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HPLC analysis
HPLC was performed on SHIMADU CTO10AS with an AD-H column. The HPLC 
solvents employed were 20% isopropanol and 80% n-hexane. HPLC conditions were 
as follows: flow rate 1 mL/min, detection by UV (254 nm).
The reaction solution of NAFP (10 μM) and NADH (5 mM), nitroreductase (10 μg/mL) 
which was incubated in PBS buffer (0.01 M PBS, pH =7.0, contains 1% DMSO).

Figure S1. HPLC profiles a) NAFP; b) 1 min reaction solution; c) 2 min reaction 
solution; d) 3 min reaction solution; e) compound 3.



LOD measurement:
The limit of detection (LOD) was calculated by IUPAC assay. LOD = 3Sb/m (Sb is the 
ration signal and noise, m is the slope of linear eqution). The standard deviation Sb is 
0.14. According the linear equation of the fluorescence to the nitroreductase 
concentration at low concentration (following figure), the slope is 0.454 × 106. Hence, 
the detection limit is 0.92 μg/mL.
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Equation y = a + b*x

Weight No Weighting

Residual Sum 
of Squares

0.03431

Pearson's r 0.99735
Adj. R-Square 0.99206

Value Standard Error

B
Intercept 0.41095 0.10959
Slope 0.45434 0.02343

Figure S2. Emission ratio (F524/F460) of NAFP (10 μM) versus increasing concentration 
of nitroreductase in PBS buffer (1% DMSO, pH 5.0) in the presence of 500 μM of 
NADH with the excitation at 389 nm at 37 oC.



Characterization of compound 3.
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Characterization of NAFP.
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