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aggressiveness and progression
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Pulmonary neuroendocrine tumors (PN1s) comprise different neoplasms, ranging from low grade carcinoids to the highly malignant small cell lung cancers (1). Several studies identified

cytoskeleton protein Filamin A (FLNA) as determinant in cancer progression and metastasis (2-4). FLNA 1s a widely expressed cytoskeleton protein that acts as scaffolding molecule and is
involved In different cellular events, including angiogenesis (3, 6). It has been found an interaction with Rapl, a small GTPase implicated in cell motility, and Filamin2 in microvascular smooth
muscle (7), suggesting a possible role of Filamin A in mediating Rap1 effects. To date, the role of FLNA in PNTs aggressiveness and progression is still unknown.

In order to address this question, we evaluated FLNA expression in different PNTs, we studied the role of FLNA in cell proliferation, colony formation, angiogenesis, cell adhesion and migration
in PNT cell line (H727 cells) and primary cultures and we focused on the possible interaction between FLLNA and Rap1l GTPase, implicated in the regulation of cell mobility.
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Silencing: Short interfering RNA (SiRNA) were purchased from
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VEGF detected using anti-Rapl Western Blot Analysis: All samples were separated on SDS-PAGE,
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against FLNA (AbNova), GAPDH (Ambion), Cyclin D1 (Millipore),
Rapl (Millipore), Vinculin (Cell signalling), VEGF (Abcam). The
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A) The graph shows that FLNA knock down reduces the amount of H727 cells
in colony formation assay. Rapresentative images show the reduction of colony
formation in FLLNA silenced cells respect to C-siRNA cells.

Values represent mean +SD ***=p<0.001 vs corresponding basal.

B) The graph shows quantification of VEGF expression normalized to GAPDH.
Experiments were repeated at least 3 ftimes **P<0.01 vs C- siRNA.
Representative immunoblot of VEGF demonstrates that FLNA silencing reduces
VEGF expression in H727 cells.

NIH ImagelJ software.

Colony formation: H727 cells were transfected with FLNA siRNA
and C- siRNA, after 72h cells were counted and plated in 96 wells for
colorimetric quantification and 24 wells for colonies images. The
number of colonies was evaluated after 7 days.

Immunofluorescence: H727 cells were seeded in 24 well plates with
sterile glass coverslips and transfected with control or FLNA
siRNA. After 72 h, cells were fixed with 4% PFA and stained with
Rap1 or FLNA antibody.

Cell adhesion assay: H727 cells transfected with C-siRNA or FLNA
siRNA alone or together with Rapl siRNA were plated onto a
collagen type IV-coated 48-well plate for 90 min at 37°C, as by
manufacturer’s protocol (Cell Biolabs INC).

Cell migration assay: H727 cells transfected with C-siRNA or FLNA
and cell migration decrease via Rapl siRNA alone or together with Rapl siRNA were plated in
polycarbonate membrane plate (Cell biolabs INC) and placed into
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