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Abstract: Cigarette smoking can increase the risk of many respiratory and chronic systemic diseases. Particularly, 
cigarette smoke produces toxic particulate matter (PM), which is harmful to the smokers. Although previous studies 
have demonstrated the toxicity of cigarette smoke PM and its relationship with disease pathogenesis, systematic 
data for the impact of cigarette smoke PM on physical activity and metabolism in animals are still lacking. In this 
report, the C57/B6 mice were exposed to cigarette smoke PM in a smoking chamber coupled with the analysis of 
metabolic changes and physical activity in metabolic cages at indicated time, for a period up to 12-month-old of 
age. The mice became excited following short period (e.g., 3 months) but listless after long-term cigarette smoke 
PM exposures (e.g., 9 or 10 months), as manifested by the changes of drink/food intake and daily activities along 
with increased oxygen consumption and CO2 accumulation. Our data suggest that particulate matter originated from 
cigarette smoke impairs metabolism and physical activities. 
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Introduction

Tobacco smoking is harmful to human health 
and is a worldwide problem. The World Health 
Organization (WHO) estimates that tobacco  
use kills more than 7-million people each year. 
More than 6-million of those deaths are the 
result of direct tobacco use, while approxi- 
mately 890,000 of the deaths are due to the 
exposure of second-hand smoke in non-smok-
ers [1]. Particularly in China, smoking is not 
completely prohibited in some public places, 
which renders a large proportion of the popula-
tion passively exposed by second-hand or third-
hand smoke involuntarily. Among which, women 
and children are unfortunately the main vic-
tims. Cigarette smoking harms nearly every 
organ of the body, causes many diseases, and 
damages the health of smokers in general [2, 
3]. The main organ directly affected by ciga-

rette smoking is the lung, and chronic obstruc-
tive pulmonary disease (COPD), asthma, as well 
as lung cancer are the most commonly reported 
respiratory diseases relevant to cigarette smok-
ing [4]. 

Tobacco smoking has been suggested to affect 
many physical processes in humans [5, 6]. For 
example, smoking could cause laziness and 
depression along with decreased physical  
activity and nutritional intake [7], and it has 
also been reported to change the circulating 
metabolites relevant to disease development 
[8]. It is noteworthy that most of these data 
were collected from humans, and the related 
animal data such as in mice are lacking. Given 
the fact that collection of those related data in 
mice would be of highly important to fully 
address the impact of tobacco smoke on human 
health, we thus in the present report, conduct-
ed studies in C57/B6 mice to monitor the effect 
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of cigarette smoking on physical and metabolic 
activities. 

Materials and methods

Animals and administration of tobacco smoke

The C57/B6 (B6, 6 wk-old) mice purchased 
from the HFK Bioscience (Beijing, China) were 
used in the study. All mice were acclimatized  
for 2 weeks and fed under normal chow, and 
then randomly grouped into no-smoking and 
smoking group with each group containing 25 
mice, respectively. Tobacco administration was 
carried out in an automatic smoking system 
(HRH-SM120, Beijing, China) equipped with a 
chamber containing steady concentration of 
tobacco smoke particulate matter (PM). In gen-
eral, mice were put into the chamber with 
1,000 mg/m3 concentration of tobacco smoke 
PM for a 2 h period of time each day, 5 days per 
week, and lasted up to 12-month-old of age. 
Four mice from each group were randomly 
selected for metabolic analysis as described 
below at the 3rd, 4th, 9th, and 10th month of 
tobacco smoke PM administration. 

Metabolic studies

For the analysis of metabolic index, the mice 
were placed in metabolic cages individually 
connected to a comprehensive laboratory ani-
mal-monitoring system (Columbus Instruments, 
Columbus, OH) [9]. The mice were acclimatized 
to respiratory chambers for 48 h, followed by 
real-time recording of the data for water intake, 
food intake, oxygen consumption (VO2), carbon 
dioxide production (VCO2), respiratory exch- 
ange ratio (RER, the ratio of VCO2/VO2), total 
physical activities (movements or running) in X-, 
Y- and Z-axis [10].

Tobacco

The tobacco employed in the study was provid-
ed by the China Tobacco Jiangxi Industrial Co., 
Ltd. (Nanchang, China). The tobacco was con-
tained in cigarettes without additive agents. 
Each cigarette contained 50 mg of nicotine, 
which is equivalent to 30 g of tobacco leaf  
[11]. Under normal conditions, one cigarette 
burned continuously for 20 minutes with steady 
smoking.  

Statistical analysis

All data were expressed as mean ± SEM. Prism 
5.0 software (GraphPad, La Jolla, CA) was used 
for statistical analysis of all data using the 
Student t test where appropriate. In all cases, 
P<0.05 was considered with statistical sig- 
nificance.

Results

The impact of cigarette smoking on water and 
food intake

We first monitored the changes of water and 
food intake after sustained exposure of ciga-
rette smoke PM by randomly analyzing 8 mice 
from each group at each time point. Surprisin- 
gly, we failed to observe a significant change  
in terms of water and food intake between  
two groups of mice after 3 (Figure 1A, 1B), 4 
(Figure 1C, 1D), 9 (Figure 1E, 1F) and 10 
months (Figure 1G, 1H) of cigarette smoke PM 
exposures, although the mice after 3 months 
and 9 months of cigarette smoking manifested 
a trend of higher water and food intake, and a 
trend of lower water and food intake in mice 
after 4 months of cigarette smoking.

Metabolic changes in mice after administra-
tion of tobacco smoke PM

Next, we sought to monitor the changes of met-
abolic activities. Interestingly, the mice after 3 
(Figure 2A, 2B) and 4 months (Figure 2C, 2D) 
of exposures of cigarette smoke PM did not 
show a significant change in terms of oxygen 
consumption and CO2 accumulation compared 
to mice in the control group. Remarkably, mice 
with sustained exposures of cigarette smoke 
PM up to 9 (Figure 2E, 2F) and 10 months 
(Figure 2G, 2H) showed significantly higher  
oxygen consumption and CO2 accumulation 
than that of mice in the control group during  
the night time. Given the fact that the res- 
piratory exchange ratio (RER) serves as a  
metabolic index to comprehensively reveal the 
activities of oxygenic metabolites, we thus  
next compared the differences of RER bet- 
ween two groups of mice. Unexpectedly, we 
failed to detect a significant difference of RER 
between two groups of mice after 3 (Figure 2I), 
4 (Figure 2J), 9 (Figure 2K) and 10 months 
(Figure 2L) of cigarette smoke PM exposures. 
Combining the RER levels with the O2 consump-
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tion and CO2 accumulation data, our results 
suggest that long-term smoking exposure may 
attenuate anaerobic metabolites. 

The effect of cigarette smoking on physical 
activities

The above data prompted us to examine the 
movement of those mice, which implies the 
strength of physical activities. To this end, we 
recorded their movement in the X, Y and Z axes. 
Interestingly, at the early stage (i.e., following 
3-month of cigarette smoke PM exposures),  
the mice were more active than the control 
mice as evidenced by the significant increase 
of movement in the X (Figure 3A), Y (Figure 3B) 
and Z axes (Figure 3C) during the night time. 
However, as the cigarette smoke PM exposure 
time progressed, the mice became less ac- 
tive than the controls. Specifically, after 4- 
month of cigarette smoke PM exposures, the 
mice were less active at the Y (Figure 3E) and  
Z axes (Figure 3F), but did not show a signifi-
cant change for their movement in the X axe 
(Figure 3D). However, following 9-month of  
sustained cigarette smoke PM exposures, the 
mice became more active in the Y axe (Figure 
3H) both in the day and night time, but no sig-
nificant change was observed in the X (Figure 
3G) and Z axes (Figure 3I). In sharp contrast, 
after 10-month of cigarette smoke PM expo-
sures, all mice displayed reduced movement in 
all axes (Figure 3J-L) during night time. Taken 
together, these results suggest that short-term 
smoking renders the mice more active, while 
the mice become indolent after long-term of 
cigarette smoke PM exposures.

The change of body weight following adminis-
tration of cigarette smoke PM

Finally, we recorded the weight changes follow-
ing cigarette smoke PM exposures every four 
weeks and lasted for 40 weeks. During the first 
4-week of cigarette smoke PM exposures, no 
significant difference was observed in terms of 
body weight between two groups of mice. 

However, the cigarette smoke PM exposed 
mice displayed a significantly lower body wei- 
ght than that of control mice after 4-week of 
administration. Particularly, unlike control mice, 
after 12-week of sustained cigarette smoke 
exposures, a steady decrease of body weight 
was observed in all experimental mice (Figure 
4). Of note, 5 mice died following 10 months of 
cigarette smoke exposures. Two died from lung 
cancer, while the rest were died from emphy-
sema and dyspnea according to the pathologi-
cal analyses (data not shown). 

Discussion

In the present report, we monitored the im- 
pact of sustained cigarette smoke PM expo-
sures on metabolic activity in mice for a period 
of ten months. Metabolic markers including the 
consumption of food, water and O2, and the 
accumulation of CO2, as well as physical activi-
ties, were recorded continuously under both 
day and night time. It was interestingly found 
that cigarette smoke PM exposures did not 
result in a significant change in terms of wa- 
ter and food intake, O2 consumption, and CO2 
accumulation. In sharp contrast, mice with 
short term of cigarette smoke PM exposures 
manifested increased physical activity, while 
long term of exposures led to deceased physi-
cal activities as featured by a significant reduc-
tion of movement in the X, Y and Z axes coupled 
with body weight reduction. 

Generally, food and water consumption are 
direct metabolic markers, and body weight is 
directly associated with metabolic activities. 
Our studies provided evidence indicating that 
mice with sustained cigarette smoke PM expo-
sures manifested an N curve for body weight, 
which was always less than that of control 
mice, although no significant difference was 
observed between two groups of mice during 
the first 4-week of cigarette smoke PM expo-
sures. Given the fact that the cigarette smoke 
PM exposed mice did not show a significant 
increase in terms of food and water intake, our 

Figure 1. The impact of cigarette smoking on water and food intake. (A and B) Results for water (A) and food (B) 
intake following 3 months of cigarette smoke PM exposures. (C and D) Results for water (C) and food (D) intake 
following 4 months of cigarette smoke PM exposures. (E and F) Results for water (E) and food (F) intake following 9 
months of cigarette smoke PM exposures. (G and H) Results for water (G) and food (H) intake following 10 months 
of cigarette smoke PM exposures. Left panels show the results for real-time monitoring of water and food intake, 
whereas right panels present mean value of water and food intake. Four mice were randomly selected from each 
group at each time point for the study.  
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Figure 2. Metabolic changes in mice following sustained cigarette smoke PM exposures. (A and B) O2 consumption (A) and CO2 production (B) following 3 months of 
cigarette smoke PM exposures. (C and D) O2 consumption (C) and CO2 production (D) following 4 months of cigarette smoke PM exposures. (E and F) O2 consump-
tion (E) and CO2 production (F) following 9 months of cigarette smoke PM exposures. (G and H) O2 consumption (G) and CO2 production (H) following 10 months of 
cigarette smoke PM exposures. Left panels show the results for real-time monitoring of O2 consumption and CO2 production, whereas right panels present mean 
value of O2 consumption and CO2 production. (I-L) RER levels following 3 (I), 4 (J), 9 (K) and 10 (L) months of cigarette smoke PM exposures. Left panels show the 
results for real-time monitoring of RER, whereas right panels present mean value of RER. Four mice were randomly selected from each group at each time point for 
the study. *, P<0.05; **, P<0.01.
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Figure 3. Results for measurement of physical activities in mice following sustained cigarette smoke PM exposures. (A-C) Results for measurement of movement 
in mice in X- (A), Y- (B) and Z-axis (C) following 3 months of cigarette smoke PM exposures. (D-F) Results measurement of movement in mice in X- (D), Y- (E) and Z-
axis (F) following 4 months of cigarette smoke PM exposures. (G-I) Results measurement of movement in mice in X- (G), Y- (H) and Z-axis (I) following 9 months of 
cigarette smoke PM exposures. (J-L) Results measurement of movement in mice in X- (J), Y- (K) and Z-axis (L) following 10 months of cigarette smoke PM exposures. 
Left panels show the results for real-time monitoring of movement of mice in X-, Y- and Z-axis respectively, whereas right panels present mean value of movement 
of mice in X-, Y- and Z-axis respectively. Four mice were randomly selected from each group at each time point for the study. *, P<0.05; **, P<0.01.
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data suggest that these mice consumed their 
stored energy to fulfill their physical activities, 
which is, somehow, inconsistent with the obs- 
ervations in the smoking populations [12-14]. 
Specifically, Jo and colleagues reported that 
smoking is associated with decreased food 
intake and lower body weight [15-18]. Cross-
sectional studies also reported that smokers 
tended to eat slightly more than non-smokers 
or ex-smokers [19]. The mechanism underlying 
this phenomenon is unclear. One possible ex- 
planation is that nicotine exposure from ciga-
rette smoke can change brain feeding regula-
tion to reduce appetite via both energy homeo-
static and reward mechanisms, by which it 
causes a negative energy state characterized 
by reduced energy intake and increased energy 
expenditure linked to a lower body weight [20].

To measure O2 consumption and CO2 accumu-
lation, we assessed the aerobic respiration 
ratio in energy circulation. Under physiological 
conditions, the energy is generally provided by 
the aerobic metabolite pathway, which is the 
most efficient way to produce ATP in living  
cells. Therefore, the CO2 level can reflect the 
total energy consumption of the body. In con-
sideration of these two indexes, the RER levels 
reflect the metabolic state. Unexpectedly, we 
failed to observe a significant difference be- 
tween two groups of mice in terms of the RER 
levels, but the O2 consumption and CO2 accu-
mulation were significantly different. The incre- 
ased O2 consumption along with higher CO2 
accumulation in cigarette smoke PM exposed 

mice reflected an increased aerobic but de- 
creased anaerobic respiration to fulfilled their 
energy needs [21], which could be a conse-
quence of the respiratory excitation effect re- 
sulted from cigarette smoke PM exposures. 
Therefore, the mice could consume more ener-
gy to breathe, leading to an inefficient energy 
supply condition, and through which the me- 
tabolism changes into a negative direction, 
although the RER level remained balanced.

To assess the impact of cigarette smoke PM 
exposures on the intensity of physical activity, 
we monitored the distance of movement of  
the mice in the available space as previously 
reported [9, 10]. The X, Y, and Z axes were set 
to measure the movement forward and back-
ward, left and right, and upward. As expected, 
our data indicate that sustained long-term 
smoking significantly affected the physical ac- 
tivity of mice, which was consistent with the 
observations in humans [22, 23].

In conclusion, we analyzed the metabolic ch- 
anges in mice following sustained cigarette 
smoke PM exposures. Our data revealed that 
short-term cigarette smoke exposures could 
activate the metabolites, while long-term expo-
sures exerted an inverse effect. Furthermore, 
cigarette smoking manifested a negative effe- 
ct on the metabolites although the RER level 
remained balanced. Collectively, our study sup-
ports the notion that cigarette smoking im- 
pacts metabolism as evidenced by the altered 
O2 consumption and CO2 overproduction along 
with impaired physical activities.

Acknowledgements

This work was supported by the Integrated 
Innovative Team for Major Human Disease 
Programs of Tongji Medical College, Huazhong 
University of Science and Technology, and the 
Innovative Funding for Translational Research 
from Tongji Hospital.

Disclosure of conflict of interest

None.

Address correspondence to: Cong-Yi Wang, The 
Center for Biomedical Research, Tongji Hospital 
Research Building, Tongji Hospital, Tongji Medical 
College, Huazhong University of Science and Tech- 
nology, Wuhan, Hubei, China. E-mail: wangcy@tjh.

Figure 4. Comparison of temporal body weight 
changes between cigarette smoke PM exposed mice 
and control mice for a period of 40 weeks. Twenty-
five mice were included in each group for the study. 
*, P<0.05; **, P<0.01; and ***, P<0.001.

mailto:wangcy@tjh.tjmu.edu.cn


Impact of smoke on mice physical metabolism

76	 Int J Mol Epidemiol Genet 2019;10(5):67-76

tjmu.edu.cn; Jibao Cai, Technology Center, China 
Tobacco Jiangxi Industrial Co. Ltd., Nanchang 
330096, Jiangxi, China. E-mail: jbcai@ustc.edu.cn

References

[1]	 Region WA, Ofamericas WR, Region SEA, Re-
gion WEM, Region WWP, Geneva WH and Agar-
wal N. WHO report on the global tobacco epi-
demic, 2017, monitoring tobacco use and 
prevention policies. 2017.

[2]	 In: editors. How Tobacco smoke causes dis-
ease: the biology and behavioral basis for 
smoking-attributable disease: a report of the 
surgeon general. Atlanta (GA): 2010. 

[3]	 In: editors. The health consequences of smok-
ing-50 years of progress: a report of the sur-
geon general. Atlanta (GA): 2014. 

[4]	 Murin S, Hilbert J and Reilly SJ. Cigarette smok-
ing and the lung. Clin Rev Allergy Immunol 
1997; 15: 307-361.

[5]	 He Y, Jiang B, Li LS, Li LS, Ko L, Wu L, Sun DL, 
He SF, Liang BQ, Hu FB and Lam TH. Second-
hand smoke exposure predicted COPD and 
other tobacco-related mortality in a 17-year 
cohort study in China. Chest 2012; 142: 909-
918.

[6]	 Huntington-Moskos L, Turner-Henson A and 
Rice M. Tobacco exposure, weight status, and 
elevated blood pressure in adolescents. J 
Community Health 2014; 39: 653-659.

[7]	 Booth FW, Roberts CK and Laye MJ. Lack of 
exercise is a major cause of chronic diseases. 
Compr Physiol 2012; 2: 1143-211.

[8]	 Gu F, Derkach A, Freedman ND, Landi MT, Al-
banes D, Weinstein SJ, Mondul AM, Matthews 
CE, Guertin KA, Xiao Q, Zheng W, Shu XO, 
Sampson JN, Moore SC and Caporaso NE. Cig-
arette smoking behaviour and blood metabolo-
mics. Int J Epidemiol 2016; 45: 1421-1432.

[9]	 Cheng J, Song J, He X, Zhang M, Hu S, Zhang S, 
Yu Q, Yang P, Xiong F, Wang DW, Zhou J, Ning Q, 
Chen Z, Eizirik DL, Zhou Z, Zhao C and Wang 
CY. Loss of Mbd2 protects mice against high-
fat diet-induced obesity and insulin resistance 
by regulating the homeostasis of energy stor-
age and expenditure. Diabetes 2016; 65: 
3384-3395.

[10]	 Choi HM, Kim HR, Kim EK, Byun YS, Won YS, 
Yoon WK, Kim HC, Kang JG and Nam KH. An 
age-dependent alteration of the respiratory ex-
change ratio in the db/db mouse. Lab Anim 
Res 2015; 31: 1-6.

[11]	 McKinney DL, Frost-Pineda K, Oldham MJ, 
Fisher MT, Wang J, Gogova M and Kobal G. 
Cigarettes with different nicotine levels affect 
sensory perception and levels of biomarkers of 
exposure in adult smokers. Nicotine Tob Res 
2014; 16: 948-960.

[12]	 Wang Q. Smoking and body weight: evidence 
from China health and nutrition survey. BMC 
Public Health 2015; 15: 1238.

[13]	 Winslow UC, Rode L and Nordestgaard BG. 
High tobacco consumption lowers body weight: 
a mendelian randomization study of the co-
penhagen general population study. Int J Epi-
demiol 2015; 44: 540-550.

[14]	 Zoli M and Picciotto MR. Nicotinic regulation of 
energy homeostasis. Nicotine Tob Res 2012; 
14: 1270-1290.

[15]	 Study suggests how nicotine suppresses appe-
tite. Harv Ment Health Lett 2011; 28: 6.

[16]	 Audrain JE, Klesges RC, DePue K and Klesges 
LM. The individual and combined effects of 
cigarette smoking and food on resting energy 
expenditure. Int J Obes 1991; 15: 813-821.

[17]	 Jo YH, Talmage DA and Role LW. Nicotinic re-
ceptor-mediated effects on appetite and food 
intake. J Neurobiol 2002; 53: 618-632.

[18]	 Mineur YS, Abizaid A, Rao Y, Salas R, DiLeone 
RJ, Gündisch D, Diano S, De Biasi M, Horvath 
TL, Gao XB and Picciotto MR. Nicotine decreas-
es food intake through activation of POMC 
neurons. Science 2011; 332: 1330-1332.

[19]	 Perkins KA. Effects of tobacco smoking on ca-
loric intake. Br J Addict 1992; 87: 193-205.

[20]	 Chen H, Saad S, Sandow SL and Bertrand PP. 
Cigarette smoking and brain regulation of en-
ergy homeostasis. Front Pharmacol 2012; 3: 
147.

[21]	 Gonseth S, Dugas L, Viswanathan B, Forrester 
T, Lambert V, Plange-Rhule J, Durazo-Arvizu R, 
Luke A, Schoeller DA and Bovet P. Association 
between smoking and total energy expendi-
ture in a multi-country study. Nutr Metab 
(Lond) 2014; 11: 48.

[22]	 Masood S, Cappelli C, Li Y, Tanenbaum H, 
Chou CP, Spruijt-Metz D, Palmer PH, Johnson 
CA and Xie B. Cigarette smoking is associated 
with unhealthy patterns of food consumption, 
physical activity, sleep impairment, and alco-
hol drinking in Chinese male adults. Int J Pub-
lic Health 2015; 60: 891-899.

[23]	 Papathanasiou G, Papandreou M, Galanos A, 
Kortianou E, Tsepis E, Kalfakakou V and Evan-
gelou A. Smoking and physical activity interre-
lations in health science students. Is smoking 
associated with physical inactivity in young 
adults? Hellenic J Cardiol 2012; 53: 17-25.

mailto:wangcy@tjh.tjmu.edu.cn
mailto:jbcai@ustc.edu.cn

