Supporting information figure S1. Miettinen and Bjorklund.
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Supporting information figure S2.
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Supporting information figure S3. Miettinen and Bjorklund.
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Supporting information figure S4. Miettinen and Bjorklund.
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Supporting information figure S5. Miettinen and Bjorklund.
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Supporting information figure S6. Miettinen and Bjorklund.
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SUPPORTING INFORMATION FIGURE LEGENDS

Supplementary Figure 1. Identification of mouse NQO2 binding to thioacetaminophen
column. (a) Coverage of mass spectrometry identified peptides (red) in mouse NQO2. (b)
Proteins present in the ~30 kDa gel fragment were analysed by mass spectrometry and label-
free quantification of top 20 identified proteins eluted from thioacetaminophen and control
columns are shown. Exponentially modified protein abundance index (emPAIl score) was
used for quantification.

Supplementary Figure 2. Structures of known NQO2 substrate and inhibitors and structures
of acetaminophen analogs used. See Table S1 for data on analogs.

Supplementary Figure 3. Electronic absorption spectroscopy of NQO2 (final concentration
approximately 2.5 mg/ml) with 0.5 mM acetaminophen regioisomers and DMSO (top).
Difference spectrums in comparison to DMSO are shown on the bottom.

Supplementary Figure 4. (a) NQO?2 inhibition assay with 10 mM APAP and AMAP or 100
MM quercetin. (b) NQOL in vitro inhibition assay. NQO1 was incubated in the presence of
compounds at the concentrations indicated and NQO1 activity measured with a colorimetric
assay. Dicoumarol is a known NQOL inhibitor. (¢) NQO2 co-substrate assay. NQO2 activity
is shown in the presence of control (DMSO) or APAP (10 mM) with or without the co-
substrate NMEH (0.5 mM). (d) NQOL1 substrate assay. Substrate activities of menadione
(25uM), APAP (2.5mM), AMAP (2.5mM) and control (DMSO) are shown. All substrate
activities were abolished by addition of dicoumarol (10uM). (e) Potential contaminations of
degradation products do not explain the NQO2 substrate activity of acetaminophen. NQO2
activities of menadione (250uM), 4-benzoquinone (1 mM), 4-hydroquinone (1 mM) and
control (DMSO) are shown. (N = 3 in all panels).

Supplementary Figure 5. NQO2 Western blot of human skeletal muscle tissue lysate.

Supplementary Figure 6. NQO2 inhibition results in modest protection from acetaminophen
toxicity. (a) Cellular membrane integrity (left) and cell counts (right) after NQO2 RNAI.
HeLa cells were treated with control or NQO2 siRNA for 48h followed by 10h treatment
with vehicle (DMSQO) or APAP (10mM). (b) Cellular membrane integrity (left) and cell
counts (right) after chemical inhibition of NQO2. HelLa cells were treated with control
(DMSO0), quercetin (10uM), resveratrol (10puM) or imatinib (20uM) for 1h followed by 10h
treatment with vehicle (DMSO) or APAP (10mM). Data is normalised to each control for
clarity and Pl-stain intensity was also normalised to average cell size (N = 3 in all panels).
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