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Figure S1. Control experiments showing the specificity of the labeling of HA-tagged ORAI1. (a) Direct interference contrast (DIC) image of Jurkat cells expressing HA-tagged ORAI1 grown on a glass substrate coated with anti-CD3 and anti-LAF1 antibodies (see main text). (b) Fluorescence image of the same cells with the focus of the microscope adjusted at the basal membrane areas. The ORAI1 proteins were labeled with fluorescent quantum dots (QDs) cells via a two-step labeling protocol (see main text). The specificity of the labeling is apparent from the ring-shaped fluorescence patterns at the locations of the cells. (c) DIC image of wt Jurkat expressing only endogenous ORAI1. (d) Fluorescence image of the same cells shown in c. Since the fluorescence signal is absent from the locations of the cells it can be concluded that the labeling protocol did not lead to visible unspecific binding. Note that a spot of fluorescence is visible at a dirt particle. The size of the images was the same.  
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Figure S2. Typical images from control experiments verifying the formation of a mimicked immune synapse in HA-tagged ORAI1 expressing Jurkat cells adhering on antibody coated surfaces (a - f). The first column shows DIC images (a, d, g, j). In the second and third column the corresponding QD-channel fluorescence images are shown, with the focus adjusted to the basal membrane touching the surface (b, e, h, k), respectively 4 – 5 μm higher, showing the cells approximately at mid-level (c, f, i, l). The upper two rows depict cells on antibody-coated surfaces resulting in the presence of fluorescent ring-like structures, verifying the formation of mimicked immune synapse. The negative control is shown in the two lower rows representing cells adhering on poly-L-lysine coated surfaces (no anti-body), exhibiting an ORAI1 distribution that spreads over the entire basal membrane (g - l). All images have the same size.
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Figure S3. Representative DIC (a) and fluorescence images (b, c) from occasionally found damaged cells. The DIC image shows a damaged structure in the middle (black shape). The fluorescence image taken at a mid-size level of the cell (c) shows accumulation of intracellular QDs, a typical sign of damaged plasma membrane. All images have the same size.
