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Figure S1. Cells can consume oleate when either Mdh3 or Mdh2 contains a PTS1 signal. Left – 

Serial dilution growth assay on glucose, oleate and ethanol (EtOH). Right - A scheme of the protein 

localization as observed microscopically. Only when the PTS1 domain of Mdh3 was exposed (N’ 

GFP tag, GFP-Mdh3), Mdh3 and Mdh2 were localized to peroxisomes and cells could grow on 

oleate. When an enhanced PTS1 (ePTS1) was added to Mdh2 (Mdh3-GFP; Mdh2-mCherry-

ePTS1), the two enzymes were localized to peroxisomes and cells could consume oleate. However, 

the ePTS1 strain had a growth defect when grown on EtOH indicating that adding the ePTS1 to 

Mdh2 reduced its amount in the cytosol and is not any more available for the glyoxylate cycle that 

takes place in the cytosol upon growth on EtOH. The reduced growth ability on oleate implies that a 

cytosolic fraction of Mdh2 is also required for NAD+ recycling during β oxidation of fatty acids. In 

the ∆  mdh2 and ∆  mdh3 strains, Pex3 was C’ tagged with mCherry to enable peroxisome 

visualization. 
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Figure S2. Mdh2 piggybacking on Mdh3 is not supported by the Pex7 targeting 

machinery. (A)"GFP-Mdh2 Δmdh3 strain was transformed with a centromeric (CEN) plasmid 

coding for"mCherry-tagged Mdh3 (mCherry-Mdh3), the same protein but with its PTS1 deleted and a 

PTS2 added on its N’ (PTS2-mCherry-Mdh3ΔSKL), or the same protein mutated at its enzymatic 

active site (mCherry-Mdh3-H187A). While targeting of PTS2-mCherry-Mdh3ΔSKL was inefficient 

and only a small fraction of Mdh3 localized to peroxisomes, we could see that even when Mdh3 was 

targeted properly, Mdh2 could not be detected in puncta in this strain implying that the piggybacking 

is specific to Pex5 targeting. (B) Percentage of Cherry-Mdh3 puncta that co-localized to Mdh2-

GFP puncta in cells expressing different Mdh3 plasmids (as indicated above). Data represent 

average percentage from two repeats, 200 puncta per strain in total. 
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Supplementary Tables

Table S2. List of yeast strains used in this study

Table S4. List of primers used in this study

Table S1. List of yeast strains included in the peroxisome deletion library 

Click here to Download Table S1

Click here to Download Table S2

Table S3. List of plasmids used in this study 

Click here to Download Table S3

Click here to Download Table S4
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