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WIE DB D5 D i\ o B WIE O U738 4R 13 10 meAt
T, WAL RETOEREBTH S, £ MB
WCRFEMEEEIEE L N EETHY), L
ISR ATHE L 72 & 35 2 6 15 FsAE REHRR I3 AR
TEMRMEICE RS, FUHEDIEEDFEAEFEIX
oD 77 > R TR AR AT, 2 ) 72 0 K
TR O E G W EETH ), AR e iG DR
FHPRP A & > THEL L 72 b D3 7w, BRIED
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F Clcfb L2 T s flAAbEL Z LiIck - T
SHIRIRD D B Z EDITRINTE A7 W EES
D1DOTH b, 1970 FRLEE, AHEIETH 5 2
vV b L XY — b okmEGHg: (HD-MTX), ik
WEHT F)T=A > (ADR) & HEHA DS 2
7'ZF > (CDDP), 7hXMEEIDA 75 277 32
F (IFO) DAMMEDI K2 EREN, BLETIEIZ D4
v F IR I A 26 AE R I VW 5 T
W5, BUfEDFRIEIC T 5L,

CDDP+ADR # H.l» & L T, HD-MTX = IFO %
Gt 3 FF 7203 4 FIPHH oL B bygg T h 51,
F 72, ABEF OIS RIZRT 9 %55, EIfEH
DB NRT Z7F o2 A7 7F b Y) iz
)Eﬁl/\ Z;) : k %) }) Z;) [10,11,18]0
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MR ERTZ e TE S, £LTC, Dk
B3 N F T2 OO TI T Pk %
PERLIL 7o 2 & CTEHEEI N TS, B > ED
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2 A X A THAR) BIAS2 S R >
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HER2/neu &A% E 35+ 7V X=7 (k Mb
PiAK) e EREBITH 5B,

% 2 TARIGE TRk PUAIRE 21T 2 & %
Hi: L ¢, BREOMEMEEZ HRE L 72v7 2D
JEL A B & I B 2 A S Rl B & AR
L, BHWIEIZX$ 2 MAb DEH 2 kA 72,

M e ik

|, EERE
4 M O K ARG, POS®, 00S",

HOS™ & D17 gt % flv 72, POS bl 1.5 ik
DIEDHEFE R D KRB 12 T & 72 RS W IE 2 & 15
RN MR IRAT T, 1 REE 2
72 RPMI1640 (SIGMA #) 2 10%4 k& 17 I i
(FCS, Biosource t) #fz, 37C 5% CO, F-4t
TTRFEL 72, 00S MifLiZ 10 oMtD =)L F— X
RO TFEDERIED & BRAL & 1172 HIH CRUREE RS
BT IRATLTH 2, HOS MifaIL 7 oM HERE X
DIRFEDEAIED? SHRES M TS D, AL
SRRSO RHEEE R T h 20, 00S Mg &
HOS #ifgix 10% FCS it RPMI1640 % A v, 37C
5% CO, fiAE T TEE#E L 72, D17 #MIE, 1 %IE
BT 2 /B (NEAA, GIBCO#) & 2mM 7 v % 2
> B % I 2 72 10% FCS I Minimal Essential
Medium (MEM, GIBCO ft) TE:FEL 72, Z O
12, KB #HAIL (MDCK) #ihg, KT M bk b
(CF2th) #ila™ ¥ = 2 2 = u—-= (P3) Ml H
W72, MDCK #i g i3 10% FCS it MEM # H \»,
37TCTHFEL 72, CF2th fifgiZ 19 NEAA #nz
72 10% FCS I Dulbecco’s Modified Eagle
Medium (DME, GIBCO #t) Mz, 37C THiEEL
72 P3 NG 1% FCShn-~NA 7Y F—= SFM %
M (GIBCO#) #HWTREM) T vz »—L
(BECTON DICKINSON #) T, 37C 5% CO, 7+
FETTREHEL 72,

2. ®/a—F Lk (MAb) sy

1) =7 2058 & PUIREEERLAMIIE o fESL
HHEL 72 BALB/c =7 A% HARZ L Tk & 1) I
AL7z, =7 ZADOEERIRIZ, BRI FEERE)
%%ﬁ:%dwfﬁof E# 1 HUHAD =7 2
2 5X10° o> MDCK #iha % Jaie#e 5.1 72, feigic
ci OOS fifg & POS filg % vy, LITD & 51247 -
72,

OO0S #fifaix MDCK #ifg+5-o> 1 2 H #41 JE e
ETREEE RIS F N F L5 X108 M, F 3X 1064 %
BhH L7z, 2ot 2 8 LIk L 5EE T2

HE - At

BEOMBLE #e5- L, 4 BgEL77z, 4 BHDGE
b 4 HIZIC 1B =7 2% T— T JUIRRBE T CTZe3s
Ttk ME A ) L, EkichE - T P3 i
E DXMBERLE 24T - 7209, 580 o 2 TLiz kst L T 4 [l
HosE o 15 A 141 B & 550 I o Ml
#¥#5L, S5MHENNEEZIT-72, 5 EIHDHIED
54 HZIC2IRHOMZIRY) L, fMidss %
ITo72, YD 1ML LTS5 EHDHED 140 H
I M E & SR T ic koMl %2 5L, 6mH
DRI EAT- 72, 6 MEDRIED &5 4 HIRIC K%
W)L, flEmA24T- 72,

POS #ifgic 2w T i3 MDCK fillg# 5 1 2> H %

2R & AERE TS Z U E AL I X 1088, {2108
@%ﬁ%tto%@%ZﬁﬁikKZ@,ﬁ@tﬁ
T TiIcFEEEOMIBZ %5 L 72, 3EIEDHREL 5
12 AR BEE & I3 T I EE oM 2 £ 5- L
tozn% RN R L 72, 5 MEDRIEL S 6D
AR e & S E TIchgEoMEz &5 L 72, %
D4 HIZIZ 1 IEn =7 2% T— T )V T CTLEE5E
SR7nL, MIEE R L, P3AINEE DMIbERLIE
ZAT- 72, BB D 2VLICH LT 6 MEDEEL S 1
BRI e & R T Ic oM % 5L 72,
Z0 4 HiZIC 2VCH O MK ZE0) L, Mlgms 2
1oz, YD 1IRICH LT 7 REDHRIED S 12
FA%Iz G e & W T IR0l z2 5L, 2o
4 BRRICMiEZEC) L, MIERLE %47 - 72,

Al A A o BRI IE, 2% FCS hn HAT 35 Hs
(GIBCO #1) % HW ATV, HikpEE%E L T\ 58l
BRI Z 7 ) — = > Z I RARAE A a3
(CDAC) (k) TiT- 72, IipEARAMILD 7
u—==2 73" 7)) F—=3 »—L (Greiner bio-
onett) T2%FCS & 5%7 74 7 u—> (DS
Tp—NA F AT 4 A NA) Bz 7z HT #53
(GIBCOH) #HWTAT-72, A7 )—=> 7%
CDAC THiL, BattE%nL 72iAMldi: MADb 7
R E LTy 7 — (AARSEHETZE) 3l
L 724, WRSEFR T CHMERA L 72 MAD DT AV
A 7 DPgI3EEE FiE % Vv T IsoStrip (Roche
1) T 72,

2) MADb D EKit

EEE D MAD 2 5 7212 KL % 475 72,
4~6 AW BALB/c =7 2% AR 7 v THH b1
AL, &RAMIEH 720 3~4 L7z, 25D
w27 A (FEMEETEE) 0.3 ml % ke
WHERE L, 2o 5 HigIz 1X107 fHL_E o diAfnia 2
ErEN#E U7z, EE»IEL TERlc—T L
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%@?TT‘E&‘H&??_’HEK%@WLEO | L 72 Bk
I2EhE L, FH, 2,500 rpm T 10 4@ L,
J:(H%IEWL, _30C u{ﬁﬁtho

3. KT IRIEEER (CDAC)

AlvA Lo BiE & HoKiZ CDAC THik o K6
# MRS L 72, CDAC (2 EIA/RIA PLATE (Costar
1) 12 MAb & @ B ME %2 8- 5 i, 5528 Bk E 72
K, #iREZENENT1 7720 101§D
AN, 3TCTA ARSI, FDE, 0.4% b
N TN—% 1 T7ZNH2Y) 64l TOANI0~
60 2 HEHE L, JEALE 7 7> + L CFEMIaE 4
KD 0% LI L (++), 40—50% (+) 7 & N2 )t
Doz & (=) 03Bz CHIEL 72,

KT T 2 2 CEFEL 2 IR EEEE LS Rk
1%, ) > ERARAE ALK (PBS, pH7.4) THEE L, 0.25
mM EDTA %Mz 72 PBS (EDTA-PBS) TH:#ER
v HiEHsL, MlaEE 2X108/ml icFHEEL 72,
Ri-E- MR o 8522 L3S X R A v, KD SAR
MEM T 100 15 R0 5 4 B AR L, 100 152
BT 2 MG ED 4 DM ELE & 72 ARG
= PUpdii & L7z, MR E LT 7 X offEmniE &
vy, MEM T 15 f5icAfR L A L 72,

4, BREFHAE

WEET7 7 A0 ’ii%l, 7:{‘&5@’5: EDTA-PBS T3
L, 24 7vF2—7I12 5X10° ANz, 3,500
rpm4 CT 1/;3\r'a'ﬂuu~t, EHEE) vtk w
0.02%7 v1t+ b ) 7 20mPBS T 3,500 rpm T 1
srHlOmHEE % 3 AT 72, £ DTk, PBS T 25,
100, 400 IR 7208K 20 w] TIFHEL, 4CT
20 A MRIG E 72, 2D, W 0.02% 7T P46+ )
77 201 PBS T4 °C 3,500 rpm 1 43 [l 3.0 6 %
3T - 72, ZDt%, FITC iy Xhi~ 7 2Pk
(Jackson Immuno Research #1) 20 u1 TiFilE X 4,
WL TACTT20MBMIE S 72, £ DIE, W
0.02% 7 A+ ) 7 245 PBS T4 C 3,500 rpm
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15l m k% 3 BAT- 72, Mgz 15 ul D
50% 7)) &) > PBS Tl &4, 274 P77

ZIZHWT L, H3—7 7 2 %84 CaotBEme: T8l
227, RERIT AR (H4, +, £, —) THHE
L7z, ++ 130 & BB &2 kD h b D iz 00S
Al L <12 POS Ml % 038 L 72~ 7 A D IiLiE %
PR L 72856 (BtErR) & RS0deD 75, +i3-
TWEH++HIFEWS i), HIER RS
MR Z BRRE NN I, — 3t L, &L
72 BT Z + D G D B - 72 e KAHUG B & L 72,

5. EFCIAE

FAE 7 7 A aI2EFR L 2 Mild % EDTA-PBS Tl
5L, 1,000 rpm 5 arfElEbL 72, D1k, PBS T
1,000 rpm 5 Z3 Ml L PEHE % 3 lfT-> 72, PBS T
Tl 272 4ile 2 MULTITEST SLIDE 15-WELL
(ICN Biomedicals tt) &7 = vici&ikL, B
%, W T 2 b > T30 R L 72, PBS T 25, 100,
400 BRIz AR L 72 JoK 2 89, IR AdLC 37C
TGS 72, ZD1%, PBS THiFL, Hokk
#%, FITC f#r X~ 7 25K % #ie, IR A
NT37TCT RIS &7z, £ D1k PBS Tk
ATV, HEWEES, 9096770 ) > PBS TEAL T

WOCTEMEE CRIZE L 2. FERHE T TR & FER IS
1172,
153 &
. €/ 2 O—7 Lk (MAb) DEELE ¢ D RIS
4

OO0S #iha & POS Hlife % 5652 L 72 =7 2 0 i Al
fa& P 3% @s L Cal ez /Es L 72, At
3 [0l o Ml Bl A o FE S, O0S Ml & St 3 5 $it
00S MAb iZ@lA 1 [ H Tl L i - 7205 2
ol H < 1 FE5H (4A9-A7), 3 [lH T 3% (7B7-BY,
8F1-B9, 9E11-E1-H1) mil 4 #3H1F 5 4172 (Table
1) TNEDMAbD DT A Y I A T RFARLZ L2 5,
IgM % 3 F%H, 1gG1 (3 1 HiH TH > 72, POS #ilf &

Table 1 Antibody titers of MAbs against OOS cells by complement-
dependent antibody cytotoxicity (CDAC) test in various cell lines
MAbs Cell lines
anti-O0S 00S POS HOS D17 CF2th MDCK
4A9-A7 (IgM)? 6400 25600 25600 —2 1600 -
7B7-B7 (IgM) 1600 - 100 — - -
8F1-B9 (IgG1) 400 - 100 — - -
9E11-E1-H1 (IgM) 25600 1600 6400 1600 6400 -
1) Isotype

2) Negative
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Table 2 Antibody titers of MAbs against POS cells by complement-
dependent antibody cytotoxicity (CDAC) test in various cell lines

MAbs Cell lines
anti-POS 00S POS HOS D17  CF2th MDCK
1B7B3C7 (IgM) 102400 25600 102400 25600 25600 -2
6A10-B1 (IgG2b) 25600 6400 25600 25600 25600 -
8A10-C12 (IgG2h) 25600 6400 25600 25600 25600 -
1) Isotype
2) Negative

K63 %5 POS MADb b a1 [l H Tidfss ik
o dzhs, 2 HT1HEE(ABIB3CT), 3mMHET?2
3 (6A10-B1, 8A10-C12) it 3 A& Lz
(Table2), ZNHEDMAD DT AV Z 4 713 IgM
25 1FEHH, 1gG2b 2" 2FEFHTH - 72,

a5 5 L7z MADb 0 4 FSHO KE RIEMA LA
(00S, POS, HOS, D17), CF2th #filig & MDCK
faiz kb9 2 RO % CDAC TH~7z, 4 FHOH
00S MAb 1T O0S flfE & D AP L 725 D%
7 <, OO0S g & HOS Mgz Bt L 72 b DA 2 fE
H, MDCK #illa 2 B { £ ToMla & G L 72057 1
FidH, % L C D17 il % Bk < 5 WAL & CF2th
i L BOET 5 3 0h 18D - 72 (Table 1), UL
DEFEL ), 4FEFHD MAD 13 CDAC o etz &
N 3,y — 23 NIz,

3T POS MADb & H T POS #illidic o &
JoL72d Did7Ze <, 3MHII4 T, MDCK #ild % b
CEToMiEE St L 7z (Table 2),

2., BHEAREEICZL S MAD DR

4 alfs 5 1172 MAD Aifiila RO ils 2 5838 L <
VB0 E ) o R IREOLHUREE T2, 4 TR O
00S MADb (34Tt L 722 (Table3), £ HD
POBHEIC 555 H5 - 65 172, MAD % 25 f5AR L TIX
JEE 72, 1R (4A9-A7) Wtk (+) 2L
2o Mo 3TEFHIIHIMME (£) 2Rl 72, 3HHHD

Table 3 Antibody titers of MAbs against OOS cells
by membrane immunofluorescence (MIF)
and immunofluorescence (IF) tests in OOS

cells
MAbs anti-O0S MIF test IF test
4A9-A7 (IgM)? =400 (+)2 =400 (+)
7B7-B7 (IgM) 100 (&) =400 (++)
8F1-BY9 (IgG1) 25 (£) 25 (%)
9E11-E1-H1  (IgM) 100 (+) 25 (%)
1) Isotype

2) Fluorescence intensity at 25 times dilution of MAb
++: Strongly positive, +: Positive, =: Weakly positive,
—: Negative

L POS MAD (34T POS & )i L7z (Table4),
MAD % 25 5B L TR L 720, 3 R4 Tovil
Bott (++) 2mL7,

3. MABAKEIZL B MAb DIRFERILRE E DR

oy

A[alf% 5 1172 MAD 2SI PUR L 38R L T 5
&9 h R PR THAN T, 4 FEFH OB 00S
MADb I3 & THEEHURE: T O0S Ml & e L 72 5°
(Table 3), Z#L5D$H; 00S MADb PR TR IZ
AT S 72, MAb % 25 R AR L CTHH L 72
W, 1R (7B7-B7) »5&bE (++) 2/RL 72,

1AE5H (4A9-A7) 1ZBsME: (+), ZL TN @ 28
(8F1-B9, 9E11-E1-H1) » 55k (£) TH -7z,

POS fiifgizxf L T 3 # ¥4 THH POS MAD »°
B L7z (Table4), POS fifigizx+ L T 4 5L O0S
MAb D34 & kL, Ht POS MAD TG IC 5
B SN2. MAD % 25 {5 L T L 721,

2 FiH (6A10-B1, 8A10-C12) »s&bgi: (++) #
Rz, B0 1HEE (1B7B3C7) 353 (£) T
% - 72,

Dbk L D, CDAC T OOS #iifg & HOS #i
M & BOG L 72 2 fi3H ) MAD [ Zaahiiks: & By
PRED FOGTET 2 8 — > I2 i E Nz, E 512,
MDCK #illE % B { & T oM & 56 L 728t 00S
MAD 1 #&E3H & Bt POS MAb 3 fEFHIE 3 /¥ —>(C
SR NI,

Table 4 Antibody titers of MAbs against POS cells
by membrane immunofluorescence (MIF)
and immunofluorescence (IF) tests in POS

cells
MADbs anti-POS MIF test IF test
1B7B3C7  (IgM)» =400 (++)2 =400 (+)
6A10-B1 (IgG2b) =400 (++) >400 (++)
8A10-C12  (IgG2b) =400 (++) =400 (++)
1) Isotype

2) Fluorescence intensity at 25 times dilution of MAb
+ +: Strongly positive, +: Positive, =: Weakly positive,
—: Negative
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% ES

RIFFRICE W T 4 FHIEHD O0S Mgz xF§ %
MADb & 3 F¥H o POS Mgz &3 5 MAb % /EHH
L7z,

MBgRLA %2 00S fh)E <7 2 & POS #p)E~ 7 2
HHWT, LHIC3ATOT-72E25, wind
1 W HOMIEREATMAD #1325 Z L IZ TE X d o
7295, SpIERBA L < e B1F &g L 22 M BOG
T2 MAb # %< 1822 e TCE 2, KEN 7 0
I—NTIRELDYEE, 2%\ 3HORETHo
ICIEPRIC KT 5 MAb 255515 Z £ 0900 -
Twal, UL, O0SHlendss, 4 RlosgT
SHIETBOMADZEB LN L o722 &0 5
OO0S MBI LR DR HIL T B 2 T HEMEDE 2
Littz, 72 POS Miluon¥s4, 5|H & 6 mHDR
BRI 6 Ab oz, KEHN7w b a—n
R STEHEY, PEMEIMER & v TR E R T
ZERTELL T,

OO0S i3 Bk < e AN TEZRE (MM iak:, £
MO E) 2 EATWBRATTH S, HOS
FHRIZIRAT Tld 7 < SHEFst D EE 2 R L €
W % %5, O0S Hihd & IZREDL T v 5, POS fiha i IR
AT H B HME 2 DD K E EH Kk E <, O0S #i
B> HOS My & (ZERENIC £ 5, D17 Mgz ok
B ANERICHIE TH 5 27 00S Mg, HOS fibdze &5
Uiz POS il Wi & S TRRED e 5 T B,
CF2th HHHEIZ 5 K G 7B IRk fb i he, MDCK #
J 3 E K BRI T H 2, L O0S MAb O
CDAC D& 9H & 4T HH O0S MAD 1 HOS #ii
B & BB L Tz, Z#UEat O0S MAD 75385 L <
WRHREEL DL L CIZHBLL 725U A HOS
LB TR H 2 bz, SRIER L
72 LT o RKERIEM BT (00S, POS, HOS, D17)
WCIGB L TG L 72 MAb 35N> 72, FL
BREOHMITH 5755, ZHZnoMlatko ks
W52 L THRIHL T LR B L > Tn
LURRMEASHE 2 b tz, T2 EITHK & 7 BAEKE
D LRSS T OB PRI 298 L TR 2 R 9 Hik
R HEN. T HEEICT 2000 Lt v, O0S
Ju, POS #ify, HOS Ml & CF2th fibgiz )G $ %
HL O0S MAD »* 1 #$H (4A9-A7), MDCK #ifa LIy
@ CF2th fild % &4 T oM JOe3 %351 00S
MAb % 1 #41 (9E11-E1-H1), $it POS MAb #* 3 fii
F1 (1B7B3C7, 6A10-B1, 8A10-C12) -7z, k
DfEE~—7— L LTh>Y LB THEIT LT
N7 7 B R&EHE (alfa-1-fetoprotein : AFP), 7> i

JLHEPUR (carcinoembryonic antigen | CEA), > 7
DV A Z ABEGEHTIR 7 & DRESY, 2 F > EE D
Ji CA125, #FBM:=+ F } v &> (human chrionic
gonadotropin : hCG), BIM. R > HilE (prostate
specific antigen : PSA) Z &AL TEH )M,
CF2th il i3 s Wk oMtk chb 2 otz &k
9 T YUED L T 3R A% 2 b iz,

B SEPUARE: & B HUREE O )5 T 4 T O HL
00S MAD (34T O0S #ifu & s L7z, CDAC T
B WPLARAT 2 7R L 7250 00S MAb At hrikss,
PRI B W L LT EW IR EZ R L 2 bl
Tld e d - 72, BADEHURE Tl MBI O PR
Z, HOEPUARE T3 E & L CHIBBNBTE 2 BB L T
W5, BREDEHUAD & EhhuREE oW TR L 72
4 ¥ MADb O 5 B B EHURE: 0 J5 255 W Bk
fii b L < ok OB % 78 L 72 MAD 13 1 fE3H
(9E11-E1-H1), #GHUKRZED T Tid 1 HH (7B7-
B7), Z L CTH U KM% AL 72 MAD 13 2 F 5
(4A9-A7, 8F1-B9) TH -7z, TN LI IZlEarkht
RER & A EPUREE TROB RIS R WA R S L 2 & A
5 4 FEFEO MAD 23HE & Ml CHB a1 B
LPUE & R L 2 TReE 2 2 5 L7z, BT POS
MAD I3 3 FfH 4 TIBa bR, #thiREom
HTHRIEL 72, D5 6 2 FEITE U EETH -
72, BEEOEPUKED T Tl BB EDT R S Lz
MAb »° 1 # & - 72 (1B7B3C7), o #Ht 00S
MAD & [EBRIZ, 38R L T 2 HUE AP & i
D EH SIZHFHL T 505, A & Mg
DRBED TR > T B AR # 2 LTz,

A [Ef5 S L7z MAD O T, PRIV
EDURET b DI, BB RIEMIIC O ASGT
540, R CTHAEML & CF2th Ml KOG %
LDEFEZLNE, Tbb, 00S #ild s HOS A
faiz BOs L 7290 O0S MADb (7B7-B7, 8F1-BY9), *
L CHBAWIEMI & CF2th Mgz 5 e L 72 3t 00S
MADb (4A9-A7, 9E11-E1-H1) & #t POS MAb
(1B7B3C7, 6A10-Bl, 8A10-C12) Tdh %, itk
TRIPBICHT 2B E S BRNELH S X
o IgGrHVwL N TWwE, FEEOMAbD I
IgG I3 3TN AT, MiF IgM TH-72, Lo L,
4TEH D IgM itk 95 & 3 F8H13 CDAC Tl
(6,400 5LA L) ZIRL 722 &40 b, BARTIH9T
HEEHNTZINS D MADb OFUEGE AL TH 28
WA E 1gG DEFILEMAEDLELZ LT
IgG 12§ 5 Z & TEIUSABADUA L L T T
SRS D B bz, 3HHEO IgG RN
MADb 5 5 CDAC T HiUkAli % 7~ L 72 8F1-B9
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12, BRI HEEAZIELIEFENTRET S
& CTHURE R 2 Wis S ORI HiA T & 25
MehsH 2z bz,

445 5 4172 MAD (34 I 72 6 FEAH Ml bk
I2X4 % CDAC DRUGHET 3 /37 — iz E 1,
5T BRSSPI & PR TRl O b e
MAb D IGHEDENZMZ 5 &A% & 6 FhH
DINF = HENT, ZNHDZ Eh b4 IfE
L7 MAb D" ZNZFNEL PR %2585 L T3
WHEM D R X L7z, 4k, L DBREZ 7T 2
27 uay b TOF-MS 7 & TR gt L <
WX 720,

E:3 #

B WIS RSB G IE o W Ol L FSAEBE D
HWEESTH S, EEICNT ST 7 a—F bk
(MAD) % F 72 SURBSERIZ LS A, KB > B
B v oSS TCERABENTY S, 40, KNEFRE
IR AR ERILEZ HINE LT, KiEWE
FRAGAIIZIZ B3 2 MAb DfEH 2 i Aa 72, 2D
KB WIERILMIE (00S, POS) #EL7z~>7 2
DI & =7 2 P3 MM % BlA 872, RIRMKATE
PER S =R Bk (CDAC) 12 & 0 sai i i L 7z e
& OB LKL (MDCK) #iha & e L 72 Wik
mPEET ARG HRINL, =7 ADERENIC#
5L, MAb # K& L Ci%72, MilERLADRER, B
O0S MAD IZ 4 1E%H, ot POS HiikiZ 3 FHEEA: 5 11
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Abstract

Osteosarcoma is the most common bone malignancy. Antitumor monoclonal antibodies (MAb) targeting
specific antigens on the tumor membrane are increasingly being applied in the treatment of various
malignancies, such as breast cancer, colon cancer and malignant B lymphoma. In this study, we attempted
to produce MAbs against canine osteosarcoma cell lines in order to develop M Ab-conjugated chemotherapy
against canine osteosarcoma. Two cell lines, OOS cells and POS cells, were used to immunize mice.
Spleen cells of the immunized mice were cell-fused with the murine myeloma cell line P3, and four
antibody-secreting hybridomas against OOS cells and three hybridomas against POS cells were obtained by
screening the culture supernatants with a complement-dependent antibody cytotoxicity (CDAC) test using
both OOS and POS cells. Positive hybridomas were expanded in mouse abdominal cavities and ascites were
used as mouse MAbs. Reactivity of these M Abs against five cell lines including OOS, POS and two other
osteosarcoma cell lines, HOS and D17, and a normal canine fetal thymus cell line, CF2th, were examined by
the CDAC test. There was no MAD that reacted with only OOS or POS cells. One MAb against OOS cells
and all three M Abs against POS cells reacted with all five cell lines. Residual three M Abs reacted with two
or three osteosarcoma cell lines. A membrane immunofluorescence (MIF) test and immunofluorescence
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(IF) test revealed differences of reactivity against both OOS and POS cells. The results of CDAC, MIF and
IF tests suggested that the MADb panel used in this study might distinguish six antigens expressed on canine
osteosarcoma cells.



