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Supplemental Figure 1. Analysis of the specificity of Orail and STIM1 antibodies.

(a) NG115-401L cells were transfected either with shOrail or scramble plasmid. 48 h
later cells were lysed and whole cell lysates were subjected to Western blotting using
the anti-Orail (aa 288-301 (Sigma)) antibody or the anti-Orail (aa 22-40 (Abcam))
antibody, as indicated. Membranes were reprobed with anti-f3 actin antibody for protein
loading control. (b) NG115-401L cells transfected with STIM1 overexpression plasmid
or empty vector. 48 h later cells were lysed and whole cell lysates were subjected to
Western blotting with anti-STIM1 antibody (BD Transduction Laboratories).
Membranes were reprobed with anti-p actin antibody for protein loading control. The
panels show results from one experiment representative of 3 others. Molecular masses
indicated on the right were determined using molecular-mass markers run in the same

gel.
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Supplemental Figure 2. SARAF interacts with the C-terminus of Orail.

(a) NG115-401L cells were transfected either with anti-Orail antibody directed towards
the sequence 288-301 (aOrai1CT (Sigma, Madrid, Spain)), with anti-Orail antibody
directed towards 18 aminoacids located in the N-terminus (aOrai1NT, Prosci (Fort
Collins, CO, USA)) or non-specific rabbit IgG (rlgG). Six hours later cells were lysed
and whole cell lysates were immunoprecipitated with protein A-agarose in the absence
of further antibodies and probed by Western blotting using the aOrai1CT (aa 288-301)
antibody 1:200 in TBST. Membranes were reprobed with anti-f actin antibody for
protein loading control. (b) cells transfected with rigG, aOrai1CT or aOrai1NT. Six
hours later cells were lysed and whole cell lysates were immunoprecipitated with
aOrai1CT antibody. Immunoprecipitates were subjected to 10% SDS-PAGE and
subsequent Western blotting with a specific anti-SARAF antibody. Membranes were
reprobed with the immunoprecipitating antibody for protein loading control. The panels
show results from one experiment representative of 3 others. Molecular masses
indicated on the right were determined using molecular-mass markers run in the same
gel. (c) The bar graph represents the quantification of SARAF-Orail association.
Results are recorded as arbitrary optical density units, expressed as mean + S.E.M.
and presented as percentage of the interaction observed in cells transfected with rabbit
IgG. *** represents p < 0.001 as compared to cells transfected with rabbit IgG or
aOrailNT.



