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Validation

This study entails in vitro (cell culture) experiments exclusively. No statistical methods were used to predetermine sample sizes. The vast
majority of the experiments were performed a minimum of 3 times with independent samples. The sample size was chosen based on
previously published similar work and commonly adopted standards in the field.

Each batch of the lipid vesicles was tested against a known binding partner, and if it failed to bind this protein we did not proceed with the
experiment using this batch of vesicles. Sometimes this positive control experiment was performed at the same time as the experiment, which
led to exclusion of those data when the positive control failed using the same batch of vesicles.

As described above, at least 3 independent experiments were performed for each type of experiments. When the positive and negative
controls were validated, all the experiments reported in this manuscript were reproducible.

The cells in the experiments were of different passages and various densities, and they were randomly assigned to the transfection of
different plasmids and different repeats of transfection of the same plasmids.

Whereas blinding was not used in data analysis in this study, the vast majority of the experiments were performed without a predicted
outcome and by at least two different researchers in parallel without prior knowledge of each other's results. For single-molecule spot
counting we used computer algorithm based on point spread function for all images, and it did not involve any manual counting.

Anti-GST (B-14) antibody (#sc-138) was obtained from Santa Cruz Biotechnology (Dilution 1:2000). Anti-GFP (# 600-106-215) was
from Rockland Immunochemicals, Inc (Dilution 1:2000). The following antibodies were obtained from Cell Signaling Technology:
pSer473-Akt (9271) (Dilution 1:1000), Akt (9272) (Dilution 1:2000), RhoA (2117)(1:1000), and GAPDH (2118)(1:2000). Peroxidase-
conjugated anti-rabbit IgG (115-036-003) (dilution 1:1000) and anti-mouse IgG (111-036-003)(dilution 1:1000) were obtained from
Jackson Immuno Research Laboratories. HRP Rabbit anti-Goat IgG (H+L), Invitrogen #A27014, (dilution 1:2500).

Some of the primary antibodies were validated in our own lab for specificity, using cell lysates with and without the target protein.
GFP and GST antibodies were validated using recombinant proteins with and without the tag. Akt antibody was validated using cell
lysates expressing a tagged recombinant protein that has a different mobility than the endogenous Akt. Phospho-Akt antibody was
validated with lysates of HEK293 cells starved and stimulated with insulin. GAPDH and RhoA antibodies were validated by the
manfacturer (Cell Signaling Technology).




