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Background and Purpose

Oral nicotine pouches (NPs) are tobacco-leaf-free oral nicotine products that are considered to be potential Table 1. Extraction efficiency testing: Chemical analysis of select constituents of CRP1.1 extract in AS and
reduced-risk alternatives to tobacco-based products as part of a tobacco harm reduction paradigm. CAS (Data is expressed as mean [SD]). Figure 3. Inflammatory Responses (Secretion of IL-6 [A] and IL-8 [B] cytokine)
However, the toxicity profiles of these relatively new NPs, especially their local (oral) toxicity, are not well
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products, including NPs, for in vitro testing. For example, various solvents, such as phosphate-buffered 1.203 770 | 1.137 62.7 18.47 65.7 7.84 75.0 29.27 76.7 5 o « o it NHOE cells. indicat
: : P : e : [0.006] [0.4] | [0.090] [4.9] [1.82] [6.4] [0.90] [8.6] [2.57] [6.7] O > x T Secretion In Cells, Indicaling a
saline (PBS), culture medium, DMSO, enzyme-free artificial saliva (AS), and complete artificial saliva (CAS), 1503 646 | 1267 6.9 19,73 470 3.38 3.6 3 30 £6.7 n = I [£ reduced inflammation baseline level
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have been used for extracting orally used products, including tobacco products. Among these solvents, [ggggl EBOi35] [ggigl %3623 [g-ggl [525151 [g-;‘gl 5322-92 [112-7713 5336-0& 3 E, 2+ . [ in epithelial cells.
CAS is a saliva substitute closely resembling human saliva with most key components, including enzymes. 0003 | [03] |[0062 | [69] | [0.30] | [23] | [0.17] 34] | [1.08 [5.5] - = 17 In the 3D models:
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Therefore, it is presumed to provide greater biological relevance compared to other solvents. To determine 0015 | [08] |[0481] | [10.0] | [2.14] [7.6] [1.23] [11.7] [3.53] [9.2] 0 -_“_* T m secrefion in ORL-200
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compare the extraction eﬂ:ICIGHCy and a range of blologlcal effects elicited by AS and CAS. aTSNA: tobacco-specific nitrosamine; NAB: N-nitrosoanabasine; NAT: N-nitrosoanatabine; NNK: 4-(methylnitrosamino)-1-(3-pyridyl)-1- secrdetlondlrj ﬁRL-BO?-FT,tS?ggeStmg/
butanone; NNN: N-nitrosonornicotine H 0 d reauced Inflammation state.
bo% calculated from mean value reported in the CORESTA 2017 study?. Concentratlon (As VIV)

Materials and Methods Figure 1. Viability by MTT 3
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«  Given the intrinsic variation of the 3D tissue models, we used n=4 in an effort to increase the power of the assay and ensuring reliable products due to their marginal vehicle control effect for most endpoints and their overall greater biological relevance:
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Limitations: / \

and meaningful results.

. « We selected TEER-GLC buffer as the experimental vehicle control and dilution buffer. Therefore, . NeitherAS nor CAS gltered secretion of 8-isoprostan§ at all test concentrations in N.HGI.:, NHOE, and ORL-200. /References \
A | t r I a composition of the AS/CAS treatment solutions is not completely comparable with the experimental vehicle ’ 50% AS increased 8'ISOPrO.Sta.ne Se_Cr?t|On by ~5Q% in ORL-300-FT. However, considering the lack of dose-response, such an 1. Malpass, G.E., Arimilli, S., Prasad, G.L., Howlett, A.C. (2013). Complete Artificial Saliva Alters Expression of Proinflammatory Cytokines in Human Dermal Fibroblasts.
control increase may be due to intrinsic variations of the tissue model. Toxicological Sciences. 134:18-25.
: N s . . . o ~+ 100% CAS induced 8-isoprostane secretion by ~1.8-fold with statistical significance in ORL-300-FT. - 2. Smokeless tobacco sub-group technical report: CORESTA reference products 2016 analysis. 2017. CORESTA. https://www.coresta.org/sites/default/files/technical_
S C | e n Ce  Integration of additional cytokine assays may benefit a full understanding of the effects of these artificial K j \_ documents/main/STS-105-CTR_2016-CRP-AnalysisWG4_Jan2017 p P,

saliva on inflammation responses’.
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