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For 3/14 formulations, in vivo genotoxicity study was performed per OECD 474 (2016)° and Cytotoxicity in strain TA1535 —S9 at 100 uL/plate Data shown for Summer Fusion. - . Mi
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« All e-liquid formulations tested were negative for cytotoxicity under the conditions of the NRU assay.

TA-Low (*% MTD ) 6/6 . All e-liquid formulations tested were negative for mutagenic activity under the conditions of the Ames assay.
Test Article (TA) TA-Mid (~7%2 MTD) 6/6 * In the in vitro MN assay, 11 / 14 e-liquid formulations were negative for inducing micronuclei in TK6 cells: The rest of 3 formulations (MarkTen® Bold Classic, Summer Fusion and Menthol) were
TA-High (MTD) 8/8 positive according to the OECD 487. These 3 formulations were further evaluated in the in vivo genotoxicity (MN and Comet) OECD assays. There was no increase in two in vivo genotoxicity
, L endpoints (bone marrow MN ;and DNA breakage in the site of entry (nasal tissue), lung and liver (Comet assay)) in these 3 formulations and their base formulations, compared to the negative control
Reference Base Formulation (PG/G/Nicotine, flavor free) (MTD) 8/8 : : o : : : . .
(filtered air). In summary, under the tested conditions, negative results in the combined in vivo assays, demonstrated absence of genotoxic risk.
Positive Control CP 20 mg/kg/day (2 d); EMS: 200 mg/kg (1 d) 6/6
Exposure regimen Sample collection
* Nose-only inhalation, up to 6 hrs/day, 4 » Positive control: 2-4 hrs after EMS (18-24 Refe re n ces
days hrs after the 2"¢ CP) 1. FDA(2016) Guidance for Industry: Premarket Tobacco Product Applications for Electronic Nicotine Delivery Systems, U.S. Department of Health and Human Services, Food and Drug Administration, Center for Tobacco Products, May.
« Aerosol generated by a CAG: ~ 275 -C + Post-exposure plasma: nicotine and 2. OECD (2010). OECD Guidance Documenton Using Cytotoxic Tests to Estimate Starting Doses for Acute Oral Systemic Toxicity Tests.
* Particle size: MMAD 0.7-1.1 pm (GSD cotinine (within 5 min) 3. OECD (1997). OECD Guidance Document for Testing Chemicals Test Guideline 471, Bacterial Reverse Mutation Assay.
1.6 -2.2) * MN: bone marrow 4. OECD (2016). OECD Guidance Documentfor Testing Chemicals Test Guideline 487, In Vitro Mammalian Cell Micronucleus Test.
+ Comet: nasal, liver, and lung tissue 5. OECD (2016). OECD Guidance Document for Testing Chemicals Test Guideline 474, In Vivo Mammalian Erythrocyte Micronucleus Test.
(2016).

6. OECD (2016). OECD Guidance Document for Testing Chemicals Test Guideline 489, In Vivo Mammalian Alkaline Comet Assay. This poster may be accessed at www.altria.com/ALCS-Science




