ZFREBER SRR EIIFEHRY
a7y FFRESEE s "
2EED KELD & HD BANC FRED FEAO IO

(OEEERCFAEEDEHATE LR 100054}
(OFPEEEHZRE PEBNERSREESAEHERFTRE LE (00050 (QEREE{CER ¥ 100010

W F AARETEKEIAS SEPHEENCTD)H SEEY., ELISA KBRS E R . 3A5-NCTD
BRI AFE BEL-7402 ST A BLUF & H22 I R v, TRERENFESEERD R
3ASNCTD BRAH NCTD EiR M M S 4. /-~ RO P1 £5 B AP 94, ip 85 25, 3AS-NCTD(3 mg/kg)
NCTD® ILS H53 5] 4 L10% §1 37% . 25 B ik 0 e 0 B /8 i 5677 5 T 3AS-NCTD BA H il
NCTD EIRAM T ERA . B H1E BEL-7402 AFFRE, iv 8585, NCTD BB 8 5 15% (P> 0.05),
3AS-NCTD % 62% (P<0.01);pt 2525, NCTD M i 225 47% ( P<0.05), 3A5-NCTD ¥ 78% (P <
0.01), 5 NCTD il 3AS-NCTD M B BHANEEATRMIGTIERH. €84 %HE ., 5T
RptBF ive B EERBRETEIES NCTD BEE S MRS @ ST 0 EH R TFTe.

R BRREHE ZPRHEE GEERKS

2 H B Z% # ( Norcantharidin, NCTD) & # HHOHRETMWILT, & FHEMAESEE N
EATHEE~HRNEAY AEEENHR
ETE, AR BIfEARE. S RERRNR P EREHETVEARFEL RYTE (4 X 5,
WYY, CHAEHSEER T DNA 7, B 7973021) ;

T S B PYAE B A BB T R RE AR . H AT W—AFE IR R, &, 56 ¥, b, HIHE,
B 1T A9 16 I VLIRS B30 4 BB 2. i L AT B MU E HE:1998-11-12, 45T B H3:1998-12-15
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R 0] 40 B 32 A () T 0L P o0 A R R i ES B Y
WA, KRB ERNENIE RS AER
A (HeLa) . A STEM MAR(CaEs-17) . AN
AR (Hep 3B) S 15 MR AMNE WK
FEEREHHH R 4~ [0pe/ml T, RHE
ik 51.5% ~100%

VAR TR R B0 AR A E S M
3 AT ¥ B F B Herceptin, Rituxan X
Panorex ¥7E % [H X B M A o L 77, B A
A4 AREMMRAED . TR A
FHE KB R TR E 3AS 5 NCTD BEE({FFF
3A5 - NCTD), W B M FF# 8 E R iET
e, i E AR ENEER LN Hig R
LR

1 e 57

1.1 SE32Zh¥  BALB/c(nu/nu)# /) E, B
.6 -7 Bit. MTHPEESXNFRER Y
g

1.2 #E A JF#% BEL-7402 #BBE, A&
10% 4 I & B9 RPMI 1640 BEFRWE S 5%
CO, W] 37C BB L FE.

1.3 B 5 SHASAXREH 3AS N IgG
B, 5 A FHE R BEL-7402 23R Y,
1.4 BHHSEAH NCTD, RSB HG =
(S 980210), B K (EDC), N-EBEIE
FIBCIE ¥z, ¥4 Sigma 7=

1.5 B 3as mpSESat xwEislr
BT, B /K B MARK 3-Sepharose
ABEMB WLk, HRIKA PBS, PBS+ 2.5
mol-L.7! NaCl 1 0.1 mol-L ' H & 8- 88
B ER. BB IEAEM 0.3 mol-L7!
Triss HCI(pH8.0) 28 ¥ i |1 f1 5 A PBS & #r.
Hedn % H .

1.6 BAH 3a5s SZPHBERERHHHIE

F B 15 EE ) & 3AS-NCTD BB, H S0k
[61 AWM {7, WMESTMEAEHF
NCTD &, #EE MY+ NCTD W& BHHHE
iR RSE LT b1 A

1.7 REHEEMERM KH ELISA BllE

3AS5 % AJFFRE BEL-7402 MR SR R I
1.8 RERBANT FHREELHEERW
# 3AS-NCTD #t BEL-7402 MR A HfEH ., H
ECE K IR R R AR R R A 96 SRS FR IR, B
50 AREA. JEFE 24 /0, DA ERIRES, B
BYEH4 T E S EEILE
RPMI 1640 S F M, AT HA Wil T i #
RPMI 1640 35354, SFL N 501, B 5H
Rl 24 /B, | R M, H L iE RPMI
1640 FEFEHEIE 2 IK, SRIG DA & [N i& &5 RPMI
1640 BT seug, ELEIT . M7 X5 &M
B O TR R RS 30 L
L), B3 AR RE R 100%, KRG A
[F 5tk TR RiE £ .

1.9 /RS H22 BEAKEREEITHRE 18~
22¢ B W/ BOM I B B0 BT A8 H2Z B K
0.2ml, FAF K 10 HehY., KHEFEEE
iE 4 (ip) 3AS-NCTD = NCTD, 7 & 7+ % & 3
mg/kg M 1.5 mg/ke. BF 1K, 3t 10 K, At
BAEHERELE K. WES D FIEEE, &
ILS[ Increase life span, ILS={T/C-1) X 100%,
T:iEFTAsmEFeE, C. FRAsh 4 ot
BB WT . TRdBEFERARKURHS
hHE,

1.10 REBHASHENETEAR BER
2mm ) BEL-7402 A BT # Rtk ¥+ T BALB/c
(nwW/nu)RBREWETFT. THEERMS 3 XIF
f51E 9 3AS-NCTD BB, 439k A i ik ik
ST (iv) R AL R BT 5 (pt) 85 &k, NCTD
FIFIR R 3. 0mg/ke, 3 K1, L7 . AHE
B ES R K, FHB N 6 UM, BT
HEEE 2 KM ERR a(em) L EHEE
IR b(em) HFE TR T EEE Wig): W= (a
=B X 1/2, F 30 RIS FES4, 3 HL by 522 57
H, itEmmE,

2 2 B3

2.1 BH3as At RPHERKDRE ik
7] 3AS B S AMAE ELISA 75 W & S 85 R W H,
R E T Ak 3AS iR X BEL-7402 2
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MmN 2HERED R 3AS 5
NCTD 4+ T 94 3AS: NCTD=1:82.

2.2 BEHPIASHEREERNTE Hir
3AS B S 3AS-NCTD B 4 B L. PBS &
EEERE s — E 5B, F ELISA 0l E e 1%
B4R BEL-7402 IR V. S REBEEEY
1 3AS R WK ER R e AR (LE 1),

| .

"7 ﬂ(//’:—f‘

10 >
Eas //
g as )/":-//

D4 ’/

62 &

T W ' T

SASC L gml)
B 1 3AS-NCTD {REE¥ A 3AS5 I A FHE
BEL7402 HARE A5 0 K 14

EL1SA #1%, —=— NCTD: - 3AS-NCTD

2.3 FNPRBPOREER ERENNSLE
BR.EDSHMEER 24 0, BED EES
NCTD % BEL-7402 41 Bg &y 2 1 i &) % B
(ICso) 5Bl 2.3 f1 4. 2pg/mil, 1B A S 40
HEFAHAHEBTHIE NCTD(LE 2),

W00 -

- AN

o 1 e 100
HCTO{ p g/mid

B2 3AS5-NCTD {BEE¥ 3 A % BEL7402
& B iy S £ AR

REFEEDNE, F S matER 24 0,
—=— NCTD; 1l 3A5-NCTD

S

ARETE o3t)
E 8
T T

2.4 B H22 MARNETIREG  3AS-
NCTD S/~ 4 S NCTD EaaywmirfE A
(WFE 1),

#F 1 NCTD E 3A5-NCTD {BER¥ 3\
FF8 122 B AR anaTER

% il & E#HTIE_H;EJ s {c&ﬁ#;‘ﬁ
(mg/kg) HHE=IREE 1% e XD
Control 14 340,97
NCT a 19.7+3. 11 37" 0/ LD
NCTD L.5 1.2+£2.1W) 13 o
IAS-NCTD 3 .4+ 14,64 111 241
3AS-NCTD  L.5 25,24 10.57 75°° 110

= P05, ++ P<0OM

HAd 3A5-NCTD( 3mg/kg) A F LG 28
HF (60 F) & 2 B3l FiE, £WH R T HK
RN REK.
2.5 BEBHANLRENITERIE; 3A5-
NCTD % #£8 A RIS AT BEL-7402 M4 <

R EMHERCLE3).

000 —

500 |- /
e m /‘/
g &
gmm o ‘_//-’_,"

500 “ B

P ‘%.
[+] 5 1Q 15 20 25 3
B8] (3
B3 3as5-NCTD EBREYHARBHEAFE
By M ¢e A

Al NCTD=3.0mg/kg.iv 3 p1, #8575 7 W
= Contealy 5 NCTD, pt; ik 3A5 — NCTD, pt:
= NCTD, ivs 9= 3A5 - NCTD, v

HIPHEgTrSfENEZIREE. B
B UEERERAN BT ARER., T8s
AT, 37 B NCTD(3mg/ kg ) # Ik & 25 2L 0P 5530
H FTEH1IS%H (P >0.05), 3A5-NCTD(3mg/ kg)

FE 2 NCTD A 3A5-NCTD (REEB AR B
AP BEL-7402 B8 ITHE B
i 28 g HEYW EEimg) IME%E

{mg/kg) Hih Fhh BE g HEIEEE (%)
Control 6 6 +4.06 1.84%0.71

NCTD pt 6 6 +6A,73 0.97+0.48 47-
JAS-NCTD  pr 6 6 +7.09 0.41%£n.12 TR
NCTD v 6 6 +5.94 1.56+0.40 15
JAS-NCTD v 3] 65 +4.0 FM0.27 2™
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G AN EMHEER 2% (P<0.01);
LXK B BB SN, —FH SN 47%
78% (WP 2).

4 i i

FHHEZEREETHHMAMNES
Yy, WA E AR BRI FE AR b,
Bl 4% 5 RO TE-B B N 10 e B R L B ) R
{RirE & T MR (CFU-S) M ——8 8 &
HMAMW{CFU-GM) 43 LI tEH, AT S B H &
MAFBE GHEVATEEYEHEERS
REFF BT AR B Ho G FE. 88
BOHE T E RO MBI TE, TR ERR
MTAASFA TS TR, SHENPSHT
B S REITR. ERTHE
B, R AEThEE T T B e,

fEh TRl By, SHMEREAESS
R EREENW, RRiReEsE. &R
BigGREW, HDEEHH- SHAEE,
MRUCEEMR., 1S P E 2 T EE . K.
.0 O T HESAMR ., BT ER .
.9 L PR REN M. BEHSE,H
Wk EEFREEAH D 15 9 RIER &
IglE,6 DT E R EREIL. EFRERENRD
REAEEaETEREEERN TN EFRE
BN YR H R ETREEN TETERR,
EEIFE CHMIEM Y B GRAEYES R

ML IS (A HREE. BNAHE, AR
BEHEH) . B THAFEX THHE RSB IEE
B, 5 BECHEN BRI HEE mER, B
ES. B¥C T EMBHAEAN S E
B, ATT R B M Ersg o H fHE, ElEEAPE
RE—EMGTERE RAFRGTPERE
WY T

FHREETRERSHFEXRER
3AS fBER, WE KA SRS MR RS
ipE e RITE L. SR, 3A5-NCTD &
+F 3AS5 B4R BEL-7402 1 M 8% 6 88 R M 4,
L 3AS AR S, SEARENE
HERE AR 3AS-NCTD R$F T NCTD ® e &

e ANRMEK RIS H22 BYIRITF S R EM,
3AS-NCTD B 3% NCTD ¥ o8 a7 i5
tER. HA4 3A5-NCTD{3mgfkg)zH£$H&%
WAF (60 FOME 2 UMY, SRFA R KN
BB B R IE K, AR A S BEL-
7402 WIHIT 45 R 39 v 4 NCTD 9 ¥ 7
Bl 15%, 3AS-NCTD BRI Hl £ %4 62%
(P<0.01);pt 1l NCTD Mg ImH FH H 47%,
3AS-NCTD % 78% (P <0.01). BEH BT,
5 NCTD #tk, 3AS-NCTD % #E B #H A AP &2
BEL-7402 R ESMMBETER. REETH
Bo L EaikE Bt AR EET .
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USE OF MONOCLONAL ANTIBODY NORCANTHARIDIN CONJUGATE IN
EXPERIMENTAL TARGETING THERAPY OF TUMOR

LIANG Fu-You? ZHANG Sheng-Hua® PAN Ying” XU Lin-Na®
QIAQO Jian-Hua® LU Zhi-Da® WANG Wei-Gang™
(D Capirel University of Medical Siiences, Department of Cell Biology, Beijing 100054 . Chanz?
(D Instrzute of Medicrnal Biotecknology, Chinese Academy of Medical Sciences
wund Pelbing Unton Medical College, Beipng 100050, Chrna )
(13 Beping Tangren Hosprial, Betjrng 100010, China )

ABSTRACT McAb 3AS, a rat monoclonal antibody, was linked o norcantharidin {INCTD), an anti-
tumor drug currently in clinical use, by active ester method. The 3AS5-NCTD conjugate retained com-
plete immunoreactivity of McAb 3AS. Determined by clonogenic assay with human hepatoma BEL-
7402 cells, the ICsy values for 3A5-NCTD conjugate and free NCTD were 2.3 pg/ml and 4.2 ug/ml,
respectively.

Hepatoma H22 ascites was transplanted into the peritoneal of mice. On the next day, 3AS-NCTD
or NCTD, was injected intraperitonealy . Therapeutic effect was evaluated with the survival time of
mice. The ILS{ % )} values were 111% for 3AS-NCTD and 37% for NCTD. Tumor fragments of hu-
man hepatoma BEL-7402 were transplanted sc into nude mice, Then 3A5-NCTD or NCTD was inject-
ed iv, or pt{peritumorally) 3 days after inoculation, twice a week, with a total of 7 injections. Tumor
growth inhibition was evaluated 4 weeks later. The inhibition rates on the growth of hepatoma BEL-
7402 xenografts were as follows (1) for iv route, 15% by NCTD, 62% by 3A5-NCTD; (2} or pt
roule, 47% by NCTD, 78% by 3AS-NCTD. These results indicate that 3AS-NCTD conjugate is
highly effective against targeted human cancer xenograft and mouse tumor when administered peritu-
morlly or intracavitarily.

KEY WORDS Monoclonal antibody Norcantharidin - Targeting tumor therapy Immunoconjugate
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