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ABSTRACT
Background: Sepsis, one of the major life-threatening conditions and 
responsible for approximately 40% of clinical Acute Lung Injury  (ALI) 
patients. Nevertheless, there are no specific medications available to 
reduce mortality. Bilobalide, a natural bioactive component present in 
Ginkgo biloba, has several medicinal properties. However, the effect of 
Bilobalide against ALI residues unknown. And so, the therapeutic property 
and underlying molecular mechanism of Bilobalide was investigated against 
sepsis-prompted ALI in the murine model. Materials and Methods: In 
C57BL/6J mice model, sepsis introduced by cecal ligation and puncture (CLP) 
to induce lung injury. Results: Our results showed that Bilobalide treatment 
increased the survival rate of CLP-induced sepsis mice. Pretreatment with 
Bilobalide substantially inhibits the sepsis-induced lung exudation, which is 
exposed by measuring the wet/dry weight of lung and lung permeability of 
the mice. Also, Bilobalide attenuated the histopathological alterations alike 
alveolar hemorrhage and infiltration of inflammatory cells are assessed by 
hematoxylin and eosin staining, tumor necrosis factor-α, interleukin (IL)-1 β, 
IL-6 and macrophage inflammatory protein-2 pro-inflammatory mediators 
and myeloperoxidase are measured by enzyme-linked immunosorbent 
assay. Molecular mechanism of Bilobalide in lung inflammation whereby 
cyclooxygenase-2  (COX-2), induced nitric oxide synthase  (iNOS), heme 
oxygenase-1  (HO-1), and the activation of the nuclear factor-kappa 
B (kB) (p65)/IkB are determined by immunoblotting technique. Moreover, 
pretreatment of Bilobalide significantly downregulated the expression 
of COX-2, iNOS, and phosphorylation of p65 and induced the IkB 
activation in the lung. Further, Bilobalide prevented the oxidative stress by 
upregulating the expression of HO-1 in lung tissues, and gene expression 
of sepsis-induced anti-oxidative enzymes  (catalase, MnSOD, CuZnSOD, 
and GPx-1) in the Bilobalide-treated mice were induced dose-dependently 
and it determined by a quantitative-real time-polymerase chain reaction. 
Conclusion: Hence, we suggested Bilobalide has the ability to act as a 
possible therapeutic candidate against sepsis caused ALI.
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SUMMARY
•  Bilobalide significantly ameliorates histopathological alterations by reducing 

alveolar damage and inflammatory responses
•  Bilobalide inhibits the sepsis-induced pro-inflammatory mediator responses 

by blocking nuclear factor-kappa B translocation and its activation in murine 
and macrophage models.

Abbreviations used: ALI: Acute lung injury, COX-2: Cyclooxygenase-2, 
NMBA: Neuromuscular blocking agent, NF-kB: Nuclear factor-kappa 
B, TNF-α: Tumor necrosis factor, IL-1 β: 
Interleukin1 β.
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INTRODUCTION
Sepsis is one of the life‑threatening medical disorder, characterized 
by the immodest inflammatory response, coagulation, and multiple 
organ injuries stimulated by microbial infection.[1] The lung, one of 
the important susceptible organs face approximately 40% acute lung 
injury  (ALI) prevalent by sepsis.[2,3] Till now, there is no specific 
medication available to treat the sepsis‑induced ALI. General 
supportive care for the sepsis‑induced ALI patients involves, 
short‑term use of the neuromuscular blocking agent in early‑stage 
and anti‑inflammatory drugs in the effective treatment.[4,5] The role 
of corticosteroid and Statins are reported to reduce inflammation 
in sepsis‑induced ALI. However, recent multicenter trials of the 
above‑mentioned cares are disclosed there is no mortality benefit in 
sepsis‑induced ALI.[6,7]

The pathophysiological alteration of sepsis prompted ALI, uncontrolled 
accumulation of the acute inflammation by stimulating the 
pro‑inflammatory mediators in the host cells through activating several 
pathways. Recent shreds of evidence indicate nuclear factor‑kappa 
B  (NF‑κB) encourages the pro‑inflammatory gene expression in 
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the lung. NF‑kB leads to excessive accumulation of tumor necrosis 
factor  (TNF)‑α, interleukin  (IL)‑1 β, IL‑6,  (macrophage inhibitory 
protein  [MIP])‑2, and nitrite oxide  (NO). Especially, inducible nitric 
oxide synthase  (iNOS) is involved in the production of NO in the 
inflammatory pathogenesis. While the over‑expression of NO is believed 
to induce central inflammatory mediator secretion and it dangerous to 
humans. Besides, uninhibited inflammatory cell migration into the lungs 
also can lead to inflating the myeloperoxidase (MPO), reactive oxygen 
species  (ROS) production that induces the uncontrolled inflammatory 
mediator production, lung injury, and/or death. Another important 
target is the catalytic activity of enzymatic antioxidants in neutralizing 
specific free radicals for instance catalase, superoxide dismutase (SOD) 
and glutathione increase the cellular ability against ROS/oxidative 
free radicals. Hydrogen peroxide  (H2O2) is the product of superoxide 
catalyzed by SOD dismutase and serially reduction of H2O2 to water 
carried out by catalase and glutathione peroxidase  (GPx).[8] Therefore, 
inhibition of inflammation and oxidative activity is a promising 
therapeutic approach to sepsis‑induced ALI.[9‑11]

Bilobalide is a terpenoid trilactone present in the Chinese traditional 
medicinal plant Ginkgo biloba L., has shown a wide variety of therapeutic 
applications against clinical disorders like neurodegenerative disorder,[12] 
vascular dementia,[13] and liver damage.[14] Also, several favorable 
biological effects of G. biloba extract anticipated the protection of nerve 
cell death,[15] free radical scavenging, anti‑inflammation, antitumor, 
anti‑aging,[16,17] cardioprotective property,[18] and necrosis to the 
immortalized skin cells. Even so, potent anti‑inflammatory property 
and molecular mechanism of Bilobalide against ALI have not yet been 
revealed. Therefore, this study evidenced that the anti‑inflammatory 
and antioxidant role of Bilobalide and its fundamental mechanism of 
sepsis‑mediated activation of NF‑κB/IKK and HO‑1 pathway in male 
C57BL/6J murine model.

MATERIALS AND METHODS
Chemicals
Bilobalide, phosphate‑buffered saline  (PBS), sodium dodecyl 
sulfate  (SDS), 3‑[4, 5‑dimethylthiazol‑2‑yl]‑2,5‑diphenyltetrazolium 
bromide  (MTT), and dimethyl sulfoxide  (DMSO) was procured from 
the Sigma chemicals, USA. All the enzyme‑linked immunosorbent 
assay (ELISA) assay kits and polymerase chain reaction (PCR) kits were 
attained from Cayman Chemicals, USA, and Applied Biosystems, CA, 
USA, respectively.

Mice and grouping
Approximately 24–30 g (8–10 weeks aged) weighed, male C57BL/6J were 
kept in a specific‑pathogen‑free conditioned room at the temperature 
25°C and relative humidity was 50 ± 10% under dark and light cycle at 12 
h, water and food are delivered ad libitum and all the protocols are given 
by Committee for control and supervision on experiments on animals.
Mice are divided into five groups:  (i) Sham or control group  (Same 
amount of sterile saline [0.9%] is injected to the sham and cecal ligation 
and puncture  (CLP) groups through intraperitoneal way),  (ii) CLP 
group,  (iii) CLP  +  Bilobalide  (20 mg/kg body weight  [b. w] of mice) 
group, (iv) CLP + Bilobalide (40 mg/kg) group, (v) CLP + Bilobalide (80 
mg/kg) group.

Mice acute lung injury induction and treatment
To the mice, sepsis induction was done by CLP technique[19] and 
Bilobalide treated with respective concentrations for 48 h before CLP 
induction through intraperitoneally. After 48 h of Bilobalide treatment, 
mice are anesthetized via 75 mg/kg of ketamine/15 mg/kg of xylazine 

mixture solution through the intraperitoneal way. Following hair removal 
abdomen is disinfected with isopropanol (75%). The incision (0.5–1 cm) 
was made in the lower abdomen. Then, the cecum was introduced below 
the ileal papilla and the incision was closed. The cecum is introduced to 
the sham mice group with the absence of ligation or puncture. Finally, 
the mice are refused by sterile saline and subjected to food and water. 
After 24 h of CLP induction, all the mice groups are sacrificed and 
collected the lungs for further analysis.

Assessment of lung injury
The lungs are collected and the wet weight is measured immediately and 
placed in a hot air oven at 75°C–80°C on 48 h for measuring the dry 
weight of the lung. The ratio of lung weight in the wet and dry conditions 
is directly proportional to the edema infiltration. The damage of the 
lung (Alveolar permeability) was also evaluated by determining the total 
protein concentration present in BAL fluid using the Bradford assay 
method.

Assessment of inflammation and Myeloperoxidase 
activity
The right lobes of the lungs are lavaged three to four times using 1.0 
ml ×1 PBS which contains 1M ethylenediaminetetraacetic acid solution, 
then the BAL fluid is centrifuged and stored the collected supernatant 
in a deep freezer (−80°C) for further analysis. Also, the pelleted cells are 
collected and erythroid cells are lysed using ACk lysis buffered solution 
by centrifuging at 1500 rpm for 10  min. Then the pelleted cells are 
resuspended with 200 µl of sterile ×1 PBS and the neutrophil is counted 
by the Wright‑Giemsa staining method.
Further, MPO activity is measured in the lung tissue homogenate. 
Tissue homogenate is prepared by homogenizing the lung tissue using 
Radioimmunoprecipitation Assay buffer. Then, it centrifuged at 1500 
rpm for 15  min at 4°C and the supernatant is collected. From the 
collected supernatant, the presence of MPO is assessed by the ELISA 
method as per the protocol given by the manufacturer.

Histological analysis
Following 24 h of sepsis instillation, the left lobe of the lung is isolated 
and fixed with 4% paraformaldehyde for 48 h. Then it was dehydrated, 
embedded in paraffin, cut into 5 µm thickness, and pigmented using 
hematoxylin and eosin (H and E). Then, injury of the lung was scored 
by ImageJ software.

Quantification of pro-inflammatory mediator 
secretion
Following 24 h of post‑CLP exposure, pro‑inflammatory cytokine 
production  (TNF‑α, IL‑1 β, IL‑6, and MIP‑2 in BAL fluid and 
prostaglandin‑E2 tissue homogenate of lunging each experimental 
groups are evaluated by ELISA kits and conformed the protocols of the 
manufacturer.

Immunoblot assay
An equal amount of protein samples (30 µg per sample) is subjected to 
the wells of 10% concentrated SDS‑polyacrylamide gel electrophoresis. 
After separation, the membrane blotted onto polyvinylidene difluoride 
membrane to transferring the protein samples. Then, the membrane 
blocked using 5% fat‑free skim milk at room temperature for 60 min. 
Then, the membrane keeps into the relevant primary antibody against 
iNOS, COX‑2, HO‑1, p‑NF‑kB, IkB‑a, and β‑actin for overnight 
incubation at 4°C. Following incubation, the membrane is washed and 
incubated with the HRP‑labeled secondary antibody at room temperature 
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for 60 min. Then, protein bands are visualized and photographed using 
an enhanced chemiluminescence detection kit and band intensity is 
calculated by ImageJ software.

Griess assay
NO2

  −  accumulation is the notable identifier of nitrous oxide  (NO) 
production in the lung tissue homogenate. An equal amount of 
Griess reagent which consists of sulfanilamide  (1%), naphthyl 
ethylene diamine dihydrochloride (0.1%), and phosphoric acid (2%) 
was added to the protein lysate of the lung and it kept at room 
temperature for 10 min. A standard curve was made by using sodium 
nitrate (NaNO2) and the amount of nitrite is quantified at 550 nm in 
a spectrophotometer.

Gene expression analysis
Total RNA is isolated in the left lobes of the lung tissues using 
TRIzol reagent  (Invitrogen, CA, USA). Then, 1 µg of total RNA is 
reverse transcribed into complementary DNA  (cDNA) by reverse 
transcription kits (Applied Biosystems, CA). Then, the quantitative‑real 
time‑(qRT)‑PCR reaction is executed by SYBR Green PCR Master 
Mix (Applied Biosystems, CA) using Applied Biosystems 7300 qRT‑PCR 
machine, and cycle threshold values  (computed tomography) are 
automatically calculated in an average of triplicates and normalized 
with glyceraldehyde‑3‑phosphate dehydrogenase  (GAPDH). The 
primer sequences of the sense and antisense gene are following 
catalase  (forward‑AATCAGAAGGCAGTCCTCCC‑3′ and 
reverse 5′‑TCGGGGAGCACAGAGTGTAC‑3′), MnSOD  (for
ward‑5′‑ATGTCTGTGGGAGTCCAA‑3′ and reverse 
5′‑TGAAGGTAGTAAGCGTGCTC‑3′, CuZnSOD  (forward‑5′‑
GACAAACCTGAGCCCTAAG‑3′ and reverse‑5′‑CGACCTTG
CTCCTTATTG‑3′, GPx‑1 forward‑5′‑GACTACACCGAGATG
AACGAT‑3′ and reverse‑5′‑CACTTCGCACTTCTCAAACA‑3′ 
and GAPDH  (forward‑5’‑CAATGACCCCTTCATTGACC‑3’ 
reverse‑5’‑GACAAGCTTCC CGTTCTCAG‑3’).

Cell culture maintenance
RAW264.7 cells are seeded in Dulbecco’s modified Eagle medium which 
contains fetal bovine serum  (10%) and 0.1% of antibiotic/antimycotic 
solution under the humidified condition at 37°C with 5% CO2.

Cell viability assay
MTT reagent is used to assess the cell viability. Briefly, 1.0  ×  104 of 
RAW264.7 cells are cultured per well of 96‑well culture plate and keep it 
in a CO2 incubator on 24 h. Then, the cells are introduced by 10, 50, or 
100 µg/ml of Bilobalide for 4 h before 1 µg/ml of LPS instillation. 20 µl 
of MTT (5 mg/ml) reagent was added to all the wells and kept in a dark 
condition for 4 h at 37°C. After the incubation, media was discarded 
and crystal formazan was liquefied with DMSO (150 µl) solution. Then, 
the absorbance was recorded at 490 nm using a microtiter plate reader. 
Control group value is considered as 100% of viability.

Nuclear factor-kappa B p65 DNA binding activity 
assay
To examine the NF‑κB DNA‑binding level, the cellular nuclear proteins 
were isolated from both control and bilobalide treated RAW264.7 
cells with the aid of an extraction kit  (Cayman Chemicals, USA). 
Then the NF‑κB p65 subunit DNA‑binding level was investigated in 
the extracted nuclear proteins with the help of assay kits as per the 
manufacturer guidelines (Cayman Chemicals, USA). A specific DNA, 
which contains an NF‑κB response element sequence, is immobilized 
on the 96‑well plate bottom. NF‑κB p65 subunit is identified via 

the addition of a specific primary antibody against NF‑κB p65. 
A  secondary antibody conjugated to HRP is mixed to provide 
absorbance at 450 nm.

Statistical analysis
Values were shown such as mean ± standard deviation (SD). Statistical 
data were accomplished non‑parametrical manner by Kruskal–Wallis test 
to determine the significant difference between different experimental 
groups. Statistical significant is established as P ≤ 0.05.

RESULTS
Bilobalide reduces cecal ligation and 
puncture-induced inflammatory response in septic 
mice
Histopathological alterations in lungs of sepsis‑induced ALI in mice 
with or without Bilobalide pretreatment are investigated by H  and  E 
staining and the changes are assessed by light microscopy  [Figure  1]. 
In the sham group, normal alveolar walls are typically normal and no 
inflammatory cell infiltration. In the sepsis‑induced mice, excessive 
infiltration of inflammatory cells, alveolar damages, inter‑alveolar wall 
thickening, hemorrhages, and edema are shown in the lungs. However, 
Bilobalide pre‑treatment repressed the inflammatory cell permeation 
and histopathological alterations in the lungs by a dose‑dependent 
manner. Based on these results, lung injury score was calculated and it 
confirms the same result.

Bilobalide ameliorates cecal ligation and 
puncture-induced lung injury in acute lung injury 
mice
The protective role of Bilobalide against CLP‑induced lung injury is 
estimated by measuring the ratio of wet‑to‑dry of the lung and total 
protein concentration in BAL fluid. When compared to the untreated 
group, CLP significantly increased the wet‑to‑dry ratio of lung and 
total protein concentration in BAL fluid of ALI mice. Nevertheless, 
pretreatment with Bilobalide expressively ameliorated the CLP increased 
wet‑to‑dry ratio of lung and total protein concentration in BAL fluid in a 
dose‑dependent manner [Table 1]. These findings assured that Bilobalide 
dose‑dependently reduces the sepsis‑induced inflammatory response 
and injury in the lungs.

Bilobalide attenuates myeloperoxidase activity and 
neutrophil permeation
Then, the effect of Bilobalide on MPO activity and neutrophil 
permeation were examined in the homogenate of lung tissue and 
BAL fluid respectively. These are also the histological markers of the 

Table 1: Effect of bilobalide on the cecal ligation and puncture-induced lung 
injury in acute lung injury mice

Experimental groups Wet/dry weight ratio Protein in BALF
Group I 1.65±0.36 0.28±0.95
Group II 3.69±0.18* 3016.49±0.53*
Group III 3.71±0.49 3025.62±0.19
Group IV 3.14±0.37# 2507.93±0.48#

Group V 2.65±0.94# 1536.47±0.62#

The pre‑treatment with bilobalide expressively ameliorated the CLP increased 
wet‑to‑dry ratio of lung and total protein concentration in BAL fluid. Values 
were depicted as a mean±SD of triplicates (n=6). The significance level was 
determined by using Kruskal–Wallis test. *P<0.05 when compared with control; 
#P<0.05 when compared with the sepsis‑induced group. SD: Standard deviation; 
CLP: Cecal ligation and puncture; ALI: Acute lung injury



Figure 1: Effect of Bilobalide on reduces cecal ligation and puncture-induced inflammatory response in septic mice. The normal alveolar tissue architecture 
and no inflammatory conditions were noted in control (Group I). The excessive inflammatory cells infiltration, alveolar damages, and edema were noted in 
sepsis-induced mice (Group II). Bilobalide (20, 40, and 80 mg/kg) pretreatment repressed the inflammatory cell permeation and histopathological alterations 
in the lungs (Group III-V). Values were depicted as a mean ± standard deviation of triplicates (n = 6). The significance level was determined by using Kruskal–
Wallis test. Note: “*” indicates P  <  0.05 when compared with control; “#” indicates P  <  0.05 when compared with the sepsis-induced group. Histological 
alterations were pointed out by using arrow marks

Figure 2: Effect of Bilobalide on the MPO activity and neutrophil permeation. The Bilobalide treatment dose-dependently reduced the myeloperoxidase 
activity in the lung tissues and neutrophil infiltration in BAL fluid of sepsis-induced mice. Values were depicted as a mean  ±  standard deviation of 
triplicates (n = 6). The significance level was determined by using Kruskal–Wallis test. Note: “*” indicates P < 0.05 when compared with control; “#” indicates 
P < 0.05 when compared with the sepsis-induced group.
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neutrophil cell invasion and lung burden. After 24 h of CLP induction, 
MPO activity and neutrophil infiltration were significantly increased 
compared to the sham mice. Moreover, Bilobalide dose‑dependently 
reduced MPO activity in lung tissue lysate and neutrophil infiltration in 
BAL fluid [Figure 2]. These results were further supported that Bilobalide 
significantly ameliorates inflammatory cell infiltration.

Bilobalide inhibits cecal ligation and 
puncture-induced inflammatory mediator secretion 
in BAL fluid
To study the inhibitory property of Bilobalide on inflammatory 
mediators production by CLP method, the amount of TNF‑a, IL‑1b, 
IL‑6, and MIP‑2 in the BAL fluid was quantified by ELISA technique. 
Table  2 presented sepsis significantly increased TNF‑α, IL‑1 β, IL‑6, 
and MIP‑2 presence in the BAL fluid of CLP‑mice, compared to non‑
septic mice. Pretreatment with Bilobalide significantly inhibits the above 
pro‑inflammatory mediators compared to the Septic mice group.

Role of Bilobalide on cecal ligation and 
puncture-induced cyclooxygenase-2 and inducible 
nitric oxide synthase expression in sepsis mice
The possible underlying mechanism of Bilobalide in CLP‑induced mice, 
the influence of Bilobalide on COX‑2 and iNOS expression in all mice 

groups are examined. As shown in Figure 3, sepsis induction was notably 
increased COX‑2 and iNOS expression in lung tissue homogenates and 
was dose dependently repressed by pre‑treatment of Bilobalide. As well 
as, Bilobalide treatment dose‑dependently down‑regulates the NO and 
PGE2 presence in the lung tissue lysate of septic mice. The above result 
reliable with the result of iNOS and COX‑2 expression in the Bilobalide 
treated mice group.

Table 2: Effect of bilobalide on the levels of inflammatory mediators in the 
BAL fluid

Experimental 
groups

TNF-α IL-1β IL-6 MIP-2

Group I 47.17 23.8 0.69 0.28
Group II 156.54* 110.01* 254.93* 13.87*
Group III 153.95 109.65 258.9 12.13
Group IV 129.19# 68.08# 124.69# 5.34#

Group V 77.53# 38.23# 57.41# 2.59#

Bilobalide treatment significantly decreased the TNF‑α, IL‑1β, IL‑6, and MIP‑2 
levels in the BAL fluid of CLP mice. Values were depicted as a mean±SD of 
triplicates (n=6). The significance level was determined by using Kruskal–Wallis 
test. *P<0.05 when compared with control; #P<0.05 when compared with the 
sepsis‑induced group. CLP: Cecal ligation and puncture; TNF: Tumor necrosis 
factor; IL: Interleukin; SD: Standard deviation; MIP: Macrophage inflammatory 
protein



Figure  3: Effect of Bilobalide on the cyclooxygenase-2 and induced nitric oxide synthase expression in sepsis mice. Bilobalide treatment effectively 
downregulates the induced nitric oxide synthase and cyclooxygenase-2 expression and also NO and PGE2 levels in the lung tissues of septic mice. Values 
were depicted as a mean ± standard deviation of triplicates (n = 6). The significance level was determined by using Kruskal–Wallis test. Note: “*” indicates 
P < 0.05 when compared with control; “#” indicates P < 0.05 when compared with the sepsis-induced group
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Anti-oxidative properties of Bilobalide in septic 
mice
The role of the antioxidative property of Bilobalide was determined 
by analyzing the gene expression of catalase, MnSOD, CuZnSOD, and 
GPx‑1 in septic mice. Sepsis induction notably reduced the catalase, 
MnSOD, CuZnSOD, and GPx‑1 expression in gene level compared to 
the untreated [Figure 4a]. Whereas, treated with Bilobalide significantly 
increased the expression of the above AOEs in lung tissues. Also, 
sepsis induction repressed the HO‑1 expression compared to the 
sham group mice. Bilobalide dose‑dependently augmented the HO‑1 
expression  [Figure  4b]. Altogether, these results are indicated that 
Bilobalide can reduce the CLP‑induced oxidative damage through 
increasing AOEs and HO‑1 expression.

Bilobalide inhibits the activation of nuclear 
factor-kappa B (p65) in septic mice
NF‑kB  (p65) signaling cascade phosphorylation plays a main starring 
role in inflammatory mediator’s production. Therefore, we determined 
the sepsis‑induced activation of NF‑kB (p‑p65) and Bilobalide treatment 
mice groups. As shown in Figure 5, sepsis exaggerated the activation of 
NF‑kB (p‑p65) was in the lungs. On the other hand, pre‑treatment  with 
Bilobalide downregulated the phosphorylation of NF‑kB (p‑p65) in septic 
mice lungs. Also, Bilobalide pre‑treatment inhibited sepsis‑induced 
down‑regulation of IkB‑a. These findings suggest that downregulation of 
the NF‑kB signaling activation could be liable for the anti‑inflammatory 
effect of Bilobalide in a murine model.

Inhibitory property of Bilobalide on the binding 
activity of nuclear factor-kappa B and DNA in RAW 
264.7 cells
Then, we analyzed the role of Bilobalide on the binding activity of 
NF‑kB and DNA in RAW264.7 cells. Before this study, an MTT assay 

was used for the determination of cell viability. From this analysis, we 
found Bilobalide is non‑toxic up to 100 µg/ml  [Figure  6a]. Further, 
pretreatment with Bilobalide significantly repressed the LPS‑stimulated 
binding activity of NF‑kB and DNA [Figure 6b]. This result suggests that 
Bilobalide could be repressed LPS‑induced inflammatory damage by 
inhibiting the binding activity of NF‑kB and DNA.

DISCUSSION
Sepsis, one of the inflammatory syndrome triggered by the infection. It 
is also influencing aspect for the development of Sepsis‑associated ALI 
and there are no effective treatments to cure.[20] Currently, the septic 
disorder might resemble by murine CLP model.[21] Sepsis‑induced 
excessive inflammatory responses cause hypoxemia in order to make the 
alveolar–capillary membrane damage in ALI. Neutrophils are infiltrated 
and obstruct the alveolar–capillary barrier permeability. So targeting 
the inflammatory cell infiltration using naturally available products 
provide positive responses for the prevention of ALI.[22‑24] However, the 
current study explored the protecting role of Bilobalide against septic 
ALI developed murine model. Our findings revealed the preventive role 
of Bilobalide against septic ALI was mostly refereed by inhibiting the 
inflammatory and inducing antioxidative properties. The underlying 
mechanism of these activities is reducing the iNOS, COX‑2, increasing 
the AOEs expression, and inactivating the NF‑kB signaling pathway.
The augmented alveolar permeability enriches the protein‑rich fluid 
penetration into the alveolar and interstitial region that leads to an 
increase the lung edema and which may encourage the pathological 
alteration to ALI triggered mice.[23,25] In the development of ALI, 
Neutrophil invasion into the alveolar and interstitial regions has 
a vital role. One of the important histological markers for the 
inflammatory responses and neutrophil infiltration in injured 
lung tissue is MPO.[26‑28] Our experiment shows pretreatment with 
bilobalide significantly alleviated the sepsis‑induced ALI by reducing 
histological alteration, inflammatory cell infiltration, thickening of 
the alveolar wall, and capillary permeability. It was well confirmed 



Figure 5: Effect of Bilobalide on the phosphorylation of nuclear factor-kappa B (p65) in the septic mice. The pre-treatment with Bilobalide was down-regulated 
the phosphorylation of nuclear factor-kappa B (p-p65) in the lung tissue of septic mice. Bilobalide pre-treatment was also up-regulated the IkB-a in the septic 
mice. Values were depicted as a mean ± standard deviation of triplicates (n = 6). The significance level was determined by using Kruskal–Wallis test. Note: “*” 
indicates P < 0.05 when compared with control; “#” indicates P < 0.05 when compared with the sepsis-induced group
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by measuring other factors such as, wet‑to‑dry weight ratio, amount 
of total protein in BAL fluid, and pro‑inflammatory mediators 
secretion are increased septic mice, simultaneously these factors 
are significantly reduced Bilobalide  [Table  1]. In addition, the 
concentration of MPO in the lung tissue lysate and the presence of 
neutrophil cells presence in BAL fluid were increased significantly 
after CLP administration. MPO activity and neutrophil cell presence 
were significantly repressed by Bilobalide treatment. Overall these 
findings strongly showed that Bilobalide might be a potential 
candidate to prevent the sepsis‑prompted ALI.

Excessive oxidative stress plays a critical role in ALI development. 
Septic condition induces COX‑2 and iNOS to intermediate the 
inflammatory processes through the release of the prostaglandin and 
NO respectively.[29,30] In our study, COX‑2 and iNOS expression in 
the lung tissues and its products like PGE and NO in the BAL fluid 
was markedly increased after CLP introduction, besides these were 
significantly decreased by pretreatment with Bilobalide  [Figure  3]. 
Furthermore, reported that catalase, SOD, and GPx are the major 
anti‑oxidative enzymes involved to reduce the oxidative‑induced injury 
in the lungs. From our study, Bilobalide increased the gene expression 

Figure  4: Effect of Bilobalide on the expression of antioxidants in the septic mice. The Bilobalide treatment notably augmented the catalase, MnSOD, 
CuZnSOD, and GPx-1 expressions in the septic mice. Bilobalide also dose-dependently augmented the HO-1 expression. Values were depicted as 
a mean ± standard deviation of triplicates  (n = 6). The significance level was determined by using Kruskal–Wallis test. Note: “*” indicates P < 0.05 when 
compared with control; “#” indicates P < 0.05 when compared with the sepsis-induced group

Figure  6: Inhibitory property of Bilobalide on cell viability and binding activity of nuclear factor-kappa B and DNA in RAW 264.7 cells. The Bilobalide 
treatment showed the non-toxicity up to 100 µg/ml. Further, pretreatment with Bilobalide significantly repressed the LPS-stimulated binding activity of 
nuclear factor-kappa B, and Values were depicted as a mean ± standard deviation of triplicates  (n = 6). The significance level was determined by using 
Kruskal–Wallis test. Note: “*” indicates P < 0.05 when compared with control; “#” indicates P < 0.05 when compared with the sepsis-induced group
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AOEs catalase, MnSOD, CuZnSOD, and GPx‑1 and HO‑1 expression 
in the ALI mice  [Figure  4]. Based on this activity we confirmed that 
Bilobalide diminishes the severe condition of septic‑ALI by increasing 
the AOEs activity.
Signaling cascade illustrated that NF‑kB signaling phosphorylation/
activation is the major factor, interacting with the promoters which 
complexes to the pro‑inflammatory mediator secretion, during sepsis. 
Phosphorylated NF‑kB  (p‑p65) separates from IkBa and translocates 
into the nucleus and provokes the target genes such as TNF‑α, IL‑1 β, and 
IL‑6 transcription.[31] Hence, NF‑kB is found as a vital target for curing 
the inflammation disorders. In this present study, Bilobalide inhibits 
the sepsis‑induced pro‑inflammatory mediator responses by blocking 
NF‑kB translocation and its activation in murine and macrophage 
models [Figure 6]. As well as, the survival rate of the sepsis‑induced mice 
was notably improved by Bilobalide.

CONCLUSION
This work concludes Bilobalide has a preventive against sepsis‑induced 
inflammation and associated injury to the lung by its anti‑inflammatory 
and antioxidative properties. Bilobalide significantly ameliorates 
histopathological alterations by reducing alveolar damage and 
inflammatory responses. Further, NF‑kB and HO‑1 signaling cascades 
consider as main targets for Bilobalide. These results suggested Bilobalide 
has the ability to act as a new therapeutic candidate to prevent the lung 
inflammation and oxidative‑associated injury during sepsis.

Financial support and sponsorship
The project was supported by for Hospital Infection Management Office, 
The Hospital of Xinjiang Production and Construction Corps, Urumqi, 
Xinjiang, 830002, China.

Conflicts of interest
There are no conflicts of interest.

REFERENCES
1. Lee WL, Slutsky AS. Sepsis and endothelial permeability. N Engl J Med 2010;363:689-91.

2. Kolaczkowska E, Kubes P. Neutrophil recruitment and function in health and inflammation. 

Nat Rev Immunol 2013;13:159-75.

3. Iscimen R, Cartin-Ceba R, Yilmaz M, Khan H, Hubmayr RD, Afessa B, et al. Risk factors for 

the development of acute lung injury in patients with septic shock: An observational cohort 

study. Crit Care Med 2008;36:1518-22.

4. Kim WY, Hong SB. Sepsis and acute respiratory distress syndrome: Recent update. Tuberc 

Respir Dis (Seoul) 2016;79:53-7.

5. Steingrub  JS, Lagu  T, Rothberg  MB, Nathanson  BH, Raghunathan  K, Lindenauer  PK. 

Treatment with neuromuscular blocking agents and the risk of in-hospital mortality among 

mechanically ventilated patients with severe sepsis. Crit Care Med 2014;42:90-6.

6. Annane  D, Bellissant  E, Bollaert  PE, Briegel  J, Confalonieri  M, De Gaudio  R, et  al. 

Corticosteroids in the treatment of severe sepsis and septic shock in adults: A systematic 

review. JAMA 2009;301:2362-75.

7. Heart TN. Rosuvastatin for sepsis-associated acute respiratory distress syndrome. N Engl 

J Med 2014;370:2191.

8. Kellner M, Noonepalle S, Lu Q, Srivastava A, Zemskov E, Black SM. ROS signaling in the 

pathogenesis of acute lung injury  (ALI) and acute respiratory distress syndrome  (ARDS). 

In: Pulmonary Vasculature Redox Signaling in Health and Disease. Cham: Springer; 2017. 

p. 105-37.

9. Aziz  M, Jacob  A, Yang  WL, Matsuda  A, Wang  P. Current trends in inflammatory and 

immunomodulatory mediators in sepsis. J Leukoc Biol 2013;93:329-42.

10. Abraham E. Neutrophils and acute lung injury. Crit Care Med 2003;31:S195-9.

11. Fan J, Ye RD, Malik AB. Transcriptional mechanisms of acute lung injury. Am J Physiol Lung 

Cell Mol Physiol 2001;281:L1037-50.

12. Wu  R, Shui  L, Wang  S, Song  Z, Tai  F. Bilobalide alleviates depression-like behavior and 

cognitive deficit induced by chronic unpredictable mild stress in mice. Behav Pharmacol 

2016;27:596-605.

13. Yin Y, Ren Y, Wu W, Wang Y, Cao M, Zhu Z, et al. Protective effects of bilobalide on Aβ25-35 

induced learning and memory impairments in male rats. Pharmacol Biochem Behav 

2013;106:77-84.

14. Bahçecioğlu IH, Ustundağ B, Ozercan I, Erçel E, Baydaş G, Akdere T, et al. Protective effect of 

Ginkgo biloba extract on CCI4-induced liver damage. Hepatol Res 1999;15:215-24.

15. Chandrasekaran K, Mehrabian Z, Spinnewyn B, Drieu K, Fiskum G. Neuroprotective effects 

of bilobalide, a component of the Ginkgo biloba extract  (EGb 761), in gerbil global brain 

ischemia. Brain Res 2001;922:282-92.

16. Chan PC, Xia Q, Fu PP. Ginkgo biloba leave extract: Biological, medicinal and toxicological 

effects. J Environ Sci Health Part C 2007;25:211-44.

17. Winter JC. The effects of an extract of Ginkgo biloba, EGb 761, on cognitive behavior and 

longevity in the rat. Physiol Behav 1998;63:425-33.

18. Huang CH, Yang ML, Tsai CH, Li YC, Lin YJ, Kuan YH. Ginkgo biloba leaves extract (EGb 761) 

attenuates lipopolysaccharide-induced acute lung injury via inhibition of oxidative stress and 

NF-κB-dependent matrix metalloproteinase-9 pathway. Phytomedicine 2013;20:303-9.

19. Wen H. Sepsis induced by cecal ligation and puncture. Methods Mol Biol 2013;1031:117-24.

20. Rhee  C, Klompas  M. Sepsis trends: Increasing incidence and decreasing mortality, or 

changing denominator? J Thorac Dis 2020;12:S89-100.

21. Vaittinada Ayar  P, Jacquier  H, Deniau  B, Azibani  F, Mebazaa  A, Blet  A. Analysis of blood 

culture in a rat model of cecal ligation and puncture induced sepsis. Intensive Care Med 

Exp 2020;8:18.

22. Levy  BD, Serhan  CN. Resolution of acute inflammation in the lung. Annu Rev Physiol 

2014;76:467-92.

23. Sivanantham A, Pattarayan D, Bethunaickan R, Kar A, Mahapatra SK, Thimmulappa RK, et al. 

Tannic acid protects against experimental acute lung injury through downregulation of TLR4 

and MAPK. J Cell Physiol 2019;234:6463-76.

24. Sercundes  MK, Ortolan  LS, Debone  D, Soeiro-Pereira  PV, Gomes  E, Aitken  EH, et  al. 

Targeting neutrophils to prevent malaria-associated acute lung injury/acute respiratory 

distress syndrome in mice. PLoS Pathog 2016;12:e1006054.

25. Nieman GF, Gatto LA, Andrews P, Satalin J, Camporota L, Daxon B, et al. Prevention and 

treatment of acute lung injury with time-controlled adaptive ventilation: Physiologically 

informed modification of airway pressure release ventilation. Ann Intensive Care 2020;10:3.

26. Yang SC, Tsai YF, Pan YL, Hwang TL. Understanding the role of neutrophils in acute respiratory 

distress syndrome. Biomed J. 2020:S2319-4170(20)30149-9.

27. McCabe AJ, Dowhy M, Holm BA, Glick PL. Myeloperoxidase activity as a lung injury marker 

in the lamb model of congenital diaphragmatic hernia. J Pediatr Surge 2001;36:334-7.

28. Wu GC, Peng CK, Liao WI, Pao HP, Huang KL, Chu SJ. Melatonin receptor agonist protects 

against acute lung injury induced by ventilator through up-regulation of IL-10 production. 

Respir Res 2020;21:65.

29. Fukunaga K, Kohli P, Bonnans C, Fredenburgh LE, Levy BD. Cyclooxygenase 2 plays a pivotal 

role in the resolution of acute lung injury. J Immunol 2005;174:5033-9.

30. 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.

31. Baskaran  R, Poornima  P, Priya  LB, Huang  CY, Padma  VV. Neferine prevents autophagy 

induced by hypoxia through activation of Akt/mTOR pathway and Nrf2 in muscle cells. 

Biomed Pharmacother 2016;83:1407-13.


