25

ICH S10
Reactive Oxygen Species
JaCVAM
ROS

invitro

ICH Internationa Conference on Harmonisation of
Technical Reguirements for Registration of Pharmaceuticals
for Human Use EU
S10
ROS Reactive

Oxygen Species

JaCVAM  Japanese Center for the Validation of
Alternative Methods:

ICH S10

in vitro
ROS

B-1

42 200 uM

96
Atlas Suntest CPS series Seric
1.9 50

mW/cm®> ROS Singlet oxygen Superoxide

68

Atlas Suntest CPS series



Seric

B-2

Horst Spielmann  Berlin Free Univ.
ZEBET National Centre for Documentation and
Evaluation of Alternative Methods to Animal Experiments

OECD TG432

William S. Stokes Consultant
NICEATM The
National Toxicology Program (NTP) Interagency Center

for the Evaluation of Alternative Toxicological Methods

Bae-Hwan Kim Keimyung University

B-3
B-3-1
25 27
27 ICH S10 ROS
28
B-3-2
B-3-2
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A rationale for the test method should be
available, including description of toxicological
mechanisms, a clear statement of scientific need, and

regulatory application

The relationship between the test method
endpoint(s) and the biological effect and to the
toxicity of interest should be addressed, describing
limitations of the test methods

A detailed test method protocol should be
available

Within- and between-laboratory reproducibility
of the test method should be demonstrated

Demonstration of the test method’s performance
should be based on testing of representative,

preferably coded reference chemicals

Accuracy or predictive capacity should be
demonstrated using representative chemicals. The
performance of test methods should have been
evaluated in relation to existing relevant toxicity data

as well as information from the relevant target species

All data supporting the assessment of the
validity of the test method should be available for
expert review

all data supporting the validity of a test
method should have been obtained in accordance with

the principles of Good Laboratory Practice (GLP)

Applicability domain of the validity of the test

method should be defined for expert review

10 Proficiency chemicals should be set up in the
proposed protocol

11 Performance standard should be set up with
proposed protocol

12 Advantages in terms of time, cost and animal

welfare 3Rs



B-4

B-4-1
100
5-FU
20uM
B-4-2
25 20 21
20 ICH S10
21
B-4-3

10

ROS

5-FU

5-FU

NRU-PT

20uM

25

ROS

70

B-3-2
phase2
5-FU
5-FU
3T3
42 41
ROS 20 200uM
20 70
70
25 20 70



ROS
ROS
OECD Test Guideline 432
ROS
ROS
3T3

Judgment?)

ICH S10
ICH S10
3T3
in vitro
ROS
in vitro
ROS

Revised judgment criteria

Concentration SO
(mean value
of 3 wells)

ROS

10

ROS

SA
(mean value
of 3 wells)

Photoreactive

Weakly

20 and/or 200 uM2) =25 and
<25 and/or P¥ and

>25 and

20 and/or 200 uM2 <25 and

Non—photoreactived 200 um2 <25 and

Inconclusive

Notes

The results do not meet the other criterion. 4

<70 and/or P?

<20

1) It can be judged based on results of one experiment because the ROS assay shows good
reproducibility in the validation studies.
2) It would be judged at 20 uM only when precipitation is observed at 200 uM.
3) Precipitation before irradiation.
4) When precipitation is observed at 20 and 200 uM before irradiation, the compound is
regarded incompatible with the ROS assay.
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