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Figure S1. HPLC spectrum of TMR-NO-BG
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Figure S2. Spectra of TMR-NO-BG and TMR-NO-SNAP. (a) Absorption spectra of TMR-NO-BG (10
uM in PBS at PH 7.4) TMR-NO-SNAP (10 uM) before and after the addition of NO (200 equiv). (b)
Fluorescence spectra of TMR-NO-BG (0.5 uM in 20 mM HEPES at PH 7.2) excited at 535 nm upon the
addition of NO from 0 to 200 equiv. Inset: the response of fluorescent intensity at 566 nm upon the addition
of NO. (c) Fluorescence spectra of TMR-NO-SNAP (0.5 pM in 20 mM HEPES at PH 7.2) upon the
addition of NO from 0 to 320 equiv. Inset: the response of fluorescent intensity at 564 nm upon the addition

of NO.
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Figure S3. LC-MS spectra of production of TMR-NO-BG with NO.



Figure S4. Fluorescent imaging of nontransfected COS-7 cells labeled with TMR-NO-BG. Cells were
stained with TMR-NO-BG (5 uM) for 30 min (a, b, d) and 60 min (c). (a, b, ¢) Cells were washed with
PBS. Fluorescent imagings were collected before (a) and after (b, ¢) NO solutions (20 equiv) were added.
(d) After the washing step and incubation time (2 h), NO solutions (20 equiv) were added. (Aex, 559 NM; Aem,
575-675 nm).

Figure S5. Colocalization of TMR-NO-BG labeled (5 uM for 45 min) COS-7 cells stable expressed
mitochondrial targeted SNAP-tag. Fluorescent imaging was collected after NO solution (20 equiv) was
added (Aex, 559 NM; Aem, 575-620 nm). MitoTracker Deep Red FM is used for colocalization (0.2 uM for 10
min, Aey, 635 NM; Agm, 655-755 nm).



201 I
18 I_
164
4 T
2] [T
o
m 10+ 3
n g
64
44
24
0 T T T
Nuc. & Cyto Nuc. Mito.

Figure S6. The signal-to-background ratio (SBR) of in different subcellular compartments of COS-7 cells
labeled with TMR-NO-BG. The SBR values were calculated from the average fluorescent intensities of the

labeled cells and background area.

Figure S7. Fluorescence imaging of RAW264.7 cells express diffused SNAP-tag stained with
TMR-NO-BG. NO solution (20 equiv) was added to light on the probe to confirm the location. (Aey, 559
nm; Xem, 575-675 nm).
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Figure S8. SDS-PAGE analysis of TMR-NO-BG labeled cells. Fluorescence (left) and coomassie blue

stained (right) imaging of the same gel.
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