thyroid cell) - nd n.d.

normal peripheral blood leucocyte
erythrocytes of AB type

Reactivity was determined by cell ELISA using 1: 1000 dilution of ascites fluid.
1) +, optical density at 490 nm>0.4;

—,<0.05 ; n.d., not done.
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g (LD, BO(1ED, B (28D, KB (340,
g (1B, BEEE (16D, FHRER (1460, APl (1
Fl) OEBEBCSL TREFEEE TR TH -
7z,

II. filEOHRK

1. iROSFE

KN4l % 1% Triton X-100, 20mM Tris-HCI
(pH 7.7) THEEAL L - PURMER R L, 7 258,
ALATaAYT A>T, T742T4HT70%8T2T
HEOSFEEZ L 5N7, %7 Sephacryl S-300 T
ExsrEEL, Pk FA v+ ELISAOHIE %
fTotz. LIRTEIEES TR (191,200kd) @
KRC2HiRD A s, KRC-1 3RO
FETikmE s hxho7f, £ 2T SDS-75% PAGE
THIEEDMEL R, AL/ 7Oy T 4L, PAP
gl (M2). KRCIFAEDAMNBITT TH
FE1BkdD/NY FELTHEDHEN, TOFET
i, Mo 2 DDJEE SDS I L2 EMEZ T2 b
LhkwoT, SDS OEE R 19, HiR% AFFL-
GEL10 W KRC3 2 MEESHNLT 7427447 A
TR L 7-# SDS-PAGE %#{T-7 £ I3, 320N
yENEEMZEDLA, WRYE L ToFRliak

(1 (2)

2000 kd 450 kd 67 kd
E 0.3, I/ l’ l«
:
-
T
» 0.2p
-
5]
=
(0]
el
@ 0.1
18]
o
o
[N
[o]
e AL 1 i

30 40 50

fraction number

Fig. 1. Gel filtration of KRC-2 antigen solubilized
from KN41 with 1% Triton X-100 on a Sephacryl
S-300 column. KRC-2 antigen was assayed by a
homologous sandwich ELISA. The fraction of
the peak activity had an apparent MW of 1,200,
000.

<«—— 170kd

<—— 97.4kd

«<«— 55.4kd

Fig.2. Immunoblotting of KRC-1 antigen solubilized with 1% Triton
X-100 from KN41 cells. Triton X-100 extract of KN41 cells was
separated on a SDS-7.5% polyacrylamide gel and electrophoretically
blotted to a nitrocellulose membrane. The blot was incubated with
hybridoma supernatant and visualized by the PAP method.
Monoclonal antibodies used : (1), P;X63/Ag8; (2), KRC-1; (3), KRC-
3; (4), KRC-2. Arrows indicate MW markers. A component with
MW of 135,000 under reducing condition was visualized with KRC-1.
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(Kato-1) OHE%E > 1-021E, s> FRREbhze
»otz (H3).
2. LEREE
FTHEOV 7 F o ~OFME2 AN, HRE,
BEfRICRES E&2 O CHEE s ik, v F
VEREESETRAEL . 4R T LI, 3DD
PURIZ Con A £38<#& L, DBA L UEA I L idHh

(1) (2)

FEEIZ WGA PNA, RCA 1 &£ SBA Li3fE&amna
mo 7z, FEPUR & U T Kato-lZ 2w TRIKED £
EffolBnThor sF Al RIGLE»-7, &
w Ku2 filRED b Y 7y >k FoF—¢ B
S B REZEM % cellELISAIC L 5T L B R72, KRC1
PR TIRRMBOMIZIC XL TZ N Zh 28% & 22%
WAL KRC2HER 2O 707 7 —¥TL&{t*

<— 170kd

<— 97.4kd

. <«—— 55.4kd
(3)

Fig.3. Silver staining of KRC-3 antigen purified by affinity column
chromatography. KRC-3 antigen was purified by and eluted from KRC-3
coupled Affi-Gel 10 column and subjected to SDS-7% PAGE. The gel was
stained by a silver staining method. (1), extract of KRC-3 gel; (2), 1%
Triton X-100 extract of Kato Il (stomach cancer cell); (3), 1% Triton X-
100 extract of KN41; Arrows indicate MW markers.

KRC-1 KRC-2 KRC-3

Con A ] n| l
sea [ ] 1 [ 1
wer ] B i
pea [ 1] I 1
vea r 1 [ ] 1
PNA [ ] ] ]
Rca 1] ] ]

o 1.0 0 1’0 ' o ' 1o

optical

density at 490 nm

Fig. 4. Lectin affinity of KRC-1, KRC-2 and KRC-3 antigens.
The antigens were solubilized with 19 Triton X-100 from KN41 cells and added to
KRC-1,-2, and -3 antibodies coated polyvinyl plates. The bound antigens were
assayed for lectin affinity, using biotinylated lectins and streptavidin-peroxidase.
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3134, XKRC3FUETIE, MU 7> » THIBEAY
g@xH L (84%), 70F—€E TR %I
wyLr.

. PAHBORRICRIZTHE

KRC-1, -2, -3 Hifhps i i oo 885812 K3 5 RE %
FUERE B TR, COMRETT
BEENLE 24 AF Ty~ & T, IR, st
R R R I DL TR, ZO/BR, B
BT 4 X104 80K/ Y =, v o RR R E
39 (ERPTIZ 10%), HELETIZ 106, BKT
11 200~500 fEHFMNBHRGETH >/, R2ITFT &

312 KRC-1 i BB Cid o A MR O 7 % R E &
e b7 veA BT, SEER ORI
1.43~1.52 (n=4) OE%EFRLL, NEEXRHPTD
2.2~1.48 (n=4)DETH -7, —/7 KRC-3 1ZHHfE
ORFEEIE T 2MRESR SN, BEEETR, X
MREE L O Hid0.33~0.71 (n=5), BEAK T3,

0.6~0.7 (n=4)DEERLL. WIZZOMROHE
HREERFEAN, BRILARTT LI, IR0
12 cell-ELISA THBM TH % Ku-2 £ KN4LIZD &
mar sz, ftho RCCHlEHk (Ko-RCC-1) R EE
(Panc-1) 2 i3 &h @5 v - 72, KRC-2 3 X#FEXRP T

Table 2. Effect of mouse monoclonal antibodies (MAb) KRC-1 and KRC-3 on Ku-2 cell growth in

culture plate

cell number/well (x102)

Experimental MAb
number with MAbY without MAb ratio?
1 KRC-1 1920256 1280+224 1.50
2 KRC-1 3870400 2544 £200 1.52
3 KRC-3 960£100 2096 +336 0.46
4 KRC-3 21121288 3056+ 344 0.69

1) In Exp. 1 and Exp. 3, hybridoma supernatant was added at 1: 10 dilution. In Exp. 2 and 4, ascites

fluid was added at 1: 200.

9) Ratio of cell number in experiment culture with MAb to that of control culture without MAD.
3) Expressed as mean of duplicate determinations®=8.D. (n=2).

Table 3. Cell line specificity of stimulation effect of mouse monoclonal antibody KRC-1 on tumor cell

growth in soft agar

Colony number

Tumor cell line

with MAbY without MAb ratio
Ku-2 2744+ 14 1673+175 1.64
KN41 7681144 494% 13 1.55
Ko-RCC-1 4691 20 427% 49 1.09
Panc-1 624 L 51 553+ 35 1.13

1) Tumor cells were treated with ascites fluid at 1: 500 dilution.

Table 4. Cell line specificity of suppression effect of mouse monoclonal antibody KRC-3 on tumor cell

growth in tissue culture plate

Cell number/well (x1072)

Tumor cell line

with MAbY without MAb ratio
Ku-2 1232£112 1760+ 152 0.70
Ko-RCC-1 906 £ 260 789* 72 1.15
Panc-1 18721125 1680+ 74 1.11

1) Tumor cells were cultured in the present of ascites fluid at 1: 300 dilution.
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KN41 OB =%+ 2 2R 23R Uiz, BE2K 500
Wi, KNP E~, SRR 40%ITET L.
AEEHifE L LT, ELISA T RCC #ifg & R+ B
WA RIS T2 1gGlL & 1 7D BHE MAb # Ku-2 &
Kndl CRIZTHREZR CEET TR, AR
BRI REL Mo,

% =

SHfEMESE (Ku2 & KN4 277 2CREL
T MAD 2fE#L, t MERCEREORY 3EHD
ik (KRC-1,-2,-3) 2 BUH L. 3208k, A
~F BT, &0 RCC #ifatk RCC ML 0 &
RISL, o s AN, ERER L 3 RGLRd -,
XFHE 55K U1 68kd © RCCBEIERM L b RIS L
Bhol, $ETCEREINTHEIBREROF L
MAb Ti%, & D&\t T RCCH#lfadk *¥RCC 8
BORRHEY, XbTHhTRDIUMOECHRIE
T2LE5%bD9THote, WO IREEREE L TFA
T187: RCCHIlI*EE» iz 2 & 2 FRBE L
LOEMELTWS, 20 kI RHUFER, T—T%
B AMKER T, MIEREICSBRREIRSFES
LT3, KN41 O & 5 ek s izl Tl
HESE—THD, FIRBRRLTWIDTHS S,
FEARR R HEEL T 2 IR O M, BEICHET LR
HHITEND DT, FNHELEHMIEO M % Rk
T2H00Ed B2, FPFFRTEER
20k 31z 2fD RCC M Ku-2 &£ KN41 2R A
ZHE LT RCC @M OB WEBIESIRIC N 2
SRR ED 2R 2T o, B, BEOLHD
MAD 18112 1%, REEE LTI 2 512% O RCCH
bk rERTILENSH A5, B THERD RCCH
kO R EfRFIC X 5 MAb OFSIE T TH 3,

KRC-1,-2, -3#iF K, Sz TwcwE SN RCCH
RV RZAFLWRCCHIETH 5. BILHK
DV 7 FrizstT 2EME, Fuy7—Y0E, s
238, SDS-PAGE» oD v TRy > 7uyi 4 v
RUOHHET 74 =7 4 8 5 2L AHREOFERIZ i
¥ - KRC-1 Hi 1 135kd OHEEEE, KRC-2 HiE
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Abstract

Three mouse monoclonal antibodies (MAbs), KRC-1, -2 and -3 (IgGl) were produced
against human renal cell carcinoma (RCC) cell lines. All of them had restricted specificity
for subset of RCC, but did not react with other tumor cell lines, tumor and normal
tissues including kidney. The effect of these MAbs on the tumor cell growth in vitro was
examined both in soft agar and in plate culture systems. All of them modulated the tumor

cell growth: KRC-1 showed stimulation,

while others (KRC-2 and -3) showed

suppression. KRC-1 detected a 135 kd glycoprotein in immunoblotting. KRC-2 detected

a high molecular weight antigen (ca. 1200 kd) in gel filtration.

KRC-3 detected 170 k-

d (major), 88 kd and 210 kd glycoproteins by antibody affinity purification. All of the

antigens showed affinity for Con-A lectin.

Molecular properties of these antigens appeared

to be different from previously reported RCC-associated antigens. These three MAbs seem
to be useful for studying the mechanism of cell growth regulation in transformed cells.



