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Additional data on UHPLC-PDA method validation  

An index of 240-700 nm for each analyte peak and standard solution (50 µg/ml) for ensuring 

peak purity was performed. Values between 1.08-1.36 were obtained, which provides a good clue that 

the peak of interest is pure. All the obtained data are presented in Table 1 and Figures 1 -5. 

Table 1. Peak-index values for UBDE in acetone, ethyl-acetate, ethanol, methanol and reference solution 

(usnic acid in DMSO 50 µg/mL). 

Solution Peak index 

UBDE in acetone 1.28 

UBDE in ethyl-acetate 1.25 

UBDE in ethanol 1.31 

UBDE in methanol 1.36 

Standard solution 

(Scal) 50 µg/mL 

1.08 

 

 

Figure 1. Peak purity of UBDE in acetone 



 

Figure 2. Peak purity of UBDE in ethyl-acetate 

 

Figure 3. Peak purity of UBDE in ethanol 

 

Figure 4. Peak purity of UBDE in methanol 



 

Figure 5. Peak purity of usnic acid standard solution 50 µg/mL 

 

Figure 6. Display for Figures 1-5 

A contour map was obtained for each one to clarify the high level of noise on 190 -240 nm 

interval and the minor variations of indexes between references and working solutions. 

 

Figure 7. a) UBDE in water, b) UBDE in methanol, c) UBDE in ethyl-acetate, d) UBDE in ethanol, e) UBDE in 

acetone, f) usnic acid standard solution 50 µg/mL 



Strong absorption bands are shown at minute 1-1.5 and 3.5-4 between 200-300nm with an 

intensity decay to 350, the second one corresponding to the interval in which Usnic acid shows 

absorption. All extracts except water extract show absorption at the given interval. On interval 190-240 

is observed a noisy region on all chromatogram length corresponding to mobile phase or/and other 

eluting non-retained compounds. No other band are shown at different wavelengths, and contour map 

obtained for standard solution match the one obtained for samples in which analyte is present. 

The Quality Control (QC) solutions were prepared by adding 20 µg standard-stock solution in 

a volumetric flask of 10 mL and completing with DMSO up to the mark. 

Two samples of QC solutions (40 µg/mL) were injected at the beginning and end of the 

sequence to ensure analysis accuracy. Accuracy between 97.7-98.8% indicates that the analysis is highly 

accurate (Table 2). 

Table 2. Determination of the accuracy of the method 

QC Solution Purity (%) 

Theoretical 

concentration 

(µg/mL) 
Accuracy (%) 

 
38.2874 98 39.2 97.7 

 

38.7167   98.8 

 

 

 

 

 

 


