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via the ERK1/2/AKT/STAT3
signaling pathways in
glioblastoma cells
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5-Demethylnobiletin is the active ingredient in citrus polymethoxyflavones that

could inhibit the proliferation of several tumor cells. However, the anti-tumor

effect of 5-Demethylnobiletin on glioblastoma and the underlying molecular

mechanisms are remains unknown. In our study, 5-Demethylnobiletin markedly

inhibited the viability, migration and invasion of glioblastoma U87-MG, A172 and

U251 cells. Further research revealed that 5-Demethylnobiletin induces cell cycle

arrest at the G0/G1 phase in glioblastoma cells by downregulating Cyclin D1 and

CDK6 expression levels. Furthermore, 5-Demethylnobiletin significantly induced

glioblastoma cells apoptosis by upregulating the protein levels of Bax and

downregulating the protein level of Bcl-2, subsequently increasing the

expression of cleaved caspase-3 and cleaved caspase-9. Mechanically, 5-

Demethylnobiletin trigged G0/G1 phase arrest and apoptosis by inhibiting the

ERK1/2, AKT and STAT3 signaling pathway. Furthermore, 5-Demethylnobiletin

inhibition of U87-MG cell growth was reproducible in vivo model. Therefore, 5-

Demethylnobiletin is a promising bioactive agent that might be used as

glioblastoma treatment drug.

KEYWORDS

glioblastoma, 5-Demethylnobiletin, cell cycle arrest, cell apoptosis, ERK1/2, AKT, STAT3
1 Introduction

Glioblastoma (GBM) is the most common, lethal, and aggressive adult central nervous

system (CNS) primary malignant brain tumor (1). The traditional treatment of standard

for patients with GBM consists of maximum surgical excision followed by concurrent

chemotherapy and radiotherapy (2). Unfortunately, the traditional treatment methods are

not ideal, the recurrence rate is high as well as the emergence of tumor resistance. After

treatment, the median survival time for GBM patients is 15 months, with a 5-year survival
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rate of less than 5% (3). Therefore, it is essential to discover novel

drugs and identify new therapeutic strategies to enhance

GBM therapy.

Polymethoxyflavones (PMFs) are a class of highly methoxylated

flavonoids unique to citrus plants, and they are gaining increasing

attention due to their diverse biological activities (4–6). Nobiletin

and tangeretin are the main PMFs in citrus peels (7). Previous

research has shown that nobiletin has potent anti-leukemic

characteristics and has the potential for chemoprevention (8, 9).

5-Demethylnobiletin (5-DMN) is one of the promising nobiletin

derivatives, the most plentiful demethylated PMF, which is mainly

generated during long-term storage by autohydrolysis of nobiletin

in citrus peel. 5-DMN has plenty of biological properties, including

anticancer, anti-inflammatory, antioxidant and neuroprotective (7,

10). Interestingly enough, 5-DMN inhibited the growth of various

tumor cells more effectively than nobiletin (11). Recent research has

demonstrated that 5-DMN has anticancer effects in human

leukemia (12), colon (13) and lung cancer (14). Chen et al. (6)

discovered that 5-DMN could increase the synthesis of polymerized

tubulin and cause cell cycle arrest in the G2/M phase by activating

JNK signal in lung cancer cells. In acute myeloid leukemia, 5-DMN

inhibited cell proliferation and induced apoptosis by affecting the

NF-kB signaling pathway (15). Furthermore, 5-DMN treatment of

colon cancer cell line HCT116 cells increased the apoptosis rate of

the cells by activating the caspase cascade reaction (16). However,

there was no evidence that 5-DMN inhibited GBM cell growth

specifically by modulating cell cycle and apoptosis-related signaling

pathways. In addition, studies have shown that 5-DMN not only

promoted neurocytogenesis and neurogenesis, but also negatively

regulated acetylcholinesterase (AChE) activity (17). This means that

5-DMN could through the blood-brain barrier and could be used in

the treatment of neurodegenerative diseases and cholinergic

abnormalities (18, 19), and may have a pharmacological

advantage in the treatment of intracranial tumors.

In our study, the antitumor effects and potential mechanisms

underlying the impact of 5-DMN on GBM were investigated for the

first time both in vitro and in vivo. We elucidated that 5-DMN

promoted G0/G1 phase arrest and apoptosis in glioblastoma cells by

restraining the ERK1/2, AKT and STAT3 signaling pathways. The

results of our study will help to evaluate the potential applications of

5-DMN as a clinical agent for glioblastoma.
2 Materials and methods

2.1 Ethical statement

All animal experiments protocols were designed in strict

accordance with the guidelines and approved by the Animal

Experiment Ethics Committee of Binzhou Medical University.
2.2 Cell culture and reagents

Human glioblastoma cell lines, including U87-MG, A172 and

U251 were obtained from the American Type Culture Collection
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(ATCC) (Manassas, VA, USA). Cells were grown in Dulbecco’s

Modified Eagle’s Medium (DMEM, Gibco) with 10% fetal bovine

serum (FBS; Vistech) and 1% penicillin/streptomycin (Beyotime,

Shanghai, China) at 37°C incubator with 5% CO2. 5-

Demethylnobiletin was obtained from Selleck (Shanghai, China)

and stored in dimethyl sulfoxide (DMSO) at the appropriate

concentration of 10 mM. The inhibitors were purchased from

Sigma-Aldrich (StLouis, MO, USA), which were kept at optimal

concentrations in DMSO.
2.3 MTT assays

When cells reached the logarithmic growth phase, they were

digested with 0.25% trypsin and adjusted to a density of 6 × 104

cells/ml and 100 mL cell suspension was added to a 96-well plate.

The GBM cells were treated for 48 h with 5-DMN at various doses

(0, 6.25, 12.5, 25, 50, 100 mM) after cell adhesion. Each well received

20 mL of MTT reagent (0.5 mg/mL, Sigma-Aldrich) and the cells

were incubated for 4 h. The supernatant was discarded, and 150 µL

of DMSO was added. After 3 times of shaking plate, the absorbance

at 490 nm was measured using a microplate reader (DMI3000,

Leica, Germany) to determine the cell viability rate.
2.4 Live/dead co-staining by Calcein-AM
and PI

Different doses of 5-DMN (0, 12.5, 25, 50 mM) or inhibitors

were applied after cells attained 80% confluence in a 6-well plate.

After 48 h treatment, the Calcein AM/Propidium Iodide (PI)

staining kit (Solarbio, Beijing, China) was used to stain the cells.

Incubation for 0.5 h at 37°C, PBS was used to wash the cells and

representative photograph were captured using Confocal laser

scanning microscopy (Carl Zeiss AG, Jena, Germany).
2.5 Migration assays

Wound healing experiments were used to measure cell

migratory ability. When GBM cells reached the appropriate

density, and confluent cells were wounded with a 10-mL pipette

tip before being incubated with 5-DMN for 48 h. Six visual fields

were randomly selected to observe and quantify the wound closure

rate at different time points under the microscope.
2.6 Invasion assays

Transwell chambers (Corning, New York, USA) were precoated

with Matrigel (BD Biosciences) in a 24-well plate. The serum-

starved cells were diluted with serum-free DMEM medium to a

density of 1 × 106 cells/ml and 100 mL cell suspension was added to

the upper chamber. The lower well contains 600 mL DMEM

supplemented with 5% FBS. When GBM cells had adhered to the

well, the lower chamber medium was changed to drug-medium
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containing 5-DMN of 25 or 50 mM and then incubation for 48 h.

The GBM cells on the lower surface were fixed and stained with 1%

crystal violet (Sigma-Aldrich). Cell invasion rates were quantified in

six randomly selected fields and images of the cells were captured at

20 × magnification.
2.7 Cell cycle analysis

GBM cells were incubated with four concentrations of 5-DMN

for 48 h before being collected, fixed with 70% pre-cooled ethanol

and incubated additional 12 h at 4 °C. Cell precipitation were rinsed

twice with PBS, RNase and PI were added for DNA staining, and the

fluorescence intensity was measured by Flow cytometry (Beckman

Coulter, Inc., Brea, CA, USA). The Modfit software (Scribpps

Research, La Jolla, CA, USA) was used to analyze the percentage

of cells in each phase of the cell cycle.
2.8 Cell apoptosis assays

The flow cytometer was used to analyze cell apoptosis using the

Annexin V-FITC Apoptosis Assay Kit (Beyotime). GBM cells at the

logarithmic growth stage were seeded in 6-well plate before being

treated with 5-DMN (0, 12.5, 25, 50 µM) for 48 h. After the cells

were collected, loading buffer in moderation was added for

suspended cells, followed by 5 mL Annexin V-FITC and 5 mL PI

incubation and prepared within 1 h.
2.9 Western blotting

Cell protein was harvested using cell lysis buffer (Solarbio)

and protein concentration was measured using the BSA protein

kit (Solarbio). Protein samples of 30 mg were taken from each lane

for 10% sodium dodecy l su l fa te -polyacry lamide ge l

electrophoresis (SDS-PAGE). The proteins were transferred to

PVDF membranes, which were incubated with primary antibody

at 4 °C overnight. All antibodies were purchased from Cell

Signaling Technology (CST, Danvers, MA, USA): anti-Cyclin

D1 (1:1000, cat no. 55506), anti-CDK6 (1:1000, cat no. 13331),

anti-Bcl-2 (1:1000, cat no. 15071), anti-Bax (1:1000, cat no.

89477), anti-caspase-3 (1:1000, cat no. 9662), anti-cleaved

caspase-3 (1:1000, cat no. 9661), anti-caspase-9 (1:1000, cat no.

9508), anti-cleaved caspase-9 (1:1000, cat no. 9509), p-ERK1/2

(1:2000, cat no. 4370), ERK (1:1000, cat no. 4695), p-AKT

(1:2000, cat no. 4060), AKT (1:1000, cat no. 4685), p-STAT3 (1:

2000, cat no. 9145), STAT3 (1:1000, cat no. 9139) and b-actin
(1:1000, cat no. 4970). After being three times washed in TBST,

PVDF membrane was incubated with HRP-conjugated second

an t i body a t room tempera tu r e fo r 2 h . Enhanced

chemiluminescence (ECL, Thermo Fisher Scientific, Shanghai,

China) was used to visualize the immunocomplexes, and gray-

scale values for each band were determined using Image

J software.
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2.10 In vivo antitumor activity study

BALB/c female nude mice aged 4-week-old were purchased

from SiPeiFu (SPF Biotechnology Co., Ltd, Beijing) and lived in a

germfree environment with constant temperature and humidity,

suitable for food and water. All mice were slowly injected

subcutaneously with U87-MG cells (5 × 106 cells/100 µL) under

the armpit of the right forelimb. When the tumors reached 3-4mm

in diameter, these nude mice were divided into 5-DMN and control

groups, and administered an intraperitoneal (i. p.) injection of 5%

DMSO + 40% PEG300 (Selleck) + 5% Tween 80 (Selleck) + 50%

water (control) or 5-DMN 3 mg/kg that was dissolved in DMSO,

PEG300, Tween 80 and water (5:40:5:50 v/v). Mice were given

treatment every other day using 100 mL total volumes. Tumor

volumes were assessed every two days and were calculated as 0.5 ×

length × width2. The mice were sacrificed under adequate

anesthesia 21 days after treatment.
2.11 Statistical analyses

The experiments data was expressed as the mean ± standard

deviation (mean ± SD). All statistical analyses were performed with

the SPSS version 23.0 software, and graphics were created with the

GraphPad Prism 8 program (GraphPad Software, San Diego, CA).

The data from two groups were compared using a two-tailed

Student’s t-test or a two-way ANOVA. *p < 0.05; **p < 0.01; ***p

< 0.001 were considered statistically significant differences.
3 Results

3.1 5-DMN inhibits the viability, migration
and invasion ability of GBM cells in vitro

To explore the impact of 5-DMN on glioblastoma in vitro, U87-

MG, A172 and U251 cells were treated with 5-DMN for 48 h at set

concentrations. The cell activity data revealed that 5-DMN

administration greatly inhibited the proliferation of U87-MG,

A172, and U251 cells (Figure 1A). Similar procedures were

implemented to assess the cell activity on normal human brain

astrocyte cell lines (HA1800) and human embryonic kidney

(HEK293T) cell lines. The results showed that 5-DMN had no

significant cytotoxic activity on HA1800 and HEK293T cell in the

concentration range of 0 - 100 mM for 48 h (Figure S1A). To

determine cell viability more intuitively, a living/dead assay was

conducted. Calcein-AM/PI was employed to stain living with green

and dead cells with red. The results indicated that the green

fluorescence of living cells reduced dramatically, while the red

fluorescence increased significantly accompanied the increase of

5-DMN concentration, which further verified the outstanding

cytotoxicity of 5-DMN (Figure 1B).

The poor prognosis of GBM patients was related to the motility

and metastasis ability of the tumor cells. Therefore, migration and

invasion experiments were conducted after different concentration
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5-DMN (25 mM, 50 mM) was added to U87-MG, A172 and U251

cells. As shown in Figures 1C, D, GBM cells migration and invasion

in the 5-DMN treatment group was considerably reduced in a dose-

dependent manner. In addition, to further evaluate the cytotoxicity

on GBM cells of 5-DMN compared with Temozolomide (TMZ),

which is the first-line chemotherapeutic drug for patients with

GBM, U87-MG, A172 and U251 cells were treated with TMZ for
Frontiers in Oncology 04
48 h. As shown in Figure S1B, in treatments with the same drug

concentration, the cytotoxic effect of TMZ was not obvious in the

three GBM cells compared with 5-DMN, suggesting a higher anti-

cancer efficacy of 5-DMN in GBM cells. Furthermore, wound

healing experiment was conducted after different concentration

TMZ (25 mM, 50 mM) was added to GBM cells for 48 h, the

results showed that U87-MG, A172 and U251 cells migration was
B

C

D

A

FIGURE 1

Inhibitory effects of 5-DMN on the viability, migration and invasion of GBM cells. (A) Cell viability was determined using the MTT assay after cultured
U87-MG, A172, and U251 cells were incubated with various doses of 5-DMN for 48 h. (B) The merged image of live cells (green) and dead cells (red)
in GBM cells treated with different concentrations of 5-DMN. Scale bar = 100 mm. (C) Wound healing assays were used to determine the migration
ability of U87-MG, A172, and U251 cells after 48 h of incubation with 5-DMN (0, 25, 50 mM). (D) The invasion ability of GBM cells treated with or
without 5-DMN (25, 50 mM) for 48 h was detected by transwell assays. Values are the means ± SD of three independent experiments. *p<0.05,
**p<0.01, ***p<0.001 vs. cells in the untreated control group. ns, no significance.
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not significantly reduced in the TMZ treatment group (Figure S1C).

In conclusion, our results demonstrated that 5-DMN had the

potential to inhibit GBM cells malignant biological behavior

in vitro.
3.2 5-DMN induces G0/G1 phase cycle
arrest in GBM cells

To investigate whether 5-DMN-induced decrease in GBM cell

viability was related to cell cycle arrest, flow cytometry was used to

analyze cell cycle distribution after a 48-h treatment with 5-DMN.

Figure 2A showed that the percentages of 5-DMN treated cells in

the G0/G1 phase was considerably higher than that the control

group. To further explained the mechanism that 5-DMN mediated

cell cycle arrest, the expression of G0/G1 phase related proteins was

evaluated in U87-MG, A172 and U251 cells, respectively. The

activity of Cyclin D1 and CDK are required for G1 phase

progression of the cell cycle and G1/S transition (20). Western

blotting analysis demonstrated that Cyclin D1 and CDK6

expression was considerably reduced in 5-DMN-treated GBM

cells compared with the control group (Figure 2B). The

aforementioned data showed that 5-DMN induced G0/G1 phase

cell cycle arrest by regulating the expression of Cyclin D1

and CDK6.
Frontiers in Oncology 05
3.3 5-DMN induces apoptosis in GBM cells

To further investigate whether the inhibitory activity of 5-

DMN-induced cell proliferation was associated with apoptosis,

Annexin V-FITC/PI double staining was used to evaluate the

apoptotic rate of cells treated with 5-DMN for 48 h. As shown in

Figure 3A, the apoptotic cells were significantly increased in U87-

MG, A172 and U251 cells with the increase of 5-DMN

concentration. Then, the expression of signaling proteins related

to apoptosis was tested by western blotting in these cells. We found

that the protein levels of Bax, cleaved caspase-3, -9 was remarkedly

elevated, while the expression of Bcl-2, caspase-3, -9 was inhibited

in 5-DMN-treated cells (Figure 3B). In conclusion, these results

demonstrated that 5-DMN effectively induced GBM cells apoptosis.
3.4 5-DMN inhibits the ERK1/2, AKT and
STAT3 signaling pathways in GBM cells

ERK1/2, PI3K/AKT and STAT3 signaling are classical

oncogenic signaling pathways that have been reported in GBM

(21, 22). To tested whether 5-DMN had the inhibitory effect on

these signal molecules, we treated GBM cells with 5-DMN at four

different concentrations. Western blotting analysis showed that the

phosphorylation of ERK1/2, AKT and STAT3 in 5-DMN treated
A

B

FIGURE 2

5-DMN induces cell cycle arrest at the G0/G1 phase in GBM cells. (A) The cell cycle distribution of U87-MG, A172, and U251 cells treated with
different concentrations of 5-DMN was determined using flow cytometry. The histograms indicated the distribution of cell cycle from three separate
experiments. (B) Levels of Cyclin D1 and CDK6 proteins in 5-DMN-treated GBM cells were detected by western blotting. The loading control was
b-actin. *p<0.05, **p<0.01, ***p<0.001. ns, no significance.
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cells were considerably lower than the control group (Figures 4A,

B). These data indicated that 5-DMN could inhibit the ERK1/2,

PI3K/AKT and STAT3 signal pathway in GBM cells.
3.5 Cell cycle arrest and apoptosis are
mediated by the inhibition of the ERK1/2,
AKT and STAT3 signaling pathway

To determine whether 5-DMN induced cell viability, cell cycle

arrest and apoptosis were related to ERK1/2, AKT or STAT3

signaling pathways, the MEK inhibitor U0126, PI3K inhibitor

LY294002 and STAT3 inhibitor WP1066 were used for further

investigation in U87-MG cells. Figure 5A showed that the number

of PI-positive cells in the U0126, LY294002 and WP1066 groups

were obviously higher than the control group. Interestingly, a

higher number of PI-positive cells were observed when

combination of these inhibitors and 5-DMN than for 5-DMN

treatment. Flow cytometric analysis also demonstrated that

U0126, LY294002 and WP1066 significantly increased G0/G1
Frontiers in Oncology 06
phase arrest induced by 5-DMN (Figure 5B). The same results

were obtained by using flow cytometry to detect the apoptotic rate

in 5-DMN or combination different inhibitors treated U87-MG

cells (Figure 6A). These results indicated that in the process of G0/

G1 phase arrest and cell death, ERK1/2, AKT and STAT3 signaling

were suppressed by 5-DMN. Western blotting revealed that U0126,

LY294002 and WP1066 further enhanced the inhibition of 5-DMN

on the expression of cyclin-related proteins (Cyclin D1 and CDK6)

and the promotion on the expression of pro-apoptosis-related

proteins (caspase-3 and -9) (Figure 6B). In summary, 5-DMN

induced G0/G1 phase arrest and triggered apoptosis by blocking

the ERK1/2, AKT and STAT3 signaling pathways in GBM cells.
3.6 5-DMN inhibits the proliferation of
GBM cells in vivo

To further assess the cytotoxicity of 5-DMN in vivo, U87-MG

cells (5 × 106 cells/100 µL) were implanted into BALB/c nude mice

via slowly injection. When the tumor grew to a diameter of 3-4 mm,
A

B

FIGURE 3

5-DMN induces GBM cells apoptosis. (A) The apoptotic rate of U87-MG, A172, and U251 cells after 5-DMN treatment was determined using double
staining with Annexin V-FITC/PI. The histograms showed the percentage of apoptosis in three separate experiments. (B) Western blotting analysis of
the expression of Bcl-2, Bax and caspase-3/9. The loading control was b-actin. *p<0.05, **p<0.01, ***p<0.001 vs. the untreated group cells.
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nude mice were randomly assigned to the control and 5-DMN

groups, and then injected intraperitoneally every other day. After

nine times of administration, the tumor growth curve results

showed that 5-DMN (3 mg/kg) effectively inhibited the tumor

growth compared with the control group (Figure 7A). During

treatment, the weight of nude mice was monitored before each

injection, and the results demonstrated that 5-DMN treatment had

no influence on body weight (Figure 7B). Tumors were separated

and tumor weights were also measured (Figures 7C, D). The tumor

weight of the animals in 5-DMN group was 0.135 ± 0.027 g,

significantly less than that of 0.317 ± 0.043 g in the control

group. The aforementioned results suggested 5-DMN treatment

group could delay tumor growth compared with the control group.

During the tumorigenesis period, there was no mice death in the

treatment group or the control group. To evaluate the drug toxicity

of 5-DMN on mice at the therapeutic dose, the weights of body and

organs weights were also measured when tumors were removed. As

shown in Figures 7E, F, the results demonstrated there were no

statistical different between 5-DMN and control groups. Therefore,

the results showed that 5-DMN, which might have limited toxicity

in vivo, could significantly inhibited the growth of GBM xenograft.
4 Discussion

Glioblastoma (GBM) is the most common primary malignant

brain tumor with the characteristics of high recurrence rate, high

mortality and the median survival of less than one year (23).

Although 5-DMN has been implicated in the inhibition of cell
Frontiers in Oncology 07
proliferation in some cancers (12–14, 24), the underlying molecular

mechanism which 5-DMN inhibits glioblastoma progression

remains unclear. According to our findings, 5-DMN decreased

the growth of GBM cell lines both in vitro and in vivo. This

inhibition of 5-DMN was associated with cell cycle arrest and

enhanced apoptosis. Furthermore, we also observed that 5-DMN

has the capacity to prevent GBM cell migration and invasion. The

underlying mechanisms of 5-DMN action in GBM cells may be

influenced by the inhibitory effect of 5-DMN on the ERK1/2, PI3K/

AKT and STAT3 signaling pathway.

Recent research have indicated that 5-DMN induced cytotoxicity

in a variety types of cancer cells; however, the pharmacokinetics of 5-

DMN differ in different tissues, which may lead to different antitumor

effects (18). In in vitro studies, 5-DMN significantly decreased cancer

cell line viability, including HCT116, THP1, CL1-5 and CL13, which

IC50 values were 13.5 mM, 32.3 mM, 12.8 mM and 21.8 mM,

respectively (6, 15, 16). Our results showed that 5-DMN exhibited

different cytotoxicity in U87-MG, A172 and U251 cells. A172 and

U251 cells treated with 5-DMN for 48 h had a similar IC50 values (50

mM) whereas the IC50 values in U87-MG cells were 33.5 mM. In

addition, the high death rates and low cure rates of cancer are due in

large part to the highly aggressive nature of tumor cells (25). Our

study showed that 5-DMN could inhibit the migratory and invasive

potential of cultured three different GBM cells.

The G1/S phase checkpoint is the first important restriction

point in the cell division cycle (26). Cyclin-dependent kinases

(CDKs) belongs to the serine/threonine protein kinase family,

which regulate cell division and transcription (27). Unrestricted

cell cycle progression and rapid growth caused by abnormal CDK4/
A

B

FIGURE 4

5-DMN inhibits the ERK1/2, AKT and STAT3 pathways in GBM cells. Cultured U87-MG, A172 and U251 cells were incubated with or without 50 µM
5-DMN for 48 h. (A) Western blotting analysis of the expression of p-ERK1/2, ERK1/2, p-AKT, AKT, p-STAT3 and STAT3. (B) The relative protein levels
of p-ERK1/2, p-AKT and p-STAT3 in 5-DMN-treated GBM cells were analyzed. The protein levels in the untreated group were used to standardize
the relative protein ratio. *p<0.05, **p<0.01, ***p<0.001 vs. cells in the untreated group.
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6 signaling have been confirmed as glioma progression markers

(28). Cyclin D1, a D-type cyclin protein, is an important regulator

of cell cycle progression. Recent research found that Cyclin D1

expression was significantly higher in GBM tissues, predicting poor

outcomes (29). Cyclin D1/CDK4 (CDK6) form complexes and then

responsible for early G1 regulation (30). 5-DMN was discovered to

block cell cycles in both the G0/G1 and G2/M phases of HCT116

(p53+/+), while in THP-1 and lung cancer cells, 5-DMN induced S-

and G2/M phase arrest respectively (6, 8, 15, 31). Our results

demonstrated that 5-DMN enhanced the percentage of G0/G1

phase in three GBM cells. A further western blotting analysis

showed that 5-DMN was able to significantly downregulate the

protein level of Cyclin D1 and CDK6 in concentration-dependent

manner in GBM cells. Therefore, 5-DMN is a natural Cyclin D1 and

CDKs inhibitor that suppress GBM tumorigenesis by inducting G0/

G1 phase arrest. In addition, p21 and p27 are endogenous inhibitors

of Cyclin/CDK and prevent the G1 transition to S by binding to the

complex (32, 33). Whether p21 and p27 participate in the inhibition

of 5-DMN-induced glioma cell proliferation remains to be

further tested.

Apoptosis is programmed cell death that plays a critical role in

the pathogenesis of GBM. Mitochondria-mediated caspase cascade
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activation is intimately associated with apoptosis, can be initiated by

many stimuli (34). Members of the Bcl-2 family are generally

considered to be located in the mitochondrial outer model and act

as important regulators to regulate apoptosis (35). The Bcl-2 family is

separated into two groups: One group contains anti-apoptotic

proteins such as Bcl-2, while another group contains pro-apoptotic

proteins such as Bax. The balance between these two proteins

influences whether or not tumor cells undergo apoptosis (36, 37).

Increasing evidence revealed that 5-DMN is a powerful apoptosis

inducer in AML cell and non-small-cell lung carcinoma cells (6, 15).

Consistent with previous research, GBM cell apoptosis related

proteins were also changed after 5-DMN treatment, including

caspase-9 and caspase-3 activation; the Bcl-2 was down-regulated,

while the Bax was up-regulated. Therefore, 5-DMN can induce

apoptosis of GBM cells through mitochondrial signaling pathway.

Inflammation is a stress response that is closely associated with

the development of cancer (38). Previous study reported that

5-DMN reduced the expression of inflammation-related cytokines

IL-1b, IL-6 and TNF-a by inhibiting the expression of p-JAK2 and

p-STAT3 (39). Another study demonstrated that 5-DMN could

reduce CCl4-induced fibrotic liver and regulate inflammatory

responses in liver tissue via blocking the MAPK pathway (40). As
A

B

FIGURE 5

Roles of ERK1/2, AKT and STAT3 signaling in cell viability and G0/G1 phase arrest triggered by 5-DMN. (A) Live/dead staining assay of U87-MG cells after
5-DMN (50 mM) with or without the U0126 (15 mM), LY294002 (15 mM) and WP1066 (10 mM) for 48 h. (B) U87-MG cells were treated 5-DMN with or
without the inhibitors and cell cycle distribution was determined. *p<0.05, **p<0.01, ***p<0.001 vs. cells in the control group. ns, no significance.
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we know, the JAK2/STAT3 and MAPK pathways also are classic

crucial oncogenic signaling pathway, but whether 5-DMN regulates

these two pathways in tumors has not been reported. Our study

found that 5-DMN could significantly reduce the levels of p-ERK1/

2 and p-STAT3 in a concentration-dependent manner in GBM

cells. Furthermore, the inhibition of the ERK1/2 and STAT3

pathway by application U0126 and WP1066 could increase cell

apoptosis and the number of cells blocked in G0/G1 phase. PI3K/

AKT signaling not only regulates cell proliferation, but it also plays

a role in tumor cell apoptosis (41). The PI3K/AKT pathway is also

abnormally activated in GBM, as evidenced by abnormally elevated

phosphorylation levels (42, 43). Although previous research found

that the PI3K/AKT pathway was not required for autophagy in

response to 5-DMN (6), our data showed that 5-DMN reduced the

expression of p-AKT. Surprisingly, the PI3K/AKT pathway was also

involved in the regulation of cell cycle arrest and apoptosis
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produced by 5-DMN. In summary, the above evidence indicated

that 5-DMN promoted cell cycle arrest and apoptosis via inhibition

of the ERK1/2, PI3K/AKT, and STAT3 signaling pathways.

Chen and Tan et al. reported that 5-DMN inhibited the growth

of CL1-5 cells using murine ectopic xenografts models of lung

cancer (6, 44). Our in vivo data demonstrated that the i.p. injection

of 5-DMN at doses of 3 mg/kg, could greatly decrease tumor

development in the nude mice transplantation model of GBM.

Moreover, the body and organ weight data demonstrated that the

nude mice treated with 5-DMN grow normally, which may imply

that 5-DMN has low toxicity and less impact side effects in vivo.

This may serve as a reminder that 5-DMN is a potentially

effective anti-GBM drug, and we will investigate its toxicity in

future experiments.

However, there are some limitations in our study. Although

treatment with 5-DMN significantly decreased cell malignant
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FIGURE 6

The ERK1/2, AKT and STAT3 signaling pathways influence the effects of 5-DMN on cell apoptosis, cycle and apoptosis-related proteins. (A) The
apoptotic rate of U87-MG cells was determined using Annexin V-FITC/PI double staining after 5-DMN treatment with or without inhibitor.
(B) Western blotting detected cell cycle proteins and apoptosis-related proteins levels in 5-DMN-treated U87-MG cells with or without pathway
inhibitors. *p<0.05, **p<0.01, ***p<0.001 vs. cells in the control group.
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behavior and promoted cell apoptosis, this phenomenon was only

validated in three human GBM cell lines and subcutaneous tumor

models. Further study will be required to better characterize this

function. In conclusion, this study demonstrated that 5-DMN could

inhibit cell proliferation, induce apoptosis in GBM cells in vitro and

in vivo and effectively arrest the cell cycle in G0/G1 phase, probably

by deactivating the ERK1/2, PI3K/AKT and STAT3 signaling

pathways. According to the findings of this study, 5-DMN might

be utilized as a potential drug for GBM treatment.
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FIGURE 7

The antitumor effect of 5-DMN in BALB/c nude mice tumor model. (A) The volumes of tumor were evaluated at the indicated number of days after
animals were treatment with 5-DMN. (B) The body weight changes of 5-DMN-treated group or control group mice. (C) Photograph of tumor tissues
isolated from killed nude mice. (D) Quantification of tumor weight. Body weights (E) and organs weights (F) of nude mice were measured after
tumors were resection. *p<0.05, **p<0.01 vs. cells in the untreated group. n= 6. ns, no significance.
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SUPPLEMENTARY FIGURE 1

The inhibitory effect of 5-DMN on normal cells viability and TMZ on GBM
cells. (A) Cell viability of normal human brain astrocyte HA1800 and HEK293T

cells after being treated with different concentrations of 5-DMN for 48 h. (B)
Cell viability was determined using the MTT assay after cultured U87-MG,
A172, and U251 cells were incubated with various doses (0, 6.25, 12.5, 25, 50,

100 mM) of TMZ for 48 h. (C) Wound healing assays were used to determine
the migration ability of GBM cells after 48 h of incubation with TMZ (0, 25, 50

mM). Values are the means ± SD of three independent experiments. *p<0.05,
**p<0.01, ***p<0.001 vs. cells in the untreated control group.
References
1. Huang B, Li X, Li Y, Zhang J, Zong Z, Zhang H. Current immunotherapies for
glioblastoma multiforme. Front Immunol (2020) 11:603911. doi: 10.3389/
fimmu.2020.603911

2. Stupp R, Mason WP, van den Bent MJ, Weller M, Fisher B, Taphoorn MJ, et al.
Radiotherapy plus concomitant and adjuvant temozolomide for glioblastoma. N Engl J
Med (2005) 352(10):987–96. doi: 10.1056/NEJMoa043330

3. Davis ME. Epidemiology and overview of gliomas. Semin Oncol Nurs (2018) 34
(5):420–9. doi: 10.1016/j.soncn.2018.10.001

4. Lai CS, Li S, Miyauchi Y, Suzawa M, Ho CT, Pan MH. Potent anti-cancer effects
of citrus peel flavonoids in human prostate xenograft tumors. Food Funct (2013) 4
(6):944–9. doi: 10.1039/c3fo60037h

5. Arivazhagan L, Sorimuthu Pillai S. Tangeretin, a citrus pentamethoxyflavone,
exerts cytostatic effect via p53/p21 up-regulation and suppresses metastasis in 7,12-
dimethylbenz(alpha)anthracene-induced rat mammary carcinoma. J Nutr Biochem
(2014) 25(11):1140–53. doi: 10.1016/j.jnutbio.2014.06.007

6. Chen YK, Wang HC, Ho CT, Chen HY, Li S, Chan HL, et al. 5-demethylnobiletin
promotes the formation of polymerized tubulin, leads to G2/M phase arrest and
induces autophagy via JNK activation in human lung cancer cells. J Nutr Biochem
(2015) 26(5):484–504. doi: 10.1016/j.jnutbio.2014.12.003

7. Zhang M, Pan Y, Dong Q, Tang X, Xin Y, Yin B, et al. Development of organogel-
based emulsions to enhance the loading and bioaccessibility of 5-demethylnobiletin.
Food Res Int (2021) 148:110592. doi: 10.1016/j.foodres.2021.110592

8. Goh JXH, Tan LT, Goh JK, Chan KG, Pusparajah P, Lee LH, et al. Nobiletin and
derivatives: functional compounds from citrus fruit peel for colon cancer
chemoprevention. Cancers (2019) 11(6):867. doi: 10.3390/cancers11060867

9. Chen PY, Chen YT, Gao WY, Wu MJ, Yen JH. Nobiletin down-regulates c-
KIT gene expression and exerts antileukemic effects on human acute myeloid
leukemia cells. J Agric Food Chem (2018) 66(51):13423–34. doi: 10.1021/
acs.jafc.8b05680

10. Zhang M, Zhu J, Zhang X, Zhao DG, Ma YY, Li D, et al. Aged citrus peel
(chenpi) extract causes dynamic alteration of colonic microbiota in high-fat diet
induced obese mice. Food Funct (2020) 11(3):2667–78. doi: 10.1039/c9fo02907a

11. Kowalska K, Olejnik A, Rychlik J, Grajek W. Cranberries (Oxycoccus
quadripetalus) inhibit adipogenesis and lipogenesis in 3T3-L1 cells. Food Chem
(2014) 148:246–52. doi: 10.1016/j.foodchem.2013.10.032

12. Li S, Pan MH, Lai CS, Lo CY, Dushenkov S, Ho CT. Isolation and syntheses of
polymethoxyflavones and hydroxylated polymethoxyflavones as inhibitors of HL-60
cell lines. Bioorg Med Chem (2007) 15(10):3381–9. doi: 10.1016/j.bmc.2007.03.021

13. Qiu P, Dong P, Guan H, Li S, Ho CT, Pan MH, et al. Inhibitory effects of 5-
hydroxy polymethoxyflavones on colon cancer cells. Mol Nutr Food Res (2010) 54
Suppl 2:S244–52. doi: 10.1002/mnfr.200900605

14. Xiao H, Yang CS, Li S, Jin H, Ho CT, Patel T. Monodemethylated
polymethoxyflavones from sweet orange (Citrus sinensis) peel inhibit growth of
human lung cancer cells by apoptosis. Mol Nutr Food Res (2009) 53(3):398–406.
doi: 10.1002/mnfr.200800057

15. Chen PY, Wang CY, Tsao EC, Chen YT, Wu MJ, Ho CT, et al. 5-
demethylnobiletin inhibits cell proliferation, downregulates ID1 expression,
modulates the NF-kappaB/TNF-alpha pathway and exerts antileukemic effects in
AML cells. Int J Mol Sci (2022) 23(13):7392. doi: 10.3390/ijms23137392

16. Song M, Lan Y, Wu X, Han Y, Wang M, Zheng J, et al. The chemopreventive
effect of 5-demethylnobiletin, a unique citrus flavonoid, on colitis-driven colorectal
carcinogenesis in mice is associated with its colonic metabolites. Food Funct (2020) 11
(6):4940–52. doi: 10.1039/d0fo00616e

17. Trivedi S, Maurya P, Sammi SR, Gupta MM, Pandey R. 5-desmethylnobiletin
augments synaptic ACh levels and nicotinic ACh receptor activity: a potential
candidate for alleviation of cholinergic dysfunction. Neurosci Lett (2017) 657:84–90.
doi: 10.1016/j.neulet.2017.08.010

18. Ding H, You Q, Li D, Liu Y. 5-demethylnobiletin: insights into its
pharmacological activity, mechanisms, pharmacokinetics and toxicity. Phytomedicine
(2022) 104:154285. doi: 10.1016/j.phymed.2022.154285
19. Chiu SP, Wu MJ, Chen PY, Ho YR, Tai MH, Ho CT, et al. Neurotrophic action
of 5-hydroxylated polymethoxyflavones: 5-demethylnobiletin and gardenin a stimulate
neuritogenesis in PC12 cells. J Agric Food Chem (2013) 61(39):9453–63. doi: 10.1021/
jf4024678

20. Yeh ES, Means AR. PIN1, the cell cycle and cancer. Nat Rev Cancer (2007) 7
(5):381–8. doi: 10.1038/nrc2107

21. Xie B, Zhang L, Hu W, Fan M, Jiang N, Duan Y, et al. Dual blockage of STAT3
and ERK1/2 eliminates radioresistant GBM cells. Redox Biol (2019) 24:101189.
doi: 10.1016/j.redox.2019.101189

22. Shahcheraghi SH, Tchokonte-Nana V, LotfiM, LotfiM, Ghorbani A, Sadeghnia
HR. Wnt/beta-catenin and PI3K/Akt/mTOR signaling pathways in glioblastoma: two
main targets for drug design: a review. Curr Pharm Des (2020) 26(15):1729–41.
doi: 10.2174/1381612826666200131100630

23. Wang Z, Guo X, Gao L, Wang Y, Ma W, Xing B. Glioblastoma cell
differentiation trajectory predicts the immunotherapy response and overall survival
of patients. Aging (2020) 12(18):18297–321. doi: 10.18632/aging.103695

24. Sergeev IN, Ho CT, Li S, Colby J, Dushenkov S. Apoptosis-inducing activity of
hydroxylated polymethoxyflavones and polymethoxyflavones from orange peel in
human breast cancer cells. Mol Nutr Food Res (2007) 51(12):1478–84. doi: 10.1002/
mnfr.200700136

25. Medikonda R, Dunn G, Rahman M, Fecci P, Lim M. A review of glioblastoma
immunotherapy. J Neurooncol (2021) 151(1):41–53. doi: 10.1007/s11060-020-03448-1

26. Chen J, Ouyang Y, Cao L, Zhu W, Zhou Y, Zhou Y, et al. Diazepam inhibits
proliferation of human glioblastoma cells through triggering a G0/G1 cell
cycle arrest. J Neurosurg Anesthesiol (2013) 25(3):285–91. doi: 10.1097/ANA.
0b013e31828bac6a

27. Tadesse S, Yu M, Kumarasiri M, Le BT, Wang S. Targeting CDK6 in cancer:
state of the art and new insights. Cell Cycle (2015) 14(20):3220–30. doi: 10.1080/
15384101.2015.1084445

28. Schroder LB, McDonald KL. CDK4/6 inhibitor PD0332991 in glioblastoma
treatment: does it have a future? Front Oncol (2015) 5:259. doi: 10.3389/
fonc.2015.00259

29. Sun T, Xu YJ, Jiang SY, Xu Z, Cao BY, Sethi G, et al. Suppression of the USP10/
CCND1 axis induces glioblastoma cell apoptosis. Acta Pharmacol Sin (2021) 42
(8):1338–46. doi: 10.1038/s41401-020-00551-x

30. Bhattacharya K, Bag AK, Tripathi R, Samanta SK, Pal BC, Shaha C, et al.
Mahanine, a novel mitochondrial complex-III inhibitor induces G0/G1 arrest through
redox alteration-mediated DNA damage response and regresses glioblastoma
multiforme. Am J Cancer Res (2014) 19(4):629–47.

31. Qiu P, Guan H, Dong P, Li S, Ho CT, Pan MH, et al. The p53-, bax- and p21-
dependent inhibition of colon cancer cell growth by 5-hydroxy polymethoxyflavones.
Mol Nutr Food Res (2011) 55(4):613–22. doi: 10.1002/mnfr.201000269

32. Brandts CH, Bilanges B, Hare G, McCormick F, Stokoe D. Phosphorylation-
independent stabilization of p27kip1 by the phosphoinositide 3-kinase pathway in
glioblastoma cells. J Biol Chem (2005) 280(3):2012–9. doi: 10.1074/jbc.M408348200

33. Gartel AL, Radhakrishnan SK. Lost in transcription: p21 repression,
mechanisms, and consequences. Cancer Res (2005) 65(10):3980–5. doi: 10.1158/
0008-5472.CAN-04-3995

34. Pan Z, Zhang X, Yu P, Chen X, Lu P, Li M, et al. Cinobufagin induces cell cycle
arrest at the G2/M phase and promotes apoptosis in malignant melanoma cells. Front
Oncol (2019) 9:853. doi: 10.3389/fonc.2019.00853

35. Kale J, Osterlund EJ, Andrews DW. BCL-2 family proteins: changing partners in
the dance towards death. Cell Death Differ (2018) 25(1):65–80. doi: 10.1038/
cdd.2017.186

36. Maes ME, Schlamp CL, Nickells RW. BAX to basics: how the BCL2 gene family
controls the death of retinal ganglion cells. Prog Retin Eye Res (2017) 57:1–25.
doi: 10.1016/j.preteyeres.2017.01.002

37. Strasser A, Vaux DL. Viewing BCL2 and cell death control from an evolutionary
perspective. Cell Death Differ (2018) 25(1):13–20. doi: 10.1038/cdd.2017.145
frontiersin.org

https://www.frontiersin.org/articles/10.3389/fonc.2023.1143664/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2023.1143664/full#supplementary-material
https://doi.org/10.3389/fimmu.2020.603911
https://doi.org/10.3389/fimmu.2020.603911
https://doi.org/10.1056/NEJMoa043330
https://doi.org/10.1016/j.soncn.2018.10.001
https://doi.org/10.1039/c3fo60037h
https://doi.org/10.1016/j.jnutbio.2014.06.007
https://doi.org/10.1016/j.jnutbio.2014.12.003
https://doi.org/10.1016/j.foodres.2021.110592
https://doi.org/10.3390/cancers11060867
https://doi.org/10.1021/acs.jafc.8b05680
https://doi.org/10.1021/acs.jafc.8b05680
https://doi.org/10.1039/c9fo02907a
https://doi.org/10.1016/j.foodchem.2013.10.032
https://doi.org/10.1016/j.bmc.2007.03.021
https://doi.org/10.1002/mnfr.200900605
https://doi.org/10.1002/mnfr.200800057
https://doi.org/10.3390/ijms23137392
https://doi.org/10.1039/d0fo00616e
https://doi.org/10.1016/j.neulet.2017.08.010
https://doi.org/10.1016/j.phymed.2022.154285
https://doi.org/10.1021/jf4024678
https://doi.org/10.1021/jf4024678
https://doi.org/10.1038/nrc2107
https://doi.org/10.1016/j.redox.2019.101189
https://doi.org/10.2174/1381612826666200131100630
https://doi.org/10.18632/aging.103695
https://doi.org/10.1002/mnfr.200700136
https://doi.org/10.1002/mnfr.200700136
https://doi.org/10.1007/s11060-020-03448-1
https://doi.org/10.1097/ANA.0b013e31828bac6a
https://doi.org/10.1097/ANA.0b013e31828bac6a
https://doi.org/10.1080/15384101.2015.1084445
https://doi.org/10.1080/15384101.2015.1084445
https://doi.org/10.3389/fonc.2015.00259
https://doi.org/10.3389/fonc.2015.00259
https://doi.org/10.1038/s41401-020-00551-x
https://doi.org/10.1002/mnfr.201000269
https://doi.org/10.1074/jbc.M408348200
https://doi.org/10.1158/0008-5472.CAN-04-3995
https://doi.org/10.1158/0008-5472.CAN-04-3995
https://doi.org/10.3389/fonc.2019.00853
https://doi.org/10.1038/cdd.2017.186
https://doi.org/10.1038/cdd.2017.186
https://doi.org/10.1016/j.preteyeres.2017.01.002
https://doi.org/10.1038/cdd.2017.145
https://doi.org/10.3389/fonc.2023.1143664
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org


Zhang et al. 10.3389/fonc.2023.1143664
38. Singh R, Mishra MK, Aggarwal H. Inflammation, immunity, and cancer.
Mediators Inflammation (2017) 2017:6027305. doi: 10.1155/2017/6027305

39. Wang Y, Zang W, Ji S, Cao J, Sun C. Three polymethoxyflavones purified from
ougan (Citrus reticulata cv. suavissima) inhibited LPS-induced NO elevation in the
neuroglia BV-2 cell line via the JAK2/STAT3 pathway. Nutrients (2019) 11(4):791.
doi: 10.3390/nu11040791

40. Chang SN, Kim SH, Dey DK, Park SM, Nasif O, Bajpai VK, et al. 5-O-
Demethylnobiletin alleviates CCl4-induced acute liver injury by equilibrating ROS-
mediated apoptosis and autophagy induction. Int J Mol Sci (2021) 22(3):1083.
doi: 10.3390/ijms22031083

41. Lu L, Chen G, Yang J, Ma Z, Yang Y, Hu Y, et al. Bone marrow mesenchymal
stem cells suppress growth and promote the apoptosis of glioma U251 cells through
Frontiers in Oncology 12
downregulation of the PI3K/AKT signaling pathway. BioMed Pharmacother (2019)
112:108625. doi: 10.1016/j.biopha.2019.108625

42. Tong L, Li J, Li Q, Wang X, Medikonda R, Zhao T, et al. ACT001 reduces the
expression of PD-L1 by inhibiting the phosphorylation of STAT3 in glioblastoma.
Theranostics (2020) 10(13):5943–56. doi: 10.7150/thno.41498

43. Barzegar Behrooz A, Talaie Z, Jusheghani F, Łos MJ, Klonisch T, Ghavami S.
Wnt and PI3K/Akt/mTOR survival pathways as therapeutic targets in glioblastoma. Int
J Mol Sci (2022) 23(3):1353. doi: 10.3390/ijms23031353

44. Tan KT, Li S, Li YR, Cheng SL, Lin SH, Tung YT. Synergistic anticancer effect of
a combination of paclitaxel and 5-demethylnobiletin against lung cancer cell line In
Vitro and In Vivo. Appl Biochem Biotechnol (2019) 187(4):1328–43. doi: 10.1007/
s12010-018-2869-1
frontiersin.org

https://doi.org/10.1155/2017/6027305
https://doi.org/10.3390/nu11040791
https://doi.org/10.3390/ijms22031083
https://doi.org/10.1016/j.biopha.2019.108625
https://doi.org/10.7150/thno.41498
https://doi.org/10.3390/ijms23031353
https://doi.org/10.1007/s12010-018-2869-1
https://doi.org/10.1007/s12010-018-2869-1
https://doi.org/10.3389/fonc.2023.1143664
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org

	5-Demethylnobiletin mediates cell cycle arrest and apoptosis via the ERK1/2/AKT/STAT3 signaling pathways in glioblastoma cells
	1 Introduction
	2 Materials and methods
	2.1 Ethical statement
	2.2 Cell culture and reagents
	2.3 MTT assays
	2.4 Live/dead co-staining by Calcein-AM and PI
	2.5 Migration assays
	2.6 Invasion assays
	2.7 Cell cycle analysis
	2.8 Cell apoptosis assays
	2.9 Western blotting
	2.10 In vivo antitumor activity study
	2.11 Statistical analyses

	3 Results
	3.1 5-DMN inhibits the viability, migration and invasion ability of GBM cells in vitro
	3.2 5-DMN induces G0/G1 phase cycle arrest in GBM cells
	3.3 5-DMN induces apoptosis in GBM cells
	3.4 5-DMN inhibits the ERK1/2, AKT and STAT3 signaling pathways in GBM cells
	3.5 Cell cycle arrest and apoptosis are mediated by the inhibition of the ERK1/2, AKT and STAT3 signaling pathway
	3.6 5-DMN inhibits the proliferation of GBM cells in vivo

	4 Discussion
	Data availability statement
	Ethics statement
	Author contributions
	Funding
	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 /sRGB
  /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


