Figure S1. Strategy for isolation of myosin Vb tail inhibited
recycling endosome (MIRE) vesicles
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After cells were polarized and expressing myosin Vb-tail, the cells were collected and sheared, followed by organelle differential
fractionation by size. The 100k x g pellet was collected and all membrane-bound structures were then labeled with the lipid dye
DiD. These vesicles were then separated by density centrifugation. Relevant fractions were collected and pooled for further
purification through fluorescence-activated sorting. The proteins in the resulting sorted vesicles were in-gel digested and applied
to a LC MS/MS mass spectrometer to generate tandem mass spectra and subsequently a list of proteins.




