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The objective of this study is to promote the international standardization and dissemination of alternative methods for
safety evaluations of pharmaceuticals, quasi-drugs, and cosmetics that do not use animals (i.e., "alternative method"). The
aim of the research and development, method improvement, validation, and independent peer review of alternative methods,
is standardization in international organizations, including ICH (International Council for Harmonisation of Technical
Requirements for Pharmaceuticals for Human Use), ICCR (International Cooperation on Cosmetics Regulation), and OECD
(Organization for Economic Cooperation and Development). Based on this standardized test method, we created the Guidance
on Safety Evaluation of Quasi-drugs and Cosmetics, and aimed to disseminate alternative methods.

For research and development, we developed a human induced pluripotent stem cell reporter assay targeting /RX3 as an
alternative for the reproductive and developmental toxicity test. The positive rate following exposure to the test substance
described in ICH-S5(R3) was 72.2%, compared with human data.

To improve the test method, we revised it to evaluate weak irritation by combining the original Bovine Corneal Opacity
and Permeability (BCOP) test method (OECD TG437) with pathological observations. The test revision included many
discussions with OECD experts.

For validation studies, as an alternative method for the reproductive and developmental toxicity test, 28 positive substances
and four negative control substances recommended in ICHSS5 (R3) were tested at four facilities using the high quality fertilized
egg production protocol with zebrafish. The results were highly reproducible, with a sensitivity of 71% (20/28) and specificity
of 50% (2/4). As an alternative skin sensitization test, an EpiSensA validation study demonstrated the intra-laboratory
reproducibility with 15 substances at 93.3%, 93.3%, and 86.7%, which met the pre-defined 85% criterion. In addition, the
inter- laboratory reproducibility using 27 substances was high (88.9%).

The Guidance on Safety Evaluation of Quasi-drugs and Cosmetics was issued by the Ministry of Health, Labour and
Welfare (MHLW) on April 22, 2021, which provides guidance on the evaluation system for assessing skin irritation in the
safety evaluation of quasi-drugs and cosmetics. MHLW also issued guidelines on the evaluation system for combining multiple
safety data for acute oral toxicity evaluation of quasi-drugs and cosmetics created by the guidance review group on April 22,

2021.



