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Figures S1 -S4
Captions for Tables S1 — S4

Caption for Movie S1

Figs. S1to S4

Fig. S1:

Fluo4 (Ca’?) "
3

Untreated SA 0.1 uM

Changes in calcium were studied using Fluo4 (Ca+2) calcium-sensing dye to track
calcium after treatment of SA 0.1 uM for 5 minutes using primary cultures of mouse

embryonic cortical neurons. Both figures represent the same cells.
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Fig. S2:
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The establishment of SNOTRAP for chemical staining of S-nitrosylation signals in
primary neuron culture. A) Primary cultured neuron cells were treated with SNOTRAP-
Cy5 (left 2 columns). To show that SNOTRAP binds specifically to the S-nitrosylated
proteins, negative control samples were prepared with SNO-reducing reagent (ascorbic
acid or UV light) and SNOTRAP-Cy5 (middle 2 columns, as negative control) or Cy5

only (as negative control).
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Fig. S3:

Average fluorescence
intensity
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Untreated 0.1 uM 2 day 0.1 UM 4 day 0.1 uM 6 day D

Percentage of apoptotic
cells

Untreated 0.1 uM 2 day 0.1 uM 4 day 0.1 uM 6 day

The changes in tyrosine nitration (Ntyr) and apoptosis in cultured neurons was measured
following treatment with 0.1 uM SA for 1-6 days. A) The changes of Ntyr were
measured using 3-nitrotyrosine immune staining. Quantitative analysis was conducted
and is shown on the right; B) no significant difference was found. C) Cell apoptosis was
measured using TUNEL assay. Quantitative analysis was conducted and is shown on the
right; D) no significant difference was found. All quantification figures were presented as

mean and + SEM. One Way Anova was conducted.
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Fig. S4:

SA concentration in the cortex
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SA concentration in the cortex in control and 1 ppm SA groups. The multiple reaction
monitoring (MRM) mode of a triple quadrupole mass spectrometer (QqQ MS) was used
to establish a sensitive and selective quantification method. Presented as mean and +
SEM. One tailed t-test was conducted. P<0.005**, control mice (n=5), 1 ppm SA mice

(n=5).
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Captions for Tables S1 to S4

Table S1: Lists of SNO proteins in the different groups following treatment and after
recovery.

Table S2: Gene Ontology analysis of the different groups following treatment and after
recovery. Top 30 significant terms.

Table S3: List of SNO proteins and GO analysis of the 35 proteins that are common
between SA 0.1 ppm and 1 ppm groups.

Table S4: GO analysis of the exclusively proteins following recovery and treatment of
0.1 ppmand 1 ppm.

Caption for Movie S1

Movie S1: using the calcium-sensing dye Fluo-4/AM, it was found that the concentration

of calcium rapidly increased after addition of 0.1 pM SA for 5 seconds.



