Development of Red-B, a Peroxynitrite Probe for robust fluorimetric
analysis under varying physiological pH and oxygen levels
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Figure 1: Red-B synthetic route. The synthesis of Red-Oxl involves three steps. Red-Bl was obtained by the reaction between Red-Oxl and a triflation agent (Table 1), followed by borylation (Table 2). For the obtention of Red-Bll, Red-Oxl| was first methylated and then different reaction
conditions were explored as detailed in Table 3. Red-Oxlll was also synthesized from Red-Oxl| and p-dimethylaminobenzaldehyde. Its subsequent borylation will lead to Red-BlIIl. All the products were characterized by Nuclear Magnetic Resonance (*H y 13C-NMR including two-
dimensional analyses (COSY, HSQC, HMBC), and tandem Mass Spectrometry (ESI-MS/MS).
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Red-Bl was obtained through a five-step synthetic route with
moderate overall yield.
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Scheme 1. Generic reaction between Red-B and peroxynitrite 400 450 500 550

a ) : Wavelength (nm) . . .
i o : : — — - , Red-Oxl was characterized and showed optimal spectroscopic
500 600 500 550 600 et Figure 5: Spectroscopic characterization of Red-Bl. Excitation and emission spectrum of Red-Bl (100 uM) in . 5
A Wavelength (nm) Wavelength (nm) ' sodium phosphate buffer 10mM pH= 7.4. prOpel’tIeS (}\GXC= 511nm; )\em= 538nm ; TF= (tF1=O.29nS (44.25 /O), tF2
Figure 2: Spectroscopic characterization of the fluorophores Red-Oxl and Red-Oxlll. A) Excitation and emission spectrum of Red-Ox! (10uM) and =4.19NS (38 130/0), Tr3=1.3NS (17.630/0)); CD|:= 0.002; €= 67000 M'1.cm'1).
ACknOWIEdgementS Red-OxIIl (15uM) at 25°C in sodium phosphate buffer 10mM pH= 7.4. B) Summary of spectroscopic properties.

Red-Oxlll was also characterized, exhibiting a longer emission
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