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QUmATlON OF CYTOKINE mRNA LEVELS IN TISSUES FROM IN VIVO 
SOURCES USING REVERSE TRANSCRIPTION (RT) I POLYMERASE CHAlN 
REACTION @‘CR) ASSAYS. Be&h. ES.. Ehrkc. M.J.. Dolniik. B.J.. and 
Mihtch. E. (Row11 Park Cancer Institute. Buffalo. New York). 
These studica wcrc initiatad to rn-te stcadyJtata levels of multiple cytokines 
(ILla. ILlf?. INFor. lL.2. IL6.lFt+. and TGFB) in cells from various murina tissues: 
spleen. thymua. and pcritoncal exudate calls @EC&. These data will he compared 
with changes in cytokinc activity previously documented in thcsc ccl1 typa in rrspons 
to diffarnt variabks [prcxnca of tumor and/or trcatmant with doxoruhicin DOXII. 
Them is a paucity of tofcimation awing absolute amounts of mRNAs fmm in 
viva tissue sources, &acting ths difficulty of rapmducibly isolating RNA from the 
eomplcx mixtures of cells presmt to tisues. as mlt as tha dtffieulty in accurately 
quantitating low abundamz cytokins RNAs. The RTlPCR assays developed for these 
studies utiltzc a competitive tcmplate tcdmiquc for quantitation. Cellular RNA and a 
specific in vitro transcribed standard RNA are subjcctsd to RT/PCR. The standard 
and cellular RNAs cornpats idcntkally for all rcactanb: the amount of a specific 
RNA in the cellular RNA is calculatad baaed on the ratio of standard to cclhdar 
product and the known amount of standard RNA in the aspay. This technique has 
been optimized for accumtc quantitation from in viva sotmxs in two ways. First. 
variations in the efficimcy of RNA extraction bctwccn samples are corrcctcd by 
normalization to recovery of ao unrclatcd 3H-RNA included as a ‘spike” in all 
samples. Second. the intcmal standard used in each assay competes identically for 
all the reactants. and in both the RT and PCR mxtions. therefore ensuring that 
amplification of the alhdar and standard RNA is identical. The results of this 
quantitation of cytokine mRNA kvels in spleen. thymes. and PECs of untreated 
C57BU6 mice. with and without EL4 lymphoma and with or without DOX treatment 
will be prescntcd. (NIH grant #CA15142 and DHHS grant #CA16056). 
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A BROAD 3PBCTRUM PHASE U TRIAL Wflli CONTINUOUS 
INFUSION (Cl) OF RECOMBINANT INTERLBUKINQ (3~2) IN 
rbmrm.4nc NMORS. 

0) Servke & MCdrcirr B. Indtut Gustave-Roussy. Viiuif. Fnnce 
(2) Rad uckr Labmkrn.RollYinvilIc. 

THE FEASIBILITY OF MICE TRANSGENIC FOR ONCOGENES 
AS THERAPEUTIC MODELS IN CYTOKINE RESEARCH 

H Thomas, P Jollcoeur', FR Balkwlll 

Biological Therapies Laboratory, Imperial Cancer 
Research Fund, London. U.K. 
+I"etitut de Recherches Clinlquee de Montreal, 
Montreal, Canada. 

A transgenic mouse model of mammary cancer has been 
developed with the c-neu oncoltene under the control nf the 
MMTV-promoter. Mice develop ;oorly differentiated mammary 
turnours stochastically at lo-14 months of age, most 
frequently In non-virgin mice. Heterogeneous turnours 
histologically similar to human comedo-tvoe ductel hvsast _. ~~~~~ ------ 
carcinomas arise, are often polyclonal, resemble human 
turnours In their natural history. metastaslse to lung and 
are not immunogenic. The mice ape being progresslveiy 
inbred on a Balb/c backaround and six nenerations have now 
been reached. We report on the feaslbIlity of using these 
mice as a model for experimental cytokiw prophylaxis and 
therapy. In addition to our studies In transgenic mice, 
seven turnours, from early eeneratlons. have been 
successfully transplante& &to nude mice and the direct 
action of IFN-o A/D hybrid and rat IFN-y measured. There 
has been marked lntertumour heterogeneity in histology, 
tumour biology, cytoklne sensitivity and turnour progression 
with successive passages a8 well a8 disseminated metastases 
in mm mice. 
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PRELIMINARY REPORT OF A FRENCH MULNCMlRtC RANDOMISED SlUDY 
(CRECYI OF IMMUNOTHERAPY IN PATIENTS WITH MElASfAnC RENAL 
CARCINOMA (MC) 

A mttltic.mtuic randomised study i.c Interleukii-2 (IL2) VS Interferon QFN) VS 
both of them. has bcon set up in France ss a pbasc II study in homogmmus groups 
(in kmu of prognosis factors) of patients with MRC. 
The mtionalc was fvst the lack of available comparative data concambq these 3 
types of treatment, although IL2 snd IFN arc now both registered drugs for this 
disease in Weskm Ehuope. A real randomised phase III trial has not appear& to be 
feasible since expected qmnsc rate: should be very similar and too many pattents 
should be required. A mndomised study witb a placebo group was judged unethical. 
The CREKY study umsists of 3 pilot phase II studies conducted all together in 2 
homogcncous groups of pattents. Randomisation was proposed in order to avoid 
selecting the patients.‘Ihe aims of these smdies are fust to detmnine response rate 
and survival nxpectively in each prognosis gro+~p and with each treacnent type. 
Scoonduily, lo detamine in each subgroup the induced toxicily. the quality of life 
and allo the ~09s response nk of patierda lo whom the -d cylokiie was give” 
after failure of the first o&e. c oncwmtttly. the uneligible patients for these studies 
ankkcnittto account to dekrmine the exclusion rate. 
Until now. 203 pstienk have been included and 32Oexcbuions have been 
rcgiskrcd. Unexpected toxic events were obsnved witbin the comb&d IL&IFN 
trill lcdding to modify the plamKd dose. 
A prtlimirury stmlysts will be perfbrmed in June 93 and results will be available to 
bc exposed in dckils in November 93. 
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THE TREATMENT OF EXTENSIVE LIMB SOFT TISSUE SARCOMA BY 
ISOLATION PERFUSION WITH HIGH DOSE r--TUMOR NECROSIS 

FACTOR ALPHA COMBINED WITH MELPHALAN 
D. Lev, M. Inbar, P. Sorkin, S. Chaitchik & J.H. Klausner 
Depts. of Surgery, Oncology and Intensive Care, Tel Aviv 
Sourasky Medical Center, Israel. 

The synergistic anti-cancer activity of r-TNF alpha 
and melphalan administered via isolated limb perfusion 
(ILP) has .been demonstrated in metastatic melanoma and only 

a very few cases of recurrent soft tissue sarcoma. 4 pts. 
with extensive soft tissue sarcoma of the lower limb, 3 
with recurrent tumors and one with an advanced primary 
tumor, all candidates for amputations or hemipelvectomy, 
underwent ILP with hyperthermia via the external iliac 
vessels. r-TNF alpha 4mg followed by (30 min) melphalan 
l.lmg/kg were administered to the affected limb. Marked 
tumor softening occurred within 48 hrs, and in tumors 
protruding through the skin hemorrhagic necrosis was 
evident within 24 hrs. Transient systemic toxicity included 
mild hypotension in 2, moderate respiratory failure in 1, 
and jaundice in 3 pts. Complete response was observed in 3 
and partial response (near complete response) in 1 pt. 
Only 6 wks to 3 mths have elapsed and no disease progression 
was observed in any of the patients. The combination of 
r-TNF alpha and melphalan appears to be highly efficient 
in advanced soft tissue sarcoma confined to the limb. 


