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Supplementary Table 1. Plasmids and siRNAs used in this study

Plasmids:

APEX?2 72558, pTRC-APEX2, Addgene

CSE 114777419, GPCF, DKFZ

ETHE 194472089, GPCF, DKFZ

pMD2.G 12259, Addgene

SiRNAs:

CSE 003481, ON-TARGETplus, SMARTpool, Horizon Discovery
ETHE1 012508, ON-TARGETplus, SMARTpool, Horizon Discovery
SOQR 008271, ON-TARGETplus, SMARTpool, Horizon Discovery
MST 010119, ON-TARGETplus, SMARTpool, Horizon Discovery

Supplementary Table 2. MS/MS transition list for per/polysulfides

Metabolite MBB ' Parent ion | Fragment ion
derivative (M+H") (M+H")

CSSsC - 273,0032 | 122,0274
GSSSG - 645,1313 | 387,0471
GSSSSG | - 677,1034 | 372,0139
H2S Bim-S-Bim 415,1435 | 193,0971
H2S2 Bim-SS-Bim | 447,1155 | 192,0893
GSH Bim-SG 498,1653 | 225,0693
GSSH Bim-SSG 530,1374 | 192,0893
GSSSH Bim-SSSG 562,1095 | 192,0891
Cys Bim-Cys 312,1013 | 192,089

CysSH

Bim-SCys 344,0733 192,089
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Supplementary Figure 1. FACS gating strategy
Gating of the live cell population is indicated.
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Supplementary Figure 2. MS-based detection of isotopically labeled GSSSSG.

The reaction scheme on top explains the generation of doubly-labeled GS3*S34SSG
from singly-labeled GS**SSG. GS34SSG is reduced to GS3*SH, which then reacts

with a radical to form GS34S- . The perthiyl radical self-recombines to generate
GS3S34SSG. Mass spectra of unlabeled GSSSSG (left panels) and doubly-labeled
GS34S34SSG (right panels) formed in the reaction of ferric cytochrome ¢ with GSSH
and GS®*SH, respectively. Negative (upper panels) and positive ion mode (lower

panels).



Supplementary Note 1. LC/MS-based characterization of synthesized CSSSC

Cysteine trisulfide (CSSSC)

HPLC chromatogram
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