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Analytical Method Validation

The linearity of the method was evaluated with a standard solution of Ch at 32 mM in water, the
working solutions for calibration curves and quality controls (QC) were prepared from that. The
stock solutions were prepared at a concentration of 100 pM for the low curve and 25600 pM for the
high curve. To prepare the calibration standards and quality control samples, aliquots of 10 pL in
the appropriate standard working solutions were added to 90 pL of water. The solutions were
homogenised and aliquots of 90 pL were transferred to autosampler vials. A volume of 10 pL from
the samples was injected to the Acquity UPLC® BEH HILIC 1.7 pm (2.1 X 100 mm) in LC/ TQ-
MS system. The calibration standards were prepared in duplicates and the calibration curve was
constructed by logarithmic nonlinear regression, plotting the peak area as a function of a given
concentration of Ch. The analysis of QC samples allowed the determination of intra- and inter-batch
with precision and accuracy. Five samples of each concentration were prepared in water. The
precision of the method was expressed by the coefficient of variation (CV %) of the replicates. The
accuracy was calculated for the concentrations examined by the back calculation and expressed as

the percentage of deviation between the concentrations found and the nominal concentrations.

3.4.1. Qualification Study

The calibration curves were logarithmic in the concentration ranges studied, with mean correlation
coefficients (R?) of 0.99 or higher for n =3 (low curve: y = -4,56743 x 10° + 1,32678 x 10° x In[x +
32,553] and high curve: y = —2,58972 x 10° + 4,64136 x 10° x In[x + 77,971]). The CV % for the
replicates was below 15 % and the accuracy showed a deviation below 15% of the nominal value
(except for the limit of detection — first point in the curves), showing that no carry over occurred
between injections. Accuracy values between 85-112% for low curve and 84-111% for high curve,
in the range of accepted criteria. The intra- and inter-lot precision and accuracy of the method was
determined by analyzing five replicates of the three quality controls (QCs), which led to precision
values with RSD between 1.1 and 13.7 % for the low curve and 1.2 and 2.0 % for the high curve.
The accuracy of QCs varied between 86.1 and 95.4 % for the high curve and 89.3 and 100 % for the
low curve, indicating that both are in accordance with the criteria for method validation adopted,

especially considering that QCs were prepared as replicates (n = 5).



Supporting Information B

Peptdeo 2
"E Peptdeo 3
Apis mellifera AChE1 XP 393751.1
Atta cephalotes CEH ADA158NS84
{ Atta sexdens AChE
Plutella xylostella AChE1 AAY34743.1

Cnaphal i finalis AChE1 ANVTT896.1 [ AChEl
_"_‘: Bombyx mori AChE1 ABB05341.1
Helicoverpa armigera AChE1 AEK27379.1
Aedes aegypti AChE1 ABN09910.1
Culex pipiens AChE1 Q86GCS
Anopheles gambiae AChE1 XP 321792.2
Peptdeo 7 )
Atta cephalotes CEH 0A158NQX6
E Peptdeo 4 } CE___‘H
Bombyx mori AChE2 ABY50089.1
Cnaphalocroci finalis AChE2 AQT83641.1
1 4‘_‘: Helicoverpa armigera AChE2 AEK27380.1
Plutella xylostella AChE2 AAL33820.1
D hila mel. AChE2 NP 476953.1

L Y

Anopheles gambiae AChE2 CAD29866.1

e — AChE2

Peptdeo 5
Aedes aegypti AChE2 XP 001655868.2
Peptdeo 6
— Apis melifera AChE2 NP 001035320.1
fis:ee Peptdeo 8
Atta colombica AChE ADA15115M4

Fig. S1. Phylogenetic tree constructed with AChE1 and AChE2 sequences and the peptides
identified by LC-MS / MS for AsChE-A.
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Fig. S2. Phylogenetic tree constructed with AChE1 and AChE2 sequences and the peptides
identified by LC-MS / MS for AsChE-B.
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