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Abstract Methods

Cigarette smoking is the primary etiology of chronic obstructive pulmonary disease (COPD) and a risk factor
for cardiovascular diseases. Smoking cessation results in a rapid decline of cardiovascular disease risk, but
lung disease risk remains higher in former smokers compared to never smokers. Studying both pathologies in

a single model is important, as they may have related causes and interactions. It also allows benchmarking the S DSECTAND.
effects of switching to a prototypic Modified Risk Tobacco Product (PMRTP), which heats instead of burning

tobacco, to smoking cessation. Therefore, we exposed ApoE-/- mice, which are prone to both premature
atherosclerosis and emphysema, to either fresh air (sham) or mainstream cigarette smoke (CS) for 6 months
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Data expressed as mean + SEM.

Histopathological evaluation of lung tissue after CS exposure and smoking cessation.

(A) Histopathological scoring. Ten histopathological parameters scored 0-5 to assess lung inflammation and cell
hyperplasia were obtained. Lungs of CS-exposed mice (red) showed a mixed inflammatory infiltrate (general
inflammation, intra-alveolar granulocytes/lymphocytes). Alveolar septa were thickened and exhibited a high
cellularity. A hyperthropic/hyperplastic pattern was observed in the bronchiolar epithelium. Scores of all
histopathological parameters were higher in CS group (red) compared to sham group (blue). All histopathological
scores were curtailed in cessation group (green) and to a lesser extent also in the switch to pMRTP group (orange)
compared to CS group (red). Data are plotted as average of score measurement per group.
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(B) Histomorphometric assessment of alveolar emphysema in ApoE”- mice at six months. Mean chord length (Lm) and
destructive index (DI) were larger in mice exposed to CS than in sham-exposed mice or mice from the cessatio
protocol, whereas less bronchiolar attachments (BA) were visible. These 3 parameters highlight lung damage |
CS-exposed mice, which is much less pronounced in the cessation group, and intermediate in the swit
PMRTP group, even though the levels are still different from the sham groups. Lm: mean chord leng
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Multianalyte profiling (MAP) of BALF
The protein abundance in BALF of most analytes examined in
BALF were increased after CS exposure. Smoking cessation
resulted in significantly lower levels of 68% of the analytes
examined in BALF.
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