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Gene transcription is governed by epigenetic regulation that is essential for the pro-
inflammatory mediators surge following pathological triggers. Acute lung injury (ALl is
driven by pro-inflammatory cytokines produced by the innate immune system, which
involves the nod-like receptor 3 (NLRP3) inflammasome and nuclear factor-kB (NF-kB)
pathways. These two pathways are interconnected and share a common inducer the
phosphatidylinositol 4,5-bisphosphate (PIP2), an epigenetic regulator of (Ribosomal
ribonucleic acid (rRNA) gene transcription, to regulate inflammation by the direct inhibition
of NF-xB phosphorylation and NLRP3 inflammasome activation. Herein, we report that
hederasaponin C (HSC) exerted a therapeutic effect against ALI through the regulation of the
PIP2/NF-xB/NLRP3 signaling pathway. In lipopolysaccharide (LPS)/lipopolysaccharide +
adenosine triphosphate (LPS+ATP)-stimulated macrophages, our results showed that HSC
remarkably inhibited the secretion of interleukin-6 (IL-6), IL-1B, and tumor necrosis factor-o.
(TNF-ar). Moreover, HSC inhibited NF-kB/p65 nuclear translocation and the binding of PIP2 to
transforming growth factor-B activated kinase 1 (TAK1). The intracellular calcium (Ca®*) level
was decreased by HSC via the PIP2 signaling pathway, which subsequently inhibited the
activation of NLRP3 inflammasome. HSC markedly alleviated L PS-induced AL, restored lung
function of mice, and rescued ALI-induced mice death. In addition, HSC significantly reduced
the level of white blood cells (WBC), neutrophils, and lymphocytes, as well as pro-
inflammatory mediators like IL-6, IL-1f3, and TNF-o.. Hematoxylin and eosin (H&E) staining
results suggested HSC has a significant therapeutic effect on lung injury of mice. Interestingly,
the PIP2/NF-kB/NLRP3 signaling pathway was further confirmed by the treatment of HSC
with ALI, which is consistent with the treatment of HSC with LPS/LPS+ATP-stimulated
macrophages. Overall, our findings revealed that HSC demonstrated significant anti-
inflammatory activity through modulating the PIP2/NF-kB/NLRP3 axis in vitro and in vivo,
suggesting that HSC is a potential therapeutic agent for the clinical treatment of AL
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INTRODUCTION

SARS-CoV-2 is a novel RNA [-coronavirus causing a pandemic
infection of coronavirus disease 2019 (COVID-2019) (1). When
SARS-CoV-2 infects an organism, immunological and
inflammatory responses, as well as cytokine storms, occur,
resulting in lung diseases like pneumonia, acute respiratory
distress syndrome, or even acute lung injury (ALI) (2). ALI is
characterized by endothelial damage to the pulmonary capillaries
and alveolar epithelial lesions, refractory hypoxemia, and non-
cardiac acute pulmonary edema (3). It is generally caused by
uncontrolled innate immunity and leads to the malfunction of the
lung alveolar-capillary membrane barrier, growing production of
pro-inflammatory cytokines, and infiltration of neutrophils and
other immune cells (4, 5). The endotoxin lipopolysaccharide (LPS)
is a well-known inducer of ALI in mice. By activating innate
immune cells, LPS has been demonstrated to induce the
production of pro-inflammatory cytokines and chemotactic
molecules, ultimately resulting in lung tissue damage (6). Previous
studies indicated that pro-inflammatory cytokines in the
bronchoalveolar lavage fluid (BALF) have a more pronounced
effect than those in serum in ALI (7). Generally, the release of
pro-inflammatory cytokines, such as interleukin-6 (IL-6),
interleukin-1B (IL-1B), and tumor necrosis factor-o. (TNF-o) are
highly released in the serum and BALF, which further regulate and
promote the progress of ALI (8). Therefore, suppressing the
aberrant release of pro-inflammatory cytokines is an effective
strategy to treat acute lung injury in clinical.
Phosphatidylinositol-4,5-bisphosphate (PIP2), an epigenetic
regulator of Ribosomal ribonucleic acid (rRNA) gene
transcription, regulates cell membrane dynamics, cell shape,
differentiation, proliferation, ion channels, and transporters (9). A
previous study showed that ALI was also related to abnormal gene
expression patterns caused by an epigenetic process involving the
PIP2 signaling pathway (10). PIP2 lipids interact directly with
TAK1 at W241 and N245 and promote its activation, which
activates the NF-kB/NLRP3 inflammasome signaling pathway in
the course of ALI (11, 12). NLRP3 inflammasome is primed with
NLRP3, ASC, and caspase-1, which responds to a range of initiating
stimuli. Upon activation of NLRP3 inflammasome, cleaved caspase-
1 and mature IL-1P are formed to induce different cellular damages
(13). The NF-xB signaling pathway may stimulate the synthesis of
the NLRP3 inflammasome. Then, IL-1B formation might be
facilitated and secreted extracellularly (14). Several studies
indicated that Ca®* mobilization is important for NLRP3
inflammasome activation (15). Ca** release from the endoplasmic
reticulum into mitochondria triggers mitochondrial Ca** overload

Abbreviations: ALI, acute lung injury; ASC, apoptosis-associated speck-like
protein containing a CARD; ATP, adenosine triphosphate; BALF,
bronchoalveolar lavage fluid; DMEM, Dulbecco’s modified eagle medium; DAG,
diacylglycerol; DEX, dexamethasone; ELISA, Enzyme-linked immunosorbent
assay; H&E, hematoxylin and eosin; IP, immunoprecipitation; IL-1,
interleukin-1B; IL-6, interleukin-6; LPS, lipopolysaccharide; NLRP3, nod-like
receptor 3; NF-xB, nuclear factor-xB; PLC, phospholipase C; PIP2,
phosphatidylinositol 4,5-bisphosphate; rRNA, ribosomal ribonucleic acid; TNF-
o, tumor necrosis factor-0; TAKI, transforming growth factor-f activated kinase
1; WBC, white blood cell.

and damage (16). PIP2 is hydrolyzed to inositol-1,4,5-trisphosphate
(IP3) and diacylglycerol (DAG) upon phospholipase C (PLC)
activation. IP3 involves in the intracellular Ca®" release process.
DAG stimulates PKC to adjust local signaling (17). Therefore, to
suppress the NF-kB signaling and NLRP3 inflammasome activation
through PIP2 is an effective strategy to decrease pro-inflammatory
cytokines release, which could alleviate ALIL

Hederasaponin C (HSC), a bioactive triterpenoid saponin, is
the major active constituent of Pulsatilla chinensis (Bunge) Regel,
which has been widely used in traditional Chinese medicine.
Hederasaponin C showed considerable antischistosomal activity
and a therapeutic effect on colitis (18, 19). However, the detailed
mechanism and therapeutic effect of HSC on ALI were not
found. Thus, the present study aimed to investigate the
therapeutic effect of HSC and its underlying mechanism on
ALI in vitro and in vivo.

MATERIALS AND METHODS

Reagents

Hederasaponin C (>98%) was isolated from Pulsatilla chinensis
(Bunge) Regel in our laboratory and determined by HLPC. (4,5-
Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT),
LPS (Escherichia coli, serotype 0111: B4), Ca®* detector of Fluo-
3/AM, were purchased from Sigma-Aldrich (St. Louis, MO, USA).
PierceTM Protein A/G Magmetic Beads (#88802) were obtained
from Thermo Fisher Scientific. Dulbecco’s modified eagle medium
(DMEM), 1640, fetal bovine serum (FBS) were acquired from
Gibco (Grand Island, NY, USA). ATP were purchased from
Macklin (Shanghai, China). IL-1 (#224603-014), IL-6
(#225266-022), and TNF-o. (#234889-001) ELISA Kkits were
obtained from Invitrogen (Vienna, Austria). Antibodies against
PLCy2(#3872, western blotting:1:1000), IP3 Receptorl (#8568,
western blotting:1:1000), DAG Lipao (#13626, western
blotting:1:1000), TAK1 (#4505, western blotting:1:1000), p-
TAKI (#9339, western blotting:1:1000), PKCa (#2056S, western
blotting:1:1000), p- PKCo (#9375S, western blotting:1:1000), p65
(#8242T, western blotting:1:1000), p-p65 (#3033, western
blotting:1:1000), poly (ADP-ribose) polymerase (PARP) (#9532,
western blotting:1:1000), NLRP3 (#15101, western
blotting:1:1000), ASC (#13833, western blotting:1:1000), IL-1f
(#31202, western blotting:1:1000), Cleaved-Caspase-1 (#89332
and #4199S, western blotting:1:1000), Cleaved-IL-1B (#63124
and #83186S, western blotting:1:1000), GAPDH (#5174, western
blotting:1:1000) and the secondary antibodies including anti-
rabbit IgG, HRP-linked Antibody (#7074) and anti-mouse IgG,
HRP-linked Antibody (#7076) were obtained from Cell Signaling
Technology (Beverly, MA, USA). Caspase-1 (ab1872, western
blotting:1:1000) were obtained from Abcam (Cambridge, MA,
USA). PIP2 (#53412, western blotting:1:1000) were obtained from
Senta (Santa Cruz Biotechnology, USA).

Cell Culture

The Cell Bank of the Chinese Academy of Sciences (Shanghai,
China) provided RAW264.7 and THP-1 cells, the Kunming Cell
Bank of the Chinese Academy of Sciences (Kunming, China)
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provided J774A.1 cells. RAW264.7 and J774A.1 cells were grown in
DMEM (10% FBS). THP-1 cells were cultured in RPMI 1640
medium (10% FBS). All cells were cultured in a CO,
concentration of 5% with a temperature of 37°C.

Cell Viability Assay

RAW264.7 (4x10* cells/well), J774A.1 (2x10* cells/well), and
THP-1 (2x10* cells/well) were plated into 96-well plates
overnight. The cells were pro-treated with HSC (0, 20, 40, and
80 uM) for 24 h. Each well was added MTT solution and
incubated for 4 h. The plate was detected by a microplate
reader with an absorbance of 570 nm.

Flow Cytometry

In 12-well plates, RAW264.7 (1.5x10° cells per well), J774A.1
(1x10° cells per well), and THP-1 (1x10° cells per well) cells were
seeded overnight. Following a 4 h pre-treatment with HSC (0, 20,
40, and 80 UM), the cells were co-treated with another 6 h with or
without LPS (1 ug/ml). Fluo-3/AM (1 mM, 1 h) probes was used to
measure the level of intracellular Ca®". An automated flow
cytometer (Becton-Dickinson, Franklin Lakes, NJ, USA) was used
to detect the fluorescence intensity. For the analysis, 1x10" cells were
collected and completely gated.

Enzyme-Linked Immunosorbent

Assay (ELISA)

The concentration of IL-6 and TNF-o. was determined by using
ELISA kits according to the manufacturer’s specifications. In 12-
well plates, RAW264.7 (1.5x10° cells per well), J774A.1 (1x10° cells
per well), and THP-1 (1x10° cells per well) cells were cultivated
overnight. The cells were pre-processed with HSC (0, 20, 40, and 80
uM) for 4 h, then stimulated with LPS (1 pug/ml) for 18 h. The
supernatant was collected and the concentration of IL-6 and TNF-o.
was measured by using an ELISA. The concentration of IL-1f3 was
determined according to the manufacturer’s specifications. In 12-
well plates, J774A.1 (1x10° cells per well) and THP-1 (1x10° cells
per well) cells were grown overnight. The cells were pre-processed
with HSC (0, 20, 40, and 80 uM) for 4 h, the cells were stimulated
with LPS (1 pg/ml) for 6 h, and then co-treated with ATP (5 mM)
for further 30 minutes. The supernatant was collected to detect the
concentration of IL-1f.

Live Cell Imaging

RAW264.7 and THP-1 cells were plated into 96-well plates at
densities of 4x10° and 2x10°cells per well, respectively overnight.
The cells were pre-treated with HSC (80 uM) for 4 h before being
co-cultured with or without LPS for another 6 h. The cells were
labeled with Fluo-3/AM (10 uM) for 1 h. The fluorescence images
were captured by a fluorescence microscope (Leica, DMi8,
Wetzlar, Germany).

Immunofluorescence

As previously mentioned, the immunofluorescence of NF-xB/p65,
PIP2, PLCy2, NLRP3, Caspase-1, ASC, and Ca®* was investigated
(20). Briefly, 2x10° RAW264.7 cells were seeded into a confocal
dish overnight (SPL, Pocheon, Korea). The cells were pre-
treated with HSC (80 uM) for 4 h before being stimulated with

LPS (1 pg/mL) for further 2 h. Incubation with anti-NF-xB/p65
antibody (1:100) overnight at 4°C, followed by incubation with
goat anti-rabbit Alexa Fluor 594 secondary antibody (1:200) for
1 h at room temperature. After that, the cells were fixed and
stained for 30 minutes with Hoechst 33342 (1 uM) before being
imaged. The immunofluorescence of Caspase-1, PIP2, PLCy2, and
ASC was conducted using the same method as with NF-kB/p65,
except the different dilutions of anti-Caspase-1 (1:200), anti-PIP2
(1:100), anti-PLCy2 (1:100), anti-ASC (1:100). Goat anti-mouse
IgG Fluor® 488 Conjugate (#50017, 1:200), Alexa Fluor 488
(1:200) secondary antibody. The cells were imaged with a
confocal laser microscope (Leica, Wetzlar, Germany).

J774A.1 cells (3x10° cells per well) were plated into 6-well plates
overnight. Plasmids of EGFP-Ca** and EGFP-NLRP3 were
transfected for 48 h by using turboFect transfection reagents
(#R0531, Thermo Fisher Scientific, Grand Island, NY, United
States). Then the cells were seeded in a confocal dish (SPL,
Pocheon, Korea) overnight. The immunofluorescence of Ca** and
NLRP3 was conducted by using the above method.

Western Blotting Analysis

RAW264.7, J774A.1, and THP-1 cells were plated into a dish at a
density of 1x10° cells overnight. Pre-treatment with HSC (0, 20, 40,
and 80 uM) for 4 h was followed by stimulation with LPS. RIPA
lysis buffer was used to extract the proteins. The cytoplasmic and
nuclear proteins were extracted by using a nuclear and cytoplasmic
protein extraction kit (Beyond time, Shanghai, China) according to
the manufacturer’s instructions. The quantities of proteins were
measured using a BCA protein kit (Waltham, MA, USA).

The antigen sample was treated with the specified antibody
overnight at 4°C with mixing for IP experiments, and then the
protein A/G magnetic beads were washed and collected using a
magnetic stand before being mixed with the antigen/antibody
combination. It was necessary to wash the beads three times with
IP buffer. To do western blot analysis, denatured proteins were
separated using 8%, 10%, or 12% SDS-PAGE gels and transferred
to a PVDF membrane (Millipore, Billerica, MA, USA). After 2 h of
blocking with 5% non-fat milk, the PVDF membrane was
incubated with antibodies against PIP2 (1:1000), PLCy2
(1:1000), IP3 Receptorl (1:1000), DAG Lipao. (1:1000), TAK1
(1:1000), p-TAKI1 (1:1000), PKCo. (1:1000), p- PKCo (1:1000),
p65 (1:1000), p-p65 (1:1000), PARP (1:1000), NLRP3 (1:1000),
ASC (1:1000), IL-1B (1:1000), Caspase-1 (1:1000), Cleaved-
Caspase-1 (1:1000), Cleaved-IL-1 (1:1000), and GAPDH
(1:1000) for more than 12 h at 4°C and secondary antibody
anti-rabbit IgG, HRP-linked Antibody and anti-mouse IgG,
HRP-linked Antibody (1:5000) for 2 h at room temperature.
The protein band signals were detected using Super Signal West
Femto maximum sensitivity substrate (Pierce Biotechnology,
USA) under the help of ChemiDoc MP Imaging System (Bio-
Rad, Hercules, CA, USA).

Quantitative Real-Time PCR (qRT-PCR)
Assay

J774A. 1 cells were pretreated for 4 h with HSC (20, 40, and 80 uM)
and subsequently with LPS (1 pig/ml). Total RNA was extracted, and
1 g of RNA was tested using qRT-PCR. The PCR amplification
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process included SYBR green. TNF-0, IL-6, PLCY2, PIP2, IP3
Receptor 1, DAG Lipase oo and GAPDH oligonucleotide primers
were as follows:

TNF-0-F: TTCTGTCTACTGAACTTCGGGGTGATCGGTCC,
TNEF-o-R: GTATGAGATAGCAAATCGGCTGACGGTGTGGG,
IL-6-F: TCCAGTTGCCTTCTTGGGAC,

IL-6-R: GTGTAATTAAGCCTCCGACTTG,

PLCy2-F: ACACTCTCCTTCTGGCGGTCTG,

PLCY2-R: GGATGAGGGCGTAGATGCTGTTG,

PIP2-F: GACCTGTGCCTTCTGCCTTACG,

PIP2-R: CCCACTGTGCTTTGCTGAATITGAG,

IP3 Receptor 1-F: GTTTGAGAATTTCCTCGTGGAC,

IP3 Receptor 1-R: CATCACGATTTCAGTGACGTAC,

DAG Lipase a-F: TGCTAGGGAGGGTGCTATGTCTG,

DAG Lipase a-R: GTCCAATGGCAGTAACAGGTGTAGG,
GAPDH-F: TGCCTCCTGCACCACCAACT,

GAPDH-R: CCCCGTTCAGCTCAGGGATGA.

Animals Experiments

This study was conducted under the approval of the Ethics
Committee for Experimental Animal Management of Guangxi
University of Chinese Medicine (NO. SYXK-GUI-2019-0001). All
animals were well cared for in accordance with the Local Guidelines
for the Care and Use of Laboratory Animals of Guangxi University
of Chinese Medicine. Healthy BALB/c mice (male, 6-8 weeks old,
weighing 18-22 g) were purchased from Hunan SJA Laboratory
Animal Co. Ltd (Changsha, Hunan, China) and acclimated for 3
days. All animals were housed under standard specific pathogen-
free (SPF) conditions and given free access to water and a safe diet at
room temperature (20-26°C, daily temperature difference <4°C) and
relative humidity (40%-70%).

LPS-Induced Acute Lung Injury of Mice
Mice were just free to water without food for 12 h before modeling.
All of the mice were allocated into six groups at random according
to their body weight. Intratracheal injection (it) was used to
establish an ALI model as our previous study (21). Briefly, mice
were injected with 0.4% sodium pentobarbital (i.p.) at a dose of 0.14
mL/10 g. After the mice were anesthetized, they were placed supine
on the operating table, their mouths were opened with a mouse
opener, and LPS (4 mg/kg or 15 mg/kg) (control group was injected
with an equivalent amount of sterile saline) was injected into the
lung through the opening of the epiglottis cartilage with a micro-
nebulizer. The model was successfully established, then water and
food were given after they woke up.

The following three kinds of animal experiments were
conducted separately according to the above modeling method:

1. All mice were randomly assigned to six groups (n=10 per
group): control group, model group, HSC intravenous
injection (5, 10, and 20 mg/kg, i.v.), dexamethasone group
(DEX, 5 mg/kg). In exclusion of the control group, the other
groups received instillation of LPS (15 mg/kg, i.t.) into the
lung of mice. Following LPS treatment, mice were treated

with HSC (5, 10, and 20 mg/kg) at time points of 0, 12, 24, 48,
and 72 h. While mice were treated with dexamethasone (i.p.)
at 0 h after LPS treatment. The survival rate of mice within
156 h was observed.

2. All mice were randomly assigned to six groups (n=10 per
group): control group, model group, HSC intravenous
injection (5, 10, and 20 mg/kg, iv.), dexamethasone group
(DEX, 5 mg/kg). In exclusion of the control group, the other
groups received instillation of LPS (4 mg/kg, i.t.) into the lungs
of mice. Following LPS treatment, mice were treated with HSC
(5, 10, and 20 mg/kg) at time points of 0 and 12 h. While mice
were treated with dexamethasone (ip.) at 0 h after LPS
treatment. After 24 h, the lung respiratory function of mice
was detected by using an AniRes2005 lung function test system
(Bestlab, Beijing, China).

3. All mice were randomly assigned to six groups (n=12 per
group): control, model, HSC intravenous injection (5, 10, and
20 mg/kg, iv.), dexamethasone (5 mg/kg). In exclusion of the
control group, the other groups received instillation of LPS (4
mg/kg, it) into the lungs of mice. Following LPS treatment,
mice were treated with HSC (5, 10, and 20 mg/kg) at time points
of 0 and 12 h. While mice were treated with dexamethasone
(ip.) at 0 h after LPS treatment. Serum, bronchoalveolar lavage
fluid (BALF; see below for BALF collection instructions), and
lung tissue samples were obtained and preserved after 24 h.
TNF-0, IL-6, and IL-1B ELISA Kkits were used to quantify
cytokines in serum and BALF samples. For lung tissues,
cytokine levels were determined using ELISA kits after lung
tissue homogenates. For histological investigation, a piece of
lung tissues was fixed in 4% paraformaldehyde, then embedded
in paraffin. Western blotting was used to determine the protein
level in lung tissues.

An Assessment of the Respiratory Function of Mice
The mice were anesthetized after 24 h of HSC treatment, and then
the trachea was cut open and a 2 mm stiff casing was introduced and
secured into the trachea. The catheter was connected to an
AniRes2005 lung function test system (Bestlab, Beijing, China).
The mice were mechanically ventilated at a rate of 90 breaths per
minute with a tidal volume (VT) of 10 mL/kg, utilizing a water
column to generate a positive end-expiratory pressure of 5 cm H,O.
We measured lung resistance (RL), expiratory resistance (Re), and
respiratory lung compliance (Cdyn).

Enzyme-Linked Immunosorbent (ELISA) Assay

After centrifuging the blood sample at 3000 rpm, 4°C for 20
minutes, serum samples were collected. Additionally, the BALF
was collected and the supernatant was centrifuged at 1600 rpm for
10 minutes at 4°C. Lung tissues were homogenized using a tissue
grinder (TP-24, Tianjin, China) and centrifuged at 3000 rpm
and 4°C for 20 minutes. The supernatant was collected and kept
at a temperature of -80°C. All samples were tested by using
ELISA Kits.

Histopathological Examination
The lung tissue samples were fixed with 4% paraformaldehyde
and embedded in paraffin. The paraffin sections were
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deparaffinized to water, and the sections were put into xylene I,
xylene II, absolute ethanol I, absolute ethanol II, 75% ethanol
successively and washed with tap water; then stained with
hematoxylin, differentiated with aqueous hydrochloric acid,
turned blue with ammonia water solution and then washed.
The sections were dehydrated with 85% and 95% gradient
ethanol and stained in eosin staining solution, then put into
anhydrous ethanol I, anhydrous ethanol II, anhydrous ethanol
III, dimethyl I, xylene II successively, and the film was mounted
with neutral gum. The pathological changes of the tissue were
observed by an optical microscope (UOP, DSZ5000X, China).
The histologic injury scores were graded on a scale of 0 to 4 as
previously studied (22). Briefly, the severity of lung damage was
rated using the following scoring system: 0: there is no harm and
everything looks to be normal; 1, Minimal (damage of up to 25%
of the field); 2, mild (injury of 25-50%of the field);3, moderate
(injury of 50-75% of the field); and 4, severe (injury of >75% of
the field). A pathologist who was unaware of the experiment
examined tissue slices.

Lung Index
The lungs were collected and weighed, and the mice’s lung index
was computed as follows:

Lung index( %) = lung weight (g) /body weight (g) x 100

Data Analysis

Each experiment was carried out at least three times. The
statistical significance analysis was conducted using the
GraphPad Prism 6.0 software (GraphPad Software, San Diego,
CA). To compare groups, a one-way ANOVA with Dunnett’s
multiple comparisons test was performed. Significant differences
were defined as those with a P value less than 0.05 (P < 0.05).

RESULTS

HSC Regulates LPS-Induced Pro-
Inflammatory Transcription

As shown in Figure 1A, HSC is a triterpenoid saponin. Our findings
showed that HSC (20, 40, and 80 uM) had no significant toxicity in
RAW?264.7, J774A.1, and THP-1 cells, respectively (Figure 1B).
Epigenetic regulation is a key determinant of gene expression in
sepsis (23). At the beginning of the infection, host-pathogen
interactions usually lead to epigenetic changes in host cells that
favor pathogen survival. At the same time, the host inflammatory
response is characterized by epigenetic alterations in key regulatory
genes, including TNF-a and IL-6 (24). TNF-o and IL-6 levels
significantly increased in LPS-stimulated RAW 264.7 cells
(P<0.001), while HSC (20, 40, and 80 uM) suppressed the level of
TNF-o. and IL-6 (Fig 1C and D) (F=1494, P<0.0001; F=1882,
P<0.0001), which were further confirmed by ]J774A.1 (F=682.6,
P<0.0001; F=2046, P<0.0001) and THP-1 cells (F=1756, P<0.0001;
F=91.33, P<0.0001) (Fig 1E-H). Simultaneously, the qRT-PCR
results indicated that HSC suppressed TNF-oo and IL-6 at the
gene expression level as well (F=555.6, P<0.0001; F=98.56,
P<0.0001) (Figure S1A).

Effects of HSC on the NF-xB Pathway

NF-xB, a transcription factor, is a heterodimer composed of
p50 and p65, of which p65 is its most common form of
transcriptionally activated component transcription factor (25),
and has a crucial role in LPS-induced inflammation (26). The
production of inflammatory mediators TNF-a and IL-6 as a result
of LPS-induced nuclear translocation of NF-kB/p65 has been
shown (27). The p-p65 protein expression was increased in LPS-
stimulated macrophages, while pre-treatment with HSC
dramatically reduced p-p65 protein expression (Figures 2A-C).
Furthermore, LPS promoted the dissociation of NF-kB/p65 in
the cytoplasm across the nuclear membrane into the nucleus
in RAW264.7 cells, and HSC prevented NF-kB/p65 from
translocation into the nucleus (Figure 2D), which was further
confirmed by the immunofluorescence data (Figure 2E). Thus,
we have concluded that HSC could reverse the LPS-induced
nuclear translocation of NF-kB/p65.

NF-kB could be activated by multiple kinase signaling
cascades and regulated by multiple factors (28). A previous
study indicated that the protein kinase PKC could regulate the
phosphorylation of p65 (29). Furthermore, Bing-C Chen et al.
demonstrated that Ro 31-8220 (a PKC inhibitor) reduced
the nuclear translocation of P65 that had been activated with
LPS in J774A.1 cells (30), and Thu-Huyen Pham et al. also
demonstrated that PKC is an upstream regulator of NF-xB (31).
J. Wu et al. found that inhibition of p-TAK1 could further inhibit
downstream activation of the signaling cascade, and thus NF-«xB
activation (32). As shown in Figures 2A-C, HSC significantly
inhibited phosphorylation of TAK1 and PKCo. in LPS-induced
macrophages. Taken together, the results suggested that
HSC inhibited NF-xB nuclear translocation in LPS-stimulated
macrophages via the TAK1/PKCo pathway.

HSC Inhibits the Activation of NLRP3
Inflammasome

NLRP3 inflammasome plays a crucial role in inflammatory
illnesses (33). To examine the effect of HSC on NLRP3
inflammasome, we investigated the NLRP3 inflammasome-
associated proteins expression including NLRP3, ASC, caspase-
1, and IL-1P. As shown in Figures 3A, B, LPS+ATP increased
the expression of cleaved-caspase-1 and cleaved-IL-1f, which
was significantly attenuated by HSC pretreatment. ELISA was
used to determine the level of IL-1P in the supernatant, which is
consistent with the protein expression (Figures 3C, D) (F=70.78,
P<0.0001; F=117.8, P<0.0001). The inflammasome is a multi-
protein complex that recruits pro-caspase-1 via ASC and
then proceeds to cleave the cytokine precursors pro-IL-1B and
pro-IL-18 into mature IL-1B and IL-18 (34). As shown in
Figures 3A, B, LPS+ATP exerted no effects on the expression of
ASC and caspase-1. However, immunofluorescence results
showed a significant increase in ASC spots (green spots) in LPS
+ATP-stimulated THP-1 cells, and the ASC spot (green spot)
formation was decreased by HSC (80 uM) (Figure 3E). The
immunofluorescence results showed that LPS+ATP-triggered
J774A.1 cells activated caspase-1 expression, while the activation
of caspase-1 was suppressed by HSC (Figure 3F).
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FIGURE 2 | Effect of HSC on NF-kB pathway. RAW264.7, J774A.1, THP-1 cells were treated with HSC for 4 h then LPS (1 ug/mL) was added for 2 h. The protein
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nucleus of RAW264.7 cells was detected by western blotting (D) and immunofluorescence (E) (Scale bar = 20 um).; *P < 0.001 compared to control alone group;

A two-signal model for how the NLRP3 inflammasome is
primed. It could be caused by microbial components or
endogenous cytokines to activate the transcription factor NF-«B,
resulting in the up-regulation of NLRP3 and pro-IL-1B. The

activation signal comes from a variety of factors like extracellular
ATP, RNA viruses, and particulate matter. Multiple molecular or
the assembly of NLRP3, ASC, and caspase-1 into inflammasome
to promote pro-IL-1B uncapping into IL-1P release into the
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followed by ATP (5 mM) co-culture for 30 min; (A, B) NLRP3 inflammasome related proteins NLRP3, ASC, caspaset, caspase-1p20, IL-1B, and IL-1B p17 were
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determined by immunofluorescence in THP-1 cells; (F) Cleaved-caspase-1 activation was determined by immunofluorescence in J774A.1 cells; (G) Plasmids of EGFP-
NLRP3 were transfected into J774A.1 cells for 48 h, NLRP3 activation was determined by immunofluorescence; (H) The proteins were immunoprecipitated with ASC
using magnetic beads, and the immunocomplexes were identified by western blotting. (I) Using magnetic beads, the obtained proteins were immunoprecipitated with
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***P < 0.001, versus the LPS+ATP group, (n=3).
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extracellular (35). LPS+ATP increased the expression of NLRP3,
which was significantly attenuated by HSC (Figures 3A, B).
J774A.1 cells were transfected with an EGFP-NLRP3 plasmid.
Immunofluorescence intensity showed the same results as western
blotting (Figure 3G). Using Co-IP assays, we found that HSC
significantly decreased the formation of NLRP3 and ASC
complexes when LPS+ATP was added to the cells (Figure 3H).
HSC also dramatically decreased the formation of NLRP3, ASC,
caspase-1 complexes (Figure 3I). Thus, these results indicated that
HSC could inhibit NLRP3 inflammasome activation.

Effect of HSC on Ca®* Release in
Macrophages

Ca®" has an irreplaceable regulatory role in many cell functions
and is a vital signal factor in the inflammatory response (36).

J774A1
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Fluo-3AM

Merge
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*P < 0.01, and **P <0 .001, versus the LPS group, (n=3).
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The Ca®* release was detected by using immunofluorescent, the
level of Ca®" significantly increased in LPS-treated cells, while
HSC suppressed the Ca®" release (Figure 4A). As shown in
Figures 4C, D, the flow cytometry analysis revealed that HSC
decreased Ca®* level, which was further confirmed by J774A.1
cells transfected with an EGFP-Ca®" plasmid (Figure 4B). Taken
together, the results indicated that HSC inhibited LPS-stimulated
Ca’" release.

Effect of HSC on the PIP2 Signaling
Pathway

PLC degrades PIP2 lipids and regulates multiple cellular events
(12). Activation of PKC and release of intracellular calcium from
the endoplasmic reticulum are mediated by DAG and IP3, which
are produced by PLCY2 catalyzing PIP2 (37), leading to the
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FIGURE 4 | Effect of HSC on Ca®* release in macrophages. RAW264.7, J774A.1, THP-1 cells were treated with HSC for 4 h and incubated with LPS for 6 h; (A)
J774A.1 and THP-1 cells were stained with Fluo-3/AM (10 uM) for 1 h. The images were captured by fluorescence microscopy (Scale bar=10 um); (B) Plasmid of
EGFP-Ca* was transfected in J774A.1 cells for 48 h, Ca* fluorescence was determined by immunofluorescence (Scale bar=20 um); (C, D) RAW264.7 and THP-1
cells were stained with Fluo-3/AM for 1 h, and the fluorescence intensity was assessed by flow cytometry; *P < 0.001 compared to control alone group; *P < 0.05,

Frontiers in Immunology | www.frontiersin.org

February 2022 | Volume 13 | Article 846384


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Han et al.

Hederasaponin C Exerts Protection Against ALI

activation of the NF-xB and NLRP3 inflammasome pathways
(16, 38). As shown in Figure 5A, LPS stimulation up-regulated
PIP2, IP3, and DAG expression, while pretreatment with HSC
slightly down-regulated PIP2, IP3, and DAG protein expression.
Pretreatment with HSC increased PLCy2 protein expression in
RAW264.7 cells. It was further verified in J774A.1 and THP-1
cells (Figures 5B, C). Meanwhile, the qRT-PCR study indicated
that PIP2, PLCy2, DAG, and IP3 were obtained similar at the
gene expression level in LPS-induced J774A.1 cells (F=63.25,
P<0.0001; F=660.8, P<0.0001; F=129.1, P<0.0001; F=40.13,
P=0.0003) (Figure S1B). Immunofluorescence results showed
that PLCY2 fluorescence (red) was significantly diminished under
LPS-induced RAW264.7 cells, while red fluorescence was
stronger in the HSC group, suggesting that HSC could
promote PLCY2 expression (Figure 5D). We also further
examined the effect on PIP2 expression by using flow
cytometry and immunofluorescence. As shown in Figure 5E,
LPS-stimulated PIP2 expression in RAW264.7 cells was
increased, while HSC inhibited PIP2 expression. The
immunofluorescence results showed that PIP2 fluorescence
(green) was significantly increased in LPS-stimulated
RAW264.7 and THP-1 cells, while the green fluorescence was
weaker in the HSC group (Figure 5F).

HSC Inhibits the Activation of TAK1

via PIP2

TAKI, a highly conserved MAPK Kkinase, is a key regulator in the
innate immune response (39). PIP2 lipids bind directly to TAK1
at W241 and N245. TAK1 activation and the associated
generation of pro-inflammatory cytokines are eliminated when
PIP2’s binding affinity is impaired or the PIP2 binding site is
mutated (12). As shown in Figures 6A, B, LPS-stimulated
RAW264.7 and THP-1 cells increased interaction of
endogenous TAK1 with endogenous PIP2, while HSC
attenuated the combination between TAKI and PIP2.

HSC Protects LPS-Induced ALI and
Improves Respiratory Function

In this study, the sepsis model was established to investigate the
effect of HSC on ALL Intratracheal non-invasive instillation of
LPS (15 mg/kg, i.t.) was used to successfully establish a sepsis
model (Figure 7A). In the LPS-induced sepsis group, all mice
died within 156 h. However, HSC (5, 10, and 20 mg/kg) rescued
the mice’s survival rate (40%, 60%, and 70%) in 156 h
(Figure 7B), of which the effect was similar to that of the
DEX, a positive drug (70%). Furthermore, respiratory
mechanics research revealed that the resistance of the lung
(RL) and resistance of expiration (Re) were increased in the
LPS group, while they were significantly decreased in the HSC-
treated group (Figures 7C, D) (F=7.321, P<0.0001; F=10.21,
P<0.0001). HSC significantly increased respiratory lung
compliance (Cdyn) level (Figure 7E) (F=11.78, P<0.0001).

HSC Ameliorates LPS-Induced ALI in Mice

To validate HSC’s therapeutic effects on ALI, mice were treated
with LPS by non-invasive intratracheal instillation, and the lung

index, white blood cells (WBC), neutrophil, and lymphocyte
were measured, along with hematoxylin and eosin (H&E)
(Figure 8A). The findings suggested that LPS increased the
lung index and caused damage and enlargement of the lung,
which was considerably reduced by the treatment with HSC
(Figure 8B) (F=61.15, P<0.0001). The excessive rise in white
blood cells (WBC), neutrophils, and lymphocyte levels caused by
LPS was dramatically reduced after treatment with HSC
(Figures 8C-E) (F=5.085, P=0.0007; F=17.42, P<0.0001;
F=5.098, P=0.0007). And the body weight was not affected by
HSC compared to the LPS group (Figures S2A, B) (F=28.56,
P>0.05). Additionally, H&E staining results revealed that LPS
induced alveolar interstitial exudation disrupted the normal
structure of alveoli, and resulted in the infiltration of a high
number of inflammatory cells. HSC, as well as the DEX,
ameliorated lung tissue damages (Figure 8F).

HSC Regulates the Inflammatory

Process of ALI

LPS-induced lung inflammation is a typical form of ALI with the
production of inflammatory cytokines such as TNF-a, IL-1f,
and IL-6 (40). To test the effect of HSC on the inflammatory
response in ALI the serum, BALF, and lung tissues were
collected, and the level of inflammatory response was
determined. Our results indicated that LPS increased the level
of TNF-o, IL-1B, and IL-6 in serum, BALF, and lung tissues,
while DEX and HSC decreased the level of TNF-q, IL-6, and IL-
1B in serum (Figures 9A-C) (F=50.84, P<0.0001; F=34.24,
P<0.0001; F=94.84, P<0.0001), TNF-q, IL-6, and IL-1B in
BALF (Figures 9D-F) (F=37.68, P<0.0001; F=26.37, P<0.0001;
F=31.71, P<0.0001), and TNF-a, IL-6, and IL-1P in lung tissues
(Figures 9G-I) (F=36.24, P<0.0001; F=23.57, P<0.0001; F=16.07,
P<0.0001). These results demonstrated that HSC had a
significant anti-inflammatory effect on ALL

HSC Ameliorates ALI in Mice by
Regulating the PIP2/NF-xB/NLRP3
Pathway

A recent study shows NF-«B has a critical role in ALI formation
and progression (41). LPS stimulates the NF-«B signaling pathway
in lung tissue, resulting in the release of pro-inflammatory
cytokines such as IL-1B, IL-6, and TNF-o. in lung tissue (42).
Our results showed that the phosphorylation of TAK1, PKCa, and
p65 in lung tissue was significantly increased by LPS, whereas
phosphorylation of TAK1, PKCa, and p65 was significantly
decreased by DEX and HSC. (Figure 10A).

A previous study revealed that the participation of the NLRP3
inflammasome is required for the development of ALI (43).
When the NLRP3 inflammasome was activated, cleaved-caspase-
1 and cleaved-IL-1[3 were over-expressed, leading to neutrophil
recruitment, which in turn promotes the development of ALI
(44). As shown in Figure 10B, LPS increased the expression of
NLRP3, cleaved-caspase-1, and cleaved-IL-1p, all of which were
reversed by treatment with HSC and DEX. The expression of
PIP2, DAG, and IP3 proteins was up-regulated and PLCy2
protein expression was down-regulated by LPS stimulated,
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while DEX and HSC significantly reversed the expression of
these proteins (Figures 10C, D).

DISCUSSION

ALl s a disease that loses lung function and has a high death rate,
which is caused by an uncontrolled inflammatory response. The
study has been shown that the pathogenesis of ALI is
summarized as the early alveolar inflammation accompanying
lung injury (45, 46). Gram-negative bacteria produce large
amounts of LPS, which is a significant component of the
bacterium, causes a strong immune response in animals, and is
used to induce ALI/ARDS (47). HSC, a natural product isolated
from the plant Pulsatilla chinensis (Bunge), has a wide range of
biological activity (19). However, the precise mechanism of
HSC’s anti-inflammatory action, as well as its therapeutic effect
on ALI has not yet been illustrated clearly. In this study, it was
determined that HSC had anti-inflammatory activity in LPS-
induced macrophages, that HSC had a therapeutic effect in LPS-
induced ALL

Under the action of pathogenic microorganisms, it activates
the target cells in the lung and promotes the cells to secrete
inflammatory mediators likes TNF-o, IL-6, and IL-1f. These
cytokines cause endothelial cells to become more active and cause
edema in the lung, which can be life-threatening (48). TNF-o
and IL-6 are important cytokines in the development of ALI,
which can activate the endothelial cells and lead to pulmonary
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FIGURE 6 | HSC inhibits the activation of TAK1 via PIP2. RAW264.7 (A), THP-1 (B) cells treated with HSC for 4 h, and then induced by LPS (1 pug/ml) for 1 h; The
collected proteins were immunoprecipitated with PIP2 using magnetic beads, and immunocomplexes were determined by western blotting; **#P < 0.001 compared

edema (49). Macrophages release the active cytokine IL-1j,
which is increased in serum, BALF, and lung tissue of ALL
Persistent and increasing IL-1P levels are associated with poor
prognosis (7). In addition, neutrophils, lymphocytes, and
leukocytes play an irreplaceable role in mediating inflammatory
and immune responses, which not only kill invading pathogenic
microorganisms but also exacerbate tissue and organ damage
(50). Therefore, seeking drugs that can reduce inflammatory
cytokines, neutrophils, lymphocytes, and leukocytes is an
effective strategy of the treatment with ALI. Our findings
revealed that HSC could greatly suppress the production of
TNF-0, IL-6 and IL-1P in macrophages cells stimulated by
LPS/LPS+ATP. In addition, HSC has a therapeutic effect on
ALI through decreasing the concentration of neutrophils,
lymphocytes and leukocytes, inhibiting the inflammatory
cytokines production such as TNF-o, IL-1f, and IL-6, and
ameliorating the lesion of lung tissues and the inflammation
infiltration in the alveolar.

The NF-xB signaling pathway has an irreplaceable role in
regulating excessive inflammatory damage and response (51, 52).
When the NF-xB signaling pathway is engaged, inflammatory
factors like TNF-0, IL-6, and IL-1P are generated during ALI (53,
54). TAK1 is a required kinase for TLR4-mediated NF-xB
activation (32). PKC inhibitor Ro 31-8220 inhibits LPS-
stimulated NF-xB activation, indicating that PKC is a
complementary route for LPS-mediated NF-kB activation (30).
Our findings showed that HSC significantly decreased LPS-
induced phosphorylation of TAK1, PKCo, and p65, as well as
p65 nuclear translocation in LPS-stimulated macrophages and-
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24h, blood samples were collected, neutrophils, (C) Resistance of lung (RL), (D) resistance of expiration (Re), and (E) respiratory lung compliance (Cdyn) levels were
detected using an AniRes2005 lung function test system, (n=6). ##p < 0,001 compared to control alone group; *P < 0.05, P < 0.01, and ***P < 0.001 versus the

induced ALI mice. Collectively, the NF-xB pathway participates
in the therapeutic effect of HSC on LPS-induced ALL

In LPS+ATP-stimulated macrophage cells, the intracellular Ca®
" balance is disrupted, which promotes the activation of NLRP3
inflammasome (55). When the NLRP3 inflammasome is activated,
the production of cleaved caspase-1 and mature IL-1f3 is increased,
resulting in the neutrophil recruitment to develop ALI (35). As a
result, suppression of NLRP3 inflammasome activation offers an
alternate method for ALI therapy. Our finding revealed that HSC

had an anti-inflammatory activity by preventing the activation of
NLRP3 inflammasomes and inhibiting the expression of NLRP3,
cleaved-caspase-1, and cleaved-IL-1P and the release of IL-1f. In
addition, HSC also inhibited NLRP3, cleaved caspase-1, and
cleaved IL-1B expression in the lung tissue of LPS-induced
ALI mice.

Acute lung injury is characterized by epigenetic instability,
one of its most prominent characteristics, which is involved in
altered chromatin remodeling, dysregulation of non-coding
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RNA (ncRNA), histone modifications, and altered DNA
methylation status (56). These modifications alter gene
expression, replication, and DNA repair. Phosphatidylinositol
is one of the crucial factors in inflammation development. It can
also induce various types of DNA damage and modifications in
DNA structure (9). PIP2 works as a transcription activator by
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FIGURE 9 | HSC regulates the inflammatory process of ALI. The mice were treated with LPS (4 mg/kg, i.t.). After LPS injection, mice were treated with HSC at 0 and
12 h, and the corresponding indexes were measured 24 h later. (A—C) The serum of mice was collected to determine the inflammatory cytokines TNF-a,, IL-1 and IL-6
were detected by ELISA (n=12); (D-F) The BALF of mice were collected to determine the inflammatory cytokines TNF-a, IL-18, and IL-6 were detected by ELISA (n=6);
(G-1) The lung tissue of mice were collected to determine the inflammatory cytokines TNF-a, IL-18 and IL-6 were detected by ELISA (n=6). ***P < 0.001 compared to
control alone group; *P < 0.05, **P < 0.01, and ***P < 0.001 versus the LPS group.

interfering with the capacity of both RNA polymerases I and II
to bind DNA to change the chromatin structure (57). PLCy2,
one of the key enzymes in the phosphoinositide metabolism
system, hydrolyzes PIP2 to generate two-second messengers,
inositol IP3 and DAG. DAG mediates the activation of
PKC and IP3 triggers the release of Ca®" in the cells (9, 58).
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PIP2 inhibits the activation of TKA1 by directly interacting with
TAKI, to inhibit the production of pro-inflammatory cytokines
(12). In this study, our data indicated that HSC inhibited the
expression of PIP2, IP3, DAG, and promoted the expression of
PLCy2. The immunofluorescence and flow cytometry analysis
indicated that HSC inhibited the release of Ca®* in macrophages
stimulated by LPS. In LPS-induced ALIL, HSC suppressed PIP2,
IP3, and DAG expression, and enhanced PLCY2 expression.
Taken together, these results suggested HSC reduced the
calcium level via PIP2 signaling pathway, which subsequently

inhibited the activation of NLRP3 inflammasome, and protected
LPS-ALI mice.

In conclusion, we found that HSC, a triterpenoid saponin,
inhibited PIP2, an epigenetic regulator, to exert a therapeutic
effect on ALI. HSC significantly suppressed cytokines storm like
IL-6, IL-1B, and TNF-o. through the NF-«B pathway, the NLRP3
inflammasome, and intracellular Ca**-related signaling
pathways, all of which were affected by PIP2 (Figure 11).
Thus, HSC might target PIP2 to exert an anti-inflammatory
effect in vitro and in vivo. However, the detailed target is
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remaining to be further studied. Of interest, HSC inhibited pro-
inflammatory cytokines storm and ameliorated the injury of lung
tissue, of which the phenomenon is similar to a patient infected
by SARS-CoV-2, suggesting that HSC might be a potential agent
to treat with COVID-19, which is deserved to study in
further study.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material. Further inquiries can be
directed to the corresponding author.

ETHICS STATEMENT

The animal study was reviewed and approved by Guangxi
University of Chinese Medicine (approval document number:
SYXK-GUI-2019-0001).

AUTHOR CONTRIBUTIONS

HG designed the research. SH and RY conducted chemical
experiments and part of anti-inflammatory experiments. SH, Q-
QW, and YZ conducted experiments in vivo. SH, YC, and JH wrote
the manuscript. SY and HG revised the manuscript. All authors
contributed to the article and approved the submitted version.

Frontiers in Immunology | www.frontiersin.org

February 2022 | Volume 13 | Article 846384


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Han et al.

Hederasaponin C Exerts Protection Against ALI

ACKNOWLEDGMENTS

We would like to appreciate the support from the Guangxi
Science and Technology Base and Talent Special Project
(2018AD19034), the National Natural Science Foundation of
China (NSFC, 81803807, China), Guangxi Natural Science
Foundation (2018]JB140265), the Project of Guangxi Overseas
“100 persons plan” High-level Expert, the Innovation Project of
Guangxi Graduate Education (YCSW2019176), and the Project

REFERENCES

1.

10.

11.

12.

13.

14.

15.

Zhu N, Zhang D, Wang W, Li X, Yang B, Song J, et al. A Novel Coronavirus
From Patients With Pneumonia in China, 2019. N Engl ] Med (2020) 382:727-
33. doi: 10.1056/NEJM0a2001017

. Mitchell WB. Thromboinflammation in COVID-19 Acute Lung Injury.

Paediatr Respir Rev (2020) 35:20-4. doi: 10.1016/j.prrv.2020.06.004

. Nadeem A, Al-Harbi NO, Ahmad SF, Al-Harbi MM, Alhamed AS, Alfardan

AS, et al. Blockade of Interleukin-2-Inducible T-Cell Kinase Signaling
Attenuates Acute Lung Injury in Mice Through Adjustment of Pulmonary
Th17/Treg Immune Responses and Reduction of Oxidative Stress. Int
Immunopharmacol (2020) 83:106369. doi: 10.1016/j.intimp.2020.106369

. Nadeem A, Siddiqui N, Al-Harbi NO, Attia SM, AlSharari SD, Ahmad SF.

Acute Lung Injury Leads to Depression-Like Symptoms Through
Upregulation of Neutrophilic and Neuronal NADPH Oxidase Signaling in
a Murine Model. Int Immunopharmacol (2017) 47:218-26. doi: 10.1016/
j.intimp.2017.04.010

. Kubo H. Acute Lung Injury/Acute Respiratory Distress Syndrome: Progress in

Diagnosis and Treatment. Topics: IV. Recent Topics: 3. Cell Therapy for
ARDS, Nihon Naika Gakkai Zasshi. ] Jpn Soc Intern Med (2011) 100(6):1613-8.
doi: 10.2169/naika.100.1613

. Nadeem A, Ahmad SF, Al-Harbi NO, Al-Harbi MM, Ibrahim KE, Kundu S,

et al. Inhibition of Spleen Tyrosine Kinase Signaling Protects Against Acute
Lung Injury Through Blockade of NADPH Oxidase and IL-17A in
Neutrophils and y8 T Cells Respectively in Mice. Int Immunopharmacol
(2019) 68:39-47. doi: 10.1016/j.intimp.2018.12.062

. Cross LM, Matthay MA. Biomarkers in Acute Lung Injury: Insights Into the

Pathogenesis of Acute Lung Injury. Crit Care Clin (2011) 27(2):355-77.
doi: 10.1016/j.ccc.2010.12.005

. Kany S, Vollrath JT, Relja B. Cytokines in Inflammatory Disease. Int ] Mol Sci

(2019) 20(23):6008. doi: 10.3390/ijms20236008

. Ulicna L, Paprckova D, Faberova V, Hozak P. Phospholipids and Inositol

Phosphates Linked to the Epigenome. Histochem Cell Biol (2018) 150(3):245-
53. doi: 10.1007/s00418-018-1690-9

Chen C, He Y, Feng Y, Hong W, Luo G, Ye Z. Long non-Coding RNA Review
and Implications in Acute Lung Inflammation. Life Sci (2021) 269:119044.
doi: 10.1016/j.1f5.2021.119044(2021)119044

Coll RC, Robertson AA, Chae JJ, Higgins SC, Munoz-Planillo R, Inserra MC,
et al. A Small-Molecule Inhibitor of the NLRP3 Inflammasome for the
Treatment of Inflammatory Diseases. Nat Med (2015) 21(3):248-55.
doi: 10.1038/nm.3806

Wang L, Zhou Y, Chen Z, Sun L, Wu ], Li H, et al. PlcB2 Negatively Regulates
the Inflammatory Response to Virus Infection by Inhibiting
Phosphoinositide-Mediated Activation of TAK1. Nat Commun (2019) 10
(1):1-13. doi: 10.1038/s41467-019-08524-3

Rathinam VA, Fitzgerald KA. Inflammasome Complexes: Emerging
Mechanisms and Effector Functions. Cell (2016) 165(4):792-800.
doi: 10.1016/j.cell.2016.03.046

Cao F, Huang C, Cheng J, He Z. B-Arrestin-2 Alleviates Rheumatoid Arthritis
Injury by Suppressing NLRP3 Inflammasome Activation and NF-xb Pathway
in Macrophages. Bioengineered (2022) 13(1):38-47. doi: 10.1080/
21655979.2021.2003678

Lee G-S, Subramanian N, Kim AI, Aksentijevich I, Goldbach-Mansky R, Sacks
DB, et al. The Calcium-Sensing Receptor Regulates the NLRP3 Inflammasome

of cultivating High-level Talent Teams in the Qi Huang Project
of Guangxi University of Chinese Medicine (2020002).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fimmu.2022.846384/
full#supplementary-material

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Through Ca 2+ and cAMP. Nature (2012) 492(7427):123-7. doi: 10.1038/
nature11588

Murakami T, Ockinger J, Yu J, Byles V, McColl A, Hofer AM, et al.
Critical Role for Calcium Mobilization in Activation of the NLRP3
Inflammasome. Proc Natl Acad Sci (2012) 109(28):11282-7. doi: 10.1073/
pnas.1117765109

Zhang Z, Meszaros G, He W-T, Xu Y, de Fatima Magliarelli H, Mailly L, et al.
Protein Kinase D at the Golgi Controls NLRP3 Inflammasome Activation.
J Exp Med (2017) 214(9):2671-93. doi: 10.1084/jem.20162040

Kang N-X, Zhu Y-J, Zhao J-P, Zhu W-F, Liu Y-L, Xu Q-M, et al.
Antischistosomal Activity of Hederacochiside C Against Schistosoma
Japonicum Harbored in Experimentally Infected Animals. ] Asian Nat Prod
Res (2017) 19(4):402-15. doi: 10.1080/10286020.2016.1208181

Shen W. Pharmacodynamic Evaluation and Mechanism of Hederasaponin C
in Anti-Inflammatory Bowel Disease. Jiangxi Univ Tradit Chin Med (2019)
1-72. doi: 10.27180/d.cnki.gjxzc.2019.000149

Yuan R, Zhao W, Wang Q-Q, He J, Han S, Gao H, et al. Cucurbitacin B
Inhibits Non-Small Cell Lung Cancer In Vivo and In Vitro by Triggering
TLR4/NLRP3/GSDMD-Dependent Pyroptosis. Pharmacol Res (2021)
170:105748. doi: 10.1016/j.phrs.2021.105748

Yuan R, Li Y, Han S, Chen X, Chen ], He J, et al. Fe-Curcumin Nanozyme-
Mediated Reactive Oxygen Species Scavenging and Anti-Inflammation for
Acute Lung Injury. ACS Cent Sci (2021) 8(1):10-21. doi: 10.1021/acscentsci.
1c00866

Wu X, Kong Q, Xia Z, Zhan L, Duan W, Song X. Penehyclidine Hydrochloride
Alleviates Lipopolysaccharide-Induced Acute Lung Injury in Rats: Potential
Role of Caveolin—1 Expression Upregulation. Int | Mol Med (2019) 43
(5):2064-74. doi: 10.3892/ijmm.2019.4117

Binnie A, Tsang JL, Hu P, Carrasqueiro G, Castelo-Branco P, Dos Santos CC.
Epigenetics of Sepsis. Crit Care Med (2020) 48(5):745-56. doi: 10.1097/
CCM.0000000000004247

Hassan FI, Didari T, Khan F, Mojtahedzadeh M, Abdollahi M. The Role of
Epigenetic Alterations Involved in Sepsis: An Overview. Curr Pharm Des
(2018) 24(24):2862-9. doi: 10.2174/1381612824666180903114253

Barnes PJ, Karin M. Nuclear Factor-kb—a Pivotal Transcription Factor in
Chronic Inflammatory Diseases. N Engl ] Med (1997) 336(15):1066-71.
doi: 10.1056/NEJM199704103361506

Wang L, Wang M, Dou H, Lin W, Zou L. Sirtuin 1 Inhibits
Lipopolysaccharide-Induced Inflammation in Chronic Myelogenous
Leukemia K562 Cells Through Interacting With the Toll-Like Receptor 4-
Nuclear Factor k B-Reactive Oxygen Species Signaling Axis. Cancer Cell Int
(2020) 20(1):1-10. doi: 10.1186/s12935-020-1152-z

Yuan R, Huang L, Du L-], Feng J-F, Li J, Luo Y-Y, et al. Dihydrotanshinone
Exhibits an Anti-Inflammatory Effect In Vitro and In Vivo Through Blocking
TLR4 Dimerization. Pharmacol Res (2019) 142:102-14. doi: 10.1016/
j.phrs.2019.02.017

Yeung KC, Rose DW, Dhillon AS, Yaros D, Gustafsson M, Chatterjee D, et al.
Raf Kinase Inhibitor Protein Interacts With NF-xb-Inducing Kinase and
TAK1 and Inhibits NF-xb Activation. Mol Cell Biol (2001) 21(21):7207-17.
doi: 10.1128/MCB.21.21.7207-7217.2001

Lozano J, Berra E, Municio MM, Diaz-Meco MT, Dominguez I, Sanz L, et al.
Protein Kinase C Zeta Isoform is Critical for Kappa B-Dependent Promoter
Activation by Sphingomyelinase. ] Biol Chem (1994) 269(30):19200-2.
doi: 10.1016/S0021-9258(17)32152-X

Frontiers in Immunology | www.frontiersin.org

February 2022 | Volume 13 | Article 846384


https://www.frontiersin.org/articles/10.3389/fimmu.2022.846384/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.846384/full#supplementary-material
https://doi.org/10.1056/NEJMoa2001017
https://doi.org/10.1016/j.prrv.2020.06.004
https://doi.org/10.1016/j.intimp.2020.106369
https://doi.org/10.1016/j.intimp.2017.04.010
https://doi.org/10.1016/j.intimp.2017.04.010
https://doi.org/10.2169/naika.100.1613
https://doi.org/10.1016/j.intimp.2018.12.062
https://doi.org/10.1016/j.ccc.2010.12.005
https://doi.org/10.3390/ijms20236008
https://doi.org/10.1007/s00418-018-1690-9
https://doi.org/10.1016/j.lfs.2021.119044(2021)119044
https://doi.org/10.1038/nm.3806
https://doi.org/10.1038/s41467-019-08524-3
https://doi.org/10.1016/j.cell.2016.03.046
https://doi.org/10.1080/21655979.2021.2003678
https://doi.org/10.1080/21655979.2021.2003678
https://doi.org/10.1038/nature11588
https://doi.org/10.1038/nature11588
https://doi.org/10.1073/pnas.1117765109
https://doi.org/10.1073/pnas.1117765109
https://doi.org/10.1084/jem.20162040
https://doi.org/10.1080/10286020.2016.1208181
https://doi.org/10.27180/d.cnki.gjxzc.2019.000149
https://doi.org/10.1016/j.phrs.2021.105748
https://doi.org/10.1021/acscentsci.1c00866
https://doi.org/10.1021/acscentsci.1c00866
https://doi.org/10.3892/ijmm.2019.4117
https://doi.org/10.1097/CCM.0000000000004247
https://doi.org/10.1097/CCM.0000000000004247
https://doi.org/10.2174/1381612824666180903114253
https://doi.org/10.1056/NEJM199704103361506
https://doi.org/10.1186/s12935-020-1152-z
https://doi.org/10.1016/j.phrs.2019.02.017
https://doi.org/10.1016/j.phrs.2019.02.017
https://doi.org/10.1128/MCB.21.21.7207-7217.2001
https://doi.org/10.1016/S0021-9258(17)32152-X
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Han et al.

Hederasaponin C Exerts Protection Against ALI

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44.

45.

46.

Chen BC, Lin WW. PKC-And ERK-Dependent Activation of Ixb Kinase by
Lipopolysaccharide in Macrophages: Enhancement by P2Y Receptor-
Mediated CaMK Activation. Br J Pharmacol (2001) 134(5):1055-65.
doi: 10.1038/sj.bjp.0704334

Pham T-H, Kim M-S, Le M-Q, Song Y-S, Bak Y, Ryu H-W, et al. Fargesin
Exerts Anti-Inflammatory Effects in THP-1 Monocytes by Suppressing PKC-
Dependent AP-1 and NF-xB Signaling. Phytomedicine (2017) 24:96-103.
doi: 10.1016/j.phymed.2016.11.014

Wu J, Powell F, Larsen NA, Lai Z, Byth KF, Read J, et al. Mechanism and In
Vitro Pharmacology of TAKI Inhibition by (5 Z)-7-Oxozeaenol. ACS Chem
Biol (2013) 8(3):643-50. doi: 10.1021/cb3005897

Wang Z, Zhang S, Xiao Y, Zhang W, Wu S, Qin T, et al. NLRP3
Inflammasome and Inflammatory Diseases. Oxid Med Cell Longev (2020)
2020:4063562. doi: 10.1155/2020/4063562

Wu KK-L, Cheung SW-M, Cheng KK-Y. NLRP3 Inflammasome Activation in
Adipose Tissues and its Implications on Metabolic Diseases. Int | Mol Sci
(2020) 21(11):4184. doi: 10.3390/ijms21114184

Kelley N, Jeltema D, Duan Y, He Y. The NLRP3 Inflammasome: An Overview
of Mechanisms of Activation and Regulation. Int ] Mol Sci (2019) 20(13):3328.
doi: 10.3390/ijms20133328

Ribeiro CMP. The Role of Intracellular Calcium Signals in Inflammatory
Responses of Polarised Cystic Fibrosis Human Airway Epithelia. Drugs R D
(2006) 7(1):17-31. doi: 10.2165/00126839-200607010-00002

Magno L, Lessard CB, Martins M, Lang V, Cruz P, Asi Y, et al. Alzheimer’s
Disease Phospholipase C-Gamma-2 (PLCG2) Protective Variant Is a
Functional Hypermorph. Alzheimer’s Res Ther (2019) 11(1):1-11.
doi: 10.1186/513195-019-0469-0

Moscat J, Diaz-Meco MT, Rennert P. NF-xb Activation by Protein Kinase C
Isoforms and B-Cell Function. EMBO Rep (2003) 4(1):31-6. doi: 10.1038/
sj.embor.embor704

Kishimoto K, Matsumoto K, Ninomiya-Tsuji J. TAK1 Mitogen-Activated
Protein Kinase Kinase Kinase is Activated by Autophosphorylation Within its
Activation Loop. J Biol Chem (2000) 275(10):7359-64. doi: 10.1074/
jbc.275.10.7359

Li TJ, Zhao LL, Qiu J, Zhang HY, Bai GX, Chen L. Interleukin-17 Antagonist
Attenuates Lung Inflammation Through Inhibition of the ERK1/2 and NF-xb
Pathway in LPS-Induced Acute Lung Injury. Mol Med Rep (2017) 16(2):2225—
32. doi: 10.3892/mmr.2017.6837

Lv H, Zhu C, Liao Y, Gao Y, Lu G, Zhong W, et al. Tenuigenin Ameliorates
Acute Lung Injury by Inhibiting NF-kb and MAPK Signalling Pathways.
Respir Physiol Neurobiol (2015) 216:43-51. doi: 10.1016/j.resp.2015.04.010
Hu X, Qin H, Li Y, Li J, Fu L, Li M, et al. Biochanin A Protect Against
Lipopolysaccharide-Induced Acute Lung Injury in Mice by Regulating TLR4/
NF-xb and PPAR-y Pathway. Microb Pathog (2020) 138:103846. doi: 10.1016/
j.micpath.2019.103846

Grailer JJ, Canning BA, Kalbitz M, Haggadone MD, Dhond RM, Andjelkovic
AV, et al. Critical Role for the NLRP3 Inflammasome During Acute
Lung Injury. J Immunol (2014) 192(12):5974-83. doi: 10.4049/jimmunol.
1400368

Jones HD, Crother TR, Gonzalez-Villalobos RA, Jupelli M, Chen S, Dagvadorj
J, et al. The NLRP3 Inflammasome Is Required for the Development of
Hypoxemia in LPS/mechanical Ventilation Acute Lung Injury. Am ] Respir
Cell Mol Biol (2014) 50(2):270-80. doi: 10.1165/rcmb.2013-00870C
Matthay MA, Zimmerman GA. Acute Lung Injury and the Acute Respiratory
Distress Syndrome: Four Decades of Inquiry Into Pathogenesis and Rational
Management. Am ] Respir Cell Mol Biol (2005) 33(4):319-27. doi: 10.1165/
recmb.F305

Nadeem A, Al-Harbi N, Ahmad S, Ibrahim K, Siddiqui N, Al-Harbi M.
Glucose-6-Phosphate Dehydrogenase Inhibition Attenuates Acute Lung
Injury Through Reduction in NADPH Oxidase-Derived Reactive Oxygen
Species. Clin Exp Immunol (2018) 191(3):279-87. doi: 10.1111/cei.13097

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

Chen H, Bai C, Wang X. The Value of the Lipopolysaccharide-Induced Acute
Lung Injury Model in Respiratory Medicine. Expert Rev Respir Med (2010) 4
(6):773-83. doi: 10.1586/ers.10.71

Goodman RB, Pugin J, Lee JS, Matthay MA. Cytokine-Mediated
Inflammation in Acute Lung Injury. Cytokine Growth Factor Rev (2003) 14
(6):523-35. doi: 10.1016/s1359-6101(03)00059-5

Yang G, Gorshkov B, Sridhar S, Verin A, Lucas R, Hamacher J, et al. The Dual
Role of TNF in Pulmonary Edema. J Cardiovasc Dis Res (2010) 1(1):29-36.
doi: 10.4103/0975-3583.59983

Rosales C. Neutrophil: A Cell With Many Roles in Inflammation or Several
Cell Types? Front Physiol (2018) 9:113. doi: 10.3389/fphys.2018.00113
Tang KM, Chen W, Tang ZH, Yu XY, Zhu WQ, Zhang SM, et al. Role of the
Hippo-YAP/NF-xb Signaling Pathway Crosstalk in Regulating Biological
Behaviors of Macrophages Under Titanium Ion Exposure. J Appl Toxicol
(2021) 41(4):561-71. doi: 10.1002/jat.4065

Imam F, Al-Harbi NO, Al-Harbi MM, Ansari MA, Zoheir KM, Igbal M, et al.
Diosmin Downregulates the Expression of T Cell Receptors, Pro-
Inflammatory Cytokines and NF-xb Activation Against LPS-Induced Acute
Lung Injury in Mice. Pharmacol Res (2015) 102:1-11. doi: 10.1016/
j.phrs.2015.09.001

Chen R, Xie F, Zhao J, Yue B. Suppressed Nuclear Factor-Kappa B Alleviates
Lipopolysaccharide-Induced Acute Lung Injury Through Downregulation of
CXCR4 Mediated by microRNA-194. Respir Res (2020) 21(1):1-11.
doi: 10.1186/s12931-020-01391-3

Bakheet SA, Alrwashied BS, Ansari MA, Nadeem A, Attia SM, Alanazi MM,
et al. CXC Chemokine Receptor 3 Antagonist AMG487 Shows Potent Anti-
Arthritic Effects on Collagen-Induced Arthritis by Modifying B Cell
Inflammatory Profile. Immunol Lett (2020) 225:74-81. doi: 10.1016/j.imlet.
2020.06.014

Horng T. Calcium Signaling and Mitochondrial Destabilization in the
Triggering of the NLRP3 Inflammasome. Trends Immunol (2014) 35
(6):253-61. doi: 10.1016/j.it.2014.02.007

Tang ], Zhuang S. Epigenetics in Acute Kidney Injury. Curr Opin Nephrol
Hypertension (2015) 24(4):351. doi: 10.1097/MNH.0000000000000140
Ulicna L, Kalendova A, Kalasova I, Vacik T, Hozak P. PIP2 Epigenetically
Represses rRNA Genes Transcription Interacting With PHFS. Biochim
Biophys Acta (BBA)-Mol Cell Biol Lipids (2018) 1863(3):266-75.
doi: 10.1016/j.bbalip.2017.12.008

Dai L, Zhuang L, Zhang B, Wang F, Chen X, Xia C, et al. DAG/Pkcd and IP3/
Ca2+/CaMK Ii} Operate in Parallel to Each Other in Plcyl-Driven Cell
Proliferation and Migration of Human Gastric Adenocarcinoma Cells,
Through Akt/mTOR/S6 Pathway. Int ] Mol Sci (2015) 16(12):28510-22.
doi: 10.3390/ijms161226116

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Han, Yuan, Cui, He, Wang, Zhuo, Yang and Gao. This is an open-
access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Immunology | www.frontiersin.org

February 2022 | Volume 13 | Article 846384


https://doi.org/10.1038/sj.bjp.0704334
https://doi.org/10.1016/j.phymed.2016.11.014
https://doi.org/10.1021/cb3005897
https://doi.org/10.1155/2020/4063562
https://doi.org/10.3390/ijms21114184
https://doi.org/10.3390/ijms20133328
https://doi.org/10.2165/00126839-200607010-00002
https://doi.org/10.1186/s13195-019-0469-0
https://doi.org/10.1038/sj.embor.embor704
https://doi.org/10.1038/sj.embor.embor704
https://doi.org/10.1074/jbc.275.10.7359
https://doi.org/10.1074/jbc.275.10.7359
https://doi.org/10.3892/mmr.2017.6837
https://doi.org/10.1016/j.resp.2015.04.010
https://doi.org/10.1016/j.micpath.2019.103846
https://doi.org/10.1016/j.micpath.2019.103846
https://doi.org/10.4049/jimmunol.1400368
https://doi.org/10.4049/jimmunol.1400368
https://doi.org/10.1165/rcmb.2013-0087OC
https://doi.org/10.1165/rcmb.F305
https://doi.org/10.1165/rcmb.F305
https://doi.org/10.1111/cei.13097
https://doi.org/10.1586/ers.10.71
https://doi.org/10.1016/s1359-6101(03)00059-5
https://doi.org/10.4103/0975-3583.59983
https://doi.org/10.3389/fphys.2018.00113
https://doi.org/10.1002/jat.4065
https://doi.org/10.1016/j.phrs.2015.09.001
https://doi.org/10.1016/j.phrs.2015.09.001
https://doi.org/10.1186/s12931-020-01391-3
https://doi.org/10.1016/j.imlet.2020.06.014
https://doi.org/10.1016/j.imlet.2020.06.014
https://doi.org/10.1016/j.it.2014.02.007
https://doi.org/10.1097/MNH.0000000000000140
https://doi.org/10.1016/j.bbalip.2017.12.008
https://doi.org/10.3390/ijms161226116
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Hederasaponin C Alleviates Lipopolysaccharide-Induced Acute Lung Injury In Vivo and In Vitro Through the PIP2/NF-κB/NLRP3 Signaling Pathway
	Introduction
	Materials and Methods
	Reagents
	Cell Culture
	Cell Viability Assay
	Flow Cytometry
	Enzyme-Linked Immunosorbent Assay (ELISA)
	Live Cell Imaging
	Immunofluorescence
	Western Blotting Analysis
	Quantitative Real-Time PCR (qRT-PCR) Assay
	Animals Experiments
	LPS-Induced Acute Lung Injury of Mice
	An Assessment of the Respiratory Function of Mice
	Enzyme-Linked Immunosorbent (ELISA) Assay
	Histopathological Examination
	Lung Index

	Data Analysis

	Results
	HSC Regulates LPS-Induced Pro-Inflammatory Transcription
	Effects of HSC on the NF-κB Pathway
	HSC Inhibits the Activation of NLRP3 Inflammasome
	Effect of HSC on Ca2+ Release in Macrophages
	Effect of HSC on the PIP2 Signaling Pathway
	HSC Inhibits the Activation of TAK1 via PIP2
	HSC Protects LPS-Induced ALI and Improves Respiratory Function
	HSC Ameliorates LPS-Induced ALI in Mice
	HSC Regulates the Inflammatory Process of ALI
	HSC Ameliorates ALI in Mice by Regulating the PIP2/NF-κB/NLRP3 Pathway

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


