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Figure S1 The opposite effects exerted by FoxO3a on migration, invasion and colony formation of ERa+ and ERa-
cancer cells is not tissue specific. Double sets of ERa+ (ER+) breast cancer cells (ZR75) and endometrial cancer cells
(Ishikawa), and of ERa- (ER-) breast cancer cells (MDA-MB-468) and cervical cancer cells (HelLa) were transiently
transfected with F3a, F3aAAA or pcDNA3 as described in Materials and Methods. Following 24h of starvation, one of
each double set of cells was harvested and subjected to Migration (B), invasion (C1 and C2) or soft agar assays (D1
and D2), adding 100nM E2 where indicated. Migrated cells were counted after 24h (ZR72 and Ishikawa) or 16h (MDA-
MB-468 and Hela) of incubation. Invading cells were counterstained with DAPI after 48h (MDA-MB-468 and Hela) or
72h (ZR75, Ishikawa) of incubation (C2), and evaluated by Imagel) software (C1). In soft agar assays, colonies formed
after 14 days from plating were photographed at 4x magnification (D1), exposed to MTT and counted under the
microscope (D2). The second of each set of cells was used to evaluate transfections efficiency by WB analysis on total
protein extract; GAPDH was used as a loading control (A). Results are the meanzs.d. of at least three independent
experiments. *, P< 0.01 vs untreated; ®, P < 0.01 vs pcDNA3; 4, P <0.01 vs F3a.
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Figure S2 FoxO3a induces Cav-1 expression in ERa+ cancer cells. Double sets of ZR75 and Ishikawa cells were
transiently transfected with F3a, F3aAAA or pcDNA3, as described in Materials and Methods. Five hours after
transfection, cells were starved for 24h and then treated or not with 100nM E2 for additional 24h. Total proteins (A
and C) and RNA (B and D) were extracted and subjected to WB and RT-PCR analysis respectively, to assess FoxO3a and
Cav-1 expression. GAPDH was used as loading control in WB analysis. In RT-PCR assays each sample was normalized to
its 18S rRNA content. Results are the meanzs.d. of at least three independent experiments. *, P < 0.01 vs untreated;
®, P <0.01 vs pcDNA3; 4, P <0.01 vs corresponding F3a.
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