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Supplementary Fig. 2. Expression levels of Zuo1 and Jjj1 variants in cell lysates.  (A-C) Cell extracts were prepared from cultures 

of ¨]XR� or ¨MMM� cells expressing the indicated protein, and subjected to immunoblot analysis using antibody specific to either the 

Jjj1 C-terminus or to Zuo1, as well as antibody specific to Ssc1 as a loading control.  A)�¨MMM� cells containing plasmid encoding 

WT�---� or the indicated�---� mutant; extracts prepared from cultures used for serial dilutions shown in Fig. 1C.  B)�¨]XR� cells 

containing plasmid encoding WT�---��or the indicated ---� mutant expressed from the *3'��SURPRWHU��Ĺ���H[WUDFWV�SUHSDUHG�IURP�
cultures used for serial dilutions shown in Fig. 1D.  C) ¨]XR��cells containing plasmid encoding WT�=82�, no insert (—) or the 

indicated =82� mutant (Zuo1
R247,251A

�LQGLFDWHG�E\�55ĺ$$����H[WUDFWV�SUHSDUHG�IURP�FXOWXUHV�XVHG�IRU�VHULDO�GLOXWLRQV�VKRZQ�LQ�)LJ��
1E.





Supplementary Fig.4. A,B) Overexpression of Jjj1 variants. A) Lysate from ∆jjj1 cells expressing either wild-type Jjj1, Jjj11-339 or 
Jjj11-339RR-->AA from the ADH1 promoter (pADH) was centriguged through a sucrose gradient to separate ribosomal subunits, monosomes 
and polysomes and fractions were collected. Upper, absorbance at 254 nm plotted versus the relative time of fraction collection (density). 
Lower, fractions were analyzed by immunoblotting using antibodies specific for the N-terminus of Jjj1 and Rpl3. B) ∆jjj1 cells containing 
plasmid encoding WT JJJ1, or the indicated JJJ1 mutant expressed from the ADH1 promoter (pADH), were serially diluted, spotted on 
minimal medium plates, and then incubated at 23°C for 3 days or 30°C for 2 days. C)minimal medium plates, and then incubated at 23°C for 3 days or 30°C for 2 days. C) Analysis of Arx1 localization in jjj1RR-->AA cells. 
∆jjj1 ARX1-GFP cells containing empty vector (---), or expressing Jjj1 or Jjj1RR-->AA from the native promoter, were grown to an OD600 of 
0.5-0.7 at 23°C prior to imaging by fluorescence and differential interference contrast (DIC) microscopy. Representative images show DIC, 
Arx1-GFP localization, localization of a nucleus-specific RFP fusion protein, RFP-Pus1, and an image overlay (merge). 
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Plasmid Description Reference
pRS316 URA3 yeast centromeric vector Sikorski and Hieter, 1989

pRS315 LEU2 yeast centromeric vector Sikorski and Hieter, 1989

pRS316Zuo1 pRS316 carrying complete ZUO1 gene under control of the native ZUO1 promoter Yan, 1998

pRS316Jjj1 pRS316 carrying complete JJJ1 gene under control of the native JJJ1 promoter Meyer, 2007

pRS316Zuo1R247Aa pRS316Zuo1 with R247 substituted to alanine This study

pRS316Zuo1R251Aa pRS316Zuo1 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

pRS316Zuo1RR→AA pRS316Zuo1 with R247 and R251 substituted to alanine This study

pRS316Jjj1RR→AA pRS316Jjj1 with R221 and R225 substituted to alanine This study

pRS415GPDJjj1 pRS415 carrying complete JJJ1 gene under control of the GPD1 promoter Meyer, 2007

pRS415GPDJjj1R221A pRS415GPDJjj1 with R221 substituted to alanine This study

pRS415GPDJjj1R225A pRS415GPDJjj1 with R225 substituted to alanine This study

pRS316Jjj1 1-339 pRS316Jjj1 with residues 340-590 deleted This study

pRS316Jjj1  1-339RR→AA pRS316Jjj1∆C with R221 and R225 substituted to alanine This study

pRS415GPDJjj1 1-339 pRS415GPDJjj1 with residues 340-590 deleted This study

pRS315Jjj1 pRS315 carrying complete JJJ1 gene under control of the native JJJ1 promoter, cloned using BamHI and XbaI 
sites

This study

pRS315Jjj1 1-339 pRS315Jjj1 with residues 340-590 deleted This study

pRS415CYCJjj1 1-339 pRS415 carrying JJJ1 with codons for residues 340-590 deleted, under control of a weak (truncated) CYC1 
promoter

This study

pRS415ADHJjj1 1-339 pRS415 carrying JJJ1 with codons for residues 340-590 deleted, under control of the ADH1 promoter This study

pRS316Jjj1 1-362 pRS316Jjj1 with residues 363-590 deleted This study

pRS316Jjj1 1-389 pRS316Jjj1 with residues 390-590 deleted This study

pRS316Jjj1 1-550 pRS316Jjj1 with residues 551-590 deleted This study

pRS316Jjj1-GFP pRS316Jjj1 carrying the GFP gene (A. victoria) cloned into the 3’ BamHI site This study

pRS316Jjj1 1-339-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 340-590 deleted This study

pRS316Jjj1 1-362-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 363-590 deleted This study

pRS316Jjj1 1-389-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 390-590 deleted This study

pRS316Jjj1 1-550-GFP pRS316Jjj1-GFP with codons for Jjj1 residues 551-590 deleted This study

pRS313RFP-PUS1 pRS313 (HIS3 yeast centromeric vector) carrying RFP-PUS1 fusion gene Han, 2007

pRS317RFP-PUS1 RFP-PUS1 cloned into pRS317 using SacI and SalI sites This study

a These plasmids are representative of other plasmids in Fig. 1B carrying single codon substitutions in ZUO1 and were constructed in the same manner, in the same vector.

b These plasmids are representative of other plasmids in Fig. 1C carrying single codon substitutions in JJJ1 and were constructed in the same manner, in the same vector.
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Supplementary Table 1.  Yeast plasmids used in this study.




