
Figure S1 Raw-data examples for monitoring the HAC1 mRNA splicing. 
The ire1Δ cells KMY1516 carrying the IRE1 gene (WT) or its mutants (on plasmid 
pRS313-IRE1 or its mutants) were stressed by the indicated stimuli, and total RNA 
samples were subjected to RT-PCR to amplify the HAC1 products (HAC1u (u) and 
HAC1i (i)), which were then fractionated by 2% agarose-gel electrophoresis and 
visualized by EtBr staining. 
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Figure S2 ire1Δ cells do not exhibit splicing of the HAC1 mRNA. 
The ire1Δ cells KMY1516 were stressed by the indicated stimuli, and total RNA 
samples were subjected to RT-PCR to amplify the HAC1 products (HAC1u (u) and 
HAC1i (i)), which were then fractionated by 2% agarose-gel electrophoresis and 
visualized by EtBr staining. 
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Figure S3 HAC1 mRNA splicing induced by gene deletions. 
Total RNA samples obtained from the strains employed in Figure 8 were analyzed by 
RT-PCR to evaluate splicing efficiency of the HAC1 mRNA. In A, the RT-PCR 
products were conventionally fractionated by EtBr-containing gels, while in order to 
detect weak HAC1i signal, we employed a fluorescent dye-labeled PCR primer in B. 
Error bars represent the standard deviations from three independent transformants. 
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Figure S4 Activity of wild-type and bZIP-Ire1 carrying the quercetin-non-responding 
mutations. 
The ire1Δ strain KMY1516 transformed with the wild-type IRE1 (A) or the bZIP-Ire1 
(B) plasmid carrying the indicated mutations (pRS313-IRE1 or its derivatives) were 
cultured under non-stress conditions (NS) or stressed by DTT treatment (A; 3mM for 30 
min) or inositol depletion (B; 5 hr) before RT-PCR amplification of the HAC1 products 
from total RNA samples. Error bars represent the standard deviations from three 
independent transformants. 
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