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General Health, Survival, Hematology and Clinical Chemistry

Smoking causes many serious diseases including lung cancer and chronic obstructive 35.- A e
pulmonary disease (COPD). Mouse models have been employed to study the carcinogenicity R
of chemical compounds and infer underlying mechanisms of lung tumor development in
humans!. Different strains of mice display markedly varied sensitivity to lung tumor
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development. For example, mice of the C57BI/6 strain are rather resistant to tumor induction, : mg;g '\H/I;i ,F:an:;llz

while Balb/c mice are considered intermediate in susceptibility?. In contrast, the A/J mouse is 20- —— Sham Male B |
highly susceptible to lung tumor induction and has been widely used as a screening system in —— THS2.2 High Male
carcinogenicity testing. Although this mouse strain is developing lung tumors spontaneously, : 00 00 500 IEETE RS
an 18-month inhalation period was previously found to be sufficient in eliciting a CS Study Day e e s e ——r

Figure 5. Survival statistics for (A) female and (B) male A/J mice. Data are presented as
Figure 4. Body weight development throughout Kaplan-Meier survival probablility estimates throughout the course of the study. + indicates censored

the course of the study. data (technical deaths).

concentration-dependent lung tumor response®. Moreover, gene and microRNA (miRNA)
expression analysis demonstrated that lung tumors developing in MS-exposed A/J mice exhibit
marked differences compared to spontaneously arising tumors, and that these differences can
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Female A/J mice were whole-body exposed to filtered air (Sham), to three concentrations of — : L ) S e —
THS2.2 aerosol (6.7, 13.4, 26.8 ug/L nicotine) and one concentration of 3R4F CS (13.4 pg/L T rar masqn o sham o 3R4F THS(L)THS(M)THS(H) sham T rason sham T e rason sham

nicotine) for 6 h/day, 5 d/week, for up to 18 months; male mice were exposed to filtered air Figure 6. (A) Red blood cell (erythrocyte), (B) total white blood cell, (C) absolute lymphocyte and (D) absolute neutrophil counts in blood of in

(Sham) and the highest concentration of THS2.2 aerosol (Figure 1). Care and use of the mice A/J mice following 15 (male mice) or 18 (female mice) months of exposure. Data are presented as mediantmean absolute deviation (MAD). Lines indicate
was in accordance with the National Advisory Committee for Laboratory Animal Research statistical differences between groups (p<0.05, t-test, not adjusted).

Guideline 2004~. All animal experiments were approved by the Institutional Animal Care and
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performed after 1, 5 and 10 months of exposure. At months 1 and 5, animals were also R : : o LI ; 16 A : - T e !
allocated for the following endpoints: bronchoalveolar lavage fluid (BALF) analysis by FACS and g i : = - 5 T owes | T 14 N=13 ; - N ;
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test atmosphere Figure 7. (A) Total protein, (B) alkaline phosphatase (ALP), (C) glucose and (D) total cholesterol levels in serum of in A/J mice following 15 (male
Sham o i i mice) or 18 (female mice) months of exposure. Data are presented as mean+SEM or median+MAD. Lines indicate statistical differences between groups (t-test,
3R4AF 13.4 p<0.05, not adjusted). Diamonds indicate significant differences between male and female mice (t-test, p<0.05, not adjusted).
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Figure 3. (A) Total urinary nicotine metabolites following 13 (male mice) or 15 months (female
mice) of exposure. (B) Blood carboxyhemoglobin levels following 16 months (female mice) of
exposure. Data are presented as mean £ MAD. Lines indicate statistical group comparisons (t-test) where

p-values fell below 0.05 (not adjusted). CO n C I u S i O n S
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