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Figure S1. Expression of HyPer, HyPer7 and roGFP2-Tpx1.C169S in fission yeast. Wild-type
strain HM123 was transformed with plasmids p605, p728 and p407.C169S to express HyPer,
HyPer7 and roGFP2-Tpx1.C169S, respectively. Oxidation of the reporter was estimated as

described in Figure 1. Data from three biological replicates with error bars (S.D.) are shown.
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Figure S2 (a, b) Strains HM123 (WT), AD88 (Apgr1), SG154 (Atrx1), SB469 (Agrx1), SG152
(Atrr1), and MC184 (Atrx3), transformed with plasmid p728 expressing cytosolic HyPer7, were
treated or not with H202 and oxidation of the reporters was estimated as described in Figure 1.
Data from three biological replicates with error bars (S.D.) are shown. (c) Scheme depicting the
role of the glutathione system as the electron donor in roGFP2-Tpx1.C169S recycling. (d)
Strain EP160 (Actt1) transformed with plasmid p728 expressing cytosolic HyPer7 was treated or
not with H202 and oxidation of the reporter was estimated as described in Figure 1. Data from

three biological replicates with error bars (S.D.) are shown.
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Figure S3. (a) Strain HM123 (WT) transformed with plasmid p730 expressing MTS HyPer7
targeted to the mitochondrial matrix was treated or not with H202 and oxidation of the reporter
was estimated as described in Figure 1. (b) Strain PN513 (WT) transformed with plasmids
p730 and p790 expressing MTS-HyPer7 and MTS-Ctt1, respectively, in the mitochondrial matrix
was treated and analyzed as in Figure 1. Data from three biological replicates with error bars

(S.D.) are shown.
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Figure S4. The levels of basal oxidation, OxDo, of HyPer7 and MTS-Hyper7 are very similar in
cells lacking Tpx1. Strain SG5 (Afpx1) transformed with p728 (a) or p730 (b) encoding HyPer7
or MTS-HyPer7, respectively, was grown and analyzed as in Figure 1. Data from three

biological replicates with error bars (S.D.) are shown.
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Figure S5. The indicated concentrations of H202 or ANT were directly added to MM cultures of
strains HM123 + p728 (WT + HyPer7) (a), SG5 + p728 (Atpx1+ HyPer7) (b), and HM123 + p730
(WT + MTS-HyPer7) (c), and HM123 + p407.C169S (WT + roGFP2-Tpx1.C169S) (d ,e) and
oxidation of the reporters was estimated as described in Figure 1; oxidations upon ANT
treatments are represented with solid (10 yM ANT) or dashed (5 uM ANT) black lines. Data

from three (a, b, c,) or two (d, e) biological replicates with error bars (S.D.) are shown.



Table S1. Strains used in this study

Strain Genotype Origin

972 h- [1

HM123 h- leu1-32 Lab Stock
AD88 h+ pgr1::natMX6 leu1-32 [2]

SG154 h- trx1::kanMX6 leu1-32 This work
SB469 h- grx1::kanMX®6 leu1-32 This work
MC184 h+ trx3::natMX6 leu1-32 This work
SG152 h+ trr1::ura4 ura4-D18 leu1-32 This work
EP160 h- ctt1::ura4 ura4-D18 leu1-32 2]

PN513 h- ura4-D18 leu1-32 Paul Nurse lab
SG5 h+ tpx1::natMX6 leu1-32 [3]

MJ2 h- trx1::kanMX6 ura4-D18 leu1-32 [4]

JA366 h+ leu1-32 Lab Stock
IC38 h- grx1::kanMX6 [3]

NG24 h- caf4+::ura4+ ura4-D18 [5]

666 h+ ura4D-18 leu1-32 ade6-M210 Bioneer colection
SG265 h+ trx1::kanMX®6, trx3:.natMX6 This work
SGS257 h- trx3::natMX6 [4]

MJ15 h+ trx1::kanMX6 [4]
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