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Abstract

Background: Exposure to ambient ozone (O3) increases the susceptivity to allergens and triggers exacerbations in
patients with asthma. However, the detailed mechanisms of action for O3 to trigger asthma exacerbations are still
unclear.

Methods: An ovalbumin (OVA)-established asthmatic mouse model was selected to expose to filtered air (OVA-model)
or 1.0 ppm O3 (OVA-O3 model) during the process of OVA challenge. Next, the possible involvements of p38 MAPK and
oxidative stress in the ozone actions on the asthma exacerbations were investigated on the mice of OVA-O3 model by
treating them with SB239063 (a p38 MAPK inhibitor), and/or the α-tocopherol (antioxidant). Biological measurements
were conducted including airway hyperresponsiveness (AHR), airway resistance (Raw), lung compliance (CL), inflammation
in the airway lumen and lung parenchyma, the phosphorylation of p38 MAPK and heat shock protein (HSP) 27 in the
tracheal tissues, and the malondialdehyde (MDA) content and the glutathione peroxidase (GSH-Px) activity in lung tissues.

Results: In OVA-allergic mice, O3 exposure deteriorated airway hyperresponsiveness (AHR), airway resistance (Raw), lung
compliance (CL) and pulmonary inflammation, accompanied by the increased oxidative stress in lung tissues
and promoted p38 MAPK and HSP27 phosphorylation in tracheal tissues. Administration of SB239063 (a p38
MAPK inhibitor) on OVA-O3 model exclusively mitigated the Raw, the CL, and the BAL IL-13 content, while α-
tocopherol (antioxidant) differentially reduced the BAL number of eosinophils and macrophages, the content
of BAL hyaluronan, the peribronchial inflammation, as well as the mRNA expression of TNF-α and IL-5 in the
lung tissues of OVA-O3 model. Administration of these two chemical inhibitors similarly inhibited the AHR, the
BAL IFN-γ and IL-6 production, the perivascular lung inflammation and the lung IL-17 mRNA expression of
OVA-O3 model. Interestingly, the combined treatment of both compounds together synergistically inhibited
neutrophil counts in the BALF and CXCL-1 gene expression in the lung.

Conclusions: O3 exposure during the OVA challenge process promoted exacerbation in asthma. Both p38 MAPK and
oxidative stress were found to play a critical role in this process and simultaneous inhibition of these two pathways
significantly reduced the O3-elicited detrimental effects on the asthma exacerbation.
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Background
Bronchial asthma is a highly prevalent chronic airway
disease affecting nearly 300 million people worldwide [1]
and characterized by airway inflammation and airway
hyperresponsiveness (AHR). Acute exacerbation of asthma
is characterized by severe airflow obstruction, due to the
enhanced airway inflammation, hypercontractility of airway
smooth muscle and airway wall edema. Asthma exacerba-
tions are often triggered by environmental allergens, virus
infections and air pollutions [2]. As one of the air pollut-
ants, ozone (O3) is a ubiquitous photochemical oxidant
and has potential adverse impacts on human health, es-
pecially the respiratory system [3]. Exposure to O3 not
only increases the burden of oxidative stress in lungs
[4, 5], but also exerts detrimental effects on respiratory
mechanics [6, 7].
In asthmatic patients, O3 exposure was found to par-

tially contributes to their exacerbations. Several studies
have reported that the elevation of local atmosphere O3

level is associated with the average visits of asthmatic
patients to emergency departments, implying a causative
role for O3 in triggering the exacerbation of asthma [8, 9].
Particularly, continuous exposure to O3 is very harmful to
the asthma patients. However, it is by far not clear how O3

influences asthma patients. Understanding the action of
O3 on asthma exacerbation may offer asthmatic patients
with more inclusive advices and potential therapeutic
options.
Though numerous animal studies have explored the

influences of O3 on the airways with acute allergic in-
flammation, most of them applied O3 exposure before or
after the challenge process. However, studies have shown
that O3 interfered with the immune responses during
the challenge process of allergy establishment. For exam-
ples, Depuydt et al. have proved that O3 does not affect the
sensitization process but does affect the challenge process
[10]. In fact, in a scenario that the exacerbations of asth-
matic patients are triggered by ambient O3, the challenge
process will be subject to the O3’s influence. Therefore,
under such scenario both the immune response process
and the subsequent allergic airway inflammation of these
patients are vulnerable to the ozonic effects. For the best of
our knowledge, so far there is no comprehensive animal
studies to investigate the effects of O3 on the pathophysio-
logical features of an allergic asthma model during the chal-
lenge process.
To date, the underlying mechanisms for in vivo ozonic

effects on exacerbation of asthma remain elusive. Studies
have shown that p38 mitogen-activated protein kinas
(MAPK) might be involved in this process. For example,
Williams et al. reported that p38 MAPK contributes to
the O3-induced airway hyperresponsiveness (AHR) [11],
while Li et al. later demonstrated that p38 MAPK activa-
tion in the airway smooth muscle further activated heat

shock protein (HSP) 27 and subsequently contributed to
the O3-increased contractility [12]. On the other hand,
other researchers speculated that oxidative stress could
be the major player in the action of O3, based on the fact
that O3 exposure elevates the oxidative stress level in
lung tissues and airway lumen in both humans [13] and
rodents [14]. It is by far not known whether the activa-
tion of p38 MAPK and the oxidative stress are involved
in the ozonic effects during the challenge process, trig-
gering the asthma exacerbations.
In current study, we exposed an OVA-sensitized

asthmatic mouse model to O3 during the OVA challenge
process to mimic O3-induced asthma exacerbation. To fur-
ther illustrate the underlying mechanisms of ozonic effects
on this model, we investigated the biological function of
p38 MAPK and oxidative stress using their corresponding
inhibitors. This study revealed specific ozonic effects on an
allergic asthma model involved p38 MPAK and oxidative
stress. Additionally, it led to a possible strategy to attenuate
the O3-elicited detrimental effects on asthma exacerbation
and in other oxidative stress-related inflammatory airway
diseases, like chronic obstructive pulmonary diseases.

Methods
Animal model
Six-week-old female Balb/c mice weighting 18~20 g
were purchased from SLAC Laboratory Animal Co. Ltd.
(Shanghai, China) and bred under specific-pathogen-free
conditions. The animals were kept on an ovalbumin
(OVA)-free diet. The protocol was approved by the
Shanghai General Hospital Institutional Review Board
(Permit Number: 2010KY047). All surgery was performed
under sodium pentobarbital anesthesia, and all efforts
were made to minimize suffering.

OVA asthmatic mouse model
Mice were sensitized intraperitoneally with 20 μg OVA
(Grade V, Sigma Aldrich) on day 1, 14, and challenged
via aerosol nebulization with 5% OVA (wt/vol) for
30 min each day from day 24 to day 26 (the control mice
received PBS in both steps), as previously described [15].

OVA-O3 model
During the OVA challenge process, equal number of mice
were exposed to 1.0 ppm O3 or filtered air for 3 h (h) daily
on day 23, 25 (OVA challenge was performed 30 min be-
fore O3 exposure) and 27, as previously described [15]. This
OVA-O3 model was established to mimic the scenario in
which asthmatic patients are triggered by continuous ex-
posure to relatively high level of O3 in the atmosphere. This
dose of O3 exposure has been adapted by a previous study
in which the researchers documented that such level of O3

inhalation in mice induced the airway inflammation,
but did not change the body weight [16]. To illustrate
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the specific effects of O3 on the allergic mice, a group
of O3-exposed normal mice was set as controls.

Chemical inhibitor administration
In an independent experiment, mice of the OVA-O3

model received further administration of the p38 inhibitor
SB239063 and/or the radical scavenger antioxidant α-
tocopherol. SB239063 (4 mg/kg) (Sigma Aldrich, St. Louis,
MO) dissolved in 3% dimethylsulfoxide (DMSO, resolved
with PBS) (0.1 ml) was injected through tail vein 1 h before
and 4 h after each O3 exposure (control mice received
DMSO alone). The dose of SB239063 was adopted based
on a previous study where a dose/response experiment was
conducted [15]. Alpha-tocopherol (15 IU/kg) (Sigma-
Aldrich) dissolved in 50% ethanol (Sigma-Aldrich) in a
total volume of 10 μl was delivered via oral gavage twice
daily for 10 consecutive days (day 18 to 27, 1 h before O3
exposure or 30 min before OVA challenge from day 23 to
27, and control mice received 50% ethanol alone), as pre-
viously described [17]. The detailed experimental protocol
was outlined in Fig. 1.

Airway hyperresponsiveness (AHR)
On day 28, all mice were placed in a whole-body plethys-
mography (Buxco™, NY) to measure enhanced pause (Penh),
as described previously [18]. The value was expressed as
percentage change from baseline. The log concentrations of
methacholine required to increase Penh by 100% from
baseline (LogPC100Penh) was calculated. The decrease
in this value in comparison to the normal control indi-
cates the AHR.

Airway resistance (raw) and lung compliance (CL)
To verify the alterations reflected by Penh, we per-
formed a separate experiment, where the Raw and CL
were measured invasively in intact, intubated, anesthetized,

spontaneously breathing mice, according to a slightly modi-
fied method originally published for rats [19, 20]. Briefly, a
pentobarbital (80 mg/kg) anaesthetized mouse was placed
and kept warmed in a supine position. After exposure,
the tracheal was incised and incubated with a short
polyethylene cannula which was fixed by a ligature around
the trachea and connected to a heater-controlled pneumo-
tachograph (Hans Rudolph, USA), which linked to a differ-
ential pressure transducer (AutoTran, USA) to measure the
tidal flow. Another tube filled with water was inserted into
the lower third part of the oesophagus and also linked
to a pressure transducer (Jialong, Shanghai) to measure
the intraesophageal pressure, which was taken as trans-
pulmonary pressure. Respiratory volume was obtained
by electric integration of the flow signal. Within a complete
respiratory circle, lung resistance (RL), dynamic compliance
(Cdyn) and respiratory rate (RR) were measured by inte-
grating the data of airway flow, respiratory volume, and
pressure, and recorded every 5 s using MFLab 3.01 software
(Shanghai Medical College, Fudan University, China).

Bronchial alveolar lavage (BAL) collection and cytokine
measurements
After overdose sacrifice, bronchoalveolar lavage (BAL)
fluid was collected, followed by total and differential leuko-
cytes counts, as previously described [15]. Concentrations
of IFN-γ, IL-6, IL-13 and hyaluronan (HA) in BAL fluid
were measured with commercial ELISA kits (R&D Systems
China Co. Ltd., Shanghai, China), following the manufac-
turer’s protocols.

Lung histology
The left lung lobe was fixed in 10% neutral-buffered
formalin solution and embedded into paraffin. Lung
sections (5 μm) were undergone hematoxylin and eosin
(H&E) staining. The infiltration of inflammatory cells

Fig. 1 Schematic diagram of the experimental protocol. Mice were sensitized at day 1 and 14, and challenged with OVA or saline at day 24, 25
and 26. Equal number of mice were exposed to 1.0 ppm O3 or filtered air for 3 h on day 23, 25 and 27. In a separate experiment, same number
of O3-exposed asthmatic mice were injected through tail vein with SB239063 (4 mg/kg, diluted with DMSO) prior to each O3 exposure, or orally
fed by gavage with α-tocopherol (15 IU/kg, diluted in 50% ethanol) for 10 consecutive days (from day 18 to day 27), or received them both. On
day 28, measurements were performed including enhanced pause (Penh), airway resistance (Raw), lung compliance (CL), cell counts and cytokines
in the BALF, mRNA expression of cytokines in the lung tissues, histological evaluation, p38 MAPK-HSP27 signaling by immunoblotting,
and oxidative stress
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in peribronchial area and perivascular area were evalu-
ated according to a 0~3 scoring system as previously
described [18, 21].

Immunoblotting
The phosphorylation of p38 MAPK and HSP27 in tracheal
tissues was measured by immunoblotting, as previously de-
scribed [15]. Briefly, total protein was extracted from tra-
cheal tissues using RIPA buffer (Cell signaling technology,
MA). The protein was separated by SDS–PAGE (Bio-Rad
Laboratories, Inc., CA) electrophoresis, and transferred to
PVDF membranes. The membranes were blocked and
incubated with primary antibodies against phosphory-
lated (phospho-) p38 MAPK and phospho-HSP27, and
then stripped and reprobed for total p38 MAPK and
total HSP27 (all antibodies from Cell Signaling Technology
Inc.™). The binding of the primary antibody was detected
by infrared dye-conjugated secondary antibodies and
Odyssey® system (Li-Cor, Inc., NE), and bands were
quantified with densitometry.

RT-qPCR
As previously described [15], total RNA was extracted in
lung tissue and used to generate cDNA. Transcript levels
were determined using SYBR Green PCR Master Mix
Reagent (Qiagen, Stockach, Germany). The relative abun-
dance of mRNA of IL-5, IL-17, TNF-α and CXCL-1 was
normalized to β-actin. The sequences of primers used
in the PCR (synthesized by Invotrigen, Thermo Fisher
Scientific Inc., MA) are listed in Table 1.

MDA and GSH-Px analysis
Malondialdehyde (MDA) level and glutathione peroxidase
(GSH-Px) activity in the lung tissue homogenates were
measured using their corresponding substrates (both from
Nanjing Jiancheng Bioengineering Institute, Jiangsu, China)
through a spectrophotometry-based method, as previously
described [15].

Statistical analysis
Data were analyzed as mean ± SEM. One-way ANOVA
and S-N-K (Student-Newman-Keuls) post hoc test were
performed for comparisons in multiple groups. The syn-
ergistic effects were detected by univariate analysis of
general linear model, using SPSS 17.0 program (IBM

Corp., Armonk, NY). A p value less than 0.05 was con-
sidered statistically significant.

Results
Effects of O3 exposure on the allergic asthma model
First, we evaluated the lung functions/mechanics upon O3

exposure and the OVA challenge. Comparing to the normal
controls, the OVA-sensitized/challenged mice (OVA model)
exhibited AHR (decreased LogPC100Penh), increased air-
way resistance (Raw), and decreased lung compliance (CL)
(Fig. 2a). O3 exposure alone had similar effects with en-
hanced AHR and decreased CL, but the increase in Raw
was not significant. O3 exposure on the OVA-sensitized/
challenged mice (OVA-O3 model) further worsen the situa-
tions with a synergistic effect on the elevation of both AHR
and Raw, while the CL was significantly lower than either
OVA challenge or O3 exposure alone (Fig. 2 a).
The cell infiltration into the lung was analyzed by the

total and differential cell counting in the BALF (Fig. 2 b).
Mice of OVA model had higher number of total leukocytes,
lymphocytes, eosinophils and neutrophils. O3 exposure it-
self increased the number of total leukocytes, macrophages,
neutrophils. In the OVA-O3 model, the number of the total
leukocytes and all the sub-types were further elevated ex-
cept macrophages.
Figure 2c showed the histological evaluation of the lung

sections and the corresponding inflammation score. It was
clearly seen that mice of OVA model had higher inflam-
mation score in the perivascular and peribronchial area.
O3 exposure increased inflammation score of perivascular
but not peribronchial area in the lung sections of both
control mice and OVA model.
We further analyzed the selected cytokines (IL-6, IL-

13 and INF-γ) and hyaluronan (HA) content in the BALF.
As shown in Fig. 2d, all these cytokines and HA were ele-
vated in the OVA model as well as in the O3 exposed nor-
mal mice; they were further increased in the OVA- O3

model. Amongst them, a significant synergistic effect of
O3 and OVA was observed on the increase in HA and
IFN-γ.
Additional cytokines including TNF-α, IL-5, IL-17 and

CXCL-1 were measured by RT-PCR assay on their mRNA
expressions in the lungs. Figure 2e showed that mice of
OVA models exhibited higher mRNA expression of
TNF-α, IL-5 and IL-17. Slightly different from OVA
model, O3 exposure to the control mice or OVA model

Table 1 Sequences of primers used in RT-qPCR

primer Forward primer Reverse primer

IL-5 5’-CCATGCAGAGTCCTCAGAAC AA-3’ 5′- TTACTGGAA AGGCCCAAG CA-3’

IL-17 5′- CCTGGCGGCTACAGTGAAG-3’ 5′- TTTGGACACGCTGAGCTTTG-3’

TNF-α 5’-AGCCGATGGGTTGTACCTTGTC TA-3’ 5’-TGAGATAGCAAATCGGCTGACGGT-3’

CXCL1 5’-TGGCTGGGATTCACCTCAAGAACA-3’ 5’-TGTGGCTATGACTTCGGTTTGGGT-3’
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mice upregulated TNF-α and IL-17 expression, but not
IL-5. Interestingly, O3 exposure specifically up-regulated
the CXCL-1 expression in the lungs of control mice and
OVA model mice, where a synergistic effect was observed
in the OVA-O3 model.

Define the involvements of p38 MAPK and oxidative
stress in OVA-O3 mouse model
It is known that p38 MAPK-HSP27 cascade and the
oxidative stress are highly involved in the O3-induced
lung inflammation in normal mice [11, 12, 14]. Thus,

Fig. 2 Effects of O3 exposure on the allergic asthma model. a The lung function was assessed by the AHR in the left panels with the dose-response
curves of Penh (top) and the log concentrations of methacholine required to increase Penh by 100% from baseline (LogPC100Penh) (bottom), the airway
resistance (top right) and the lung compliance (bottom right). b The total and differentiated cell counts in the BALF. c The representative images of
H&E stained lung sections (top) and histological inflammation scores (bottom) were shown. d cytokines (IL-6, IL-13 and IFN-γ) and HA concentration in
the BALF. e mRNAs expression of TNF-α, IL-5, IL-17 and CXCL-1 in the lungs. Data are shown as mean ± SEM, n = 7 in each group. Synergistic effect of
O3 and OVA, ▽:p < 0.05
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we anticipated that these two factors may also play roles in
O3-induced asthmatic exacerbation in our OVA-O3 model.
Accordingly, we set out to analyze the p38-HSP27 signaling
by measuring the phosphorylation of both p38 MAPK and
HSP27 in tracheal tissues, and to assess the level of oxida-
tive stress in lung tissues. In comparisons with normal con-
trols, mice in OVA model have similar phosphorylation
level of p38 MAPK and HSP27, however, O3 exposure in-
creased the phosphorylation level of p38 MAPK and
HSP27 in both control mice and the OVA model mice. A
synergistic effect of OVA and O3 was observed on the
phosphorylation of p38 MAPK (Fig. 3a and b).
Oxidative stress was assessed by measuring the MDA

level and the GSH-Px activity. Figure 3c showed that the
MDA level was increased in mice of OVA model and O3

exposed normal mice; it was further elevated in OVA-O3

model. The GSH-Px activity, on the other hand, was signifi-
cantly increased only upon O3 exposure, and such increase
was found to be synergistic in the O3-OVA model (Fig. 3d).

Effect of SB239063 and α-tocopherol treatment on OVA-O3

mouse model
To further determine whether p38 MAPK activation or the
presence of oxidative stress or both is indeed contributing

to the O3-induced lung inflammation in the OVA-O3

model, we applied a p38 MAPK inhibitor, SB239063, and/
or an oxygen radical-scavenger, α-tocopherol to the mice of
OVA-O3 model. Their biological influences on the activa-
tion of p38 MAPK-HSP27 cascade and the generation of
oxidative stress were further examined.
As shown in Fig. 4a, administration of SB239063 alone

on the OVA-O3 model significantly decreased the phos-
phorylation of p38 MAPK in tracheal tissues, and so as
the administration of α-tocopherol alone. The combin-
ation treatment further decreased the p38 phosphoryl-
ation. Similarly, the downstream HSP27 phosphorylation
in tracheal tissues was reduced by SB239063 alone and
the co-treatment of SB239063 with α-tocopherol (Fig. 4b);
However, the administration of α-tocopherol alone did
not affect the HSP27 phosphorylation (Fig. 4b).
In terms of the oxidative stress, administration of α-

tocopherol alone as well as its combination with SB239063
significantly decreased the MDA content in the lung tis-
sues, while SB239063 alone had no effect (Fig. 4c). A simi-
lar pattern was observed on the change of GSH-Px activity
in the lung tissues, where only α-tocopherol was able to re-
duce the GSH-Px activity with/without the presence of
SB239063 (Fig. 4d).

Fig. 3 The mechanism(s) of action of O3 on OVA-sensitized mice. O3 exposure affected the phosphorylation of p38 MAPK (a) and its downstream
HSP27 (b) in tracheal tissues; n = 4 in control and OVA groups, n = 5 in ozone and OVA + O3 groups. The oxidative stress was evaluated by the
content of malondialdehyde (MDA) (c) and the activity of glutathione peroxidase (GSH-Px) (d) in lung homogenates (n = 7 in each group). Data
are shown as mean ± SEM. Synergistic effect of O3 and OVA, ▽:p < 0.05; ▽▽▽: p < 0.001

Bao et al. Respiratory Research  (2017) 18:216 Page 6 of 12



Role of p38 MAPK and oxidative stress in the ozonic
effects on OVA challenged mice
After utilizing chemical inhibitors selectively targeting
the p38 MAPK and oxidative stress, we conducted a
series of functional, pathological and biochemical mea-
surements to explore whether these two pathways play
a role in mediating the O3-induced hyper-inflammation
on OVA-sensitized/challenged mice.
Administration of SB239063 alone significantly decreased

AHR (increased Log PC100Penh) and Raw, increased CL of
mice in OVA-O3 model (Fig. 5a). Though administration of
α-tocopherol alone on OVA-O3 group could significantly
reduce the AHR, the inhibitory effects on the Raw and CL
were not statistically significant (Fig. 5a). The combined ad-
ministration of SB239063 and α-tocopherol decreased the
AHR and Raw, and increased CL more than those treated
with these inhibitors individually; however, no synergistic
effect was observed (Fig. 5a).
Figure 5b showed the effect of SB239063 and/or α-

tocopherol on OVA-O3 induced accumulation of in-
flammatory cells into the airway lumen. The total and

differential cell counts revealed that SB239063 alone
could significantly decreased the number of neutrophils in
the BAL samples, but had little effect on the total cell
counts and other types of cells (macrophages, lympho-
cytes and eosinophils). On the other hand, α-tocopherol
alone could significantly decrease the number of total leu-
kocytes and each sub-cell types except lymphocytes in the
BAL samples. The co-administration of SB239063 and α-
tocopherol had significant inhibitory effect on all cell
counts, and particularly a synergistic inhibitory effect on
the neutrophil accumulation.
Next, the histopathological role of p38 MAPK activa-

tion and oxidative stress generation on the ozonic effect
was examined (Fig. 5c). As shown in both the histo-
logical images and the quantified inflammation score,
administration of SB239063 alone significantly decreased
the inflammation score in perivascular area, while α-
tocopherol treatment alone significantly decreased the in-
flammation in both perivascular and peribronchial area,
as well as in their average (total). The co-administration of
SB239063 and α-tocopherol had profound effect on

Fig. 4 Effect of SB239063 and α-tocopherol treatment on OVA-O3 mice model. Equal numbers of OVA-O3 mice were received tail vein injection
of SB239063 (4 mg/kg) (DMSO as control), or oral feeding of α-tocopherol (15 IU/kg) (50% ethanol as control), or both. The phosphorylation of
p38 MAPK (a) and HSP27 (b) in tracheal tissues were measured by immunoblotting; the MDA content (c) and the GSH-Px activity (d) in lung
homogenates were analyzed to assess the oxidative stress. Data are shown as mean ± SEM, n = 5 in each group
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reducing the inflammation score in perivascular area, peri-
bronchial area, and in total.
The effects of inhibition on p38 and oxidative stress in

OVA-O3 model was further characterized by the cyto-
kine profiles in BAL samples (Fig. 5d) and in the lungs

(Fig. 5e). It was found that SB239063 treatment alone
significantly decreased the OVA-O3 induced production
of IFN-γ, IL-6 and IL-13 in the BAL fluid. Administra-
tion of α-tocopherol alone also reduced IFN-γ and IL-6,
but not IL-13. The co-administration of SB239063 and

Fig. 5 Role of p38 MAPK and oxidative stress in the ozonic effects on OVA challenged mice. OVA-O3 mice were received tail vein injection of
SB239063 (4 mg/kg) (DMSO as control), or oral feeding of α-tocopherol (15 IU/kg) (50% ethanol as control), or both. a The lung function was
assessed by the AHR in the left panels with the dose-response curves of Penh (top) and the log concentrations of methacholine required to
increase Penh by 100% from baseline (LogPC100Penh) (bottom) showed, the airway resistance (top right) and the lung compliance (bottom
right). b The total and differential cell counts in the BALF. c The representative images of H&E stained lung sections (top) and histological
inflammation scores (bottom). d cytokines (IL-6, IL-13 and IFN-γ) and HA concentration in the BALF. e mRNAs expression of TNF-α, IL-5, IL-17 and
CXCL-1 in the lungs. Data are shown as mean ± SEM; n = 7 in each group. Synergistic effect of SB239063& α-tocopherol, ▽:p < 0.05
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α-tocopherol resulted in significant reduction in the level
of all three cytokines with a profound effect on IL-6
production.
At the gene level, these two inhibitors alone or in

combination also exhibited differential effects on down-
regulating the expression of a different set of cytokines
(TNF-a, IL-5, IL-17 and CXCL-1) in the lungs (Fig. 5e).
Specifically, administration of SB239063 alone only signifi-
cantly decreased IL-17 mRNA expression in the lungs. On
the other hand, α-tocopherol treatment could significantly
decrease the mRNA expressions of multiple cytokines,
including TNF-α, IL-5 and IL-17, but not CXCL-1. Inter-
estingly, only the co-administration of SB239063 and α-
tocopherol was able to lower the CXCL-1 mRNA level
with profound effect on all other cytokines (TNF-α, IL-5
and IL-17). Collectively, these data showed the potency of
inhibiting both pathways in mitigating inflammation gen-
erated by O3 exposure in OVA challenged mice.
It is worth mentioning that hyaluronan, a type of glycos-

aminoglycan involved in inflammation, was differently
modulated by the two chemical inhibitors (Fig. 5d). In
comparison with the solvent treated OVA-O3 model,
SB239063 treatment alone had no effect on hyaluronan
level in the BALF, while α-tocopherol treatment alone
significantly decreased the concentration of hyaluronan
in the BAL fluid. Surprisingly, the decrease in hyaluronan
level in the BAL fluid by the co-treatment of SB239063
and α-tocopherol was not statistically significant, indicat-
ing that the OVA-O3 induced hyaluronan production in
the lungs was not p38 MAPK dependent.

Discussion
In this study, we investigated how O3 exposure during
the OVA challenge affects the asthma exacerbation in an
OVA-allergic mouse asthma model. We found that O3

exposure during the OVA challenge process increased
asthmatic inflammation in the airway and lungs, particu-
larly promoting AHR and the airway resistance synergis-
tically. We further demonstrated that p38 MAPK and
oxidative stress play important roles in the observed
ozonic effects on the asthma exacerbation.
Although there have been several similar mouse studies

looking at the O3 effects on the asthmatic inflammation
[10, 18, 22–24], our work is unique in the animal protocol
to mimic the real situation of O3-induced asthma exacer-
bation in human. It is worth to note that the concentra-
tion of O3 used in this study (1.0 ppm) is relative higher
than the atmosphere O3 concentration (~0.01 ppm) for
inducing a measurable biological response. The major dif-
ference between our model and others was that the O3

exposure was applied during a different stage of immune
establishment. Some groups conducted the exposure right
after the OVA sensitization instead of during the challenge
process [22], some introduced O3 exposure after the OVA

challenge process was completed [18, 23, 24]. Though
these studies did contribute to our understanding of the
different perspectives of O3 effects in allergic asthma
model, they are less relevant to the real-life situation of
asthmatic patients undergoing O3 triggered exacerbation.
It has been well-documented that the susceptibility to
antigen challenge of asthmatic patients can be enhanced
by the exposure to the ambient O3 [25–27]. Thus, apply-
ing the O3 exposure in the antigen challenge process,
would better mimic the patient conditions of the ambient
O3 induced asthma exacerbation. To date, there is only
one study using a similar animal protocol of ours (i.e. O3

exposure during the process of antigen challenge), demon-
strating that O3 promoted the eosinophilic airway and
lung inflammation in the OVA-allergic mice [10]. Our
study took one step forward to further address the specific
ozonic effects on the AHR and lung mechanics (airway re-
sistance Raw and lung compliance CL); more importantly,
we defined the possible underlying mechanisms of these
specific effects, suggesting that p38 MAPK and oxidative
stress were critically involved in the process.
It has been reported that p38 MAPK pathway is in-

volved in the O3-induced AHR and pulmonary inflamma-
tion in normal mice [11]. O3 exposure can activate p38
MAPK in the airway smooth muscle (ASM) of normal
mice, and the phosphorylation of p38 MAPK will result in
the phosphorylation of HSP27 (known as the p38 MAPK-
HSP27 cascade), which eventually increases the contractil-
ity of ASM by enhancing its sensitivity to agonists, such as
acetylcholine [12] and carbachol [28]. Our study further
demonstrated that p38 MAPK-HSP27 pathway was also
involved in the O3 induced asthma exacerbation as the
phosphorylation of p38 MAPK and HSP27 was elevated
in tracheal tissues in the OVA-O3 mouse model (Fig. 3).
In addition, we also observed the profound increase in the
AHR and Raw in the O3-exposed OVA-allergic asthma
model (Fig. 2a). Note that the O3 exposure during OVA
challenge could even cause a synergistic effect on p38
phosphorylation. Furthermore, inhibition of p38 MAPK
with specific chemical inhibitor leads to the decrease in
the AHR and Raw (Fig. 5a). Taken together, these data
suggest that p38 MAPK-HSP27 cascade play an important
role in the O3-induced elevation of the AHR and Raw in
the allergic asthma model.
In addition to the p38 MAPK-HSP27 cascade, we also

found that the oxidative stress is another key factor me-
diating the O3-enhanced AHR and Raw in the current
OVA-O3 mouse model. First, the oxidative stress level in
the lung tissues of O3-exposed normal mice was ele-
vated as reflected by the MDA content and the activity
of GSH-Px. Second, such increase, particularly in the
GSH-Px activity, was further boosted by the synergistic
effect from the O3 exposure and OVA challenge to-
gether. Third, the mitigation of oxidative stress by a
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ROS scavenger, α-tocopherol, led to the reduction of O3-
enhanced AHR and Raw. All these evidences indicated
that oxidative stress indeed contributed to the profound
increase in AHR and Raw in mice of OVA-O3 model.
It has been shown that hyaluronans (low molecular

weight, LMW) in the BALF of mice play essential roles
in O3-induced enhancements in both AHR and the mucus
production [18, 29]. In current study, we found that the
hyaluronan in the BALF was synergistically increased by
OVA challenge and O3 exposure; this effect could be inhib-
ited by α-tocopherol alone but not the p38 inhibitor
SB239063 (Fig. 5d), suggesting that oxidative stress is asso-
ciated with the production of hyaluronan in the airway
lumen. Consistently with this observation, previous study
has demonstrated that the production of LMW-hyaluronan
from the depolymerization of HMW-hyaluronan can be
promoted significantly by ROS [30]. Furthermore, it has
been reported that the mRNA expression of hyaluronan
synthases (HAS1 and HAS2) was upregulated in a murine
model of asthma [31], and the production of ROS can be
detected within 2 h after the stimulation of ozone on airway
epithelium [32]. Therefore, ozone exposure on asthma
model could produce more LMW-hyaluronan than nor-
mal subjects, which offers an explanation for the syner-
gistic effects of ozone and OVA on the change of BAL
hyaluronan. Interestingly, in our previous study where
the O3 was applied after the OVA challenge process
was completed, we did not observe the synergistic effect
of OVA and O3 on the hyaluronan production in BALF
[18]. This is most likely because different protocols of O3

exposure were used. This also provides evidence for the
importance of O3 exposure during the OVA challenge
process.
Notably, we observed that the inhibition on oxidative

stress in the OVA-O3 model could decrease the phos-
phorylation of p38 MAPK, but the inhibition on the p38
MAPK had no effect on the oxidative stress. Such inhib-
ition by α-tocopherol on the p38 phosphorylation was
much less than those caused by SB239063. In addition,
α-tocopherol was incapable of inhibiting the downstream
HSP27 phosphorylation as well as decreasing the Raw in
the OVA-O3 mice. Together, these observations suggest
that the oxidative stress pathway may probably be one
of many upstream mediators of p38 MAPK activation
in the OVA-O3 model. Though the underlying molecu-
lar mechanisms for oxidative stress induced p38 MAPK
activation remain elusive, it is suggested by Williams,
A. S. et al. that the Toll-like receptor (mainly TLR4 and
TLR2) signaling pathways may be involved, as the p38
MAPK-mediated ozone-induced airway hyperrespon-
siveness was blocked by genetic inhibitions of TLR4
and TLR2 in mice [33]. Nevertheless, more detailed
studies need to be conducted in the future to better
understand this phenomenon.

In addition, our studies indicated that oxidative stress,
but not p38 MAPK, contributed to the aggravation of
allergic inflammation and immune responses by O3 ex-
posure for the following reasons. First, we found that O3

exposure barely affected the inflammation in peribron-
chial area (Fig. 2c), thus, the peribronchial inflammation
is mainly allergic in OVA-O3 model. We have shown
that p38 MAPK inhibition did not reduce the peribron-
chial lung inflammation, however, the oxidative stress in-
hibition did (Fig. 5c), suggesting that the oxidative stress
was involved in the production of O3-enhanced allergic
peribronchial inflammation. Actually, this phenomenon
has been previously described by Cook-Mills et al., find-
ing that α-tocopherol decreased the allergic lung inflam-
mation in mice induced by the house dust mite [34].
Secondly, inhibition of oxidative stress was also found to
inhibit the accumulation of eosinophils and the local
production of IL-13 and IL-5 in the airway lumen of
mice in OVA-O3 model. Similar findings were reported
using rat model [35]. Mabalirajan, U. et al. found that
the antioxidant treatment improved AHR and Th2 inflam-
matory response in an OVA-established asthma mouse
model [17]. These findings suggested that the oxidative
stress, but not the p38 MAPK, mediates the O3-enhanced
allergic immune response.
Different from the eosinophils-mediated pulmonary

allergic inflammation that is exclusively influenced by
the oxidative stress in the current OVA-O3 model, the
neutrophilic airway inflammation is attributed to both
p38 MAPK activation and oxidative stress. Simultaneous
inhibition of these two pathways exhibited synergistic
effects on reducing the neutrophils infiltration to the
lung (Fig. 5b). Consistently, lung mRNA expression of
CXCL-1 (a main chemokine for neutrophil migration)
was exclusively inhibited by the combined inhibition of
both pathways. These results indicate a collaborative role
of p38 MAPK and oxidative stress pathways in the O3-in-
duced accumulation of neutrophils in the airway lumen of
the OVA-allergic asthma model.

Conclusions
O3 exposure during the OVA challenge process in an
OVA-allergic asthma model elicits profound effects on
many pathophysiological aspects in asthma exacerbation,
including AHR, airway resistance, lung compliance and
lung inflammation. A synergistic effect of O3 and OVA
was found in the phosphorylation of p38 MAPK in the
tracheal tissues and oxidative stress generation in the
lung tissues. Using specific chemical inhibitors individually
or in combination on these two pathways, we demonstrated
that both p38 MAPK and oxidative stress play important
roles in mediating the O3-induced pulmonary inflammation
in OVA-allergic mice. Along with these findings, this
study also offered a novel strategy to reverse the O3-
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elicited detrimental effects on asthma exacerbation by
simultaneous inhibition of both the p38 MAPK and
oxidative stress pathways. This inhibitory strategy may
be applied to other oxidative stress-related inflamma-
tory airway diseases, such as chronic obstructive pul-
monary diseases, etc.

Abbreviations
AHR: Airway hyperresponsiveness; BAL: bronchoalveolar lavage; CXCL: Chemokine
(C-X-C motif) ligand; DMSO: Dimethylsulfoxide; GSH-Px: Glutathione peroxidase;
HA: hyaluronan; HSP: Heat shock protein; IL: Interleukin; LogPC100Penh: The log
concentrations of methacholine required to increase Penh by 100% from baseline;
MAPK: mitogen-activated protein kinase; MDA: Malondialdehyde; O3: Ozone;
OVA: ovalbumin; Penh: enhanced pause; Vit.: Vitamin

Acknowledgements
The authors would like to thank Dr. Haiyan Li (Shanghai University of Traditional
Chinese Medicine), Dr. Yu Cai, Dr. Lingfan Wang and Dr. Weigang He (Hutchison
Medipharma Limited Co.) for their technical help.

Funding
This work was financially supported by Shanghai Municipal Commission of
Health and Family Planning grant 201,440,296 (Aihua Bao), and Shanghai
Jiao Tong University School of Medicine grant 13XJI0063 (Aihua Bao), both
of which supported the design of this study and the collection and analysis
of data; and also by the National Nature Science Foundation of China grants
81,570,018 (Suqin Ben) and 81,470,218 (Xin Zhou), which supported the
collection, analysis and interpretation of data.

Availability of data and materials
The data that support the findings of this study are available from the
corresponding author upon reasonable request.

Authors’ contributions
Author contributions: AB, SB, QL and XZ conceived of the study; AB, SB, FL
and WB carried out the animal exposure studies; AB, WB, YC, MZ and FL
measured the AHR and performed the molecular biological measurements,
AB and HY drafted the manuscript; AB, SB, HY, MZ, QL and XZ revised the
manuscript. All authors read and approved the final manuscript.

Ethics approval and consent to participate
The protocol of this study was approved by the Shanghai General Hospital
Institutional Review Board (Permit Number: 2010KY047).

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details
1Department of Respiratory Medicine, Shanghai General Hospital, School of
Medicine, Shanghai Jiao Tong University, 100 Haining Road, Shanghai
200080, People’s Republic of China. 2Unit for Lung and Airway Research,
Institute of Environmental Medicine, Karolinska Institutet, PO Box 210, -17177
Stockholm, SE, Sweden.

Received: 21 July 2017 Accepted: 11 December 2017

References
1. Braman SS. The global burden of asthma. Chest. 2006;130(1 Suppl):4S–12S.
2. Lunding LP, Webering S, Vock C, Behrends J, Wagner C, Holscher C,

Fehrenbach H, Wegmann M. Poly(inosinic-cytidylic) acid-triggered

exacerbation of experimental asthma depends on IL-17A produced by NK
cells. J Immunol. 2015;194(12):5615–25.

3. Health effects of outdoor air pollution. Committee of the Environmental
and Occupational Health Assembly of the American Thoracic Society. Am J
Respir Crit Care Med. 1996;153(1):3–50.

4. Sunil VR, Vayas KN, Massa CB, Gow AJ, Laskin JD, Laskin DL. Ozone-induced
injury and oxidative stress in bronchiolar epithelium are associated with
altered pulmonary mechanics. Toxicol Sci. 2013;133(2):309–19.

5. Wiegman CH, Li F, Clarke CJ, Jazrawi E, Kirkham P, Barnes PJ, Adcock IM,
Chung KF. A comprehensive analysis of oxidative stress in the ozone-induced
lung inflammation mouse model. Clin Sci (Lond). 2014;126(6):425–40.

6. Khatri SB, Holguin FC, Ryan PB, Mannino D, Erzurum SC, Teague WG.
Association of ambient ozone exposure with airway inflammation and
allergy in adults with asthma. J Asthma. 2009;46(8):777–85.

7. Seltzer J, Bigby BG, Stulbarg M, Holtzman MJ, Nadel JA, Ueki IF, Leikauf GD,
Goetzl EJ, Boushey HA. O3-induced change in bronchial reactivity to
methacholine and airway inflammation in humans. J Appl Physiol.
1986;60(4):1321–6.

8. White MC, Etzel RA, Wilcox WD, Lloyd C. Exacerbations of childhood asthma
and ozone pollution in Atlanta. Environ Res. 1994;65(1):56–68.

9. Mar TF, Koenig JQ. Relationship between visits to emergency departments
for asthma and ozone exposure in greater Seattle, Washington. Ann Allergy
Asthma Immunol. 2009;103(6):474–9.

10. Depuydt PO, Lambrecht BN, Joos GF, Pauwels RA. Effect of ozone exposure
on allergic sensitization and airway inflammation induced by dendritic cells.
Clin Exp Allergy. 2002;32(3):391–6.

11. Williams AS, Issa R, Durham A, Leung SY, Kapoun A, Medicherla S, Higgins
LS, Adcock IM, Chung KF. Role of p38 mitogen-activated protein kinase in
ozone-induced airway hyperresponsiveness and inflammation. Eur J
Pharmacol. 2008;600(1–3):117–22.

12. Li F, Zhang M, Hussain F, Triantaphyllopoulos K, Clark AR, Bhavsar PK, Zhou
X, Chung KF. Inhibition of p38 MAPK-dependent bronchial contraction after
ozone by corticosteroids. Eur Respir J. 2011;37(4):933–42.

13. Vagaggini B, Bartoli ML, Cianchetti S, Costa F, Bacci E, Dente FL, Di Franco A,
Malagrino L, Paggiaro P. Increase in markers of airway inflammation after
ozone exposure can be observed also in stable treated asthmatics with
minimal functional response to ozone. Respir Res. 2010;11:5.

14. Hulo S, Tiesset H, Lancel S, Edme JL, Viollet B, Sobaszek A, Neviere R. AMP-
activated protein kinase deficiency reduces ozone-induced lung injury and
oxidative stress in mice. Respir Res. 2011;12(1):64.

15. Bao A, Li F, Zhang M, Chen Y, Zhang P, Zhou X. Impact of ozone exposure
on the response to glucocorticoid in a mouse model of asthma:
involvements of p38 MAPK and MKP-1. Respir Res. 2014;15(1):126.

16. Pichavant M, Goya S, Meyer EH, Johnston RA, Kim HY, Matangkasombut P,
Zhu M, Iwakura Y, Savage PB, DeKruyff RH, et al. Ozone exposure in a
mouse model induces airway hyperreactivity that requires the presence of
natural killer T cells and IL-17. J Exp Med. 2008;205(2):385–93.

17. Mabalirajan U, Aich J, Leishangthem GD, Sharma SK, Dinda AK, Ghosh B.
Effects of vitamin E on mitochondrial dysfunction and asthma features in an
experimental allergic murine model. J Appl Physiol (1985). 2009;107(4):1285–92.

18. Bao A, Liang L, Li F, Zhang M, Zhou X. Effects of acute ozone exposure on
lung peak allergic inflammation of mice. Front Biosci (Landmark Ed).
2013;18:838–51.

19. Palecek F. Measurement of ventilatory mechanics in the rat. J Appl Physiol.
1969;27(1):149–56.

20. Yin L-M, Li H-Y, Zhang Q-H, Y-D X, Wang Y, Jiang Y-L, Wei Y, Liu Y-Y, Yang
Y-Q. Effects of S100A9 in a rat model of asthma and in isolated tracheal
spirals. Biochem Biophys Res Commun. 2010;398(3):547–52.

21. Lee KS, Lee HK, Hayflick JS, Lee YC, Puri KD. Inhibition of phosphoinositide
3-kinase delta attenuates allergic airway inflammation and
hyperresponsiveness in murine asthma model. FASEB J. 2006;20(3):455–65.

22. Funabashi H, Shima M, Kuwaki T, Hiroshima K, Kuriyama T. Effects of
repeated ozone exposure on pulmonary function and bronchial responsiveness
in mice sensitized with ovalbumin. Toxicology. 2004;204(1):75–83.

23. Wagner JG, Jiang Q, Harkema JR, Illek B, Patel DD, Ames BN, Peden DB.
Ozone enhancement of lower airway allergic inflammation is prevented by
γ-tocopherol. Free Radic Biol Med. 2007;43(8):1176–88.

24. Kierstein S, Krytska K, Sharma S, Amrani Y, Salmon M, Panettieri RA Jr,
Zangrilli J, Haczku A. Ozone inhalation induces exacerbation of eosinophilic
airway inflammation and hyperresponsiveness in allergen-sensitized mice.
Allergy. 2008;63(4):438–46.

Bao et al. Respiratory Research  (2017) 18:216 Page 11 of 12



25. Jenkins HS, Devalia JL, Mister RL, Bevan AM, Rusznak C, Davies RJ. The effect
of exposure to ozone and nitrogen dioxide on the airway response of
atopic asthmatics to inhaled allergen: dose- and time-dependent effects.
Am J Respir Crit Care Med. 1999;160(1):33–9.

26. Jorres R, Nowak D, Magnussen H. The effect of ozone exposure on allergen
responsiveness in subjects with asthma or rhinitis. Am J Respir Crit Care
Med. 1996;153(1):56–64.

27. Molfino NA, Wright SC, Katz I, Tarlo S, Silverman F, McClean PA, Szalai JP,
Raizenne M, Slutsky AS, Zamel N. Effect of low concentrations of ozone on
inhaled allergen responses in asthmatic subjects. Lancet. 1991;338(8761):
199–203.

28. Larsen JK, Yamboliev IA, Weber LA, Gerthoffer WT. Phosphorylation of the
27-kDa heat shock protein via p38 MAP kinase and MAPKAP kinase in
smooth muscle. Am J Phys. 1997;273(5 Pt 1):L930–40.

29. Garantziotis S, Li Z, Potts EN, Kimata K, Zhuo L, Morgan DL, Savani RC, Noble
PW, Foster WM, Schwartz DA, et al. Hyaluronan mediates ozone-induced
airway hyperresponsiveness in mice. J Biol Chem. 2009;284(17):11309–17.

30. Casalino-Matsuda SM, Monzon ME, Conner GE, Salathe M, Forteza RM. Role
of hyaluronan and reactive oxygen species in tissue kallikrein-mediated
epidermal growth factor receptor activation in human airways. J Biol Chem.
2004;279(20):21606–16.

31. Cheng G, Swaidani S, Sharma M, Lauer ME, Hascall VC, Aronica MA.
Hyaluronan deposition and correlation with inflammation in a murine
ovalbumin model of asthma. Matrix Biol. 2011;30(2):126–34.

32. Leikauf GD, Simpson LG, Santrock J, Zhao Q, Abbinante-Nissen J, Zhou S,
Driscoll KE. Airway epithelial cell responses to ozone injury. Environ Health
Perspect. 1995;103(Suppl 2):91–5.

33. Williams AS, Leung SY, Nath P, Khorasani NM, Bhavsar P, Issa R, Mitchell JA,
Adcock IM, Chung KF. Role of TLR2, TLR4, and MyD88 in murine ozone-
induced airway hyperresponsiveness and neutrophilia. J Appl Physiol (1985).
2007;103(4):1189–95.

34. Cook-Mills J, Gebretsadik T, Abdala-Valencia H, Green J, Larkin EK, Dupont
WD, Shu XO, Gross M, Bai C, Gao YT, et al. Interaction of vitamin E isoforms
on asthma and allergic airway disease. Thorax. 2016;71(10):954–6.

35. Wagner JG, Harkema JR, Jiang Q, Illek B, Ames BN, Peden DB. Gamma-
tocopherol attenuates ozone-induced exacerbation of allergic rhinosinusitis
in rats. Toxicol Pathol. 2009;37(4):481–91.

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

Bao et al. Respiratory Research  (2017) 18:216 Page 12 of 12


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Animal model
	OVA asthmatic mouse model
	OVA-O3 model
	Chemical inhibitor administration

	Airway hyperresponsiveness (AHR)
	Airway resistance (raw) and lung compliance (CL)
	Bronchial alveolar lavage (BAL) collection and cytokine measurements
	Lung histology
	Immunoblotting
	RT-qPCR
	MDA and GSH-Px analysis
	Statistical analysis

	Results
	Effects of O3 exposure on the allergic asthma model
	Define the involvements of p38 MAPK and oxidative stress in OVA-O3 mouse model
	Effect of SB239063 and α-tocopherol treatment on OVA-O3 mouse model
	Role of p38 MAPK and oxidative stress in the ozonic effects on OVA challenged mice

	Discussion
	Conclusions
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

