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Abstract 

Background: Inflammation plays a major role in the pulmonary artery hypertension (PAH) and the acute lung injury 
(ALI) diseases. The common feature of these complications is the dysfunction of pulmonary microvascular endothelial 
cells (PMVECs). Fasudil, the only Rho kinase (ROCK) inhibitor used in clinic, has been proved to be the most promising 
new drug for the treatment of PAH, with some anti-inflammatory activity. Therefore, in the present study, the effect of 
fasudil on lipopolysaccharide (LPS)-induced inflammatory injury in rat PMVECs was investigated.

Methods: LPS was used to make inflammatory injury model of rat PMVECs. Thereafter, the mRNA and protein expres-
sion of pro-inflammatory factors was evaluated by reverse transcription-polymerase chain reaction (RT-PCR) and 
enzyme-linked immunosorbent assay (ELISA) assay respectively. Intracellular reactive oxygen species (ROS) levels were 
measured by the confocal laser scanning system. The activities of superoxide dismutase (SOD), glutathione peroxidase 
(GSH-Px) and the content of malondialdehyde (MDA) were determined by using commercial kits according to the 
manufacturer’s instructions. Western blot assay was used to detect the protein expression of nuclear factor kappa B 
(NF-κB) p65.

Results: Fasudil effectively prevented inflammatory injury induced by LPS, which is manifested by the decrease of 
pro-inflammatory cytokines interleukin-6 (IL-6) and monocyte chenotactic protein-1 (MCP-1). Meanwhile, fasudil 
dramatically reduced the levels of ROS and MDA, and also elevated the activities of SOD and GSH-Px. Furthermore, the 
nuclear translocation of NF-κB p65 induced by LPS was also suppressed by fasudil. Additionally, the ROS scavengers 
N-Acetylcysteine (N-Ace) was also found to inhibit the nuclear translocation of NF-κB and the mRNA expression of IL-6 
and MCP-1 induced by LPS, which suggested that ROS was essential for the nuclear translocation of NF-κB.

Conclusions: The present study revealed that fasudil reduced the expression of inflammatory factors, alleviated the 
inflammatory and oxidative damage induced by LPS in rat PMVECs via ROS-NF-κB signaling pathway.
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Introduction
Inflammatory pulmonary artery hypertension (PAH), 
acute lung injury (ALI) and acute respiratory distress 
syndrome (ARDS) are clinically the life-threatening med-
ical diseases, usually caused by pathogenic factors such as 
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trauma, pneumonia or sepsis. Among all the above dis-
eases, infection is the major cause [1]. To some extent, 
inflammation is a protective immune response, which 
helps to clear away the source of infection. However, 
uncontrolled excessive inflammation will bring about 
autoimmune damage, especially in sepsis. Inflammatory 
factor storm is the main mechanism leading to high mor-
tality in critically ill patients [2]. Cytokines released by 
infiltrating cells can activate the local pro-inflammatory 
network, lead to unreversible damage of the lung epithe-
lial and endothelial cells [3]. The common feature of all of 
these disorders is the dysfunction or injury of pulmonary 
microvascular endothelial cells (PMVECs) [4]. PMVECs 
are not only the main target of inflammatory attack, but 
also the fountainhead of the inflammatory mediators. 
After being activated, PMVECs can produce a variety 
of inflammatory mediators, such as monocyte cheno-
tactic protein-1 (MCP-1), interleukin-6 (IL-6), interleu-
kin-8 (IL-8) etc. All these pro-inflammatory mediators 
can influx into the blood vessels and alveolar spaces 
directly or through the recruitment of other inflamma-
tory cells, and then aggravate the damage of endothelial 
cells, resulting in the pathological changes of ALI/ARDS 
[5]. Therefore, the injury of pulmonary endothelial cells, 
especially the microvascular endothelial cells, has been 
considered as one of the characteristics of ALI/ARDS.

Bacterial lipopolysaccharide (LPS), a glycoprotein of 
the outer membrane of Gram-negative bacteria, can 
elicit strong inflammatory reaction in  vivo and damage 
the PMVECs directly or indirectly [6]. As a strong pro-
moter of inflammatory response, LPS is the key initiator 
of endothelial dysfunction in sepsis and various compli-
cations including ALI/ARDS [7]. Studies have shown that 
the toll like receptor 4 (TLR4) expressed in endothelial 
cells under LPS stimulation is recruited into lipid rafts 
and interacts with different adaptor molecules, thus acti-
vating the downstream signaling pathways to induce the 
production of pro-inflammatory cytokines [8, 9]. How-
ever, the specific signaling pathways leading to inflam-
matory injury of PMVECs remain unclear, and may be 
variant in different endothelial systems. Recent evidence 
has shown that oxidative stress plays a significant role 
in the pathogenesis of ALI [10, 11]. Moreover, oxidative 
stress is closely connected to inflammation response and 
plays an important role during the pathogenesis of ALI/
ARDS. As a result, the overproduction of reactive oxy-
gen species (ROS) can cause lung cell injury through 
a variety of mechanisms, including lipid peroxidation 
accompanied by the formation of vasoactive molecules 
and pro-inflammatory molecules, as well as enhanc-
ing the expression of pro-inflammatory genes through 
the changes of transcription factors such as nuclear fac-
tor (NF)-κB [12, 13]. Therefore, in order to clarify the 

complex pathogenesis of ALI/ARDS and then propose 
some effective prevention or treatment strategies, it is 
of great significance to study the expression change of 
cytokines and inflammatory mediators during PMVECs 
injury induced by LPS.

Rho, a small molecule guanosine triposphate (GTP) 
binding protein, plays a significant role in various kinds 
of cell functions by binding to downstream target mol-
ecules such as ROCK [14]. Studies have shown that 
ROCK inhibitors not only significantly reduced vascu-
lar permeability, but also inhibited leukocyte migration, 
systemic inflammation and endothelial injury [15, 16]. 
Fasudil is the only ROCK inhibitor used in clinic, which 
has certain anti-inflammatory and immunomodulatory 
effects [17]. It has been reported that fasudil can inhibit 
systemic inflammation and guard against ALI/ARDS in 
septic mice [18]. In addition, fasudil also has been proved 
to be the most promising new drug for the treatment of 
PAH in the future [19]. However, these data were not 
completely conclusive, and the specific mechanism of the 
beneficial effects of fasudil in inflammatory lung injury is 
still unclear. Therefore, exploring the cellular and molec-
ular biological mechanisms of fasudil against the inflam-
matory injury will be invaluable. Our previous research 
showed that LPS up-regulated the mRNA expression of 
RhoA and ROCK obviously in rat PMVECs. Consider-
ing that ROCK is highly expressed in PMVECs and is 
closely related to inflammatory reaction [16]. So, in the 
present study, LPS was used to produce the inflamma-
tory injury in rat PMVECs, and then the effect of fasudil 
on LPS-induced inflammatory injury in rat PMVECs was 
investigated.

Methods
Reagents
Dulbecco’s modified Eagle medium (DMEM) and fetal 
bovine serum (FBS) were purchased from Invitrogen 
(Carlsbad, CA, USA). LPS (Escherichia coli 055: B5) were 
purchased from Sigma-Aldrich (St. Louis, MO). LPS was 
dissolved with serum-free DMEM medium and made 
into 1 mg / ml stock solution and was frozen at − 20 °C, 
then diluted to the required concentration (10 μg/
ml) before experiment. The ELISA kits of Rat IL-6 and 
MCP-1 were purchased from Neobioscience Technol-
ogy Company (Shenzhen, China). Superoxide Dismutase 
(SOD), Malondialdehyde (MDA) and Glutathione per-
oxidase (GSH-Px) Assay Kits were purchased from Nan-
jing Jiancheng Bioengineering Institute (Nanjing, China). 
2′, 7′-dichlorodihydrofluorescein diacetate (DCFH-DA) 
fluorescent probe was purchased from Molecular Probes 
(Eugene, OR, USA). N-Acetylcysteine(N-Ace) was pur-
chased from Beyotime Institute of Biotechnology (Shang-
hai, China). The primers of IL-6, TNF-α, MCP-1 and 
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β-actin were purchased from Sangon Biotech Co., Ltd. 
(Shanghai, China). Antibodies against NF-kB p65, His-
tone  H2A and β-actin were purchased from Cell Signal 
Technology (Beverly, MA). Fluorescent labeling second 
antibodies against mouse or rabbit were obtained from 
ROCKLAND. Fasudil hydrochloride Injection (2 ml: 
30 mg) was obtained from Tianjin Hongri Co. (Tianjin, 
China). The nuclear protein and plasma protein extrac-
tion kits were purchased from Beyotime Institute of 
Biotechnology (Shijiazhuang, China). The SV total RNA 
isolation system, reverse transcription system and Go 
Taq Master Mixes were all purchased from Promega 
(Madison, USA). All other reagents were purchased from 
Sigma unless otherwise specified.

Cell culture and treatment
Male Wistar rats, weighing 150-180 g, were used for the 
primary culture of rat PMVECs, which was approved by 
the university Institutional Animal Care and Use Com-
mittee of Hebei Medical University. According to the 
explant-culture technique described previously, primary 
PMVECs were separated from the lung of rats with some 
improvement [20]. Briefly, the rats were anesthetized 
with 10% pentobarbital sodium, and the edges of the 
fresh subpleural lung parenchyma were cut into small 
pieces (~ 1  mm3), and then transferred into culturing bot-
tle. Next, DMEM medium containing FBS (20%), hepa-
rin (90 μg/ml), penicillin (100 U/ml) and streptomycin 
(100 μg/ml) was added to the bottle. After incubation in 
humidified air containing 5%  CO2 at 37 °C for 60 h, the 
explants were removed gently. After reaching to conflu-
ence, the cells were passaged every 3 or 4 days. PMVECs 
were identified in the light of morphology and immuno-
cytochemistry staining with CD34 and coagulation factor 
VII. PMVECs of passages 2-4 were used in the following 
experiments.

MTT assay for cell viability
Firstly, effects of LPS on the viability of rat PMVECs were 
investigated. Briefly, PMVECs seeded in 96-well plates 
were made quiescent by incubated in serum-reduced 
DMEM (1% FBS), then were exposed to LPS at different 

concentrations for different intervals. The PMVECs were 
then incubated with MTT (5 mg/ml, 20 ml/well) for 4 h at 
37 °C. After the supernatant was removed, the coloured 
formazan crystals were dissolved in 150 ml of DMSO. 
Finally, the optical density (OD) value was measured at 
490 nm using a microplate reader.

RT‑PCR assay for the mRNA expression of IL‑6, TNF‑α 
and MCP‑1
Quiescent PMVECs were pretreated with or without 
fasudil (10, 25, 50 mM) for 2 h, and then LPS (10 μg/ml) 
was added with different duration. The total RNA was 
extracted from rat PMVECs according to the manu-
facturer’s instructions using the SV total RNA isolation 
system. After eluted in RNase-free water, total RNA was 
reverse transcribed to cDNA according to the manufac-
turer’s protocol by using AMV reverse transcriptase with 
an oligo (dT) primer. Thereafter, the mRNA expressions 
of IL-6, TNF-α and MCP-1 were evaluated by RT-PCR. 
The primers for IL-6, TNF-α, MCP-1 and β-actin were 
designed and synthesized by Sangon Biotech (Shanghai) 
Co., Ltd. The amplification conditions were as follows: 
35 cycles of denaturation at 94 °C for 60 s, annealing at 
56 °C for 60 s, and polymerization at 72 °C for 60 s. The 
expression level of β-actin was regarded as the internal 
reference. All the PCR products were electrophoresed 
and scanned with a gel image analysis system (Ameri-
can Thermo Forma), and the mRNA expressions of IL-6, 
TNF-α and MCP-1 were standardized to that of β-actin. 
The primer sequences of IL-6, TNF-α, MCP-1 and 
β-actin are listed in Table 1.

ELISA assay for the concentration of IL‑6 and MCP‑1
After PMVECs were treated with LPS (10 μg/ml) for dif-
ferent time, the supernatant of PMVECs in each well of 
the plate was collected and frozen at − 20 °C for subse-
quent testing. The concentrations of IL-6 and MCP-1 in 
supernatant were determined using the enzyme linked-
immunosorbent assay (ELISA) kits following the proto-
cols provided by the manufacturer strictly. The levels of 
IL-6 and MCP-1 were calculated respectively from the 
standard curves and were expressed as pg/ml protein.

Table 1 Primers used for PCR analysis

Gene Forward primer sequence Reverse primer sequence Product 
size (bp)

IL-6 5′-CTT CCA GCC AGT TGC CTT CT-3′ 5′-GAG AGC ATT GGA AGT TGG GG-3′ 496

TNF-α 5′-GCC AAT GGC ATG GAT CTC AAAG-3′ 5′-CAG AGC AAT GAC TCC AAA GT-3′ 357

MCP-1 5′-CAC CTG CTG CTA CTC ATT CACT-3′ 5′-GTT CTC TGT CAT ACT GGT CAC TTC -3′ 349

β-actin 5′-CCA AGG CCA ACC GCG AGA AGA TGA C-3′ 5′-AGG GTA CAT GGT GGT GGC GCC AGA C-3′ 587
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Measurement of the intracellular ROS levels
The average level of intracellular ROS in rat PMVECs was 
determined by laser confocal microscopy using a fluores-
cent probe DCFH-DA. After treated with LPS (10 μg/ml) 
for different time, PMVECs were incubated with 10 μM 
DCFH-DA in darkness at 37 °C for 30 min. After diffused 
into the PMVECs, DCF-DA was hydrolyzed into the non-
fluorescent 2′7′-dichlorofluorescein (DCFH). Then, the 
DCFH was oxidized to high fluorescence DCF by ROS. 
The fluorescent signal of DCF was detected by the con-
focal laser scanning system equipped with Nikon E2600 
eclipse microscope (Wetzlar, Leica, Germany). Argon 
laser at the excitation wavelength of 488 nm and the 
emission wavelength of 530 nm was used in this experi-
ment. The fluorescence intensity of DCF represented the 
level of reactive oxygen species.

Measurement of oxidative stress related markers
After appropriate treatment, the PMVECs were collected 
and resuspended in cold Ripa lysate, ultrasonic treated 
for 30 s on ice, then centrifuged at 3, 000×g for 15 min. 
Next, the supernatants were collected and the protein 
concentration was quantified according to the manufac-
turer’s instructions of the protein assay kit. The activities 
of SOD, GSH-Px and the content of MDA were deter-
mined by using commercial kits according to the manu-
facturer’s instructions (Nanjing Jiancheng Bioengineering 
Institute, Nanjing, China).

Western blotting analysis
Quiescent PMVECs were pretreated with or without 
fasudil (10, 25, 50 mM) for 2 h, and then LPS (10 μg/ml) 
was added for different time. After the PMVECs were 

collected and lysed, the proteins were extracted follow-
ing the instructions of nuclear protein and plasma pro-
tein extraction kits. The protein concentrations were 
determined using the protein analysis kit. Thereafter, 
about 40 μg of whole cell lysate was loaded into each lane. 
The proteins were first separated on 10% SDS-PAGE gel 
and then transferred to the nitrocellulose membranes 
through electroblotting for 2 h at 100 V. After being 
blocked with 5% skimmed milk for 1 h, the nitrocellulose 
membranes were incubated with the primary antibodies 
(1: 200 dilution) overnight at 4 °C, and subsequently the 
secondary antibodies (anti-rabbit or anti-mouse) bound 
to IRDye700DX and IRDye800CW (1:5000; Rockland, 
USA) were used to survey the primary antibodies. Then, 
the protein bands were detected and quantified by using 
odyssey biocolor infrared imaging system (LI-COR Bio-
sciences, USA). The immunoblots of β-actin and Histone 
 H2A were served as the loading control respectively to 
normalizd the expressions of NF-κB p65 proteins in the 
whole cell and nuclear protein lysates.

Statistical analysis
The data are presented as means ± standard deviation 
(SD). The statistical analysis included one-way analysis 
of variance (ANOVA) and Dunnet t′s test (SPSS for Win-
dows v11.0). Differences of P  < 0.05 were considered as 
statistically significant. All experiments were repeated at 
least three times.

Results
Effects of LPS on the viability of rat PMVECs
As shown in Fig. 1A, LPS at 0.01, 0.1 and 1 μg/ml had no 
significant effect on the viability of rat PMVECs, yet LPS 

Fig. 1 Effect of LPS on the viability of rat PMVECs examined by MTT assay. A The cell viability was measured after rat PMVECs were incubated with 
different concentrations of LPS (0, 0.01, 0.1, 1, 10, and 100 μg/ml) for 24 h. B The PMVECs were treated with 10 μg/ml of LPS for indicated durations, 
then the cell viability was measured by MTT assay. All results were presented as means ± SD of three independent experiments. *P < 0.05, **P < 0.01 
vs the value of control group
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at 10 and 100 μg/ml inhibited the growth significantly. 
The results demonstrated that 10 μg/ml of LPS reduced 
the cell viability obviously, but with enough survival 
cells for the determination of other indexes. So, 10 μg/
ml of LPS was selected to the further studies. Next, we 
observed that the PMVECs began to be destoried signifi-
cantly after 10 μg/ml of LPS treatment for 24 h, and the 
effect sustained to 72 h (Fig. 1B).

Fasudil inhibited LPS‑induced inflammatory factors 
expression in rat PMVECs
To evaluate the protective effects of Fasudil on LPS-
induced inflammatory responses, the mRNA expres-
sions of IL-6, TNF-α and MCP-1 were investigated in rat 
PMVECs. As shown in Fig. 2A and B, the mRNA expres-
sions of MCP-1 and IL-6 in rat PMVECs were mark-
edly increased upon exposure to LPS. The peak level 
of expression was arrived at 6 h and 12 h respectively 
(P < 0.01). Whereas, the mRNA expression of TNF-α did 
not change significantly. Further, the protective effect 
of fasudil on LPS-induced inflammatory reaction was 
investigated. Under the same experimental conditions, 
pre-treatment with fasudil at different concentrations 
significantly inhibited the increased mRNA expressions 
of MCP-1 and IL-6 induced by LPS in a concentration-
dependent manner (P < 0.05 or P < 0.01 respectively, 
Fig. 2C and D). These results suggested that fasudil effec-
tively inhibited LPS-induced inflammation response in 
rat PMVECs.

To further evaluate the protective effects of fasudil on 
LPS-induced expression of inflammatory factors, the 
protein levels of IL-6 and MCP-1 in the supernatant of 
PMVECs were evaluated by ELISA. The concentration of 
IL-6 and MCP-1 were increased obviously at each time 
point of LPS treatment compared with the corresponding 
control group (P < 0.05 or P < 0.01, Fig. 2E and F). Under 
the same experimental conditions, pretreatment with dif-
ferent concentrations of fasudil significantly decreased 
the increased concentrations of IL-6 and MCP-1 induced 
by LPS in the supernatant of PMVECs at different time 
points (P < 0.05 or P < 0.01 respectively, Fig.  2E and 
F). These results further confirmed that fasudil could 
inhibit the inflammatory response induced by LPS in rat 
PMVECs.

Fasudil reduced the over‑production of ROS induced 
by LPS in rat PMVECs
To examine whether LPS affects the production of ROS in 
rat PMVECs, PMVECs were incubated with LPS for dif-
ferent time to detect the ROS levels. As shown in Fig. 3A 
and B, the ROS levels exhibited obvious increase at 3 h 
after LPS treatment (P < 0.01), with the peak level arriv-
ing at 6 h (P < 0.01), then grandually decreased during 

the later observation period to 48 h, but still higher than 
those of LPS 0 h group (P < 0.01). Next, the effect of fas-
udil on the production of ROS following LPS stimula-
tion was examined. Figure 3C showed the representative 
fluorescence images of the rat PMVECs at 6 h after LPS 
stimulation in the presence or absence of fasudil. The 
statistic results showed that fasudil pretreatment obvi-
ously decreased the enhanced fluorescence intensity of 
ROS induced by LPS (P < 0.01, Fig. 3D), which suggested 
that fasudil significantly inhibited the production of ROS 
induced by LPS in rat PMVECs.

Effect of fasudil on oxidative stress‑related markers 
in PMVECs injury induced by LPS
Oxidative stress is often defined as an imbalance between 
the production of pro-oxidants and anti-oxidants [21]. 
Thus, the present study further investigated the effect of 
fasudil on several oxidative stress biomarkers, including 
the content of MDA and the activities of two important 
anti-oxidant enzymes SOD and GSH-Px. Results sug-
gested that significant decreases in the activities of SOD 
and GSH-Px were observed in rat PMVECs after LPS 
treatment compared with the control group in a time 
dependent manner (P < 0. 05 or P < 0. 01, Fig. 4A and E). 
Meanwhile, the content of MDA began to increase after 
LPS treatment from 6 h (P < 0.01), then reached the peak 
level at 12 h and maintained to 48 h (P < 0.01 respec-
tively, Fig.  4C). In addition, fasudil (10, 25 and 50 μM) 
pre-treatment significantly reversed the decreased activi-
ties of SOD and GSH-Px and increased content of MDA 
induced by LPS in rat PMVECs (P < 0. 05 or P < 0. 01 
respectively, Fig. 4B, D and F).

Effect of fasudil on the nuclear translocation of NF‑κB p65 
induced by LPS in rat PMVECs
NF-κB has been reported to play a central role in the 
antioxidant and anti-inflammatory responses, and also 
is considered as a critical transcription factor required 
for the expression of many cytokines [22]. Therefore, the 
expression of NF-κB was examined by western blot assay. 
As shown in Fig. 5A, no obvious changes were observed 
in the protein expression of NF-κB p65 in the whole cell 
extracts of rat PMVECs after LPS treatment for differ-
ent time. To further determine the role of NF-κB p65 
signaling, the nuclear translocation of NF-κB p65 in LPS 
treated PMVECs were examined. Results suggested that 
LPS significantly increased the nuclear translocation 
of NF-κB p65 as determined by western blot analysis of 
nuclear-rich cellular fractions (P < 0.01, Fig.  5A). NF-κB 
p65 nuclear translocation occurred transiently with a 
peak at 12 h. Under the same conditions, fasudil (10, 25 
and 50 μM) pretreatment significantly decreased the 
nuclear translocation of NF-κB p65 induced by LPS in rat 
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Fig. 2 Fasudil inhibited LPS-induced inflammatory factors expression in rat PMVECs. A and B Effect of LPS (10 μg/ml) on the mRNA expressions 
of IL-6, TNF-α and MCP-1 in rat PMVECs. Intensity of IL-6, TNF-α and MCP-1 was standardized to that of β-actin respectively. Values were presented 
as means ± SD of three independent experiments. *P < 0.05, **P < 0.01 versus the value of control group (LPS 0 h). C and D Fasudil inhibited 
LPS-induced mRNA expressions of IL-6 and MCP-1 in rat PMVECs. Quiescent PMVECs were incubated with vehicle or fasudil for 2 h, followed by 6 h 
stimulation with LPS (10 μg/ml) to detect the mRNA expression of MCP-1, and for 12 h stimulation to detect the mRNA expression of IL-6. Intensity 
of IL-6 and MCP-1 was standardized to that of β-actin. Values were presented as means ± SD of three independent experiments. ##P < 0.01 vs control 
group; *P < 0.05, **P < 0.01 vs LPS-alone group. E and F Fasudil inhibited LPS-induced protein secretion of IL-6 and MCP-1 in the cultural medium of 
rat PMVECs. Quiescent PMVECs were incubated with vehicle or fasudil for 2 h, followed by stimulation with LPS (10 μg/ml) for indicated durations. 
The protein concentrations of IL-6 and MCP-1 in culture medium of rat PMVECs were detected respectively by ELISA. Values were presented as 
means ± SD. ##P < 0.01 vs the control group (whithout LPS treatment) in each time point; *P < 0.05, **P < 0.01 versus the LPS-alone group in each 
time point. aP < 0.05, aaP < 0.01vs the group of LPS 0 h
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PMVECs (P < 0.01 respectively, Fig. 5B), which suggested 
that it might be through inhibiting the nuclear transloca-
tion of NF-κB p65 that fasudil reduced the secretion of 
inflammatory factors.

Effects of N‑Ace on the mRNA expression of inflammatory 
factors and the nuclear translocation of NF‑κB p65 induced 
by LPS in rat PMVECs
To further clarify whether increased ROS levels con-
tribute to the inflammatory injury induced by LPS, the 
effect of reactive oxygen species scavengers on LPS-
induced mRNA expression of inflammatory factors and 
the nuclear translocation of NF-κB p65 in rat PMVECs 
were assessed. PMVECs were pre-treated with the anti-
oxidant N-Ace and then stimulated with LPS. As shown 

in Fig.  6A, N-Ace (5 and 10 mM) pre-treatment clearly 
inhibited the nuclear translocation of NF-κB p65 induced 
by LPS (P < 0.05 or P < 0.01 respectively). Furthermore, 
the increased mRNA expressions of IL-6 and MCP-1 
induced by LPS was also markedly decreased by the 
N-Ace cysteine pretreatment in a concentration depend-
ent manner (P < 0.05 or P < 0.01 respectively, Fig. 6B). All 
the results suggested that increased ROS contributes to 
the inflammatory injury induced by LPS in rat PMVECs.

Discussion
Although there is a growing understanding of the patho-
physiology of ALI / ARDS [23], the mortality of these 
diseases is still very high, and the therapeutic drugs for 
these diseases are still deficiency, which reflects that the 

Fig. 3 Effect of fasudil on over-production of ROS induced by LPS in rat PMVECs. A and B LPS induced the production of reactive oxygen species 
(ROS) in rat PMVECs. Representative fluorescent images of the rat PMVECs and quantitative representation of the relative fluorescence intensity 
were listed respectively. Values were presented as means ± SD of three independent experiments. **P < 0.01 vs the value at LPS 0 h. C and D Fasudil 
inhibited LPS-induced production of ROS in rat PMVECs. Quiescent PMVECs were incubated with vehicle or fasudil for 2 h, followed by stimulation 
with 10 μg/ml of LPS for 6 h. Then, intracellular ROS level was detected with DCFH-DA staining, visualized by confocal microscopy. Representative 
fluorescent images and quantitative representation of the relative fluorescence intensity were shown. Values were presented as means ± SD of 
three independent experiments. ##P < 0.01 vs control group; **P < 0.01 vs LPS-alone group
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Fig. 4 Effect of fasudil on oxidative stress-related markers (SOD, MDA and GSH-Px) in LPS-induced inflammatory injury of rat PMVECs. A, C and E 
The changes of SOD, MDA and GSH-Px in rat PMVECs after LPS (10 μg/ml) treatment for indicated durations. *P < 0.05, **P < 0.01 vs the value at 0 h. B, 
D and F Fasudil reversed the changes of SOD, MDA and GSH-Px induced by LPS in rat PMVECs. Quiescent PMVECs were incubated with vehicle or 
fasudil for 2 h, followed by stimulation with 10 μg/ml of LPS for 12 h. After the cells were lysated, the activities of SOD and GSH-Px and the content 
of MDA were measured according to the instructions of manufacturer. Values were presented as means ± SD of four independent experiments. 
##P < 0.01 vs control group; *P < 0.05, **P < 0.01 vs LPS-alone group
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key events regulating the pathogenesis are still elusive. 
Recent studies have shown that inflammatory cytokines 
and chemokines interact to form a complex network, 
which plays an important role in the pathogenesis of 
inflammatory lung injury [24, 25]. Considering that 
inflammation exerts an important role in the occurrence 
and development of pulmonary inflammatory injury dis-
eases [26], and fasudil has been reported to exert some 
anti-inflammatory action against various diseases [27, 
28]. So, in this study, LPS was used to induce inflamma-
tory response in rat PMVECs, and to explore the cellular 
and molecular biological mechanism and the protective 
effect of fasudil. The present study demonstrated that 
fasudil suppressed the inflammatory response induced 
by LPS in rat PMVECs, as evidenced by a decrease in the 
levels of proinflammatory cytokines IL-6 and MCP-1, a 
reduction in the ROS level and inhibition of the nuclear 
translocation of NF-κB, which is a pivotal inflamma-
tory mediator after LPS stimulation. So, fasudil protects 
against the inflammatory and oxidative damage induced 
by LPS in rat PMVECs by intervening ROS-NF-κB sign-
aling pathway.

As the key parenchymal cells in lung tissue, PMVECs 
are not only the important target of inflammatory injury, 
but also the source of inflammatory response [29]. After 
being activated, PMVECs can produce a lot of cellular 
chemokines and inflammatory mediators. These inflam-
matory agents can move directly into the blood ves-
sels and alveolar spaces or move indirectly through the 
recruitment of other inflammatory cells, thereby aggra-
vate the endothelial cells or surrounding tissues damage 
[5]. Therefore, the injury of pulmonary vascular endothe-
lial cells, especially pulmonary microvascular endothelial 
cells, is considered as one of the important characteris-
tics of ALI/ARDS diseases. As the main component of 
the outer membrane of Gram-negative bacteria, LPS has 
obvious pro-inflammatory effect and can lead to micro-
vascular endothelial dysfunction to a large extent. Under 
the action of LPS, PMVECs may suffer from apoptosis, 
cytoskeleton rearrangement and permeability enhance-
ment [30]. Meanwhile, a large number of inflammatory 
cytokines will be released to aggravate the PMVECs dam-
age [31]. Therefore, the present study aimed to examine 
the expression of inflammatory factors in LPS-induced 
PMVECs injury model. In our study, the mRNA expres-
sions of inflammatory cytokine IL-6 and MCP-1 were 

increased obviously in rat PMVECs treated with LPS. 
Whereas, there was no significant change in the mRNA 
expression of TNF-α, which may be due to that the secre-
tion of inflammatory factors was time-dependent, so 
that there was no significant change in the time period 
we observed. The specific reason needs to be further 
studied. Further, the concentration of IL-6 and MCP-1 
in the supernatant of PMVECswere also determined. 
Results suggested that LPS significantly increased the 
the concentration of IL-6 and MCP-1 in the supernatant. 
These data concluded that the inflammation induced by 
LPS played an important role in the process of PMVECs 
injury in ALI/ARDS diseases.

Previous studies have shown that the Rho/ROCK sign-
aling pathway plays a significant role in the pathogen-
esis of sepsis [32]. ROCK inhibitors obviously alleviated 
the leukocyte migration, systemic inflammation, vas-
cular hyperpermeability and endothelial injury [33, 34]. 
So, fasudil, a potent and selective ROCK inhibitor, was 
used in the present study to evaluate its effect on LPS-
induced inflammatory damage in rat PMVECs. Our pre-
vious study revealed that the phosphorylation level of 
MYPT1, which represented the degree of ROCK activa-
tion, was significantly increased by LPS stimulation in 
rat PMVECs, fasudil effectively suppressed LPS-induced 
damage of rat PMVECs through improving cell viability, 
reducing LDH activity and apoptosis [35]. However, the 
action and mechanism of fasudil on the inflammatory 
damage induced by LPS in PMVECs are not fully under-
stood, and the application of fasudil in sepsis remains 
to be further investigated. So, in the present study, we 
explored the role of fasudil in PMVECs inflammation 
induced by LPS, and also elucidated the mechanism of 
nuclear factor (NF)-κB signalling involved in the process. 
Our preliminary results suggested that fasudil signifi-
cantly decreased the increased expressions of inflamma-
tory factors of IL-6 and MCP-1 induced by LPS in rat 
PMVECs. These results further confirmed that fasudil 
could inhibit the inflammatory reaction induced by LPS 
in rat PMVECs.

According to the previous study, fasudil can inhibit 
systemic inflammation and prevent ALI in sepsis mice 
[36]. However, the research results are still not very com-
prehensive and the mechanisms are not yet precisely 
understood. It is necessary to further study how fasudil 
achieved these beneficial effects. Reactive oxygen species 

(See figure on next page.)
Fig. 5 Effect of fasudil on the increased protein expression and nuclear translocation of NF-κB p65 induced by LPS in rat PMVECs. A The changes of 
NF-κB p65 protein expression in the whole cell lysates or nuclear fraction of rat PMVECs after LPS (10 μg/ml) treatment for indicated durations. The 
β-actin or Histone  H2A were used for normalization respectively. **P < 0.01 vs the value at 0 h. B Fasudil inhibited LPS-induced nuclear translocation 
of NF-κB p65 in rat PMVECs. Quiescent PMVECs were incubated with vehicle or fasudil for 2 h, followed by stimulation with LPS (10 μg/ml) for 12 h. 
Western blot images were representative of three independent experiments. Values were presented as means ± SD. ##P < 0.01 vs control group; 
*P < 0.05, **P < 0.01 vs LPS-alone group
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(ROS), particularly the hydrogen peroxide and superox-
ide anion, are considered as the vital signal molecules in 
a lot of biological events [37, 38]. It is well known that 
various pro-inflammatory substances can activate neu-
trophils of lungs in patients with ALI/ARDS [39], and 
the activated neutrophils are the main source of ROS. In 
addition, oxidative stress injury mediated by ROS in the 
lung tissue plays an important role in the pathogenesis 
of ALI/ARDS diseases [40]. There is also recent evidence 
to show that oxidative stress exerts some significant role 
in the pathogenesis of ALI [41, 42]. Therefore, excessive 
production of ROS leads to the modification of many 
oxidative proteins and results in the acute lung injury. In 
view of these evidences, this study aimed to determine 
whether fasudil can ameliorate PMVECs injury induced 
by LPS via modulating oxidative stress and inflammation. 
The results of the present study suggested that LPS treat-
ment increased the levels of ROS and MDA (a biochemi-
cal marker of peroxidative damage), and decreased the 
activities of two important anti-oxidant enzymes of SOD 
and GSH-Px. Fasudil significantly reversed the changes of 
these oxidative stress indicators induced by LPS. So we 
concluded that fasudil was effective against inflammation 
and oxidative stress induced by LPS in rat PMVECs.

ROS can lead to lung injury through a variety of mech-
anisms, such as DNA damage leading to point mutations 
and strand breaks. In addition, ROS can also enhance the 
expression of pro-inflammatory genes by affecting the 
transcription factors such as nuclear factor NF-κB [43, 
44]. To further examine the signaling pathways in LPS-
mediated inflammation in rat PMVECs, the role of NF-κB 
was examined by assessing the protein expression and 
nuclear translocation of NF-κB p65. As we know, NF-κB 
is a key transcription factor necessary for the expression 
of a lot of pro-inflammatory cytokines [45]. Under the 
stimulation of bacterial components, such as LPS, NF-κB 
can be activated through a variety of signal transduction 
mechanisms, resulting in the production of a variety of 
pro-inflammatory cytokines [46]. Previous studies have 
shown that NF-κB can be activated by ROCK [47]. In 
addition, inhibition of ROCK decreased the expression of 
many inflammatory cytokines and chemokines through 
regulating the NF-κB signaling pathway [48]. Consistent 
with the previous findings, our present study also dem-
onstrated that the nuclear translocation of NF-κB p65 

was activated in the LPS-induced PMVECs injury, which 
was antagonized by fasudil, the ROCK inhibitor. Taken 
together, these data indicated that fasudil protected 
PMVECs against LPS-induced inflammatory injury, 
partly due to its potent anti-oxidant and anti-NF-κB p65 
nuclear translocation properties.

As noted above, our study revealed that the over-produc-
tion of ROS level and nuclear translocation of NF-κB p65 
were all induced by LPS in rat PMVECs. Whether oxidative 
stress can promote the expression of inflammatory genes 
through the changes of transcription factors such as nuclear 
factor NF-κB in rat PMVECs remains to be further explored. 
To further clarify these doubts, the ROS scavengers N-Ace 
was used to study the participation of ROS in the modula-
tion of inflammatory injury induced by LPS in rat PMVECs, 
and also the contribution of ROS to the nuclear transloca-
tion of NF-κB was determined. So, in the present study, rat 
PMVECs were pretreated with the antioxidant N-Ace and 
then stimulated with LPS. The results suggested that the 
N-Ace pretreatment clearly inhibited the nuclear transloca-
tion of NF-κB p65 induced by LPS in rat PMVECs. Further-
more, the increased mRNA expressions of IL-6 and MCP-1 
induced by LPS were also markedly decreased by the N-Ace 
pre-treatment. All the data suggested that the ROS play an 
essential role for the nuclear translocation of NF-κB, and 
then resulted in the increased expression of inflammatory 
factors. Based on the experimental results, we can draw a 
conclusion that fasudil significantly decreased the increased 
ROS level induced by LPS in rat PMVECs, which might 
contribute to its anti-inflammatory effect in rat PMVECs.

Conclusion
In summary, the present study demonstrated that fas-
udil markedly reduced LPS-induced increase of inflam-
matory factors including IL-6 and MCP-1 and showed a 
strong protective effect on inflammatory injury induced 
by LPS in rat PMVECs. Furthermore, increased ROS 
level and nuclear translocation of NF-κB induced by LPS 
were obviously intervened by fasudil pretreatment in rat 
PMVECs, and increased ROS level was also confirmed 
to be essential for the nuclear translocation of NF-κB. 
Therefore, all the results suggested that the protective 
effect of fasudil on LPS-induced inflammatory injury in 
rat PMVECs was mediated, at least in part, via the inhibi-
tion of ROS-NF-κB signaling pathway.

Fig. 6 Effects of N-Ace on the increased mRNA expression of inflammatory factors and the nuclear translocation of NF-κB p65 induced by LPS in rat 
PMVECs. A N-Ace inhibited the nuclear translocation of NF-kB p65 induced by LPS in rat PMVECs. Quiescent PMVECs were incubated with vehicle 
or N-Ace for 2 h, followed by stimulation with LPS (10 μg/ml) for 12 h. Values were presented as means ± SD. ##P < 0.01 vs control group; *P < 0.05, 
**P < 0.01 vs LPS-alone group. B N-Ace inhibited the increased mRNA expressions of IL-6 and MCP-1 induced by LPS in rat PMVECs. Quiescent 
PMVECs were incubated with vehicle or N-Ace for 2 h before stimulated with LPS (10 μg/ml) for 6 h or 12 h for the detection of the levels of MCP-1 
and IL-6 respectively. Intensity of IL-6 and MCP-1 was standardized to that of β-actin. Values were presented as means ± SD of three independent 
experiments. ##P < 0.01 vs control group; *P < 0.05, **P < 0.01 vs LPS-alone group

(See figure on next page.)



Page 12 of 14Liu et al. BMC Pharmacology and Toxicology           (2022) 23:24 

Fig. 6 (See legend on previous page.)



Page 13 of 14Liu et al. BMC Pharmacology and Toxicology           (2022) 23:24  

Acknowledgements
We thanks the natural science foundation of Hebei Province and the Natural 
Science Foundation of China for the funding support.

Authors’ contributions
Huanlong Liu and Xueyan Chen performed the experiments and wrote the 
main manuscript text. Zhenhua Pan and Zhongning Zhu analyzed the data 
and drafted the manuscript. Xindi Ma, Juan Gao, Junru Cui and Qingfeng Miao 
performed the experiments and prepared figures. Suwen Su completed the 
writing review & editing. All authors reviewed the manuscript. The author(s) 
read and approved the final manuscript.

Funding
This work was supported by the natural science foundation of Hebei Province 
(H2013206147, C2018206297 and H2021206300), the Natural Science Foun-
dation of China (NSFC, 81773828) and the key project of Administration of 
Traditional Chinese medicine of Hebei Province (Z2022013).

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

Declarations

Ethics approval and consent to participate
The study was approved by the ethics committee of the Center for New Drug 
Safety Evaluation and Research, Hebei Medical University (IACUC-Hebyd 
AP-2016008). All methods were carried out in accordance with relevant guide-
lines and regulations and in compliance with the ARRIVE guidelines.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no conflicts of interest to disclose.

Author details
1 Pharmaceutical Department of the Second Hospital of Hebei Medical 
University, Shijiazhuang, PR China. 2 Department of Pharmacy, Hebei Medical 
University, Shijiazhuang, PR China. 3 Department of Pharmacology, Hebei 
Medical University, The Key Laboratory of Neural and Vascular Biology, Ministry 
of Education, The Key Laboratory of Pharmacology and Toxicology for New 
Drugs, 361 East Zhongshan Road, Shijiazhuang 050017, PR China. 

Received: 18 June 2021   Accepted: 7 April 2022

References
 1. Aghasafari P, George U, Pidaparti R. A review of inflammatory mechanism 

in airway diseases. Inflamm Res. 2019;68(1):59–74.
 2. Qiu P, Liu Y, Zhang J. Review: the role and mechanisms of macrophage 

autophagy in sepsis. Inflammation. 2019;42(1):6–19.
 3. Li C, Yang D, Cao X, Wang F, Jiang H, Guo H, et al. LFG-500, newly synthe-

sized flavonoid, attenuates lipopolysaccharide-induced acute lung injury 
and inflammation in mice. Biochem Pharmacol. 2016;113:57–69.

 4. Su S, Xu A, Chen Y, Li W, Zha X, Wang Y, et al. Transcriptomic analysis of 
pulmonary microvascular endothelial cells with IQGAP1 knockdown. 
DNA Cell Biol. 2020;39(7):1127–40.

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

 6. Wan L, Meng D, Wang H, Wan S, Jiang S, Huang S, et al. Preventive and 
therapeutic effects of thymol in a lipopolysaccharide-induced acute lung 
injury mice model. Inflammation. 2018;41(1):183–92.

 7. Birukova AA, Meng F, Tian Y, Meliton A, Sarich N, Quilliam LA, et al. 
Prostacyclin post-treatment improves LPS-induced acute lung injury 
and endothelial barrierrecovery via Rap1. Biochim Biophys Acta. 
2015;1852(5):778–91.

 8. Korppi M, Teräsjärvi J, Lauhkonen E, Huhtala H, Nuolivirta K, He Q. 
Toll-like receptor 4 polymorphisms were associated with low serum 
pro-inflammatory cytokines in BCG osteitis survivors. Acta Paediatr. 
2020;109(7):1417–22.

 9. Boonstra A, Rajsbaum R, Holman M, Marques R, Asselin-Paturel C, 
Pereira JP, et al. Macrophages and myeloid dendritic cells, but not 
plasmacytoid dendritic cells, produce IL-10 in response to MyD88- and 
TRIF-dependent TLR signals, and TLR-independent signals. J Immunol. 
2006;177(11):7551–8.

 10. Li Y, Chen X, Zhang H, Xiao J, Yang C, Chen W, et al. 4-Octyl itaconate alle-
viates lipopolysaccharide-induced acute lung injury in mice by inhibiting 
oxidative stress and inflammation. Drug Des Devel Ther. 2020;14:5547–58.

 11. Shah NR, Iqbal MB, Barlow A, Bayliss J. Severe physical exertion, oxidative 
stress, and acute lung injury. Clin J Sport Med. 2011;21:537–8.

 12. Zhang HX, Liu SJ, Tang XL, Duan GL, Ni X, Zhu XY, et al. H2S attenuates 
LPS-induced acute lung injury by reducing oxidative/nitrative stress and 
inflammation. Cell Physiol Biochem. 2016;40(6):1603–12.

 13. Li K, He Z, Wang X, Pineda M, Chen R, Liu H, et al. Apigenin C-glycosides 
of Microcos paniculata protects lipopolysaccharide induced apoptosis 
and inflammation in acute lung injury through TLR signaling pathway. 
Free Radic Biol Med. 2018;124:163–75.

 14. Kolluru GK, Majumder S, Chatterjee S. Rho-kinase as a therapeutic 
target in vascular diseases: striking nitric oxide signaling. Nitric Oxide. 
2014;43:45–54.

 15. McGown CC, Brown NJ, Hellewell PG, Brookes ZL. ROCK induced 
inflammation of the microcirculation during endotoxemia mediated by 
nitricoxide synthase. Microvasc Res. 2011;81(3):281–8.

 16. Wang ZH, Zhu D, Xie S, Deng Y, Pan Y, Ren J, et al. Inhibition of rho-kinase 
attenuates left ventricular remodeling caused by chronic intermittent 
hypoxia in rats via suppressing myocardial inflammation and apoptosis. J 
Cardiovasc Pharmacol. 2017;70(2):102–9.

 17. Yu JZ, Chen C, Zhang Q, Zhao YF, Feng L, Zhang HF, et al. Changes of syn-
apses in experimental autoimmune encephalomyelitis by using Fasudil. 
Wound Repair Regen. 2016;24(2):317–27.

 18. Wang Y, Wang X, Liu W, Zhang L. Role of the Rho/ROCK signaling pathway 
in the protective effects of fasudil against acute lung injury in septic rats. 
Mol Med Rep. 2018;18(5):4486–98.

 19. Barman SA, Zhu S, White RE. RhoA/Rho-kinase signaling: a thera-
peutic target in pulmonary hypertension. Vasc Health Risk Manag. 
2009;5:663–71.

 20. Zhang H, Sun GY. LPS induces permeability injury in lung microvascular 
endothelium via AT (1) receptor. Arch Biochem Biophys. 2005;441:75–83.

 21. Scutiero G, Iannone P, Bernardi G, Bonaccorsi G, Spadaro S, Volta CA, et al. 
Oxidative stress and endometriosis: a systematic review of the literature. 
Oxidative Med Cell Longev. 2017;2017:7265238.

 22. Lyu Q, Wawrzyniuk M, Rutten VPMG, van Eden W, Sijts AJAM, Broere F. 
Hsp70 and NF-kB mediated control of innate inflammatory responses in a 
canine macrophage cell line. Int J Mol Sci. 2020;21(18):6464.

 23. Janz DR, Ware LB. Biomarkers of ALI/ARDS: pathogenesis, discovery, and 
relevance to clinical trials. Semin Respir Crit Care Med. 2013;34(4):537–48.

 24. Deng G, He H, Chen Z, OuYang L, Xiao X, Ge J, et al. Lianqinjiedu decoc-
tion attenuates LPS-induced inflammation and acute lung injury in rats 
via TLR4/NF-κB pathway. Biomed Pharmacother. 2017;96:148–52.

 25. Zhao H, Chen H, Xiaoyin M, Yang G, Hu Y, Xie K, et al. Autophagy activa-
tion improves lung injury and inflammation in sepsis. Inflammation. 
2019;42(2):426–39.

 26. Park JH, Ku HJ, Lee JH, Park JW. Disruption of IDH2 attenuates 
lipopolysaccharide-induced inflammation and lung injury in an 
α-ketoglutarate dependent manner. Biochem Biophys Res Commun. 
2018;503(2):798–802.

 27. Xie Y, Song T, Huo M, Zhang Y, Zhang YY, Ma ZH, et al. Fasudil allevi-
ates hepatic fibrosis in type 1 diabetic rats: involvement of the 



Page 14 of 14Liu et al. BMC Pharmacology and Toxicology           (2022) 23:24 

•
 
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: 

inflammation and RhoA/ROCK pathway. Eur Rev Med Pharmacol Sci. 
2018;22(17):5665–77.

 28. Ma Z, Zhang J, Du R, Ji E, Chu L. Rho kinase inhibition by fasudil has 
anti-inflammatory effects in hypercholesterolemic rats. Biol Pharm Bull. 
2011;34(11):1684–9.

 29. Song J, Pan W, Sun Y, Han J, Shi W, Liao W. Aspergillus fumigatus-induced 
early inflammatory response in pulmonary microvascular endothelial 
cells: Role of p38 MAPK and inhibition by silibinin. Int Immunopharmacol. 
2017;49:195–202.

 30. Yang J, Ruan F, Zheng Z. Ripasudil attenuates lipopolysaccharide 
(LPS)-mediated apoptosis and inflammation in pulmonary micro-
vascular endothelial cells via ROCK2/eNOS signaling. Med Sci Monit. 
2018;24:3212–9.

 31. Mizumura K, Gon Y, Kumasawa F, Onose A, Maruoka S, Matsumoto K, et al. 
Apoptosis signal-regulating kinase 1-mediated signaling pathway regu-
lates lipopolysaccharide-induced tissue factor expression in pulmonary 
microvasculature. Int Immunopharmacol. 2010;10(9):1062–7.

 32. Wang Y, Wang X, Yang W, Zhao X, Zhang R. Effect of simvastatin on the 
intestinal Rho/ROCK signaling pathway in rats with sepsis. J Surg Res. 
2018;232:531–8.

 33. Chen J, Yin W, Tu Y, Wang S, Yang X, Chen Q, et al. L-F001, a novel multi-
functional ROCK inhibitor, suppresses neuroinflammation in vitro and 
in vivo: involvement of NF-κB inhibition and Nrf2 pathway activation. Eur 
J Pharmacol. 2017;806:1–9.

 34. Okumura N, Kinoshita S, Koizumi N. The role of rho kinase inhibitors in 
corneal endothelial dysfunction. Curr Pharm Des. 2017;23(4):660–6.

 35. Liu H, Chen X, Han Y, Li C, Chen P, Su S, et al. Rho kinase inhibition by fas-
udil suppresses lipopolysaccharide-induced apoptosis of rat pulmonary 
microvascular endothelial cells via JNK and p38 MAPK pathway. Biomed 
Pharmacother. 2014;68(3):267–75.

 36. Ding RY, Zhao DM, Zhang ZD, Guo RX, Ma XC. Pretreatment of Rho kinase 
inhibitor inhibits systemic inflammation and prevents endotoxin-induced 
acute lung injury in mice. J Surg Res. 2011;171(2):e209–14.

 37. Luo ZL, Sun HY, Wu XB, Cheng L, Ren JD. Epigallocatechin-3-gallate 
attenuates acute pancreatitis induced lung injury by targeting mitochon-
drial reactive oxygen species triggered NLRP3 inflammasome activation. 
Food Funct. 2021;12(12):5658–67.

 38. Nilangekar K, Murmu N, Sahu G, Shravage BV. Generation and charac-
terization of germline-specific autophagy and mitochondrial reactive 
oxygen species reporters in Drosophila. Front Cell Dev Biol. 2019;7:47.

 39. Qi D, Wang D, Zhang C, Tang X, He J, Zhao Y, et al. Vaspin protects against 
LPS-induced ARDS by inhibiting inflammation, apoptosis and reactive 
oxygen species generation in pulmonary endothelial cells via the Akt/
GSK-3β pathway. Int J Mol Med. 2017;40(6):1803–17.

 40. Chen X, Zhang Y, Wang W, Liu Z, Meng J, Han Z. Mesenchymal stem cells 
modified with heme oxygenase-1 have enhanced paracrine Functionand 
attenuate lipopolysaccharide-induced inflammatory and oxidative dam-
age in pulmonary microvascular endothelial cells. Cell Physiol Biochem. 
2018;49(1):101–22.

 41. Gong Y, Yu Z, Gao Y, Deng L, Wang M, Chen Y, et al. FABP4 inhibitors 
suppress inflammation and oxidative stress in murine and cell models of 
acute lung injury. Biochem Biophys Res Commun. 2018;496(4):1115–21.

 42. Kellner M, Noonepalle S, Lu Q, Srivastava A, Zemskov E, Black SM. ROS 
signaling in the pathogenesis of acute lung injury (ALI) and acute respira-
tory distress syndrome (ARDS). Adv Exp Med Biol. 2017;967:105–37.

 43. Dai J, Gu L, Su Y, Wang Q, Zhao Y, Chen X, et al. Inhibition of curcumin on 
influenza A virus infection and influenzal pneumonia via oxidative stress, 
TLR2/4, p38/JNK MAPK and NF-κB pathways. Int Immunopharmacol. 
2018;54:177–87.

 44. Sahan-Firat S, Temiz-Resitoglu M, Guden DS, Kucukkavruk SP, Tunctan 
B, Sari AN, et al. Protection by mTOR inhibition on zymosan-induced 
systemic inflammatory response and oxidative/nitrosative stress: con-
tribution of mTOR/MEK1/ERK1/2/IKKβ/IκB-α/NF-κB signalling pathway. 
Inflammation. 2018;41(1):276–98.

 45. Meyerovich K, Fukaya M, Terra LF, Ortis F, Eizirik DL, Cardozo AK. The non-
canonical NF-κB pathway is induced by cytokines in pancreatic beta cells 
and contributes to cell death and proinflammatory responses in vitro. 
Diabetologia. 2016;59(3):512–21.

 46. Tang B, Li X, Ren Y, Wang J, Xu D, Hang Y, et al. MicroRNA-29a regu-
lates lipopolysaccharide (LPS)-induced inflammatory responses in 

murine macrophages through the Akt1/ NF-κB pathway. Exp Cell Res. 
2017;360(2):74–80.

 47. Zhao H, Sun X, Tong J. Role of ROCK/NF-kappaB/AQP8 signaling in 
ethanol-induced intestinal epithelial barrier dysfunction. Mol Med Rep. 
2020;22(3):2253–62.

 48. Shimizu S, Tahara M, Ogata S, Hashimoto K, Morishige K, Tasaka K, et al. 
Involvement of nuclear factor-kB activation through RhoA/Rho-kinase 
pathway in LPS-induced IL-8 production in human cervical stromal cells. 
Mol Hum Reprod. 2007;13(3):181–7.

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


	ROCK inhibitor fasudil reduces the expression of inflammatory factors in LPS-induced rat pulmonary microvascular endothelial cells via ROSNF-κB pathway
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Introduction
	Methods
	Reagents
	Cell culture and treatment
	MTT assay for cell viability
	RT-PCR assay for the mRNA expression of IL-6, TNF-α and MCP-1
	ELISA assay for the concentration of IL-6 and MCP-1
	Measurement of the intracellular ROS levels
	Measurement of oxidative stress related markers
	Western blotting analysis
	Statistical analysis

	Results
	Effects of LPS on the viability of rat PMVECs
	Fasudil inhibited LPS-induced inflammatory factors expression in rat PMVECs
	Fasudil reduced the over-production of ROS induced by LPS in rat PMVECs
	Effect of fasudil on oxidative stress-related markers in PMVECs injury induced by LPS
	Effect of fasudil on the nuclear translocation of NF-κB p65 induced by LPS in rat PMVECs
	Effects of N-Ace on the mRNA expression of inflammatory factors and the nuclear translocation of NF-κB p65 induced by LPS in rat PMVECs

	Discussion
	Conclusion
	Acknowledgements
	References


