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Validation of the Flow Cytometry Based Pig-a Gene Mutation Assay in Rats
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Background and Purpose

Though assessment about gene mutagenicity is not a new concept, it wasn't until Validation Parameters Table 4 Stability Test - 1 Month Table 5 Stability Test - 2 Months
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ike the mammalian micronucleus assay (OECD 474), the Pig-a assay uses flow Detect both the negative and positive blood samples in a sequence
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dally for two Consecutive days. Note: WT= Wild type; MUT=Mutant; RET=Reticulocyte; RBC=Red blood cells. Note: WT= Wild type: MUT=Mutant; RET=Reticulocyte; RBC=Red blood cells.

Methods and Materials
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thawed for FCM analysis. Bland-Altman plots to assess agreement and bias, all data fell in the consistency
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processed following Litron’s analysis kit manual. Additional parameters of carry-over S o
effect, intra-day and inter-day precision and frozen sample stability were also evaluated. — Conclusion
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— The test article EMS has induced statistically significant and dose-related increase in
Results e b e both MUT RET and MUT RBC, with no notable changes in RET% over the doses, thus,
the testing system is considered can detect Pig-A gene mutation under the condition

RET = No. of MUT RET of POST Column/ Total RET Equivalents x 106

a) For jackpot mutation checkpoint, 4 animals were excluded from randomization

for the notable high incidence of MUT RET per million RET or MUT RBC per Table 2 Intra-day Precision Table 3 Inter-day Precisior of this study. Additional validations of carryover effect, Intra- and inter-day precision

million RBC. and blood samples stability under -85~-75°C all demonstrated successful. The assay
is fully validated and can be performed under GLP compliance in WuXi AppTec.
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positive control samples were within 5%.

d) The coefficient of variation (%CV) of RET%, MUT RET and MUT RBC were
acceptable for both Intra- day and inter-day precision analysis.

Coefficient of Variation (%CV) 1.84 4.53 5.03 Coefficient of Variation (%CV) 1.84 1.66 11.61 In VltrO TOX| CO ‘ O g y g rTOu p at Wu Xl A p pTe C ( S UZ h Ou )

e) Samples were stability when stored under -85~-75°C for up to two months.




