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Supplemental figure legends 
 

Figure S1. Strong overexpression of RDI1 is lethal. 

(A) Overexpression of RDI1 from a multi-copy plasmid under control of the endogenous 

promoter does not affect cell growth. Serial dilutions (1:10) of the indicated strains were 

spotted on YPD and SC-Leu plates and grown for 2 days at 30°C. 

(B) Overexpression of RDI1 placed under control of the GAL1 promoter has no effect on cell 

growth. Serial dilutions of the indicated strains were spotted on a YPD and a YP plate 

containing 3% raffinose and 2% galactose and were grown for 2 days at 30°C. 

(C) Strong overexpression of RDI1 is lethal. Serial dilutions of cells carrying either GAL1-

RDI1 on a 2μm plasmid (pKT10-GAL-RDI1) or the empty plasmid (pKT10-GAL) were 

spotted on either YPD or SC-Ura plates containing 3% raffinose and 2% galactose and were 

grown for 2 days at 30°C. 

(D) Cells overexpressing RDI1 do not form a bud. Wild type cells carrying either GAL1-RDI1 

on a 2μm plasmid (pKT10-GAL-RDI1) or the empty plasmid (pKT10-GAL) were grown in 

SC-Ura medium with 3% raffinose. Galactose was added to induce expression of RDI1. At 

the indicated time points cells were fixed with formaldehyde and the number of unbudded 

cells was determined. At least 100 cells were analyzed at each time point, and the data 

represent the average of three independent experiments. 

(E) Strong overexpression  of RDI1 results in the depolarization of the actin cytoskeleton. 

Cells were treated as in (D). 6 hours after induction with galactose, cells were fixed with 

formaldehyde and stained with rhodamine-phalloidin to visualize the actin cytoskeleton. 

 

Figure S2. Rdi1 binds to Cdc42, Rho1 and Rho4.  

Co-precipitation of Rdi1 with Cdc42, Rho1 and Rho4. Rdi1-3HA cells carrying constructs 

encoding GST-RHO gene fusions placed under control of the GAL1 promoter were grown in 

selective medium in the presence of 3% raffinose. Overexpression of RHO GTPases was 

induced for 3 hours by addition of 2% galactose. Subsequently cells were lysed and 

precipitated with glutathione sepharose beads. Eluted proteins were analyzed by 

immunoblotting with anti-GST and anti-HA antibodies.   

 

Figure S3. Fractionation of Rho GTPases. 

Cells expressing 3HA-tagged Rho proteins were lysed and separated by centrifugation at 

100,000 × g to obtain the soluble supernatant and membrane pellet fractions. To compare both 

 1



fractions with each other, the pellets were resuspended in the same volume as the supernatants 

and same volumes were analyzed by Western blotting with antibodies against the HA epitope. 

The results shown in this figure are representative of two independent experiments. 

 

Figure S4. CLA4 overexpression and deletion, respectively, do not affect the amount of 

cytosolic Rho4.  

(A) Cells expressing 3HA-RHO4 carrying either GAL1-myc-CLA4 on a plasmid or the empty 

plasmid, respectively, were induced for 120 minutes. Cells were lysed and equal amounts of 

protein extract were separated by centrifugation at 100,000 × g. 3HA-Rho4 was detected by 

immunoblotting using antibodies against the HA epitope. 

(B) Exponentially growing 3HA-RHO4 cells of the wild type and Δcla4 background were 

lysed, fractionated by centrifugation at 100,000 × g and analyzed by immunoblotting. 

 

Figure S5. Rho4 degradation does not depend on the ubiquitin ligase Rsp5. 

Cells expressing 3HA-RHO4 in the wild type and rsp5-1 background, respectively, carrying 

either GAL1-RDI1 on a plasmid (pKT10-GAL-RDI1) or the empty plasmid (pKT10-GAL) 

were grown at the permissive temperature of 23°C. Cells were then either kept at 23°C or 

shifted to 37°C for 2 hours. At the same time galactose was added to induce RDI1 expression. 

Equal amounts of protein were analyzed by SDS-PAGE followed by immunoblotting. Note, 

that at both, 23°C and 37°C, Rho4 degradation is less efficient than at 30°C (e.g. Fig. 5A). 
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