
2 2,2,2-trifluoro-N-(6-(2-fluoro-4-(trifluoromethyl)benzoyl)imidazo-
[1,2-a]pyridin-2- yl)acetamide

3 2,2,2-trifluoro-N-(6-(3-fluoro-4-methylbenzoyl)imidazo-
[1,2-a]pyridin-2-yl)acetamide.

4 2,2,2-trifluoro-N-(6-(1-methyl-1H-indole-3-carbonyl)imidazo-
[1,2-a]pyridin-2-yl)acetamide

5 2,2,2-trifluoro-N-(6-(thiazole-2-carbonyl)imidazo-
[1,2-a]pyridin-2-yl)acetamide.

6 2,2,2-trifluoro-N-(6-(1-methyl-1H-imidazole-2-carbonyl)imidazo-
[1,2-a]pyridin-2-yl)acetamide

7 diethyl 4-(imidazo[1,2-a]pyridin-2-ylamino)benzylphosphonate
8 6-(imidazo[1,2-a]pyridin-2-ylamino)-1,3-dimethylpyrimidine-

2,4(1H,3H)-dione.
9 N-(4-(trifluoromethyl)phenyl)imidazo[1,2-a]pyridin-2-amine.

551 Poster
Effect of some bis-mannich bases and corresponding piperidinols
on DNA topoisomerase I as a possible mechanism of their cytotoxic
actions

P. Canturk1, K. Kucukoglu2, Z. Topcu1, M. Gul3, H.I. Gul2
1Ege University, Pharmaceutical Biotechnology, Izmir, Turkey; 2 Ataturk
University, Pharmaceutical Chemistry, Erzurum, Turkey; 3 Ataturk
University, Physiology, Erzurum, Turkey

Some acetophenone-derived bis-Mannich bases, bis-(3-aryl-3-oxo-propyl)-
methylamine hydrochlorides (B1 through B5) and their structural isomers,
piperidinols 4-aryl-3-arylcarbonyl-1-methl-4-piperidinol hydrochlorides (C1,
C2 and C5) were synthesized and their effects on mammalian DNA
topoisomerase I was tested. Chemical structures of the compounds were
confirmed by UV, IR, 1H NMR, 13C NMR, ESI-MS spectra and elemental
analysis. Among the compounds, all bis-Mannich bases, and 4-(2-thienyl)-
3-(2-thienylcarbonyl)-1-methyl-4-piperidinol hydrochloride were found to
inhibit DNA topo isomerase I at varying degrees. The compounds B1-B5
and C5 manifested an average of 46%, 20%, 40%, 22%, 24% and 22%,
inhibition on topoisomerase I, respectively, which might suggest the
cytotoxic actions of these compounds, previously reported by our
laboratory, might be linked to DNA topoisomerase I inhibition. These
compounds can be considered as the potential candidates for further
studies in developing new cytotoxic and anticancer agents.

552 Poster
Selection of high-affinity human monoclonal antibodies specific to
the constant domain of versican as tools for tumor targeting

V. Lovato1, D. Neri1
1Institut für Pharmazeutische Wissenschaften, Department of Chemistry
and Applied Biosciences, Zurich, Switzerland

Conventional cytotoxic therapies of cancer often suffer from a lack of
specificity, leading to a poor therapeutic index and considerable toxicities to
normal organs.One of the most promising new avenues for the
development of more specific and efficacious cancer therapies relies on the
selective delivery of therapeutics to the tumor site by conjugation with
specific antibodies against tumor-associated markers. Markers expressed
on the tumor’s vasculature represent particularly attractive targets for site-
specific drug delivery due to their accessibility for blood-borne agents and
the various therapeutic options that they allow.In a study recently published
in collaboration with our group1 a pool of tumor associated antigens that
could be suitable targets for antibody-based anticancer therapy was
identified. Among these potential tumor markers, versican was chosen for
further studies. Versican is a member of the large aggregating chondroitin
sulphate proteoglycan (CSPG) family. Structurally, versican is composed of
a N-terminal G1 domain, two glycosaminoglycan (GAG) attachment
regions and a C-terminal G3 domain. Alternative splicing generates at least
four isoforms of versican, named V0, V1, V2 and V3. Versican is highly
expressed in the early stages of tissue developments, during wound repair
and tumor growth, this expression pattern of versican was proven to be a
reliable prognostic factor and a good tumor marker in a number of
publications.The aim of this work is to express recombinant forms of a
constant domain of versican in different mammalian cell expression
systems and use these recombinant proteins as target for selection of
human monoclonal antibody in the scFv format from a large synthetic
human antibody phage display library cloned in our lab2. The versican
specific antibodies will be validated in vitro and in vivo before being used
as building block for the development of antibody-based targeted anti-
cancer therapeutics. (1) Castronovo, V.; Waltregny, D.; Kischel, P.; Roesli,
C.; Elia, G.; Rybak, J. N.; Neri, D. Mol Cell Proteomics 2006, 5, 2083-91.
(2) Silacci, M.; Brack, S.; Schirru, G.; Marlind, J.; Ettorre, A.; Merlo, A.; Viti,
F.; Neri, D. Proteomics 2005, 5, 2340-50.

553 Poster
Toxicological evaluation in non human primates of the mAb h-R3,
used in the treatment of the cancer

M.E. Arteaga1, O. Hernández1, J. Hernández1, C. González1, N. Subirós1,
D. Fuentes1, A. Casacó2, A.M. Bada1, A. Pérez3, Y. Morales1

1CENPALAB, Center of Experimental Toxicology, Ciudad de la Habana,
Cuba; 2 Center of Molecular Immunology, Clinical Assays, Ciudad de la
Habana, Cuba; 3 CIMEQ, Cardiology Service, Ciudad de la Habana, Cuba

The humanized monoclonal antibody (mAb h-R3) is a product that will be
dedicated to the treatment in the human, for intravenous route, of the
neoplasic of transformed cells that they on-express the receiver of the Factor
of Epidermal Growth in head and neck. The objective was to evaluate the
toxicity for intravenous route of the mAb h-R3 in two studies to dose repeated
respectively in monkeys Cercopithecus aethiops of 14 days and 26 weeks,
three experimental groups conformed by group control, treated low and high
dose of 2.85 and 28.57 (mg/Kg) respectively. Deaths were not observed, the
body weight had a significant increase for weeks, toxic effects were not
observed in the hematological and sanguine chemistry parameters. In the
electrocardiography registrations, it was observed a I increase fast of the
heart frequency in animals treaties, There were neither neurotoxic effects on
the studied variables nor macro and microscopic lesions in the skin.
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554 Poster
Butyrate simultaneously activates extrinsic and intrinsic apoptosis
in colon adenoma andcarcinoma cell lines

D. Scharlau1, C. Bartsch1, B.L. Pool-Zobel1
1Institute for Nutrition Friedrich-Schiller-University Jena, Department of
Nutritional Toxicology, Jena, Germany

It is an accepted fact that butyrate, a product of bacterial fermentation of
dietary fibre in the colon, induces apoptosis in colon cancer cells and may
therefore be important in secondary chemoprevention of colorectal cancer.
Since controversial results are available concerning the molecular
mechanisms of butyrate-induced apoptosis, we analyzed how butyrate
influenced molecular parameters of extrinsic and intrinsic apoptosis,
respectively, and compared the effects in a human colon adenoma (LT97)
and a colon carcinoma cell line (HT29). Effects of butyrate on caspase (-2, -
3, -8 and -9) activity was analysed using ApoAlert® caspase activity profiling
plates (Clontech). Protein activation of Bid was investigated using Western
Blotting and mRNA expression of Bid, TRAIL, DR4 and DR5 was examined
by real-time RT-PCR.Butyrate increased activity of caspase-2, -3, -8 and -9
in both HT29 and LT97 cells, with LT97 cells being more susceptible to the
treatment. Simultaneous activation of caspase -8 and -9 is a hint that extrinsic
as well as intrinsic apoptosis signaling was turned on by butyrate.
Consequently, the BH3-only protein Bid, a member of the Bcl-2 protein family
which connects extrinsic and intrinsic apoptosis, was activated by butyrate
treatment in both cell lines as shown by Western Blotting using specific
antibodies against Bid. On the mRNA level, however, Bid was not modulated
by butyrate in either cell line, indicating the involvement of post-translational
mechanisms. Activation of Bid was more pronounced in LT97 cells,
demonstrating again an increased sensitivity of LT97 adenoma cells towards
butyrate treatment. Gene expression of TRAIL receptors DR4 and DR5 was
induced by butyrate in both cell lines, with LT97 cells showing a greater
induction than HT29 cells. Gene expression of the ligand TRAIL, on the other
hand was only increased in HT29 cells. Thus, different mechanisms may be
involved in activation of apoptosis in HT29 and LT97 cells. In conclusion,
extrinsic and intrinsic apoptosis is simultaneously activated by butyrate in
colon cancer cells and this activation is mediated by increased Bid protein
activity and increased mRNA levels of death receptors. The importance of
butyrate in secondary chemoprevention of colorectal cancers is highlighted
by the fact that LT97 adenoma cells, were more sensitive towards butyrate
than HT29 carcinoma cells. Therefore butyrate may inhibit the formation of
malignant tumors by killing early stage adenoma cells.

555 Poster
ILEI, an essential cytokine for tumor progression - how does it act?

A. Csiszar1, A. Goeppert1, M. Alacakaptan1, H. Beug1

1Research Institute of Molecular Pathology, Oncology, Vienna, Austria

ILEI (Interleukin-like EMT Inducer) is essential for tumor formation and
progression in a murine mammary epithelial cell model. Stable expression
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of ILEI in EpH4 and EpRas cells caused EMT, tumor growth and
metastasis. RNAi-mediated knock-down of ILEI in EpRas cells before and
after EMT (EpRasXT) prevented and reverted TGFbeta-dependent EMT,
also abrogating metastasis formation.

ILEI (FAM3C) belongs to the FAM3 family of secreted cytokines. Thus,
the simplest explanation for the effects of ILEI overexpression in epithelial
cells might be an autocrine action of the secreted protein. However, it was
difficult so far to show this with purified recombinant ILEI. Our aim is to
understand the way of ILEI action and find possibilities for potential
therapeutic interference with the pathway.

Initially, Western blot analysis showed that the secreted form of the ILEI
protein is smaller in size than intracellular ILEI. Mass Spec data confirmed
the lack of 17 amino acids at the N-terminus in addition to the signal peptide
sequence, giving a strong indication for additional proteolytic processing of
ILEI. The cleaved form was not detectable in whole cell extracts. In ILEI
cleavage assays using purified full length protein we found, that ILEI was
cleaved extracellularly, mostly by serum proteases.

To investigate the role of ILEI processing, we generated a series of
mutant ILEI forms with the hope being defective in proteolytic cleavage.
Using these mutants in overexpression studies we could identify essential
amino acids for proteolytic cleavage and secretion. Some mutants were
defective in proteolytic processing but not in secretion and we found one
mutant which was neither cleaved nor secreted. Surprisingly, all
overexpressed non-cleavable ILEI forms were able to induce EMT,
including the non-secretable form.

These findings show first, that proteolytic cleavage is not essential for
ILEI secretion, providing additional support for extracellular processing of
the protein. Secondly, these data indicate that proteolytic processing is not
required for ILEI action, raising the question, if full length ILEI might have
higher biological activity than the cleaved form. Finally and most
unexpectedly, these data show that a sole intracellular action of ILEI can
induce EMT in vitro. Currently, we are investigating the capacity of these
mutant ILEI forms for metastasis induction, to reveal if autocrine or
paracrine functions of this cytokine are required for tumor progression.

556 Poster
Overactivation of STAT3 by interferon-alpha may negatively
influence disease outcome in melanoma patients

L. Adamkova Humpolikova1, A. Kovarik2, L. Dusek3, L. Lauerova1,
V. Boudny1, J. Kovarik1

1Masaryk Memorial Cancer Institute, Experimental Oncology, Brno, Czech
Republic; 2 Institute of Biophysics, Molecular Epigenetics, Brno, Czech
Republic; 3 Institute of Biostatistics and Analyses, Evidence-based
Medicine, Brno, Czech Republic

Background: Malignant melanoma is one of the most chemo- and
radiotherapy resistant tumours. Few years ago, interferon-α (IFN) has been
introduced as an adjuvant treatment of this disease. It stimulates immune
defence mechanisms and possesses antiproliferative and proapoptotic
activity. However, clinical experiences showed that the response rate was
in some patients less than expected to be. Impaired function of some
signalling proteins may negatively affect treatment response. Of those, the
frequent cancer-associated perturbations were described in two members
of STAT family (Signal Transducer and Activators of Transcription) i.e.
STAT1 and STAT3. While the former protein behaves as a tumour
suppressor, the latter acts as an oncogene. IFN-α activates these proteins
by phosphorylation of tyrosine and serine residues. Since STAT 3
transactivates growth-promoting and anti-apoptotic genes we have
hypothesized that hyperactivation and/or overexpression of STAT3 induced
by IFN-α may negatively affect disease outcome and interfere with the
therapeutical effect of this cytokine. No valid data about the association of
STAT3 abnormal expression and activation with the clinical parameters of
malignant melanoma are available. In this study we investigated the
activation response of STAT3 to IFN-α in melanoma cells derived from
node metastases and evaluated the possible connection of phosphorylation
responses with the course of disease within 5 years follow up.

Material and methods: Melanoma short-term cultures were established
from lymph node metastases of 24 patients. Malignant cells as well as
normal melanocytes were treated with IFN-α and phosphorylation profiles
of STAT3 were determined by Western blot using specific antibodies. STAT
3 phosphorylation responses of individual patients were correlated with
disease evolution and statistically analysed.

Results: Our results demonstrated that patients disclosed as activation
responders to IFN-α, i.e. whose ex vivo metastatic melanoma cells showed
IFN-α-induced STAT3 phosphorylation at Tyr705, exhibited significantly
shorter disease-free survival (5 vs. 34,9 months; p=0,049), shorter
progression-free interval (26,1 vs. 62,3 months; p=0,041) and shorter
overall survival (26,5 vs. 78,4 months; p=0,039) as compared to the non-
responder group.

Conclusions: Our data provide evidence that activation of STAT3 at
Tyr705 by IFN-α negatively correlates with disease outcome.

557 Poster
Modulation of cell cycle by extracellular p27

A. Mikecin1, M. Grdisa1

1Rudjer Boskovic Institute, Division of Molecular Medicine, Zagreb, Croatia

p27Kip is a cell cycle regulator that, when abundant, binds and inhibits
kinase activity of cyclin/cdk complexes necessary for G1/S transition. It has
also been proven that p27 is able to induce apoptosis. Through the cell
cycle, p27 expression level is maintained by transcriptional, translational
and posttranslational mechanisms. Apparently, the most important
mechanism of reducing p27 level is ubiquitin-mediated proteolisis.
Deregulation in signaling pathway for ubiquitination of p27 is believed to be
important for development of cancer in numerous tissues.

In this study the influence of extracellular p27 on proliferation and
apoptosis of different cell lines was examined. For that purpose TAT fusion
proteins: TAT-p27 (wt), TAT-ptp27 (point mutation) and TAT-N’ p27
(truncated form) were transduced in RKO and Raji cell lines as well as in
MCF7, which is caspasis 3 negative. The influence of examined proteins on
proliferation was monitored by MTT or WST test. Additionally, effect of
extracellular p27 on cell cycle and apoptosis was measured using flow
cytometry. The expression of different cell cycle and apoptosis regulatory
proteins was determined by Western blot.

After the transduction of p27 variants in the investigated cell lines, halt in
the proliferation was detected with MTT and WST test. Flow cytometry has
shown the elevation of the amount of both, the cells in G1/G0 phase of the
cell cycle, as well as dead cells, after the treatment with wt and mutated
p27. In RKO and Raji cells treated with p27 wt and p27 mut caspasis 3
activity was found to be raised. On the other hand, in caspasis 3 negative
MCF7 cells, treated with p27 wt and p27 mut the expression of proteins in
caspasis 3 independent pathway was found to be changed compared to
non treated cells. These results show that the influence of extracellular p27
depends on the type of cells and transduced protein.

The extracellular p27 lead to apoptosis in examined cell lines. It seems
that in different cell lines, apoptosis was induced by different pathways.
According to these results, modulation of p27 expression could be a good
candidate for targeted tumor therapy.

558 Poster
Implication of MAPK signalling pathways on cold stress-induced
apoptosis in a multidrug resistant leukaemic cell line

E. Martin-Orozco1, A.J. Ruiz-Alcaraz1, V. Gomez-Abellan1, J.A. Ferragut2,
M. Saceda2, M. Sanchez3, P. Garcia-Peñarrubia1

1University of Murcia, Biochemistry and Molecular Biology B and
Immunology, Murcia, Spain; 2 University Miguel Hernandez, Institute of
Molecular and Cellular Biology, Elche (Alicante), Spain; 3 University Miguel
Hernandez, Vegetal Production and Microbiology, Elche (Alicante), Spain

We have shown that acquisition of Multidrug-resistant (MDR) phenotype by
leukaemic cells is accompanied by pleiotropic changes that result on
reduced tumour capacity to survive under stress conditions such as
hypothermia. Thus, the study of the signalling pathways implicated on it,
are fundamental on the design of new approaches to eliminate drug-
resistant tumours. For this purpose, we have studied expression and
activation of signalling molecules involved on the fate of the cells (survival
or cell-death) like Akt/PKB and p38, ERK1/2 and JNK1/2 MAP kinases. We
have found that leukaemic cells with MDR phenotype show a different
activation profile for Akt/PKB and MAPK signalling molecules versus their
sensitive counterparts when exposed to low temperatures. Furthermore,
the use of different inhibitors show that Akt or p38 are not involved in cold-
stress induced cell death. However, the use of the ERK inhibitor PD98059
and JNK Inhibitor II, partially counteract hypothermia-induced cell-death on
resistant cells. Together, these findings indicate the existence of a collateral
sensitivity of MDR leukaemic cells to extreme low temperatures due to
alterations of the signal transduction pathways involved on regulation of cell
death and survival after treatment with anti-neoplasic drugs.

559 Poster
The proteolysis of ERalpha induced by thiazolidinediones in breast
cancer cell lines is a PPAR-independent event

J. Lecomte1, S. Flament1, S. Salamone2, M. Boisbrun2, S. Mazerbourg3,
Y. Chapleur2, I. Grillier-Vuissoz4

1Université Henri Poincaré, EA3442 Aspects cellulaires et Moléculaires de
la Reproduction et du Développement, Vandoeuvre les Nancy, France; 
2 Université Henri Poincaré, S.U.C.R.E.S UMR 7565 CNRS, Vandoeuvre
les Nancy, France; 3 Université Henri Poincaré, EA3442 Aspects
Cellulaires et Moléculaires de la Reproduction et du Développement,
Vandoeuvre les Nancy, France; 4 Université Henri Poincaré, EA 3442
Aspects Cellulaires et Moléculaires de la Reproduction et du
Développement, Vandoeuvre les Nancy, France

The aim of this study was to identify the mechanism leading to ERalpha
degradation in breast cancer cell lines exposed to ligands of Peroxisome
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