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Supplementary Fig. 1. Cys106-SO2” within DJ-1 in freshly isolated ATII cells from smokers as detected by
mass spectrometry analysis. Cys106-SO2 was detected in DJ-1 peptide IAAICAGPTALLAHEIG (N=3 lungs).



L]
|

DJ-1, Cys106-S°
| Expected mass: 20172
Observed mass: 20174

DJ-1, Cys106-8S0,
Expected mass: 20220
Observed mass: 20221

S

HL: 2 489+008 S0 36

i
E T, JI- LMLU&[..L@LLLL_M i

C
rDJ-1
R SO, SO,
Cys106 oxDJ-1 23kDa
Cys106 oxDJ-1 15kDa
DJ-1 | 23KkDa

Supplementary Fig. 2. Intact mass spectrometry of recombinant DJ-1 proteins. LC-MS electrospray mass
spectrometry was performed with a Dionex U3000 nano LC system and an ABSCIEX Q-TRAP 4000 mass
spectrometer. A - Cys106-reduced recombinant DJ-1. B - Cys106-SO3s  DJ-1 was prepared as described in the
Materials and Methods section. Data were collected using LC-MS electrospray mass spectrometry with a Dionex
U3000 nano LC system and an ABSCIEX Q-TRAP 4000 mass spectrometer. C - DJ-1 oxidation status was
analyzed by Western blotting using antibody against oxidized DJ-1 (R — reduced, N=3).
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Supplementary Fig. 3. A549 cells with DJ-1 knockout generated using CRISPR-Cas9 strategy. A549 cell
line with DJ-1 knockout was generated as described in Materials and Methods section. The absence of DJ-1
expression was confirmed by Western blotting.
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Supplementary Fig. 4. A549 cell transfection with pmCherry-N1 plasmid. Representative micrographs of the
bright field (BF) and fluorescence (FL; 561 nm, red) channels of control A549 cells and cells transfected with
pmCherry-N1 plasmid for 24h (N=3, magnification 20x).
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Supplementary Fig. 5. A549 cells transfected with DJ-1 plasmids. Cell transfection with plasmids was
confirmed using His-tag antibody by Western blotting. Lane 1 — control A549 cells; lane 2 — cells transfected with
wild type DJ-1 plasmid; lane 3 — cells transfected with C106A DJ-1 mutant construct.
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Supplementary Fig. 6. DJ-1 knockout A549 cell treatment with H202. A549 cells were treated with 1mM
H>0> for 24h. Viability was estimated using Annexin V and PI double staining. Representative flow cytometry
images and relative expression is also shown. N = 3, *** P < 0.001. Data are shown as means + s.e.m.
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Supplementary Fig. 7. ROS generation in A549 cells with DJ-1 knockout. Cells were transfected with WT
DJ-1 plasmid or C106A DJ-1 mutant construct as described in the Materials and Methods section followed by
treatment with 50 uM bleomycin for 2h and analysis using DCF staining by flow cytometry. Quantification is
also shown. N = 3 replicates; *P < 0.05, ** P < 0.01; ***P < 0.001. Data are shown as means £ s.e.m.
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Supplementary Fig. 8. Decreased A549 cell growth with DJ-1 knockout. 4x10* cells per 1.9 cm? were plated
and cultured for 3 days. Representative pictures are shown (N=3 replicates).
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Supplementary Fig. 9. Purity of subcellular fractions obtained from AS549 cells. Subcellular fractions were
isolated from A549 cells as described in the Materials and Methods section. The purity of cytosolic (C),
mitochondrial (M), nuclear (N) and endoplasmic reticulum (ER) fractions was confirmed by Western blotting
(N=3 replicates).



