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Improved HPLC Conditions and Validation of a Modified Analytical Method for Natamycin in Natural Cheese

Nahoko HANEISHI ¢, Masaki HAYASHI?, Rio SUZUKI?,
Yukiko YAMAZIMA?, Kenji OTSUKA?, and Maki KANDA?*

The modified method for identifying natamycin in natural cheese uses a mobile phase containing approximately 5% acetic acid in
high-performance liquid chromatography (HPLC), which causes peak tailing and instability in retention time. These issues may
adversely affect the reproducibility of quantitative results. In this study, the acetic acid concentration in the mobile phase was reduced
to 0.1%, and the analytical performance of the modified method was assessed. Retention time stability and peak area reproducibility
were evaluated, and a validation study was conducted to assess its applicability for routine monitoring. Further, three different
octadecylsilyl columns were examined to assess the robustness of the method. The results revealed that reducing the acetic acid
concentration improved peak shape and reduced variation in retention time, leading to better reproducibility of peak areas. In the
validation study utilizing four types of cheese at two spiking levels, all performance parameters, including accuracy and precision, met
the acceptance criteria. Appropriate adjustment of the mobile phase composition enabled equivalent analytical performance across all
columns despite differences in retention behavior among the columns. These results indicate that the modified method using a reduced
acetic acid concentration provides reliable analytical performance and is suitable for routine monitoring of natamycin in cheese.

Keywords: natamycin, natural cheese, food additive, HPLC, acetic acid, mobile phase, validation
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