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Background: CNS metastases develop in nearly half of patients with
advanced melanoma and in 15 to 20% of these patients, CNS is the first
site of relapse. Overall median survival is short, ranging from 2 to 4 months,
and 1-year survival is no higher than 10 to 15%.

Thalidomide has antiangiogenic and immunomodulatory effects, exhibiting
antitumor effects in patients with multiple myeloma and, more rarely, in
solid tumours. Results obtained in prior trials indicate that Thalidomide
acts as a cytostatic agent in metastatic melanoma. We evaluated single
agent antitumour activity and toxicity of Thalidomide in a phase Il setting
in patients with brain metastases associated with metastatic melanoma.
Methods: Patients with measurable metastatic melanoma in progression
and with PS <2 who signed a written informed consent were enrolled
in the study. Thalidomide was given orally, and all patients followed
Pharmions Risk Management Program. Dose was escalated over 4 weeks
from 100 mg/day to 400 mg/day. Concomitant treatment with steroids was
allowed.

Patients were evaluated every 12 weeks for Efficacy. Primary objective of
the study was to determine response rate, according to RECIST. Secondary
objectives were to estimate time to progression, overall survival and to
evaluate tolerability of the regimen according to common toxicity criteria.
Results: 25 men and 12 women were enrolled in the study, median age
48 years. WHO performance status varied: 12 patients with PS 0, 13 with
PS 1 and 12 with PS 2. Among 37 eligible patients 36 were evaluable for
response. One patient with brain metastases as the only site of disease
obtained a CR, 1 had PR with CR in the lungs and NC in the other
sites, and 4 NC. Among the latter, 1 patient had CR of lymph nodes and
skin metastases, but NC overall. Grade 3 and 4 toxicities included fatigue,
constipation, dry mouth, neuropathy-motor, nausea, anorexia, neuropathy-
sensory. 23 were irradiated for brain metastases before and 1 under
treatment with Thalidomide. 23 were treated with concomitant steroids.
21 achieved the maximum daily dose of 400 mg, but only 13 patients
continued on this dose without dose reduction. Median time to progression
and survival time was 1.8 and 3.3 months, respectively.

Discussion: Single agent Thalidomide has activity in melanoma patients
with brain metastases. It has encouraged us to investigate Thalidomide in
combination with Temozolomide, a very lipophilic agent, in this group of
patients.
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Background: Preclinical studies suggested synergistic activity of treosulfan
and gemcitabine against uveal melanoma cell lines. In previous phase |
and |l studies, dose and schedule for the combination treatment were
established. This randomized phase Il trial was performed to evaluate the
clinical efficacy of treosulfan in combination with gemcitabine vs. treosulfan
alone in metastatic uveal melanoma patients in order to investigate the
potential clinical relevance of the in-vitro synergy.

Methods: Patients with uveal melanoma liver metastases and performance
status (PS) above 50% Karnofsky were randomized to receive treosulfan
(3.5 g/m?) without (arm A) or with (arm B) gemcitabine (1 g/m?) on days 1
and 8 of a 4 week cycle for a maximum of 6 cycles.

Results: A total of 48 patients were randomized and prognostic factors
were evenly distributed between both arms. Arm A vs. B: female patients
48% vs. 48%, serum LDH <2 x upper normal limits 28% vs. 22%, PS <90%
17% vs. 20%. Toxicity was mild and mainly hematogenous, consistent
with the observations in the previous phase | and phase |l studies of the
combination treatment. At time of evaluation of the initial 9 patients into
each arm a futility analysis was performed, revealing 2 patients with at
least stable disease at 3 months in the treosulfan only arm and 5 patients
with at least stable disease in the combination treatment arm, allowing to
continue accrual to 24 patients in each arm. As of May 24, 2005, 21 of the
48 patients have died.

Conclusions: The futility analysis revealed a trend towards higher efficacy
of the combination treatment, but allowed to continue both arms to full
accrual. Full accrual was achieved in May of 2005 and with the current
event-rate, unblinding and final analysis of the results will be performed
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early July of 2005, allowing presentation of the final analysis at the time of
the ECCO meeting.
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Ampilification of the 731 locus is a frequent event in malignant
melanoma and associated with extra copies of EGFR gene
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Development, progression and metastasis formation of malignant
melanoma of the skin involves multiple genetic alterations. There is a
growing number of evidence demonstrating that alterations of different
oncogenes play important role during the progression of the disease. By
chromosomal CGH we and others found frequent gains on chromosome
7p12 and high level amplification on 7q mainly covering the 7q31-qter
region.

In an effort to describe the copy number distribution pattern of chromosome
7, EGFR and 7931 loci, we used interphase FISH on melanoma imprint
preparations. In the present study 62 primary tumours were analyzed for
EGFR and 42 for both loci by FISH. Based on disease progression tumours
were grouped into two subgroups; 30 primary lesions did not developed
metastases within 1 year after the surgery of the primary tumour, whereas
32 had metastases within the follow up period. Aneusomy for chromosome
7 was present in both subgroups, however the frequency of polysomy was
significantly higher in tumours with metastatic behaviour (p = 0.03). EGFR
alteration~— in at least 10% of tumour cell~— was seen in both subgroups.
Gain of EGFR signals in relation to chromosome 7, which is the measure
of relative gene amplification, were seen in 45% of tumours without —and
67% of tumours with metastases. Deletion of the EGFR gene was also
observed in 13 samples, however subpopulation of cells with amplification
was also noted in 10 of these cases. Two melanomas in which more than
75% of the cells showed relative loss of the EGFR gene were mainly diploid
for the 7q31 locus, however the third case with EGFR gene copy loss were
amplified for the 7931 locus. The amplification level of the 7q31 region
was much higher (sometimes 50-60 copies/cell) compared to the 7p12
locus (4-20 copies/cell). High level amplification of 7q31 was associated
with EGFR gene amplification in ten primary tumours, all of these formed
metastases within 1 year.

Based on these FISH results we assume that chromosome 7 aneusomy,
simultaneous amplification of the EGFR and the 7q31 loci are associated
with metastases formation of malignant melanoma. Quantitative analysis
of these loci by FISH may improve prognostic assessments in malignant
melanoma, because it allows detection of highly amplified malignant cell
subpopulation on a cell by cell basis.
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Downregulation of MMP by RECK (a novel MMP inhibitor) in
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Background: RECK, a novel MMP inhibitor, is widely expressed in normal
human tissues but is down-regulated in tumor cell lines. RECK suppresses
tumor invasion and angiogenesis by regulating MMP-2, MMP-9 and MT1-
MMP by unknown mechanism. This suggests that RECK may be repressed
during tumor progression, invasion and metastasis. We performed the
present study to investigate the expression pattern of RECK gene in human
osteosarcoma and to see the relationship between RECK and MMP.
Material and methods: Osteosarcoma cell lines that had been established
from tumor samples of 23 patients and 4 standard cell lines were used in
this study. RNA was extracted and quantitative real time RT-PCR was done.
Activity of MMP-2 and MMP-9 was determined in the conditioned media by
zymography. RECK gene transfection was done in 5 patient cell lines and 3
standard cell lines. Downregulatin of MMP activity and invasion ability after
transfection of RECK gene was evaluated using zymography and Matrigel
assasy.

Results: RECK gene expression was markedly low in 22 out of 23
cell lines compared with control. Pro-MMP-2 was expressed in all cell
lines including standard cell lines, however, MMP-2 was expressed in
4 cell lines. Pro-MMP-9 was expressed in only 1 patient cell line and
U208, however, MMP-9 was not detectable in any sample of tested cell
lines. The low activity of MMP-2 was correlated with higher expression
of RECK (p=0.01). After transfection of RECK gene, HOS cell lines
showed decreased expression of MMP-2 and MMP-9, and invasion activity
decreased in matrigel invasion assay compared with non-transfected cell
lines (p <0.01).



