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Abstract Results
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menthol and non-menthol flavors) and reference (3R4F) cigarettes, on a Cambridge filter followed by an impinger filled with Fig 1. Comparison of relative proportion (mean + sd) of major constituents in e-vapor aerosol and condensates as a percentage of total Fig 3. Cytotoxicity of 3R4F and e-vapor condensates using Neutral Red Uptake assay Fig 5. Cytotoxicity and genotoxicity assessment of 3R4F and e-vapor condensates using in vitro
ethanol at 0°C (in an ice water bath). The condensates were then tested using standard in vitro assays: neutral red uptake collected aerosol mass (TPM). micronucleus assay
(NRU) for cytotoxicity, Salmonella mutagenicity (Ames), and micronuclei (MN) for genotoxicity. E-liquids used for e-vapor Propylene Glycol Glycerol T : :
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Aerosols were generated from ENDS devices using a modified Health Canada intense regimen (55mL puff volume, 30 condensates. 53 o TPM (mg/mL) o1 199 1O%0
second interval, 5 second duration using a square puff wave profile) on a linear smoking machine. One hundred and forty « Comparable results were observed in proportions of formaldehyde between aerosol and condensates except for two formulations; S 3 Log Concentration-TPM (mg/mL)
(140) puffs were collected from each of two ENDS on a non-conditioned 55 mm Cambridge filter pad (CFP) followed by further investigation is ongoing. £? & PR : .
impinger filled with 30 mL USP-grade ethanol cooled in an ice water bath. The CFP was extracted with the impinger contents S ‘3 ® Cytotoxicity in TK6 cells In Vitro Micronucleus Assay
and then filtered using sterile cheesecloth to produce the condensates (concentration of 39-47 mg/mL of collected aerosol 82, 27 hrs treatment (-S9) 27 hrs treatment (-S9)
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Mainstream cigarette smoke was generated from ISO conditioned reference 3R4F cigarettes according to Health Canada MarkTen® Smooth Classic 9/.1£0.5 96.320.3 91520.0 ] 94.3+1> Am?s Mutagenicity Assay © < i S 05
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The CFP was extracted with impinger contents and then filtered using sterile cheesecloth to produce the condensate ﬁ = TPM (mg/mL) Log Concentration-TPM (mg/mL)
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Neutral Red Uptake (NRU) Assay Using BALB/c 3T3 Cells MarkTen Vineyard Blend 097+ 11 09710 36+ 11 - 10492 15 28 ’ signifiant (both statistically and for trend)induction in micronucleus relative tovehile control
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BALB/c 3T3 cells were incubated either in presence of the vehicle control (e.thanol) or increasing concentrations of positive MarkTen® Bourbon Blend 987 + 1.6 97 4 + 1.3 933 +1 ) 102.9 + 2.4 ﬂ:ﬁ o e E-vapor Condensates: No toxicity orinduction in micronucleus in TK6 cells
control (sodium lauryl sulfate) or the aerosol condensates for ~48 hrs according to OECD 129'. The maximum concentration pul 6
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Condensates were tested in five Salmonella typhimurium strains: TA1537, TA98, TA100, TA1535, and TA102 according to s %) @ 6 ® % SC @ @
OECD 471°. Cytotoxicity was checked to set the testing concentration, with the maximum concentration tested up to 100  Concentrations of the major constituents within the condensates were found to be stable for up to 8 weeks under the storage u_? 0 | — W - @ & —
uL/plate. The testing was performed in triplicate in presence and absence of metabolic activation (S9). Ethanol was used as conditions. 0.01 0.10 1.00 10.00
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In Vitro Micronucleus (MNvit) Assay Using TK6 Cells 3 Literature « 3R4F Condensate: Concentration dependent increase in spontaneous
The aerosol condensates were evaluated for micronucleus induction according to OECD 487" in TKG cells during short (4 1 OECD. (2010). OECD Guidance Document on Using Cvtotoxicity Tests to Estimate Startina Doses for Acute Oral Svstemic Toxicity Test revertants per plate in strains TA1537 and TA98 in presence of metabolic . _ _ _ . _ _
hrs) incubations with and without S9, and long (27 hrs) incubations without S9 followed by an extended recovery of 40 hrs. 2 OECD. 21997;_ OECD Guideline for Testing Chemicg“s }Il'est éluild)(;”ne 471, Balcteria| Rev'Qr%e Mut:tiorn Tceust_ ey & ORIy IESE. activation relative to vehicle control Under the test conditions, e-vapor product aerosols had substantially lower biological activity than combustible cigarettes.
Cytotoxicity was checked to set the testing concentration, with the maximum concentration tested up to 1 % (v/v). 3. OECD. (2016). OECD Guideline for Testing Chemicals Test Guideline 487, In vitro Mammalian Cell Micronucleus Test.  E-vaporCondensates: Noresponse in any of the five strains tested




