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THERAPEUTICAL EFFECT OF ADRIAMYCIN- AND
IODODOXORUBICIN-TREATED LAK CELLS IN MICE BEARING
LUNG METASTASES.

8. Mandruzzato, A. Rosato, V. Bronte, F. Pollis, A.
Zambon, P. Zanovello, D. Collavo.

Chair of Immunology, Institute of Oncology,
University of Padova, Italy.

Many attempts have been made to deliver a cytotoxic
agent to the tumor site in order to increase its
antitumor activity and reduce side effects. We
explored the possibility of using cytotoxic cells
as carriers of two antineoplastic drugs, Adriamycin
and its derivate 4'-Deoxy-4'-Iododoxorubicin. Drug
uptake and release by lymphokine activated killer
(LAK) murine cells was evaluated at varig&s
intervals following incubatﬁin with either C
labelled or unlabelled drug; C incorporation or
fluorescence emission of this drug by means of FACS
analysis was then evaluated. In vitro experiments
demonstrated that LAK cells were able to
internalize both drugs and release them in an
active form. Adoptive immunotherapy experiments
performed by transferring LAK cells loaded with
drugs into recipient mice bearing lung metastases
showed that Adriamycin-treated LAK cells had little
protective effect while Iododoxorubicin-treated
cells brought about a significant reduction in the
number of lung metastases.

7.021

SYNERGISTIC ENHANCEMENT BY TUMOR NECROSIS FACTOR OF “IN VITRO™ CYTO-
TOXICITY FROM CHEMOTHERAPEUTIC DRUGS TARGETED AT DNA TOPOISOMERASE I
AND I11.16. Orengo,l6. Billi,'6. Cimoli,l M. Venturini,! R. Rosso,2A.
Vigani,2P.F. Conte and’P. Russo. 1 1ST-6e; 2S. Chiara—Pi ITALY.
Recombinant human tumor necrosis factor (rHuTNF) 1is a cytokine,
with some antitumor activities, released by stimulated monocytes-ma-
crophages. “In vive” and “in vitro” cytotoxicity studies testing the
effectiveness of rHuTNF alone or in combination with chemotherapeutic
agents have been carried out. We have evaluated the direct cytotoxic
effect of rHuTNF on epithelial cancer cell
lines “in vitro™ (A2780, A2774, SW626, PA1), alone or in combination
with VP16, Doxo, Epidoxo, mAMSA, Ellipticine, Topoisomerase Il-targe-

four human ovarlan

ted drugs, or 1in combination with Camptothecin, a Topoisomerase

I-targeted drug, or in combination with CODP, a not Topoisomerase
interactive drug. Our results suggest that rHuTNF is directly cytoto-
xic and it 1s also able to induce a potentiation of the cytotoxicity

potentiate

drugs but 1t 1is unable to

data

of Topoisemerase-targeted
(DDP-cytotoxicity. These
combining rHuTNF  with
studies. We suggest that rHuTNF may be a useful adjuvant

represent a reasonable basis for

Topoisomerase I and II inhibitors within
phase [

to these drugs which have well-known antitumor activity.
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MEASUREMENT OF CELL GROWTH [N CYTOTOXICITY ASSAY USING A
SOLUBLE TETRAZOL!UM FORMAZAN DERIVATIVE

M.PAGE ,G.MAION AND P.LAMONTAGNE Dept.of Biechemistry,

Université Laval Québec Cansde G1K 7P4

A semi-dutomated microculture cytotoxicity assay using MTT has
already besn described by our Taborstory.in this assey, the amount of
reduced MTT messured with the ELISA plate reader is proportional is
the number of living cells.Howewer, the reduced product had to be
solubilized in DMSG which is 8 sefety hezard for the laboratory
personnel ; morcover, DMSO hes s deleterious effect on laboratory
plesticware and its use incresses the inherent error of the sssey.we
have tested & new tetrszolium sait XTT, of which reduced form is
solubie in coll culture. We report the optimization of the assay using
human cell lines with respect to XTT concentrstion and velume
Jincubetion period,the amount of phenazine methosuifate used &3 8 color
snhancer A linsar rolationship was obtsined between the optical density
ot 4EOnm end the cell concentration The ssssy wes used both for
anchorsge dependent and for cells growing in suspension.The assaywss
reproducible with a C.¥. of less than 10%. This new aseay offers many
advaniages since it is simple,raproducible and it avoids the DMSD
solubilisation step.

7.020

DEVELOPMENT AND CHARACTERIZATION OF A NEW
BISPECIFIC MADb FOR RIS AND RIT OF CEA-
EXPRESSING CARCINOMAS. *Mariani M.,*Parisi A.,
tTarditi L.,2DeMonte L.,%Bartolazzi A.,:Camagna
M.,3*vVassarotto C.,*Bonino C.,*Paganelli G.,
3Natall P.G. and 2F. Malavasi. isorin
Biomedica,VC;2Turin Univ.,?Regina Elena Cancer
Ist. ,Rome;*San Raffaele H.,Milan,Italy.

A panel of MAbs specific for DTPA-radioisotope
complexes had been generated.After accurate
characterization, <clone 1LF5 was selected to
generate a hybrid-hybridoma secerning a
bispecific MAb able to selectively target DTPA-
radiosotope complexes on human tumour cells and
therefore made resistant to geneticin. CEA-
specific IgG secerning hybridoma F023C5 was
selected as fusion partner and turned resistant
to methotrexate.After PEG-mediated fusion was
selected and estabished a hybrid-hybridoma cell
line secerning MAb with double specificity for

DTPA and CEA. The bispecific MAb has been
purified and characterized for use in
radioimmunoscintigraphy and radioimmunoteraphy

of CEA-expressing carcinomas.
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BEHAVIOUR OF A RUTHENIUM(Il) COMPLEX IN COMPARISON TO
CISPLATIN IN MICE WITH SOLID METASTASIZING TUMORS. S. Pacor. G.
Sava, E. Alessio®, G. Mestroni*. Institute of Pharmacology. School of
Pharmacy and (*} Department of Chemical Sciences, University of Trieste.

Ruthenium complexes appear to be the most promising tool for
investigating new anticancer drugs within transition metals of platinum group.
They match many favourable properties such as tumor tissue accumulation
and chemical reactivities that o -dichlorodiammine platinum(ll) (cisplatin)
does not exibit in biologic conditions. The present investigation shows the
main differences of antitumor activity observed with a new ruthenium(lll)
complex characterized by the presence of dimethyisulphoxide (DMSO) and
nitrogen-containing heterocycle (Im) ligands, namely [ #z2s-RuDMSOImCld].
{ rans -RuDMSOIMCl4] reduces the growth of Lewis lung carcinoma and of
MCa mammary carcinoma of CBA mice with peaks of activity statistically not
different from those of cisplatin but, unlike cisplatin, it significantly prolongs
the survival time of the same animals as well. The effects on host survival
are unrelated to the effects on primary tumor growth, are higher with the
schedule of administration on days 159,13 and seem attributable to a
selective antimetastatic effect. more pronounced than that on primary tumor
growth. The antitumor effects of the ruthenium plex depend on the
dosage used less than for cisplatin and are significantly pronounced also
after rather low non-toxic dosages. These data stress the importance of
screening new compounds of ruthenium origin for cancer chemotherapy.

Work done with contributions from M.U.R.S.T.-60%. S. Pacor is recipient
of a fellowship grant from Fondazione C.& D. Callerio.

7.024

TREATMENT OF 0STEDSARCOMA AND ADENOCARCINGMA CELLS IN YITRD
WITH METHOTREXATE ANTIBODY CONJUGATES

M.PAGE AND M.J.PERRON Dept.of Biochemistry,

Université Laval Québec Canada G1K 7P4

Chemotherapy hes incressed the five yser survival rate from 25% to
65% in the last decade but its toxicity stil) limits its use in cancer
therapy.in order to incress its sfficiency,methotrexate was coupled to a
sercoma specific monoclonal antibody and to anti carcincembryonic
antigen. Since methotrexsts (MTX) is uauslly coupled to
mecromolecular carriers through its carboxyl end with some loas of
pharmacalogicsl activity, new derivativas of MTX were synthesized on
the peptide synthetizer using the Fmoec method.Their fres amino group
was activeted with glutareldehyde and the activated drug wes purified
and conjugsted to the antibody. This chemical bond is stable at
physiological pH but easily Tysed in the lysasomes after internelisation.
These conjugutes were tested in vitro respectively on humen
ostsosarcame cells &nd on colon cancer cells. we found that these
conjugetes inhibited dihydrofolate reductese in vitroas o free drug,the
new derivative wes not taxic but sftsr conjugation the drug wes as taxic
as fres MTX. The lack of cytotoxicity of the free 'drug and the
pharmecologicat sctivity of the conjugate suggest that this system could
be used for a combined prodrug and targetting effect in cancar therapy.



