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Figure S1 The binding of the EWI2/PGRL cytoplasmic domain to sphingolipids

The peptide with the EWI2/PGRL cytoplasmic domain sequence and the positive control were overlaid on the Sphingo strip following the manufacturer’s protocol, as described in the Materials and
methods section of the main text. Because the peptide was labelled with biotin at the N-terminus, the PIP strips were blotted with HRP-conjugated avidin and the bindings were visualized with
chemiluminescence. The names of lipids on the left indicate the corresponding position of these lipids in the Sphingo strip. All lipids immobilized on the strip were at the same molar concentrations.
The positive control for the Sphingo strip was Chloral toxin B subunit.

Figure S2 The role of the acidic moiety of PIPs in the binding to the
EWI2/PGRL cytoplasmic domain

The EWI2/PGRL peptide–PIP overlay assay was performed as described above, with or without
Ins4P in the solution.
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