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Supplementary figure 1: Gating strategy for DIOC5(3) accumulation experiment (Fig. 4a) (a) Gating 
strategy identifying main population and doublet discrimination using forward (FSC-A) and side (SSC-A) 
scatter area parameters. Gated populations as indicated by boxed areas (P1, P2, P3). (b) Positive dead-cell 
control (heat-treated yeast) used to establish dead-cell exclusion gate. Dead cells stain strongly for LIVE/DEAD 
fixable dye, have lower TagRFP657 expression due to denaturation of the fluorophore-core and high 
DIOC3(5) staining due disruption of dye export machinery. Final gated population contains relatively little dead 
cells by comparison. (c) Histograms showing distribution of final gated population across TagRFP657 
and DIOC5(3) channels, TagRFP657+/- (P4, P5) populations could be easily identified. (d) Unsupervised 
Gaussian finite mixture modelling predicts the presence of 6 populations based on DIOC5(3) and 
TagRFP657 intensity/cell, of which 4 can be unambiguously identified (coloured, clusters 1, 2, 3 and 5). 
Analysis of covariances reveal that these clusters correspond well with the expected populations in the culture 
(full auxotroph, 1-3 plasmid bearing).
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mclust cluster ID, n = 5448 
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