
Supplemental Figure 3: Protein expression is significantly induced in overexpression 

strains, even for proteins expressed natively at high levels.  To verify overexpression, 

we performed Western blot analysis of 5 proteins spanning native steady-state expression 

levels from 172 to 871,000 copies/cell [1], measuring their native expression levels and 

their levels when expressed on the 2 micron plasmid under control of the inducible GAL1 

promoter. To compare native and GAL1-controlled expression levels, we employed two 

strains for each protein, the GAL1 overexpression strain employed in this study [2], and a 

strain expressing a TAP-tagged version of the protein (which includes the protein A 

domain) under control of the native promoter and in the proper genomic locus [1].  

Strains were cultured as described in Methods except that the medium for TAP strains 

was supplemented with 20ug/ml uracil. Equal numbers of cells (total 2 OD600) for each 

strain were lysed in 50ul sample buffer. 5ul sample was loaded onto SDS-PAGE gel for 

detection of Urn1 and Rfa1 proteins; 10ul sample was loaded for detection of San1 

protein. For high native abundance proteins, protein samples were diluted 10-fold (Arc1) 

or 100-fold (Yef3) and 5ul sample was loaded onto an SDS-PAGE gel. As both the ORF 

overexpression plasmid-encoded protein and the TAP-tagged protein contain protein A 

domains, both could be detected by the PAP antibody (Rockland Immunochemicals, Inc.) 

and luminol (Santa Cruz Biotechnology, Inc.). Protein abundance was quantified with 

ImageJ software. The ratio of protein levels in each TAP strain to the protein levels in the 

corresponding ORF strain was calculated and is shown on the top of each bar. 
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