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Results: No significant change was observed in Src mRNA levels and
a small increase (~1.9 fold) in Src protein level was observed in Tam-R
cells compared with their non-resistant counterparts (WtMCF7). Src kinase
activity was significantly elevated in Tam-R cells (20.5+3.8 [SD]-fold
increase in Tam-R cells vs wtMCF7). Treatment of Tam-R cells with the
Src kinase inhibitor AZD0530 significantly reduced the amount of Y418-
phosphorylated Src detectable, measured as OD (mean expression of Src
+ SD was 33.08+5.04 [control] and 9.13+3.86 [+AZD0530], p<0.02),
but had no effect on total Src levels. AZD0530-mediated Src inhibition
significantly reduced both cellular invasion (mean invading cells/field +-SD:
50+6.4 [control] and 17+1.4 [+AZD0530], p<0.05) and motility (mean
migrating cells/field +- SD: 35.24-7.3 [control] and 12.57 +4.32 [+AZD0530],
p<0.05) in Tam-R cells. Further studies revealed that inhibition of Src by
AZD0530 reduced basal levels of activated FAK and paxillin, and inhibited
both basal and TGFa-stimulated MAPK activity (ERK1/2).

Conclusion: Src kinase plays a central role in mediating the enhanced in
vifro metastatic phenotype of endocrine-resistant breast cancer cells and
thus presents a potential target for future therapies.
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Mitogen-activated protein kinase phosphatase-1 (MKP-1) expression
correlates with responsiveness of human tumor xenografts to
receptor tyrosine kinase inhibition

R.A. Bras-Goncalves, J.G. Judde, M.-F. Poupon. Institut Curie, Section
de Recherche CNRS-FRE 2584, Paris, France

Background: The benefit of chemotherapies in non-small-cell lung cancer
(NSCLC) remains modest. Frequent overexpression of the epidermal
growth factor receptor (EGFR) in NSCLC raises the opportunity to improve
chemotherapy by combination with antiEGFR compounds. Gefitinib is a
selective EGFR-tyrosine kinase inhibitor recently introduced to clinical
practice.

Purpose: In this study, we investigated the efficacy of gefitinib using 5
NSCLC human xenografts, and searched for molecular determinants of
the response to RTK’s inhibitors in these human tumor models.

Material and Methods: Five NSCLC tumors were obtained from patients
cared at the Curie Institute and Marie-Lannelongue Hospital, and were
established as xenografts by subcutaneous implantation of fresh tumor
fragments into nude swiss mice. The growth of each tumor was measured
twice weekly with a caliper. Gefitinib was given at 120 mg/kg, daily per os
for 2 weeks. Individual tumor growth inhibition was calculated as a ratio
between the RTV of individuals divided by the mean relative tumor volume
(RTV) of controls at the same day where the optimal effect is obtained.
A percentage of individuals displaying drug-responses was calculated for
each treatment. Expression of EGFR and mitogen-activated protein kinase
phosphatase-1(MAPK phosphatase-1) was determined by realtime RT-
PCR.

Results: Gefitinib, significantly inhibited the growth of 4 of the 5 different
tumors in a dose-dependent manner, regardless of histological type.
Overall, gefitinib produced a significant number of responses in NSCLC
xenografts (41/70 mice). The response was independent of EGFR
expression, but dependent on the NSCLC tumor, some being sensitive
(50% complete regression), and others resistant to gefitinib. Low MKP-1
mRNA levels were found in gefitinib-responsive tumors as opposed to the
high MKP-1 expression in resistant tumors.

Conclusion: this study has confirmed the therapeutic potential of receptor
tyrosine kinase inhibition with gefitinib in a subset of NSCLC tumors.
Optimal therapeutic use of such inhibitors requires a previous knowledge of
determinants of tumor response. This study identifies MKP-1 as a potential
marker of NSCLC response to EGFR inhibition.
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A phase Il study of erlotinib in combination with cisplatin in patients
with recurrent or metastatic squamous cell cancer of the head and
neck (PHL-002e//NCIC CTG IND.157)

E. Winguist', D. Soulieres?, E. Chen', M. Tsao!, M. Klein', G. Pond",

J. Danceya, E. Eisenhauer?, L.L. Siu'. ! Princess Margaret Hospital
Phase Il Consortium, Toronto, Canada; 2 National Cancer Institute of
Canada Clinical Trials Group, Canada; 3Cancer Treatment and Evaluation
Program, Rockville, MD, USA

Background: The epidermal growth factor receptor (EGFR) is a molecular
target of interest in recurrent or metastatic squamous cell cancer of the
head & neck (RMHNC). Erlotinib is an oral, selective EGFR tyrosine kinase
inhibitor. Prolonged disease stabilization in refractory RMHNC patients has
been reported with single agent erlotinib (Soulieres et al, J Clin Oncol
2004). In vivo, erlotinib combined with cisplatin produced additive antitumor
effects without increased toxicity (Pollack et al, J Pharm Exp Ther 1999).
The RP2D of erlotinib+cisplatin in RMHNC patients was determined in
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the phase | portion of this study & then tested in this phase Il cohort to
determine efficacy & toxicity.

Patients and Methods: Patients ECOG PS 0-2 with no prior
chemotherapy for RMHNC & measurable disease were treated with
erlotinib 100 mg po/g-tube daily continuously & after a 1 week run-in
then started cisplatin 75 mg/m? IV Q3weeks in a 2-stage phase Il trial.
Investigations included PK, scans, tumor & skin biopsies & assessment
of EGFR status in archival tumor slides/blocks. The primary endpoint was
ORR determined by RECIST criteria.

Results: Thirty-five patients have been enrolled at the phase 2 dose, and
31 (25 male: 6 female) have baseline data available as of April 2003. The
median age was 57 yrs (25-81), ECOG 0:1:2=7:18:6, prior radiation 31,
prior chemotherapy 5, and sites of disease=nodes (13), lung (13), liver
(3) & other (27). There were 4 deaths unrelated to study treatment (3 PD
& 1 hemorrhage). Follow-up toxicity data is complete on 87 cycles in 26
pts (AEs reported regardless of attribution). Grade 3 or 4 AEs occurred in
<10% of cycles except lymphopenia (21%), pain (17%) & hyponatremia
(11%). The most common AEs of any grade were as follows (% of
pts). Hematological: anemia 92%, lymphopenia 77%, thrombocytopenia
27% & neutropenia 19%. Nonhematological: fatigue 88%, pain 85%, rash
69%, nausea 58%, vomiting 46%, anorexia 42%, dyspnea 42%, diarrhea
38% & sensory neuropathy 38%. Biochemical: hypomagnesemia 77%,
hypoalbumin 77%, hyponatremia 58%, hyperglycemia 54%, creatinine 54%
& hypocalcemia 38%. Seven objective responses have been observed (1
CR, 6 PR [1 unconfirmed], 12 SD & 6 PD) in 25 evaluable pts. Four pts will
be inevaluable and 2 are too early to assess. Intention-to-treat ORR 24%
(7/29). Baseline EGFR status, PK and correlative studies are pending.
Conclusions: This schedule of erlotinib+cisplatin has antitumor activity
comparable to standard cisplatin-based combination chemotherapy regi-
mens in RMHNC, and may have a more favorable toxicity profile. Accrual
will continue to a total of 37 evaluable pts.
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AP23573, an mTOR inhibitor, administered IV daily x 5 every other
week in patients with refractory or advanced malignancies — a
phase |, pharmacokinetic (PK), and pharmacodynamic (PD) study

M. Mita', E. Rowinsky', A. Mita', S. Syed', Q. Chu', M. Goldston’,

H. Knowlesz, V. Riveraz, C. Bedrosianz, A. Tolcher'. "institute for Drug
Development, Cancer Therapy and Research Center, San Antonio, USA;
2 Ariad Pharmaceuticals, Inc, Cambridge, USA

Background: AP23573, a novel non-prodrug rapamycin analog that
inhibits mTOR, has demonstrated potent inhibition of proliferation in vitro
in several human tumor cell lines and elicited antitumor activity in vivo in
multiple xenograft models.

Materials and Methods: This phase | trial uses an accelerated titration
scheme to determine the safety, tolerability and maximum tolerated
dose (MTD) of AP23573 administered as 30-minute IV infusion daily
x b days every 2 weeks on a 4-week cycle. Secondary objectives
include characterization of the PK profile and potential PD markers in
peripheral blood mononuclear cells (PBMCs) and skin biopsies, as well
as a description of antitumor activity.

Results: To date, twenty-two pts (11M/11F), median age 54.5 yrs (range
23-71 yrs) have received AP23573 doses ranging from 3 to 28 mgin 5 dose
level cohorts (total number of cycles 76.5; median cycles, 3/pt). Severe
(grade 3) oral mucositis was the dose-limiting toxicity recorded in two pts
at the 28 mg dose level, and by definition, this dose level exceeds the MTD.
Therefore, additional pts have been entered at 18.75 mg, the MTD identified
for this trial. Side effects deemed related to study drug for first cycle also
have included reversible: grade (gr) 1 or 2 mucositis, fatigue, nausea,
rash, anemia, and neutropenia; and gr 1 diarrhea, hyperlipidemias and
thrombocytopenia. PK analyses (doses 3 to 18.75 mg) suggest a median
estimated AP23573 half-life of 47.5 hours (range 29 to 63 hours). AUC and
Cmax increase with the dose but are not dose-proportional. PD analyses
(doses 3 to 28 mg) indicate rapid (within 1 hr) and generally prolonged
inhibition of mTOR activity with > 80% decrease in phosphorylated 4EBP1
levels in PBMCs. Of the 16 pts evaluated, minor responses have been
observed in two pts: a pt with metastatic renal cell cancer dosed at 6.25 mg
for 9 months (28% overall tumor reduction), and a pt with imatinib-refractory
GIST receiving 12.5 mg for > 4 months. Additionally, one pt with metastatic
uterine sarcoma receiving 3 mg has stable disease lasting > 12 months.
Furthermore, 9 additional pts have had stable disease lasting 2 to > 6
months.

Conclusions: AP23573 can be administered safely using this schedule,
and has exhibited antitumor activity as well as evidence of a substantial
PD effect. Patient enroliment at the MTD is nearly complete. Furthermore,
pt dosing is ongoing as is additional evaluation of potential PD markers in
PBMCs and skin biopsies.



