


A minimum of 2000 binucleated cells per concentration must be analysed. Automated scoring,
utilizing flow cytometry-based micronucleus assays, is gaining traction for its high-throughput
capacity and reduced observer bias. Statistical analysis involves Chi-square tests, Fisher’'s exact
tests, and dose-response regression models to establish genotoxic potential. Results are
classified as positive, negative, or equivocal based on biological relevance, statistical
significance and dose dependency.

Test Substance Characterization & Pre-Tests

Solubility Test: To achieve 1X
concentration - 2000 pg/mL or 2

pL/mL or 5000 pg/mL (UVCBSs) o

in = Water, Culture Media, DMSO
Precipitation, pH and
Osmolality Check

Test System , Cytotoxicity Screening & Dose Selection
L]
Human Peripheral Blood . Reductionin relative. index for
Lymphocytes: 48h pre-culture lymphocytes. Relative Total
before treatment, require PHA Growth (RTG_)'f°" TK6 cells
| oo Maximum cytotoxicity of 55 = 5%. Highest
soluble non-cytotoxic concentration if no

cytotoxicity is observed. At least three dose
levels + controls

TK6 Cells: Suspension culture. Cell
density: 1-2 x 10° cells/mL

Cell Harvesting & Preparation

Hypotonic treatment
(0.075M KCl),

Centrifugation (300g, 10 min), o . .4 ceceee’

followed by fixation using acetic
acid/methanol

Main Study Exposure ' Micronucleus Staining & Detection
L]
Short-Term Exposure: With & Without Giemsa staining,
Metabolic Activation for 3-4 h e Acridine Orange, FISH °
Continuous Exposure: Ve > Flow Cytometry-Based MN
Without S9 for 24 1h, requires CytoB Assay for TK6
L]
L]
Micronucleus Scoring Criteria :
..

At least 2000 ~<
binucleated cells per sample. o

Blind scoring

Reference:
OECD 487 https:/[www.oecd.org/en/publications/2023/07/test-no-487-in-vitro-mammalian-cell-micronucleus-test _glg6fb2a.html
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