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Determination of Hydroxychloroquine in Human Breast milk by HPLC
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[ Abstract] Objective: To develop a high-performance liquid chromatographic (HPLC) method for determination of
hydroxychloroquine in human breast milk. Methods: Chloroquine was used as the internal standard. 200mL breast milk sample were
extracted with methyl-tert-butyl ether (MTBE) in an alkaline condition after adding 0.45mmol-L" NaOH solution, followed by drying with
nitrogen and re-dissolving with 50 pL mobile phase. The separation was carried out on a Shimadzu Shim-pack CLC-ODS column(150x6
mm, Spm)at 40°C. The mobile phase consisted of acetonitril-45mmolemL" KH,PO, buffer solution (13:87) (pH adjusted to 3.0 by H,P0,).
The flow rate was 1.0mLemin" and the injection volume was 20 pL. Fluorescence detection was performed at excitation and emission
wavelengths of 337nm and 371nm, respectively. Results: The calibration curve of hydroxychloroquine was linear in the range of 200-
2 000ngemL™ (7=0.999 9). The intra-run and inter-run RSDs were 1.07%-2.93%(z=5)and 1.82%-3.91%(u=5)for the three check samples
(400, 800, 1500 ng.mL™") respectively. The accuracy was 90.84%-91.90%(z=10). The extraction recoveries were 67.04%-69.61% and
67.70%=%3.94% for hydroxychloroquine and IS, respectively(#=3). Conclusion: The method is simple, sensitive, and accurate, and it can be
used for the measurement of hydroxychloroquine concentration in human breast milk.
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