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Figure S1. UV-vis absorption spectra of HSA, HSA-NO and HSA-SNO with Griess
assay and HgCl»
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Figure S2. The average size of [H, PIH and PIH-NO determined by DLS.
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Figure S3. The release of NO with different ultrasound treatment (0.5, 1.0, and
1.5W/cm?) for 3min.
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Figure S4. The stability of PIH-NO in PBS, culture medium, 5% HSA and plasma

Mean diameter (nm)

within 48 h at room temperature.
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Figure SS. The release of IR780 in PIH-NO at PBS (pH=7.4 and 6.0) and plasma within
48 h.
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Figure S6. The increased temperature of PIH-NO (IR780, 40pg/mL) and PBS with US

irradiation time. Data are expressed as means = SD (n = 3).
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Figure S7. The 'O, generation in PIH, PIH-NO and IH with different concentrations

after US treatment (1.0 W/cm?) for 3 min.
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Figure S8. The cellular uptake of PIH-NO after with or without HSA block. The scale

without HSA block with HSA block

bar is 100 um.
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Figure S9. Representative fluorescence confocal images of lysosome and IR780 after

PIH-NO incubated with 4T1 cells for 3 h.
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Figure S10. The cellular uptake and mito-targeted properties of FITC labeled PIH-NO

FITC-PIH-NO

FITC-PH-NO

and PH-NO after incubation with 4T1 cells. The scale bar is 50 um.
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Figure S11. The mean fluorescence intensity of hypoxia in tumor cells after incubation

with saline, PH and PH-NO in hypoxic condition.

e Il -US
= o
g +US b
) T
:'é' 10004
)
Q
c
S **p=0.008
3 5004 I—I
-
o]
=
el N D
0' T T T
Control PIH PIH-NO

Figure S12. Quantification of intracellular NO release by fluorescence microplate in
various treatments. **p <0.01 (PIH-NO with US vs. other treatments and PIH-NO

without US vs. PIH without US).
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Figure S14. The mean fluorescence intensity of ONOO- in tumor cells calculated based

on DHR staining.
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Figure S15. The mean fluorescence intensity of LPO in mitochondria calculated based

on MitoPeDPP staining.
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Figure S16. The percentage of J-monomer and J-aggregates based on JC-1 staining
after various treatments.
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Figure S17. In vivo pharmacokinetic curves of PIH-NO and PIH within 24 h.
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Figure S18. The time-dependent changes of mean fluorescence intensity of IR780 after

intravenous injection into tumor bearing
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Figure S19. Representative fluorescence images of Evans blue in tumor frozen slice.
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The scale bar is 50 um.
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Figure S20. The concentration of Evans blue after different treatments (n = 3).
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Figure S21. The time-dependent changes of mean fluorescence intensity of blood

perfusion determined by doppler flowmeter after intravenous injection into tumor bearing



Figure S22. The photographs of tumor after various treatments at day 14.
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Figure S24. The H&E staining of major organs after intravenous injection of PIH-NO

and saline. The scale bar is 100 um.
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Figure S25. The liver function determined by AST, ALT and ALP after intravenous
injection of PIH-NO and saline
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Figure S26. The kidney function determined by BUN and CREA after intravenous

injection of PIH-NO and saline
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Figure S27. The mean fluorescence intensity of CRT exposure in tumor after various

treatments

10



2000

15004
c _
= 1000

500+

o-—-_-

&,50\ \;o% Q‘\{o \a\{g Q}xo \{9
c}‘) (\0 AN Q\ Q\ ‘\

o &

Figure S28. The mean fluorescence intensity of HMGB-1 staining in tumor after

various treatments
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Figure S29. Representative immunofluorescence images of IFN-y of tumor slices after

DAPI

various treatments. The scale bar is 200pm.

Table S1. Pharmacokinetic parameters of IR780 in mice plasma after intravenous

injection with PIH and PIH-NO.

Group t1/2(h) AUC(mg/L*h) MRT(h) Cmax (mg/L)
PIH 9.26+0.62 217.02+£10.12 9.94+0.72 44.19+4.27
PIH-NO 8.79+1.14 232.16+19.37 8.62+0.91 47.63+6.19

The elimination half lifetimes were calculated by DAS 3.2 software (Mathematical

Pharmacology Professional Committee of China, Shanghai, China).
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