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Supplementary Fig. 2. Expression levels of Zuol and Jjj1 variants in cell lysates. (A-C) Cell extracts were prepared from cultures
of Azuol or Ajjj1 cells expressing the indicated protein, and subjected to immunoblot analysis using antibody specific to either the
Jjj1 C-terminus or to Zuol, as well as antibody specific to Sscl as a loading control. A) Ajjj! cells containing plasmid encoding
WT JJJI or the indicated JJJI mutant; extracts prepared from cultures used for serial dilutions shown in Fig. 1C. B) Azuo! cells
containing plasmid encoding WT JJJI or the indicated JJJI mutant expressed from the GPDI promoter (1); extracts prepared from
cultures used for serial dilutions shown in Fig. 1D. C) Azuol cells containing plasmid encoding WT ZUOI, no insert (—) or the
indicated ZUO! mutant (Zuol indicated by RR—AA ); extracts prepared from cultures used for serial dilutions shown in Fig.
1E.
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Supplementary Table 1. Yeast plasmids used in this study.

Plasmid Description Reference
pRS316 URA3 yeast centromeric vector Sikorski and Hieter, 1989
pRS315 LEU?2 yeast centromeric vector Sikorski and Hieter, 1989
pRS316Zuol PRS316 carrying complete ZUO! gene under control of the native ZUO! promoter Yan, 1998
pRS3167Jjj1 PpRS316 carrying complete JJJI gene under control of the native JJJI promoter Meyer, 2007
pRS316ZuolR247Aa pRS316Zuol with R247 substituted to alanine This study
pRS316ZuolR251Aa pRS316Zuol with R251 substituted to alanine This study
pRS316Jjj1R221Ab pRS316Jjj1 with R221 substituted to alanine This study
pRS316Jjj1R225Ab pRS316Jjj1 with R225 substituted to alanine This study
pRS316ZuolRR>AA pRS316Zuol with R247 and R251 substituted to alanine This study
pRS316JjjIRR>AA pRS316Jjj1 with R221 and R225 substituted to alanine This study
pRS415GPDJjj1 PpRS415 carrying complete JJJI gene under control of the GPD/ promoter Meyer, 2007
pRS415GPDIJjj1R221A PRS415GPDJjj1 with R221 substituted to alanine This study
pRS415GPDIjjIR225A pRS415GPDJjj1 with R225 substituted to alanine This study
pRS3167Jjj1 1-339 PpRS316Jjj1 with residues 340-590 deleted This study
pRS316Jjj1 1-339RR>AA PpRS316Jj1AC with R221 and R225 substituted to alanine This study
pRS415GPDJjj1 1-339 pRS415GPDIJjj1 with residues 340-590 deleted This study
pRS315Jjj1 PpRS315 carrying complete JJJI gene under control of the native JJJI promoter, cloned using BamHI and Xbal ~ This study
sites
pRS315Jjj1 1-339 pRS315Jjj1 with residues 340-590 deleted This study
pRS415CYCJjj1 1-339 PpRS415 carrying JJJI with codons for residues 340-590 deleted, under control of a weak (truncated) CYC/ This study
romoter
pRS415ADHIjj1 1-339 lp?RS415 carrying JJJI with codons for residues 340-590 deleted, under control of the ADHI promoter This study
pRS3167Jjj1 1-362 pRS316Jjj1 with residues 363-590 deleted This study
pRS3167Jjj1 1-389 pRS316Jjj1 with residues 390-590 deleted This study
pRS3167Jjj1 1-550 pRS316Jjj1 with residues 551-590 deleted This study
pRS3161Jjj1-GFP pRS316Jjj1 carrying the GFP gene (4. victoria) cloned into the 3° BamHI site This study
pRS3167Jjj1 1-339-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 340-590 deleted This study
pRS3167Jjj1 1-362-GFP PpRS316Jjj1-GFP with codons for Jjj1 residues 363-590 deleted This study
pRS3167Jjj1 1-389-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 390-590 deleted This study
pRS3167Jjj1 1-550-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 551-590 deleted This study
pRS313RFP-PUS1 PpRS313 (HIS3 yeast centromeric vector) carrying RFP-PUS] fusion gene Han, 2007
pRS317RFP-PUSI RFP-PUSI cloned into pRS317 using Sacl and Sall sites This study

“ These plasmids are representative of other plasmids in Fig. 1B carrying single codon substitutions in ZUOI and were constructed in the same manner, in the same vector.

® These plasmids are representative of other plasmids in Fig. 1C carrying single codon substitutions in JJJ/ and were constructed in the same manner, in the same vector.
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