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Figure S3. Mito-Rab3GEP targets to mitochondria and does not disperse melanosomes in melan-

R3GKO cells. (A) melan-R3GKO cells grown in glass-bottomed culture dishes were infected with 

adenoviruses expressing mito-Rab3GEP or GFP, labelled 48 hours later with mito-tracker red to reveal 

the distribution of mitochondria and images alive using a confocal microscope (as described in 

materials and methods). Images show the distribution of mito-Rab3GEP/GFP, mitotracker and the 

extent of their overlap (merge) and the distribution of melanosomes (phase contrast) Scale bar = 

10m. (B-C) melan-R3GKO cells were infected with adenoviruses expressing mito-Rab3GEP or 

Rab3GEP-WT, fixed 48 hours later, imaged using bright-field and epifluorescence optics to reveal the 

distribution of melanosomes in populations of cells and confirm the expression of the Rab3GEP 

proteins (B). The proportion of clustered-type melanocytes was determined for each condition (C). 

Data are from 4 independent experiments each performed in triplicate on different pools of cells. 

Plotted points represent the average percentage of cells with perinuclear clustered melanosomes 

from each experiment (as described in material and methods). **** indicate p=<0.0001, relative to 

Rab27a depleted cells was determined by unpaired student’s t-test.  
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Figure S4. The intrinsic GDP/GTP exchange activity in vitro Rab27a, rather than alternative GEFs, is 

likely to be responsible for the phenotype of dispersed-type melan-R3GKO cells. (A) Purified (His)6-

Rab1a, (His)6-Rab5a and (His)6-Rab27a were incubated with [35S]-GTPγS at 30°C for the indicated time 

periods in the absence of Rab3GEP. [35S]-GTPγS binding was quantified by filter binding assay 

followed by scintillation counting as previously described (Figueiredo et al., 2008). (B-C) melan-R3GKO 

cells were transfected with the indicated siRNA (as described in Materials and methods) and the 

effects of this on mRNA levels (B) melanosome distribution (C) and was investigated. Data are from at 

least 3 independent experiments each performed in triplicate on different pools of cells. Plotted points 

represent the average percentage of cells with perinuclear clustered melanosomes from each 

experiment (as described in material and methods). **** and ** indicate p=<0.0001 and p=<0.01, 

relative to NT siRNA transfected cells was determined by one-way ANOVA. Scale bar = 50m. 
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