SUPPLEMENTARY METHODS

Cell lines and reagents

Human Embryonic Kidney 293 cells (HEK293) were transduced using lentivectors carrying
SK3 channels cDNA to generate HEK293-SK3" and were grown as previously described (12,
13). Human melanoma 518A2 cell line was transduced using lentivectors carrying shSK3 to
generate 518A2-SK3" cells or a non-targeting sShRNA to generate 518A2-SK3" cells and cells
were maintained in culture as previously described (12). Apamin (specific SKCa blocker),
Ca®" ionophore A23187 and Orail inhibitor 2APB were purchased from Sigma-Aldrich.
Calpain inhibitor Z-LLY-FMK were purchased from Promokine (Heidelberg, Germany). 1-O-
hexadecyl-2-O-methyl-sn-glycero-3-lactose named Ohmline was synthetized as previously

described (13).



MDA-MB-435s cells were fixed and
permeabilized by methanol. The immunolabelled samples were examined using an Olympus
IX71 epifluorescence microscope (Olympus, Tokyo, Japan) and confocal images were

acquired by means of Confocal Laser Scanning Microscopy (CLSM) using an Olympus

confocal system (confocal FV-1000 station).



Western blot experiments

The antibodies used were the following : rabbit anti-Orail (H-46, Santa Cruz Biotech.,
dilution 1/500), rabbit anti-Stiml (GOK, ProScience, dilution 1/500), mouse anti-Hsc70
(sc7298, Santa Cruz Biotech., dilution 1/3000), rabbit anti-SK3 (P0608, Sigma-Aldrich,
dilution 1/250), mouse anti-luciferase (mAb21, Invitrogen, dilution 1/2000), mouse anti-talin
(clone 8d4, Sigma-Aldrich, dilution 1/2000), rabbit anti-caveolin (D46G3, Cell Signaling

Tech, dilution 1/200), goat anti-B-adaptin (sc 6425, Santa Cruz Biotech., dilution 1/1000) and
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horseradish peroxidase conjugated anti-rabbit, anti-goat or anti-mouse (Jackson Immuno-

Research Laboratories).

Luciferase assay in vitro

Luciferase activity in cell culture was measured by chemiluminescence using the Bright-Glo
luciferase assay system (Promega). Briefly, cells were seed in 96-wells plate and lysed 24 h
later with the reagent containing all the components required for starting the
chemiluminescent reaction. Lysates were transferred in white 96-well plates and photo
emission was quantitated using a luminometer (Berthold, Centro LB960). Three independent

experiments were each performed in triplicate.

FACS analysis

Briefly, 5.10° cells were washed with cold PBS then incubated for 20 min with 100 pL of
Cytofix/Cytoperm™Fixation/Permeabilization Kit (BD Biosciences). Cells were incubated
with a mouse anti-luciferase antibody (1:100; Invitrogen) for 1 h at 4°C, washed, then
incubated with an anti-mouse coupled to R-phycoerythin (BD Biosciences) for 45 min at 4°C.
Fluorescence was analysed using an Epics XL-MCL flow cytometer (Beckman-Coulter).

MDA-MB-435s wild-type were used as negative control.

RT-qPCR



eyeles of 107 sec at 951 °C. 130 see at 607 °Clland 2075ee at 72°C] The experiments were

performed in triplicate, the amplifications were analysed with the LC480 software and the
mRNA expression of target genes was normalized using the mRNA level of HRPT-1.
Amplifications were performed using the sequences of primers used: STIM1: forward 5’
GCGGGAGGGTACTGAG 3’ and reverse 5° TCCATGTCATCCACGTCGTCA 3°, for
Orail: forward 5° AGGTGATGAGCCTCAACGAG 3° and reverse 5’
CTGATCATGAGCGCAAACAG 3, for HPRT-1 : Forward 5
CGAGCAAGACGTTCAGTCCT 3’ and reverse 5> TGACCTGATTTATTTTGCATACC 3’

(Sigma Aldrich).



Short hairpin RNA interference and RNA interference assays

To establish stable pools of MDA-MB-435s with Orail knockdown, we used a short hairpin
RNAs (shRNAs) targeting human Orail or control shRNA cloned onto the pRS vector .Cells
were transfected with either pRS-shControl (TR30012, Origene Inc) or pRS-shOrail
(TR301009, Origen Inc) using Lipofectamine 2000 (Invitrogen), and selected by 1 mg/mL
puromycin during 3 weeks. Results indicated that shRNA targeting Orail exerted inhibition of
protein expression without affecting the cell viability.

Cells were transfected using Lipofectamine RNAi max (Invitrogen) with 20 nM of siRNA for
48 h. The siRNA sequences directed against Orail were purchased from Santa Cruz
Biotechnologies (sc-76589). For Control siRNA we used the following sequences:
5’CUGUAUCGAAUGUUAUGAGCCI[AT][dT]3’ and 5’GCUCAUAACAUUCGAUACAG

[dT] [dT] 3’ (Invitrogen).






