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Table of content: 

SI Figure 1 Uncropped Western blots from Main Figures. (a) Western blot of Extended 

Figure 1a from cytoplasmic fractionation experiment for RNA-sequencing. The cytoplasmic 

protein Zwf1 is present in the total cell lysate and in the cytoplasmic fraction. The nuclear Yra1 

and the nucleolar Nop1 are only present in the total cell lysate and absent in the cytoplasmic 

fraction. (b) Same blot as in (a) but with longer exposure time. (c) Western blot of Extended 

Figure 4b from cytoplasmic fractionation experiment in wild type cells with and without 

asPHO85 expression. The cytoplasmic protein Zwf1 is present in the total cell lysate and in the 

cytoplasmic fraction. The nucleolar Nop1 is only present in the total cell lysate and absent in 

the cytoplasmic fraction. (d) Same blot as in (c) but with longer exposure time. 

 

SI Figure 2 Uncropped Western blots and J2 dot-blot from Main Figures. (a) J2 dot-blot 

of Figure 2d showing dsRNA amounts of Wild type, Wild type treated with cycloheximide, 

nmd3-2 and rpl10(G161D) cells. (b) Western blot of Figure 2f showing Protein levels of Pho85-

GFP and Hem15 as negative control in PHO85-GFP strain after asPHO85 induction at 

indicated time points. (c) Same Western blot as in (b) but with lower exposure time and 

overlayed ladder. (d) Western blot of Extended Figure 6e showing Rps2-GFP pulldown of RIP 

experiments in mex67-5 cells. Aco1 serves as negative control. (e) Image of membrane (c) with 

external light to capture the ladder. 

 

SI Figure 3 Uncropped EMSAs from Main Figures. (a) EMSA of Figure 2g showing shift 

of ssRNA after addition of recombinant Mex67-Mtr2. (b) EMSA of Figure 2h showing shift of 

dsRNA after addition of recombinant Mex67-Mtr2. (c) EMSA of Figure 2i showing competing 

Mex67-Mtr2 prebound CY5 labeled ssRNA to FAM labeled dsRNA. (d) EMSA of Figure 2j 

showing competing Mex67-Mtr2 prebound FAM labeled dsRNA to CY5 labeled ssRNA. 

 



 

 

SI Figure 4 Uncropped EMSAs from Main Figures. (a) EMSA of Extended Figure 7f 

showing FAM labeled and HD-Green stained RNAs. (b) EMSA of Extended Figure 6f showing 

CY5 labeled RNAs. (a) Merge image of (a) and (b). (d) EMSA of Figure Extended 6g showing 

competing Mex67-Mtr2 prebound FAM labeled ssRNA to CY5 labeled dsRNA. (e) EMSA of 

Extended Figure 7h showing competing Mex67-Mtr2 prebound CY5 labeled dsRNA to FAM 

labeled ssRNA. 

 

SI Figure 5 Uncropped Western blots and J2 dot-blot from Main Figures. (a) J2 dot-blot 

of Extended Figure 8c showing dsRNA amounts of Wild type set2∆ cells. (b) Western blot of 

Extended Figure 8f from cytoplasmic fractionation experiment of Wild type and set2∆ cells. 

The cytoplasmic protein Zwf1 is present in the total cell lysate and in the cytoplasmic fraction. 

The nucleolar Nop1 is only present in the total cell lysate and absent in the cytoplasmic fraction. 

(c) J2 dot-blot of Extended Figure 8h showing dsRNA amounts of Wild type cells with and 

without RNaseIII treatment. (d) J2 dot-blot of Extended Figure 8n showing dsRNA amounts of 

rpl10(G161D) cells grown at 25°C and 37°C with and without expression of RNAseIII-NES. 

 

SI Figure 6 Uncropped Western blots and J2 dot-blot from Main Figures. (a) J2 dot-blot 

of Figure 4d showing dsRNA amounts of Wild type, dbp2∆ and mtr4(G667D) cells. (b) Western 

blot of Figure 4e showing Dbp2 coprecipitation after J2-IP with an without RNaseIII treatment. 

Grx4 serves as a negative control. (c) Western blot of Extended Figure 9f from cytoplasmic 

fractionation experiment of Wild type and dbp2∆ cells either expressing asPHO85 or not. The 

cytoplasmic protein Zwf1 is present in the total cell lysate and in the cytoplasmic fraction. The 

nucleolar Nop1 is only present in the total cell lysate and absent in the cytoplasmic fraction. (d) 

Image of membrane (c) with external light to capture the ladder. 
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