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Introduction Results: Regulatory toxicological assessment
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Figure 4. The percentage viability of Balb/c 3T3 fibroblast Figure 5. The mutagenicity of the test article extracts (%) was determined using MLA assay at 3 hrs -
cells after exposure to the five test article extracts (%). S9,3 hrs + S9 and 24 hrs -S9. Data are mean + SD from two culture replicates. GEF =126 mutants per
5 . . 5 . . . Cytotoxicity was determined by neutral red uptake. Data 106 viable cells.
Figure 1. A three-step approach to assess the biological effects of Figure 2. Sample preparation for tobacco-free nicotine pouches are mean * SD from two independent experiments. Grey

tobacco-free nicotine pouches and snus. and snus in cell culture media. dotted line indicates 50% cell viability.
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Figure 7. Inflammatory response upon exposure to five test article extracts for Figsure 8. Phosphorylation signalling markers response measured
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Results: |n vitro disease assessment: ToxTracker 48 hrs. Fold changes were calculated relative to the untreated control 0 mins and 2 hrs. Fold changes were calculated relative to the

samples using MFI values. The grey box highli%hts any concentration that untreated control samples using median fluorescence intensities

cause the cell viability to be less than 75% due to high cytotoxicity. (MFI values).
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