Supplemental Figure Legends:

Figure-S1: Background fluorescence of NO550. The probe (75 µM) was added to the same growth media (EBM2/EGM2) used to culture HMVECs in this study in the absence of cells. Background fluorescence was followed over time and images are shown at A) 2 hours and B) 4 hours following addition of the probe. 

Figure-S2: Detection of NO by fluorescence microscopy in: A) neonatal foreskin (BJ) fibroblasts; B) adult dermal (HUF) fibroblasts; C) mESC-derived ECs (ESC-ECs; 10X mag) and D) hiPSC-derived ECs (iPSC-ECs; 10X mag).    mESC = mouse embryonic stem cells.   hiPSC = human induced pluripotent stem cells.       ECs = endothelial cells.

Figure-S3: Fluorescence microscopy assessing the production of NO in induced pluripotent stem cell (iPSCs). NO550 probe was used at a final concentration of 75 µM for 1 hour. [Color only on the web].
Figure-S4: RT-PCR and Western analyses demonstrating the expression of endothelial NOS (eNOS) in primary HMVECs, hiPSCs and hiPSC-ECs.

Figure-S5: Treatment of HMVECs with an iNOS inducer and NO scavenger: A) TNF-α (10 ng/mL for 18 hours) and B) TNF-α + PTIO. NO550 was used at 75 µM final concentration.

Figure-S6: Cytotoxicity study by: A) LDH Assay and B) automated cell counting following exposure of cells (HMVECs) to NO probe or DMSO vehicle for 4 hours.  Exposure to lysis buffer was used as positive cytotoxic control. Data expressed as Whiskers: Min-to-Max. LDH= lactate dehydrogenase.

Figure-S7: Assessment of overall cellular distribution of NO550.  HMVECs were loaded with NO550 (75 µM) and the nuclei (blue) were stained with Hoechst 33342. The two images were merged using the QCapturePro software.  [Color only on the web]. 

Figure-S8: Cellular distribution of A) NO550 and B) AZO550. Cells (HMVECs) were loaded with NO550 (75 µM) or AZO550 (20 µM) for 2 hours and were imaged under the same settings including the excitation/emission spectra of 488/519 nm.

