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S1. Validation Studies of Quantitative Method

A quantitative analysis method was developed to quantify the doxylamine level detected in the
systematic toxicological screening result of the sample. For the quantitative analysis of doxylamine,
several analytical performance parameters such as linearity, limit of detection (LOD), limit of
quantitation (LOQ), recovery, precision and repeatability were investigated. Five-step calibration
solutions were prepared with incremental concentrations of 25, 50, 100, 175, 250 pg/mL and each
calibration points were analyzed in triplicate. Calibration curve was generated by linear regression
method as shown in Fig. S2. In the mass spectrum of the doxylamine substance, selected ions (m/z 58,
71, 167, 180) were monitored.

To verify the developed method and mimic the case, commercially available tea bags were
bought and validation studies were conducted by spiking into hot tea samples. Also, a blank tea
sample, only spiked with IS, was extracted and analyzed to check out the matrix effect. Recovery
studies were conducted with two different concentrations of doxylamine (50 and 175 pg/mL). Studies
were repeated three times for each recovery point and samples were extracted as mentioned in sample
preparation section. Precision and repeatability of the method were evaluated considering the results
by calculating standard deviation (SD) and relative standard deviation (RSD%) values. LOD level was
assumed as three times the noise level (S/N:3) while LOQ was ten times (S/N:10). Mean, SD, RSD%
and recovery values (%) of the findings were calculated in Windows-based Excel program.
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Figure S1: Overlaid chromatograms of blank tea and questioned tea samples
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Calibration Curve of Doxylamine
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Figure S2: Calibration curve of doxylamine.

Table S1: Analytical results of the validated GC-MS method

. . Linear LOD/LOQ
Llnezrl;’aeggismon range r2 Recovery % RSD%
g (ng/mL) (ng/mL)
y = 3520.3x - 20364 25-250 0.999  97.5%at 50 pg/mL (n=3)  1.35/4.46

<6.29
85.6% at 175 pg/mL (n=3)

r2: Correlation coefficient
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