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Abstract—Context: The inhalation of pollutants of automobile 

origin induces blood disturbances, especially noncommunicable 

diseases, in humans. However, there are no studies highlighting 

the effects induced by car pollutants. From this perspective, this 

study aims to evaluate the effects of at least two (02) pollutants, 

carbon monoxide (CO) and nitrogen dioxide (NO2), on oxidative 

stress and inflammation after a single exposure for four hours 

(04 h). Materials and methods: Ten male Wistar strain rats 

were randomly divided into two groups of five (05): the control 

group (179.00 ± 5.916 g) unexposed and the group exposed to 

CO and NO2 (188.00 ± 13.13 g). CO and NO2 were produced by 

the combustion gas oil using a device contained in a sealed metal 

box supplied with ambient air by a pump. The ranges of CO and 

NO2 concentrations to which the rats were exposed varied 

between 35 and 45 ppm and between 0.2 and 0.3 ppm, 

respectively. The blood samples were taken at 24 hours after the 

end of the manipulations. A malondialdehyde (MDA) assay was 

performed on supernatant using the GENESYS 10S UV Visible 

Spectrophotometer. Tumour Necrosis factor alpha (TNF-α) 

levels in the supernatant stored at -80 ° C were examined with 

an ELISA kit . Results: The mean values of MDA (17,771 ± 

6.624 nM / ml) and TNF-α (83,050 ± 7.483 μg / ml) observed in 

the exposed group were significantly higher (p ˂ 0.01) than 

those recorded in the control group (MDA (7.097 ± 1.882 nM / 

ml) and TNF-α (6.410 ± 3.160 μg / ml).  

Conclusion: Exposure to CO and NO2 for at least 4 hours 

induces the overproduction of reactive oxygen species (ROS) 

and the exacerbation of inflammation. 

 

Index Terms—carbon monoxide; nitrogen dioxide; oxidative 

stress; inflammation. 
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I. INTRODUCTION 

Air pollution is a danger in terms of public health. 

According to the WHO in 2014, air pollution in urban and 

rural areas is responsible for 6.5 million premature deaths 

worldwide (11.6% of deaths worldwide) [1]. Air pollution is 

not only in the form of dust but also in the form of pollutants 

emitted by combustion engines, including diesel. In France, a 

diesel reference country, the number of deaths due to 

pollution ranges between 17,000 and 48,000, thus 

representing an economic cost of approximately 33.6 billion 

US dollars [2]. Diesel gas emissions in the gaseous phase 

comprise several toxic gases, including nitrogen dioxide 

(NO2) and carbon monoxide (CO) [3]. In Benin, the 

inhalation of car pollutants due to the relatively long duration 

induces respiratory disorders [4] in motorcycle taxi drivers 

exposed to a CO concentration greater than nine (09) ppm 

[5]. Cachon et al. [6] showed that the exposure of human 

bronchial epithelial cells to particulate matter (PM 2.5 and 

PM > 2.5) collected in the city of Cotonou (Benin) induces 

the significant secretion of pro-inflammatory cytokine 

proteins (TNF-α) and an increase in the level of MDA, 

regardless of the duration of the exposure (24, 48 and 72 h). 

These studies generally take into account suspended particles 

that are nothing more than a complex cocktail of pollutants 

that can cause disease in all sedentary strata (children, adults) 

and even athletes [7]. This situation makes it difficult to 

evaluate the role and the effects of each pollutant on the 

appearance of communicable and non-communicable 

diseases. 

Studies take into account that the impact of compounds 

present in the gaseous phase of diesel emissions are almost 

rare [8]. Peel et al. [9] showed that an increase in daily 

concentrations of 0.02 ppm (parts per million) NO2 induces 

cases of respiratory disorders, chronic obstructive pulmonary 

disease (COPD) and asthma. Another study on inflammatory 

responses has shown that the cytokine response of serum 

interleukin-6 (II-6) is dose-dependent at NO2 exposure 

concentrations [10]. Subchronic exposure to NO2 leads to a 

decrease in the endogenous antioxidant (reduced glutathione) 

in the bronchoalveolar fluid of rats [11] as well as a decrease 

in the activities of antioxidant enzymes, which leads to the 

extracellular formation of reactive oxygen species (ROS) 

responsible for lung damage [12]. 

With respect to carbon monoxide (CO), several studies 

have found rates ranging from 20 to 40 ppm in urban areas, 
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with peaks of up to 170 ppm [13]–[15]. A cross-sectional 

study conducted by Fourn and Fayomi in 2006 [16] in BENIN 

showed after analysis of the ambient air taken at the junctions 

and taxi-motorcycle parks, a peak CO concentration of 38.6 

ppm in the morning and 78.6 ppm in the afternoon was 

observed against a standard of 30 ppm [16]. In the body, CO 

binds to haemoglobin with an affinity 250 times greater than 

that of oxygen (O2) [17]. CO can also, according to Brown 

and Piantadiosi [18], bind to mitochondrial cytochromes, 

altering the electron transport chain and inhibiting the aerobic 

synthesis of ATP (adenosine triphosphate), thus contributing 

to the alteration of the metabolism of cardiomyocytes. In 

healthy volunteers, controlled exposure to diesel emissions 

for 1 h [19]–[21] or 2 h [22],[23] induced a significant 

increase in the level of stress and the expression of 

interleukin-13 and IL-8 in bronchial epithelium. 

Inflammatory cells, i.e., the number of neutrophils and B 

cells, CD4 + and CD8 + T lymphocytes, mast cells and 

platelets increase considerably following exposure to diesel 

[19][23]. 

Despite these convincing results, studies reveal biases due 

to the presence of several uncontrolled pollutants (especially 

in the gaseous state) whose mixture is not controlled but 

induces damage, especially noncommunicable diseases, such 

as asthma, diabetes and cancer [24]. Moreover, for ethical 

reasons, the concentrations of pollutants to which human 

subjects are exposed as well as the duration of exposure (1 or 

2 hours) could not reflect the real image of the values of the 

concentrations of the different pollutants observed at great 

crossroads of our urban cities. 

Despite the lack of knowledge of particle concentrations of 

diesel emissions, the lack of control of the effect of a 

pollutant specifically in the occurrence of diseases, the 

variations in the methodology from one study to another, the 

various studies on exposure to diesel, CO and NO2 emissions 

revealed two phenomena: oxidative stress and inflammation. 

However, there are not studies highlighting the effects 

induced by each pollutant. To our knowledge, this study is the 

first to evaluate the effects of at least two (02) pollutants, 

carbon monoxide (CO) and nitrogen dioxide (NO2) on 

oxidative stress and inflammation after a single four-hour 

exposure (04 h). 

II. MATERIALS AND METHODS  

A. Biological material 

We used ten (10) two-month-old male Wistar strain rats 

with body weights of 174 and 206 grams. The rats were 

randomly divided into two lots consisting of a control group 

and an experimental group in 2 conventional cages at the rate 

of 5 rats per cage. Access to water and food was ad libitum, 

and the animals were acclimatized to the conditions of the 

animal house for one week before the start of the 

experiments. The lighting followed a rhythm of 12 hours of 

day over 12 hours of night. 

B. Description of device used to produce (CO and NO2) and 

oxygen (O2) 

The device consisted of a KF, NEUBERGER 78  Freidburg 

(A) ambient air motor pump (temperature 21 °C and 

hygrometry rate 65 ± 5%) connected by a 7 mm diameter 

conductive pipe to a metal box (B) at 45 cm high rested on a 

base 35 cm long and 35 cm wide with a low entrance and a 

high exit. This metal box, hermetically closed, contained a 

gas-oil combustion device (C) that is operational from the 

ambient air propelled by the motor pump by the low inlet to 

maintain combustion. After the combustion of gas oil 

produced in the metal box, CO and NO2 escaped through the 

top outlet and an 8.5 mm diameter conductor pipe to a 

hermetic enclosure (D) 42 cm in height rested on a base 93 

cm long and 49 cm wide. This chamber houses rats and the 

VENTIS MX4 brand gas detector EXPLO-O2-CO-NO2 (E), 

which measures the concentrations of CO, NO2 and O2 from 

the metal box. Thus, the gas detector was programmed to 

tolerate ranges of the concentrations at which the animals 

were exposed: CO concentrations were between 35 and 45 

ppm, NO2 concentrations were between 0.2 and 0.3 ppm, and 

O2 concentrations were between 20.4 and 20.6%. The gas 

detector emitted light beeps if the programmed 

concentrations were exceeded, which would preserve the 

physical integrity of the animals (fig 1). 
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C. Modalities of acute exposure of animals to CO and NO2 

pollutants 

Due to possible influences on the study-dependent 

variables, pollen exposures were carried out under the same 

conditions from 8 to 12 hours in both the experimental and 

control groups, resulting in an acute exhibition of 4 hours. In 

accordance with the exposure scheme explained above, the 

experimental group consisting of five rats were exposed to 

CO and NO2 for 4 hours, i.e., 8 hours to 12 hours. Similarly, 

the next day, the control group of five rats was also placed in 

another enclosure of the same dimensions and hermetically 

closed with supply of ambient air provided by the motor 

pump. This group was not exposed to pollutants. At the end 

of the exposure of each study group, the animals were then 

placed in a standard pet shop environment, i.e., the air was 

filtered according to the standards of a pet shop (AFS). 

D. Determination of biological parameters: Biochemical 

parameters 

Blood sampling and determination of tumour necrosis 

factor alpha (TNF-α) and MDA (malondialdehyde) 

 Twenty-four hours (24 h) after each experiment, blood 

samples were taken from the retro-orbital vein of 

experimental and control rats. Blood was collected in tubes 

with EDTA anticoagulant and analysed. To avoid any 

deterioration and external contamination, the collected blood 

samples were conveyed as soon as possible to the laboratory 

and centrifuged at 3000 rpm for 15 minutes. The supernatant 

was stored at -80 °C until dosing. The TNF-α concentration 

was determined with an ELISA kit (Ray Bio® Rat TNF-alpha 

ELISA Kit Protocol, Aachen, Germany). The MDA assay 

was performed according to the method of Gbeassor and 

Agbonon [25] explained below. 

E. Dosage of MDA 

The lipid peroxidation was determined in the serum by 

measuring the concentration of malondialdehyde (MDA) 

according to the method, which consisted of successively 

adding 0.6 mL of phosphoric acid (H4PO3) at 1% and 1 mL of 

1% thiobarbituric acid to a 200 μL aliquot of the supernatant. 

Then, the mixture was placed in a water bath at 100 °C for 50 

minutes. The tubes containing the mixture were cooled in an 

ice bath for 10 minutes. Then, 2 mL of 1-butanol was added 

to the contents of each tube. The tubes were vigorously 

shaken and centrifuged at 3000 rpm for 10 minutes. The 

supernatant containing the thiobarbituric 

acid-malondialdehyde complex (TBA-MDA) was removed. 

The absorbance was read with the GENESYS 10S 

UV-visible spectrophotometer (Monaco, France, made in 

China, designed in the USA) at 535 nm against a blank. The 

control was made in the same manner as the tubes used to 

determine MDA, except that the organ homogenate 

supernatant is replaced with distilled water. The standard 

curve was determined by MDA at concentrations of 0, 15.75, 

31.5 and 63 nM. The tests were repeated three times. 1, 1, 3, 

3-tetramethoxypropane (MDA) was used as a standard to 

obtain the standard linear regression curve (0-60 nM, Y = 

0.03860X + 0.04205). The correlation coefficient of the 

linear regression curve of the standard range is r2 = 0.9982. 

The results were expressed in concentration (nM / mL). 

F. Determination of TNF- α 

The concentrations of TNF-α were determined by an ELISA 

(enzyme-linked immunosorbent assay) method (Rat TNF-α 

PicokineTM ELISA Kit). ELISA is an enzyme immunoassay 

conducted in the heterogeneous phase. The assay was 

performed according to the instructions of the supplier. The 

antibody adsorbed onto a 96-well microplate was contacted 

with a sample containing the antigen of interest for 1 hour. 

After 4 washes, a biotinylated anti-TNF-α antibody was 

added. After incubation for one hour, the excess antibody was 

removed by 4 washes, and peroxidase-conjugated 

streptavidin was added. After an additional incubation of 30 

minutes, 4 washes are made, and then the substrate is added. 

After 1 hour of incubation, the addition of a hydrochloric acid 

solution stops the reaction. The optical density was read at 

450 nm versus 630 nm using a microplate reader. A standard 

range was performed in parallel as a standard to obtain the 

standard linear regression curve of the form y = ax + b (7.8 μg 

/ mL-500 μg / mL, Y = 0.0020 × 0.0979). The correlation 

coefficient of the linear regression curve of the standard range 

is r2 = 0.9990. The results obtained were expressed as a 

concentration (μg / ml). 

G. Statistical analysis 

The recorded data were processed with StatView software 

version 5 AcabusConcept. The results of biochemical 

analyses were expressed as the mean ± ESM (standard 

deviation to mean). The Mann-Whitney test was performed to 

compare the control group (GT) and the group exposed for 4 

hours (Grp_Expo4 h) to CO and NO2. The level of 

significance of the tests was set at p <0.05. 

III. RESULTS 

The analysis of the parameters related to oxidative stress and 

inflammation gave the results presented in the following table 

(table 1). 

  

Table1 : Comparison of the effect of four (04) hours of exposure to CO and NO2 

 

GT 

n = 5 

m ± s 

Grp_Expo4 h 

n = 5 

m ± s P 

 

Delta (%) 

MC (g) 179.00 ± 5.916 188.00 ± 13.13 p > 0.05 - 

MDA (nM/ml) 7.0970 ± 1.882 17.771 ± 3.624 p < 0.01 150.4 

TNF-α (pg/ml) 6.4100 ± 3.160 83.050 ± 7.483 p < 0.01 1195.63 
Grp_Expo4h : Group exposed for 4 hours ; GT : a group of witnesses ; MC : body mass ; g : gramme ; MDA: Malondialdéhyde; 

TNF-α : Tumor Necrosis Factor- alpha, n : effective ; m ± s : average more or less standard deviation ; ** : significant 

difference to p ˂ 0.01 ; % : percentage ; Delta = [(situation after-situation before)/situation after]×100. 
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Mean values for body mass in both groups showed no 

significant variation (p> 0.05). 

The mean values of the MDA and TNF-α concentrations 

observed in rats exposed for 4 hours to diesel emissions 

(Grp_Expo4 h) were significantly higher than those observed 

in the control group (GT) (p ˂ 0.01). of the concentrations 

were 17.771 ± 3.624 nM / ml and 83.05 ± 7.483 pg / ml in 

Grp_Expo4 h compared to 7.097 ± 1.882 nM / mL and 6.41 ± 

3.16 pg / ml in GT. 

IV. DISCUSSION 

The objective of this study was to evaluate the effects of 

carbon monoxide (CO) and nitrogen dioxide (NO2) after a 

four-hour exposure (04 h) to oxidative stress and 

inflammation. Ten eight-week-old Wistar male rats with 

body masses ranging from 174 to 206 grams were used. The 

rats were divided into two groups: the group exposed for four 

hours to CO and NO2 (Grp_Expo4 h) and the control group 

(GT). Access to water and food was ad libitum, and the 

animals were acclimatized to the conditions of the animal 

house for one week before the start of the experiments. The 

lighting followed a rhythm of 12 hours of day over 12 hours 

of night. To avoid the effects of the biorhythm, all the 

manipulations were started at the same time, i.e., eight hours 

(08:00). The markers used in this study were MDA 

(malondialdehyde) and TNF-α (tumour necrosis factor 

alpha), which represent the markers of oxidative stress and 

inflammation, respectively. Changes in body mass between 

the four-hour group exposed to CO and NO2 and the control 

group showed no significant difference. The influence of 

body mass on oxidative stress and inflammation could not be 

invoked. 

Analysis of the data revealed that exposure to CO and NO2 

for 4 hours significantly increased the mean concentrations of 

MDA and TNF-α. Most studies on air pollution reported the 

presence of several uncontrolled pollutants in isolation and 

whose mixture was not controlled. In addition, markers 

related to oxidative stress and inflammation vary from one 

study to another. For example, a recent study conducted in 

vivo by Niemann et al. [24] showed that exposure to 

pollutants from diesel emissions is partially responsible for 

cardiovascular diseases that would have resulted in impaired 

vasomotor response, endogenous fibrinolysis capabilities, 

and platelet activation. Similarly, myocardial ischaemic 

effects in stable coronary patients have been observed 

without attributing these effects to any gaseous or particulate 

compounds [26]. Several studies on the effects of particulate 

matter from diesel emissions have shown that the oxidative 

stress generated by these particles comes from the 

overproduction of reactive oxygen species (ROS), impaired 

mitochondrial function, or NADPH. Oxidase, activation of 

inflammatory cells capable of generating ROS, N reactive 

species and oxidative DNA [27], [28]. Other in vitro studies 

[27]–[30] have shown that exposure to particles increases the 

expression of related genes, including NF-ÎºB, and the 

activation of oxidant-dependent NF-ÎºB factors, such as 

TNF-α, IL6 and IL8. 

In this quasi-experimental and controlled study, the lipid 

peroxidation test was performed using MDA because this 

compound is recognized as a potential biomarker of oxidative 

stress according to Atasayar et al. [31]. Indeed, following an 

aggression of the body, oxidative stress represents an 

imbalance between the production of reactive oxygen species 

(ROS) and intracellular antioxidant capacity, leading to good 

regulation of the redox state of the cells [32]. The mean MDA 

concentration observed after 4 hours of exposure in this study 

was 150.4 times higher in rats exposed to CO and NO2 after 4 

hours compared to the control group. However, according to 

Favier [33], the increase in oxidative stress marked by the 

increase in the concentration of MDA leads in the long term 

to an exacerbation of communicable or non-communicable 

diseases, cancer, cardiovascular diseases and an acceleration 

of ageing. It is therefore obvious that if an acute exposure of 4 

hours to these pollutants induces a significant increase in 

oxidative stress, then repeated exposure, as in users of major 

cities, African capitals or pollutant controls, gives rise to 

major problems in public health. 

To our knowledge, previous studies did not show the role 

played by these two pollutants simultaneously as in the 

context of our study, but they did show that in isolation, these 

pollutants are sources of oxidative stress and inflammation. 

Indeed, as for the particles, in the gaseous phase, exposure to 

NO2 generates oxidative stress. This finding was confirmed 

by Yan et al. [34], who showed that the oxidative stress 

generated by exposure to NO2 in the gas phase could be of 

mitochondrial origin. Indeed, these authors have shown that 

exposure to NO2 induces overproduction of ROS from 2.5 

ppm NO2, which represents a concentration well above that 

used in this study (0.2 and 0.3 ppm). At this concentration, 

these authors found a decrease in the activity of the IV and V 

complexes and a decrease in ATP production. At 5 ppm, there 

is a loss of membrane permeability and a modification of the 

protein expression of NRF1 and TFAM, an actor of 

mitochondrial biogenesis [34]. Morphological modification 

of mitochondria is also observed in the cerebral cortex during 

exposure to NO2 according to Li et al. [35]. These results are 

suggest that NO2 crosses the brain barrier. 

The NO2 concentrations (2.5 and 5 ppm) used in the 

literature were higher than the range used in this study (0.2 

and 0.3 ppm), suggesting that the obtained results are related 

exclusively to the concentration of CO used at 35 and 45 

ppm. This finding confirms the work of Mc Donald et al. 

[36], who observed no change in markers of oxidative stress 

in APO E - / - mice exposed to 0.2 or 2 ppm NO2. Favory et 

al. [37] showed that CO causes oxidative stress by lipid 

peroxidation resulting in a modification of myelin basic 

protein (MBP), which in turn induces immunological 

abnormalities that contribute to brain damage. In fact, once 

physiopathologically inhaled OC passes easily through the 

alveolocapillary membrane, it binds to haemoglobin (Hb), 

forming carboxyhaemoglobin (HbCO), which has a binding 

affinity 250-fold higher than that of oxygen (O2) [17]. CO 

binds to cytochromes (haem compounds) and induces 

mitochondrial dysfunction due to overproduction of ROS 

[38]. The excess ROS formed due to the blockage of the 

mitochondrial chain thus generates specific brain lesions by 

lipid peroxidation, which induces oxidative stress [39]. A few 

animal model studies have concluded that CO exposure in 

rats induces brain damage due to free radicals generated by 

mitochondria but not tissue hypoxia [40], [41]. Oxidative 

damage to cell membranes in relation to the inhibition of 

mitochondrial respiratory chain enzymes is therefore at the 
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root of the pathophysiology of CO poisoning [42], and 

Piantadosi et al. suggested that CO induces the release of 

nitric acid (NO), a potent oxidizing agent that may be able to 

cause DNA damage, cell death and the activation of the 

immune system. Cases of sudden death following the 

inhalation of CO can be explained by the fact that it acts 

directly on the ion channels that regulate many vital processes 

[43]. The lack of oxygen following the inhalation of a 

significant amount of CO inhibits the production of ATP and 

stimulates the synthesis of inflammatory cytokines 

(interleukins, TNF-α, which is used in the context of this 

study). CO is responsible for the induction of lipid 

peroxidation, which can lead to the destruction of the 

pulmonary epithelium [44]. 

The mean TNF-α concentration in this study was 12.95 

times higher in rats exposed to CO and NO2 after 4 hours 

compared to that in the control group. In the case of 

inflammatory reactions, most studies were performed in vitro 

with stem cells. Indeed, the results obtained after the 

exposure of the mice to diesel particles have revealed a severe 

inflammatory response with the production of 

allergen-specific Ig-E antibodies, a lymphocyte response with 

a cytokine profile type Th-2 (production of interleukins: Il-4, 

Il-5, Il-6, Il-10, Il-13 and TNF-α), and then a decrease in the 

Th-1 type response (Interferon gamma) (IFN-γ) in nasal wash 

fluids [45]–[50], showed that inflammation is accompanied 

by cell necrosis and the disruption of the interaction between 

cellular organelles leading to the energetic deprivation of 

tissue. In vitro studies on the exposure of epithelial cells to 

diesel particles have shown that these cells inhibit the 

proliferation of particles [8] by inhibiting the proto-oncogene 

c-fos, which is involved in the cell cycle [51]. 

These cells are therefore able to endocytose diesel particles 

and then release pro-inflammatory cytokines, such as Il-8 and 

GM-CSF (Granulocyte Macrophage-Colony Stimulating 

Factor)[52]. Our results corroborate those of Shukla et al. 

[30], who showed that exposure for 6 hours to 300 μg/m3 of 

PM2.5 from diesel emissions induced 24 hours after the 

expression of inflammatory and cytokine (NF)-kappaB genes 

in bronchial epithelial cells. However, most studies have 

focused more on the PM. Studies on controlled exposures, as 

in this study, are a new direction that can lead researchers to 

focus on each pollutant selectively. At rest, 20 hours after an 

acute exposure to diesel emissions for 3 hours, Xu et al. [53] 

found that total monocyte and leukocyte counts in the 

peripheral blood were higher in the exposed volunteers, and a 

trend towards increased serum IL-6 concentrations was also 

observed. These results show the presence of inflammation at 

rest, although the parameters used for inflammation, the 

different pollutants as well as the concentrations to which the 

subjects were exposed (PM: 300 μg / m3 and NO2: 1.3 ppm) 

were not the same as those used in this study. Moreover, other 

studies have shown that the exposure of volunteers to diesel 

emissions for two hours induces a significant increase in the 

expression of interleukin-13 and IL-8 in the cells of the 

bronchial epithelium [19]–[23]. Indeed, Stenfors et al. [23] 

showed that acute exposure of healthy subjects to 108 μg/m3 

PM10 for 2 hours resulted in neutrophilia, lymphocytosis, 

and airway inflammation at 6 hours after exposure to diesel. 

This inflammation is characterized by increased interleukin-8 

(IL-8) protein in the lavage fluid, increased IL-8 messenger 

ribonucleic acid expression in the bronchial mucosa, and 

increased regulation of the endothelial adhesion molecule. 

These authors also showed that inflammatory cells, namely, 

the number of neutrophils, B cells in the airway washes, 

neutrophils and platelets in the peripheral blood, and 

neutrophils, mast cells and CD4 + T cells and CD8 + in 

bronchial tissues, increase significantly as a result of diesel 

exposure [23]. These results are consistent with those 

obtained in this study, even if the inflammatory parameters 

studied are not the same. This effect seems to be normal 

because according to Noak and Kolopp-Sarda, inflammation 

by definition is a set of protective mechanisms by which the 

body defends itself from the various aggressions (infection by 

a pathogen, inhalation of a pollutant, allergy) and repairs the 

damaged tissues [54]. 

Thus, during the initial phase, inflammatory cells, such as 

tissue macrophages and mast cells, are activated and 

synthesize pro-inflammatory chemokines and cytokines, such 

as the TNF-α used in our study, which is responsible for the 

recruitment of the innate immune system: neutrophils (PN). 

The release of cytokines and chemokines will then act on 

endothelial cells and allow the recruitment of monocytes, 

dendritic cells and lymphocytes [54]. Since TNF-α is a 

cytokine essentially produced by T cells, neutrophils, 

endothelial cells, monocytes and macrophages [55], it is 

reasonable to propose that the increase in these inflammatory 

cells is related to the significant increase in TNF-α 

concentration observed in our study. In addition, Sehlstedt et 

al. [21] examined inflammatory responses in exposed 

volunteers for a shorter duration than that in the previous 

study (1 hour), and the results showed that exposure to diesel 

emissions at a particulate matter concentration of 270 μg / m3 

resulted in an increase in the expression of vascular 

endothelial adhesion molecules (P-selectin), vascular cell 

adhesion molecule (VCAM-1) in the bronchial mucosa, and 

an increased number of eosinophils at the level of 

bronchoalveolar washes. These results, similar to those 

previously mentioned, are difficult to compare with the 

results obtained in the context of this study because the 

samples were taken at 6 hours after exposure, on the one 

hand, and do not show the role played by each pollutant on 

the other hand. 

Despite the multitude of methods used in these different 

studies, the variety of markers used, the lack of knowledge of 

the concentrations of the different pollutants, and the choice 

of the exposure method (in vitro and in vivo), make it 

difficult to compare different results; nevertheless, the 

conclusions are virtually the same. 

With respect to the inhalation of NO2 alone, to our 

knowledge, the results of previous show the effects of 

repeated exposure, which is not the case in this study, which 

highlights the combined effects of CO and NO2 following a 

single exposure of 4 hours. However, toxicological studies 

conducted by Kastner et al. [56] on cell cultures exposed to 

NO2 at 0.08 ppm for four (04) days revealed a decrease in cell 

metabolism. In addition, exposure to diesel engine exhausts 

induces not only a severe inflammatory response in 

bronchoalveolar lavages characterized by allergen-specific 

Ig-E and Ig-G1 antibody production [57] but also a 

lymphocyte response with a cytokine profile type Th-2 

(overproduction of Il-4) to the profile of Th-1 (IFN-gamma) 

during repeated exposure at 5 h / day for 7 days with 2.7 ppm 

NO2 [58]. 
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On the other hand, our results are contrary to those of van 

Berlo et al. [59], who found that short-term inhalation of 

diesel exhaust does not induce a significant increase in 

TNF-α even 18 hours after exposure. This discrepancy could 

be explained from a methodological point of view, since in 

these rats were exposed for 2 hours to diesel diluted against 4 

hours in our study. Thus, the CO, NOx (NOx), NO (NOx) and 

NO2 concentrations to which the animals were exposed were 

lower than in this study. In fact, the concentrations were 

14.23 ppm (CO), 2.38 ppm (NOx), 1.43 ppm (NO) and 0.94 

ppm (NO2) against 35-45 ppm (CO) and 0.2-0.3 ppm (NO2) 

in this study. The concentration of CO was relatively lower 

than that observed by Fourn and Fayomi in 2006 in BENIN 

[16], which was between 38.6 ppm in the morning and 78.6 

ppm in the afternoon against a standard of 30 ppm [16]. 

However, these authors showed that the exposure of 

taxi-motorcycle drivers, commonly known as 'zemidjan', to 

diesel engine exhaust caused changes in the expression of 

mRNA-bound genes due to oxidative stress and 

inflammation. 

This effect would affect all social classes living in polluted 

environments, including children, adults, sedentary athletes, 

due to the air brewing important to exercise, which leads to 

the hyperventilation of air laden with pollutants and 

environmental. However, the energy used in the form of 

adenosine triphosphate (ATP) comes from the mitochondria, 

which is the main source of reactive oxygen species. At the 

mitochondrial level, physiological radical production is 

linked to an electron leak located at the level of ubiquinone, 

which transfers the electrons of complex I or II to complex III. 

According to Turrens [60], oxygen (O2) then undergoes a 

univalent reduction and is transformed into the superoxide 

anion itself at the origin of the formation of the other ROS 

(hydrogen peroxide (H2O2) and hydronium ion • OH. The 

diffusion of ROS (from the mitochondria to the cytoplasm) 

would depend in part on their chemical nature [61]. O2 • - 

within the mitochondria is converted to H2O2 by the action of 

Mn-SOD. H2O2 can easily cross the mitochondrial 

membrane, and studies have shown that most of the 

extracellular increase in hydrogen peroxide levels during 

muscle contractile activity is mainly derived from 

mitochondria and diffuses through subcellular and plasmic 

membranes. For • OH, as chemically neutral but very reactive 

compounds, these particles diffuse little and exert their 

effects locally. Therefore, following an increased inhalation 

of pollutants due to the practice of physical exercise, 

pollution would cause much more damage to athletes.  

V. CONCLUSION 

Our results are therefore a contribution to the literature 

because at 24 hours after acute exposure to CO and NO2 for 4 

hours, the answers remain the same.  

Short-term exposure to these pollutants thus causes 

oxidative stress and the activation of the inflammatory 

process. However, the inflammatory response observed in 

this study could not be attributed to NO2 given the 

concentrations to which the rats were subjected (between 0.2 

and 0.3 ppm), which are well below the thresholds used in the 

literature. Nevertheless, the inflammatory responses observed 

and the stress induced by CO and NO2 in the context of this 

study are not without consequences on the human organism 

because the elevation of the oxidative and inflammatory 

stress parameters in humans leads to long term effects, such 

as accelerated ageing process, visual disorders (cataracts and 

macular degeneration), neurodegenerative diseases (ataxia, 

lateral sclerosis, Alzheimer's disease), cancer, sleep apnoea, 

and respiratory diseases, including bronchospasm. Public 

awareness of the dangers to which it is exposed every day is 

imperative. Exercising in heavily polluted areas is therefore 

discouraged. Another study on these same pollutants would 

be necessary to determine their effects on the practice of 

physical exercise. 

REFERENCES 

[1].  Organization WH. WHO Global urban ambient air pollution database. 

2016.  

[2].  Scarwell HJ. Les enjeux de la pollution de l’air en France : 

délaissement ou droit en jeu(x). Pollut Atmosphérique. 2017;N°233.  

[3].  Valentino S., Tarrrade A. C-PP. Exposition aux gaz d’échappement 

diesel durant la gestation : Quelles conséquences sur le 

développement foeto-placentaire ? Apport des modèles animaux. Bull 

l’Académie vétérinaire Fr. 2016;  

[4].  Messan, F., Lawani, M., Akplogan, B., Dansou, P., Mama, D. 

Hounkponou, R.  and D. Bronchospasm Diagnosis in Motorcycle Taxi 

Drivers Exposed to Automotive Pollutants in Porto-Novo. Open J 

Respir Dis. 2013;3:13–20.  

[5].  Lawin H., Ayi Fanou L., Kpangon A.A., Hinson A.V., Balmes J., 

Wanjiku J., Ale BM. FB. Comparison of motorcycle taxi driver’s 

respiratory health using an air quality standard for carbon monoxide 

in ambient air: a pilot survey in BENIN. Pan Afr Med J. 2018;30:113.  

[6].  Cachon, B. F., Firmin, S., Verdin, A., Ayi-Fanou, L., Billet, S., 

Cazier, F.  et al. Proinflammatory effects and oxidative stress within 

human bronchial epithelial cells exposed to atmospheric particulate 

matter (PM2.5 and PM>2.5) collected from Cotonou, Benin. Environ 

Pollution,. 2014;185:340–51.  

[7].  Tito A, Messan F, Nsompi F, Tito A.M, Lawani M.M AA. State of 

atmospheric pollution in West Africa : Health impact. Int J Curr Res. 

2018;10(09):73970–5.  

[8].  Baulig, A., Sourdeval, M., Meyer, M., Marano, F., Baeza-Squiban A. 

Biological effects of atmospheric particles on human bronchial 

epithelial cells. Comparison with diesel exhaust particles. Toxicol 

Vitr Int J Publ Assoc BIBRA. 2003;17:567–73.  

[9].  Peel, J.L., Tolbert, P.E., Klein, M., Metzger, K.B., Flanders, W.D., 

Todd, K., Mulholland, J.A., Ryan, P.B., Frumkin H. Ambient air 

pollution and respiratory emergency department visits. Epidemiol 

Camb Mass. 2005;16:164–74.  

[10].  Perret, J.L., Bowatte, G., Lodge, C.J., Knibbs, L.D., Gurrin, L.C., 

Kandane-Rathnayake, R., Johns, D.P., Lowe, A.J., Burgess, J.A., 

Thompson, B.R., Thomas, P.S., Wood-Baker, R., Morrison, S., Giles, 

G.G., Marks, G., Markos, J., Tang, M.L.K., Abramson, M.J SC. The 

Dose-Response Association between Nitrogen Dioxide Exposure and 

Serum Interleukin-6 Concentrations. Int J Mol Sci. 2017;18.  

[11].  Hochscheid, R., Schuchmann, U., Kotte, E., Kranz, S., Heinrichs, S., 

Müller B. NO2-induced acute and chronic lung injury cause 

imbalance of glutathione metabolism in type II pneumocytes. Med Sci 

Monit Int Med J Exp Clin Res. 2005;11:BR273-279.  

[12].  Velsor, L.W., Postlethwait EM. NO2-induced generation of 

extracellular reactive oxygen is mediated by epithelial lining layer 

antioxidants. Am J Physiol. 1997;273:L1265-1275.  

[13].  Wright GR, Jewczyk S, Onrot J TP and SR. Carbon monoxide in the 

urban atmosphere: hazards to the pedestrian and the street-worker. 

Arch Env Heal. 1975;30:123–9.  

[14].  Stern FB, Halperin WE, Hornung RW RV and MC. Heart disease 

mortality among bridge and tunnel officers exposed to carbon 

monoxide. Am J Epidemiol. 1988;128:1276–88.  

[15].  Bevan MA, Proctor, C. J., Baker-Rogers, J., and Warren ND. 

Exposure to carbon monoxide, respirable syspended particulates, and 

volatile organic compounds while commuting by bicycle. Env Sci 

Technol. 1991;25(4):779–88.  

[16].  Fourn L FEB. Air Pollution in Urban Area in Cotonou and Lokossa, 

Benin. Bull la Société Pathol Exot. 2006;99(4):264–8.  

[17].  Roughton F DR. The effect of carbon monoxide on the 

oxyhemoglobin dissociation curve. Am J Physiol. 1944;141:17–31.  

[18].  CA. BS and P. In vivo binding of carbon monoxide to cytochrome c 

oxidase in rat brain. J Appl Physiol. 1990;68:604–10.  



World Journal of Research and Review  (WJRR) 

                                                                       ISSN:2455-3956,  Volume-8, Issue-5, May  2019  Pages 09-15 

                                                                                 15                                                                            www.wjrr.org 

 

[19].  Salvi S., Blomberg A., Rudell B., Kelly F., Sandstrom T., Holgate S. 

T. FA. Acute inflammatory responses in the airways and peripheral 

blood after short-term exposure to diesel exhaust in healthy human 

volunteers. Am J Respir Crit Care Med. 1999;159:702–9.  

[20].  Pourazar J., Frew A. J., Blomberg A., Helleday R., Kelly F. J., Wilson 

S.  et al. Diesel exhaust exposure enhances the expression of IL-13 in 

the bronchial epithelium of healthy subjects. Respir Med. 

2004;98:821–5.  

[21].  Sehlstedt M., Behndig A. F., Boman C., Blomberg A., Sandstrom T. 

PJ. Airway inflammatory response to diesel exhaust generated at 

urban cycle running conditions. Inhal Toxicol. 2010;22:1144–50.  

[22].  Behndig A. F., Mudway I. S., Brown J. L., Stenfors N., Helleday R., 

Duggan S. T., Wilson S. J., Boman C., Cassee F. R., Frew A. J., Kelly 

F. J., Sandstrom T. BA. Airway antioxidant and inflammatory 

responses to diesel exhaust exposure in healthy humans. Eur Respir J. 

2006;27:359–65.  

[23].  Stenfors, N., Nordenhäll, C., Salvi, S.S., Mudway, I., Söderberg, M., 

Blomberg, A., Helleday, R., Levin, J.O., Holgate, S.T., Kelly, F.J., 

Frew, A.J., Sandström T. Different airway inflammatory responses in 

asthmatic and healthy humans exposed to diesel. Eur Respir J. 

2004;23:82–6.  

[24].  Niemann, B., Rohrbach, S., Miller, M.R., Newby, D.E., Fuster, V., 

Kovacic JC. Oxidative Stress and Cardiovascular Risk: Obesity, 

Diabetes, Smoking, and Pollution: Part 3 of a 3-Part Series. J Am Coll 

Cardiol. 2017;70:230–51.  

[25].  Agbonon A. GM. Hepatoprotective effect of Lonchocarpus sericeus 

leaves in CCl4-induced liver damage. J Herbs Spices Med Plants; 

2009;15:216–26.  

26].  Habert, C., Garnier R. [Health effects of diesel exhaust: a state of the 

art]. Rev Mal Respir. 2015;32:138–54.  

[27].  B G-F. Oxidant mechanisms in response toambient air particles. Mol 

Asp Med. 2004;25(1–2):169–82.  

28].  Risom L, Moller P LS. Oxidative stress-inducedDNA damage by 

particulate air pollution. Mutat Res. 2005;592(1–2):119–37.  

[29].  Jimenez LA, Thompson J, Brown DA, Rahman I, Antonicelli F, 

Duffin R  et al. Activation of NF-kappaB by PM(10)occurs via an 

iron-mediated mechanism in the absenceof IkappaB degradation. 

Toxicol Appl Pharmacol. 2000;166(2):101–10.  

[30].  Shukla A, Timblin C, BeruBe K, Gordon T, McKinney W, DriscollK  

et al. Inhaled particulate matter causes expres-sion of nuclear factor 

(NF)-kappaB-related genes and oxi-dant-dependent NF-kappaB 

activation in vitro. Am JRespir Cell Mol Biol. 2000;23(2):182–187.  

[31].  Atasayar S, Orhan H ÖH. Malondialdehyde quantification in blood 

plasma of tobacco smokers and non-smokers. FABAD J Pharm Sci. 

2004;29(1):15–9.  

[32].  Guillet-Pichon V VC. Mitochondrie et maladies neurodégénératives. 

Prat Neurol - FMC. 2016;7:117–22.  

[33].  A. F. Stress oxydant et pathologies humaines. Ann Pharm Fr. 

2006;64:390–6.  

[34].  Yan, W., Ji, X., Shi, J., Li, G., Sang N. Acute nitrogen dioxide 

inhalation induces mitochondrial dysfunction in rat brain. Environ 

Res. 2015;138:416–24.  

[35].  Li, H., Chen, L., Guo, Z., Sang, N., Li G. In vivo screening to 

determine neurological hazards of nitrogen dioxide (NO2) using 

Wistar rats. J Hazard Mater. 2012;225–226:46–53.  

[36].  McDonald, J.D., Doyle-Eisele, M., Campen, M.J., Seagrave, J., 

Holmes, T., Lund, A., Surratt, J.D., Seinfeld, J.H., Rohr, A.C., 

Knipping EM. Cardiopulmonary response to inhalation of biogenic 

secondary organic aerosol. Inhal Toxicol. 2010;22:253–65.  

[37].  Favory R, Poissy J, Parmentier · E MD. Intoxication au monoxyde de 

carbone et place de l’oxygénothérapie hyper-bare. Réanimation. 

2011;20:493–501.  

[38].  Queiroga C, Almeida A VH. Carbon monoxide targeting 

mitochondria. Biochem Res Int. 2012;749845:1–9.  

[39].  Hendrik JV, Wong RJ SD. Carbon monoxide in breath, blood and 

others tissues. Penney D, Ed Carbon monoxide toxicity Boca Rat 

CRC Press. 2000;19–60.  

[40].  SR. T. Carbon monoxide-mediated brain lipid peroxidation in the rat. 

J Appl Physiol. 1990;68:997–1003.  

[41].  Zhang J PC. Mitochondrial oxidative stress after carbon monoxide 

hypoxia in the rat brain. J Clin Invest. 1992;90:1193–9.  

[42].  Piantadosi CA, Tatro L ZJ. Hydroxyl radical production in the brain 

after CO hypoxia in rats. Free Radic Biol Med. 1995;18:603–9.  

[43].  Joseph D, Roderique A, Christopher S JA. A modern litera-ture 

review of carbon monoxide poisoning theories, therapies and 

potential targets for therapy advancement. Toxicology. 

2015;334:45–58.  

[44].  Pincemail J, Meurisse M, Limet R DJ. Fumée de cigarette : une 

source potentielle de production d’espèces oxygénées activées. Medi 

Sph. 1998;78.  

[45].  Riedl M D-SD. Biology of diesel exhaust effects on respiratory 

function. J Allergy Clin Immunol. 2005;115:221–8.  

[46].  Takizawa H, Ohtoshi T, Kawasaki S, Kohyama T, Desaki M, Kasama 

T  et al. Diesel exhaust particles induce NF-kappa B activation in 

human bronchial epithelial cells in vitro: importance in cytokine 

transcription. J Immunol. 1999;162:4705–11.  

[47].  Ng D, Kokot N, Hiura T, Faris M, Saxon A NA. Macrophage 

activation by polycyclic aromatic hydrocarbons: evidence for the 

involvement of stress-activated protein kinases, activator protein-1, 

and antioxidant response elements. J Immunol. 1998;161:942–51.  

[48].  Diaz-Sanchez, D., Tsien, A., Fleming, J., Saxon A. Combined diesel 

exhaust particulate and ragweed allergen challenge markedly 

enhances human in vivo nasal ragweed-specific IgE and skews 

cytokine production to a T helper cell 2-type pattern. J Immunol Balt 

Md 1950. 1997;158:2406–2413.  

[49].  Takano, H., Yoshikawa, T., Ichinose, T., Miyabara, Y., Imaoka, K., 

Sagai M. Diesel exhaust particles enhance antigen-induced airway 

inflammation and local cytokine expression in mice. Am J Respir Crit 

Care Med. 1997;156:36–42.  

[50].  Zhou, W., Tian, D., He, J., Zhang, L., Tang, X., Zhang, L., Wang, Y., 

Li, L., Zhao, J., Yuan, X., Peng S. Exposure scenario: Another 

important factor determining the toxic effects of PM2.5 and possible 

mechanisms involved. Environ Pollut Barking Essex 1987. 

2017;226:412–25.  

[51].  Baeza-Squiban, A., Bonvallot, V., Boland, S., Marano F. Diesel 

Exhaust Particles Increase NFkappaB DNA Binding Activity and 

c-FOS Proto-oncogene Expression in Human Bronchial Epithelial 

Cells. Toxicol Vitr Int J Publ Assoc BIBRA. 1999;13:817–22.  

[52].  Boland, S., Baeza-Squiban, A., Fournier, T., Houcine, O., Gendron, 

M.C., Chévrier, M., Jouvenot, G., Coste, A., Aubier, M., Marano F. 

Diesel exhaust particles are taken up by human airway epithelial cells 

in vitro and alter cytokine production. Am J Physiol. 

1999;276(4):L604-13.  

[53].  Xu Y., Barregard L., Nielsen J., Gudmundsson A., Wierzbicka A., 

Axmon A., Jonsson B. A., Karedal M. AM. Effects of diesel exposure 

on lung function and inflammation biomarkers from airway and 

peripheral blood of helthy volunteers in a chamber study. Part Fibre 

Toxicol. 2013;10(1):60.  

[54].  Noack M K-SM. Cytokines et inflammation : physiologie, 

physiopathologie et utilisation thérapeutique. Rev Francoph des Lab. 

2018;499:28–37.  

[55].  JR B. TNF-mediated inflammatory disease. J Pathol. 

2008;2014:149–60.  

[56].  Kastner, P.E., Le Calvé, S., Zheng, W., Casset, A., Pons F. A dynamic 

system for single and repeated exposure of airway epithelial cells to 

gaseous pollutants. Toxicol Vitr Int J Publ Assoc BIBRA. 

2013;27:632–640.  

[57].  Bevelander, M., Mayette, J., Whittaker, L.A., Paveglio, S.A., Jones, 

C.C., Robbins, J., Hemenway, D., Akira, S., Uematsu, S., Poynter 

ME. Nitrogen dioxide promotes allergic sensitization to inhaled 

antigen. J Immunol Balt Md 1950. 2007;179(6):3680–8.  

[58].  Ji, X., Han, M., Yun, Y., Li, G., Sang N. Acute nitrogen dioxide 

(NO2) exposure enhances airway inflammation via modulating 

Th1/Th2 differentiation and activating JAK-STAT pathway. 

Chemosphere. 2015;120:722–728.  

[59].  Gerlofs-Nijland M.E, van Berlo D, Cassee F.R, Schins R.PF, Wang K 

CA. Effect of prolonged exposure to diesel engine exhaust on 

proinflammatory markers in different regions of the rat brain. Part 

Fibre Toxicol. 2010;7(12).  

[60].  Turrens J. Mitochondrial formation of reactive oxygen species. . J 

Physiol. 2003;552:335–44.  

[61].  Jackson M. Reactive oxygen species and redox-regulation of skeletal 

muscle adaptations to exercise. Philos Trans R Soc B Biol Sci. 

2005;360:2285–91.  

 

 

 

 

 

 

 

 

 

 
 


