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KSTROGKNS RKCULATK c-&&B-2 OKCOGKNK KXPRKSSION IA RORNAL AND 
NKOPLASTIC RAMNARY CKLLS . 
Ii. De Bortoli, C. Dati, 5. Antoaiotti, P. Haggiora, *D. Katraros 
and I. Perroteau. 
Lab of lolecular Cell Biology, Dept of Anilal Biology, and *Dept 
of Gynecological Oncology, University of Turin, Italy. 

Amplification and overexpression of the c-m-2 oncogene, 
detectable in 20.3OI of primary breast Wore, are related to 
breast cancer aggreeeiveneee, aa reported by a number of studies. 

Ye have investigated tbe poaeible relationebip between 
boraonal etiaulation and c-&-2 expression “in vitro’ and “in 
vivo8. In WD and HCFl buaan breast cancer cella, as determined 
by both Northern and Yeetern blot analysis, estrogens strongly 
and rapidly depressed c-&B-2 expression. Conversely, c-&&B-2 
was dreeatically etinulated in growth-arrested cella. c-&B-2 
inhibition by estrogens mea then studied using the estrogen and 
prolactin- dependent HTY9 trenaplantable rat aaaxary tumor model. 
The c&B-2-encoded plS5 level was found strongly enhanced in 
tueore regreeaing after boraone withdrawal, whereas it was aleoet 
undetectable in growing tunore. 

Ketrogen regulation of c-&$-2 appears to represent a 
lore general physiological pbenoaenon. In fact, in the normal rat 
eaetary gland, re observed that ~185 is expressed exclusively in 
the fully differentiated tissue. i.e. at the end of pregnancy and 
during lactation. 

Our data provide evidence that estrogens inhibit c-m-2 
expression in raararg cells. c-u-2 amplification and/or 
overexpression in breast cancer nay then signal the cell escape 
from estrogen control. 

Work supported by aa AIRC 89 grant. C.D. and S.A. are recipient 
of AIRC fellowships. 
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c-&B-2 ONCOCKNI KXPBKSSION CORRKLATKS YITII TSK ASSKNCK 01 
PROGKSTKRONK RKCKPTORS AND EAS PROGNOSTIC VALUK IN EKKAST CANCKR. 
C. Dati, S. Antoniotti, I. Perroteau, *II. Giai *P. Sieaondi and 
1. De Bortoli. 
Lab of Nolecalar Cell Biology, Dept Aniaal Biology, and *Dept of 
Gynecological Oncology, University of Turin, Italy. 

The expression of c-&B-2 oncogene was evaluated by 
hnoblotting analysis of the encoded plS5 protein on 133 bunan 
pritarg breast carcinoxae. The DNA obtained fret 63 of these 
eaaplee permitted tbe analysis of c-&B-2 genoaic statue by 
Southern blotting. ~185 wee observed in 51 eaaplee (39\), whereas 
amplification of c-&B-2 waa found in 22k of the eaaplea. Kven 
though 20 samples with no detectable amplification expressed 
~165, expression and amplification of c-&B-2 were significantly 
correlated (P~O.001)~ Kxpreeeion of plS5 correlated significantly 
with overexpression of the m oncogene p21 protein, analyzed on 
the sale tulor lyeatee by iarunoblotting (P(O.OOOL), Kxpreseion 
of plS5 was not associated with lymph node involvesent, but it 
was significantly correlated to the absence of progesterone 
receptors (PgR) (P(O.06). 

Pollor-up data analysis shored that the presence of ~185 in 
tuner lyeatee is predictive of short-ten relapse and death. 
Interestingly, the predictive power of plS5 seers lisited to PgRt 
tu1ore * 

Our data suggest that the expression of c-m-2 ~185 protein 
nay be a valuable prognostic paraneter for low-risk breast cancer 
patients. 

York supported by CNR, PF “Oncologia’ and by AIRC 1989 grants. 
C.D. and S.A. are recipient of AIRC fellorehipe. 

EARLY RELAPSE lN HUMAN BREAST CANCER IN RELATlON TO 
BOTH c-orb&Z OVEREXPRESSION AND ESTROGEN 
RECEPTOR STATUS. 
J.C. Delarue’, F. Ma{-Levin’, H. Mouriessel, , H. Sancho- 
Garnierl, G. Contessc , C. Breugnot*, P. May*, E. May*. 
1. lnstitut Gustave-Roussy 94905 Villejuif, France 
2. Molecular Oncology Laboratory, IRSC, 94902 Villejuif, France 

The knowledge of estrogen receptor (ER) levels in human breast 
cancer constitutes a controversial prognostic factor. Among ER+ 
patients regarded as having a more favorabfa prognosis than ER 
patients, we have recently defined a group presenting a high riik 
of relapse. This group named ER+[R2J is characterized by a ratio 
ER-protein (in fmol/mg protein) over ERmRNA (in pg/4pg total 
RNA) higher than 1.5. According to these resuks ER+[R] status 
has been proposed as an early prognostic factor (May et al. 
1999, Oncogene, 4,1037-l 042). In an attempt to correlate the 
prognostic significance ofER+[R] status with c-erbB-2 
expression we have determined by Northern blotting the level of 
c-erbB-2 specific mRNA in the series of 89 untreated breast 
cancer previously analysed for ER specific mRNA. Over 
expression of c-erbB-2 mRNA (a20 pg/4pg total RNA) was 
positively correlated with 
i) inflammatory carcinoma (p-0.007) 
ii) lymph-nodes involvement (p-0.03) 

iii)ER- tumors (p=O.O2). 
A multivariate analysis with a median folbw-up time of 30 months 
permitted the identification of the following independent 
predictors of early relapse : c-erbB-2 overexpression (p-0.02), 
ER* status (p-0.01) and ER+ [R] status (p=O.Ol). Moreover we 
can identify among ER- patients regarded as having a less 
favorable prognosis than ER+ patients, a group presenting a bw 
risk of early relapse when c-erbB-2 mRNA is not over expressed. 
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MULTIPARAMRTRR FLOW CYTOMRTRlC QUANTITATION OF 
RPlDFmuL CROWTB FACTOR RBcBF+T0R AND c-BRB-62 
ONCOPROTBIN IN NBOPLMTIC AND NON-NBOPLASTKC TISSURS 
lNTRRmtdmRGRNITALTRAcT 

PA M Dam, DC Lam, JV Watmn and JE Shqdmd. 
Gymnwk&d Orumloq Unit and Rlstopathology Depntmd, S&t 
Bmtholomrrr’s lbmitd. London. and the MRC Clinial Oncohu Unit. 
Csmbrklge, U.K. . . 

In this pilol 8Ludy we assessed the novel use of multiparameter flow 
cytometry (FCM) to quantify the expression of epidemxnl growth factor 
receptor (EGFr) and C-ERB-BZ oncoprotein in fresh tissues and in blocks 
of tiawe that were taken aL the snme time, bomn in liquid nirrogen and 
stored at -70’ C. Them im good corroborative evidence that alterations in 
the expression of these membrane oncoproteina may play a role in 
malignant tran,formslion and tumorigenesir. EQFr and C-ERB-B2 
expression in the female genital tract WBI meeared by FCM in 24 normal 
tisruer (ovary 8; sndometrium g; cervix 10) and in 21 carcinomas (ovary 
0; endometrium 5, cervix 10). Cell suspensions wera prepared by 
mechanical diwggmgation of the fresh and thawed cryopreaerved tissue 
sample,. Indirect fluorescence was used to identify Lha oncoproteim and 
DNA WY strained by propidium iodide. 

High quality histograms were obtained and there was excellent correlation 
of oncoprotein mearuremenls between fresh tissue and fresh fro&en block8 
of tiwur 11 0.87\. EGFr and C-ERB-BZ exoremion was sinnificantlv - . 
higher in the malignant tummn (103, SD ES arbitrary fluorercenee units 
and 266, SD 10s unit8 respectively) than in normal tiewe (40, SD 41 unita 
and 89, SD 69 units respectively) (p = 0.014 and p < 0.001 respectively). 
A similar difference was found when cervical tiesue alone WIU examined 
(p = 0.04 and p = 0.006 respectively). The highest expression of EGFR 
and C-ERB-82 occurred in the S-phase of the cell cycle. Multiparameter 
FCM proved to be a promising technique for the study of membrane 
oncoproteinr in fresh tissuea and fresh Irosen blocks of tissue. 


