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Background: Hedysarum Multijugum Maxim–Curcumae Rhizoma (HMMCR), a
well-known herb pair in traditional Chinese medicine (TCM), has been widely used for
the treatment of various cancers. However, the active components of HMMCR and
the underlying mechanism of HMMCR for non-small-cell lung carcinoma (NSCLC)
remain unclear.

Methods: Active ingredients of HMMCR were detected by liquid chromatography
electrospray ionization tandem mass spectrometry (LC-ESI-MS/MS). On this basis,
potential targets of HMMCR were obtained from SwissTargetPrediction database.
NSCLC-related targets were collected from four public databases (GeneCards, OMIM,
TTD, and PharmGkb). The drug ingredients–disease targets network was visualized. The
hub targets between HMMCR and NSCLC were further analyzed by protein–protein
interaction (PPI), Gene Ontology (GO), and Kyoto Encyclopedia of Genes and Genomes
(KEGG) pathway enrichment analyses. Subsequently, the results predicted by network
pharmacology were further validated via in vitro experiments.

Results: A total of 181 compounds were identified from the aqueous extract of HMMCR.
Through network analysis, a compound–target network including 153 active ingredients
of HMMCR and 756 HMMCR-NSCLC co-targets was conducted; 6 crucial compounds
and 62 hub targets were further identified. The results of KEGG enrichment analysis
showed that PI3K/Akt signaling pathway may be the critical pathway of HMMCR in the
treatment of NSCLC. The in vitro experiments indicated that HMMCR inhibits the
proliferation and migration of NSCLC cells via inactivation of the PI3K/Akt signaling
pathway, consistent with the results predicted by network pharmacology.
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Conclusion: Integrating LC-ESI-MS/MS, network pharmacology approach, and in vitro
experiments, this study shows that HMMCR has vital therapeutic effect on NSCLC
through multi-compound, multi-target, and multi-pathway, which provides a rationale
for using HMMCR for the treatment of NSCLC.
Keywords: Hedysarum Multijugum Maxim, Curcumae Rhizoma, network pharmacology, PI3K/Akt signaling
pathway, NSCLC
INTRODUCTION

Lung cancer (LC), one of the most frequently diagnosed cancers,
remains the leading cause of cancer-related deaths (1).
According to the Global Cancer Statistics 2020, there were
approximately 2.2 million new cases and 1.8 million deaths of
lung cancer in 2020, which presents a major public health
problem and an enormous burden on society worldwide (2, 3).
In the past decades, with the development of early screening,
molecular diagnosis, and multiple therapeutic techniques, the
outcome of lung cancer patients has improved significantly (4–
6). However, due to the high malignancy of lung cancer, the
pathogenesis and metastasis mechanisms have not yet been fully
elucidated. Most patients are already at an advanced stage when
they are initially diagnosed. The prognosis of lung cancer
patients remains poor. Non-small cell lung cancer (NSCLC) is
the main pathological form of lung cancer, approximately
accounting for about 85% of total lung cancer cases (7).
Therefore, it is of great significance to further explore the
mechanism of NSCLC and develop novel anti-lung cancer drugs.

In China, traditional Chinese medicine (TCM) preparations
were widely used in cancer treatment and have unique
advantages, especially in reducing the side effects of
radiotherapy and chemotherapy, drug resistance, and
prolonging the survival of cancer patients (8–10). According to
the theory of TCM, supplementing Qi and activating blood
circulation (SQ-ABC) is one of the important treatment
methods for cancer. Hedysarum Multijugum Maxim–
Curcumae Rhizoma (HMMCR) is a representative herb pair of
SQ-ABC. Hedysarum Multijugum Maxim (HMM, called
Huangqi in Chinese) is the dried root of Astragalus
membranaceus (Fisch.) Bge (11). Curcumae Rhizoma (CR,
called Ezhu in Chinese) is the dried rhizome of Curcuma
phaeocaulis Valeton (12). Numerous studies have proven that
HMMCR or its active components exert anti-cancer effects in
various malignancies. Yong Bian et al. found that Huangqi and
Ezhu decoction inhibits the proliferation and migration of
colorectal cancer SW620 cells via inactivation of the Wnt5/b-
catenin signaling pathway (13). Chengyong Xu et al. reported
that extracts from HMMCR inhibit Lewis lung carcinoma cell
growth in a xenograft mouse model by regulating mitogen-
activated protein kinase (MAPK) signaling pathway, vascular
endothelial growth factor (VEGF) production, and tumor
angiogenesis (14). Kaempferol is an important component of
HMM. Tae Woo Kim et al. showed that kaempferol activates the
IRE1-JNK-CHOP signaling from the cytosol to the nucleus, and
G9a inhibition activates autophagic cell death in gastric cancer
2

cells (15). Curcumol, isolated from the CR, inhibits the
malignant progression of prostate cancer PC3 cells and
regulates the PDK1/AKT/mTOR pathway by targeting miR-9
(16). Moreover, Astragalus polysaccharide injection (a
polysaccharide isolated from HMM) and b-elemene (a
terpenoid of CR) have been widely used as new drug for the
treatment of tumors in China (17, 18). However, the chemical
compounds and mechanism of HMMCR to treat NSCLC have
not been fully elucidated.

Network pharmacology, a novel comprehensive analysis tool
based on large databases, can help researchers reveal the
therapeutic mechanisms of TCM compounds by predicting the
potential relationships between drugs, targets, and diseases (19).
The purpose of this study was to detect the chemical components
of HMMCR by liquid chromatography electrospray ionization
tandem mass spectrometric (LC-ESI-MS/MS), predict the
intervention pathways of HMMCR for NSCLC through
network pharmacology, and further verify the underlying
molecular mechanism through in vitro experiments. The
framework and detailed idea of this study are shown in Figure 1.
MATERIALS AND METHODS

Preparation of HMMCR Aqueous Extract
Two crude drugs of HMMCR were obtained from the Pharmacy
Department of Dongfang Hospital, Beijing University of Chinese
Medicine (Beijing, China). Hedysarum Multijugum Maxim
(Huangqi, batch No. 20210412) were collected from the
province of Neimenggu, China; Curcumae Rhizoma (Ezhu,
batch No. 19062001) were collected from the province of
Guangxi, China. The quality of each crude drugs was strictly
ensured according to Chinese Pharmacopoeia to guarantee quality
control (20). HMMCR aqueous extract was prepared according to
the following experimental steps: 30 g of HMM and 15 g of CR
were soaked in 10 volumes of distilled water for 30 min; then, the
mixture was decocted for 1 h, and the resulting supernatant was
collected. This extraction procedure was repeated twice, the
supernatants obtained from two decoctions were mixed and
evaporated to 45 ml, and the HMMCR with a concentration of
1 g/ml was prepared. Finally, the solution was passed through a
filter with a 0.22-mm pore diameter and stored at −20°C.

Compounds Detection and Targets
Screening of HMMCR
Compounds of HMMCR were analyzed using liquid
chromatography–mass spectrometry (LC-ESI-MS/MS) system
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(UHPLC, Thermo Fisher U3000 ultrahigh performance liquid
chromatograph; MS, Thermo Scientific Q Exactive Plus™

Orbitrap MS system). The identification of unknown
compound was performed by Compound discover 3.1, with
mzcloud and mzVault databases. SwissTargetPrediction (http://
www.swisstargetprediction.ch/), a public database for ligand-
based target prediction of small biologically active molecule,
was used to predict the potential targets of HMMCR. We
transformed each compound identified by LC-ESI-MS/MS into
canonical SMILES through the PubChem (https://pubchem.ncbi.
nlm.nih.gov/). Subsequently, these SMILES were imported into
SwissTargetPrediction to predict targets of compounds. Species
were selected as “Homo sapiens” with probability >0 as the
screening condition.

HMMCR Targets Predicting and
Compound Target Network Construction
The keyword “non-small cell lung cancer” was utilized to collect
disease-related targets from the following databases: the
GeneCards database (http://www.genecards.org/), Online
Frontiers in Oncology | www.frontiersin.org 3
Mendelian Inheritance in Man (OMIM, http://www.omim.org/)
databases, Therapeutic Target Database (TTD, https://db.idrblab.
org/ttd/), and PharmGkb (https://www.pharmgkb.org/). The
overlapped targets among putative targets of the chemical
compounds of HMMCR and NSCLC-related targets were
considered as the potential targets of HMMCR for non-small
cell lung cancer, which was visualized with a Venn diagram.
Cytoscape 3.9.0 (https://cytoscape.org/) was applied to establish
HMMCR active compounds–NSCLC targets network.

PPI Network Construction and Hub
Network Topological Screening
PPI network was constructed by the Search Tool for the Retrieval
of Interacting Genes/Proteins (STRING; https://string-db.org/),
using the overlapping targets among targets of HMMCR active
ingredients and NSCLC-related targets, with the species limited
to “Homo sapiens” and minimum required interaction score
selected as a highest confidence score (0.900). The topological
property of each node in the PPI network was evaluated by
calculating six parameters with a Cytoscape plugin CytoNCA:
FIGURE 1 | The framework and detailed idea of this study.
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“betweenness centrality (BC)”, “closeness centrality (CC)”,
“degree centrality (DC)”, “eigenvector centrality (EC)”,
“network centrality (NC)”, and “local average connectivity
(LAC)”. Subsequently, nodes above twofold median values
were selected as key targets and the hub nodes of HMMCR on
NSCLC were constructed.

Gene Ontology and KEGG Pathway
Enrichment Analyses
Gene ontology (GO) functional annotation and Kyoto
Encyclopedia of Genes and Genomes (KEGG) pathway
enrichment were conducted in R (version: 3.6.3) using the
“ClusterProfiler” package, and p. adjust (FDR) <0.05 was
considered statistically significant.

Reagents
The following reagents were used: Cell Counting Kit (CCK-8)
assay solution and Cell Cycle Detection Kit (KeyGEN BioTECH,
Beijing, China); Bicinchoninic Acid (BCA) Protein Assay Kit and
bovine serum albumin (BSA), RIPA cell lysis buffer, and
penicillin-streptomycin solution (Beyotime Institute of
Biotechnology, Shanghai, China); Fetal bovine serum (FBS,
Gibco, Grand Island, USA); SuperSignal Chemiluminescent
HRP Substrate (Thermo Fisher scientific Inc., Rockford, USA);
Trypsin-EDTA (Invitrogen, Rockville, USA); Dulbecco’s
minimum essential medium (DMEM, Corning Incorporated,
New York, USA); antibodies against AKT1, p-AKT, PI3K, E-
cadherin, N-cadherin, and b-actin (ProteinTech Group,
Chicago, USA).

Cell Line and Culture
Human NSCLC cell lines NCI-A549 and NCI-H460 were kindly
gifted by Professor Zongfang Zheng from Peking University
Health Science Center. Cells were cultured in DMEM medium
supplemented with 10% fetal bovine serum (FBS) and 100 U/ml
of penicillin–streptomycin solution and maintained at 37°C in a
humidified incubator with 5% CO2.

Cell Viability Assay
Cell viability was explored using CCK-8 solution. Briefly, A549
cells and H460 cells (5×103 cells/100ml/well) in 96-well plates
were exposed to HMMCR at different concentrations (0, 3, 6, 12,
24, or 48 mg/ml) for 24, 48, and 72 h. Ten microliters of CCK-8
reagent was added to each well, and cells were incubated for 2 h
at 37°C and 5% CO2. A microplate reader was used to measure
the optical density (OD) at 450 nm of each well.

Colony Formation Evaluation
Cells (2,000 cells/well) in six-well plate were cultured overnight
before being exposed to different treatment conditions for 48 h
and cultured in complete medium for additional 12 days.
Colonies were fixed for 15 min at room temperature in
methanol and stained for 15 min in crystal violet.

Wound Healing Assay
Wound healing assay was used to determine the migration of
A549 and H460 cells. Briefly, a straight line was marked using a
Frontiers in Oncology | www.frontiersin.org 4
marker pen on the back of the well before cells (4×105 cells/2 ml/
well) were seeded in six-well plates. After cells were grown to
90% confluence, the cell was scraped lightly with the 200-ml tip of
the spear to draw another straight line, perpendicular to the
marking line on the back of each well at the center. Subsequently,
cells were then rinsed with sterile phosphate-buffered saline
(PBS) for three times and cultured with serum-free DMEM
medium. The wound healing was observed and photographed
at the time point of 0 and 24 h with different concentrations (0, 6,
12, or 24 mg/ml) of HMMCR. Image J Software was used to
calculate the migrated distance.

Western Blot Investigation
Total protein was extracted from A549 and H460 cells
challenged with different concentrations (0, 6, 12, or 24 mg/
ml) of HMMCR for 48 h. RIPA Cell Lysis Buffer was used to lyse
cells on ice for 30 min, followed by centrifuged at 15,000 g at 4°C
for 20 min. Bicinchoninic acid (BCA) method was used to detect
the protein concentration. Proteins (25 mg/sample) were
separated by sodium dodecyl sulfate–polyacrylamide gel
electrophoresis (SDS-PAGE) and transferred to polyvinylidene
fluoride (PVDF) membranes. After blocking in 5% BSA for 1 h at
room temperature, the membranes were blotted with primary
and secondary antibodies, respectively, then detected by the
Enhanced Chemiluminescence Detection Kit. ChemiDoc MP
Imaging System and the software Image Lab version were
applied to acquire images of the Western blot. Image J
Software was used to calculate the grayscale value.

Statistical Analysis
All results shown in the current study are expressed as
mean ± standard deviation (SD). SPSS 21.0 software was used
for statistical analysis. t-Test was used for differences between the
two groups. Differences between multi-groups were assessed by
one-way ANOVA. *p < 0.05, **p < 0.01, and ***p < 0.001
indicated statistically significant difference.
RESULTS

Active Compounds and Putative Targets
of HMMCR
HMMCR aquatic extract samples were analyzed by LC-ESI-MS/
MS. A total of 181 compounds of HMMCR were detected
(Supplementary Table S1). The secondary mass spectra of
each compound are shown in Supplementary Table S2.
SwissTargetPrediction was used to predict the targets of each
compounds. Twenty-eight components (MOL3, MOL7, MOL42,
MOL47, MOL49, MOL57, MOL63, MOL68, MOL74, MOL81,
MOL84, MOL92, MOL95, MOL98, MOL99, MOL109, MOL114,
MOL115, MOL141, MOL156, MOL157, MOL158, MOL161,
MOL164, MOL165, MOL166, MOL170, and MOL178) without
canonical SMILES or targets were eliminated. SwissTargetPrediction
predicted a total of 13,896 potential targets of the rest of 153
compounds, and we obtained 1,255 after removing duplicate
targets (Supplementary Table S3).
March 2022 | Volume 12 | Article 854596
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NSCLC Targets Prediction and Network
Construction
A total of 5,977 NSCLC-related targets were identified after
comprehensive searching from GeneCards, OMIM, TTD, and
PharmGkb databases (Supplementary Table S4), and the Venn
diagram of NSCLC targets is shown in Figure 2A. Furthermore,
a Venn plot showing the intersections of HMMCR and NSCLC-
related targets is shown in Figure 2B. The result shows that a
total of 756 targets of HMMCR were overlapped with those of
non-small cell lung cancer, which indicated that HMMCR has a
strong therapeutic effect on NSCLC, and its anti-cancer
mechanism is worthy of further exploration. In addition, the
HMMCR active compounds–NSCLC targets network was
further constructed, which included 909 nodes and 9,186
edges, indicating that HMMCR exerts anti-NSCLC effects
through multiple ingredients and targets (Figure 3). The green
circle represents the ingredients of HMMCR, and the red triangle
represents 756 targets. Six key compounds were identified with
degree ≥80, namely, hispidulin (MOL155), 5-hydroxy-6,7-
dimethoxylflavone (MOL113), genistein (MOL108), (15Z)-
9 ,12 ,13-tr ihydroxy-15-octadecenoic acid (MOL14) ,
isokaempferide (MOL55), and naringenin (MOL106). The top
20 components by degree are shown in Table 1.

PPI Network and Hub Targets Analyses
The 756 compound–disease co-targets were uploaded to the
STRING database. A PPI network contains 629 nodes, and
4,312 edges were established, which indicated that there are
high connectivity relationships between these targets
(Figure 4A). To further explore the hub targets of HMMCR
on NSCLC, topological analysis was performed on the PPI
network according to six parameters of “BC”, “CC”, “DC”,
“EC”, “NC”, and “LAC” and select nodes above twofold
median values as hub targets. The threshold values of the first
screening were BC > 213.4, CC > 0.05, DC > 8, EC > 0.008, LAC
> 2.8, and NC > 3.9, and the results were 184 hub nodes and
2,238 edges. Subsequently, the second screening threshold values
were BC > 70.95, CC > 0.49, DC > 19, EC > 0.045, LAC > 8, and
Frontiers in Oncology | www.frontiersin.org 5
NC > 9.11. The results were 62 hub nodes and 789 edges
(Figure 4B). Therefore, the results of hub targets network
indicated that 62 hub targets may account for the crucial
therapeutic effects of HMMCR on NSCLC (Table 2).

GO and KEGG Pathway Enrichment
Analysis
To further explore the potential therapeutic mechanisms of
HMMCR on NSCLC, the 62 hub targets were performed by
GO and KEGG pathway enrichment analyses. A total of 2,150
biological process (BP), 101 cellular component (CC), and 171
molecular function (MF) terms were enriched (Supplementary
Table S5). The top 10 strongly enriched GO terms in BP, CC,
and MF are shown in Figure 5A. The results showed that the
terms of BP mainly contained regulation of cell–cell adhesion,
positive regulation of cell adhesion, and peptidyl-tyrosine
phosphorylation; the terms of CC mainly contained focal
adhesion, cell–substrate junction, and extrinsic component of
membrane; the terms of MF mainly contained DNA-binding
transcription factor binding, RNA polymerase II-specific DNA-
binding transcription factor binding, and phosphatase binding.
Furthermore, 172 pathways were enriched (Supplementary
Table S5). The top 30 significantly enriched pathways of
HMMCR on NSCLC are shown in Figure 5B. The results
indicated that PI3K/Akt signaling pathway may be the critical
pathway of HMMCR in the treatment of NSCLC (Figure 6).

HMMCR Inhibited the Proliferation of
NSCLC Cells
To explore the effect of HMMCR on NSCLC cell proliferation,
viable cell numbers were continuously detected by CCK-8 for 72
h when A549 and H460 cells were challenged with different
concentrations of HMMCR (0, 3, 6, 12, 24, or 48 mg/ml). Results
showed that HMMCR dose- and time-dependently inhibited the
viabilities of A549 and H460 cells (Figures 7A, B). Meanwhile,
the result of colony formation assay demonstrated that HMMCR
significantly reduced the colony formation of A549 and H460
cells (Figures 7C, D). These above results indicated that
A B

FIGURE 2 | (A) The Venn diagram of NSCLC-related targets obtained from four public database. (B) Venn diagram of compounds and NSCLC targets.
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FIGURE 3 | The HMMCR active compounds–NSCLC targets network. The green circle represents compounds present in HMMCR, and the red circle represents targets.
TABLE 1 | The top 20 components of HMMCR by degree.

ID Compounds Degree

MOL155 Hispidulin 84
MOL113 5-Hydroxy-6,7-dimethoxylflavone 83
MOL108 Genistein 81
MOL14 (15Z)-9,12,13-Trihydroxy-15-octadecenoic acid 80
MOL55 Isokaempferide 80
MOL106 Naringenin 80
MOL2 Calycosin 79
MOL101 Liquiritigenin 79
MOL129 Lariciresinol 4-O-glucoside 79
MOL142 Sinapinic acid 79
MOL119 4-Coumaric acid 78
MOL126 Daidzein 78
MOL127 Isoferulic acid 78
MOL179 Shogaol 78
MOL103 Biochanin A 77
MOL125 Ageratriol 77
MOL174 Wilforlide A 77
MOL5 Formononetin 76
MOL78 Isosakuranetin 76
MOL107 Ferulaldehyde 75
Frontiers in Oncology | www.frontiersin.org
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A

B

FIGURE 4 | (A) The PPI network of 756 intersection targets from the HMMCR for treatment of NSCLC. (B) The process of hub network topological screening. The
BC, CC, DC, EC, LAC, and NC values of each target are calculated; nodes higher than twice the median value are further selected as hub targets.
TABLE 2 | Sixty-two hub targets of HMMCR for NSCLC.

Number Target Degree Number Target Degree Number Target Degree

1 SRC 48 22 JUN 28 43 MAP2K1 21
2 MAPK1 45 23 JAK1 27 44 CDC42 20
3 MAPK3 44 24 ESR1 27 45 HDAC1 20
4 STAT3 40 25 STAT5A 27 46 PRKCA 19
5 LCK 37 26 TP53 26 47 PRKCZ 19
6 PIK3CA 37 27 EP300 26 48 AR 19
7 PIK3R1 37 28 CTNNB1 26 49 CCND1 19
8 EGFR 35 29 STAT1 26 50 RPS6KB1 18
9 FYN 34 30 CREBBP 24 51 HIF1A 18
10 AKT1 33 31 NRAS 24 52 RAF1 17
11 HSP90AA1 32 32 STAT5B 24 53 ITGAV 17
12 RAC1 31 33 FOS 24 54 SFN 16
13 PTPN11 31 34 MYC 24 55 ITGB1 16
14 GRB2 31 35 MAPK8 24 56 ITGB3 16
15 LYN 31 36 VEGFA 24 57 ABL1 16
16 RELA 30 37 PTK2B 23 58 PPP2CA 16
17 MAPK14 30 38 SYK 23 59 IL6 15
18 IL2 29 39 JAK2 23 60 TNF 15
19 RHOA 29 40 NR3C1 22 61 RXRA 15
20 HRAS 28 41 NFKBIA 21 62 NCOR2 12
21 PTK2 28 42 PRKCD 21
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A B

FIGURE 5 | The bubble diagram of (A) GO function enrichment and (B) KEGG pathway enrichment analysis of 62 hub targets from the HMMCR for treatment of
NSCLC. The larger the number of enriched targets, the bigger the dots; the smaller the p-value, the redder the color of the dot.
FIGURE 6 | The maps of PI3K/AKT signaling pathway. The white rectangles and red rectangles represent unidentified proteins and identified proteins, respectively.
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HMMCR can significantly inhibit the proliferation of NSCLC
cells in vitro.

HMMCR Suppressed the Migration of
NSCLC Cells
To further investigate the effect of HMMCR on the NSCLC cells
migratory ability, A549 and H460 cells were treated for 24 h with
0, 6, 12, or 24 mg/ml of HMMCR and the effect determined using
wound-healing migration assay. Our results indicated that
migration of A549 and H460 cells was inhibited by HMMCR
in a dose-dependent manner (Figure 8). Therefore, the results
indicated that HMMCR can significantly inhibit the migration of
NSCLC cells in vitro.

HMMCR Inhibited the PI3K/Akt Pathway in
NSCLC Cells
To verify the molecular mechanism of HMMCR for NSCLC, the
key protein of PI3K/Akt pathway that predicted by network
pharmacological analysis was detected by Western blotting. As
shown in Figure 9, our results showed that PI3K, AKT1, and p-
AKT protein levels were significantly reduced in a dose-
dependent manner after treatment of A549 and H460 cells
with HMMCR. Meanwhile, cell-migratory-related protein (E-
cadherin and N-cadherin) were further analyzed. Our data
indicated that expression of N-cadherin was decreased and E-
Frontiers in Oncology | www.frontiersin.org 9
cadherin was increased in a dose-dependent manner. The results
demonstrated that HMMCR inhibited the proliferation and
migration of NSCLC cells at least through the PI3K/Akt
pathway, thereby achieving an anti-cancer effect.
DISCUSSION

The occurrence and development of non-small cell lung cancer is
an extremely complex and multifaceted biological process (21).
Exploring the mechanism of NSCLC and developing new anti-
tumor drugs are still important research directions in the field of
oncology. TCM believes that “Qi deficiency and blood stasis
(QD-BS)” is the key pathogenesis of lung cancer. QD-BS causes
poor blood circulation in tumors, which is similar to the
hypercoagulable state of tumor patients found in modern
medicine. The formation of tumor thrombi is closely related to
abnormal coagulation during tumor progression (22). Due to the
characteristics of promoting blood circulation and improving the
hypoxic microenvironment, a variety of Chinese herb and
formulas for SQ-ABC have become vital adjuvant treatments
in treatment of tumor, such as HMMCR, Huayu pill (23, 24),
Taohong Siwu Decoction (25), and Qizhu decoction (26).

HMMCR, a typical representative herb pair of SQ-ABC, has
been used in treating various cancer for many years. In recent
A B

DC

FIGURE 7 | HMMCR inhibits the proliferation of NSCLC cells. The viabilities of (A) A549 and (B) H460 cells after HMMCR treatment at the doses of 0–48 mg/ml for
0–72 h were measured by CCK-8. The self-renew ability of (C) A549 and (D) H460 cells after HMMCR treatment at the doses of 0–24 mg/ml for 48 h were
measured by colony formation assay.
March 2022 | Volume 12 | Article 854596
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A

B

FIGURE 8 | HMMCR inhibits the migration of NSCLC cells. The migration of (A) A549 and (B) H460 cells after HMMCR treatment at the doses of 0–24 mg/ml for
24 h were determined by wound healing assay and quantified by Image J software. ***p < 0.001 vs. control.
A

B

FIGURE 9 | HMMCR suppresses NSCLC cells progression via targeting PI3K/Akt pathway. PI3K, AKT1, p-AKT, E-cadherin, and N-cadherin expressions in (A)
A549 and (B) H460 cells after HMMCR treatment at the doses of 0–24 mg/ml for 48 h were determined by Western blot assay. b-Actin was used as an internal
control. All data were quantified by Image J software. *p < 0.05, **p < 0.01, ***p < 0.001 vs. control.
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years, the effective ingredients and the anti-cancer mechanism of
HMMCR attracted the attention of numerous researchers. Qian
Wang et al. verified seven components of HMMCR by HPLC,
including Calycosin, Formononetin, Curcumenol, Astragaloside
A, Astragaloside I, Calycosin-7-glucoside, and Astragaloside II.
Meanwhile, HMMCR can significantly inhibit tumor growth,
without toxifying the liver and kidney (27). Chengyong Xu et al.
suggested that Astragalus polysaccharide and Curcumin were the
optimal combination of HMM and CR, which could initiate
apoptosis of A549 cells under chemical-induced hypoxia via
increasing the expression of Bax and caspase-3, decreasing the
expression of Bcl-2 (28). However, due to the complexity of the
ingredients, the compounds and mechanism of HMMCR to treat
NSCLC have not been fully elucidated. In this study, we applied
LC-ESI-MS/MS to detect the active compounds of HMMCR and
further used network pharmacology approach to predict the
pharmacological mechanism of HMMCR on NSCLC, following
validation by in vitro experiments.

Based on the results of LC-ESI-MS/MS, a total of 181
compounds of HMMCR were identified. One hundred fifty-three
compounds and 1,255 potential targets of HMMCR were included
after screening by SwissTargetPrediction. In addition, 5,977
NSCLC-related targets were identified after comprehensively
searching from GeneCards, OMIM, TTD, and PharmGkb
databases. In a comparison of the 1,255 targets of HMMCR with
the 5,977 NSCLC-related targets, 756 targets of HMMCR were
overlapped, which indicated that HMMCR has a strong therapeutic
effect on non-small cell lung cancer, and its anti-cancer mechanism
is worthy of further exploration. Furthermore, six key compounds
were identified with degree ≥80, namely, hispidulin, 5-Hydroxy-6,7-
dimethoxylflavone, genistein, (15Z)-9,12,13-Trihydroxy-15-
octadecenoic acid, isokaempferide, and naringenin. The results of
hub targets network indicated that 62 hub targets (SRC, MAPK1,
MAPK3, STAT3, LCK, PIK3CA, PIK3R1, EGFR, FYN, AKT1,
HSP90AA1, RAC1, PTPN11, GRB2, LYN, RELA, MAPK14, IL2,
RHOA, HRAS, PTK2, JUN, JAK1, ESR1, STAT5A, TP53, EP300,
CTNNB1, STAT1, CREBBP, NRAS, STAT5B, FOS, MYC,MAPK8,
VEGFA, PTK2B, SYK, JAK2, NR3C1, NFKBIA, PRKCD,
MAP2K1, CDC42, HDAC1, PRKCA, PRKCZ, AR, CCND1,
RPS6KB1, HIF1A, RAF1, ITGAV, SFN, ITGB1, ITGB3, ABL1,
PPP2CA, IL6, TNF, RXRA, and NCOR2) might be the most
important targets of HMMCR for NSCLC. GO enrichment
analysis confirmed the biological functions of the 62 hub targets
of HMMCR against NSCLC. Furthermore, the results of KEGG
pathway enrichment analysis showed that 172 related signaling
pathways were obtained; PI3K/Akt signaling pathway may be the
critical pathway of HMMCR in the treatment of NSCLC.

Furthermore, in vitro experiments were performed to validate
the results of network pharmacology. Our results indicated that
HMMCR inhibited the viability and migration of NSCLC A549 and
H460 cells. Meanwhile, we further detected the key protein
expression of PI3K/Akt pathway. Increasing studies demonstrated
that PI3K/Akt pathway was involved in the occurrence and
development of various malignancies, including colorectal cancer,
breast cancer, gastric cancer, and ovarian cancer (29–32). Briefly, the
cytokines and growth factors can activate PI3K, followed by
promoting Akt phosphorylation and regulating cell proliferation,
Frontiers in Oncology | www.frontiersin.org 11
thereby promoting tumor growth (33). Our results further
demonstrated that HMMCR inhibited PI3K, AKT1, and p-AKT
protein expression levels in a dose-dependent manner. Therefore,
HMMCR can inhibit the proliferation and migration of lung cancer
A549 and H460 cells through regulating the PI3K/Akt pathway,
which further support the network pharmacological prediction.

Taken together, this is the first time that LC-ESI-MS/MS is
used to detect the active compounds of HMMCR and integrate
network pharmacology and in vitro experiments to explore the
pharmacological mechanisms of HMMCR for non-small cell
lung cancer, suggesting that HMMCR can efficiently inhibit
NSCLC cellular proliferation and migration by regulating the
PI3K/Akt signaling pathways. However, several limitations in
this study must be emphasized. First, in vivo experiments and
more cell lines are needed to further validate the effect and
mechanism of HMMCR for NSCLC. Moreover, other signaling
pathways (e.g., PD-L1 expression and PD-1 checkpoint pathway
in cancer, Proteoglycans in cancer, and JAK-STAT signaling
pathway) predicted by network pharmacology might also be
involved in the anti-NSCLC effect of HMMCR, which needs
further verification. Despite these limitations, our study provides
powerful theoretical basis for using HMMCR in the treatment
of NSCLC.
CONCLUSION

In summary, LC-ESI-MS/MS, network pharmacology and in
vitro experiments validation were utilized to explore the active
ingredients of HMMCR and their mechanisms for non-small cell
lung cancer. The results of our study demonstrated that
HMMCR might inhibit the cell proliferation and reduce the
migration of NSCLC cells, mainly via regulating PI3K/Akt
signaling pathways. This study provides a rationale for using
HMMCR in the treatment of NSCLC.
DATA AVAILABILITY STATEMENT

Thedatasetspresented in this studycanbe found inonline repositories.
The names of the repository/repositories and accession number(s) can
be found in the article/Supplementary Material.
AUTHOR CONTRIBUTIONS

Conception and design: SH, KH, and LG. Experimental
operation: SH. Manuscript writing and data analysis: SH, MG,
and SZ. Manuscript revision: MJ, KH, and LG. All authors
contributed to the article and approved the submitted version.
FUNDING

This study was supported by grants from National Natural
Science Foundation of China (No. 82174458), the Fundamental
March 2022 | Volume 12 | Article 854596

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


Hu et al. HMMCR for NSCLC Treatment
Research Funds for the Central Universities (2021-JYB-XJSJJ-
066, 2020-JYB-ZDGG-123), and New Innovation Project-Yiqilin
Leading Talent Project.
ACKNOWLEDGMENTS

The authors thank Professor Zongfang Zheng of Peking
University Health Science Center (Beijing, China) for
Frontiers in Oncology | www.frontiersin.org 12
providing the human lung cancer cell line A549 and H460
used in this study.
SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2022.
854596/full#supplementary-material
REFERENCES

1. Thai AA, Solomon BJ, Sequist LV, Gainor JF, Heist RS. Lung Cancer. Lancet
(Lond Engl) (2021) 398(10299):535–54. doi: 10.1016/S0140-6736(21)00312-3

2. Sung H, Ferlay J, Siegel RL, Laversanne M, Soerjomataram I, Jemal A, et al.
Global Cancer Statistics 2020: GLOBOCAN Estimates of Incidence and
Mortality Worldwide for 36 Cancers in 185 Countries. CA Cancer J Clin
(2021) 71(3):209–49. doi: 10.3322/caac.21660

3. Wu F, Wang L, Zhou C. Lung Cancer in China: Current and Prospect. Curr
Opin Oncol (2021) 33(1):40–6. doi: 10.1097/CCO.0000000000000703

4. Imyanitov EN, Iyevleva AG, Levchenko EV. Molecular Testing and Targeted
Therapy for Non-Small Cell Lung Cancer: Current Status and Perspectives.
Crit Rev Oncol Hematol (2021) 157:103194. doi: 10.1016/j.critrevonc.2020.
103194

5. Kadara H, Tran LM, Liu B, Vachani A, Li S, Sinjab A, et al. Early Diagnosis
and Screening for Lung Cancer. Cold Spring Harbor Perspect Med (2021) 11
(9):a037994. doi: 10.1101/cshperspect.a037994

6. Oudkerk M, Liu S, Heuvelmans MA, Walter JE, Field JK. Lung Cancer LDCT
Screening and Mortality Reduction - Evidence, Pitfalls and Future
Perspectives. Nat Rev Clin Oncol (2021) 18(3):135–51. doi: 10.1038/s41571-
020-00432-6

7. Tian X, Gu T, Lee MH, Dong Z. Challenge and Countermeasures for EGFR
Targeted Therapy in Non-Small Cell Lung Cancer. Biochim Biophys Acta Rev
Cancer (2022) 1877(1):188645. doi: 10.1016/j.bbcan.2021.188645

8. Huang S, Peng W, Mao D, Zhang S, Xu P, Yi P, et al. Kangai Injection, a
Traditional Chinese Medicine, Improves Efficacy and Reduces Toxicity of
Chemotherapy in Advanced Colorectal Cancer Patients: A Systematic Review
and Meta-Analysis. Evid Based Complement Altern Med: eCAM (2019)
2019:8423037. doi: 10.1155/2019/8423037

9. Wang CQ, Zheng XT, Chen XF, Jiang H, Huang J, Jiang Y, et al. The Optimal
Adjuvant Strategy of Aidi Injection With Gemcitabine and Cisplatin in
Advanced Non-Small Cell Lung Cancer: A Meta-Analysis of 70
Randomized Controlled Trials. Front Pharmacol (2021) 12:582447. doi:
10.3389/fphar.2021.582447

10. Zhu G, Wang X, Li J, Zhang Y, Gao R, Zhang X, et al. Evaluation of Efficacy
and Safety for Kanglaite Injection in the Control of the Malignant Pleural
Effusions via Thoracic Perfusion: A Systematic Review and Meta-Analysis of
Randomized Controlled Trials. Front Pharmacol (2021) 12:694129. doi:
10.3389/fphar.2021.694129

11. Chen Z, Liu L, Gao C, Chen W, Vong CT, Yao P, et al. Astragali Radix
(Huangqi): A Promising Edible Immunomodulatory Herbal Medicine.
J Ethnopharmacol (2020) 258:112895. doi: 10.1016/j.jep.2020.112895

12. Chen Y, Zhu Z, Chen J, Zheng Y, Limsila B, Lu M, et al. Terpenoids From
Curcumae Rhizoma: Their Anticancer Effects and Clinical Uses on
Combination and Versus Drug Therapies. Biomed Pharmacother = Biomed
Pharmacother (2021) 138:111350. doi: 10.1016/j.biopha.2021.111350

13. Bian Y, Wang G, Zhou J, Yin G, Liu T, Liang L, et al. Astragalus
Membranaceus (Huangqi) and Rhizoma Curcumae (Ezhu) Decoction
Suppresses Colorectal Cancer via Downregulation of Wnt5/b-Catenin
Signal. Chin Med (2022) 17(1):11. doi: 10.1186/s13020-021-00564-6

14. Xu C, Wang Y, Feng J, Xu R, Dou Y. Extracts From Huangqi (Radix Astragali
Mongoliciplus) and Ezhu (Rhizoma Curcumae Phaeocaulis) Inhibit Lewis
Lung Carcinoma Cell Growth in a Xenograft Mouse Model by Impairing
Mitogen-Activated Protein Kinase Signaling, Vascular Endothelial Growth
Factor Production, and Angiogenesis. J Tradit Chin Med = Chung i Tsa Chih
Ying Wen Pan (2019) 39(4):559–65. doi: 10.19852/j.cnki.jtcm.2019.04.014

15. Kim TW, Lee SY, Kim M, Cheon C, Ko SG. Kaempferol Induces Autophagic
Cell Death via IRE1-JNK-CHOP Pathway and Inhibition of G9a in Gastric
Cancer Cells. Cell Death Dis (2018) 9(9):875. doi: 10.1038/s41419-018-0930-1

16. Sheng W, Xu W, Ding J, Li L, You X, Wu Y, et al. Curcumol Inhibits the
Malignant Progression of Prostate Cancer and Regulates the PDK1/AKT/
mTOR Pathway by Targeting Mir−9. Oncol Rep (2021) 46(5):246. doi:
10.3892/or.2021.8197

17. Guo L, Bai SP, Zhao L, Wang XH. Astragalus Polysaccharide Injection
Integrated With Vinorelbine and Cisplatin for Patients With Advanced
Non-Small Cell Lung Cancer: Effects on Quality of Life and Survival. Med
Oncol (Northwood Lond Engl) (2012) 29(3):1656–62. doi: 10.1007/s12032-
011-0068-9

18. Zhai B, Zeng Y, Zeng Z, Zhang N, Li C, Zeng Y, et al. Drug Delivery Systems
for Elemene, Its Main Active Ingredient b-Elemene, and Its Derivatives in
Cancer Therapy. Int J Nanomed (2018) 13:6279–96. doi: 10.2147/IJN.S174527

19. Wang K, Miao X, Kong F, Huang S, Mo J, Jin C, et al. Integrating Network
Pharmacology and Experimental Verification to Explore the Mechanism of
Effect of Zuojin Pills in Pancreatic Cancer Treatment. Drug Des Devel Ther
(2021) 15:3749–64. doi: 10.2147/DDDT.S323360

20. Shen MR, He Y, Shi SM. Development of Chromatographic Technologies for the
Quality Control of Traditional Chinese Medicine in the Chinese Pharmacopoeia.
J Pharm Anal (2021) 11(2):155–62. doi: 10.1016/j.jpha.2020.11.008

21. Popper HH. Progression and Metastasis of Lung Cancer. Cancer Metastasis
Rev (2016) 35(1):75–91. doi: 10.1007/s10555-016-9618-0

22. Jiang H, Li M, Du K, Ma C, Cheng Y, Wang S, et al. Traditional Chinese
Medicine for Adjuvant Treatment of Breast Cancer: Taohong Siwu Decoction.
Chin Med (2021) 16(1):129. doi: 10.1186/s13020-021-00539-7

23. Gao L, Hao CX, ZhangGL, Cao KX, YuMW, Li QW, et al. Huayu Pill () Promotes
Fluorescent Doxorubicin Delivery to Tumors in Mouse Model of Lung Cancer.
Chin J Integr Med (2021) 27(7):514–9. doi: 10.1007/s11655-020-3191-7

24. Ma Y, Li G, Sun X, Cao K, Wang X, Yang G, et al. Huayu Wan Prevents Lewis
Lung Cancer Metastasis in Mice via the Platelet Pathway. Evid Based
Complement Altern Med: eCAM (2020) 2020:1306207. doi: 10.1155/2020/
1306207

25. Huang S, Chen Y, Pan L, Fei C, Wang N, Chu F, et al. Exploration of the
Potential Mechanism of Tao Hong Si Wu Decoction for the Treatment of
Breast Cancer Based on Network Pharmacology and In Vitro Experimental
Verification. Front Oncol (2021) 11:731522. doi: 10.3389/fonc.2021.731522

26. Wan LF, Shen JJ, Wang YH, Zhao W, Fang NY, Yuan X, et al. Extracts of
Qizhu Decoction Inhibit Hepatitis and Hepatocellular Carcinoma In Vitro
and in C57BL/6 Mice by Suppressing NF-kappaB Signaling. Sci Rep (2019) 9
(1):1415. doi: 10.1038/s41598-018-38391-9

27. Wang Q, Dou Y, Zhao S, Wei M, Sun D, He Y, et al. Analysis of Chemical
Consistency and the Anti-Tumor Activity of Huangqi-Ezhu (HQ-EZ)
Concentrated-Granules and Decoction. Ann Palliat Med (2020) 9(4):1648–
59. doi: 10.21037/apm-19-592

28. Xu C, Wang Y, Feng J, Qin L, Xu R, Dou Y. Effect of Optimal Combination of
Huangqi (Radix Astragali Mongolici) and Ezhu (Rhizoma Curcumae
Phaeocaulis) on Proliferation and Apoptosis of A549 Lung Cancer Cells.
J Tradit Chin Med = Chung i Tsa Chih Ying Wen Pan (2018) 38(3):351–8. doi:
10.1016/S0254-6272(18)30625-3

29. Ediriweera MK, Tennekoon KH, Samarakoon SR. Role of the PI3K/AKT/
mTOR Signaling Pathway in Ovarian Cancer: Biological and Therapeutic
March 2022 | Volume 12 | Article 854596

https://www.frontiersin.org/articles/10.3389/fonc.2022.854596/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2022.854596/full#supplementary-material
https://doi.org/10.1016/S0140-6736(21)00312-3
https://doi.org/10.3322/caac.21660
https://doi.org/10.1097/CCO.0000000000000703
https://doi.org/10.1016/j.critrevonc.2020.103194
https://doi.org/10.1016/j.critrevonc.2020.103194
https://doi.org/10.1101/cshperspect.a037994
https://doi.org/10.1038/s41571-020-00432-6
https://doi.org/10.1038/s41571-020-00432-6
https://doi.org/10.1016/j.bbcan.2021.188645
https://doi.org/10.1155/2019/8423037
https://doi.org/10.3389/fphar.2021.582447
https://doi.org/10.3389/fphar.2021.694129
https://doi.org/10.1016/j.jep.2020.112895
https://doi.org/10.1016/j.biopha.2021.111350
https://doi.org/10.1186/s13020-021-00564-6
https://doi.org/10.19852/j.cnki.jtcm.2019.04.014
https://doi.org/10.1038/s41419-018-0930-1
https://doi.org/10.3892/or.2021.8197
https://doi.org/10.1007/s12032-011-0068-9
https://doi.org/10.1007/s12032-011-0068-9
https://doi.org/10.2147/IJN.S174527
https://doi.org/10.2147/DDDT.S323360
https://doi.org/10.1016/j.jpha.2020.11.008
https://doi.org/10.1007/s10555-016-9618-0
https://doi.org/10.1186/s13020-021-00539-7
https://doi.org/10.1007/s11655-020-3191-7
https://doi.org/10.1155/2020/1306207
https://doi.org/10.1155/2020/1306207
https://doi.org/10.3389/fonc.2021.731522
https://doi.org/10.1038/s41598-018-38391-9
https://doi.org/10.21037/apm-19-592
https://doi.org/10.1016/S0254-6272(18)30625-3
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Hu et al. HMMCR for NSCLC Treatment
Significance. Semin Cancer Biol (2019) 59:147–60. doi: 10.1016/
j.semcancer.2019.05.012

30. Fattahi S, Amjadi-Moheb F, Tabaripour R, Ashrafi GH, Akhavan-Niaki H.
PI3K/AKT/mTOR Signaling in Gastric Cancer: Epigenetics and Beyond. Life
Sci (2020) 262:118513. doi: 10.1016/j.lfs.2020.118513

31. Guerrero-Zotano A, Mayer IA, Arteaga CL. PI3K/AKT/mTOR: Role in Breast
Cancer Progression, Drug Resistance, and Treatment. Cancer Metastasis Rev
(2016) 35(4):515–24. doi: 10.1007/s10555-016-9637-x

32. Sanaei MJ, Baghery Saghchy Khorasani A, Pourbagheri-Sigaroodi A, Shahrokh S,
Zali MR, Bashash D. The PI3K/Akt/mTOR Axis in Colorectal Cancer: Oncogenic
Alterations, Non-Coding RNAs, Therapeutic Opportunities, and the Emerging
Role of Nanoparticles. J Cell Physiol (2021). doi: 10.1002/jcp.30655

33. Abadi AJ, Zarrabi A, Gholami MH, Mirzaei S, Hashemi F, Zabolian A, et al.
Small in Size, But Large in Action: microRNAs as Potential Modulators of
PTEN in Breast and Lung Cancers. Biomolecules (2021) 11(2):304. doi:
10.3390/biom11020304
Frontiers in Oncology | www.frontiersin.org 13
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 Hu, Ge, Zhang, Jiang, Hu 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.
March 2022 | Volume 12 | Article 854596

https://doi.org/10.1016/j.semcancer.2019.05.012
https://doi.org/10.1016/j.semcancer.2019.05.012
https://doi.org/10.1016/j.lfs.2020.118513
https://doi.org/10.1007/s10555-016-9637-x
https://doi.org/10.1002/jcp.30655
https://doi.org/10.3390/biom11020304
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Integrated Network Pharmacology and Experimental Verification to Explore the Molecular Mechanism of Hedysarum Multijugum Maxim–Curcumae Rhizoma Herb Pair for Treating Non-Small Cell Lung Cancer
	Introduction
	Materials and Methods
	Preparation of HMMCR Aqueous Extract
	Compounds Detection and Targets Screening of HMMCR
	HMMCR Targets Predicting and Compound Target Network Construction
	PPI Network Construction and Hub Network Topological Screening
	Gene Ontology and KEGG Pathway Enrichment Analyses
	Reagents
	Cell Line and Culture
	Cell Viability Assay
	Colony Formation Evaluation
	Wound Healing Assay
	Western Blot Investigation
	Statistical Analysis

	Results
	Active Compounds and Putative Targets of HMMCR
	NSCLC Targets Prediction and Network Construction
	PPI Network and Hub Targets Analyses
	GO and KEGG Pathway Enrichment Analysis
	HMMCR Inhibited the Proliferation of NSCLC Cells
	HMMCR Suppressed the Migration of NSCLC Cells
	HMMCR Inhibited the PI3K/Akt Pathway in NSCLC Cells

	Discussion
	Conclusion
	Data Availability Statement
	Author Contributions
	Funding
	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


