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Supplemental Figures

Supplemental Figure 1: Ric-8 is depleted by dsRNAs directed against the 5°/3° UTR of the gene.
Protein levels were determined by immunoblot with anti-Ric-8 and an antibody to a-tubulin was

used as a loading control.

Supplemental Figure 2: Myc-tagged Cta functions as a proxy for wild-type and constitutively
inactive Cta. (A) Expression of Myc-Cta rescues the ability of cells depleted of endogenous Cta
to respond to Fog. Transfected cells were identified using an anti-Myc antibody. Scale bar= 20
um. (B) Myc-Cta can rescue constriction in response to Fog in the absence of endogenous Cta,
while constitutively inactive Myc-Ctaga cannot. Quantification shows percentage of S2R+ cells
within a population transfected with Myc-Cta or Myc-Ctaga depleted of endogenous Cta able to

contract in response to Fog application (+SEM).

Supplemental Figure 3: Membrane localization of Cta is reduced in the absence of Ric-8. (A)
Myc-Cta localizes to the membrane in cells treated with control dsRNA. (B) Myc-Cta
localization is decreased at the membrane in cells treated with Ric-8 dsRNA. S2 cells were
treated with either control or Ric-8 dsRNA and stained for Myc (green); Membrane=Gap43
cherry expression (magenta). Note the enrichment of Cta in the membrane ruffles, shown in
insets, which is absent in cells treated with Ric-8 RNAi. Enlarged images of boxed areas are

shown in insets. Scale bar = 20 um.

Supplemental Figure 4: Mito-Ric-8-GFP co-localizes with a mitochondrial specific antibody. (A)
S2 cells transfected with Mito-Ric-8-GFP co-localize with an antibody specific to mitochondria
while (B) cells transfected with Ric-8GFP do not. Enlarged images of boxed areas are shown in

insets. Scale bar =20 um.
Supplemental Figure 5: Sequence alignment of Ric-8 across taxa reveals evolutionarily

conserved residues. Residue clusters used for Ric-8 mutational analysis are highlighted in

yellow. The number of the mutant cluster is indicated below its residues.
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Supplemental Figure 6: Location of individual point mutants comprising mutant clusters that
strongly inhibit Ctaga binding are mapped onto a structural model of Ric-8. Note that glutamic

acid-487 is buried within the predicted molecule.

Supplemental Figure 7: Wild-type and constitutively active Cta exhibit differential binding to
Ric-8 cluster mutants as compared to inactive Cta. (A-D) Similarly to Myc-Ctaga, both Myc-Cta
and Myc-Ctagq are deficient in binding Ric-8-GFP cluster mutant 1. However, unlike Myc-
Ctaga, Myc-Cta and Myc-Ctaqy, are capable of binding mutants 9, 10 and 13. (A) S2 Cells were
transfected with GFP, Ric-8-GFP or cluster Ric-8-GFP mutants and wild-type Myc-Cta. IPs were
performed with GFP-binding protein and probed with anti-GFP and anti-Myc. (B) Quantification
of IPs presented in S7A. The pulldown:input ratios were determined using quantitative
densitometry, and normalized to Ric-8-GFP (£SEM; error bars, p<0.05). (C) S2 Cells were
transfected with GFP, Ric-8-GFP or cluster Ric-8-GFP mutants and Myc-Ctaqr.. IPs were
performed with GFP-binding protein and probed with anti-GFP and anti-Myc. (D) Quantification
of IPs presented in S7C. The pulldown:input ratios were determined using quantitative
densitometry, and normalized to Ric-8-GFP (SEM). Dashed lines indicate where two separate

gels have been combined.
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