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Table S1 Yeast strains used in this study.

Strain Genotype Description
X2180-1A, MATa SUC2 mal Wild type strain
WT
mel gal CUPI
prolAcar2A prol::hphNT1 car2::natNT2 Proline auxotrophic strain
prol::hphNT1  car2::natNT2 Proline auxotrophic strain with CANI
prolAcar2AcanlA
canl ::kanMX4 deletion
prolAcar2AcanlAmet3  prol::hphNT1  car2::natNT2 Proline auxotrophic strain with CANI
OP301G canl :-kanMX4 met30”35'¢ deletion and MET30 mutation

prol Acar2Amet3073%1¢

prol::hphNTI1  car2::natNT2

Proline auxotrophic strain with MET30

met30P3616G mutation
canlA canl ::kanMX4 CANI deletion
met30P3¢1C met30P3616 MET30 mutation
canlAmet30P3%16¢ canl::kanMX4 met30°361C CANI deletion and MET30 mutation




Table S2 Oligo DNA used in this study.

Name

Sequence (5° = 37)

Description

gRNA- MET30 Fw

gRNA-MET30 Rv

MET30 A1082G

dsDNA Fw

MET30 A1082G

dsDNA Rv

SUL1 qPCR Fw
SUL1 qPCR Rv
ACT1 gPCR Fw

ACT1 gPCR Rv

CGGGTGGCGAATGGGACTTTCGGTTATGTA

GTTCCAAACAGTTTTAGAGCTAGAAATAGC

GCTATTTCTAGCTCTAAAACTGTTTGGAAC

TACATAACCGAAAGTCCCATTCGCCACCCG

CGTCAAGACATTATATTTTGACGATAGAAA

GCTGATTACGGGCTCGCTCGG

CAAGACGATTCGTGTTTGGAACTACATAAC

CGGTGAATGCATTTCCACGT

ACGTGGAAATGCATTCACCGGTTATGTAGT

TCCAAACACGAATCGTCTTGC

CGAGCGAGCCCGTAATCAGCTTTCTATCGT

CAAAATATAATGTCTTGACG

GGGTCATTTTCCAGATCTGCTT

CGCCAGTGAATACCCCAGAA

CACCAACTGGGACGATATGGA

GGCAACTCTCAATTCGTTGTAGAA

For introduction of
met30”*%'¢ mutation by

CRISPR/Cas9 system

For gPCR
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Figure S1 Regulation of Met4 activity by SCF-Met30. Under normal conditions, Met30 binds
to the transcription factor Met4, which is involved in sulfur metabolism, ubiquitinating it and
thereby suppressing the transcriptional activity of Met4. Conversely, when activation of the
sulfur metabolism pathway, such as during sulfur depletion, is necessary, the SCF complex
dissociates, leading to deubiquitination of Met4 and rapid transcription of downstream genes

controlled by Met4.



Asp361Gly

1 184 228 295 l 590 640
352 361 370
S. cerevisiae DRKLITGSIDKTIRVWNYI
S. kluyveri DQKLITGSIDKTIRVWNYQ
S. bayanus DRKLITGSIDKTIRVWNYI
S. paradoxus DRKLITGSIDKTIRVWNYI
S. pombe QCKLISGSMDKTIRIWNYR
C. glabrata DOQKLITGSIDKTIRVWNYI
C. albicans NQKLISGGIDISTIKVWNYH
K. lactis DOKMITASIDKTIRVWNYI
A. gossypii DOQKLITGSIDKTIRVWNYV
D. hansenii SQKLITGGIDISTIKVWNYH

Figure S2 Features of Met30. Upper panel shows multiple domains and a site of amino acid
change (Asp361Gly) within Met30 in strains Mutant-1 and Mutant-2. Met30 comprises an F-
box-1 domain, which serves as the binding site with the scaffold protein Skp1 of the SCF E3
ubiquitin ligase complex, and a WD40 repeat domain that directly interacts with substrates.
Lower panel indicates the sequence alignment of the Met30 proteins from Saccharomyces
cerevisiae (S. cerevisiae), Saccharomyces kluyveri (S. kluyveri), Saccharomyces bayanus (S.
bayanus), Saccharomyces paradoxus (S. paradoxus), Schizosaccharomyces pombe (S. pombe),
Candida glabrata (C. glabrata), Candida albicans (C. albicans), Kluyveromyces lactis (K.
lactis), Ashbya gossypii (A. gossypii), and Debaryomyces hansenii (D. hansenii). Residues are

numbered according to the S. cerevisiae Met30 and Asp361 is highlighted in a black box.



