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ABSTRACT

Background: Phellodendrine, one of the characteristic and important active
components of Cortex phellodendri, has been proven to show anti-inflammatory
effects. However, the underlying mechanism of phellodendrine on inflammation
remains largely unclear.

Aim of the study: In this study, network pharmacology and experimental validation
were used to explore the underlying mechanism of phellodendrine on inflammation.
Materials and Methods: PubChem and SwissADME database were used to evaluate
the drug-likeness and other characteristics of phellodendrine. The targets of
phellodendrine for the treatment of inflammation were analyzed with multiple
databases. Other extensive analyses including protein—protein interaction, Gene
Ontology, and Kyoto Encyclopedia of Genes and Genomes pathway enrichment were
accomplished with the STRING database, Cytoscape software, and DAVID database.
Moreover, the effect of phellodendrine on anti-inflammation was proven in
RAW264.7.

Results: The network pharmacology results indicated that phellodendrine had drug
potential. Phellodendrine acted directly on 12 targets, including PTGS1, PTGS2,
HTRI1A, and PIK3CA, and then regulated cAMP, estrogen, TNF, serotonergic
synapse, and other signaling pathways to exert anti-inflammatory effects.

The experimental results showed that phellodendrine reduced the levels of IL-6
compared with the LPS group in 24 h and changed the mRNA expression of PTGS1,
PTGS2, HSP90abl, AKT1, HTR1A, PI3CA, and F10.

Conclusion: Our research preliminarily uncovered the therapeutic mechanisms of
phellodendrine on inflammation with multiple targets and pathways. Phellodendrine
may be a potential treatment for inflammation-related diseases related to the cAMP
and TNF signaling pathways.

Subjects Bioinformatics, Cell Biology, Computational Biology, Molecular Biology, Pharmacology
Keywords Phellodendrine, Inflammation, Network pharmacology, Multiple targets, Mechanism

INTRODUCTION

Inflammation is a tightly regulated system of markers that can orchestrate a response to
injury or infection and promote healing (Szabo, Burns ¢» Lantrip, 2022). Inflammation is
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implicated in the pathogenesis of many chronic physical and mental conditions, including
cancer, coronary heart disease, diabetes mellitus, obesity, ulcerative colitis, rumination,
depression, anxiety, borderline personality disorder, and schizophrenia (Szabo, Burns ¢
Lantrip, 2022; Liu et al., 2021; Chu et al., 2021; Berk et al., 2013; Su et al., 2021). Many
studies have reported the treatment of various diseases via anti-inflammatory methods.
As early as the nineteenth century, studies reported clinical evidence of the advantageous
effect of anti-inflammatory treatment in diabetes (Ebstein, 1876). IL-1 inhibitors
(anakinra), NF-kB inhibitors (salsalate), and TNF-a (etanercept) were used to ameliorate
insulin resistance (Rohm et al., 2022). The majority of the literature indicated that
anti-inflammatory agents (non-steroidal anti-inflammatory drugs and cytokine inhibitors)
show an antidepressant effect in patients with major depressive disorder (Bai et al., 2020).

Phellodendrine, which was discovered by a Japanese scholar in 1962, is one of the
characteristic and important active components of Cortex phellodendri (Li et al., 2016).
Cortex phellodendri (Huangbo in Chinese medicine) derived from the dried bark of
Phellodendron chinensis Schneid. or Phellodendron amurense Rupr. (Family Rutaceae)
(Chen et al., 2010) is a traditional herbal medicine widely used in China for over thousands
of years. Traditionally, Cortex phellodendri is used to reduce fever, eliminate steam, and
remove toxins (Sun, Lenon & Yang, 2019). Cortex phellodendri shows therapeutic effects
in multiple diseases such as meningitis, cirrhosis, dysentery, pneumonia, and tuberculosis
(Jiang et al., 2016; Sun, Lenon ¢ Yang, 2019). Recent pharmacological studies showed that
Cortex phellodendri has antibacterial, antidiarrheal, anti-apoptotic, and
anti-inflammatory effects (Chen et al., 2010; Jung et al., 2009; Bae, Shim ¢ Kim, 2011).
An increasing number of researchers are focusing their attention on the effect of
phellodendrine on inflammation and inflammation-related diseases. For example,
phellodendrine inhibits the cellular immune response as an immunosuppressor (Hattori
et al., 1992; Mori et al., 1994). Phellodendrine shows protective activity against
AAPH-induced oxidative stress, which is similar to the inflammatory response in vivo (Li
et al., 2016). Previous network pharmacology research has demonstrated that
phellodendrine can be used against diabetes mellitus through the calcium signaling
pathway, cGMP-PKG signaling pathway, and cAMP signaling pathway (Zhang et al,
2021). Phellodendrine may inhibit the proliferation or the migration of macrophages and
cytotoxic T lymphocytes in the glomeruli, showing high effectivity in anti-GBM nephritis
(Hattori et al., 1992). Phellodendrine can reduce the intestinal damage of ulcerative colitis,
which is a gastrointestinal inflammatory disease (Su ef al., 2021). However, the underlying
comprehensive mechanism of phellodendrine on the common status of inflammation is
unclear.

In the present study, we aimed to elucidate the mechanism of phellodendrine on
inflammation through network pharmacology and experimental validation (Fig. 1).
We evaluated the druglikeness and other characteristics of phellodendrine with the
SwissADME database and predicted targets of phellodendrine against inflammation
through multiple databases. A protein—protein interaction (PPI) network was constructed
with the common targets. Gene ontology (GO) and Kyoto Encyclopedia of Genes and
Genomes (KEGG) pathway enrichment were analyzed using the DAVID database.
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Figure 1 Graphical abstract. The flow diagram of the research process. The whole research process includes two parts, network pharmacology and
Full-size K&l DOT: 10.7717/peerj.13852/fig-1

experimental validation.
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Phellodendrine’s anti-inflammatory effects were validated in RAW264.7. IL-1p and IL-6
were detected via ELISA. The expression levels of target genes were confirmed using
quantitative real-time PCR. Results of this study may provide a possible therapeutic
mechanism of phellodendrine on inflammation and inflammation-related diseases.

MATERIALS AND METHODS

Drug-likeness and other characteristics of phellodendrine
Lipinski’s rule of five (RO5) is used to evaluate the drug-likeness of oral drugs in humans.
The parameters are mainly composed of molecular weight (MW, lower than 500 g/mol),
topological polar surface area (TPSA, less than 140 A®), octanol-water partition coefficient
(log Po/w (MLOGP), lower than 5), number of hydrogen-bond acceptors (nHAcc, less
than 10), number of hydrogen-bond donors (nHDon, less than 5), and number of rotatable
bonds (lower than 10). Other characteristics such as log S (ESOL), GI absorption, BBB
permeant, log Kp (skin permeation), and bioavailability score were recorded. The chemical
structure and canonical SMILES of phellodendrine were obtained from the PubChem
database (https://pubchem.ncbi.nlm.nih.gov/). To estimate the drug-likeness properties
and other characteristics of phellodendrine, we imported the Canonical SMILES
C[N+]12CCC3=CC(=C(C=C3C1CC4=CC(=C(C=C4C2)0OC)0)0)OC of
phellodendrine into the SwissADME database (http://www.swissadme.ch/) (Daina,
Michielin & Zoete, 2017).

Collection of phellodendrine-related targets and inflammation-related
targets
TCMSP (https://old.tcmsp-e.com/tcmsp.php) and SwissTargetPrediction
(http://www.swisstargetprediction.ch/) were required to collect the phellodendrine-related
targets depending on chemical names (phellodendrine) and canonical SMILES (C[N+]
12CCC3=CC(=C(C=C3C1CC4=CC(=C(C=C4C2)0OC)0)0)OC) (probability > 0.09724).
The union of targets from the two databases was the phellodendrine-related targets.

Inflammation-related targets were selected from the OMIM (http://www.omim.org),
Drugbank (https://go.drugbank.com/), and GeneCards (https://www.genecards.org/)
databases by searching “inflammation” as a key word. The obtained protein target name
was converted into gene name (office gene symbol) using the UniProt database
(https://www.uniprot.org). Duplicate genes were deleted.

Both phellodendrine targets and inflammation targets were imported into Venny 2.1
software (https://bioinfogp.cnb.csic.es/tools/venny/index.html) to obtain the common
targets of phellodendrine against inflammation.

Network construction of phellodendrine inflammation common targets
The PPI network was built using the STRING database (https://www.string-db.org/).
Common targets were uploaded into the STRING database, Homo sapiens was selected in
the term of organism, and only a medium confidence score of 0.400 was chosen. Common
target interaction information obtained from the STRING database was integrated and
visualized by Cytoscape (version 3.7.2) software.
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GO and KEGG pathway enrichment analyses

In our study, GO and KEGG pathway enrichment analyses were carried out using the
DAVID database (DAVID Bioinformatics Resources 6.8, https://david.ncifcrf.gov/), and
statistical significance was set at P < 0.05. A heatmap was plotted by bioinformatics
(http://www.bioinformatics.com.cn), which is an online platform for data analysis and

visualization.

Validation of phellodendrine’s anti-inflammatory effect by preventing
inflammation in RAW264.7

Cell culture

RAW264.7 cells were purchased from the Shanghai Institute of Cell Biology, Chinese
Academy of Sciences (Shanghai, China). Cells were cultured in Dulbecco’s modified eagle’s
medium (HyClone, New York, NY, USA) containing 10% fetal bovine serum (Gibco, New
York, NY, USA) and incubated at 37 °C with 5% CO.,.

Cell viability

MTT assay was used to measure cell viability. In brief, the RAW 264.7 cells were seeded
into 96-well plates with a density of 5,000 per well and then incubated at 5% CO, and 37 °C
overnight. Various concentrations of phellodendrine (5, 10, 20, 40, 80, and 160 mg/L) were
added to the cells in the presence or absence of LPS (1 mg/L) for 24, 48, and 72 h. The cells
were subjected to MTT (20 pL, 5 mg/mL) and then incubated for 4 h. The supernatant was
discarded completely, and the formed formazan was dissolved by adding 150 pL of DMSO.
Finally, optical density (OD) was measured at 492 nm.

Cytokine measurement

To detect cytokine production, we seeded RAW 264.7 cells into 96-well plates

(1 x 10* cells/well) overnight. The following groups and protocols were consistent with
MTT assay. Cytokines in each group were detected by the IL-1 and IL-6 ELISA kits
(Shanghai Jining Shiye Co., Ltd., Shanghai, China) in accordance with the manufacturer’s
instructions.

Quantitative real-time PCR

Total RNA was extracted from each group and then reverse-transcribed into cDNA using
PrimeScript™ RT reagent Kit (Takara Biomedical Technology, Beijing, China).

The primers of the target genes and (-actin were used as shown in Table 1. Quantitative
real-time PCR was performed with TB Green® Premix Ex Tag™ (Takara Biomedical

Technology, Beijing, China). The relative expression levels were computed using the
2742CT method.

Statistical analysis

Data in the cell experiments were presented as means + SEM and analyzed using SPSS
17.0. Differences among groups were analyzed by one-way ANOVA and Tukey’s post-hoc
test. P < 0.05 was considered statistically significant for analysis.
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Table 1 Summary of the QRT-PCR primer sequences.

Gene Primers Sequences Product length

Ptgs2 Forward CATCCCCTTCCTGCGAAGTT 178
Reverse CATGGGAGTTGGGCAGTCAT

Adrb2 Forward TGGTTGGGCTACGTCAACTC 152
Reverse TCCGTTCTGCCGTTGCTATT

Ptgsl Forward CCAGGAGCTCACAGGAGAGA 197
Reverse ACTCTGGGGAACAGATGGGA

F10 Forward TCTACCAGCTGGGAAGCAG 131
Reverse CCTTCTGATTGGAGCCCTGG

Aktl Forward CCCATCTGAGTCCACAGCAA 81
Reverse CCGCAGCGTCTGGACA

HSP90ab1 Forward AGATTCCACTAACCGACGCC 150
Reverse TGCTCTTTGCTCTCACCAGT

HTRIA Forward TACTCCACTTTCGGCGCTTT 182
Reverse GGCTGACCATTCAGGCTCTIT

PIK3CA Forward AGAAGCCGGAGCGGCA 116
Reverse GTTCACCCGAAGATGGTCGT

RESULTS

Molecular properties of phellodendrine

As mentioned above in the Methods section, we examined 11 properties. The MW of
phellodendrine was 342.41 g/mol, nHAcc was 4, nHDon was 2, logPo,w(MLOGP) was
—1.71, number of rotatable bonds was 2, TPSA was 58.92 A2, log S (ESOL) was —3.82, GI
absorption was high, BBB permeant was “yes,” log K, (skin permeation) was —6.54 cm/s,
and bioavailability score was 0.55 (Table 2). The properties of phellodendrine were in
accordance with the RO5, implying that it had drug potential.

Common targets between phellodendrine-related targets and
inflammation-related targets

Figure 2 shows 98 potential target genes of phellodendrine and 837 inflammation-related
targets. The 12 common targets between phellodendrine-related targets and
inflammation-related targets were determined through a Venn diagram. The 12 common
targets were PTGS1, PTGS2, ADRB2, F3, HTR1A, DPP4, ESR1, ABCC1, ABCBI, JUN,
ABCG2, and PIK3CA (Table 3).

Network of common targets

The 12 common targets were imported to the STRING database for analysis and PPI
network establishment. Figure 3A shows 12 nodes, 18 edges, and an average node degree of
3. The “Analysis network” tool in Cytoscape software was used to analyze the topological
features of common targets. PTGS2 (degree = 6), ABCBI1 (degree = 5), JUN (degree = 5),
ESRI (degree = 5), ABCG2 (degree = 3), ABCC1 (degree = 3), PIK3CA (degree = 3), F3
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Table 2 Molecular properties of phellodendrine.

Property Value
Molecular weight 342.41 g/mol
nHAcc 4

nHDon 2

LogPo/vww (MLOGP) -1.71
Rotatable bonds 2

TPSA 58.92A°
Log S (ESOL) -3.82
Molar refractivity 100.92

Log Kp (skin permeation) —6.54 cm/s
Bioavailability score 0.55

(degree = 3), PTGS1 (degree = 2), and DPP4 (degree = 1) were the important targets in the
network (Fig. 3B).

GO biological process included biological process (BP), cellular component (CC), and
molecular function (MF) to explain anti-inflammation biological processes at common
targets. As shown in Fig. 4A, the results of GO enrichment analysis displayed 21 BPs, three
CCs, and eight MFs (P < 0.05). The top 10 significantly enriched BP terms were response to
drug, negative regulation of smooth muscle contraction, xenobiotic transport,
cyclooxygenase pathway, angiogenesis, prostaglandin biosynthetic process, drug
transmembrane transport, behavioral fear response, endothelial cell migration, and brown
fat cell differentiation. The three CC terms were plasma membrane, apical plasma
membrane, and cell surface. The eight MF terms were ATPase activity, coupled to
transmembrane movement of substances, protein homodimerization activity,
prostaglandin-endoperoxide synthase activity, xenobiotic-transporting ATPase activity,
transporter activity, peroxidase activity, enzyme binding, and protein binding.

The six signaling pathways of KEGG enrichment comprised regulation of lipolysis in
adipocytes, ABC transporters, cCAMP signaling pathway, estrogen signaling pathway, TNF
signaling pathway, and serotonergic synapse (Fig. 4B).

Protective effects of phellodendrine

To detect the suitable concentration of phellodendrine on RAW 264.7 cells, we treated
RAW 264.7 cells with phellodendrine at concentrations of 5, 10, 20, 40, 80, and 160 ug/mL
for 24, 48, and 72 h. Figure 5A shows no significant difference in cell viability between the
5 pug/mL group and the control group for 24, 48, and 72 h. Other concentrations
demonstrated inhibitory effects on cells at different times.

RAW 264.7 cells were administered with LPS, an approved inflammation model.
Phellodendrine at 5, 10, 20, and 40 ug/mL significantly increased the viability of cells
treated with LPS at different times (P < 0.01 or 0.05 Fig. 5B). These results demonstrated
the protective effects of phellodendrine on RAW 264.7 cells treated with LPS. Therefore,
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three concentrations of 5, 10, and 20 pug/mL were used to act on the cells in subsequent
experiments.

Effects of phellodendrine on the levels of IL-6 and IL-1

The levels of IL-6 and IL-1p increased significantly after LPS administration for 24 or 48 h
than those of the control group (P = 0.011, P = 0.031, P = 0.032). Compared with the LPS
group, phellodendrine reduced the levels of IL-6 only in 24 h (P = 0.014) and slightly
decreased IL-1P levels (Figs. 6A and 6B).
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Table 3 Common targets between phellodendrine-related targets and inflammation-related targets.

Uniprot ID Target Description

P23219 PTGS1 Cyclooxygenase-1, Prostaglandin G/H synthase 1
P35354 PTGS2 Cyclooxygenase-2,Prostaglandin G/H synthase 2
P07550 ADRB2 Beta-2 adrenergic receptor 2

P13726 F3 Coagulation factor VII/tissue factor

P08908 HTRI1A Serotonin la (5-HT1a) receptor

P27487 DPP4 Dipeptidyl peptidase IV

P03372 ESR1 Estrogen receptor alpha

P33527 ABCC1 Multidrug resistance-associated protein 1
P08183 ABCBI1 P-glycoprotein 1

P05412 JUN Proto-oncogene c-JUN

Q9UNQO ABCG2 ATP-binding cassette sub-family G member 2
P42336 PIK3CA PI3-kinase p110-alpha subunit

__——— PIK3CA
F3

ABCG2
L~

_— ABCC1

/r'rcsx

Figure 3 Network of common targets. (A) PPI network of phellodendrine for the treatment of inflammation with the STRING database. (B) The
optimized PPI network constructed using Cytoscape. Node size and color from olive green (high) to light green (low) represent the degree.
Full-size K&] DOT: 10.7717/peer;j.13852/fig-3

DPP4

At 72 h, IL-6 declined in the LPS group compared with that in the control group
(P = 0.043). IL-1p increased in the LPS group compared with that in the control group
(P =0.007) and declined in the phellodendrine group (except 5 and 10 ug/mL) compared
with that in the LPS group (P = 0.018, P = 0.018, P = 0.03, P = 0.005; Figs. 6C and 6D).
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After different interventions, the expression levels of PTGS1 mRNA, HSP90abl mRNA,

Putative target validation
and AKT1 mRNA in the LPS group were significantly lower than those in the control
group (P = 0.000, P = 0.036, P = 0.000) and phellodendrine group (P = 0.010, P = 0.016,
P =0.005, 20 mg/L) at 24 h. Compared with the control group, LPS could decrease the

expression of HTRIA mRNA, PI3CA mRNA, and F10 mRNA (P = 0.004, P = 0.001,
10/19
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P =0.003). By contrast, phellodendrine could increase the expression of HTRIA mRNA
and PI3CA mRNA (P = 0.000, P = 0.008, P = 0.020) compared with the LPS group at 48 h
(Fig. 7).

Unexpectedly, LPS administration for 72 h significantly increased the expression of
HTR1A mRNA, PI3CA mRNA, and F10 mRNA (P = 0.000, P = 0.010, P = 0.000) but
decreased their expression in the phellodendrine group (P = 0.000, P = 0.000, P = 0.000;
P =0.033; P =0.032, P = 0.000 P = 0.000). The expression of PTGS2 mRNA increased in
the LPS group and decreased in the phellodendrine group (P = 0.003, P = 0.000, P = 0.000).

DISCUSSION

Well-known herbal formulas such as Ermiao Powder, Sihuang Powder, Huanglian
Shangqing Pill, DaBuYinWan, and Bushen Mingmu Pill containing Cortex phellodendri
have been used clinically to treat inflammation-related diseases in China. However, the
mechanism of Cortex phellodendri on inflammation is unclear. The underlying
mechanism of phellodendrine (one of the Q-markers of Phellodendri Chinensis Cortex)
on inflammation should be investigated for clinical use.

In this study, we found that phellodendrine had drug potential and identified 98
potential target genes, 837 inflammation-related targets, and 12 common targets.
Additionally, pathway and functional enrichment analyses revealed that phellodendrine
regulated the cAMP, estrogen, TNF, and serotonergic synapse signaling pathways.

The anti-inflammation effect of phellodendrine was verified in RAW 264.7 cells exposed to
LPS. The levels of IL-6 decreased after treatment with phellodendrine. Moreover,
phellodendrine changed the mRNA expression of eight valuable putative targets: PTGS],
PTGS2, HSP90ab1, AKT1, HTR1A, PI3CA, F10, and ADRB2.

IL-6 is a pleiotropic cytokine (including pro-inflammatory cytokine) that plays an
important role in host defense by modulating immune and inflammatory responses.
Anti-inflammation has recently attracted attention as a strategy for the treatment of many
diseases. IL-6 plays an important role in the inflammatory response with diseases. A linear
relationship was found between ischemic stroke risk and circulating IL-6 (potential target
for reducing the risk of ischemic stroke) levels (Papadopoulos et al., 2021). A causal role of
IL-6 and soluble IL-6 receptor in vascular disease or depression was also reported recently
(Kelly, Smith & Mezuk, 2021; Swerdlow, Holmes & Kuchenbaecker, 2012; Georgakis et al.,
2020; Georgakis et al., 2021). Therefore, IL-6 signaling has been proven as one of the most
hopeful targets for anti-inflammation in the treatment of diseases. Our study also showed
that phellodendrine significantly reduces IL-6 levels induced by LPS. According to
previous studies, phellodendrine may act as a drug targeting IL-6, and it can treat or
prevent inflammation-related diseases.

Valuable putative genes that are differentially expressed are related to inflammation
treated with phellodendrine, thereby suggesting their various roles in the course of
inflammation. Only PTGS2 expression increased in the LPS group but decreased in the
phellodendrine group. Prostaglandin-endoperoxide synthase (PTGS1,2) or
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cyclooxygenase (COX-1,-2) are crucial enzymes in the prostaglandin synthesis pathway,
which is critical for the regulation of inflammatory processes (Coghill et al., 2011). PTGS1
and PTGS2 play similar roles in the prostaglandin synthesis pathway, but they differ in
expression pattern. PTGSI is constitutively expressed in prostanoid-producing cells in
most tissues, whereas inducible expression of PTGS?2 is triggered by cytokines and hypoxia
(Smith, Garavito & DeWitt, 1996). Our experimental data revealed that PTGS2 mRNA
concentrations significantly increased in the inflammatory response stimulated by LPS,
and anti-inflammatory phellodendrine could decrease the expression. These results were
consistent with the previous study that non-steroidal anti-inflammatory drugs interact
with the prostaglandin synthesis pathway aimed to inhibit inflammation, whereas
quercetin and kaempferol decreases the level of PTGS2 mRNA in Chang liver cells,
showing anti-inflammatory effects (Garcia-Mediavilla et al., 2007).

Intimate cooperation and interaction between coagulation and inflammation is well
known (Cirino et al., 2000; Graf et al., 2019; Doronin et al., 2012; Levi, van der Poll & Biiller,
2004). As shown in many vitro studies, coagulation proteases play an important role in
increasing proinflammatory cytokine expression. Coagulation factor X (FX, active form is
FXa) encoded by the F10 gene is a vitamin K-dependent serine protease that has a crucial
function in blood coagulation. FXa stimulates the production of IL-6, IL-1, and IL-8
(Senden et al., 1998; van der Poll, de Jonge & Levi, 2001). In line with these findings, F10
mRNA increased in the LPS group but decreased after treatment with phellodendrine for
72 h; the IL-1f levels showed similar results in our study. F10 mRNA decreased after LPS
administration for 24 or 48 h, whereas IL-6 and IL-1p increased. The reasons for the
different results may be as follows. First, we detected the mRNA level of F10, but protein
levels were affected. The possible reason for the decrease in mRNA level is that more
mRNA is used to synthesize protein. Second, the administration time may vary.

The content of mRNA levels may increase in the future, not at 24 or 48 h. Third,
inflammatory cytokines bidirectionally interacted with the coagulation system.

For example, IL-6 is involved in the initiation of the coagulation system. Therefore, a
certain time must pass to start the coagulation cascade after the inflammatory cytokines
were elevated.

HTR1A and PIK3CA were enriched in the cAMP signaling pathway. HTR1A is the gene
of 5-hydroxytryptamine receptor 1A (5-HT1A), which is a G-protein coupled receptor for
5-hydroxytryptamine. 5-HT1A (HTR1A) is closely associated with the pathogenesis of
inflammation-related diseases, such as depression and anxiety, in humans and other
animals (Xia et al., 2019; Staes et al., 2019; Wang, Wang & Chen, 2021). Zhike-Houpu
Herbal Pair increased the protein and mRNA expression of HTR1A, thereby relieving
depressive behaviors (Xia et al., 2019). Additionally, microRNA-26a-2 plays an
antidepressant role by targeting HTR1A(Xie et al., 2019). Activated HTR1A and HTR4 by
serotonin exert anti-inflammatory effects and inhibit HTR1A, and HTR4 plays the
opposite effect (Wang et al., 2020). These findings were in line with our results that
phellodendrine increased the expression of HTR1A mRNA in RAW264.7 subjected to LPS
at 48 h. 5-HT1A coupled with G protein inhibited the activity of downstream effector
adenylate cyclase and decreased the production of cAMP. cAMP regulated the PI3K/Akt
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pathway, and activated PKA regulated the NF-xB pathway. PIK3CA is an important part
of the previously mentioned PI3K/Akt pathway. PIK3CA (encoding p110a, the catalytic
subunit of PI3K) oncogenic mutations are involved in various types of cancer, such as
colorectal cancer, breast cancer, ovarian cancer, hepatocellular carcinoma, and
hidradenoma papilliferum (Arafeh ¢ Samuels, 2019; Goto et al., 2017). After the activation
of the PI3K/Akt pathway, activated Akt leads to the activation of NF-kB. Subsequently,
NF-kB can induce the expression of pro-inflammatory factors (such as IL-6 and IL-1f) and
some enzymes involved in the inflammatory cascade (such as iNOS and PTGS2).

Our results showed that phellodendrine reduced the PI3CA mRNA level raised
significantly by LPS in RAW264.7 for 72 h and altered AKT1 expression, which may
inhibit the effect of NF-«kB through the inhibition of the PI3K/Akt pathway, and finally
alleviate the inflammatory response. These findings were in line with our results that the
cAMP signaling pathway was involved in the anti-inflammatory effect of phellodendrine
according to network pharmacology analysis.

CONCLUSIONS

In summary, network pharmacological analyses and experimental validation were
conducted to uncover the pharmacological mechanism of phellodendrine on
inflammation. In this study, 12 common targets against inflammation were acquired
through network pharmacology. Phellodendrine exerted anti-inflammation effects
through the cAMP signaling pathway, TNF signaling pathway, serotonergic synapse, and
so on. Further validation with experimental evidence demonstrated that phellodendrine
inhibited inflammation in RAW264.7 cells by regulating the expression of IL-6, IL-1p,
PTGS1, AKT1, HSP90abl, HTR1A, and PI3CA. Our research might provide new
treatment regimens for inflammation-related diseases. However, details about the
anti-inflammation of phellodendrine need to be further investigated.

ABBREVIATIONS

AKT serine/threonine kinase

AlogP partition coefficient between octanol and water
GO gene ontology

Hacc hydrogen acceptor count

Hdon hydrogen donor count

IL-1 interleukin 1

IL6 interleukin 6

KEGG Kyoto Encyclopedia of Genes and Genomes
PI3K phosphoinositide 3-kinase

PPI protein—protein interaction

STRING  Search Tool for the Retrieval of Interacting Genes/Proteins

TCMSP  Traditional Chinese Medicine Systems Pharmacology Database and Analysis
Platform

TNF tumor necrosis factor

Hu et al. (2022), PeerdJ, DOI 10.7717/peerj.13852 15/19


http://dx.doi.org/10.7717/peerj.13852
https://peerj.com/

Peer/

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

This work was financially supported by the 2020 Science and Technology Innovation
Project of Shanxi Provincial Department of Education (No. 2020L0420) and the
Cultivation Project in Scientific and Technological Innovation of Shanxi University of
Chinese Medicine (No. 2020PY-JC-06, 2021PY-]JC-06). The funders had no role in study
design, data collection and analysis, decision to publish, or preparation of the manuscript.

Grant Disclosures

The following grant information was disclosed by the authors:

2020 Science and Technology Innovation Project of Shanxi Provincial Department of
Education: 2020L0420.

Shanxi University of Chinese Medicine: 2020PY-JC-06, 2021PY-JC-06.

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

Author Contributions

e Lili Hu conceived and designed the experiments, performed the experiments, prepared
figures and/or tables, authored or reviewed drafts of the article, and approved the final
draft.

e Jue Wang performed the experiments, authored or reviewed drafts of the article, and
approved the final draft.

e Na Wu performed the experiments, analyzed the data, prepared figures and/or tables,
and approved the final draft.

e Xiaoge Zhao analyzed the data, prepared figures and/or tables, and approved the final
draft.

e Donghui Cai performed the experiments, authored or reviewed drafts of the article, and
approved the final draft.

Data Availability
The following information was supplied regarding data availability:
The raw measurements are available in the Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.13852#supplemental-information.

REFERENCES

Arafeh R, Samuels Y. 2019. PIK3CA in cancer: the past 30 years. Seminars in Cancer Biology
59:36-49 DOI 10.1016/j.semcancer.2019.02.002.

Bae IS, Shim M]J, Kim YC. 2011. Anti-inflammation effects of phellodendrin cortex water extract
application in photo-aged hairless mice. Journal of Biomedical Research 12(4):205-214.

Hu et al. (2022), PeerdJ, DOI 10.7717/peerj.13852 16/19


http://dx.doi.org/10.7717/peerj.13852#supplemental-information
http://dx.doi.org/10.7717/peerj.13852#supplemental-information
http://dx.doi.org/10.7717/peerj.13852#supplemental-information
http://dx.doi.org/10.1016/j.semcancer.2019.02.002
http://dx.doi.org/10.7717/peerj.13852
https://peerj.com/

Peer/

Bai S, Guo W, Feng Y, Deng H, Li G, Nie H, Guo G, Yu H, Ma Y, Wang J, Chen S, Jing J, YangJ,
Tang Y, Tang Z. 2020. Efficacy and safety of anti-inflammatory agents for the treatment of
major depressive disorder: a systematic review and meta-analysis of randomised controlled
trials. Journal of Neurology, Neurosurgery and Psychiatry 91(1):21-32
DOI 10.1136/jnnp-2019-320912.

Berk M, Williams L], Jacka FN, O’Neil A, Pasco JA, Moylan S, Allen NB, Stuart AL, Hayley AC,
Byrne ML, Maes M. 2013. So depression is an inflammatory disease, but where does the
inflammation come from? BMC Medicine 1(1):1-16 DOI 10.1186/1741-7015-11-200.

Chen ML, Xian YF, Ip SP, Tsai SH, Yang JY, Che CT. 2010. Chemical and biological
differentiation of cortex phellodendri chinensis and cortex phellodendri amurensis. Planta
Medica 76(14):1530-1535 DOI 10.1055/s-0030-1249774.

Chu AL, Hickman M, Steel N, Jones PB, Davey SG, Khandaker GM. 2021. Inflammation and
depression: a public health perspective. Brain, Behavior, and Immunity 95:1-3
DOI 10.1016/j.bbi.2021.04.015.

Cirino G, Napoli C, Bucci M, Cicala C. 2000. Inflammation-coagulation network: are serine
protease receptors the knot? Trends in Pharmacological Sciences 21(5):170-172
DOI 10.1016/S0165-6147(00)01469-3.

Coghill AE, Newcomb PA, Poole EM, Hutter CM, Makar KW, Duggan D, Potter JD,
Ulrich CM. 2011. Genetic variation in inflammatory pathways is related to colorectal cancer
survival. Clinical Cancer Research 17(22):7139-7147 DOI 10.1158/1078-0432.CCR-11-1134.

Daina A, Michielin O, Zoete V. 2017. SwissADME: a free web tool to evaluate pharmacokinetics,
drug-likeness and medicinal chemistry friendliness of small molecules. Scientific Reports
7(1):1-13 DOI 10.1038/srep42717.

Doronin K, Flatt JW, Di Paolo NC, Khare R, Kalyuzhniy O, Acchione M, Sumida JP, Ohto U,
Shimizu T, Akashi-Takamura S, Miyake K, MacDonald JW, Bammler TK, Beyer RP,
Farin FM, Stewart PL, Shayakhmetov DM. 2012. Coagulation factor X activates innate
immunity to human species C adenovirus. Science 338(6108):795-798
DOI 10.1126/science.1226625.

Ebstein W. 1876. Zur therapie des Diabetes mellitus, insbesondereiiber die Anwendung des
salicylsauren Natron bei demselben. Berliner Klinische Wochenschrift 13:337-340.

Garcia-Mediavilla V, Crespo I, Collado PS, Esteller A, Sanchez-Campos S, Tuiiéon Mia J,
Gonzalez-Gallego J. 2007. The anti-inflammatory flavones quercetin and kaempferol cause
inhibition of inducible nitric oxide synthase, cyclooxygenase-2 and reactive C-protein, and
down-regulation of the nuclear factor kappaB pathway in Chang Liver cells. European Journal of
Pharmacology 557(2-3):221-229 DOI 10.1016/j.ejphar.2006.11.014.

Georgakis MK, Malik R, Gill D, Franceschini N, Sudlow CLM, Dichgans M. 2020. Interleukin-6
signaling effects on ischemic stroke and other cardiovascular outcomes: a mendelian
randomization study. Circulation-Genomic and Precision Medicine 13(3):e002872
DOI 10.1161/CIRCGEN.119.002872.

Georgakis MK, Malik R, Li X, Gill D, Levin MG, Vy HMT, Judy R, Ritchie M, Verma SS,
Regeneron Genetics Center, Nadkarni GN, Damrauer SM, Theodoratou E, Dichgans M.
2021. Genetically downregulated interleukin-6 signaling is associated with a favorable
cardiometabolic profile: a phenome-wide association study. Circulation 143(11):1177-1180
DOI 10.1161/CIRCULATIONAHA.120.052604.

Goto K, Maeda D, Kudo-Asabe Y, Hibiya T, Hayashi A, Fukayama M, Ohashi K, Goto A. 2017.
PIK3CA and mutations in hidradenoma papilliferum. Journal of Clinical Pathology
70(5):424-427 DOI 10.1136/jclinpath-2016-204003.

Hu et al. (2022), PeerdJ, DOI 10.7717/peerj.13852 1719


http://dx.doi.org/10.1136/jnnp-2019-320912
http://dx.doi.org/10.1186/1741-7015-11-200
http://dx.doi.org/10.1055/s-0030-1249774
http://dx.doi.org/10.1016/j.bbi.2021.04.015
http://dx.doi.org/10.1016/S0165-6147(00)01469-3
http://dx.doi.org/10.1158/1078-0432.CCR-11-1134
http://dx.doi.org/10.1038/srep42717
http://dx.doi.org/10.1126/science.1226625
http://dx.doi.org/10.1016/j.ejphar.2006.11.014
http://dx.doi.org/10.1161/CIRCGEN.119.002872
http://dx.doi.org/10.1161/CIRCULATIONAHA.120.052604
http://dx.doi.org/10.1136/jclinpath-2016-204003
http://dx.doi.org/10.7717/peerj.13852
https://peerj.com/

Peer/

Graf C, Wilgenbus P, Pagel S, Pott J, Marini F, Reyda S, Kitano M, Macher-Goppinger S,
Weiler H, Ruf W. 2019. Myeloid cell-synthesized coagulation factor X dampens antitumor
immunity. Science Immunology 4(39):2330 DOI 10.1126/sciimmunol.aaw8405.

Hattori T, Furuta K, Hayashi K, Nagamatsu T, Ito M, Suzuki Y. 1992. Studies on the
antinephritic effects of plant components (6): antinephritic effects and mechanisms of
phellodendrine (OB-5) on crescentic-type anti-GBM nephritis in rats (2). The Japanese Journal
of Pharmacology 60(3):187-195 DOI 10.1254/jjp.60.187.

Jiang QJ, Chen W, Dan H, Li T, He Z, Yang G, Shen J, Peng YB, Zhao P, Xue L, Yu MF, Ma L,
Si XT, Wang Z, Dai J, Qin G, Zou C, Liu QH. 2016. Cortex phellodendri extract relaxes airway
smooth muscle. Evidence-Based Complementary and Alternative Medicine 2016:8703239
DOI 10.1155/2016/8703239.

Jung HW, Jin GZ, Kim SY, Kim YS, Park YK. 2009. Neuroprotective effect of methanol extract of
Phellodendri Cortex against 1-methyl-4-phenylpyridinium (MPP)-induced apoptosis in PC-12
cells. Cell Biology International 33(9):957-963 DOI 10.1016/j.cellbi.2009.06.006.

Kelly KM, Smith JA, Mezuk B. 2021. Depression and interleukin-6 signaling: a mendelian
randomization study. Brain, Behavior, and Immunity 95(1):106-114
DOI 10.1016/j.bbi.2021.02.019.

Levi M, van der Poll T, Biiller HR. 2004. Bidirectional relation between inflammation and
coagulation. Circulation 109(22):2698-2704 DOI 10.1161/01.CIR.0000131660.51520.9A.

Li L, Huang T, Tian C, Xiao Y, Kou S, Zhou X, Liu S, Ye X, Li X. 2016. The defensive effect of
phellodendrine against AAPH-induced oxidative stress through regulating the AKT/NF-«B
pathway in zebrafish embryos. Life Sciences 157(10):97-106 DOI 10.1016/j.1fs.2016.05.032.

Liu X, Yin L, Shen S, Hou Y. 2021. Inflammation and cancer: paradoxical roles in tumorigenesis
and implications in immunotherapies. Genes & Diseases 103(2):193
DOI 10.1016/j.gendis.2021.09.006.

Mori H, Fuchigami M, Inoue N, Nagai H, Koda A, Nishioka I. 1994. Principle of the bark of
Phellodendron amurense to suppress the cellular immune response. Planta Medica
60(5):445-449 DOI 10.1055/5-2006-959529.

Papadopoulos A, Palaiopanos K, Bjorkbacka H, Peters A, de Lemos JA, Seshadri S, Dichgans M,
Georgakis MK. 2021. Circulating interleukin-6 levels and incident ischemic stroke: a systematic
review and meta-analysis of prospective studies. Neurology 98(10):e1002-e1012
DOI 10.1212/WNL.0000000000013274.

Rohm TV, Meier DT, Olefsky JM, Donath MY. 2022. Inflammation in obesity, diabetes, and
related disorders. Immunity 55(1):31-55 DOI 10.1016/j.immuni.2021.12.013.

Senden NH, Jeunhomme TM, Heemskerk JW, Wagenvoord R, van’t Veer C, Hemker HC,
Buurman WA. 1998. Factor Xa induces cytokine production and expression of adhesion
molecules by human umbilical vein endothelial cells. Journal of Immunology 161(8):4318-4324.

Smith WL, Garavito RM, DeWitt DL. 1996. Prostaglandin endoperoxide H synthases
(cyclooxygenases)-1 and -2. Journal of Biological Chemistry 271(52):33157-33160
DOI 10.1074/jbc.271.52.33157.

Staes N, Sherwood CC, Freeman H, Brosnan SF, Schapiro SJ, Hopkins WD, Bradley BJ. 2019.
Serotonin receptor 1A variation is associated with anxiety and agonistic behavior in
chimpanzees. Molecular Biology and Evolution 36(7):1418-1429 DOI 10.1093/molbev/msz061.

Su S, Wang X, Xi X, Zhu L, Chen Q, Zhang H, Qin Y, Yang B, Che N, Cao H, Zhong W,
Wang B. 2021. Phellodendrine promotes autophagy by regulating the AMPK/mTOR pathway
and treats ulcerative colitis. Journal of Cellular and Molecular Medicine 25(12):5707-5720
DOI 10.1111/jcmm.16587.

Hu et al. (2022), PeerdJ, DOI 10.7717/peerj.13852 18/19


http://dx.doi.org/10.1126/sciimmunol.aaw8405
http://dx.doi.org/10.1254/jjp.60.187
http://dx.doi.org/10.1155/2016/8703239
http://dx.doi.org/10.1016/j.cellbi.2009.06.006
http://dx.doi.org/10.1016/j.bbi.2021.02.019
http://dx.doi.org/10.1161/01.CIR.0000131660.51520.9A
http://dx.doi.org/10.1016/j.lfs.2016.05.032
http://dx.doi.org/10.1016/j.gendis.2021.09.006
http://dx.doi.org/10.1055/s-2006-959529
http://dx.doi.org/10.1212/WNL.0000000000013274
http://dx.doi.org/10.1016/j.immuni.2021.12.013
http://dx.doi.org/10.1074/jbc.271.52.33157
http://dx.doi.org/10.1093/molbev/msz061
http://dx.doi.org/10.1111/jcmm.16587
http://dx.doi.org/10.7717/peerj.13852
https://peerj.com/

Peer/

Sun Y, Lenon GB, Yang AWH. 2019. Phellodendri cortex: a phytochemical, pharmacological, and
pharmacokinetic review. Evidence-Based Complementary and Alternative Medicine
2019:7621929 DOI 10.1155/2019/7621929.

Swerdlow DI, Holmes MV, Kuchenbaecker KB. 2012. The interleukin-6 receptor as a target for
prevention of coronary heart disease: a mendelian randomisation analysis. Lancet
379(9822):1214-1224 DOI 10.1016/50140-6736(12)60110-X.

Szabo YZ, Burns CM, Lantrip C. 2022. Understanding associations between rumination and
inflammation: a scoping review. Neuroscience ¢ Biobehavioral Reviews 135(5):104523
DOI 10.1016/j.neubiorev.2022.104523.

van der Poll T, de Jonge E, Levi M. 2001. Regulatory role of cytokines in disseminated
intravascular coagulation. Seminars in Thrombosis and Hemostasis 27(6):639-651
DOI 10.1055/s-2001-18868.

Wang B, Sun S, Liu M, Chen H, Liu N, Wu Z, Wu G, Dai Z. 2020. Dietary L-tryptophan regulates
colonic serotonin homeostasis in mice with dextran sodium sulfate-induced colitis. The Journal
ofNutrition 150(7):1966-1976 DOI 10.1093/jn/nxaal29.

Wang H-Q, Wang Z-Z, Chen N-H. 2021. The receptor hypothesis and the pathogenesis of
depression: genetic bases and biological correlates. Pharmacological Research 167(80):105542
DOI 10.1016/j.phrs.2021.105542.

Xia Z, Zhang C, Du Y, Huang W, Xing Z, Cao H, Nie K, Wang Y, Xiong X, Yang B. 2019. The
effect of traditional Chinese medicine zhike-houpu herbal pair on depressive behaviors and
hippocampal serotonin 1A receptors in rats after chronic unpredictable mild stress.
Psychosomatic Medicine 81(1):100-109 DOI 10.1097/PSY.0000000000000639.

Xie L, Chen ], Ding Y-M, Gui X-W, Wu L-X, Tian S, Wu W. 2019. MicroRNA-26a-2 maintains
stress resiliency and antidepressant efficacy by targeting the serotonergic autoreceptor HTR1A.
Biochemical and Biophysical Research Communications 511(2):440-446
DOI 10.1016/j.bbrc.2019.02.078.

Zhang FX, Yuan YLL, Cui SS, Li M, Li RM. 2021. Characterization of metabolic fate of
phellodendrine and its potential pharmacological mechanism against diabetes mellitus by ultra-
high-performance liquid chromatography-coupled time-of-flight mass spectrometry and
network pharmacology. Rapid Communications in Mass Spectrometry 35:€9157
DOI 10.1002/rcm.9157.

Hu et al. (2022), PeerdJ, DOI 10.7717/peerj.13852 19/19


http://dx.doi.org/10.1155/2019/7621929
http://dx.doi.org/10.1016/S0140-6736(12)60110-X
http://dx.doi.org/10.1016/j.neubiorev.2022.104523
http://dx.doi.org/10.1055/s-2001-18868
http://dx.doi.org/10.1093/jn/nxaa129
http://dx.doi.org/10.1016/j.phrs.2021.105542
http://dx.doi.org/10.1097/PSY.0000000000000639
http://dx.doi.org/10.1016/j.bbrc.2019.02.078
http://dx.doi.org/10.1002/rcm.9157
http://dx.doi.org/10.7717/peerj.13852
https://peerj.com/

	Utilizing network pharmacology and experimental validation to investigate the underlying mechanism of phellodendrine on inflammation ...
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	Abbreviations
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /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 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /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 true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


