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Supplementary Results

1. Supplementary tables

Table S1: Primer

sequences used for Se-hGPxuac fusion proteins cloning.

Primers

Squences 5'—3’

hGPx1-BamHI-F

hGPx1 UAG—linker—R

hGPx1yag-long linker-R

linker-SOD3-72P-F

SOD3-72P-HindIII-R

SOD3-72P-BamHI-F
hGPx4-EcoRI-F

hGPX4U Ag—linker—R

hGPx4yac-long linker-R

CGCGGATCCGATGTGTGCTGCTC
GAGCCACCTCCGCCTGAACCGCCTCCACCGGCACAGCT
GGGCCCTTG
CCGCCTGAACCGCCTCCACCAGATCCACCGCCAC
CGGAGGCACAGCTGGGCCCTTG
CGGAGGTGGCTCAGGCGGTGGCGGCTCACACGTTCA
CCAGTTCG

CCCAAGCTTTTAGTCTTCACCAGC
CGGGATCCCACGTTCACCAGTTCG

CCGGAATTCGATGTGTGCTGCTC
GAGCCACCTCCGCCTGAACCGCCTCCACCGAAATAGTGG

GGCA
CCGCCTGAACCGCCTCCACCAGATCCACCGCCAC

CGGAGAAATAGTGGGGCA

Gene accession number used in this study shown below: GPx1: NM_000581; GPx4:
NM 001367832; SOD3: NM_003102.

Table S2: Primer sequences used for Se-hGPx4yac fusion protein mutation.

Primers

Squences 5°'—3’

GPx4-C2S-Ndel-F

GPx4-C10S-Ndel-F

GPx4-C37S-F
GPx4-C37S-R
GPx4-C66S-F

GPx4-C66S-R

GGGAATTCCATATGTCGGCGTCC
GGGAATTCCATATGTGCGCGTCCCGGGACGACTGGCGCTCGG

CGCGCTCC
GGCTTCGTGTCGATCGTCACC

GGTGACGATCGACACGAAGCC
ACGCTGAGTCGGGTTTGCGG

CCGCAAACCCGACTCAGCGT




GPx4-C75S-F
GPx4-C75S-R
GPx4-C107S-F

GPx4-C107S-R
GPx4-C148S-F

GPx4-C148S-R

CCTTCCCGTCGAACCAGTT
AACTGGTTCGACGGGAAGG
CAGCAAGATCTCGGTGAACGGGG

CCCCGTTCACCGAGATCTTGCTG
CGACAAGAACGGCTCGGTGGTGAAGCGCT

AGCGCTTCACCACCGAGCCGTTCTTGTCG

Table S3: Thiol content of Se-hGPx4yac / Se-hGPx4yag-L3-SOD3-72P and

mutants
Cys residues reacting Se- Se-hGPx4yac- C10S C37S
with DTNB hGPx4yag  L3-SOD3-72P
Theoretical 7 8 7 7
Detected 7.4+0.2 2.78+0.3 1.840.32 2.9+0.29




2. Supplementary Figures
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Figure. S1. SDS-PAGE analysis of SOD3-72P protein.
M: Marker; 1: reduced SOD3-72P;2: non-reduced SOD3-72P.
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Figure. S2. (A)(C) [E]o/Vo versus 1/[tBuOOH] (mM™) at [GSH]=1 mM (square), 2
mM (circle), 3 mM(triangle), 5 mM (down triangle). (B)(D) [E]o/Vo versus 1/[GSH]
(mM) at [tBuOOH]=50uM (square), 100 pM (circle), 200 uM (triangle), 300 uM
(down triangle).
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