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UV as well as to chemotherapeutics. In the present study, we examined the
role of Myh1 in cisplatin-treated lung carcinoma cells.

Methods: A panel of small cell lung carcinoma (SCLC: H82, H69, U1285 and
U1906) and non small cell lung carcinoma (NSCLC: A549, U1810, H23, H125
and H661) cell lines with different cisplatin sensitivity were analyzed for their
basal level of Myh1 using western blotting. Myh1 localization and expression
after cisplatin treatment in NSCLC cells was analyzed in cytosolic and nuclear
fractions using western blotting, and was confirmed by immunofluorescence
analysis. To assess the role of Myh1 in cisplatin-induced apoptotic signaling,
siRNA to Myh1 was used and caspase-3 activity examined prior and post
cisplatin treatment using flow cytometry.

Results: Western blot analysis of Myh1 in the lung cancer cell line panel
revealed heterogenous Myh1 expression. In the NSCLC cell line U1810,
a relatively cisplatin resistant NSCLC, cisplatin treatment was found to
cause an increase in Myh1 both in cytosol and nucleus. This was evident
already at 30 min post cisplatin addition and still evident at 2h. Moreover,
immunofluorescence analysis of Myh1 after cisplatin treatment of U1810 cells
revealed relocalization of Myh1 into nuclear foci. Finally, siRNA to Myh1 was
found to increase cisplatin-induced caspase-3 activity in NSCLC U1810 cells.
Conclusion: Our data suggest that Myh1 is stabilized by cisplatin treatment in
NSCLC cells and can act as a negative regulator of cisplatin-induced apoptotic
signaling in this tumour type.

Sarcoma cell lines express stem-cell associated features
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Although soft tissue sarcomas comprise about 1% of human malignant
tumours, they are a life-threatening cancer and pose a significant diagnostic
and therapeutic challenge. Cancer initiating cells (CIC), that display stem-like
features, have recently been identified in several malignancies as the major
responsible for tumour growth and chemoresistance. Therefore, clarify the role
of CIC in sarcomas might help in the setting of more efficient therapeutic
approaches.

To assess whether a “stemness” component exists in sarcomas a series of 18
sarcoma-derived cell lines were investigated for the expression of genes known
to be involved in the stem phenotype (OCT3/4-POU5SF1, NANOG, SOX2 and
the NOTCH1 pathway). The study was carried out by RT-PCR, gRT-PCR and
by immunofluorescence.

Stem-like cells are reported to grow as spheroids in medium enriched of EGF
and bFGF but devoid of serum. On this ground we compared the expression
pattern of cells grown as adherent cells vs cells grown as spheroids in this
medium. This analysis was conducted in 5 cell lines (SKUT-1, MG63, RD,
RMS13 and RH28).

Preliminary results indicate that all but one (RD) cell lines cultured in stem
medium were able to give rise to spheroids, suggesting that sarcoma cell
lines might do have a component of CIC.

NOTCH pathway was activated in 10 out of 18 sarcoma cell lines grown
in standard conditions, as demonstrated by the expression of the NOTCH
targets HES1, HEY1 and HEY2. NOTCH targets was further upregulated in
the spheroids of 3 out of 4 cell lines, but was also expressed at high levels in
RD floating cells grown in stem medium.

No expression of OCT3/4 and NANOG was observed in any of the cell lines
investigated, irrespective of growth conditions. SOX2 was expressed in the
leiomyosarcoma cell line SK-LMS-1 in standard condition and was activated
in all sarcoma-derived sheroids.

Our results suggest that a CIC component may actually exist in sarcoma cells
and that SOX2 could be an important regulator of CIC in this tumour setting.

The role of aromatase and epidermal growth factor receptor
in non-small cell lung cancer

I. Kritikou®, E. Giannopoulou®, A. Koutras', K. Dimitropoulos', H. Kalofonos'.
"University of Patras, Department of Medicine, Patras — Rio, Greece

Background: Targeted therapy provides an exciting project for treatment of
non small cell lung cancer (NSCLC). Aromatase catalyses the final step
of estrogen synthesis in several tissues including lung. EGFR signaling is
implicated in cell proliferation and metastasis. Cross-talking between these
pathways has been reported. The aim of this study is to evaluate the antitumour
effect of the combined inhibition of aromatase and EGFR.

Material and Methods: /n vitro experiments were performed on H23, H358
and A549 NSCLC cell lines. Exemestane and erlotinib were applied. Cell
proliferation was measured by MTT assay and cell death was detected using
annexin V/propidium iodide assay. Cell migration was determined by boyden
chamber assay. pEGFR status was estimated using an appropriate ELISA kit
and EGFR location was detected by immunofluorescence assay using confocal
microscopy.

Results: Exemestane and erlotinib, either alone or in combination, inhibited
cell proliferation, through an increase in cell apoptosis. However, the combi-
nation of the agents had a synergistic effect only on H23 cell lines. The tested

agents and their combination inhibited the migration of H23 cells. Exemestane
inhibited H358 cell migration whereas erlotinib reversed this effect. No change
was found on cell migration of A549. Further, pPEGFR levels were increased by
exemestane in H23 cells and decreased in A549 cells. These experiments are
in progress for H358 cells. Moreover, it was found that EGFR translocated in
mitochondria after exemestane application in H23 cells while erlotinib reversed
this effect. These experiments are ongoing for H358 and A549 cells.
Conclusions: Although each agent alone exerted an antitumour effect on the
proliferation of all cell lines, their combination had a synergistic effect on H23
cells. Exemestane activated EGFR pathway in H23 cell line suggesting the
treatment of these cells should include an anti-EGFR agent.

Isolation and functional characterization of cancer ctem
cell-derived exosomes
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Cancer stem cells (CSCs) represent a small subpopulation of highly malignant
tumour cells within the mass of solid tumours. CSCs are thought to be
responsible for tumour initiation, growth and distant spread. Here we describe
the isolation and functional characterization of lung cancer stem cell (LCSC)-
derived exosomes. Exosomes are microvesicles of endosomal origin, which
are secreted by various cell types. However, the biological significance of
exosome secretion by tumour cells and the presence of exosomes in malignant
effusions is not entirely clear yet.

We cultivated LCSC lines isolated from different histotypes of primary lung
tumours including adenocarcinoma, squamous cell carcinoma and large-cell
carcinoma, in a defined serum-free medium. These conditions allow for the
propagation of undifferentiated, CD133-positive stem cell-like cells in spheroid
cultures. Here we describe the isolation procedure to obtain exosomal particles
from the supernatant of these cultures. The isolated exosomes were analysed
for the expression of a number of exosomal proteins such as tetraspanins
(CD9 and CD81) and transferrin receptor (CD71) by western blot analysis. In
addition, we were able to demonstrate that exosomes derived from LCSCs
induce migration of several lung cancer cell lines, such as A549 and NCI-
H460. Moreover, we found that LCSC-derived microvesicles enhanced the
matrix metalloproteinase (MMP) activity of stimulated target cells. Since MMP
expression is induced by Wnt signaling, we investigated the presence of Wnt
proteins in our exosomal preparations. We found that exosomes obtained from
different LCSC lines contained a considerable amount of Wnt3a protein.

The presence of Wnt proteins suggest a tumour enhancing property of
LCSC exosomes, which confer an enhanced migration and proliferative
potential of target cells. A better knowledge of the exosomal-cellular mode
of communication could lay the basis for the development of diagnostic and
therapeutic anti-cancer strategies.
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The microenvironment of solid tumours is exposed to hypoxic conditions which
lead to the activation of Hypoxia-Inducible Factor 1 (HIF1), a key transcription
factor involved in cellular adaptation to changes in oxygen level. HIF1 plays a
critical role in various cellular and physiological events, inducing the expression
of several transcriptional targets such as Lysyl Oxidase (LOX). LOX is an
amine oxidase that catalyzes crosslinking of fibrillar collagens and elastin in
the extracellular matrix. Furthermore, LOX expression in tumour cells lines
correlates with tumour progression and metastatic potential.

Using three different human colorectal carcinoma cell lines, LOX was stably
overexpressed or knocked down by lentiviral transduction. In these models,
we pointed out that besides HIF 1-dependant regulation of LOX, LOX can also
act on the HIF1 pathway under hypoxic conditions. Indeed, LOX enzymatic
activity up-regulates HIF 1a protein synthesis, and this action is mediated by the
PI3K/AKT pathway. Thus, these results emphasize the existence of a mutual
regulation between two main actors of tumoural progression: HIF-1a and LOX.
To further determine the implication of both proteins in tumour progression,
we generated human colorectal carcinoma cell lines modulating LOX and/or
HIF1a expression. Our results show that LOX enzymatic activity increase cell
proliferation and clonogenic potential in vitro and this role is partly dependant
of HIF 1a. Subcutaneous inoculation into the flank of Balb/c nude mice strongly
reinforced these datas. Indeed, the tumours resulting from LOX overexpressing
Hct116 cells were notably larger. HIF-1a silencing in LOX overexpressing cells
strongly but not fully reduced the tumour development due to LOX forced
expression. It suggests that LOX and HIF-1a act in synergy to favor tumour
formation.



