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Abstract 

Acute respiratory distress syndrome (ARDS) is a common complication of critical illness characterized by lung inflam-
mation, epithelial and endothelial dysfunction, alveolar-capillary leakage, and worsening respiratory failure. The 
present study aimed to investigate the anti-inflammatory effects of non-selective phosphodiesterase (PDE) inhibi-
tor aminophylline. New Zealand white rabbits were randomly divided into 3 groups: animals with respiratory failure 
defined as  PaO2/FiO2 ratio (P/F) below < 26.7 kPa, and induced by saline lung lavage (ARDS), animals with ARDS 
treated with intravenous aminophylline (1 mg/kg; ARDS/AMINO), and healthy ventilated controls (Control). All animals 
were oxygen ventilated for an additional 4 h and respiratory parameters were recorded regularly. Post mortem, the 
lung tissue was evaluated for oedema formation, markers of inflammation (tumor necrosis factor, TNFα, interleukin 
(IL)-1β, -6, -8, -10, -13, -18), markers of epithelial damage (receptor for advanced glycation end products, RAGE) and 
endothelial injury (sphingosine 1-phosphate, S1P), oxidative damage (thiobarbituric acid reactive substances, TBARS, 
3-nitrotyrosine, 3NT, total antioxidant capacity, TAC). Aminophylline therapy decreased the levels of pro-inflammatory 
cytokines, markers of epithelial and endothelial injury, oxidative modifications in lung tissue, reduced lung oedema, 
and improved lung function parameters compared to untreated ARDS animals. In conclusion, non-selective PDE 
inhibitor aminophylline showed a significant anti-inflammatory activity suggesting a potential of this drug to be a 
valuable component of ARDS therapy.
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Introduction
The acute respiratory distress syndrome (ARDS) is a het-
erogenous syndrome defined by the presence of bilateral 
radiographic pulmonary opacities, arterial hypoxemia 

and absence of cardiac failure as a primary cause [1]. It 
is characterized by alveolar epithelial and lung endothe-
lial damage, which results in increased permeability, pul-
monary oedema, and alveolar filling [2]. ARDS develops 
within one week of a known clinical insult or the onset 
of new or worsening respiratory symptoms due to a 
variety of risk factors, including direct (e.g. bacterial or 
viral pneumonia, gastric aspiration, lung contusion, toxic 
inhalation, and near drowning) or indirect (e.g. sepsis, 
pancreatitis, severe trauma, massive blood transfusion, 
and burn). Despite substantial improvement in under-
standing the pathophysiology, ARDS remains a common, 
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morbid and life-threatening condition with a mortality of 
approximately 30% [1, 3–5].

ARDS is a complex condition that involves alveolar and 
systemic inflammation. Several factors including etiol-
ogy, host factors (comorbidities and genetics), immu-
nomodulation (e.g. administration of steroids), impact 
of secondary insults (e.g. ventilator-induced lung injury 
and nosocomial infection), etc. are likely to affect inflam-
mation in ARDS [6]. In ARDS pathogenesis, the innate 
immune response plays a critical role. Tissue damage 
is mediated by many immunological mechanisms that 
involve neutrophils, macrophages and dendritic cells. 
Inflammatory insults to the epithelium, alveolar mac-
rophages and vascular endothelium cause an accumu-
lation of protein-rich oedema fluid in the alveoli and 
consequently hypoxemia due to reduced gas exchange. 
The participation of alveolar macrophages in the orches-
tration of inflammation and ARDS clearance is crucial 
[7]. When alveolar macrophages are activated, neutro-
phils and circulating macrophages recruit to the lung 
injury sites. Proteases, reactive oxygen species (ROS), 
eicosanoids, phospholipids and cytokines are among the 
bioactive mediators produced by these cells that help to 
maintain the inflammatory responses.

In ARDS, increased permeability for liquid and protein 
across the injured lung endothelium results in forma-
tion of interstitial oedema. Subsequently, the oedema-
tous fluid rich in proteins, neutrophils and red blood 
cells translocates to the alveoli, what is typically aided 
by disruption of the normally tight barrier of the alveo-
lar epithelium [8–10]. Worsening lung compliance 
causes ventilation-to-perfusion mismatch and right-to-
left intrapulmonary shunting which contribute to arte-
rial hypoxemia in ARDS patients. Hand-in-hand with 
hypoxemia, poor carbon dioxide excretion occurs as a 
fundamental component of respiratory failure, resulting 
in increased minute ventilation and increased lung dead 
space.

Despite intensive research in this field, no pharmaco-
logical therapy for ARDS has been shown to reduce evi-
dently the short-term or long-term mortality in ARDS. 
However, several groups of drugs have a potential to 
enhance at least partially the clinical status of the patient 
by reducing the work of breathing (neuromuscular block-
ers), mitigating inflammation (glucocorticoids), or reduc-
ing oxidative stress (antioxidants) [11]. In this context, 
inhibitors of phosphodiesterases (PDEs) with their wide 
variety of therapeutic effects may belong to the drugs 
which could be potentially beneficial in ARDS. Main 
action of PDEs is based on their ability to split intracellu-
lar second messengers cyclic adenosine monophosphate 
(cAMP) and cyclic guanosine monophosphate (cGMP) 
to inactive products. The PDE enzymatic superfamily 

consists of 11 gene families (PDE1 to PDE11), the major-
ity of which contain multiple PDE genes [12]. Thus, some 
PDE families are cGMP-specific (PDE5, 6, and 9), while 
others are cAMP-specific (PDE4, 7 and 8), and others 
hydrolyze both cAMP and cGMP (PDE1, 2, 3, 10, and 
11) [13, 14]. Resulting low cAMP concentrations pro-
mote inflammation by increasing the production of inter-
leukins (IL)-8, -12, -17, -22, -23, tumor necrosis factor 
(TNF)α, interferon, and chemokines, while high cAMP 
concentrations produce an anti-inflammatory response 
by inducing the synthesis of IL-6 and IL-10 [15]. Effects 
of PDE inhibitors may be selective, influencing solely one 
PDE, or non-selective, influencing more PDEs, much as 
a group of medicaments named methylxanthines. Meth-
ylxanthines act through various mechanisms including 
non-selective PDE inhibition, what is responsible for a 
wide variety of actions of these drugs [16]. For instance, 
caffeine is used because of its stimulatory effects on res-
piration, cognition, and attention while theophylline 
and theobromine are used in the treatment of bronchial 
asthma and chronic obstructive pulmonary disease due 
to their bronchorelaxation, vasorelaxation, and cardi-
ostimulation effects [17, 18]. The complex mechanisms 
of methylxanthines action are not fully understood. How-
ever, they produce bronchodilation and vasodilation by 
increasing intracellular levels of cAMP and cGMP. Fur-
thermore, methylxanthines suppress the release and 
action of a variety of pro-inflammatory substances by 
lowering calcium, acetylcholine, and monoamines in cells 
[17, 19]. Methylxanthines compete with other purines for 
receptor binding sites on adenosine receptors because of 
their similar chemical structures. Thereby, a competitive 
inhibition of adenosine, an endogenous purine partici-
pating in many processes in the airways including bron-
choconstriction and chronic inflammation, may cause 
bronchodilation. Furthermore, methylxanthines promote 
surfactant production, mucociliary clearance, and reac-
tive oxygen species scavenging [19]. Aminophylline, a 
methylxanthine and a non-selective PDE inhibitor used 
in this study, is a combination of theophylline with eth-
ylenediamine in a 2:1 ratio. Although aminophylline is 
less powerful and has a shorter half-life than theophyl-
line, the addition of ethylenediamine enhances the water 
solubility and antioxidant effects [20]. Besides pulmonary 
effects [21, 22], aminophylline demonstrates cardiovas-
cular effects [23, 24], reduces migration of neutrophils, 
a rich source of elastase, into the lungs, preventing pro-
teolytic pulmonary injury [22], and mitigates protein 
leakage from the pulmonary capillaries and generation of 
pulmonary oedema [25], what is likely attributable to an 
increase in cAMP/cGMP in the lung.

In this study, the anti-inflammatory activity of the non-
selective PDE inhibitor aminophylline was evaluated in 
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an experimental model of ARDS prepared in adult rab-
bits. We hypothesized that intravenous (i.v.) aminophyl-
line may alleviate inflammation and oxidative imbalance 
and may thus reduce the lung injury and improve the 
lung function.

Results
Lung function parameters
Repetitive lung lavage caused a severe worsening in all 
observed lung function parameters; the P/F  ratio, OI, 
VEI,  Cdyn,  Cstat, MAP, and Raw had been significantly 
altered at the time point Model in ARDS group com-
pared to Control (all p < 0.001), while P/F ratio < 26.7 kPa 
was considered for appropriate to reach the moderate 
ARDS according to the Berlin definition [1]. The deterio-
ration of respiratory parameters in the untreated ARDS 
group persisted until the end of the experiment (Fig.  1, 
Table  1). There were no significant differences between 
the animals in baseline values (BV) of respiratory param-
eters nor differences in these parameters between the 

two injured groups (ARDS vs. ARDS/AMINO) at the 
time point of ARDS (all p > 0.05).

Aminophylline obviously improved the lung function 
parameters (Fig. 1, Table 1). Significant improvements in 
P/F  ratio, OI,  SatO2, and Raw were observed in ARDS/
AMINO group compared to the ARDS group (all p < 0.01) 
immediately after administration of the therapy (30’ Th), 
while significant differences in VEI,  PaCO2, pH,  Cstat and 
 Cdyn occurred later. All the mentioned differences per-
sisted until the end of the 4 h observation period.

Inflammation and oxidation in lung tissue
Levels of pro-inflammatory cytokines TNFα, IL-1β, -6, 
-8, -13, -18, RAGE (a marker of lung epithelial injury), 
S1P  (marker of endothelial injury), nitrite/nitrate and 
nitrite were significantly elevated in the lung tissue in 
the ARDS group compared to the Control (Fig. 2). Vice-
versa, the level of anti-inflammatory cytokine IL-10 was 
decreased in the ARDS group compared to the Con-
trol group. The effect of aminophylline therapy was 
reflected in decreased levels of the observed markers: for 
ARDS/AMINO vs. ARDS group: IL-8 (p = 0.0042), IL-6 

Fig. 1 Changes in the respiratory parameters. (A) Ratio of the partial pressure of oxygen to the fraction of inspired oxygen (P/F ratio, kPa), (B) 
Oxygenation index (OI), (C) Ventilation efficiency index (VEI), and (D) Dynamic lung compliance  (Cdyn, mL/kPa) before (basal value, BV) and after 
induction of ARDS and within 4 h after the therapy administration in the Control group (n = 8), ARDS group (n = 8), and ARDS group treated with 
aminophylline (ARDS/AMINO; n = 8). Data are presented as mean ± SD. Statistical comparisons: for ARDS vs. Control ****p < 0.0001; for ARDS/AMINO 
vs. ARDS +p < 0.05, ++p < 0.01, +++p < 0.001; ++++p < 0.0001
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(p = 0.0013), TNFα (p < 0.0001), IL-1β (p = 0.0659), IL-10 
(p = 0.0140), IL-13 (p = 0.0240), IL-18 (p = 0.0007), RAGE 
(p = 0.0003), S1P (p = 0.0047), nitrite/nitrate (p = 0.0003), 
nitrite (p = 0.0363).

Both observed markers of oxidative damage, 
3-nitrotyrosine (3NT) as an indicator of protein oxi-
dation (p = 0.0043), and thiobarbituric acid reactive sub-
stances (TBARS) as an indicator of lipid peroxidation 
(p = 0.0008) increased significantly in untreated injured 
animals compared to controls (ARDS vs. Control). Ami-
nophylline therapy decreased the levels of oxidative 
damage compared to untreated ARDS (3NT, p = 0.0150; 
TBARS, p = 0.0112). On the other hand, the total anti-
oxidant capacity (TAC) increased significantly in ami-
nophylline-treated lung compared to untreated ARDS 
group (p = 0.0002) (Fig. 3).

Lung oedema and protein content in BALF
Lung oedema expressed as a wet-dry lung weight ratio 
(W/D) of the lung tissue increased after lavage-induced 

lung injury compared to controls (p < 0.0001), and 
similarly, total protein content in BALF (p < 0.0001) 
increased for ARDS vs. Control. Aminophylline ther-
apy significantly reduced the formation of lung oedema 
(p = 0.0001), as well as the total protein content 
(p = 0.0139) compared to the untreated ARDS group 
(Fig. 4).

Discussion
ARDS represents a stereotypic progress through several 
phases after pulmonary or extrapulmonary insults. At 
first, alveolar macrophages produce mediators that cause 
inflammatory cells to accumulate in the lungs and evoke 
lung tissue damage. Pathologic impairment of vascular 
permeability in the alveolar epithelial barrier and apopto-
sis and/or necrosis of type I and II alveolar cells could be 
the result of induced inflammation and associated release 
of pro-inflammatory mediators. Pulmonary oedema, sur-
factant inactivation, and the deposition of dead cells and 

Table 1 Respiratory parameters. Mean airway pressure (MAP, kPa), static lung compliance  (Cstat, mL/kPa) airway resistance (Raw, 
kPa/L/s), arterial partial carbon dioxide pressure  (PaCO2, kPa) oxygen saturation  (SatO2, %) and pH before (basal value, BV), after ARDS 
induction and within 4 h after the therapy administration in the Control group (n = 8), ARDS group (n = 8), and ARDS group treated 
with aminophylline (ARDS/AMINO; n = 8). Data are presented as mean ± SD. Statistical comparisons: for ARDS vs. Control *p < 0.05, 
**p < 0.01, ***p < 0.001, **** p < 0.0001; for ARDS/AMINO vs. ARDS +p < 0.05, ++p < 0.01, +++p < 0.001; ++++p < 0.0001

BV Model 30’ Th 1 h Th 2 h Th 3 h Th 4 h Th

MAP (kPa)
 Control 0.76 ± 0.06 0.88 ± 0.13 0.86 ± 0.14 0.86 ± 0.16 0.84 ± 0.19 0.85 ± 0.18 0.87 ± 0.19

 ARDS 0.79 ± 0.08 1.09 ± 0.09 * 1.01 ± 0.13 1.02 ± 0.14 1.06 ± 0.17 * 1.02 ± 0.16 1.06 ± 0.17 *

 ARDS/AMINO 0.80 ± 0.05 0.90 ± 0.14 0.90 ± 0.12 0.91 ± 0.19 0.94 ± 0.15 0.92 ± 0.14 0.87 ± 0.11 +

Cstat (mL/kPa)
 Control 0.016 ± 0.002 0.016 ± 0.002 0.016 ± 0.002 0.017 ± 0.001 0.017 ± 0.001 0.017 ± 0.001 0.016 ± 0.002

 ARDS 0.013 ± 0.003 0.008 ± 0.001 **** 0.009 ± 0.002 **** 0.008 ± 0.002 **** 0.009 ± 0.002 **** 0.009 ± 0.002 **** 0.008 ± 0.001 ****

 ARDS/AMINO 0.016 ± 0.002 0.011 ± 0.002 0.011 ± 0.004 0.012 ± 0.003 ++ 0.011 ± 0.003 0.011 ± 0.002 0.011 ± 0.003 +

Raw (kPa/L/s)
 Control 4.51 ± 0.79 4.62 ± 0.91 4.94 ± 1.02 4.44 ± 0.83 4.70 ± 0.77 4.51 ± 0.66 4.61 ± 0.80

 ARDS 4.29 ± 1.95 12.55 ± 4.03 **** 14.70 ± 5.06 **** 15.22 ± 5.18 **** 14.45 ± 5.37 **** 15.14 ± 5.56 **** 17.38 ± 6.41 ****

 ARDS/AMINO 4.72 ± 0.89 10.17 ± 6.43 8.36 ± 3.84 +++ 8.69 ± 4.57 +++ 10.18 ± 4.38 + 9.90 ± 4.80 ++ 9.74 ± 4.97 ++++

PaCO2 (kPa)
 Control 4.39 ± 0.67 4.54 ± 0.63 4.34 ± 0.58 4.29 ± 0.56 4.08 ± 0.64 4.04 ± 0.57 4.00 ± 0.70

 ARDS 3.67 ± 0.86 6.76 ± 1.35 **** 6.56 ± 1.51 **** 6.50 ± 1.34 **** 6.06 ± 1.59 **** 6.19 ± 1.69 **** 6.28 ± 1.92 ****

 ARDS/AMINO 4.22 ± 0.43 6.07 ± 1.24 6.01 ± 1.31 6.01 ± 1.20 5.55 ± 1.32 5.39 ± 1.31 5.10 ± 1.18 +

SatO2 (%)
 Control 99.90 ± 0.00 99.89 ± 0.03 99.90 ± 0.00 99.89 ± 0.03 99.89 ± 0.03 99.89 ± 0.03 99.89 ± 0.03

 ARDS 99.89 ± 0.04 95.56 ± 2.43 ** 94.13 ± 1.44 ** 91.03 ± 13.19 **** 92.11 ± 8.96 **** 94.37 ± 3.57 **** 93.44 ± 4.06 ****

 ARDS/AMINO 99.90 ± 0.00 97.96 ± 1.72 98.33 ± 1.29 + 98.05 ± 1.72 ++++ 98.73 ± 1.36 ++++ 99.24 ± 0.99 ++ 99.44 ± 0.67 ++++

pH
 Control 7.49 ± 0.07 7.46 ± 0.09 7.41 ± 0.05 7.37 ± 0.03 7.32 ± 0.05 7.27 ± 0.06 7.24 ± 0.05

 ARDS 7.54 ± 0.06 7.22 ± 0.07 **** 7.21 ± 0.08 **** 7.19 ± 0.09 **** 7.15 ± 0.10 **** 7.10 ± 0.11 **** 7.03 ± 0.11 ****

 ARDS/AMINO 7.50 ± 0.07 7.27 ± 0.10 7.23 ± 0.08 7.22 ± 0.07 7.19 ± 0.07 7.18 ± 0.06 + 7.16 ± 0.07 +++
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Fig. 2 Concentrations of inflammatory cytokines (A) IL-8, (B) IL-6, (C) TNFα, (D) IL-11β, (E) IL-10, (F) IL-13, (G) IL-18, (H) RAGE (all expressed in 
pg/mL), (I) S1P (expressed in ng/mL), (J) nitrite/nitrate and (K) nitrite (expressed in NOx micromolar concentration of NOx) in the lung tissue 
homogenates of healthy ventilated animals (Control; n = 8), ARDS animals (n = 8) and ARDS animals treated with aminophylline (ARDS/AMINO; 
n = 8) after 4 h of therapy. Data are presented as mean ± SD. Statistical comparisons: for ARDS vs. Control *p < 0.05, **p < 0.01, ***p < 0.001; for ARDS/
AMINO vs. ARDS +p < 0.05, ++p < 0.01, +++p < 0.001; ++++p < 0.0001

Fig. 3 Levels of (A) a marker of oxidative modifications of proteins (expressed in nanomolar concentration of 3-nitrotyrosine, 3NT), (B) a marker 
of lipid oxidation (thiobarbituric acid-reactive substances, TBARS, expressed in micromolar concentration of malondialdehyde), and (C) total 
antioxidant capacity (TAC, expressed in micromolar concentration of copper reducing equivalents (CRE)) in the lung tissue of healthy ventilated 
animals (Control; n = 8), in animals with ARDS (ARDS; n = 8) and ARDS animals treated with aminophylline (ARDS/AMINO group; n = 8) after 4 h 
therapy. Data are presented as mean ± SD. Statistical comparisons: for ARDS vs. Control **p < 0.01, ***p < 0.001; for ARDS/AMINO vs. ARDS +p < 0.05, 
+++p < 0.001; ++++p < 0.0001
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debris along the alveoli including hyaline membranes are 
the result of these alterations, which reduce lung compli-
ance and affect gas exchange in the lungs [2, 26]. Inflam-
matory mediators such as IL-1, IL-6, TNFα, and IL-18 
regulate the inflammatory process that is generated by 
immune cells [27].

PDEs are enzymes catalyzing the metabolism of intra-
cellular cAMP and cGMP that are expressed in a vari-
ety of cell types and respiratory diseases [28, 29]. cAMP 
is therefore increased by inhibiting its degradation by 
PDEs. PDE inhibitors play a role in airway smooth mus-
cle relaxation and inhibition of cellular inflammation or 
other immune responses [30] and may also be helpful in 
treating severe respiratory diseases.

In this study, we focused on the effects of an intra-
venously administered non-selective PDE inhibi-
tor aminophylline on the inflammatory response, 
pro-inflammatory cytokine production, oxidative damage 
and oedema formation, and ultimately on the respiration 
and gas exchange during the acute phase of experimen-
tal ARDS. Ideally, an animal model of ARDS should be 
a model in which pathologic process maximally mimic 
clinic situation in patients, such as a neutrophilic alve-
olitis, deposition of hyaline membranes and formation of 
microthrombi. In our experiments, rabbits were used as 
the optimal animal model of ARDS. Larger animals such 
as pigs and rabbits have IL-8, which is one of the most 
important neutrophil chemoattractants in humans, and 
are ideal for complex physiologic measurements [31]. In 
addition, for evaluating lung function parameters and 
use of artificial ventilation rabbit lungs are more suitable, 
the size and diameter of the airways are similar to in the 
term neonate, than mouse or rat lungs. We are also aware 
of several interspecies differences in the innate immune 
response (i.e., in TLR receptors, mononuclear-phago-
cyte system, NO production, and chemokines and their 
receptors) that may reduce the translation of results from 

animal studies to clinics. However, we consider that the 
selected animal model is appropriately chosen to test our 
hypothesis.

Lavage-induced imbalance in the alveoli and associated 
inflammation lead to deterioration of alveolar-capillary 
membrane integrity and influx of plasma proteins and 
activated inflammatory cells into the alveoli. This process 
affects the function of pulmonary surfactant and ventila-
tion-perfusion mismatch, and thus respiration. Repeated 
lung lavage led to worsening of lung function parameters 
(P/F, OI, VEI,  Cdyn, MAP,  Cstat, Raw,  SatO2,  PaCO2) within 
minutes after the insult, what is consistent with the find-
ings of other authors [32–34]. In untreated ARDS group, 
respiratory failure persisted until the end of the experi-
ment probably due to surfactant dysfunction caused by 
interaction with leaked plasma proteins (albumin and 
fibrinogen) and/or inflammation [35]. In our study, the 
therapy with the PDE inhibitor aminophylline improved 
lung function parameters and gas exchange compared to 
ARDS animals. We observed a rapid improvement in OI 
and the P/F ratio within the first 30  min after the ami-
nophylline administration, and this beneficial effect per-
sisted until the end of the experiment. These findings are 
consistent with previous studies which have shown that 
nonselective PDE inhibitors (e.g., pentoxifylline, amino-
phylline) can improve lung function by effective enhanc-
ing oxygenation and ventilation parameters [36–39].

In ARDS treatment, it is essential to manage the sys-
temic and also pulmonary inflammatory response. The 
early phase of ARDS is characterized by neutrophil-
mediated inflammation, lung cell injury and apoptosis 
while neutrophil activation and burst in the lungs play a 
key role in the progression of ARDS. In our experimen-
tal model, increased levels of pro-inflammatory cytokines 
(IL-8, IL-6, IL-13, IL-18, TNFα, and IL-1β) were observed 
in the lung tissue of ARDS animals. These results are 
consistent with previous findings [40, 41]. However, 

Fig. 4 Formation of lung oedema expressed as (A) wet-dry lung weight ratio (W/D) and (B) protein content in BAL fluid (mg/mL) in healthy 
ventilated animals (Control; n = 8), in animals with ARDS (ARDS; n = 8) and in ARDS animals treated with aminophylline (ARDS/AMINO; n = 8). Data 
are presented as mean ± SD. Statistical comparisons: for ARDS vs. Control ****p < 0.0001; for ARDS/AMINO vs. ARDS +p < 0.05, +++p < 0.001
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the aminophylline therapy decreased the levels of the 
observed pro-inflammatory cytokines in the lung tis-
sue compared to the ARDS group. This may be attrib-
utable to the fact that increased intracellular secondary 
messenger cAMP due to activation of adenylyl cyclase 
affects a broad spectrum of cellular functions; modulates 
transcription factor nuclear factor-kappa B (NF-κB) and 
expression of pro-inflammatory cytokines (e.g. IL-1, IL-6, 
IL-12, IL-13, and TNFα) and regulates expression of anti-
inflammatory interleukins [16, 42–44]. In addition, sig-
nificantly decreased level of anti-inflammatory cytokine 
IL-10 was found in the lung tissue of ARDS animals, 
likely due to an imbalance between anti-inflammatory 
response and serious inflammatory response in ARDS 
animals [45]. The administration of aminophylline sig-
nificantly prevented the reduction in IL-10 levels in our 
study as well as in the study by Elaidy [46]. Elevated IL-10 
signaling can inhibit pro-inflammatory cytokine produc-
tion through direct targeting of immune effector types, 
but can also indirectly modulate immune function by 
preventing macrophage and dendritic cell maturation, 
thus limiting the host’s co-stimulatory, antigen presenta-
tion, and chemokine secretion capacity of the host [47, 
48].

The lung tissue injury may be additionally caused by 
the oxidation of proteins and lipids due to neutrophil 
overactivation, especially due to oxidative neutrophil 
burst. Proteinases, cationic polypeptides, cytokines, 
and free radicals of reactive oxygen and nitrogen spe-
cies (RONS) are among the cytotoxic and immune cell 
activating agents released by neutrophils [49]. After 
lavage-induced lung injury, significantly increased levels 
of protein nitrosylation (3-nitrotyrosine, 3NT) and lipid 
peroxidation products (TBARS) were detected in the 
lung tissue. Similar oxidation-induced lung damage was 
confirmed in several studies, demonstrating increased 
levels of RONS in alveolar spaces during ARDS [50–52]. 
After aminophylline therapy, the levels of TBARS and 
3NT in lung tissue decreased significantly compared to 
untreated ARDS animals, while, the total antioxidant 
capacity (TAC) increased significantly after the therapy. 
The anti-inflammatory and antioxidant effects of nonse-
lective PDE inhibitors at different doses have been dem-
onstrated in various models of injury models [46, 53, 54], 
since RONS production can be reduced due to achieving 
a high local concentration of aminophylline in the air-
ways [55].

Other marker evaluated in this study is receptor for 
advanced glycation end products (RAGE). RAGE is a 
membrane receptor expressed in alveolar type (AT)-1 
epithelial cells of the lung and a marker of epithelial 
injury [56]. RAGE controls a variety of cellular processes 
such as cell proliferation and migration, inflammation, 

apoptosis, and microtubule stabilization [57, 58]. Activa-
tion of RAGE plays a role in cell signaling and propaga-
tion of the pro-inflammatory response [59–62]. In our 
study, a significantly higher level of RAGE in ARDS ani-
mals was found which was associated with the severity 
of pulmonary physiological disturbances (P/F  ratio and 
compliance). These results are consistent with the previ-
ous study, where RAGE levels correlated with oxygena-
tion [63].

Deterioration of the lung endothelium was demon-
strated by sphingosine-1-phosphate (S1P). S1P is highly 
expressed in the lung endothelium, where it promotes 
survival and barrier function [64, 65]. S1P’s role as a key 
regulator of endothelial barrier function is attributed to 
its signaling through S1P1  & S1P3  that activates down-
stream Rho GTPases and rearrangement of cytoskeleton 
[66]. Elevated concentrations of S1P are associated with 
barrier disruption, as it was observed in ARDS animals 
in our study. On the other hand, increases in cAMP by 
inhibition of PDE, e.g. by aminophylline, may improve 
endothelial barrier functions and support cell–cell junc-
tions [67].

Damage of endothelial and epithelial cells by the above 
mentioned bioactive compounds, results to increased 
permeability across the alveolar-capillary membrane and 
formation of pulmonary oedema. Large numbers of acti-
vated neutrophils can damage the alveolar epithelium, 
probably by the release of toxic intracellular molecules 
that induce the dissolution of tight junctions [49]. The 
formation of alveolar oedema containing high molecu-
lar weight plasma proteins worsens the gas exchange 
and increases the risk of disordered repair after exten-
sive alveolar epithelial injury [10, 68, 69]. In our study, 
the degree of lung oedema was calculated from a ratio of 
wet and dry lung weight (W/D). The ARDS group had a 
significantly higher W/D value compared to the control 
group, indicating increased accumulation of pulmonary 
fluid in the pulmonary interstitium. Furthermore, the 
ARDS group had a significantly higher level of total pro-
teins in their BALF. Similar findings had been reported 
by other authors [33, 68]. In this study, aminophylline 
therapy decreased the formation of lung oedema and the 
protein content in BALF compared to the ARDS group. 
These results are also consistent with the previous studies 
[70–72].

Conclusion
In conclusion, aminophylline as a non-selective PDE 
inhibitor has a potential to be an effective anti-inflam-
matory drug as it reduced levels of cytokines and oxida-
tive modifications in the lung tissue and prevented the 
formation of lung oedema. Inhibition of local inflamma-
tion alleviated respiratory insufficiency, as indicated by 
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improved lung function parameters. Demonstration of 
potent anti-inflammatory activity of aminophylline on 
the lung tissue and enhancing respiration in experimen-
tal ARDS as well as long-term positive experience with 
the clinical use of this drug in the treatment of several 
respiratory diseases suggest a potential of aminophyl-
line also for ARDS. However, before this treatment can 
be recommended, further research on optimum dosing, 
delivery protocol, potential adverse effects etc. should be 
performed.

Materials and methods
Animal instrumentation
Adult New Zealand white rabbits, body weight (b.w.) 
2.5 ± 0.2 kg were supplied by the certified animal breed-
ing station (VELAZ, Czech Republic) and handled 
according to the Federation of European Laboratory Ani-
mal Science Associations (FELASA) standards [73]. Ani-
mal experimental protocol was approved by the National 
Veterinary Board of Slovakia and the local Ethics Com-
mittee of the Jessenius Faculty of Medicine in Martin, 
Comenius University.

The animals were instrumented as described previ-
ously [74, 75]. After initial sedation, a tracheotomy with 
an endotracheal cannula insertion was performed and 
the right femoral artery and vein were cannulated, a. 
femoralis for blood sampling and monitoring of arterial 
pressure, and v. femoralis for continuous intravenous (i.v.) 
anaesthesia infusion (Zoletil, 10 mg/kg/h) and for admin-
istration of therapy. The animals were mechanically ven-
tilated (Aura V, Chirana, Slovakia) in a volume-controlled 
mode with a tidal volume  (VT) of 6 ml/kg, positive end-
expiratory pressure (PEEP) of 5 cm  H2O, respiratory rate 
(RR) of 40 breaths per minute (bpm), inspiratory-to-
expiratory ratio (I:E) of 1:1 and inspired oxygen fraction 
 (FiO2) of 1.0 for the entire duration of the experiment. 
Respiratory parameters were recorded before (basal 
value, BV) and after reaching the criteria for Model of 
lung injury (see below), and 30’, 1 h, 2 h, 3 h and 4 h after 
administration of therapy. Finally, the animals were sacri-
ficed under deep anesthesia by i.v. injection of potassium 
chloride.

Experimental protocol
After 15  min of stabilization period  (VT 6  ml/kg, PEEP 
5  cmH2O, RR 40 bpm, I: E 1:1,  FiO2 1.0), lung injury was 
induced by repetitive lung lavages with saline (30 ml/kg, 
37° C) through an endotracheal tube in the semi-upright 
right and left lateral positions of the animal with followed 
suction. The process was repeated with 2 min intervals of 
stabilization between the lavages until  PaO2 in the arte-
rial blood decreased to < 26.7  kPa in two measurements 

5 and 15 min after lavage, what equals a moderate degree 
of ARDS [1].

The animals were randomized to three groups (n = 8 
for each group): (1) Control group, healthy ventilated 
animals; (2) ARDS group, animals with ARDS without 
therapy; (3) ARDS/AMINO group, animals with ARDS 
treated with single dose of i.v. aminophylline (1  mg/kg 
b.w. diluted with saline up to volume of 1 ml, Syntophyl-
lin, Hoechst-Biotika, Slovakia), The therapy was adminis-
tered slowly over 2 min, while Control group and ARDS 
group received the same volume of saline as placebo. 
Subsequently, all animals were mechanically ventilated 
for an additional 4 h with the previously mentioned ven-
tilatory settings.

Lung function parameters and derived indexes
Electrocardiographic monitoring using subcutaneous 
electrodes, arterial pressure monitoring through a cath-
eter in a. femoralis connected to an electromanometer, 
tracheal airflow and  VT measured by the heated Fleisch 
head connected to a pneumotachograph were carried 
out continuously using a multichannel recorder Power-
Lab 8/30 (AD Instruments, Germany). Partial pressures 
of oxygen and carbon dioxide  (PaO2,  PaCO2), oxygen 
saturation  (SaO2) and acid–base balance parameters in 
arterial blood were measured by a blood gas analyser 
(RapidLab  TM348, Bayer Diagnostics, Germany). Ventila-
tion parameters,  VT,  FiO2, minute ventilation, RR, peak 
inspiratory pressure (PIP), PEEP, mean airway pressure 
(MAP), static and dynamic lung compliance  (Cstat,  Cdyn), 
and airway resistance (Raw) were measured by in-build 
sensors and calculated automatically by software of ven-
tilator Aura V (Chirana, Slovakia). The lung function 
parameters were calculated: P/F as the ratio between 
arterial  PaO2 and  FiO2; oxygenation index (OI) as (MAP 
x  FiO2)/PaO2; and ventilation efficiency index (VEI) as 
3800/[(PIP – PEEP) x RR x  PaCO2].

Post‑mortem analyzes.
Left lung was lavaged by saline (3 × 10  ml/kg) and the 
bronchoalveolar lavage fluid (BALF) was centrifuged 
for 15  min at 1500  rpm. Tissue samples from the right 
lung were immediately shock frozen and stored at -70° 
C until biochemical analyzes were performed or used to 
assess the degree of lung oedema. The levels of inflam-
matory and oxidation markers were determined in 10% 
(weight/volume) lung tissue homogenate in 0.1 M phos-
phate buffer (PBS, pH 7.4). The concentrations of IL-8, 
IL-6, TNFα, IL-1β, IL-10, IL-13, IL-18, and sphingosine-
1-phosphate (S1P) were quantified using the rabbit-spe-
cific ELISA kits (USCN Life Science Inc., Wuhan, China), 
and concentration of receptor for advanced glycation end 
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products (RAGE) was measured by ELISA kit by MyBio-
Source (San Diego, California, USA), while data were 
expressed in pg/ml. Oxidative modifications were deter-
mined using kits by Cell Biolabs Inc. (USA). OxiSelect™ 
Nitrotyrosine ELISA Kit for protein oxidation expressed 
3-nitrotyrosine in nanomolar concentration (nM 3NT), 
and OxiSelect™ TBARS Assay Kit for lipid oxidation 
expressed malondialdehyde in micromolar concentra-
tion (μM MDA). Total antioxidant capacity (TAC) was 
determined using an ELISA kit by Cell Biolabs, Inc. (San 
Diego, California, USA), while data were expressed in 
micromolar concentration of copper reducing equiva-
lents (μM CRE). All biochemical analyzes were per-
formed according to the manufacturers’ instructions.

The extent of lung oedema was expressed as a wet-to-
dry (W/D) lung weight ratio. Strips of the right lung were 
weighed before and after drying in an oven at 60° C for 
48 h to calculate the W/D ratio. The total protein content 
in BALF was determined by the Bradford colorimetric 
method, as described previously [76].

Statistical analysis
Statistical analysis was performed using GraphPad Prism 
8.0.1 (USA). Data normality was tested by the Shap-
iro–Wilk test. All evaluated variables were distributed 
normally; therefore, one-way ANOVA with Welch’s cor-
rection was used to test differences between groups and 
Tukey’s post hoc test to test the parameters with dynamic 
changes. A p value below 0.05 was considered statistically 
significant. The results are presented as mean ± standard 
deviation (SD).

Abbreviations
3NT  3-Nitrotyrosine
ARDS  Acute respiratory distress syndrome
BALF  Bronchoalveolar lavage fluid
Bpm  Breaths per minute
cAMP  Cyclic adenosine monophosphate
CDYN  Dynamic lung compliance
cGMP  Cyclic guanosine monophosphate
CRE  Copper reducing equivalents
Cstat  Static lung compliance
FiO2  Inspired oxygen fraction
i.v.  Intravenous
IL  Interleukin
MAP  Mean airway pressure
MDA  Malondialdehyde
NF-κB  Nuclear factor-kappa B
OI  Oxygenation index
PDE  Phosphodiesterase
PEEP  Positive end-expiratory pressure
PIP  Peak inspiratory pressure
RAGE  Receptor for advanced glycation end products
Raw  Airway resistance
ROS  Reactive oxygen species
RR  Respiratory rate
S1P  Sphingosine-1-phosphate
SaO2  Oxygen saturation

TAC   Total antioxidant capacity
TBARS  Thiobarbituric acid reactive substances
TNF  Tumor necrosis factor
VEI  Ventilation efficiency index
VT  Tidal volume

Acknowledgements
The authors thank M. Petraskova, M. Hutko, D. Kuliskova, and Z. Remisova for 
technical assistance.

Authors’ contributions
DM and AC designed the study, reviewed and edited the manuscript. PK and 
PM collected the data, performed the practical work, and analysed and inter-
preted the data. PK performed the literature review and wrote the manuscript. 
All authors read and approved the final manuscript.

Funding
The study was supported by projects APVV-15–0075, VEGA 1/0004/21, and 
VEGA 1/0131/22.

Availability of data and materials
The datasets used and/or analysed during the current study are available from 
the corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
The study was conducted according to the guidelines of the Federation of 
European Laboratory Animal Science Associations (FELASA) and approved by 
the National Veterinary Board of Slovakia (Ro-3122/13–221) and the local Ethi-
cal Committee of Jessenius Faculty of Medicine in Martin, Comenius University 
(EK 1385/2013).

Consent for publication
Not applicable.

Competing interests
The authors report no conflicts of interest. The authors are responsible only for 
the content and writing of the paper.

Received: 27 May 2022   Accepted: 7 March 2023

References
 1. Force ADT, Ranieri VM, Rubenfeld GD, Thompson BT, Ferguson ND, Cald-

well E, et al. Acute respiratory distress syndrome: the Berlin Definition. 
JAMA. 2012;307(23):2526–33.

 2. Ware LB, Matthay MA. The acute respiratory distress syndrome. N Engl J 
Med. 2000;342(18):1334–49.

 3. Brun-Buisson C, Minelli C, Bertolini G, Brazzi L, Pimentel J, Lewandowski 
K, et al. Epidemiology and outcome of acute lung injury in European 
intensive care units. Results from the ALIVE study. Intensive Care Med. 
2004;30(1):51–61.

 4. Dowdy DW, Eid MP, Dennison CR, Mendez-Tellez PA, Herridge MS, Guallar 
E, et al. Quality of life after acute respiratory distress syndrome: a meta-
analysis. Intensive Care Med. 2006;32(8):1115–24.

 5. Rubenfeld GD, Caldwell E, Peabody E, Weaver J, Martin DP, Neff M, 
et al. Incidence and outcomes of acute lung injury. N Engl J Med. 
2005;353(16):1685–93.

 6. Bos LDJ, Laffey JG, Ware LB, Heijnen NFL, Sinha P, Patel B, et al. Towards a 
biological definition of ARDS: are treatable traits the solution? Intensive 
Care Med Exp. 2022;10(1):8.

 7. Aggarwal NR, King LS, D’Alessio FR. Diverse macrophage populations 
mediate acute lung inflammation and resolution. Am J Physiol Lung Cell 
Mol Physiol. 2014;306(8):L709–25.

 8. Bachofen M, Weibel ER. Structural alterations of lung parenchyma in the 
adult respiratory distress syndrome. Clin Chest Med. 1982;3(1):35–56.



Page 10 of 11Kosutova et al. Journal of Inflammation           (2023) 20:10 

 9. Fein A, Grossman RF, Jones JG, Overland E, Pitts L, Murray JF, et al. The 
value of edema fluid protein measurement in patients with pulmonary 
edema. Am J Med. 1979;67(1):32–8.

 10. Matthay MA, Ware LB, Zimmerman GA. The acute respiratory distress 
syndrome. J Clin Invest. 2012;122(8):2731–40.

 11. Mokra D. Acute lung injury - from pathophysiology to treatment. Physiol 
Res. 2020;69(Suppl 3):S353–66.

 12. Baillie GS, Tejeda GS, Kelly MP. Therapeutic targeting of 3’,5’-cyclic nucleo-
tide phosphodiesterases: inhibition and beyond. Nat Rev Drug Discov. 
2019;18(10):770–96.

 13. Cote RH. Characteristics of photoreceptor PDE (PDE6): similarities and 
differences to PDE5. Int J Impot Res. 2004;16(Suppl 1):S28-33.

 14. Page CP, Spina D. Phosphodiesterase inhibitors in the treatment of 
inflammatory diseases. Handb Exp Pharmacol. 2011;204:391–414.

 15. Pieretti S, Dominici L, Di Giannuario A, Cesari N, Dal Piaz V. Local anti-
inflammatory effect and behavioral studies on new PDE4 inhibitors. Life 
Sci. 2006;79(8):791–800.

 16. Mokra D, Mokry J. Phosphodiesterase Inhibitors in Acute Lung Injury: 
What Are the Perspectives? Int J Mol Sci. 2021;22(4):1929.

 17. Barnes PJ. Theophylline in chronic obstructive pulmonary disease: new 
horizons. Proc Am Thorac Soc. 2005;2(4):334–9 discussion 40-1.

 18. Barnes PJ. Drugs for asthma. Br J Pharmacol. 2006;147 Suppl 1(Suppl 
1):S297-303.

 19. Barnes PJ. Theophylline: new perspectives for an old drug. Am J Respir 
Crit Care Med. 2003;167(6):813–8.

 20. Lapenna D, De Gioia S, Mezzetti A, Ciofani G, Festi D, Cuccurullo F. 
Aminophylline: could it act as an antioxidant in vivo? Eur J Clin Invest. 
1995;25(7):464–70.

 21. Lindenschmidt RC, Witschi H. Attenuation of pulmonary fibrosis in mice 
by aminophylline. Biochem Pharmacol. 1985;34(24):4269–73.

 22. Nowak D, Rozniecki J, Ruta U, Bednarowicz A, Izdebski J. The influence of 
aminophylline on human neutrophils–possible protection of lung from 
proteolytic injury. Arch Immunol Ther Exp (Warsz). 1988;36(3):351–60.

 23. Spalding MB, Ala-Kokko TI, Kiviluoma K, Ruskoaho H, Alahuhta S. The 
effect of aminophylline on right heart function in young pigs after liga-
tion of the right coronary artery. Pharmacol Toxicol. 2000;86(4):192–6.

 24. Crea F, Gaspardone A, Araujo L, Dasilva R, Kaski JC, Davies G, et al. 
Effects of Aminophylline on Cardiac-Function and Regional Myocardial 
Perfusion - Implications Regarding Its Antiischemic Action. Am Heart J. 
1994;127(4):817–24.

 25. Sato K, Stelzner TJ, Obrien RF, Weil JV, Welsh CH. Pentoxifylline Lessens the 
Endotoxin-Induced Increase in Albumin Clearance across Pulmonary-
Artery Endothelial Monolayers with and without Neutrophils. Am J Respir 
Cell Mol Biol. 1991;4(3):219–27.

 26. Famous KR, Delucchi K, Ware LB, Kangelaris KN, Liu KD, Thompson BT, 
et al. Acute Respiratory Distress Syndrome Subphenotypes Respond Dif-
ferently to Randomized Fluid Management Strategy. Am J Resp Crit Care. 
2018;198(12):1590 (vol 195, pg 331, 2017).

 27. Robb CT, Regan KH, Dorward DA, Rossi AG. Key mechanisms gov-
erning resolution of lung inflammation. Semin Immunopathol. 
2016;38(4):425–48.

 28. Currie GP, Butler CA, Anderson WJ, Skinner C. Phosphodiesterase 4 inhibi-
tors in chronic obstructive pulmonary disease: a new approach to oral 
treatment. Brit J Clin Pharmaco. 2008;65(6):803–10.

 29. Mokry J, Mokra D. Immunological aspects of phosphodiesterase inhibi-
tion in the respiratory system. Respir Physiol Neurobiol. 2013;187(1):11–7.

 30. Fan CK. Phosphodiesterase inhibitors in airways disease. Eur J Pharmacol. 
2006;533(1–3):110–7.

 31. Matute-Bello G, Frevert CW, Martin TR. Animal models of acute lung 
injury. Am J Physiol Lung Cell Mol Physiol. 2008;295(3):L379–99.

 32. Engel M, Nowacki RME, Jonker EM, Ophelders D, Nikiforou M, Klooster-
boer N, et al. A comparison of four different models of acute respiratory 
distress syndrome in sheep. Respir Res. 2020;21(1):209.

 33. Kamiyama J, Jesmin S, Sakuramoto H, Shimojyo N, Islam M, Hagiya K, 
et al. Hyperinflation deteriorates arterial oxygenation and lung injury in a 
rabbit model of ARDS with repeated open endotracheal suctioning. BMC 
Anesthesiol. 2015;15:73.

 34. Ricci F, Salomone F, Kuypers E, Ophelders D, Nikiforou M, Willems M, et al. 
In Vivo Evaluation of the Acute Pulmonary Response to Poractant Alfa 
and Bovactant Treatments in Lung-Lavaged Adult Rabbits and in Preterm 
Lambs with Respiratory Distress Syndrome. Front Pediatr. 2017;5:186.

 35. Seehase M, Collins JJ, Kuypers E, Jellema RK, Ophelders DR, Ospina OL, 
et al. New surfactant with SP-B and C analogs gives survival benefit after 
inactivation in preterm lambs. PLoS ONE. 2012;7(10):e47631.

 36. Korhonen K, Kiuru A, Svedstrom E, Kaapa P. Pentoxifylline reduces 
regional inflammatory and ventilatory disturbances in meconium-
exposed piglet lungs. Pediatr Res. 2004;56(6):901–6.

 37. Mokra D, Drgova A, Mokry J, Pullmann R, Redfors B, Petraskova M, et al. 
Comparison of the effects of low-dose vs. high-dose aminophylline on 
lung function in experimental meconium aspiration syndrome. J Physiol 
Pharmacol. 2008;59 Suppl 6:449–59.

 38. Mokra D, Mokry J, Tatarkova Z, Redfors B, Petraskova M, Calkovska A. Ami-
nophylline treatment in meconium-induced acute lung injury in a rabbit 
model. J Physiol Pharmacol. 2007;58 Suppl 5(Pt 1):399–407.

 39. Turhan AH, Atici A, Muslu N, Polat A, Helvaci I. The effects of pentoxifylline 
on lung inflammation in a rat model of meconium aspiration syndrome. 
Exp Lung Res. 2012;38(5):250–5.

 40. Chimenti L, Morales-Quinteros L, Puig F, Camprubi-Rimblas M, Guillamat-
Prats R, Gomez MN, et al. Comparison of direct and indirect models of 
early induced acute lung injury. Intensive Care Med Exp. 2020;8(Suppl 
1):62.

 41. Meduri GU, Annane D, Chrousos GP, Marik PE, Sinclair SE. Activation and 
regulation of systemic inflammation in ARDS: rationale for prolonged 
glucocorticoid therapy. Chest. 2009;136(6):1631–43.

 42 Haddad JJ, Land SC, Tarnow-Mordi WO, Zembala M, Kowalczyk D, Lauter-
bach R. Immunopharmacological potential of selective phosphodiester-
ase inhibition. II. Evidence for the involvement of an inhibitory-kappaB/
nuclear factor-kappaB-sensitive pathway in alveolar epithelial cells. J 
Pharmacol Exp Ther. 2002;300(2):567–76.

 43. Yoshida H, Matsui T, Yamamoto A, Okada T, Mori K. XBP1 mRNA Is Induced 
by ATF6 and Spliced by IRE1 in Response to ER Stress to Produce a Highly 
Active Transcription Factor. Cell. 2001;107(7):881–91.

 44. Kitzen JM, Pergolizzi JV, Taylor R, Raffa RB. Crisaborole and Apremilast: 
PDE4 Inhibitors with Similar Mechanism of Action, Different Indications 
for Management of Inflammatory Skin Conditions. Pharmacol Pharm. 
2018;09:357–81.

 45. Qin M, Qiu Z. Changes in TNF-alpha, IL-6, IL-10 and VEGF in rats with ARDS 
and the effects of dexamethasone. Exp Ther Med. 2019;17(1):383–7.

 46. Elaidy S. Protective Effects of Aminophylline on VancomycinInduced 
Acute Kidney Injury in Rats: Anti-Oxidant and AntiInflammatory Roles. 
Suez Canal Univ Med J. 2013;16(2):112–21.

 47. Akcay A, Nguyen Q, Edelstein CL. Mediators of inflammation in acute 
kidney injury. Mediators Inflamm. 2009;2009: 137072.

 48. Iyer SS, Cheng G. Role of interleukin 10 transcriptional regula-
tion in inflammation and autoimmune disease. Crit Rev Immunol. 
2012;32(1):23–63.

 49. Matthay MA, Zemans RL. The acute respiratory distress syndrome: patho-
genesis and treatment. Annu Rev Pathol. 2011;6:147–63.

 50 Coxon A, Cullere X, Knight S, Sethi S, Wakelin MW, Stavrakis G, et al. Fc 
gamma RIII mediates neutrophil recruitment to immune complexes. a 
mechanism for neutrophil accumulation in immune-mediated inflamma-
tion. Immunity. 2001;14(6):693–704.

 51. Mahlooji MA, Heshmati A, Kheiripour N, Ghasemi H, Asl SS, Solgi G, et al. 
Evaluation of Protective Effects of Curcumin and Nanocurcumin on 
Aluminium Phosphide-Induced Subacute Lung Injury in Rats: Modulation 
of Oxidative Stress through SIRT1/FOXO3 Signalling Pathway. Drug Res 
(Stuttg). 2022;72(2):100–8.

 52. Pedrazza L, Pereira TCB, Abujamra AL, Nunes FB, Bogo MR, de Oliveira 
JR. Mesenchymal stem cells cannot affect mRNA expression of 
toll-like receptors in different tissues during sepsis. Inflamm Res. 
2017;66(7):547–51.

 53. Mehanna OM, El Askary A, Al-Shehri S, El-Esawy B. Effect of phos-
phodiesterase inhibitors on renal functions and oxidant/antioxidant 
parameters in streptozocin-induced diabetic rats. Arch Physiol Biochem. 
2018;124(5):424–9.

 54. Mokra D, Calkovska A. How to overcome surfactant dysfunction in meco-
nium aspiration syndrome? Respir Physiol Neurobiol. 2013;187(1):58–63.

 55. Muraki M, Wada S, Ohno T, Hanada S, Sawaguchi H, Iwanaga T, et al. 
Effects of inhaled aminophylline on airway constriction and inflammation 
in ovalbumin-sensitized guinea pigs. Drug Deliv. 2014;21(5):321–7.



Page 11 of 11Kosutova et al. Journal of Inflammation           (2023) 20:10  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 56. Uchida T, Shirasawa M, Ware LB, Kojima K, Hata Y, Makita K, et al. Receptor 
for advanced glycation end-products is a marker of type I cell injury in 
acute lung injury. Am J Resp Crit Care. 2006;173(9):1008–15.

 57. Oczypok EA, Perkins TN, Oury TD. All the “RAGE” in lung disease: The 
receptor for advanced glycation endproducts (RAGE) is a major mediator 
of pulmonary inflammatory responses. Paediatr Respir Rev. 2017;23:40–9.

 58. Xie JL, Mendez JD, Mendez-Valenzuela V, Aguilar-Hernandez MM. Cellular 
signalling of the receptor for advanced glycation end products (RAGE). 
Cell Signal. 2013;25(11):2185–97.

 59. Mokra D, Kosutova P. Biomarkers in acute lung injury. Respir Physiol 
Neurobiol. 2015;209:52–8.

 60 Blondonnet R, Constantin JM, Sapin V, Jabaudon M. A Pathophysiologic 
Approach to Biomarkers in Acute Respiratory Distress Syndrome. Dis 
Markers. 2016;2016:3501373.

 61. Spadaro S, Park M, Turrini C, Tunstall T, Thwaites R, Mauri T, et al. Biomark-
ers for Acute Respiratory Distress syndrome and prospects for personal-
ised medicine. J Inflamm (Lond). 2019;16:1.

 62. Villar J, Herran-Monge R, Gonzalez-Higueras E, Prieto-Gonzalez M, Ambros 
A, Rodriguez-Perez A, et al. Clinical and biological markers for predicting 
ARDS and outcome in septic patients. Sci Rep. 2021;11(1):22702.

 63. Patel BV, Wilson MR, Takata M. Resolution of acute lung injury and inflam-
mation: a translational mouse model. Eur Respir J. 2012;39(5):1162–70.

 64 Cartier A, Hla T. Sphingosine 1-phosphate: Lipid signaling in pathology 
and therapy. Science. 2019;366(6463):323.

 65. Takuwa Y, Takuwa N, Sugimoto N. The Edg family G protein-coupled 
receptors for lysophospholipids: Their signaling properties and biological 
activities. J Biochem. 2002;131(6):767–71.

 66. Garcia JGN, Liu F, Verin AD, Birukova A, Dechert MA, Gerthoffer WT, 
et al. Sphingosine 1-phosphate promotes endothelial cell barrier 
integrity by Edg-dependent cytoskeletal rearrangement. J Clin Investig. 
2001;108(5):689–701.

 67. Noda K, Zhang JH, Fukuhara S, Kunimoto S, Yoshimura M, Mochizuki N. 
Vascular Endothelial-Cadherin Stabilizes at Cell-Cell Junctions by Anchor-
ing to Circumferential Actin Bundles through alpha- and beta-Catenins 
in Cyclic AMP-Epac-Rap1 Signal-activated Endothelial Cells. Mol Biol Cell. 
2010;21(4):584–96.

 68 Herrero R, Sanchez G, Lorente JA. New insights into the mechanisms of 
pulmonary edema in acute lung injury. Ann Transl Med. 2018;6(2):32.

 69. Matthay MA, Ware LB. Resolution of Alveolar Edema in Acute Respira-
tory Distress Syndrome Physiology and Biology. Am J Resp Crit Care. 
2015;192(2):124–5.

 70. Howell RE, Jenkins LP, Howell DE. Inhibition of Lipopolysaccharide-
Induced Pulmonary-Edema by Isozyme-Selective Phosphodiesterase 
Inhibitors in Guinea-Pigs. J Pharmacol Exp Ther. 1995;275(2):703–9.

 71. Mokra D, Drgova A, Kopincova J, Pullmann R, Calkovska A. Anti-inflam-
matory Treatment in Dysfunction of Pulmonary Surfactant in Meconium-
Induced Acute Lung Injury. Respiratory Regulation - the Molecular 
Approach. 2013;756:189–96.

 72. Mokra D, Mokry J, Tonhajzerova I. Anti-inflammatory treatment of meco-
nium aspiration syndrome: Benefits and risks. Respir Physiol Neurobiol. 
2013;187(1):52–7.

 73. Guillen J. FELASA Guidelines and Recommendations. J Am Assoc Lab 
Anim. 2012;51(3):311–21.

 74. Kosutova P, Mikolka P, Kolomaznik M, Rezakova S, Calkovska A, Mokra D. 
Effects of Roflumilast, a Phosphodiesterase-4 Inhibitor, on the Lung Func-
tions in a Saline Lavage-Induced Model of Acute Lung Injury. Physiol Res. 
2017;66:S237–45.

 75. Mikolka P, Kosutova P, Kolomaznik M, Topercerova J, Kopincova J, Calko-
vska A, et al. Effect of Different Dosages of Dexamethasone Therapy on 
Lung Function and Inflammation in an Early Phase of Acute Respiratory 
Distress Syndrome Model. Physiol Res. 2019;68:S253–63.

 76. Kosutova P, Mikolka P, Kolomaznik M, Balentova S, Adamkov M, Calkovska 
A, et al. Reduction of Lung Inflammation, Oxidative Stress and Apoptosis 
by the PDE4 Inhibitor Roflumilast in Experimental Model of Acute Lung 
Injury. Physiol Res. 2018;67:S645–54.

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


	Anti-inflammatory activity of non-selective PDE inhibitor aminophylline on the lung tissue and respiratory parameters in animal model of ARDS
	Abstract 
	Introduction
	Results
	Lung function parameters
	Inflammation and oxidation in lung tissue
	Lung oedema and protein content in BALF

	Discussion
	Conclusion
	Materials and methods
	Animal instrumentation
	Experimental protocol
	Lung function parameters and derived indexes
	Post-mortem analyzes.
	Statistical analysis

	Acknowledgements
	References


