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Figure S1: (A) TRPC1 mRNA expression evaluated by qPCR 48, 72 and 96 hours after transfection with siCTRL and siTRPC1 in
PANC-1 lines (n = 3-4). Materials and methods for qPCR are described below. (B) TRPC1 protein expression evaluated 72 hours after
transfection with siCTRL and siTRPC1 in PANC-1 lines (n =5). (B) TRPC1 protein expression evaluated 9 days after transfection with
siCTRL and siTRPC1 in PANC-1 spheroids (n = 3). *, ** and *** indicate p <0.05, 0.01 and 0.001, respectively.
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Figure S2: (A) Percentage of dead cells analysed by the Trypan Blue Assay after 24, 48, 72 and 96 h after transfection with siCTRL
and siTRPC1 in PANC-1 cells, respectively (n = 4). (B) Quantification of Annexin-5 analysis of cells in apoptosis 72 h after
transfection with siCTRL and siTRPC1 in PANC-1 cells (n = 3). Methods and materials for Annexin-5 analysis are described below.
(C) Quantification of Annexin-5 analysis of cells necrotic cells 72 h after transfection with siCTRL and siTRPC1 in PANC-1 cells (n =

3). Methods and materials for Annexin-5 analysis are described below. ). * indicate p < 0.05 and ns indicate non-significant.
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Figure S3: Westernblot analysis of different cell cycle regulating proteins 72 h after transfection with siCTRL and siTRPC1 in PANC-

1 cells (n= 3-4, no significance was found).

Supplemental Materials and Methods

Quantitative Real-Time PCR (qRT-PCR)

Total RNA was extracted with the Trizol reagent (Sigma, Saint-Quentin-Fallavier,
France) method as previously described [60]. RNA concentration and purity were
determined using a spectrophotometer (NanoDrop 2000, Wilmington, NC, USA). 2 ug of
RNA was converted into cDNA with the MultiScribe™ Reverse Transcriptase kit
(Applied Biosystems, Carlsbad, CA, USA). Real-time PCR was performed on a
LightCycler 480 System (Roche, Basel, Switzerland) using SYBR Green I PCR master mix
(Life Science, Roche, Basel, Switzerland), and sense and antisense PCR primers specific
to TRPC1 (forward 5’ GAGGTGATGGCGCTGAAGG-3" and reverse 5'-
GCACGCCAGCAAGAAAAGC-3) and B2M (forward
5'GTCTTTCAGCAAGGACTGGTC3 and reverse CAAATGCGGCATCTTCAAACCST').
TRPC1 mRNA expression was normalized to B2M, used as housekeeping gene, and
compared to the control sample, using the Pfaffl method [62].

FACS analysis of annexin V and propidium iodide staining

To evaluate the percentage of apoptotic and necrotic cells, we detected
phosphatidylserine residues at the outer plasma membrane by the FITC Annexin V
Apoptosis Detection Kit I (BD Biosciences Pharmingen, Le Pont-de-Claix, France). 5 x 105
transfected PANC-1 cells were seeded, and collected after 72 h. Both detached and
adherent cells were collected by trypsinization. Then the cells were pelleted, washed
twice with ice-cold PBS and resuspended in 1x binding buffer (BD Biosciences
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Pharmingen). Following the PE Annexin V Apoptosis Detection Kit staining protocol,
we added FITC Annexin V and propidium iodide to the cell pellets and incubated them
at 25°C in the dark for 15 min. Binding buffer was then added to each tube and samples
were directly analysed by the flow cytometer (Accuri®) in order to determine the
percentage of apoptotic cells.
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