SUPPLEMENTAL MATERIALSAND METHODS

Generation of stable cell lines by lentiviral infection.

Lentiviruses were produced by transfection witheEféne reagent of 1§ vector
plasmid (pRRLSIN.cPPT.PGK-GFP.WPRE or PLKO) togethigh 15ug packaging
(PCMVdRS8.74) and g envelope (pMD2.G) plasmids in 293T cells, acaaydp
Trono's lab protocol (http://tronolab.epfl.ch). $upatant was harvested 48h post-
transfection, filtered with 0.32n filters, diluted 1:2 with fresh media and usedhfect

2x10@ cells in 6-well plates, in presence qfggml Polybrene (Sigma-Aldrich).

Analysis of cdl circularity, proliferation, migration and adhesion.

Cell circularity was quantified using the Shapetbafin(area)/(perimetef), where a
value of 1 indicates a perfect circular perimetet decreasing values indicate more
elongated perimeters.

For proliferation assays, 2x‘16ells/well were plated in 12-well plates in coniple
medium and analyzed at days 0,1, 2, 3,4 and 5 agtdication of crystal violet staining
at 590nm wavelength.

For the wound healing assay,’t@lls were seeded in 24-well plates containingaiie
inserts that create a 50@ thick wall between two chambers (Culture-InsdrtiBidi).

The cells were grown to confluency, serum staree@#ih, and the inserts removed. The
cells were rinsed with PBS, placed in complete medtid photographed at the indicated
times. The area covered by migrated cells was [zbuliusing ImageJ software. For
transwell migration assay, 2x16ells were seeded in serum-free media in the upper

chamber of transwells with 8 pore size membrane (24-well format, Costar, Gayni



Incorporated) and complete media in the lower chexm®Bells migrating to the lower
side of the membrane were fixed and quantifiedriggtal violet staining. For
transendothelial migration assays> HUVEC cells were seeded in complete medium in
the upper chamber of transwell inserts withu(pore size membrane (24-well format,
Costar, Corning Incorporated) coated by fibroneatifiig/cnt, and grown till

confluency. 1®melanoma cells were then seeded on top of the HUMB®@olayer in
HUVEC's complete medium. Cells reaching the lovide ®f the membrane were fixed
and quantified by crystal violet staining at 24h.

For gelatin zymography, equal number of cells veereded, grown to 80% confluence
and serum starved for 16h. The media was colleantelcht the moment of media
collection the cells were counted to confirm anagqumber. The conditioned mediawas
centrifuged to remove cellular debris, normalizedhte cell number, and run on 10%
acrylamide/bisacrylamide gel containing 0.1% (wje)atin. The gel was then incubated
in 2.5% Triton X-100 for 30 minutes at room tempera (RT), rinsed in distilled water
and incubated at 37°C in 50mM Tris pH 7.8, 200mMCN&mM CacCl2 for 16 hours
before staining with Coomassie blue R-250 to evalgelatinase activity.

To assay adhesion, 5¥1¢€ells/well were seeded ontad/ml collagen | or 1f@g/ml
fibronectin (both from Sigma-Aldrich) pre-coated-@&ll plates, for 15 and 30 minutes
at 37°C. These were washed with PBS, and the adthegts quantified by crystal violet

staining.

Analysis of cdll survival and drug treatment response.
Cells were plated at equal density on plates tleewncoated (for starvation analyses)

or pre-coated with 12mg/ml Poly(2-hydroxyethyl neattylate) (Sigma Aldrich) in 95%



ethanol (for anoikis assays) and maintained inmeree medium for 72h. The cells were
assayed by western blot analysis for cleaved P&RB/psinized and stained with
AnnexinV-APC (BD Biosciences) for FACS analysistdl@apoptotic cells were
measured by gating for AnnexinV-positive cells gsstnFACSCalibur system.

For drug treatment assays, PLX4720 (Selleck) wssotired in DMSO and used at the
indicated concentrations. For growth inhibition esiments, 3x1bcells were plated in 6-
well plates and treated with PLX4720 for 18 dayedra with fresh drug was replaced
every other day. Resistant populations were der@xgubsing MA2 cell variants (CTL
and BMI1) to different concentration of PLX472052-3 and pM). Drug was replaced
every other day and cells were considered resiaféert two months. For low seeding
assays, 500 cells were plated in 10cm plates altared for 10 days in complete

medium. In both cases, the surviving cells werentjtiad by crystal violet staining.

Real time PCR.

RNA was isolated and purified using TRIZdkeagent and RNAeasy, and reverse-
transcribed using SuperScript 11l reverse transase (Invitrogen). Real-time PCR
reactions were performed with SYBR Green (Appliedsistems) on the StepOnePlus™
Real-Time PCR System (Applied Biosystemsing primers listed in Table 3. At least
three independent biological samples were analyzed. Relative mRNA levels were

normalized to 18S rRNA expression.

Preparation and western blot analysis of cytoplasmic and nuclear extracts.
Total cell lysates were prepared in RIPA buffed0.SDS, 1% Sodium Deoxycholate,
1% IGEPAL, 25mM TrisHCI at pH 7.6, 150mM Sodium Gtitle, 5% 2-

mercaptoethanol, bromophenol blue). Nuclear andptgsmic fractions were prepared



by suspending harvested cells in hypotonic bufiét 7.9, 10mM HEPES, 0.2mM
EDTA, 0.2mM EGTA, 1mM DTT, plus protease inhibitam ice for 10 min. Triton-
X100 was added to the final concentration of O.&étls were vortexed 15 seconds and
centrifuged at 4000 rpm at 4°C for 5 minutes. Tiygesnatants, containing the
cytoplasmic fractions, were removed and the petktaspended in RIPA buffer with 1%
SDS. These samples were boiled for 10 minutescated and centrifuged at 12000 rpm
for 10 minutes and the supernatants, containingtiocgear fractions, recovered. The
whole cell, nuclear and cytoplasmic cell extracesenquantified by BCA Protein Assay
(Thermo Scientific) and equal amounts separate8d$-PAGE and transferred to
nitrocellulose membranes. The membranes were bdloick&8% BSA Tris-buffered saline
(TBS)-Tween buffer (137mM NaCl, 20mM Tris/HCI, pk670.3% Tween-20) for 1 h at
RT, and incubated with primary (overnight at 4°@3rt secondary (1 h at RT) antibodies
in 1% BSA TBS—Tween buffer, washed and the sigwialsalized by enhanced
chemiluminescence (Pierce ECL Western Blotting 8abte Thermo Scientific). Primary
antibodies were used from: Millipore to detect BM@b-637); BD Bioscences to detect
B-Catenin (610154), Fibronectin (610077) and HSFXA®418); Life Technologies to
detect GAPDH (AM4300), Roche to detect GFP (1180844d) and Cell Signaling to
detect: TGBR1 (3712), PDGFR (3174), PDGFR (3169), Phospho-PKp (9375),
PKCua (2056), PKG (2058), PKE (9368), PKCu (2052), AKT (4691), AKT1 (2938),
AKT2 (3063), Phospho AKT (4058), Phospho-GSK{9323), GSK-B (12456), PTEN
(9559), EGFR (2232), Phospho-c-Jun (9261), c-Ju659 Activep-Catenin (8814),

PARP (9542), Cleaved PARP(Asp214) (mouse spect#9human specific 9541),



Phospho ERK1/2 (4370), Phospho MEK (9154), SMADZ3®, SMAD3 (9523),

SNAIL (3879), , Vinculin (4650) and Lamin A/C (2082

I mmunohistochemistry.

Ki67 and S100 immunohistochemistry was performetth wicitric acid unmasking
protocol as described (Hilgendorf et al. 2013)d&di were blocked for 1 h at RT in 2%
normal horse serum (Ki67) or 10% goat serum (SkDEBS. Ki67 (1:50; BD
Biosciences, 550609) and S100 (1:400; Thermo St®RB-044-A0) antibodies were
used in 0.15% Triton/PBS overnight at 4°C. Secopdatibodies (Vector Laboratories)
were used at 1:200 in the relevant blocking butied detected using a DAB substrate
kit (Vector Laboratories), with haematoxylin courstaining. When needed a melanin

bleaching step was performed after antigen retrigtamose et al. 2011).
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