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Direct titration curves demonstrated saturation at 50 µmol/L of 4 at 1 µmol/L of BSA with apparent disso-
ciation constant (Kd) value ~10 µmol/L (data not shown). Moreover, increase of fluorescence of 4 at increasing 
concentration of BSA was also detected using excitation both at 460 nm (NBD group-dependent) and 295 nm 
(dependent on TRP and TYR residues) as it is shown in fig. 4.

The results indicate that 4 is a good ligand for BSA which can bind close to Sudlow site I with Kd va-
lue ~10 µmol/L, but quite high in comparison with the reported value for NBD-Bu (~1.2 µmol/L, reciprocal to 
association constant binding constant, Ka = 8.3 ⋅ 105 L/mol) [2].

Fig. 4. Increase of 4 fluorescence at 530 nm (excitation at 460 nm (a) and 295 nm (b),  
depicted by dashed lines) during inverse titration by BSA (2.5–5.0 µmol/L)


