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Background: Nicotine is not considered o be genoicxdc; however, mcoline has besn A of coumanin 7- {Coum) activity in primary human hunuw-snnmm‘ nhitston kinetics reported in the lilerature for nicoline and the
10 enfante lemor mulliphicty 0 AJJ mice irested with the iohecto nitosamine  bronchial epihelisl cells (HEBCs) from 3 donors, BEAS.Z8 cells, and MepaRG mcoline Fmenim on mtﬂl!mmmm-summmd
MM (£ ¥ Tof I-yrichyl =1 (Davis of al, 2000). In contrasi,  cells & shown in Figure 2. B-methoxypaoralen (B-mop) was used as inhibitor [HIENNK with CYPZAT3 n the pe . colirine, and PPITC.
other in vho studies with ALl mice conciuded thal nicolire had no influsnce on NNK- ol 13, Resulls are 2t mean of
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previous AJJ mice study has also suggesied a prolecive effect of nicoline apainst
metabolic activation of NNK (Brown ef al, 1900). Recent in m-mn-nqp.mo Figure 2 - [A—— InbDitor II“ -:1—“1 um Raferences
enrymes demonsirated that m mmumm !,w [ T CYPIALY icating He ot al, 2004
u:m ZAu) vohed in mx jon by & x d_inhibition. i i iminkum n m :u Vion Weyman et of,, 2013
that nicofine or a nicotine mstabolite such as cotinine might faisad CYPIAE nicoting 1 oot EE] He ot ol 1006
muhmd ONA sirand bresks by inhitiing CYPs wam mie  iminbum 00 L1 27 Von Weyman erof, 2013
enzymes. The ofiect of nicotine and cotinine on DMNA sirand break wene evalusied using ey
the COMET assay in CYP competent HepaRG incubated wih bicactive CYP. Tabie 1B 50
CYR. NNKOAC (4 -3 o 1

pyricyis butancae). i - Nicotine Cotinine PRITC
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Mothods: HepaRG, HBECs, and BEAS-28 culure conditions, mRNA exiraction, QRT- ol § ¢ =z & 3 Total CYPZAIBNNK metabolism 305611011 1612099  0.0140.002
PCR and enrymatic probe assays have been descibed in Garcia=Canton of al, 2013 oy ] ¥ i i
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Comel sssay i with slight Figure 3 shows the COMET assay results following exposure of HepaRG to NNK and increasing doses of nicotine {A). cotirine (B), and Benicotyrine (C). The Individual value plots include
Dmm'wudbywhmm nw-dbrwu-! nmuﬁ-mmmhmm-mnxummm wis porformed with NNK. (100 uM) and increasing doses of nicoline, cotinine,
al. (Bright of al. 2011). The medisn by plate of the logarithmic tall intersity were  and fenicotyrine. NT indicales non trested control sampies and PPITC was used a3 a control inhibitor for CYP1AZ, CYP2A1D, and CYP2AS. NNKOAC was used a5 a positive contral for DNA

analysed in a mixed model in Minflab 16 software with Foatment as fued effoct and run  damage. The mean values for each condition tosted are shown in blue (<) and the modian values are shown in red (*). Pairwise comparison results (Tukey's teat) for significant cilforances:
s random effect, diffiorences betwsen he treatments variances wins specifiod. Posthot  bptween tetied conditions al 95% confidence are shown in Table 2A, B, C. N indicates the tolal number of sides counted from 3 independent experiments with the ovaral tokal nuclel
multiphs comparizons were adjusied by Tukey's. counted. The mean (Moan Med Log) is the average of the median of the log tad ionsity for each indep Moans that do nol share a leftier e
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chusler the gene profiles of 39 selecied metabolic.
genes tesied in HBECs (3 subjects) and HepaRG s shown in Figure 1. Colsmns
represent individual samples and rows represent ganes. Green, black, and red nticate
high sigral intensity. moderate to low signal infersity or no signal in normalized gene
expression dats (ACT), respectively.
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I An indevicual value plot m—qnmsummnww following the incubation of HepaRG developed and
| with NNKOAC (25 M) for 3 hrs and HepaRiG pre-ncubaied with colinine, nicotine, and PPITC (10 uM) for 12 hours and  prolocol io assess DNA damage by COMET in HepaRG cells,
NMNKOAE (25 M) added for the last 3 hours ks shown in Figure 4. Mean vakue for each condifion lesled are shown inblue 2 cell line thai shares greater meiabolc and

myltﬂn-ﬂ:}.l‘hmnhhwu cotinine can profect against NNKnduced DNA damage in
Means that do not share a MepaRG by inhibiling metabole enzymes, possidy of the
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