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Table S1. Predicted probabilities of B6-derived hydrazones to inhibit β-adrenergic receptor kinase and to have a cytotoxic 

effect against T-24 bladder carcinoma cell line. 

 

Hydrazone 

derivative 

β-Adrenergic receptor kinase inhibitor Cytotoxicity against 

T-24 bladder carcinoma cell line 

Pa1 Pi2 Pa1 Pi2 

PLP - PRZ 0.962 0.002 0.829 0.003 

PLP – 2FH 0.938 0.003 0.769 0.003 

PLP - INH 0.975 0.001 0.832 0.003 

1Pa: predicted probability to be active. 
2Pi: predicted probability to be inactive. 

 

 

 

Fig. S1 Typical ITC curve of HCl (1 mM) into buffered TRIS (CHCl = 10 mM, CTRIS = 30 mM, [TRIS]/[TRISH+] = 2:1) 

carried out to determine the chemical calibration factor. The cell volume was 0.988 mL and the injection volumes were 

2 μL for the first and 5 μL for subsequent injections; 16 injections at 300 s intervals. The analysis of multiple HCl/TRIS 

titrations allowed to determine a calibration factor (expected/measured heat) of 1.15063. 
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Fig. S2 a) ITC curve of PLP-PRZ 7 mM into BSA 0.15 mM at 25 °C in neutral aqueous solution (pH 7.4, phosphate 

buffer); b) Integrated heat data 
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Fig. S3 a) ITC curve of PLP-INH 6 mM into BSA 0.25 mM at 25 °C in neutral aqueous solution (pH 7.4, phosphate 

buffer); b) Integrated heat data 
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Fig. S4 a) ITC curve of PLP-2FH 6 mM into BSA 0.25 mM at 25 °C in neutral aqueous solution (pH 7.4, phosphate 

buffer); b) Integrated heat data 
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Fig. S5 a) ITC curve of PLP-PRZ 7 mM into HSA 0.15 mM at 25 °C in neutral aqueous solution (pH 7.4, phosphate 

buffer); b) Integrated heat data 
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Fig. S6 ITC curve of PLP-2FH 6 mM into HSA 0.15 mM at 25 °C in neutral aqueous solution (pH 7.4, phosphate 

buffer); b) Integrated heat data 
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Fig. S7 Typical “blank” experiment. Titration of PLP-PRZ 7 mM into phosphate buffer (pH 7.4) 

 

 

Fig. S8 Typical “blank” experiment. Titration of PLP-INH 5.7 mM into phosphate buffer (pH 7.4) 
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Fig. S9 Typical “blank” experiment. Titration of PLP-2FH 6 mM into phosphate buffer (pH 7.4) 

 

 

Fig. S10 Optimized “blank” for PLP-INH. The red line represents the “best” heat to be subtracted from the raw heat 

shown in Fig. 1. The blank incremental heats are obtained by subtracting the (n−1)th from the nth value. 
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Fig. S11 HypCal output for the binding of PLP-INH with HSA. Experimental heats: diamonds; calculated heats: 

crosses. The species distribution diagram [free PLP-INH (green), PLP-INH-HSA complex (blue)] is also calculated by 

the software and shown in the same windows. Residuals (observed vs. calculated values) are shown below the curves. 


