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Supplemental Figure S1. Triplicate, independent chambers of wild-type SF-1 HEK cells stained
with anti-FLAG antibodies. HEK cells bearing a stable, tetracycline (Tet) inducible wild type SF-1
were stained for A. Replicate 1 B. Replicate 2 or C. Replicate 3 with DAPI (left) and a-FLAG
antibodies and IF images collected. Scale bar represents 125um, images were collected at 40X
with identical settings, all images had brightness increased by 50%. These data confirm SF-1 is
expressed in the nucleus of these cells, as observed in previous publications.
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Supplemental Figure S2. Triplicates of independent chambers of wild-type SF-1 HEK cells stained
with PI(4,5)P2 antibodies. HEK cells bearing a stable, tetracycline (tet) inducible wild type SF-1 were
stained for A. Replicate 1 B. Replicate 2 or C. Replicate 3 with DAPI (left) and a-PIP2 (middle) and IF
images collected. Scale bar represents 125um, images were collected at 40X with identical settings.
All images had brightness increased by 50%, DAPI (blue) and anti-PIP2 (red) image color was
desaturated in the non-merged images.
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Supplemental Figure S3. Triplicates of independent chambers of wild-type SF-1 HEK cells stained with
PIP3 antibodies. HEK cells bearing a stable, tetracycline (Tet) inducible wild type SF-1 were stained for
A. Replicate 1 B. Replicate 2 or C. Replicate 3 with DAPI (left, blue) and a-PIP3 (middle, green) and IF
images collected. Scale bar represents 125um, images were collected at 40X with identical settings. All

images had brightness increased by 50%, DAPI (blue) and anti-PIP3 (green) image color was
desaturated in the non-merged images.
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Supplemental Figure S4. Triplicate images of independent chambers of pocket mutant SF-1
(A270W, L345F) HEK cells stained with PIP2 antibodies. HEK cells bearing a stable, tetracycline (Tet)
inducible pocket mutant SF-1 (A270W, L345F) stained for A. Replicate 1 B. Replicate 2 or C.
Replicate 3 with DAPI (left) and a-PIP2 (middle) and IF images collected. Scale bar represents
125um, images were collected at 40X with identical settings. All images had brightness increased

identically by 70% so that low levels of PIP2 antibody staining could be visualized, DAPI (blue) and
anti-PIP2 (red) image color was desaturated in the non-merged images.
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Supplemental Figure S5. Triplicate merged IF
images (DAPI (blue) merged with PIP2-
antibody (red)) to directly compare PIP2-
antibody staining between wild type SF-1 (WT,
on left of each panel) vs. pocket mutant SF-1
(PM, A270W, L345F, on right of each panel).
These triplicates are identical to those in
Supplemental Figure S1 and Supplemental
Figure S3, except with image brightness
increased identically by 60% for all images and
placed side by side for direct comparison.
Scale bar represents 125um, images were
acquired at 40X under identical settings.



