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ANALYSIS OF NUCLEAR BINDING SITES FOR 1.25- 
DIHYDROXYCHDlZCALCIFEROL IN HL 50 PRDMYELD- 
CYTIC LEUKEMIA CELLS: NUCLEAR TFMNSLDCATION 
KINETICS DF CMOSOLIC RECEPTOR 
FvJakob. A.Trsach. S. Hamm. I-. F. Gbseler. K.Wllmr 
MedlrInl~che Pdlkllnlk. Unhwslty of WUrzburg. FRG 

Estimation of mceptors for 1.25-DIh droxychdecalcl- 
ford (VDR) by draskal methods ( Dzc-mIRthcad. who- 
le-cdl-usav) proved to k dIffkult (protedval8. un- _ 
cpeclflc bIndIng). We - rmport . r&hod io -as”- 
re binding sita In Isolated nudel of HL 60 cells after 
In vitro liicubatkm of whole tolls wlth the W-IIgand. 
Calls were Incubated in RF%lI rmdkrm mub 10 -SMd 
/I 3H-1.25-DlhydroxycMecalclfwol (160 Cl/mmol) at 
37oC for 0. 30’. lh. 2h. 3h. 4h time. Cells were WP- 
shod In MI md m6uspmded In lcrcdd St-M-buffor 
0.02 Md/l DlT for 15 min. This ruapan=ken wu ma- 
de 1% v/v Trlton X 100 and lncubrtion contlnwd for 
15 mln under constant gentle shaking. Nudel were 
pelleted for sckItlllrtkn -tlng w3oo l-pm. lo inin). 
Control rxperhnents - dorm with I 5Ot3fold ex- 
ceos of wllabded hormone. 
Isdated nudeI. andysod as doscrIbed above before 
Incubakm of whokl cells. dM not show slgnifkurt 
amounts of MR. Sqctfk nuclev binding sIta rose 
In P tknwdependant manner reaching I maximum of 
rppr. 1500 ilt~/nuckus after 3 h. ilightly dodinIng 
after 4h of Incubation. Tha maxImum number of bln- 
ding sltes/nuclws vuled from appr. 1000 to 2ODO 
blndlng .itwJnuckus. while translowthx klnotks we- 
re the s-. 
This method JIows rspld. sensittve and high apectflo 
analysh of VOR In P mlnimum number of 10 &a II6 for 
single point anaIysIs. VDR mdecules - acwrdlng to 
these data - do mstde In the cm and - translo- 
cated Into the nucleus upon @and stlmulrtbn. 
Purlfled tern@6 fmm patlents with Ieuksmla/lympho- 
ma can rwtlncly be examlnad. Anatyrls of such biolo- 
gical samplas may help to 1nvestlgrte the possibllltlas 
of lnductkn of cell dlffarentlation by llgand Inducible 
tratlsscrlption factors. 
Ref.: MC DonnaI et al. 1957, Scknw 235: 1214-1217 

Moraaki & Delucn 1999. EEA 1010: 20-27 
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SURAMIN-INDUCED GROWTH INHIBITION OF HUMAN BREAST 
CARCINOMA CELL UNES. 
L.Miglietta,‘F.Ravera,‘P.Pirani, P.F.Conte and ??R.E.Favoni. 
lstituto Nazionale per la Ricerca sul Cancro, Dept.of Medical 
Oncology,‘Dept. of Pharmacology - Genova, ITALY. 
Suramin (Sur), a polyanionic naphtilurea used clinically for 
treatment of African Trypanosomiasis, has been shown to 
have an antagonistic activity for a variety of growth factors 
(GF) including PDGF, EGF. bFGF and TGF beta; moreover Sur 
has been demonstrated to have an antiproliferative effect on 
several human lymphoid and prostate carcinoma cell lines. It 
is also known that Sur can induce tumor regression in human 
kidney and surrenal carcinomas as well as lymphomas. In 
order to assess the effect of Sur on the proliferation of 
human breast cancer we have evaluated the optimal growth- 
inhibitory concentration of Sur as well as the reversibility 
of its effect on two estrogen-receptor positive (MCF-7 and 
T47D) and one estrogen-receptor negative (MDA-MB231) 
human breast cancer cell lines (HBCCL). Cells, plated in 
serum containing DMEM at 25,00O/ml were exposed 
continously to Sur at 50, 100, 200, 400 ug/ml; viable cells 
were counted every 24 hrs up to four days. We found that 
Sur inhibited, in a dose-dependent manner, the growth of 
HBCCLs with a half-maximal effect of approximately 0.1 mM 
for MCF-7 and MDA-MB231 and 0.07 mM for T47D cell lines 
which corresponds to 50% of the clinically achievable dose. 
The inhibitory action of Sur did not appear to be due to 
cellular cytotoxicity since the removal of drug, after four 
days of treatment, resulted in the recovery of cell growth 
within two days. Studies evaluating the action of Sur on the 
mitogenicity of several GFs. particularly of insulin-like 
family, on HBCCLs are currently in progress in our 
laboratory. The goal of this investigation is to define a 
possible role of Sur in blocking the growth factors-induced 
proliferation of human breast tumor. 

SURAMIN: PHARI(ACOKINETIC MONITORING, HAEMATOLOGICAL AND 
ANTITUMOR EFFECTS ON RATS REARING TRANSPLANTABLE 
PANCREATIC TUMORS. 
B.Setyono-Nan, G.N.Bekker, H.A.Petere, A.M.Bieuwerts, 

A.M.M.Eg#ermOnt, J.A.Foekcns end J.G.M.Klijn. 

Dr.DanIel den Hoed Cancer Center, Division of Endocrine- 

Oncology. Rotterdam, The Netherlands. 

Suremin, e polysulfoneted nephtylurea Is known to inhibit 

the binding of growth factors to their receptors ed to 

antagonize the sbility of theee factors to etimulete 

growth of tumor cells. Ye have treated healthy rRt‘ RR 
well es rets bearing the trrnsplanted pencreetic tumor 

(ECFR+, IGF-l-R+, Sometostetin receptor+) with suremln 

(0.5, 2.5, and 5 ma/twice weekly s.c.). Rets were divided 

into groups of 18 pets each. Three rats from each group 

were secrificed weekly. The plasma sursmin concentretion, 

haenetologicel parameters, end the influence of suremin 

treatment on orgsn weights were examined. Suramin concen- 

trations in the plrsme measured by NPLC plsteaued after 

about 5 weeks. Doees of 2.5- end 5-ms suramin/twice Meekly 

resulted in significant tumor growth inhibition in the 

first 4 to 5 weeks post inoculation which became louer 

thereafter. The highest dose of suramin also resulted in 

reduced body ueight; no significant effects could be de- 

tected on weights of various orgene. However, kidney 

weight ues exceptionelly incressed in some rats. The 

weight of mesenteric lymph-nodes yes often reduced. The 

most pronounced suremin effect wee on the spleen weight, 

which ~(18 already increased after two weeks of treatment. 

Suramin slso caused higher white blood cell count end e 

slightly lower red blood cell count, when compared to 

those in healthy Pets. Thrombocytopenis yes also observed. 

Therefore, though significant tumor inhibition yes found, 

the effects of suramin in treatment of experimental pen- 

creatic carcinoma require further investigation. 
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INVITROAND INVIVO EFFECTS OF SURAHINON RAT 
PROSTATE TRSTOSTRRONR 5a-RRDUCTASR 
B. di Salle, T. Zaccheo, G. Briatico and 
G. Ornati 
Oncology Line, R&D, jarmitalia Carlo Erba, 
Erbamont Group, 20014 Nerviano (li), Italy 
Suramin (S), an antlhelminthic agent, has 
recently been shown to have clinical efficacy 
in the treatment of prostate cancer. Its 
postulated mechanism of action is via the 
binding to growth factors and inhibition of 
some cellular enzymes. We studied the possible 
influence of S on rat prostate 5a-reductaee, 
the enzyme converting testoeterone (T) to its 
active metabolite dfiydrotestoeterone (DRT). S 
was incubated with prostate particulate 
fraction and 1 @l [+J]T. The canpound 
inhibited the enzyme with an IC&, of 160 
c1g/ml, a concentration clinically achievable 
in humans. In castrated and T propionate (TP, 
0.3 mg/kg S.C. for 10 consecutive days) 
supplemented rats, S was given at 100 mg/kg 
i.v., three days apart for four times. Ventral 
prostate and seminal vesicles weight increases 
induced by TP were not influenced by S, which 
canpletely antagonized the effect of TP on 
levator ani weight. Horeover 8 was found to 
reduce body weight gain by 38%, to increase 
both the absolute and relative weight of 
adrenals (30-58%). spleen (100-1412) and 
kidney6 (16-41%) and to decrease thymua weight 
(41-301). In conclusion in vivo S did not 
influence the T effects mediated by its 
5a-reduced metabolite DIiT, while in vitro it 
inhibited 5a-reductase activity. 


