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Abstract: Targeted cancer therapy with natural compounds is more effective than nontargeted therapy.
Nobiletin is a flavonoid derived from citrus peel that has anticancer activity. Cluster of differentiation
36 (CD36) is a member of the class B scavenger receptor family that is involved in importing fatty
acids into cells. CD36 plays a role in tumor angiogenesis by binding to its ligand, thrombospondin-1
(TSP-1), and then interacting with transforming growth factor beta 1 (TGFf1). CD36 is implicated in
tumor metastasis through its roles in fatty acid metabolism. This study investigated the molecular
mechanisms underlying nobiletin’s anticancer activity by characterizing its interactions with CD36
as the target molecule. We hypothesize that the anti-angiogenic activity of nobiletin involving
its regulation of CD36 via signal transducer and activator of transcription 3 (STAT3) rather than
through TSP-1. Gene analysis identified a Gamma interferon activation site (GAS) element in the
CD36 gene promoter that acts as a STAT3 binding site, an interaction that was confirmed by ChIP
assay. STAT3 interacts with nuclear factor kappa-light-chain-enhancer of activated B cells (NF-«B),
suggesting that nobiletin also acts through the CD36/ (STAT3)/NF-«kB signaling axis. Nobiletin
inhibited CD36-dependent breast cancer cell migration and invasion as well as CD36-mediated tumor
sphere formation. Taken together, these results suggest that nobiletin inhibits cancer stem cells in
multiple ways.

Keywords: nobiletin; Cluster of differentiation 36 (CD36); signal transducer and activator of
transcription 3 (STAT3); nuclear factor kappa-light-chain-enhancer of activated B cells (NF-«B);
angiogenesis; metastasis; tumorsphere

1. Introduction

Tumors are one of the leading cause of death worldwide. Cancer treatment is challenging, both in
terms of research and in clinical medicine, and the development of anticancer agents are the primary
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focus of various cancer management programs. Natural compounds have been used to treat cancer
for many years. The main advantage of natural compounds is that they have fewer side effects than
non-natural anticancer drugs. However, natural compounds may not be target-specific; thus, it may
not be possible to treat cancer using natural compounds at this time. Nonetheless, there are many
natural compounds that are currently being investigated as anti-cancer agents.

Nobiletin (5,6,7,8,3,4-hexamethoxyflavone) is a flavonoid that is isolated from citrus peel
(Figure 1A). This anti-inflammatory drug can suppress cartilage degradation [1], enhance
a-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA) receptor activity [2], and regulate
matrix metalloproteinases (MMPs) [3]. Further, nobiletin inhibits some of cancer hallmarks [4-6]
and the activity of aromatase, an enzyme that is an important target in cancer cells [7]. A recent
study reported that nobiletin inhibits angiogenesis by regulating Src/FAK/STAT3-mediated signaling
through PXN in ER* breast cancer cells [8].
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Figure 1. Nobiletin binds to the Cluster of differentiation 36 (CD36) receptor and inhibits its
downstream targets. (A) The surface structure of nobiletin (PubChem ID: 72344) binding to the
ATP-binding domain of CD36 (PDB ID: 5LGD) as determined by molecular docking using Autodock
Vina software. (B) The mesh structure of nobiletin-CD36 binding obtained using PyMol software.
(C) Western blotting and Reverse transcription polymerase chain reaction (RT-PCR) analysis of MCF-7
and MDA-MB-231 cells showing that nobiletin treatment for 24 h inhibits the downstream targets of
CD36 in a concentration-dependent manner.

In humans, cluster of differentiation 36 (CD36) is encoded by the CD36 gene. CD36 imports fatty
acids into cells and is a member of the class B scavenger receptor family of cell surface proteins. CD36
binds to various ligands, including thrombospondin-1 (TSP-1) [9], and thus has a role in the regulation
of angiogenesis. Anti-angiogenic drugs represent a potential therapeutic strategy for controlling the
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spread of cancer [10]. Some studies suggest that fatty acid uptake via CD36 may promote cancer cell
migration and proliferation. Specifically, CD36 regulates apoptosis and angiogenesis in response to its
ligand, TSP-1 [11]. Blocking TSP1 from binding to its cell surface receptor makes normal tissue resistant
to cancer radiation therapy and thereby initiates tumor cell death [12]. TSP-1 binds to CD36 and then
to transforming growth factor beta 1 (TGF31), inhibiting growth factor-induced pro-angiogenic signals
that mediate endothelial cell proliferation, tube formation, and migration [13]. Recent research suggests
that CD36 interacts with the STAT3 (signal transducer and activator of transcription 3) oncogene [14].
STAT3 then interacts with nuclear factor kappa-light-chain-enhancer of activated B cells (NF-«B) in the
nucleus, leading to carcinogenesis [15].

Recent research shows that CD36 plays a role in tumor metastasis by mediating lipid
metabolism. Overexpression of CD36 (CD36%) increases fatty acid uptake, significantly increasing
the rate of lymph node metastasis, while the absence of CD36 decreases tumor metastasis.
CD36* cells are highly metastatic, and treatment with anti-CD36 neutralizing agents may inhibit
the initiation of metastasis [16]. Studies have reported that patients with advanced stage ovarian
cancer showed upregulated CD36 expression and that inhibition of CD36 reduced tumor growth
and metastasis [17]. Notably, fatty acids also play a vital role in CD36%-associated metastases,
suggesting that CD36™ promotes metastasis by regulating 3-oxidation and fatty acids. The enzyme
3-hydroxy-3-methylglutaryl-CoA synthase 2 (HMGCS2) plays a vital role in the (3-oxidation
pathway [18]. Accordingly, an anticancer drug that can target CD36, TSP-1, and HMGCS2 during
tumor treatment has great potential for slowing or blocking tumor metastasis.

2. Results

2.1. Nobiletin Binds to CD36 and Inhibits the Expression of CD36 and its Downstream Target Proteins

CD36 acts as a fatty acid receptor and plays a key role in tumor metastasis by regulating lipid
metabolism. Thus, we investigated nobiletin binding to CD36. Molecular docking results showed that
nobiletin binds to CD36 (Figure 1B). Specifically, atoms 11 to 20 bound to the extracellular domain
of the CD36 protein (Figure 1C), confirming that nobiletin binds to CD36. We then analyzed the
downstream targets of CD36 after the addition of nobiletin at various concentrations. Translational and
transcriptional analysis showed that 200 pM nobiletin inhibited CD36 expression and its binding
domain TSP-1 in a concentration-dependent manner (Figure 1D). Nobiletin also decreased the
expression of phosphorylated STAT3, which plays an important role in angiogenesis. These results
may suggest that nobiletin regulates CD36 through STAT3 rather than through TSP-1.

2.2. Nobiletin Inhibits CD36-Mediated In Vitro Angiogenesis by Regulating STAT3

Nobiletin inhibits angiogenesis in endothelial cells. Accordingly, we investigated the effects of
recombinant human CD36 in angiogenesis suppression in Human Umbilical Vein Endothelial Cells
(HUVEC) cells treated with 200 pM nobiletin (Figure 2A). Compared to control cells, HUVEC cells
that were treated with CD36 showed a slight increase in tube formation, and nobiletin significantly
inhibited this increase (Figure 2B). We then analyzed the effects of nobiletin on the CD36-mediated
expression of downstream target proteins. We observed an increase in the expression of these proteins
in MCF-7 and MDA-MB-231 cells that were treated with recombinant human CD36, and this increase
was inhibited by nobiletin (Figure 2C). Sulfo-N-succinimidyl oleate (SSO; 100 uM) is an inhibitor of
CD36. CD36-treated cells showed increased STAT3 and NF-«kB expression, and treatment with 200 pM
nobiletin mitigated this effect. This showed the relationship of CD36 with STAT3 and NF-«B.
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Figure 2. Nobiletin inhibits CD36-dependent angiogenesis and regulates STAT3 expression in vitro.
(A) Nobiletin inhibits CD36-dependent angiogenesis in HUVEC cells in an in vitro angiogenesis assay.
Recombinant human CD36 (2 pg/mL) was used to induce CD36 expression. (B) Graph of the results
of the in vitro angiogenesis assay showing the relative inhibition of CD36-mediated angiogenesis.
Statistical analysis was performed using Analysis of variance (ANOVA) (*** p < 0.001). (C) Western
blotting and RT-PCR analysis in MCF-7 cells showing the CD36-mediated inhibition of downstream
targets of CD36. SSO (100 M) was used as a CD36 inhibitor.

2.3. Nobiletin Inhibits the Nuclear Translocation of STAT3 and Its Binding to the CD36 Gene Promoter

Since CD36-dependent angiogenesis was inhibited by nobiletin, we investigated the role of CD36
in the nuclear translocation of the STAT3 oncogene. We assumed that STAT3 plays a vital role in
CD36 activity, and we used a fatty acid, palmitic acid (PA), which binds to CD36 and enhances its
expression, to investigate this role. Western blotting analysis of nuclear extracts from MCF-7 cells
showed an increase in STAT3 expression in PA-treated cells that was reversed when nobiletin was
added to the PA-treated cells (Figure 3A). Nobiletin also decreased the expression of HMGCS2, which
is a key enzyme in beta oxidation. Next, we analyzed the binding of STAT3 to the CD36 gene promoter
using an electrophoretic mobility shift assay (EMSA). We observed increased STAT3 DNA binding
activity in PA-treated cells that was inhibited by nobiletin, demonstrating that STAT3 plays a direct
role in CD36 expression (Figure 3B).

To further investigate the underlying mechanism, we searched the CD36 gene for a GAS element,
which is considered to be a STAT3 binding domain. We found a GAS element (TTCCATGAA) in the
CD36 gene promoter region (nucleotides 52967-52975) that seemed likely to be a STAT3 binding site
(Figure 3C). ChIP assay results confirmed the binding of STAT3 to the CD36 gene as the STAT3 binds
to the GAS element in the CD36 gene promoter (Figure 3D). There was an increase in the formation of
the STAT3/CD36 complex in PA-treated cells, confirming the relationship between STAT3 and CD36.
We then analyzed whether nobiletin affected the binding of STAT3 to the NF-«kB promoter region,
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which is a well-known downstream target of STAT3. Taken together, these results suggested that CD36
acts through the STAT3/NF-«kB signaling axis.
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Figure 3. Nobiletin inhibits the CD36-dependent binding of STAT3 to DNA and to the gene promoter.
(A) Western blotting analysis of nuclear extracts from cells treated with nobiletin and palmitic acid
showing the regulation of nuclear translocation of STAT3, NF-«kB, and HMGCS2. (B) Electrophoretic
mobility shift assay (EMSA) analysis showing that palmitic acid enhances STAT3 binding to the Gamma
interferon activation site (GAS) element and that nobiletin inhibits this binding. (C) Sequence of the
human CD36 gene promoter (https://www.ncbi.nlm.nih.gov/nuccore/NG_008192.1?from=5001&
to=77233&report=genbank). A GAS element (TTCCATGAA) in the CD36 gene (nucleotide sequence
52967-52975) is highlighted. (D) ChIP assay analysis shows that palmitic acid enhances the formation of
the STAT3/CD36 and STAT3/(NF-«B) complexes while nobiletin inhibits their formation. The relative
binding of STAT3 to the CD36 gene and to the NF-kB gene promoter is expressed as a percentage
of control. Statistical analysis was performed using ANOVA (*** p < 0.001). * denotes the statistical
significance of the result which obtained by performing ANOVA test.

2.4. Nobiletin Suppresses STAT3 Expression in a CD36-Dependent Manner

After we found that STAT3 binds to CD36, we investigated the effects of STAT3 on CD36 activity
by using siRNA to silence the CD36 gene in MCF-7 cells. We knocked down the expression of
CD36 with specific ON-TARGETplus human CD36 siRNA (Dharmacon) followed by treatment with
200 uM nobiletin for 24 h. Then we isolated the proteins and analyzed the expression levels of
key proteins using Western blotting. Notably, CD36 expression was completely inhibited in CD36
siRNA-treated cells (Figure 4A). STAT3 and NF-kB expression also decreased in CD36 siRNA-treated
cells. Nobiletin inhibited the expression of phospho-STAT3 and NF-«B, demonstrating the involvement
of the CD36/STAT3/NF-«B signaling axis (Figure 4B).
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Figure 4. Nobiletin suppresses STAT3 expression in a CD36-dependent manner. (A) Western blotting
analysis of the inhibition of CD36 expression by ON-TARGETplus CD36 siRNA as well as the expression
of CD36, STAT3, and NF-«B in MCF-7 cells after treatment with nobiletin. (B) The relative expression
of the CD36, STAT3, pSTAT3, and NF-«B proteins in MCF-7 cells. Statistical analysis was performed
using the Student’s t-test (** p < 0.01, *** p < 0.001).

2.5. Nobiletin Inhibits CD36-Dependent Breast Cancer Cell Migration and Invasion

CD36 is considered to be a major factor in tumor metastasis. To validate this, we analyzed tumor
cell migration and invasion, which are the two key processes in tumor metastasis. A wound healing
assay showed that treatment with recombinant human CD36 protein induced almost complete wound
closure after 24 h (Figure 5A), but the addition of nobiletin significantly inhibited wound closure.
This suggests that CD36 plays a role in migration (Figure 5B). Invasive potential was determined using
the Matrigel invasion assay (Figure 5C). These results suggested that CD36 also plays a role in invasion,
since treatment with recombinant human CD36 protein increased invasion and treatment with CD36
siRNA suppressed invasion. Nobiletin significantly decreased the CD36-dependent invasive potential
of the cells (Figure 5D). To confirm CD36-mediated invasion, we analyzed the expression of MMPs,
since invasion depends upon the release of MMPs. Figure 5E shows that nobiletin inhibited the
CD36-dependent expression of MMP2, MMP3, and MMP9. These results show that CD36 plays a role
in tumor metastasis and that nobiletin inhibits CD36-mediated tumor metastasis.
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Figure 5. Nobiletin inhibits CD36-dependent cell migration, invasion, and matrix metalloproteinases
(MMP) expression. (A) MDA-MB-231 cell migration was inhibited by 24-h treatment with nobiletin
and recombinant human CD36 in a wound-healing assay. (B) The relative wound closure area in
the presence of CD36 and nobiletin. Statistical analysis was performed using ANOVA (* p < 0.05,
*** p < 0.001). (C) The Matrigel cell invasion assay shows that MDA-MB-231 cell invasion is enhanced
by recombinant CD36 and inhibited by 24-h treatment with nobiletin. (D) The relative invasion of
MDA-MB-231 cells after treatment with recombinant CD36 and nobiletin. Statistical analysis was
performed using ANOVA (*** p < 0.001). E) Western blotting analysis of CD36-dependent MMP
expression and its inhibition by nobiletin in MDA-MB-231 and MCF-7 cells.

2.6. Nobiletin Inhibits CD36-Mediated Tumorsphere Formation and Survival

We showed that CD36 has a role in tumor migration and invasion, which are key for metastasis.
Next, we investigated the role of CD36 in tumor sphere formation. The tumor sphere assay was
performed by seeding MCEF-7 cells in Dulbecco’s Modified Eagle Medium /Nutrient Mixture F-12
(DMEM/F12) media containing the growth supplements Epidermal growth factor (EGF), basic
fibroblast growth factor (bFGF), and B27. After 10 days of incubation, there was an increase in
the size of tumor spheres in PA-treated cells that was mitigated by nobiletin (Figure 6A). There was
a significant increase in sphere size in PA-treated cells, and nobiletin inhibition of tumor sphere
formation was highly significant (Figure 6B). In order to confirm tumor sphere inhibition by nobiletin,
we isolated RNA from the spheres and determine the expression of the SOX2, OCT4, and NANOG
genes, which are considered stem cell markers. We found that nobiletin inhibited the expression of
these tumor marker genes (Figure 6C), suggesting that nobiletin inhibited CD36-mediated tumor
sphere formation. To investigate tumor sphere survival, we reseeded the tumor spheres in RPMI-1640
cancer cell media and incubated them for 7 days without PA or nobiletin (Figure 6D). Control and
PA-treated spheres showed significantly higher sphere survival compared to nobiletin-treated spheres,
which did not survive in RPMI-1640 media (Figure 6E). This suggested that nobiletin has prolonged
anti-tumor effects.
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Figure 6. Nobiletin inhibits CD36-dependent tumor sphere formation and tumor sphere survival.
(A) Sphere formation was enhanced by palmitic acid treatment and inhibited by nobiletin treatment
after MCF-7 cells were cultured in DMEM/F12 media containing EGF, bFGF, and B27 for 10 days.
(B) Graph showing tumor sphere size after 10 days. Statistical analysis was performed using ANOVA
(*p <0.05, ** p < 0.001). (C) Reverse transcription polymerase chain reaction (RT-PCR) analysis of
stem cell markers showing their upregulation in response to palmitic acid and their downregulation in
response to treatment with nobiletin. (D) Tumor sphere survival analysis was performed by seeding the
tumor spheres in RPMI-1640 cancer cell media for 7 days without palmitic acid or nobiletin. (E) Graph
showing tumor sphere survival after 7 days without further drug treatment. Statistical analysis was
performed using ANOVA (* p < 0.05, *** p < 0.001).

2.7. Nobiletin Inhibits CD36-Mediated Fatty Acid-Regulated Proteins

We showed that CD36 can regulate tumor metastasis and tumor sphere formation in cells
treated with PA. Here we analyzed the signaling CD36/STAT3/NF-kB axis along with HMGCS2.
The results showed that nobiletin inhibited the PA-induced expression of CD36, phospho-STATS3,
NF-kB, and HMGCS2 (Figure 7A). To investigate the roles of fatty acids in CD36 expression,
we analyzed the expression of proteins involved in fatty acid and lipid metabolism in the presence
of PA and nobiletin (Figure 7B). The results suggested that PA induced CD36 expression as well as
the expression of Lipinl, activated ATP citrate lyase, fatty acid synthase, and activated acetyl Co-A
carboxylase (ACC). In contrast, acetyl-CoA synthetase-1 (AceCS1) and acyl-CoA synthetase long-chain
family member-1 (ACSL1) had no role in PA-induced CD36 expression.
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Figure 7. Nobiletin inhibits fatty acid-induced CD36 expression and expression of the downstream
targets of CD36. (A) Western blotting analysis shows the enhancement of CD36 expression and its
inhibition by nobiletin. It also shows that nobiletin inhibits the expression of the beta-oxidation enzyme
3-hydroxy-3-methylglutaryl-CoA synthase 2 (HMGCS2). (B) Western blotting analysis of proteins
involved in fatty acid and lipid metabolism (Lipinl, ATP-citrate lyase, AceSC1, ACSL1, fatty acid
synthase, and ACC) in the presence of 50 uM palmitic acid and 200 uM nobiletin.

3. Discussion

Anticancer treatment with naturally-derived agents is a good approach in terms of reducing
the burden of side effects [19]. However, naturally-derived drugs lack specific targets, which is
a disadvantage of this strategy. Targeted treatment with natural products would be more efficacious.
Here we investigated a natural flavonoid, nobiletin, that acts as an anti-cancer agent against
various cancers [20-22]. However, the molecular mechanisms underlying the effects of nobiletin
remain unclear.

CD36 is a basic marker for cancer cells that plays important roles in tumor angiogenesis and
tumor metastasis. It interacts with TSP-1 and then with Transforming growth factor beta 1 (TGF-1) to
promote tumor angiogenesis [23]. Here we found that nobiletin inhibited angiogenesis by suppressing
CD36 expression and decreasing the expression of TSP-1 and TGF-f31. Notably, TSP-1 is considered
an endogenous inhibitor of angiogenesis [24]. This suggested that the inhibition of angiogenesis by
nobiletin was independent of TSP-1 and TGF-f31; indeed, we hypothesized that nobiletin regulated
CD36 through STAT3 signaling (Figures 1D and 2C). These results suggested an interaction between
CD36 and STATS3 in the presence of nobiletin. When we analyzed the binding of STAT3 to CD36,
we found that STAT3 could bind to the GAS element of the CD36 promoter [25]. We identified
a GAS element (TTCCATGAA) in the CD36 gene (Figure 3C), suggesting that STAT3 binds to that
GAS element. We confirmed the binding of STAT3 to CD36 using a ChIP assay. We designed
a primer that encoded the GAS element in the CD36 gene and confirmed its binding by STAT3/CD36
complex formation (Figure 3D). It seemed likely that STAT3 then interacted with NF-«B to promote
transcription [15], and we observed STAT3/NF-kB binding, which was inhibited by nobiletin. Taken
together, these results suggested that nobiletin’s effects are mediated by the CD36, STAT3, and NF-«B
signaling proteins. We confirmed the interaction between CD36 and STAT3 using CD36 siRNA
(Figure 4). The inhibition of NF-kB expression by nobiletin also supported the idea that nobiletin acts
through the CD36/STAT3/NF-kB signaling axis.
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Recent studies suggest that CD36 overexpression induces tumor metastasis by affecting lipid
metabolism [16]. Tumor migration and invasion are critical for tumor metastasis. Accordingly,
we analyzed the role of CD36 in tumor migration and invasion and found that nobiletin inhibited
CD36-dependent tumor migration and invasion. Using the MDA-MB-231 cell line, we found that
the addition of recombinant human CD36 increased cell migration by 20% and cell invasion by 16%
compared to control cells (Figure 5B,D). Treatment with CD36 siRNA inhibited cell invasion by almost
65%, suggesting that CD36 plays a role in tumor metastasis. These results were confirmed by expression
analysis of MMPs, which are key proteins in tumor migration and invasion [26].

Tumor sphere-based assays are considered efficient in vitro platforms for cancer stem cell
(CSC) studies, as tumor spheres have all of the characteristics of tumor stem cells [27]. CSCs are
a sub-population of cancer cells that have tumor initiation properties and a tendency to form bulk
cells [28]. For tumor sphere formation, we seeded MCEF-7 cells in DMEM/F12 media containing the
growth supplements EGF, bFGF, and B27 in low-attachment six-well plates. This led to the selective
growth of a tumor sphere. We observed bulk tumor cells in the wells of control cells and PA-treated
cells that showed tumor sphere characteristics; notably, their formation was inhibited by nobiletin
(Figure 6A). To confirm tumor sphere formation, we analyzed the expression levels of SOX2, OCT4,
and NANOG, which are considered to be stem cell markers [29]. Nobiletin inhibited the expression of
stem cell markers, suggesting its ability to inhibit cancer stem cell growth. Fatty acids regulate CD36
expression through beta oxidation and fatty acid metabolism, and HMGCS2 is an important enzyme
in beta oxidation [18]. HMGCS2 also played a role in the inhibition of CD36 by nobiletin (Figures 3A
and 7A). Some proteins that are involved in fatty acid metabolism are also involved in CD36-mediated
tumor-promoting activities that are inhibited by nobiletin. The major proteins involved in fatty acid
and lipid metabolism are Lipinl [30], ATP-citrate lyase [31], AceSC1 [32], ACSL1 [33], fatty acid
synthase [34], and ACC [35]. We found that PA induced CD36-enhanced expression of these proteins
and their phosphorylated forms, except for AceCS1 and ACSL1. These results suggested that these
proteins may also affect tumor metastasis through the CD36 receptor.

In conclusion, nobiletin inhibited CD36-mediated in vitro angiogenesis through STAT3. STAT3
interacted with CD36, which then interacted with NF-«B; thus, nobiletin inhibited tumor angiogenesis
via the CD36/STAT3/NF-«B signaling axis. Nobiletin also inhibited CD36-dependent tumor migration,
invasion, and tumor sphere formation.

4. Materials and Methods
4.1. Antibodies and Reagents

Human breast adenocarcinoma, MCF-7, and MDA-MB-231 cell lines were purchased from
South Korean Cell Bank (Seoul, Korea). RPMI-1640, DMEM/F12 (3-actin antibody and Imprint
chromatin immunoprecipitation assay kit was purchased from Sigma Chemical (St. Louis, MO, USA).
Penicillin-streptomycin solution and fetal bovine serum (FBS) were purchased from Hyclone (South of
Logan, Utah). 0.05% trypsin-ethylenediaminetetraacetic acid was purchased from Gibco-BRL (Grand
Island, NY, USA). In vitro angiogenesis kit and was purchased from Millipore (Billerica, MA, USA).
CD36, TSP-1, TGFB1, STAT3, p-STAT3, MMP2, MMP3, MMP9 antibodies, and secondary antibodies
(goat anti-mouse and rabbit immunoglobulin G [IgG]-horseradish peroxidase) were obtained from
Santa Cruz Biotechnology (Santa Cruz, CA, USA). Anti-HMGCS2, and anti-TBP antibodies were
purchased from Abcam (Cambridge, UK). Anti- NF-«kB antibody was purchased from Cell Signaling
Technology (Beverly, MA, USA). The WesternBright ECL HRP substrate detection solution was
purchased from Advansta Inc. (Menlo Park, CA, USA). Restore™ Western Blot Stripping Buffer
and NE-PER kits were purchased from Pierce (Rockford, IL, USA). RNeasy mini kits and QIAprep Spin
Miniprep Kits were purchased from QIAGEN (Hilden, Germany). Reverse transcriptase-polymerase
chain reaction (RT-PCR) premix kits and CD36, TSP-1, NF-kB, SOX2, OCT4, NANOG and 18s primers
for RT-PCR were synthesized by Bioneer (Daejon, Korea). Electrophoretic mobility shift assay (EMSA)
kit and oligonucleotide probes (STAT3) were obtained from Promega Corp. (Madison, WI, USA).
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4.2. Molecular Docking

Molecular docking was used to find the binding ability of nobiletin to CD36 receptor. It was
done by using PyRx software in an autodock vina platform. 3D structure of nobiletin obtained from
PubChem (ID: 72344) and 3D structure of CD36 obtained from Protein Data Bank (PDB ID: 5LGD).
The obtained of docked products were visualized by PyMol software.

4.3. Cell Culture and Treatment

ER" cell line, MCF-7 cell line and triple negative cell line, MDA-MB-231 were maintained in
RPMI-1640 medium containing 10% FBS, 100 U/mL penicillin at 37 °C in 5% CO;. Endothelial cell
line, HUVEC was maintained in EBM-2 endothelial growth basal media. The cells were placed in
airtight chambers (Nu Aire, Plymouth, MN, USA). At the beginning of each experiment, the cells were
counted depends on experiments and re-suspended in the medium. Cells were treated with nobiletin
at different concentration according to the experiments. Media for tumor sphere formation was made
by adding the growth supplements B27, EGF and bFGF to DMEM/F12 media.

4.4. In vitro Angiogenesis Assay

ECMatrix were thawed at 4 °C for overnight, and required wells of pre-chilled 96-well plates were
coated with diluted EC Matrix of 50 uL and incubated at 37 °C for 1 h to solidify. 150 uL. of HUVEC
cells (1 x 10*) with or without nobiletin, recombinant CD36 protein and Sulfo-N-succinimidyl oleate
(SSO) were added to the solidified matrix and incubated at 37 °C for 12 h. Endothelial cell formation
was observed using a microscope. Focus was placed on distinct areas and the tubes formed were
counted according to the kit procedure.

4.5. Western Blotting

The MCF-7 and MDA-MB-231 cell lines were treated with nobiletin, recombinant CD36 protein,
SSO or palmitic acid for 24 h. Whole cells were lysed on ice with radio immunoprecipitation lysis buffer
containing protease and phosphatase inhibitors. Cells were scrapped out and centrifuged at 15,000 rpm
for 10 min at 4 °C to remove cellular debris. Protein concentrations were measured using the Bradford
method. Equal amounts of proteins were resolved on sodium dodecyl sulfate-polyacrylamide (SDS)
gel electrophoresis (SDS-PAGE) and transferred onto nitrocellulose membrane. The blots were blocked
for 1 h with 5% BSA (Bovine serum albumin). Membranes were probed over night at 4 °C with
a primary antibody followed by HRP-conjugated secondary antibodies. Detection was performed
using the ECL Plus detection kit and an LAS-4000 imaging device (Fujifilm, Japan).

4.6. Reverse Transcription-PCR

Total RNAs were extracted using RNeasy Mini Kits (QIAGEN) and quantified spectrometrically at
260 nm. RT-PCR analysis for CD36, TSP-1, SOX2, OCT4, NANOG and 18 s RNAs were then performed.
cDNA was synthesized from total RNA by RT at 42 °C for 1 h and 80 °C for 15 min using first strand
cDNA synthesis kits (Bioneer, Korea). PCR was conducted using cDNA. The PCR conditions consisted
of denaturation for 30 s—1 min at 94-95 °C, annealing for 45 s—1 min at 55-58 °C, and extension for
45 s—1 min at 72 °C for 30 cycles. The primers used for the amplification are listed in the Table 1.
PCR products were analyzed by 1% agarose gel stained with ethidium bromide.

4.7. EMSA

The DNA binding activity of STAT3 was assessed using EMSA, in which a labeled double-stranded
DNA was used as a DNA probe to bind active STAT3 proteins in the nuclear extracts. Nuclear
protein extracts were isolated with a nuclear extract kit (Panomics, AY2002). The EMSA experiment
was conducted by incubating a biotin-labeled transcription factor-STAT3 probe with treated and
untreated nuclear extracts. Proteins were resolved in a nondenaturing 6% PAGE gel (Bio-Rad, Korea).
The proteins in the gel, transferred to a nylon membrane and then detected using streptavidin-HRP
and a chemiluminescent substrate in a LAS-4000 imaging device.
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Table 1. RT-PCR primer sequences, annealing temperature and product sizes.

Annealing ] L
SI No Gene Temperature (°C) Product Size (bp) Sequence (5'-3")
1 CD36 55 768 F-ggcaccactgtgtacagacag
R-ggaaaggaggctgcgtctgtgc
2 TSP-1 60 345 F-gttgcatgtgtgtggaagcaac

R-accacactgaagatctggccag

3 18S 58 490 F-agccttcggetgactggetgg
R-ctgcccatcatcatgacctgg

F-ctgcagtacaactccatgac

4 SOX2 55 165
R-gagtgggaggaagaggtaac
5 OCT4 55 190 F-actggttcgctttctctttc
R-aaggtattcagccaaacgac
F-ctcctccatggatctgcetta
6 NANOG 5 202 R-ggctgaggtatttctgtctc
7 CD36 (ChIP assay) 55 191 F-ticteagagecteagtgtga
R-acctgagtgtgctacaggaa
8 NE-«B (ChIP assay) 55 123 F-tectacctgaaggeaaagga

R-ccgtttcatagaaagggcca

4.8. ChlP Assay

A ChIP assay was performed using an Imprint Chromatin Immunoprecipitation Kit according to
the manufactures protocol. MDA-MB-231 cells were fixed with 1% formaldehyde and quenched with
1.25 M glycine. Then the cells were suspended in nuclei preparation buffer and sonicated in shearing
buffer under optimized conditions. This sheared DNA was diluted with dilution buffer (1:1 ratio).
The diluted supernatant was incubated with antibody (STAT3) in pre-coated wells for 90 min. Normal
mouse IgG and anti-RNA polymerase II were used for negative and positive control. The unbound
DNA was washed off with IP wash buffer and the bound DNA was collected by cross link reversal
using DNA release buffer containing proteinase K. The released DNAs and the DNA from the internal
controls were purified with GenElute Binding Column G. The DNA was then quantified using specific
CD36 and NF-«B primers (Table 1) by conventional PCR.

4.9. Wound Healing Assay

MDA-MB-231 cells were cultured in six-well plates at 1 x 10° cells/well in RPMI-1640 media and
incubated for 24 h. After becoming a confluent monolayer, the cell layers were scratched with a pipette
tip and washed with PBS to remove cell debris. Cells were treated with recombinant human CD36
protein and nobiletin. Control cells were not treated. Wound edges were photographed at different
time intervals using a microscope. The relative area of wound closure was measured using Image]
software (NIH Image, Bethesda, MD, USA).

4.10. Matrigel Invasion Assay

The transwell invasion assay was conducted with the help of Matrigel pre-coated, ready to use
invasion chambers (BD Biocoat, MA, USA). 5 x 10* cells were added to the inserts. The drug-containing
media was added to the receiver plate and the inserts containing cells were placed onto it. Aftera24h
incubation in a humidified chamber at 37 °C, the cells that invaded to the apical surface of the inserts
were resolved with crystal violet. The cells on the upper surface were removed using a cotton swab
and the invaded cells were observed using a microscope. Focus was placed on four distinct areas and
the cells were counted.
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4.11. Tumor Sphere Formation Assay

Tumor sphere assay was performed by culturing MCF-7 cells in DMEM/F12 media containing
growth supplements, EGF, bFGF and B27 in Low attachment 6 well plates. The treatment day was
considered as day 0 and incubated the cells for 10 days. Photographs were taken at day 3, 7 and 10
using microscope. Total RNA was isolated from the sphere and analyzed using RTPCR. Tumor sphere
survival was done by reseeding the tumor spheres to the RPMI-1640 and incubated for 10 days without
containing any drugs. Photographs were taken at the end of day 10.

4.12. Small Interference RNA (siRNA) Analysis

MCF-7 cells (1 x 10°) were cultured on 6-well plates and grown to 60% confluence. The cells
were then transfected with ON-TARGET plus SMARTpool siRNA targeting CD36 or ON-TARGETplus
non-targeting siRNA using DharmaFECT transfection reagent (Dharmacon, Chicago, IL, USA)
according to the manufacturer’s instructions. Following transfection with this mixture for 24 h,
nobiletin treated for further 24 h. The proteins were isolated and resolved in a SDS-PAGE to check the
expression pattern.

4.13. Statistical Analysis

All the experiments were repeated three times and the results were expressed as mean + SEM.
Groups were compared with the ANOVA-test or Student’s ¢-test. Statistical analyses were performed
with the SAS program.

5. Conclusions

These studies showed that nobiletin bound to CD36 in breast cancer cells and thereby inhibited
tumor angiogenesis and tumor metastasis. This inhibition was regulated by the CD36/STAT3/NF-«B
signaling axis. Nobiletin also inhibited CD36-mediated tumor sphere formation.

Author Contributions: N.S. conceived and designed experiments, performed experiments, and wrote the paper.
Y.M.Y. designed experiments and analyzed the data. D.Y.K. performed experiments. D.H.K., JH.P, HG.L.,
H.J.K., P.D. and Y.-M.P. analyzed the experimental results and data along with the corresponding author, YM.Y.
All authors helped revise the manuscript and approved the final version for publication.

Funding: This research received no external funding.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Lin, N, Sato, T.; Takayama, Y.; Mimaki, Y.; Sashida, Y.; Yano, M.; Ito, A. Novel anti-inflammatory actions
of nobiletin, a citrus polymethoxy flavonoid, on human synovial fibroblasts and mouse macrophages.
Biochem. Pharmacol. 2003, 65, 2065-2071. [CrossRef]

2. Matsuzaki, K.; Miyazaki, K.; Sakai, S.; Yawo, H.; Nakata, N.; Moriguchi, S.; Fukunaga, K.; Yokosuka, A.;
Sashida, Y.; Mimaki, Y.; et al. Nobiletin, a citrus flavonoid with neurotrophic action, augments protein kinase
A-mediated phosphorylation of the AMPA receptor subunit, GluR1, and the postsynaptic receptor response
to glutamate in murine hippocampus. Eur. J. Pharmacol. 2008, 578, 194-200. [CrossRef] [PubMed]

3.  Oshitari, T.; Okuyama, Y.; Miyata, Y.; Kosano, H.; Takahashi, H.; Natsugari, H. Nobiletin metabolites:
Synthesis and inhibitory activity against matrix metalloproteinase-9 production. Bioorg. Med. Chem. Lett.
2011, 21, 4540-4544. [CrossRef] [PubMed]

4. Chen, C.; Ono, M,; Takeshima, M.; Nakano, S. Antiproliferative and apoptosis-inducing activity of nobiletin
against three subtypes of human breast cancer cell lines. Anticancer Res. 2014, 34, 1785-1792. [PubMed]

5. Chien, S.Y.; Hsieh, M.J.; Chen, C.J.; Yang, S.F.; Chen, M.K. Nobiletin inhibits invasion and migration of
human nasopharyngeal carcinoma cell lines by involving ERK1/2 and transcriptional inhibition of MMP-2.
Expert Opin. Ther. Targets 2015, 19, 307-320. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/S0006-2952(03)00203-X
http://dx.doi.org/10.1016/j.ejphar.2007.09.028
http://www.ncbi.nlm.nih.gov/pubmed/17976577
http://dx.doi.org/10.1016/j.bmcl.2011.05.121
http://www.ncbi.nlm.nih.gov/pubmed/21723726
http://www.ncbi.nlm.nih.gov/pubmed/24692711
http://dx.doi.org/10.1517/14728222.2014.992875
http://www.ncbi.nlm.nih.gov/pubmed/25563790

Nutrients 2018, 10, 772 14 of 15

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Shi, M.D.; Liao, Y.C.; Shih, Y.W.; Tsai, L.Y. Nobiletin attenuates metastasis via both ERK and PI3K/Akt
pathways in HGF-treated liver cancer HepG2 cells. Phytomedicine 2013, 20, 743-752. [CrossRef] [PubMed]
Surichan, S.; Arroo, R.R.; Ruparelia, K.; Tsatsakis, A.M.; Androutsopoulos, V.P. Nobiletin bioactivation in
MDA-MB-468 breast cancer cells by cytochrome P450 CYP1 enzymes. Food Chem. Toxicol. 2018, 113, 228-235.
[CrossRef] [PubMed]

Sp, N.; Kang, D.Y,; Joung, YH.; Park, ].H.; Kim, W.P; Lee, HK.; Song, K.D.; Park, YM.; Yang, Y. M. Nobiletin
inhibits angiogenesis by regulating Src/FAK/STAT3-mediated signaling through PXN in ER+ breast cancer
cells. Int. ]. Mol. Sci. 2017, 18, 935. [CrossRef] [PubMed]

Silverstein, R.L.; Baird, M.; Lo, S.K.; Yesner, L.M. Sense and antisense cDNA transfection of CD36
(glycoprotein IV) in melanoma cells. Role of CD36 as a thrombospondin receptor. J. Biol. Chem. 1992,
267,16607-16612. [PubMed]

Ge, Y,; Elghetany, M.T. CD36: A multiligand molecule. Lab. Hematol. 2005, 11, 31-37. [CrossRef] [PubMed]
Mirochnik, Y.; Kwiatek, A.; Volpert, O.V. Thrombospondin and apoptosis: Molecular mechanisms and use
for design of complementation treatments. Curr. Drug Targets 2008, 9, 851-862. [CrossRef] [PubMed]
Maxhimer, J.B.; Soto-Pantoja, D.R.; Ridnour, L.A.; Shih, H.B.; Degraff, W.G.; Tsokos, M.; Wink, D.A.;
Isenberg, J.S.; Roberts, D.D. Radioprotection in normal tissue and delayed tumor growth by blockade
of CD47 signaling. Sci. Transl. Med. 2009, 1. [CrossRef] [PubMed]

Chu, L.Y,; Ramakrishnan, D.P,; Silverstein, R.L. Thrombospondin-1 modulates VEGF signaling via CD36
by recruiting SHP-1 to VEGFR2 complex in microvascular endothelial cells. Blood 2013, 122, 1822-1832.
[CrossRef] [PubMed]

Rozovski, U.; Harris, D.M.; Li, P; Liu, Z.; Jain, P,; Ferrajoli, A.; Burger, J.A.; Bose, P.; Thompson, P.A.;
Jain, N; et al. Overexpression of CD36, driven by STAT3, mediates free fatty acid uptake in CLL cells. Blood
2017, 130, 4301.

Fan, Y.; Mao, R; Yang, ]. NF-kB and STAT3 signaling pathways collaboratively link inflammation to cancer.
Protein Cell 2013, 4, 176-185. [CrossRef] [PubMed]

Pascual, G.; Avgustinova, A.; Mejetta, S.; Martin, M.; Castellanos, A.; Attolini, C.S.; Berenguer, A.; Prats, N.;
Toll, A.; Hueto, J.A,; et al. Targeting metastasis-initiating cells through the fatty acid receptor CD36. Nature
2017, 541, 41-45. [CrossRef] [PubMed]

Ladanyi, A.; Mukherjee, A.; Kenny, H.A.; Johnson, A.; Mitra, A.K.; Sundaresan, S.; Nieman, K.M.; Pascual, G.;
Benitah, S.A.; Montag, A.; et al. Adipocyte-induced CD36 expression drives ovarian cancer progression and
metastasis. Oncogene 2018, 37, 2285-2301. [CrossRef] [PubMed]

Kang, D.Y.; Nipon, S.P; Darvin, P; Joung, YH.; Byun, H.J.; Do, C.H.; Park, K.D.; Park, M.N.; Cho, KH.;
Yang, Y.M. Momilactone B inhibits ketosis in vitro by regulating the ANGPTL3-LPL pathway and inhibiting
HMGCS2. Anim. Biotechnol. 2016, 22, 1-9. [CrossRef] [PubMed]

SP, N.; Darvin, P; Yoo, Y.B.; Joung, YH.; Kang, D.Y,; Kim, D.N.; Hwang, T.S.; Kim, S.Y,; Kim, W.S;
Lee, HK.; et al. The combination of methylsulfonylmethane and tamoxifen inhibits the Jak2/STAT5b
pathway and synergistically inhibits tumor growth and metastasis in ER-positive breast cancer xenografts.
BMC Cancer 2015, 15, 474. [CrossRef] [PubMed]

Yoshimizu, N.; Otani, Y.; Saikawa, Y.; Kubota, T.; Yoshida, M.; Furukawa, T.; Kumai, K.; Kameyama, K.;
Fujii, M.; Yano, M.; et al. Anti-tumour effects of nobiletin, a citrus flavonoid, on gastric cancer include:
Antiproliferative effects, induction of apoptosis and cell cycle deregulation. Aliment. Pharmacol. Ther. 2004,
20, 95-101. [CrossRef] [PubMed]

Ma, W,; Feng, S.; Yao, X.; Yuan, Z,; Liu, L.; Xie, Y. Nobiletin enhances the efficacy of chemotherapeutic agents
in ABCB1 overexpression cancer cells. Sci. Rep. 2015, 5, 18789. [CrossRef] [PubMed]

Morley, K.L.; Ferguson, PJ.; Koropatnick, J. Tangeretin and nobiletin induce G1 cell cycle arrest but not
apoptosis in human breast and colon cancer cells. Cancer Lett. 2007, 251, 168-178. [CrossRef] [PubMed]
Osz, K.; Ross, M.; Petrik, J. The thrombospondin-1 receptor CD36 is an important mediator of ovarian
angiogenesis and folliculogenesis. Reprod. Biol. Endocrinol. 2014, 12, 21. [CrossRef] [PubMed]

Lawler, J. Thrombospondin-1 as an endogenous inhibitor of angiogenesis and tumor growth. J. Cell. Mol. Med.
2002, 6, 1-12. [CrossRef] [PubMed]

Timofeeva, O.A.; Chasovskikh, S.; Lonskaya, I.; Tarasova, N.I; Khavrutskii, L.; Tarasov, S.G.; Zhang, X;
Korostyshevskiy, V.R.; Cheema, A.; Zhang, L.; et al. Mechanisms of unphosphorylated STAT3 transcription
factor binding to DNA. J. Biol. Chem. 2012, 287, 14192-14200. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.phymed.2013.02.004
http://www.ncbi.nlm.nih.gov/pubmed/23537747
http://dx.doi.org/10.1016/j.fct.2018.01.047
http://www.ncbi.nlm.nih.gov/pubmed/29408579
http://dx.doi.org/10.3390/ijms18050935
http://www.ncbi.nlm.nih.gov/pubmed/28468300
http://www.ncbi.nlm.nih.gov/pubmed/1379600
http://dx.doi.org/10.1532/LH96.04056
http://www.ncbi.nlm.nih.gov/pubmed/15790550
http://dx.doi.org/10.2174/138945008785909347
http://www.ncbi.nlm.nih.gov/pubmed/18855619
http://dx.doi.org/10.1126/scitranslmed.3000139
http://www.ncbi.nlm.nih.gov/pubmed/20161613
http://dx.doi.org/10.1182/blood-2013-01-482315
http://www.ncbi.nlm.nih.gov/pubmed/23896411
http://dx.doi.org/10.1007/s13238-013-2084-3
http://www.ncbi.nlm.nih.gov/pubmed/23483479
http://dx.doi.org/10.1038/nature20791
http://www.ncbi.nlm.nih.gov/pubmed/27974793
http://dx.doi.org/10.1038/s41388-017-0093-z
http://www.ncbi.nlm.nih.gov/pubmed/29398710
http://dx.doi.org/10.1080/10495398.2016.1252769
http://www.ncbi.nlm.nih.gov/pubmed/27874312
http://dx.doi.org/10.1186/s12885-015-1445-0
http://www.ncbi.nlm.nih.gov/pubmed/26084564
http://dx.doi.org/10.1111/j.1365-2036.2004.02082.x
http://www.ncbi.nlm.nih.gov/pubmed/15298613
http://dx.doi.org/10.1038/srep18789
http://www.ncbi.nlm.nih.gov/pubmed/26689156
http://dx.doi.org/10.1016/j.canlet.2006.11.016
http://www.ncbi.nlm.nih.gov/pubmed/17197076
http://dx.doi.org/10.1186/1477-7827-12-21
http://www.ncbi.nlm.nih.gov/pubmed/24628875
http://dx.doi.org/10.1111/j.1582-4934.2002.tb00307.x
http://www.ncbi.nlm.nih.gov/pubmed/12003665
http://dx.doi.org/10.1074/jbc.M111.323899
http://www.ncbi.nlm.nih.gov/pubmed/22378781

Nutrients 2018, 10, 772 15 of 15

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Palmisano, R.; Itoh, Y. Analysis of MMP-dependent cell migration and invasion. Methods Mol. Biol. 2010, 622,
379-392. [PubMed]

Lee, C.H,; Yu, C.C.; Wang, B.Y.; Chang, W.W. Tumorsphere as an effective in vitro platform for screening
anti-cancer stem cell drugs. Oncotarget 2016, 7, 1215-1226. [CrossRef] [PubMed]

Pattabiraman, D.R.; Weinberg, R.A. Tackling the cancer stem cells—What challenges do they pose? Nat. Rev.
Drug Discov. 2014, 13, 497-512. [CrossRef] [PubMed]

Amini, S.; Fathi, F; Mobalegi, J.; Sofimajidpour, H.; Ghadimi, T. The expressions of stem cell markers: Oct4,
Nanog, Sox2, nucleostemin, Bmi, Zfx, Tcll, Tbx3, Dppa4, and Esrrb in bladder, colon, and prostate cancer,
and certain cancer cell lines. Anat. Cell Biol. 2014, 47, 1-11. [CrossRef] [PubMed]

Reue, K. The role of lipin 1 in adipogenesis and lipid metabolism. Novartis Found. Symp. 2007, 286, 58—68.
[PubMed]

Teng, C.F; Wu, H.C.; Hsieh, W.C.; Tsai, HW.; Su, 1]. Activation of ATP citrate lyase by mTOR signal induces
disturbed lipid metabolism in hepatitis B virus pre-52 mutant tumorigenesis. J. Virol. 2015, 89, 605-614.
[CrossRef] [PubMed]

Sahar, S.; Masubuchi, S.; Eckel-Mahan, K.; Vollmer, S.; Galla, L.; Ceglia, N.; Masri, S.; Barth, TK.; Grimaldi, B.;
Oluyemi, O.; et al. Circadian control of fatty acid elongation by SIRT1 protein-mediated deacetylation of
acetyl-coenzyme A synthetase 1. J. Biol. Chem. 2014, 289, 6091-6097. [CrossRef] [PubMed]

Yan, S.; Yang, X.E; Liu, H.L.; Fu, N.; Ouyang, Y.; Qing, K. Long-chain acyl-CoA synthetase in fatty acid
metabolism involved in liver and other diseases: An update. World |. Gastroenterol. 2015, 21, 3492-3498.
[CrossRef] [PubMed]

Jensen-Urstad, A.P,; Semenkovich, C.F. Fatty acid synthase and liver triglyceride metabolism: Housekeeper
or messenger? Biochim. Biophys. Acta 2012, 1821, 747-753. [CrossRef] [PubMed]

Al-Zoubi, M.; Chipitsyna, G.; Saxena, S.; Sarosiek, K.; Gandhi, A.; Kang, C.Y.; Relles, D.; Andrelsendecki, J.;
Hyslop, T.; Yeo, CJ.; et al. Overexpressing TNF-alpha in pancreatic ductal adenocarcinoma cells and
fibroblasts modifies cell survival and reduces fatty acid synthesis via downregulation of sterol regulatory
element binding protein-1 and activation of acetyl CoA carboxylase. J. Gastrointest. Surg. 2014, 18, 257-268.
[CrossRef] [PubMed]

@ © 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://www.ncbi.nlm.nih.gov/pubmed/20135295
http://dx.doi.org/10.18632/oncotarget.6261
http://www.ncbi.nlm.nih.gov/pubmed/26527320
http://dx.doi.org/10.1038/nrd4253
http://www.ncbi.nlm.nih.gov/pubmed/24981363
http://dx.doi.org/10.5115/acb.2014.47.1.1
http://www.ncbi.nlm.nih.gov/pubmed/24693477
http://www.ncbi.nlm.nih.gov/pubmed/18269174
http://dx.doi.org/10.1128/JVI.02363-14
http://www.ncbi.nlm.nih.gov/pubmed/25339766
http://dx.doi.org/10.1074/jbc.M113.537191
http://www.ncbi.nlm.nih.gov/pubmed/24425865
http://dx.doi.org/10.3748/wjg.v21.i12.3492
http://www.ncbi.nlm.nih.gov/pubmed/25834313
http://dx.doi.org/10.1016/j.bbalip.2011.09.017
http://www.ncbi.nlm.nih.gov/pubmed/22009142
http://dx.doi.org/10.1007/s11605-013-2370-7
http://www.ncbi.nlm.nih.gov/pubmed/24091913
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Nobiletin Binds to CD36 and Inhibits the Expression of CD36 and its Downstream Target Proteins 
	Nobiletin Inhibits CD36-Mediated In Vitro Angiogenesis by Regulating STAT3 
	Nobiletin Inhibits the Nuclear Translocation of STAT3 and Its Binding to the CD36 Gene Promoter 
	Nobiletin Suppresses STAT3 Expression in a CD36-Dependent Manner 
	Nobiletin Inhibits CD36-Dependent Breast Cancer Cell Migration and Invasion 
	Nobiletin Inhibits CD36-Mediated Tumorsphere Formation and Survival 
	Nobiletin Inhibits CD36-Mediated Fatty Acid-Regulated Proteins 

	Discussion 
	Materials and Methods 
	Antibodies and Reagents 
	Molecular Docking 
	Cell Culture and Treatment 
	In vitro Angiogenesis Assay 
	Western Blotting 
	Reverse Transcription-PCR 
	EMSA 
	ChIP Assay 
	Wound Healing Assay 
	Matrigel Invasion Assay 
	Tumor Sphere Formation Assay 
	Small Interference RNA (siRNA) Analysis 
	Statistical Analysis 

	Conclusions 
	References

