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SUPPLEMENTARY LEGENDS

Supplementary Figure S1. GAPDH aggregates do not act as mitochondrial trans-S-nitrosylases. A,
GAPDH S-nitrosothiols were determined as described previously (1). * Treatment of soluble
GAPDH with 1 mM S-nitroso-N-acetyl-p.-penicillamine (SNAP) for 30 min was used as a positive
control, according to the above-mentioned report. Data are presented as mean £ S.D (n = 4); **, P <
0.01, relative to soluble GAPDH, Dunnett’s test. B, Mitochondrial trans-S-nitrosylation of GAPDH
aggregates was assessed as previously described (2) with minor modifications. Isolated
mitochondria were incubated with vehicle or GAPDH aggregates for 1 h before mitochondrial
S-nitrosylated proteins were detected with a biotin-switch assay using avidin-HRP.

Supplementary Figure S2. NOC18-induced cell death is not regulated by nuclear translocation of
GAPDH. A, Nuclear translocation of GAPDH in SH-SY5Y cells treated with NOC18 for 48 h as
assessed by western blotting of nuclear fractions. The graph shows the values calculated as the
nuclear GAPDH to H2B band intensity ratio. Data are presented as mean + SD (n = 4); **, P <0.01,
relative to vehicle treatment, Student’s t test. B, GAPDH (green) and DAPI (red)
immunofluorescence. Merged signals are observed in NOC18-treated cells (right panel). Scale bar,
10 um. C, Effect of doxycycline (DOX)-induced overexpression of WT- and C152A-GAPDH on
nuclear translocation of endogenous GAPDH as assessed by western blotting of nuclear fractions.
The total amounts of endogenous (Endo) and exogenous (Exo) nuclear GAPDH were increased by
overexpression of WT-GAPDH, but not C152A-GAPDH. The graph presents the values calculated
as the nuclear GAPDH to H2B band intensity ratio. Data are presented as mean + SD (n = 4); **, P
< 0.01, relative to DOX (-), Student’s t test. D, GAPDH (green) and DAPI (red)
immunofluorescence in SH-SY5Y cells treated with NOC18. Merged signals are augmented in
WT-GAPDH-overexpressing cells. Scale bar, 10 um. E, Effect of treatment with the GAPDH
nuclear translocation inhibitor, deprenyl (Dep, 10 nM), on viability of WT- and
C152A-GAPDH-overexpressing SH-SY5Y cells treated with NOC18 for 48 h. Data are presented
as mean £ S.D (n = 4); **, P < 0.01, relative to DOX (-), Student’s t test.
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