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Abstract: Targeted therapies have changed the treatment of cancer, giving new hope to many patients
in recent years. The shortcomings of targeted therapies including acquired resistance, limited
susceptible patients, high cost, and high toxicities, have led to the necessity of combining these
therapies with other targeted or chemotherapeutic treatments. Natural products are uniquely capable
of synergizing with targeted and non-targeted anticancer regimens due to their ability to affect
multiple cellular pathways simultaneously. Compounds which provide an additive effect to the often
combined immune therapies and cytotoxic chemotherapies, are exceedingly rare. These compounds
would however provide a strengthening bridge between the two treatment modalities, increasing
their effectiveness and improving patient prognoses. In this study, 7-epi-clusianone was investigated
for its anticancer properties. While previous studies have suggested clusianone and its conformational
isomers, including 7-epi-clusianone, are chemotherapeutic, few cancer types have been demonstrated
to exhibit sensitivity to these compounds and little is known about the mechanism. In this study,
7-epi-clusianone was shown to inhibit the growth of 60 cancer cell types and induce significant
cell death in 25 cancer cell lines, while simultaneously modulating the immune system, inhibiting
angiogenesis, and inhibiting cancer cell invasion, making it a promising lead compound for cancer
drug discovery.

Keywords: cancer; natural compounds; immunomodulation; chemotherapeutics; multitargeting

1. Introduction

In recent years, new hope has been given to patients diagnosed with cancer due to the emergence
of targeted therapeutics [1]. However, due to the limitations of newly discovered targeted therapies,
cancer remains the second leading cause of death in the United States according to the Centers for
Disease Control and Prevention [2,3]. Of the approximately 610,000 deaths caused by cancer in 2018,
over 25% will be due to lung and bronchus cancers, making them the deadliest cancer type in the
United States [4]. The use of targeted therapies has represented a paradigm shift from traditional
chemotherapeutics (often derived from multi-targeting natural products) to molecules and antibodies
affecting specific cellular functions. Within the category of targeted therapies, immune modulating
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therapies have been the source of many novel treatments. Monoclonal antibodies [5], cytokines [6],
dendritic cell therapies [7], chimeric antigen receptor T cells (CAR-T cells) [8], and immune checkpoint
blockade therapies [9] are among the immune modulating treatments that have been approved by the
Food and Drug Administration (FDA) for the treatment of cancer.

Each of these emerging technologies has led to an increase in treatment responses and survival
times, however, major drawbacks have been identified for each. For example, the dendritic cell therapy,
sipuleucel-T, has been shown to be effective in treating early metastatic castration-resistant prostate
cancer, but is extremely costly due to the personalized nature of the treatment [10]. CAR-T cell therapies
similarly function by genetically engineering T cells from a patient to target cancer cells, but come with a
record setting $475,000 price tag, neurotoxicities, and cytokine release syndrome [11,12]. Other immune
regulating treatments, including immune checkpoint blockade therapies such as nivolumab, tend to be
more cost effective but less personalized to each patient [13]. As a result, these treatments are often
used in combination with other therapies. Modulation of the activity of macrophages found within the
tumor microenvironment has also garnered interest as a potential immune regulating cancer therapy,
though the FDA has not currently approved a macrophage-targeted therapy [14].

Targeted therapies used to disrupt the unregulated growth signals of mutated proto-oncogenes
or disrupt angiogenesis have similarly changed the landscape of cancer treatment despite being
accompanied by major drawbacks. Angiogenesis targeting therapies such as bevacizumab and
sorafenib have been used to treat solid and metastatic tumor growth, but similarly suffer from acquired
resistance, likely as a result of plasticity of the tumor microenvironment [15]. The disappointing
performance of targeted therapies has led to a renewed interest in multi-targeting natural products [16].

Natural products have a long history of use as cancer therapies [17], either being used for or
inspiring approximately 60% of cancer treatments used between 1981 and 2006 [18]. These compounds
tend to be safe and of low cost in addition to targeting a number of cellular functions simultaneously.
By targeting multiple cancer related pathways, natural compounds may be able to provide a robust,
widely applicable treatment less susceptible to resistance [19]. Natural products targeting the immune
response in addition to inducing cancer cell death are uniquely positioned to synergize well with current
treatment regimens [20]. Compounds of this type may be able to limit the number of immune therapies
and chemotherapies used in cancer treatment cocktails in addition to increasing their efficacy [21].
The number of compounds with combined chemotherapeutic and immune-modulatory effects is
limited, and many of these compounds are classified as natural products [22]. Notable examples include
astragaloside IV [23,24], curcumin [25], emodin [26,27], and total saponins of panax ginseng [28,29].
These compounds have been demonstrated to induce apoptosis in cancer cells while simultaneously
altering cytokine expression or macrophage polarization. However, the low bioavailability and limited
efficacy of these compounds warrants further drug discovery efforts for multi-targeting compounds.

7-epi-clusianone and its configurational isomers are natural products that have been demonstrated
to feature antimicrobial, anti-allergenic, schistosomicidal, and anti-inflammatory effects [30-33].
Additionally, these compounds have been shown to induce cell death in glioblastoma, as well as lung,
melanoma, breast, prostate, renal, cervical, and tongue cancer [34-37]. Researchers have identified
several potential molecular targets of 7-epi-clusianone, including microtubules, the mitochondrial
membrane, cathepsins, and cyclins [34,36-38]. It is likely that multiple molecules are targeted by
7-epi-clusianone and its isomers due to the so-called “privileged structures” typically possessed by
natural products. Limited in vivo studies have demonstrated the safety of a 7-epiclusianone in vivo in
administrations of up to 300 mg/kg of body weight in female albino mice [30]. Additionally, the chemical
synthesis of 7-epi-clusianone has been explored, allowing for a high availability of the compounds
in the future [39]. As a result, 7-epi-clusianone is a promising lead compound for multi-targeted
cancer treatment. However, screening of 7-epi-clusianone across a wide range of cancers has not yet
been reported. Additionally, only limited studies of the molecular targets of 7-epi-clusianone have
been performed, and the direct interaction of 7-epi-clusianone and its purported targets has yet to be
determined. Finally, the effect of 7-epi-clusianone on the anticancer immune response has not been



Molecules 2019, 24, 4415 30f 19

explored. To address these knowledge gaps, herein the combined anticancer and immune modulatory
effects of 7-epi-clusianone are examined.

2. Results

2.1. 7-epi-clusianone Inhibits Cell Growth and Induces Cell Death in a Wide Spectrum of Cancers

To determine the cytotoxic potential of 7-epi-clusianone (Figure 1), the compound was screened
against the 60 cancer cell lines of the National Cancer Institute’s NCI-60 cancer panel.

Figure 1. The structure of the polycyclic polyprenylated acylphloroglucinol, 7-epi-clusianone.

For each of the cell lines in the panel, the concentration of compound required to reduce the
growth of cells to 50% that of the vehicle control (GI50), the concentration required to inhibit the growth
of any amount of cells (TGI), and the concentration required to induce cell death of 50% of the seeded
cells (LD50) was determined (Figure S3).

7-epi-clusianone inhibited the growth of all 60 cell lines in the NCI-60 cancer panel (Figure S3-A)
with an average GI50 of 2.7 uM. 7-epi-clusianone did not, however, exhibit a high level of selectivity in
inhibiting the growth of the cancer cell lines as the determined GI50 concentrations only ranged from
1.63 uM to 3.89 uM. The selectivity of 7-epi-clusianone was higher in completely inhibiting cell growth.
The majority of TGI for cell lines within the panel were less than 10 uM, however, two leukemia
cell lines continued concentrations to grow after 48 h of incubation with 101 uM of 7-epi-clusianone,
the highest concentration tested (Figure S3-B). In addition to inhibiting the growth of many cancer cell
lines, 7-epi-clusianone exhibited an LD50 of less than 101 uM for 25 of the cell lines tested (Figure S3-C).
Interestingly, the cytotoxicity of 7-epi-clusianone varied widely within each tissue type, with the
exception of leukemia, for which no LD50 under 101 uM was observed.

The full growth response data for each of the cell lines can be found in Table S1. As lung and
bronchus cancers are projected to be responsible for over one quarter of all cancer-related deaths in
the United States in 2018, and therefore possess a higher potential for clinical impact compared to
other tissue types in the NCIH460 panel, the effect of 7-epi-clusianone on small cell lung cancer was
investigated further. The non-small cell lung cancer cell line, NCIH460, was the most sensitive lung
cancer cell line to 7-epi-clusianone when considering induced cell death (LD50) and was chosen for
further investigation as a result. The GI50, TGI, and LD50 concentrations of the NCIH460 cell line were
2.6 uM, 6.2 uM, and 35 pM, respectively (Figure 2).
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Figure 2. Percent growth of NCIH460 non-small cell lung cancer cells after 48 h of treatment with
7-epi-clusianone in the NCI-60 panel. The NCI-60 panel is a sulforhodamine B based screening method
of 60 immortalized cancer cell lines. The GI50, TGI, and LD50 concentrations of 7-epi-clusianone for the
NCIHA460 cells were determined to be 2.6 uM, 6.2 uM, and 35 uM, respectively.

2.2. 7-epi-clusianone Induces G1 Arrest Followed by Apoptosis in NCIH460 Small Cell Lung Cancer Cells

In order to gain insight into the mechanism of action of 7-epi-clusianone on NCIH460 small cell
lung cancer cells, the cell cycle of the NCIH460 cells over 48 h under exposure to 7-epi-clusianone
was analyzed by quantifying the amount of PI bound to DNA within the cells using flow cytometry
(Figure 3A—C). When the NCIH460 cells were treated with 35 uM of the compound the number of
cells in the G1 phase of the cell cycle increased at 12 and 24 h of incubation when compared to the
vehicle control. Additionally, a depletion of cells in the S and G2/M phases of the cell cycle occurred
after 24 h when compared to the control and persisted after 48 h. The percent of cells in the S phase
decreased at a rate faster than the percent of cells in the G2/M phase decreased when exposed to
7-epi-clusianone, suggesting that cells were progressing from the S phase to G2/M phase, but they were
unable to progress from the G1 phase to S phase when exposed to 7-epi-clusianone. At the 48-h time
point, the percentage of cells in the G1 phase decreased when compared to the percent of cells in the
G1 phase at 24 h when exposed to 7-epi-clusianone. As the percent of cells in the S and G2/M phases
continued to decrease over this same time period, this decrease in G1 phase cells can be explained by
the increase in sub G1 cells seen from 24 h to 48 h of incubation with 7-epi-clusianone. These sub G1
cells are hypothesized to be dead cells with cleaved DNA.

Annexin V/PI expression for the NCIH460 cells after 48 h of incubation with 7.6 uM, 15 uM,
35 uM, and 61 uM 7-epi-clusianone was determined to evaluate whether the cells observed in the
sub-G1 phase had undergone apoptosis (Figure 4). As the concentration was increased the number
of live cells decreased, confirming the dose dependent cytotoxicity of 7-epi-clusianone on NCIH460
cells. In each of the 7-epi-clusianone-treated groups, the number of apoptotic and necrotic cells
increased when compared to the vehicle control (Figure 4A). The number of apoptotic, Annexin V
positive, cells increased as the concentration of 7-epi-clusianone was increased. Additionally, at lower
concentrations, a population of PI positive and Annexin V low cells was observed (Figure 4B,C).
This suggests that at lower concentrations, a population of NCIH460 cells were just beginning to
permeabilize and therefore were in an earlier stage of apoptosis after 48 h than were cells treated with
a higher dose of 7-epi-clusianone (Figure 4D-F).
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Figure 3. Cell cycle flow cytometry experiment showing the (A) histogram of propidium iodide
expression of NCIH460 cells after four different time points of treatment with either a vehicle control
or 7-epi-clusianone. The histograms were divided into 4 regions representing the sub-G1, G1/GO0, S,
and G2/M phases of the cell cycle. The percentage of cells in the sub-G1, G1/G0, S, and G2/M regions is
shown for both (B) the cells treated with the vehicle control and (C) the cells treated with 35 uM of
7-epi-clusianone.

We also determined the caspase activity of the NCIH460 cells to support the hypothesis
that apoptosis occurs after exposure to 7-epi-clusianone. The quantity of inactive/full length and
active/cleaved forms of caspases 7, 8, 3, and 9 present with the NCIH460 cells was determined using
western blotting (Figure 5). After 12 and 24 h of exposure to 7-epi-clusianone, the full length form
of caspases 7 and 8 decreased as the concentration was increased, but the cleaved forms of these
caspases were not detected. No trend was apparent from the quantity of caspase 3 detected at either
time point. However, the ratio of cleaved caspase 9 to full length caspase 9 increased dramatically for
NCIH460 cells treated with 7.6 uM or 15 uM of 7-epi-clusianone for 12 or 24 h. Additionally, a dose-
and time-dependent increase in the ratio of cleaved Poly (ADP-ribose) polymerase (PARP) to full
length PARP occurred under incubation with 7-epi-clusianone. The cleavage of caspase 9 and PARP
further supports that 7-epi-clusianone induces apoptosis in NCIH460 lung cancer.
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Figure 4. Annexin V/propidium iodide expression of NCIH460 cells exposed to (A) a vehicle control,
or different concentrations of 7-epi-clusianone, (B) 7.6 uM, (C) 15 uM, (D) 35 uM, and (E) 61 pM for
48 h. The expression scatterplots were divided into four quadrants representing double negative cells,
annexin V positive cells, propidium iodide positive cells, and double positive cells. Double negative
cells were considered live cells, annexin V positive cells were considered early apoptotic cells, propidium
iodide cells were considered necrotic, and double positive cells were considered late apoptotic cells.
The divided histograms were used to express the percentage of cells that were live, early apoptotic,
late apoptotic, or necrotic within each treatment group (F).
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Figure 5. Expression of apoptosis-related proteins in NCIH460 cells after treatment with 7-epi-clusianone
as determined by electrophoresis followed by western blot analysis. Cells were treated with
7-epi-clusianone for 12 or 24 h before loading 50 pg of isolated protein into each well. Images were
taken from the same sample run in duplicates and 2 different gels. Gel 1 was stained for Caspase 3
and 9. Gel 2 was stained for Caspase 7 and 8, PARP, and GAPDH. The contrast and brightness of the
images were adjusted using Image Lab software from Bio-Rad. The cropped gels are displayed in this
figure and the full-length of blots are presented in Supplementary information Figure S5.
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2.3. 7-epi-clusianone Inhibits Angiogenesis and Cell Migration of NCIH460 Cells

After determining 7-epi-clusianone’s ability to induce cell death at high concentrations, the ability
of 7-epi-clusianone to inhibit cell migration of NCIH460 cells at low concentrations was assessed.
A uniform cell gap was formed using cell culture insert, and the cells were allowed to grow for up
to 24 h exposed to either a vehicle control or 7-epi-clusianone (Figure 6A,B). After 24 h, the cell-free
gap had almost completely closed for cells treated with the vehicle control. In contrast, after 24 h
of incubation with 7-epi-clusianone the percent invasion of NCIH460 cells was significantly lower
compared to the control for each concentration used, including 200 nM, a concentration 10-times lower
than the GI50 concentration. At each time point considered (6, 12, and 24 h), a dose dependent decrease
in invasion was observed. Also, the toxicity effects of 7-epi-clusianone was evaluated by tracking the
NCIH460 viability at 24 h using MTS assay. No significant difference (p < 0.05) in cell viability was
observed when we compared the treated cells with blank control group (Figure 6C). This indicates that
the reduction in cell invasion in the presence of higher compound concentrations is not affected by
cell viability.
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Figure 6. Invasion of NCIH460 cells into a cell free gap. Cells were treated with either a vehicle
control or 7-epi-clusianone for 24 h. (A) Representative images of each treatment group after 24 h in
addition to (B) graphs depicting the % invasion of each treatment group after 6, 12, and 24 h. (C) The
viability of NCIH460 cells after 24 h of incubation with 7-epi-clusianone was determined using MTS
assay. All data are statistically presented as the mean + standard error. Multiple t-tests were performed
using Graph-Pad Prism 7.03 (GraphPad, La Jolla, CA, USA) to determine the significance between each
experimental group. p values of less than 0.05 were considered to be significant (* denotes significant
difference compared to the control group in the same time point).

Similarly, the ability of 7-epi-clusianone to inhibit angiogenesis was indirectly assessed. Human
umbilical vascular endothelial cells (HUVEC) endothelial cells were incubated with or without
7-epi-clusianone on a growth factor reduced BD Matrigel ™ basement matrix. Tube formation between
the endothelial cells was assessed after 8 h (Figure 7A). A dose dependent reduction of tube formation
was observed when the cells were exposed to 7-epi-clusianone at concentrations between 0.2 and 20 pM
(Figure 7B). The reduction of tube formation became significant (p < 0.05) at 20 uM 7-epi-clusianone.
An MTS viability assay of HUVEC endothelial cells in response to 7-epi-clusianone for 8 h revealed
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that the compound was not toxic at this time point (Figure 7C). No significant difference in viability
was observed in these cells even at the highest concentration of 20 uM 7-epi-clusianone.

A) B) HUVEC
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Control ] 7-epi-clusianone 0.2 uM
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C) HUVEC
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g

Figure 7. Tube formation between human umbilical vascular endothelial cells (HUVEC) endothelial

cells after 8 h of incubation on growth factor reduced BD MatrigelTM

with or without 7-epi-clusianone.
A representative image of the cells treated with the vehicle control, 0.2 pM, 2 uM, and 20 uM
7-epi-clusianone is shown in part (A). The average number of junctions counted per field is graphed in
part (B). The viability of HUVEC cells after 8 h of incubation with 7-epi-clusianone as determined by
MTS assay is shown in part (C). p values of less than 0.05 were considered to be significant (* denotes

significant difference compared to the control group in the same time point).
2.4. 7-epi-clusianone Directly Targets Tubulin Polymerization, JAK3, and ALK (C1156Y)

While the cytotoxic effect of 7-epi-clusianone on a number of cell lines has been previously reported,
the direct effect of 7-epi-clusianone on its purported molecular targets has yet to be determined [34-37].
Due to the identification of microtubules as a potential target of clusianone in other lung cancer
cell lines [37], the effect of 7-epi-clusianone on tubulin polymerization was investigated using the
cytoskeleton tubulin polymerization assay (Figure 8). While the nucleation time, i.e., the time required
for tubulin to begin polymerizing, was not affected by the presence of 7-epi-clusianone, the rate at which
the tubulin polymerized was significantly increased by 100 and 200 pM of 7-epi-clusianone (Figure 8A).
The rate at which the tubulin polymerized is best represented by the Vmax value, which corresponds
to the highest ratio of increase in the absorbance at 340 nm to time for each treatment group. We
observed a dose dependent increase in Vmax, consistent with the increase in Vmax observed in the
presence of the known microtubule stabilizing agent, paclitaxel [40] (Figure 8B).

To determine the ability of 7-epi-clusianone to target tyrosine receptor kinases, a common target of
cancer therapeutics, the compound was screened using the DiscoverX scanTK kinase panel. This panel
determines the ability of a compound to inhibit the activity of 135 different tyrosine kinases. A reduction
of kinase activity to 30% or below is considered significant in this one dose screen. At a concentration
of 20 uM, 7-epi-clusianone significantly inhibited two kinases, anaplastic lymphoma kinase C1156Y
(ALK C1156Y) and janus kinase 3 (JAK3). The activity of ALK (C1156Y) and JAK3 were inhibited by
70% and 75% respectively. ALK (C1156Y) is a mutation of the ALK tyrosine kinase, which has been
associated with acquired resistance to the targeted ALK inhibitor, crizotinab, used for the treatment of
small cell lung cancer [41]. JAK3 is a kinase that plays a role in the immune response of several types
of cells [42]. Kinase assay report is found in the supplementary information Table S2.
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Figure 8. The extent of tubulin polymerization as determined by absorbance at 340 nm for 1 h.
(A) The average absorbance of three repetitions of the tubulin polymerization assay treated with
7-epi-clusianone, paclitaxel, or a vehicle control, and (B) the average calculated Vmax for each treatment
group (* represents p < 0.05 compared to the control, ** represents 0.05 < p < 0.01 compared to the
control, and *** represents 0.01 < p < 0.001).

2.5. 7-epi-clusianone Increases the Expression of Pro-Inflammatory Cytokines in THP-1 Macrophages

In order to determine the effect of 7-epi-clusianone on the immune response, cytokine concentration
was assessed on M0 macrophages. A shiftin M0, naive macrophages, to M1 polarized, pro-inflammatory
and anticancer macrophages, is denoted by an increase in inflammatory cytokines, including TNF«
and IL-6 among others. We assessed the expression of these cytokines by THP-1 macrophages after 72 h
of incubation with 7-epi-clusianone (Figure 9). In addition, using rt-PCR, we examined the phenotypic
markers of M1 macrophages (TNFo and IL-6) as a positive control. Both the gene expression of the
cytokines and the concentration of the cytokine excreted into the cell culture media were determined
by rt-PCR and ELISA, respectively. To ensure that the concentrations of 7-epi-clusianone tested on
macrophages were adequate, the viability and invasion capability of the macrophages under exposure to
7-epi-clusianone was tested and no significant changes were observed (Figure 54). The gene expression
of both TNF«x and IL-6 increased as the concentration of 7-epi-clusianone was increased (Figure 9A,B,
respectively). At 20 uM of 7-epi-clusianone, the gene expression of both cytokines had increased 60-70
fold over the expression of the control, untreated macrophages. While a dose dependent increase in the
presence of each cytokine in the media of the cells also occurred, this increase was not significant when
compared to the control (Figure 9C,D). As mentioned above, TNFo and IL-6 are the main markers
of M1 macrophage phenotype. These markers were found elevated in M1 macrophages as well as
MO macrophages that were treated with 7-epi-clusianone (Figure 9A,B). The data showed that the
expression of inflammatory genes was augmented when M0 macrophages were exposed to 0.2 pM or
higher concentrations. Strikingly, the inflammatory response reaches to the level of M1 macrophages
when we exposed M0 macrophages to 20 uM of 7-epi-clusianone. These results indicate the potential
of 7-epi-clusianone to polarize M0 macrophages to anticancer M1 macrophages.
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Figure 9. Cytokine expression of THP M0 macrophages after 72 h treatment with 7-epi-clusianone (A)
TNFo and (B) IL-6 by rt-PCR. Gene expression was normalized to the housekeeping gene GAPDH and
the control group, non-treated THP-1 M0 macrophages (2~*2C). M1 macrophages were stimulated with
LPS and IFN for 24 h and were characterized by rt-PCR to verify phenotypic markers (TNF« and IL-6).
Cytokine concentration in culture media was determined for (C) TNFx and (D) IL-6 by ELISA assay.
p values of less than 0.05 were significant. (* denotes significant difference compared to the control
group and & denotates significant difference compared to the positive control (M1 macrophages)).

3. Discussion

Natural products have been instrumental in the treatment of cancer and are currently garnering
renewed interest as lead compounds for cancer therapies and complementary treatments due to the
shortcomings of targeted therapeutics. Compounds which simultaneously affect immune regulation of
cancer and induce cancer cell death may provide a uniquely well suited complementary treatment
to current targeted therapy and chemotherapy regimens. 7-epi-clusianone and its configurational
isomers, are natural products that have been shown to exhibit a wide array of biological effects.
The anticancer effects of 7-epi-clusianone have been previously investigated in a limited number of
cancer cell lines [34-37], but the mechanism of action and the molecular targets of the compound have
not been fully investigated, nor has its ability to modulate the immune response to cancer.

In this study, 7-epi-clusianone was demonstrated to inhibit the growth of cancer cells across 9
tissue types and 60 individual cancer cell lines. A growth inhibitory effect was observed for each cell
line, but an LD50 less than the highest concentration tested was only observed in 25 of the 60 cell lines
tested. These 25 cell lines were composed of cell lines from each tissue type tested excluding leukemia.
In combination, these effects suggest that 7-epi-clusianone could be used to slow the progression of
many variations of cancer, but it will not be cytotoxic to all types of cells. As 7-epi-clusianone is likely
to be safe in vivo at relatively high concentrations [30] and the compound is selective in inducing cell
death, has the potential to be safely used for the treatment of a diverse group of cancers. In particular,
renal cancer, melanoma, central nervous system tumors, colon cancer, and non-small cell lung cancer
appear to be sensitive to the cytotoxic effects of 7-epi-clusianone. It is unclear what factors determine the
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sensitivity of each cancer cell line to 7-epi-clusianone, and further study will be required to determine
how to best predict sensitivity within a particular cancer tissue. 7-epi-clusianone’s anticancer effects
have the biggest potential for clinical impact due to the high rate of lung cancer related death in the
United States. 7-epi-clusianone has the ability to induce cell death in non-small cell lung cancer cell
lines and inhibit an ALK tyrosine kinase mutation responsible for acquired resistance to treatment.

In order to further investigate the anticancer effect of 7-epi-clusianone on non-small cell lung cancer,
additional experiments were performed on a lung cancer cell line which had exhibited sensitivity to
the compound. The non-small cell lung cancer cell line that had exhibited the greatest sensitivity to
7-epi-clusianone was NCIH460. Cell cycle analysis revealed that the cell death was preceded by G1
phase arrest, and a subsequent reduction of S phase and G2/M phase cells. A similar G1 phase arrest
has been observed after treatment of A549 lung cancer cells with 7-epi-clusianone suggesting a similar
mechanisms of action for inducing cytotoxicity across lung cancer cell types [37].

The cell death induced in NCIH460 cells by 7-epi-clusianone is hypothesized to proceed through an
apoptotic mechanism. As the concentration increased, more annexin V positive cells were observed via
flow cytometry. It should be noted that both cells undergoing necrosis and apoptosis may be positive
for both PI and Annexin V at late stages of cell death and therefore the Annexin V/PI flow cytometry
results in Figure 5 do not conclusively show apoptosis occurred. However, the population of Annexin
V positive cells with low PI staining observed with treatment of 7.6 and 15 uM of 7-epi-clusianone
suggests the presence of cells which are leaving early apoptosis (when the intact cell membrane
prevents PI staining) and entering late apoptosis (when the cell membrane begins to permeabilize).
This population appears to dissipate at higher concentrations of 7-epi-clusianone as the cells enter
apoptosis more rapidly.

The apoptosis hypothesis was supported by the cleavage of caspase 9 and PARP, which participate
in the caspase cascade leading to cell death after mitochondrial depolarization has occurred [43,44].
Cleavage of caspase 9 and PARP in NCIH460 was evidenced by the decrease in the abundance of full
length caspase 9 and PARP and the increase in the abundance of cleaved caspase 9 and PARP as the
concentration of 7-epi-clusianone was increased. A decrease in full length caspase 7 and caspase 8
expression upon treatment of NCIH460 cells with 7-epi-clusianone was also observed. The decrease
in full length caspase 7 and 8 was further evidence that the caspase cascade leading to apoptotic cell
death had been activated, however the lack of cleaved caspase 7 and 8 observed makes this finding
inconclusive. Additionally, whether caspase 9 was activated through the receptor mediated apoptosis
pathway or the intrinsic apoptosis pathway was not possible to determine due to the lack of cleaved
caspase 7 or 8 [44]. The absence of cleaved caspase 7 or 8 in this study does not, however, rule out the
possibility of receptor mediated or intrinsic apoptosis as the cleaved proteins may have been present at
earlier incubation time points before being digested by the cell.

In addition to inducing dose dependent apoptosis in non-small cell lung cancer, 7-epi-clusianone
also inhibited the invasion of NCIH460. Significant invasion inhibition was observed at a concentration
as low as 200 nM. Further, 7-epi-clusianone was shown to significantly reduce the tube formation
between HUVEC endothelial cells at a concentration of 20 uM. Tube formation is a critical step in
the process of angiogenesis which is utilized by the wound healing process as well as by cancers
to feed tumor growth [45-47]. By inhibiting angiogenesis and tumor cell invasion, 7-epi-clusianone
may act to inhibit continued tumor growth and metastasis of non-small cell lung cancer into healthy
tissue. These effects were seen in concentrations less than the concentrations required to induce cell
death, suggesting 7-epi-clusianone directly inhibits molecular targets associated with angiogenesis and
invasion which were outside the scope of this study.

Mechanistic studies were however performed to elucidate the mechanism by which
7-epi-clusianone induces cell death in non-small cell lung cancer. For the first time, the direct
effect of 7-epi-clusianone on cancer proliferation targets including microtubules and ALK (C1156Y)
was determined. While 7-epi-clusianone has been previously suggested to impact microtubule
structure [37], the mechanism of this effect was unclear. This study demonstrated that 7-epi-clusianone
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acts by stabilizing and increasing the rate of polymerization of tubulin directly. This mechanism of action
is one shared by chemotherapy agents, such as paclitaxel, though the concentration of 7-epi-clusianone
required to impact the polymerization of tubulin was high compared to the concentration necessary
to induce growth inhibition or cell death on NCIH460 cells. As a result, it is likely that additional
molecular targets are influenced by 7-epi-clusianone in order to impart its cytotoxic effects. We further
determined that 7-epi-clusianone directly inhibits the function of two tyrosine kinases, ALK (C1156Y)
and JAK3. While these molecular targets are not largely present within NCIH460 lung cancer, and thus
are not likely to be involved with a mechanism of cell death, they do suggest 7-epi-clusianone may
target non-small cell lung cancer cells with acquired resistance to kinase inhibitors.

Due to the increasing role of immune targeted therapies in lung cancer, the ability of 7-epi-clusianone
to modulate the immune system within the tumor microenvironment was also investigated [48].
Macrophages are immune cells that play a role in T-cell activation in addition to engulfing pathogens
and dead cells. Within the tumor microenvironment, tumor associated macrophages (TAMs) can
be formed, which resemble macrophages polarized to an M2, anti-inflammatory state and aid in
tumor growth and evasion from the immune system [49]. While some studies have suggested
eliminating TAMs as a therapeutic strategy, others have hypothesized that polarizing macrophages
to the M1 state within the tumor microenvironment will not only eliminate the tumor-supportive
functions of TAMs but will also activate the immune system against the tumor [50]. In this study,
7-epi-clusianone was shown to increase the gene expression of TNF and IL-6 within THP-1 derived
macrophages, suggesting that cells polarize to an anticancer phase, pro-inflammatory M1 macrophages.
This regulation of macrophages suggests that 7-epi-clusianone might be a useful complementary
treatment when combined with current first-in-line immune therapies. This is especially true in the
case of CAR-T cell therapy, in which macrophage dysfunction is the source of some of the most serious
side effects [12].

Future studies will be required to determine the effectiveness of 7-epi-clusianone as a cancer therapy.
More mechanistic studies should be performed to elucidate the primary targets for 7-epi-clusianone’s
cytotoxic and immune regulatory properties. Of particular interest to future studies should be the
effect of 7-epi-clusianone on non-small cell lung cancer due the high mortality rates of this malignancy
and the compound’s ability to induce apoptosis and inhibit invasion of non-small cell lung cancer cell
lines. With this information, the groundwork will be laid to perform in vivo determinations of the
efficacy of 7-epi-clusianone in inducing cancer cell death and regulating the immune response.

7-epi-clusianone is a promising lead compound for anticancer therapies due to its combined
apoptotic, anti-angiogenesis, anti-invasion, and immune-regulating properties. The natural compound
was shown to have three direct molecular targets in this study, with more targets likely undiscovered.
The multi-targeting nature of 7-epi-clusianone stands to provide a complementary treatment to emerging
targeted oncology therapeutics, which suffer from limited efficacy when used alone as well as toxicities
and acquired resistance. Additionally, 7-epi-clusianone may combine growth inhibitory and cytotoxic
effects on cancer cells with a modulation of the tumor microenvironment to oppose the formation
and spread of cancer when used alone. In summary, 7-epi-clusianone may provide a robust and
multipronged treatment for cancer, especially non-small cell lung cancer.

4. Materials and Methods

4.1. 7-epi-clusianone Source and Identification

The polycyclic polyprenylated acylphloroglucinol, 7-epi-clusianone, was isolated from the aerial
parts of Hypericum scabrum. Air-dried, powdered aerial parts of Hypericum scabrum (5.0 kg) were
extracted with n-hexane (4 x 20 L) by maceration at room temperature. The extract was concentrated
in vacuum to afford dark gummy residue (150 g). The residue was separated on a silica gel column
(230—400 mesh, 6 X 75 cm, 800 g) with a gradient of n-hexane-EtOAc (100:0 to 0:100) as eluent, followed by
increasing concentrations of MeOH (up to 50%) in EtOAc. After screening by TLC, fractions with similar
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compositions were pooled, to yield 15 combined fractions. From fraction eluted with n-hexane-EtOAc
(95:5) a yellow crude solid was obtained, which was triturated with MeOH to give 7-epi-clusianon as
white powder (100 mg). The isolated compound was stored in a sealed vial in the dark, at 4 °C, until
used. The structure was elucidated by a combination of 1D and 2D nuclear magnetic resonance (NMR,
Bruker, Billerica, MA, USA) and time of flight mass spectrometry, as well as comparing with the data in
literature [51]. For NMR analysis, 7-epi-clusianone was dissolved in dimethyl sulfoxide (DMSO) and
analyzed using a Bruker Avance I1I-HD 400 MHz. 'H-NMR, '*C-NMR, H-H correlation spectroscopy
(COSY), heteronuclear single quantum coherence (HSQC), and heteronuclear multiple bond correlation
(HMBC) spectrums were generated. For mass spectrophotometry analysis, 7-epi-clusianone was
dissolved in methanol and analyzed using liquid chromatography-mass spectrometry (LC-MS) on a
Thermo Orbitrap Velos Pro. NMR and mass spectrometry (MS) data can be found in Figures S1 and S2.
For all cell culture experiments, 7-epi-clusianone was diluted in DMSO at a concentration of 20 mM
before being diluted into the cell culture media specified for each cell line.

4.2. Cell Lines and Reagents

The non-small-cell lung cancer cell line, NCIH460, was purchased from the Development
Therapeutics Program, Division of Cancer Treatment and Diagnosis tumor repository. NCIH460 cells
were maintained in RPMI-1640 media (Corning, Corning, New York) supplemented with 10% Fetal
Bovine Essence (FBS; VWR, Radnor, PA, USA) and 2 mM L-glutamine (Sigma Aldrich, St. Louis, MO,
USA). THP-1 human monocytic cells were obtained from American Type Culture Collection (ATCC,
Manassas, WV, USA). THP-1 cells were maintained in RPMI-1640 media supplemented with 10% FBS
and 0.05 mM 2-mercaptoethanol (Sigma Aldrich, St. Louis, MO, USA). Human umbilical vascular
endothelial cells (HUVEC) were purchase from Lonza Inc. HUVEC were cultured in endothelial cell
basal media 2 (EBM-2, Lonza Inc., Basel, Switzerland) supplemented with endothelial growth medium
bulletkit (EGM-2; Lonza, Inc., Basel, Switzerland).

THP-1 cells were differentiated into THP-1 M0 macrophages by culturing the cells with 100 ng/mL
of 12-myristate 13-acetate (PMA; Sigma Aldrich, St. Louis, MO, USA) for 24 h. After differentiation,
the cells were washed three times with serum free RPMI-1640 medium (Gibco, Dublin, Ireland)
to remove non-differentiated cells. To activate, MO macrophages were treated with 100 ng/mL of
lipopolysaccharide (LPS, Sigma Aldrich, St. Louis, MO, USA and 20 ng/mL of interferon gamma
(IFN-v, Peprotech, Rock Hills, NJ, USA) for 24 h. Polarized MO macrophages were used as a positive
control for comparison to groups that were treated with the compound.

4.3. NCI-60 Cell Line Screening

Cytotoxicity screening was performed using the National Institute of Health’s (NIH) National
Cancer Institute-60 (NCI-60) screening program [52]. This panel utilized a Sulforhodamine B assay to
quantify the total cellular protein present after 48 h of treatment with a 7-epi-clusianone. The panel
screened 60 unique cancer cell lines. After sufficient activity was observed using one dose of
7-epi-clusianone (20 uM), the screening was repeated using a five-point dilution. For each of the cell
lines, the concentration of compound required to reduce the growth of cells to 50% that of the vehicle
control (GI50), the concentration required to inhibit the growth of any amount of cells (TGI), and
the concentration required to induce cell death of 50% of the seeded cells (LD50) was determined.
A thorough description of the panel and its development is given by Shoemaker [53].

4.4. Cytotoxicity Assay (MTS)Assay

In order to determine cell viability, HUVECs and NCIH460 were cultured in their growth media
to reach 80% confluency. HUVECs and NCIH460 were seeded at a density of 5 X 10° and 4 x 103
cell per 96 well plates, respectively. For all cell types, 100 pL of cell culture media was used. The
cells were then incubated for 24 h at 37 °C and 5% CO, to allow for cell attachment. The culture
media was aspirated and media supplemented with the different concentrations of 7-epi-clusianone
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(0.2, 2, and 20 uM) was replaced. The compound was first dissolved at a concentration of 10 mg/mL
in DMSO and subsequently diluted in culture media. Following 8 and 24 h incubation for HUVECs
and NCIH460, media containing 20% MTS solution was replaced with growth media and incubated
for 2 h. The absorbance of each well at 490 nm was measured using a Spectramax 190 spectrometer
(Molecular Devices Corporation, Sunnyvale, CA, USA).

4.5. In Vitro Invasion Assay

Cell migration of NCIH460 (60 x 10* cells/well) and THP-1 (100,000 cells/well) cells was assessed by
making a cell-free gap with a Culture-Insert (IbiTreat, Martinsried, Germany) following manufacturer’s
instructions. Twenty-four hours later, the inserts were removed, and cell debris was washed with
phosphate buffered saline (PBS). The samples were supplemented with different concentrations of
7-epi-clusianone in cell culture media and incubated at 37 °C and 5% CO; for 24 h. Images were taken at
different time intervals using a phase contrast Nikon Eclipse Ti-E inverted microscope. Quantification of
the percent invasion was performed by measuring the gap distance using the following formula,

(WO_Wn)

invasion % =
Wo

+100% (1)
where W, is the average of three gap width measurements at 6, 12, or 24 h, and Wy is the initial
width of the cell-free gap. The media was removed, and the cells were stained with cell stain solution
(Cell Biolabs, Inc. San Diego, CA, USA). Images were taken using a phase contrast inverted microscope
(Invitrogen EVOS FL Auto Cell Imaging).

4.6. Tube Formation Assay

Growth factor reduced BD Matrigel™ (Corning, Corning, NY, USA) was thawed on ice at 4 °C
overnight. Next, 50 uL of Matrigel™ was added to each well of a pre-chilled 96-well plate and
incubated at 37 °C and 5% CO2 for 30 min until the Matrigel™ had formed a gel. A suspension of
20,000 HUVEC in 100 pL of cell culture media dosed with 7-epi-clusianone was added to each well.
The vehicle control consisted of only HUVEC cells and growth media. At the end of the 8-h time
point, the cells were stained with cell stain solution as outlined in the in vitro invasion assay protocol.
The junctions, or tubes, connecting the endothelial cells were photographed using an Invitrogen EVOS
FL Auto at 4x magnification and counted manually.

4.7. Cell Cycle Analysis

The effect of 7-epi-clusianone on the cell cycle of NCIH460 cells was determined using flow
cytometry. The cells were seeded (2500 cells/cm?) allowed to attach and treated with 7-epi-clusianone.
At 6,12, 24, and 48 h of treatment, the drugged media was collected, and the cells were trypsinized,
and centrifuged. The resulting pellet was suspended in 1 mL of ice-cold PBS, which was then added
dropwise to 3 mL of ice-cold 70% ethanol in deionized water. The suspension was keptat 4 °C for at least
24 h to allow the cells to fix. Once all time points had been collected, the cells were again centrifuged
and the resulting pellets were suspended in FxCycle PI/RNase Staining Solution (Invitrogen, Carlsbad,
CA, USA) for 15 min, then analyzed using a BD LSR II flow cytometer. Propidium iodide (PI; Life
Technologies, Carlsbad, CA, USA) expression was used to quantify the percentage of cells in the
sub-G1, G0/G1, S, and G2/M phases.

4.8. Annexin V/PI Apoptosis Assay

The ability of the 7-epi-clusianone to induce apoptosis in NCIH460 cells was determined using the
FITC Annexin V/ Dead Cell Apoptosis Kit (Invitrogen, Carlsbad, CA, USA). The cells were seeded
(2000 CellS/sz) allowed to attach and treated with 7-epi-clusianone. After 48 h of incubation, the media
was collected, and the cells were trypsinized and centrifuged. The supernatant was discarded, and the
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pellet was washed with ice cold PBS, centrifuged, and resuspended in Annexin V buffer at 1,000,000
cells/mL. Next, 100 pL of the cell suspensions were added to flow cytometry tubes, and 5 pL of Annexin
V/FITC antibody and 1 uL of PI working solution were added to each sample. The samples were
incubated for 15 min at room temperature and analyzed using a BD LSR II flow cytometer.

4.9. Western Blotting

The effect of 7-epi-clusianone on apoptosis related proteins in NCIH460 cells was assessed using
western blotting. The cells were seeded at a density of 60,000 cell/cm? and allowed to attach for
24 h. Then, the media was replaced with media supplemented with either a vehicle control or the
designated concentration of 7-epi-clusianone and incubated for 12 and 24 h. The cells were then lysed by
suspending the pellet in Radio-immunoprecipitation assay (RIPA; Cell Signaling Technologies, Danvers,
Massachusetts) buffer supplemented with phenylmethylsulfonyl fluoride (PMSF; Sigma Aldrich, St,
MO, USA) at a concentration of 400 uL/107 cells. The protein was quantified by the bicinchoninic acid
(BCA, Cell Signaling Technologies, Danvers, MA, USA) assay following the manufacturer’s protocol.

Lysates (50 ug of protein) were separated by SDS-polyacrylamide gel electrophoresis (SDS-PAGE).
Proteins were then transferred to a nitrocellulose membrane (Bio-Rad, Hercules, CA, USA) and
incubated with appropriate antibodies.

All primary and secondary antibodies were purchased from Cell Signaling Technologies and
were sourced from rabbit. Secondary antibody was anti-rabbit horseradish peroxidase (HRP)-linked.
The membrane was washed, then incubated with SignalFire reagent for 2 min and imaged using a
BioRad ChemiDoc MP Imaging system. If a membrane was re-probed for a different protein, the
membrane was stripped using Restore western blot stripping buffer (Thermo Scientific, Waltham, MA,
USA).

4.10. Tubulin Polymerization Assay

Tubulin polymerization was assessed using the Tubulin Polymerization Assay Kit
(Cytoskeleton, Denver, CO, USA) as per the manufacturer’s instructions. 7-epi-clusianone was
diluted in DMSO at 20 mM before being diluted to a 10x solution in General Tubulin Buffer. Paclitaxel
was used as the positive control. Absorbance correlating to the extent of polymerization was recorded
every minute for a total of one hour. Each experimental group was repeated in triplicate.

4.11. DiscoverX Kinase Panel

7-epi-clusianone was submitted to the DiscoverX KINOMEscan scanTK panel to determine its
ability to directly inhibit the function of 135 tyrosine kinases. The assay is an active site-directed
competition assay, which does not require the use of ATP to assess kinase function. One concentration
of 7-epi-clusianone (20 uM) was tested in the panel, and the results were reported as the percent of
remaining function for each kinase upon treatment with 7-epi-clusianone.

4.12. Macrophage Cytotoxicity Assay

Macrophage viability in response to 7-epi-clusianone treatment was assessed using CellTitter 96
Aqueous Non-Radioactive Cell Proliferation assay (Promega, Madison, WI, USA). THP-1 cells were
seeded into 96-well tissue culture plates (100,000 cells/well) and differentiated to THP-1 MO macrophages.
After cell differentiation, the cells were exposed to various concentrations of 7-epi-clusianone for 72
h. Then, the cells were washed with PBS, and culture media supplemented 20% MTS solution
(Promega, Madison, WI, USA) was added to the cells. The cells were incubated for 2 h, and the
absorbance at 490 nm was measured using a Spectramax 190 microplate reader.
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4.13. Enzyme-Linked Immunosorbent Assay (ELISA)

THP-1 cells were differentiated to THP-1 M0 macrophages in a 24-well plate (300,000 cells/well)
and treated with 7-epi-clusianone for 72 h. The concentrations of tumor necrosis factor alpha (TNFx)
and interleukin-6 (IL-6) in the THP-1 MO macrophages media were evaluated using human IL-6 and
TNFo tetramethylbenzidine (TMB) enzyme-linked immunosorbent assay (ELISA) development kits
(Peprotech, Rocky Hill, New Jersey) according to the manufacturer’s protocol. Colorimetric changes
were measured using a SpectraMax 190 microplate spectrophotometer at 450 nm with wavelength
correction set at 620 nm. Standard curves for each cytokine were run in parallel to convert the
absorbance to concentration in each group.

4.14. RNA Extraction and Quantitative Real-Time Polymerase Chain Reaction (rt-PCR)

We assessed the expression of pro-inflammatory genes (IL-6 and TNF«) expressed by THP-1 M0
macrophages in the presence or absence (control) of 7-epi-clusianone using rt-PCR. M1 macrophages
were used as a positive control to assess M0 macrophage polarization. Total RNA was isolated using the
Gene Jet RNA Purification kit (Thermo Scientific, Waltham, MA, USA) according to the manufacturer’s
instructions. The RNA was prepared as a template for complementary deoxyribonucleic acid (cDNA)
synthesis using the iScript cDNA Synthesis kit (Bio-Rad, Hercules, California). Quantitative rt-PCR
analysis was performed with the synthesized cDNA and SYBR Green PCR Supermix (Bio-Rad,
Hercules, CA, USA). Gene expression was normalized to the housekeeping gene glyceraldehyde
3-phosphate dehydrogenase (GAPDH) and the control group, non-treated THP-1 M0 macrophages
(2784€). Gene expression values were calculated by using the mean cycle threshold (CT) values of the
samples. All primers (Table S3) were synthetized by Integrated DNA Technologies (Integrated DNA
Technologies, Coralville, IA, USA).

4.15. Statistical Analysis

Statistical analyses were performed with GraphPad Prism 7.03 (GraphPad, La Jolla, CA, USA),
using multiple t-test followed by the Holm-Sidak method. Data represent the means of the indicated
number of independent experiments. Error bars indicate the standard error of the mean or the standard
deviation. p < 0.05 was considered to be significant.

Supplementary Materials: The following are available online, Figure S1: The A) 'H-NMR spectrum, B) 13C-NMR
spectrum, C) H-H COSY spectrum, D) HSQC spectrum, and E) HMBC spectrum of 7-epi-clusianone in DMSO-d6,
Figure S2: Time of flight mass spectrum determination of 7-epi-clusianone, Figure S3: Waterfall plot of the A)
GI50, B) TGI, and C) LC50 of 7-epi-clusianone for 60 cell lines as determined by the NCI-60 five dose screening
assay, Figure S4: The effect 7-epi-clusianone on A) the viability of THP-1 macrophages, and B) the percent wound
closure, Figure S5: Western blot analysis for the expression of Caspase 3 (A), Caspase 9 (B), Caspase 7 (C), Caspase
8 (D), PARP (E), and GAPDH (F). Table S1: Percent growth of the 60 cell lines examined in the NCI-60 five dose
screening method, Table S2: Inhibition of 135 tyrosine kinases treated with 7-epi-clusianone determine using the
DiscoverX scanTK kinase panel, and Table S3: Primers used for quantitative real-time polymerase chain reaction.

Author Contributions: E.]. come up with the original research idea. W.E.T. and E.J. designed the experiments. E.J.
and W.ET. wrote the manuscript. M.MLE, S.S., SN.E., and M.T. conducted isolation and structure elucidation of
the compound. S.E.M. and M.Y. performed in vitro invasion assay. S.E.M. performed tube formation assay. W.T.
performed cell cycle analysis, annexin V/PI apoptosis assay, western blotting, and tubulin polymerization assay.
M.Y. performed MTS, ELISA and RT-PCR assays for macrophages. M.Y. and S.E.M. contributed to design and
analysis of data on inflammation, and angiogenesis, respectively. E.J. and W.ET. analyzed the data. All authors
read, edited, and approved the final manuscript version.

Funding: We gratefully acknowledge support from the National Institutes of Health (NIH). Wesley F. Taylor,
Maria Yanez and Sara E. Moghadam were partially supported by the NIH through grant P20 GM103641.

Acknowledgments: We also would like to thank Matthias Hamburger for help in characterizing the compound
chemical structure.

Conflicts of Interest: The authors declare no competing interest.



Molecules 2019, 24, 4415 17 of 19

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Gotwals, P; Cameron, S.; Cipolletta, D.; Cremasco, V.; Crystal, A.; Hewes, B.; Mueller, B.; Quaratino, S.;
Sabatos-Peyton, C.; Petruzzelli, L.; et al. Prospects for combining targeted and conventional cancer therapy
with immunotherapy. Nat. Rev. Cancer 2017, 17, 286-301. [CrossRef] [PubMed]

Heron, M. Deaths: Leading Causes for 2016. Natl. Vital. Stat. Rep. 2018, 67, 1-77. [PubMed]

Zugazagoitia, J.; Guedes, C.; Ponce, S.; Ferrer, I.; Molina-Pinelo, S.; Paz-Ares, L. Current Challenges in Cancer
Treatment. Clin. Ther. 2016, 38, 1551-1566. [CrossRef] [PubMed]

Siegel, R.L.; Miller, K.D.; Jemal, A. Cancer statistics, 2018. CA Cancer |. Clin. 2018, 68, 7-30. [CrossRef]
[PubMed]

Kimiz-Gebologlu, I.; Gulce-1z, S.; Biray-Avci, C. Monoclonal antibodies in cancer immunotherapy. Mol. Biol.
Rep. 2018, 45, 2935-2940. [CrossRef]

Berraondo, P.; Sanmamed, M.E; Ochoa, M.C.; Etxeberria, 1., Aznar, M.A.; Pérez-Gracia, J.L.;
Rodriguez-Ruiz, M.E.; Ponz-Sarvise, M.; Castafién, E.; Melero, I. Cytokines in clinical cancer immunotherapy.
Br. ]. Cancer 2018, 120, 6-15. [CrossRef]

van Willigen, W.W.; Bloemendal, M.; Gerritsen, W.R.; Schreibelt, G.; de Vries, .].M.; Bol, K.F. Dendritic Cell
Cancer Therapy: Vaccinating the Right Patient at the Right Time. Front. Immunol. 2018, 9, 2265. [CrossRef]
Jackson, H.J.; Rafiq, S.; Brentjens, R.J. Driving CAR T-cells forward. Nat. Rev. Clin. Oncol. 2016, 13, 370-383.
[CrossRef]

Chae, YK,; Arya, A.; Iams, W.; Cruz, M.R,; Chandra, S.; Choi, J.; Giles, F. Current landscape and future of
dual anti-CTLA4 and PD-1/PD-L1 blockade immunotherapy in cancer; lessons learned from clinical trials
with melanoma and non-small cell lung cancer (NSCLC). J. Immunother. Cancer 2018, 6, 39. [CrossRef]

Hu, R.; George, D.J.; Zhang, T. What is the role of sipuleucel-T in the treatment of patients with advanced
prostate cancer? An update on the evidence. Ther. Adv. Urol. 2016, 8, 272-278. [CrossRef]

Lin, ].K.; Lerman, B.J.; Barnes, ].I; Boursiquot, B.C.; Tan, Y.J.; Robinson, A.Q.L.; Davis, K.L.; Owens, D.K.;
Goldhaber-Fiebert, ].D. Cost Effectiveness of Chimeric Antigen Receptor T-Cell Therapy in Relapsed or
Refractory Pediatric B-Cell Acute Lymphoblastic Leukemia. J. Clin. Oncol. 2018, 111, 719-726. [CrossRef]
[PubMed]

Liu, D.; Zhao, ]J. Cytokine release syndrome: Grading, modeling, and new therapy. J. Hematol. Oncol.
2018, 11, 121. [CrossRef] [PubMed]

Cogdill, A.P.; Andrews, M.C.; Wargo, J.A. Hallmarks of response to immune checkpoint blockade. Br. .
Cancer 2017, 117, 1-7. [CrossRef]

Yang, L.; Zhang, Y. Tumor-associated macrophages, potential targets for cancer treatment. Biomark. Res.
2017, 5, 25. [CrossRef] [PubMed]

Lin, Z.; Zhang, Q.; Luo, W. Angiogenesis inhibitors as therapeutic agents in cancer: Challenges and future
directions. Eur. |. Pharmacol. 2016, 793, 76-81. [CrossRef] [PubMed]

Basmadjian, C.; Zhao, Q.; Bentouhami, E.; Djehal, A.; Nebigil, C.G.; Johnson, R.A.; Serova, M.; de Gramont, A.;
Faivre, S.; Raymond, E.; et al. Cancer wars: Natural products strike back. Front. Chem. 2014, 2, 20. [CrossRef]
Taylor, W.F; Moghadam, S.E.; Moridi Farimani, M.; Ebrahimi, S.N.; Tabefam, M.; Jabbarzadeh, E. A
multi-targeting natural compound with growth inhibitory and anti-angiogenic properties re-sensitizes
chemotherapy resistant cancer. PLoS ONE 2019, 14, e0218125. [CrossRef]

Newman, D.J.; Cragg, G.M. Natural products as sources of new drugs over the last 25 years. . Nat. Prod.
2007, 70, 461-477. [CrossRef]

Taylor, W.E,; Jabbarzadeh, E. The use of natural products to target cancer stem cells. Am. J. Cancer Res. 2017,
7,1588-1605.

Yanez, M.; Jhanji, M.; Murphy, K.; Gower, RM.; Sajish, M.; Jabbarzadeh, E. Nicotinamide Augments the
Anti-Inflammatory Properties of Resveratrol through PARP1 Activation. Sci. Rep. 2019, 9, 10219. [CrossRef]
Yanez, M.; Blanchette, J.; Jabbarzadeh, E. Modulation of Inflammatory Response to Implanted Biomaterials
Using Natural Compounds. Curr. Pharm. Des. 2017, 23, 6347-6357. [CrossRef] [PubMed]

Huang, Y.; Cai, T,; Xia, X.; Cai, Y.; Wu, X.Y. Research Advances in the Intervention of Inflammation and
Cancer by Active Ingredients of Traditional Chinese Medicine. J. Pharm. Pharm. Sci. 2016, 19, 114-126.
[CrossRef]


http://dx.doi.org/10.1038/nrc.2017.17
http://www.ncbi.nlm.nih.gov/pubmed/28338065
http://www.ncbi.nlm.nih.gov/pubmed/30248017
http://dx.doi.org/10.1016/j.clinthera.2016.03.026
http://www.ncbi.nlm.nih.gov/pubmed/27158009
http://dx.doi.org/10.3322/caac.21442
http://www.ncbi.nlm.nih.gov/pubmed/29313949
http://dx.doi.org/10.1007/s11033-018-4427-x
http://dx.doi.org/10.1038/s41416-018-0328-y
http://dx.doi.org/10.3389/fimmu.2018.02265
http://dx.doi.org/10.1038/nrclinonc.2016.36
http://dx.doi.org/10.1186/s40425-018-0349-3
http://dx.doi.org/10.1177/1756287216645314
http://dx.doi.org/10.1200/JCO.2018.79.0642
http://www.ncbi.nlm.nih.gov/pubmed/30212291
http://dx.doi.org/10.1186/s13045-018-0653-x
http://www.ncbi.nlm.nih.gov/pubmed/30249264
http://dx.doi.org/10.1038/bjc.2017.136
http://dx.doi.org/10.1186/s40364-017-0106-7
http://www.ncbi.nlm.nih.gov/pubmed/28804638
http://dx.doi.org/10.1016/j.ejphar.2016.10.039
http://www.ncbi.nlm.nih.gov/pubmed/27840192
http://dx.doi.org/10.3389/fchem.2014.00020
http://dx.doi.org/10.1371/journal.pone.0218125
http://dx.doi.org/10.1021/np068054v
http://dx.doi.org/10.1038/s41598-019-46678-8
http://dx.doi.org/10.2174/1381612823666170510124348
http://www.ncbi.nlm.nih.gov/pubmed/28521709
http://dx.doi.org/10.18433/J3SG7K

Molecules 2019, 24, 4415 18 of 19

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.
41.

Li, L.; Hou, X;; Xu, R;; Liu, C.; Tu, M. Research review on the pharmacological effects of astragaloside IV.
Fundam. Clin. Pharmacol. 2017, 31, 17-36. [CrossRef]

Auyeung, K.K.; Mok, N.L.; Wong, C.M.; Cho, C.H.; Ko, ] K. Astragalus saponins modulate mTOR and ERK
signaling to promote apoptosis through the extrinsic pathway in HT-29 colon cancer cells. Int. ]. Mol. Med.
2010, 26, 341-349.

Troselj, K.G.; Kujundzic, R.N. Curcumin in combined cancer therapy. Curr. Pharm. Des. 2014, 20, 6682-6696.
[CrossRef] [PubMed]

Iwanowycz, S.; Wang, J.; Hodge, J.; Wang, Y.; Yu, F; Fan, D. Emodin Inhibits Breast Cancer Growth by
Blocking the Tumor-Promoting Feedforward Loop between Cancer Cells and Macrophages. Mol. Cancer
Ther. 2016, 15, 1931-1942. [CrossRef] [PubMed]

Wang, Y,; Yu, H.; Zhang, J.; Ge, X.; Gao, J.; Zhang, Y.; Lou, G. Anti-tumor effect of emodin on gynecological
cancer cells. Cell. Oncol. (Dordr) 2015, 38, 353-363. [CrossRef]

Yu, GJ.; Choi, LW,; Kim, G.Y.,; Kim, B.W,; Park, C.; Hong, S.H.; Moon, S.K.; Cha, H].; Chang, Y.C,;
Paek, K.Y,; et al. Anti-inflammatory potential of saponins derived from cultured wild ginseng roots in
lipopolysaccharide-stimulated RAW 264.7 macrophages. Int. J. Mol. Med. 2015, 35, 1690-1698.

Zhang, X.; Zhang, S.; Sun, Q.; Jiao, W.; Yan, Y. Compound K Induces Endoplasmic Reticulum Stress and
Apoptosis in Human Liver Cancer Cells by Regulating STAT3. Molecules 2018, 23, 1482. [CrossRef]

Castro, A.P; Kawano, T.; Spelta, L.E.W.; de Castro, A.T.; Pereira, N.A.; Couto, EF.B.; Dos Santos, M.H.;
Boralli, V.B.; Marques, M.]. In vivo schistosomicidal activity of 7-epiclusianone and its quantification in the
plasma of healthy and Schistosoma mansoni infected mice using UPLC-MS/MS. Phytomedicine 2018, 38, 66-73.
[CrossRef]

Almeida, L.S.; Murata, R.M.; Yatsuda, R.; Dos Santos, M.H.; Nagem, T.].; Alencar, S.M.; Koo, H.; Rosalen, P.L.
Antimicrobial activity of Rheedia brasiliensis and 7-epiclusianone against Streptococcus mutans. Phytomedicine
2008, 15, 886—891. [CrossRef] [PubMed]

de Barros, M.; Perciano, P.G.; Dos Santos, M.H.; De Oliveira, L.L.; Costa, E.; Moreira, M.A.S. Antibacterial
Activity of 7-Epiclusianone and Its Novel Copper Metal Complex on Streptococcus spp. Isolated from Bovine
Mastitis and Their Cytotoxicity in MAC-T Cells. Molecules 2017, 22, 823. [CrossRef] [PubMed]
Santa-Cecilia, F.V.; Freitas, L.A.; Vilela, F.C.; Veloso, C.E.C.; da Rocha, C.Q.; Moreira, M.E.; Dias, D.F,;
Giusti-Paiva, A.; dos Santos, M.H. Antinociceptive and anti-inflammatory properties of 7-epiclusianone,
a prenylated benzophenone from Garcinia brasiliensis. Eur. J. Pharmacol. 2011, 670, 280-285. [CrossRef]
[PubMed]

Murata, RM.; Yatsuda, R.; dos Santos, M.H.; Kohn, L.K.; Martins, FT.; Nagem, T.J.; Alencar, S.M.; de
Carvalho, J.E.; Rosalen, P.L. Antiproliferative effect of benzophenones and their influence on cathepsin
activity. Phytother. Res. 2010, 24, 379-383. [CrossRef] [PubMed]

Simpkins, N.S.; Holtrup, F; Rodeschini, V.; Taylor, ].D.; Wolf, R. Comparison of the cytotoxic effects of
enantiopure PPAPs, including nemorosone and clusianone. Bioorg. Med. Chem. Lett. 2012, 22, 6144-6147.
[CrossRef] [PubMed]

Sales, L.; Pezuk, ]J.A.; Borges, K.S.; Brassesco, M.S.; Scrideli, C.A.; Tone, L.G.; dos Santos, M.H.; Ionta, M.;
de Oliveira, ]J.C. Anticancer activity of 7-epiclusianone, a benzophenone from Garcinia brasiliensis, in
glioblastoma. BMC. Complement. Altern. Med. 2015, 15, 393. [CrossRef] [PubMed]

Ionta, M.; Ferreira-Silva, G.A.; Niero, E.L.; Costa, E.; Martens, A.A.; Rosa, W.; Soares, M.G.;
Machado-Santelli, G.M.; Lago, J.H.; Santos, M.H. 7-Epiclusianone, a Benzophenone Extracted from
Garcinia brasiliensis (Clusiaceae), Induces Cell Cycle Arrest in G1/S Transition in A549 Cells. Molecules
2015, 20, 12804-12816. [CrossRef]

Reis, EH.; Pardo-Andreu, G.L.; Nufiez-Figueredo, Y.; Cuesta-Rubio, O.; Marin-Prida, J.; Uyemura, S.A.;
Curti, C.; Alberici, L.C. Clusianone, a naturally occurring nemorosone regioisomer, uncouples rat liver
mitochondria and induces HepG2 cell death. Chem. Biol. Interact. 2014, 212, 20-29. [CrossRef]

Boyce, J.H.; Porco, J.A. Asymmetric, stereodivergent synthesis of (-)-clusianone utilizing a biomimetic
cationic cyclization. Angew. Chem. Int. Ed. Engl. 2014, 53, 7832-7837. [CrossRef]

Horwitz, S.B. Taxol (paclitaxel): Mechanisms of action. Ann. Oncol. 1994, 5, S3-56.

Vasikova, A. [EML4-ALK fusion gene in patients with lung carcinoma: Biology, diagnostics and targeted
therapy]. Klin. Onkol. 2012, 25, 434-439. [PubMed]


http://dx.doi.org/10.1111/fcp.12232
http://dx.doi.org/10.2174/1381612820666140826154601
http://www.ncbi.nlm.nih.gov/pubmed/25341940
http://dx.doi.org/10.1158/1535-7163.MCT-15-0987
http://www.ncbi.nlm.nih.gov/pubmed/27196773
http://dx.doi.org/10.1007/s13402-015-0234-8
http://dx.doi.org/10.3390/molecules23061482
http://dx.doi.org/10.1016/j.phymed.2017.11.001
http://dx.doi.org/10.1016/j.phymed.2007.12.003
http://www.ncbi.nlm.nih.gov/pubmed/18276126
http://dx.doi.org/10.3390/molecules22050823
http://www.ncbi.nlm.nih.gov/pubmed/28513553
http://dx.doi.org/10.1016/j.ejphar.2011.08.032
http://www.ncbi.nlm.nih.gov/pubmed/21924261
http://dx.doi.org/10.1002/ptr.2954
http://www.ncbi.nlm.nih.gov/pubmed/19653314
http://dx.doi.org/10.1016/j.bmcl.2012.08.023
http://www.ncbi.nlm.nih.gov/pubmed/22944119
http://dx.doi.org/10.1186/s12906-015-0911-1
http://www.ncbi.nlm.nih.gov/pubmed/26518729
http://dx.doi.org/10.3390/molecules200712804
http://dx.doi.org/10.1016/j.cbi.2014.01.015
http://dx.doi.org/10.1002/anie.201404437
http://www.ncbi.nlm.nih.gov/pubmed/23301645

Molecules 2019, 24, 4415 19 of 19

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Malemud, C.J. The role of the JAK/STAT signal pathway in rheumatoid arthritis. Ther. Adv. Musculoskelet.
Dis. 2018, 10, 117-127. [CrossRef] [PubMed]

Simbulan-Rosenthal, C.M.; Rosenthal, D.S.; Iyer, S.; Boulares, H.; Smulson, M.E. Involvement of PARP
and poly(ADP-ribosyl)ation in the early stages of apoptosis and DNA replication. Mol. Cell. Biochem.
1999, 193, 137-148. [CrossRef] [PubMed]

Ghobrial, LM.; Witzig, T.E.; Adjei, A.A. Targeting apoptosis pathways in cancer therapy. CA Cancer J. Clin.
2005, 55, 178-194. [CrossRef] [PubMed]

Folkman, J. Role of angiogenesis in tumor growth and metastasis. Semin. Oncol. 2002, 29, 15-18. [CrossRef]
[PubMed]

Moghadam, S.E.; Ebrahimi, S.N.; Salehi, P.; Moridi Farimani, M.; Hamburger, M.; Jabbarzadeh, E. Wound
Healing Potential of Chlorogenic Acid and Myricetin-3-O-3-Rhamnoside Isolated from Parrotia persica.
Molecules 2017, 22, 1501. [CrossRef] [PubMed]

Harris, G.M.; Rutledge, K.; Cheng, Q.; Blanchette, ].; Jabbarzadeh, E. Strategies to direct angiogenesis within
scaffolds for bone tissue engineering. Curr. Pharm. Des. 2013, 19, 3456-3465. [CrossRef]

Somasundaram, A.; Burns, T.F. The next generation of immunotherapy: Keeping lung cancer in check.
J. Hematol. Oncol. 2017, 10, 87. [CrossRef]

Jinushi, M.; Komohara, Y. Tumor-associated macrophages as an emerging target against tumors: Creating a
new path from bench to bedside. Biochim. Biophys. Acta. 2015, 1855, 123-130. [CrossRef]

Brown, ].M.; Recht, L.; Strober, S. The Promise of Targeting Macrophages in Cancer Therapy. Clin. Cancer
Res. 2017, 23, 3241-3250. [CrossRef]

Piccinelli, A.L.; Cuesta-Rubio, O.; Barrios Chica, M.; Mahmood, N.; Pagano, B.; Pavone, M.; Barone, V,;
Rastrelli, L. Structural revision of clusianone and 7-epi-clusianone and anti-HIV activity of polyisoprenylated
benzophenones. Tetrahedron 2005, 61, 8206-8211. [CrossRef]

NCI-60 Human Tumor Cell Lines Screen. Available online: https://dtp.cancer.gov/discovery_development/
nci-60/ (accessed on 4 December 2017).

Shoemaker, R.H. The NCI60 human tumour cell line anticancer drug screen. Nat. Rev. Cancer 2006, 6, 813-823.
[CrossRef] [PubMed]

Sample Availability: Samples of the compounds are available from the authors.

@ © 2019 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://dx.doi.org/10.1177/1759720X18776224
http://www.ncbi.nlm.nih.gov/pubmed/29942363
http://dx.doi.org/10.1023/A:1006988832729
http://www.ncbi.nlm.nih.gov/pubmed/10331650
http://dx.doi.org/10.3322/canjclin.55.3.178
http://www.ncbi.nlm.nih.gov/pubmed/15890640
http://dx.doi.org/10.1053/sonc.2002.37263
http://www.ncbi.nlm.nih.gov/pubmed/12516034
http://dx.doi.org/10.3390/molecules22091501
http://www.ncbi.nlm.nih.gov/pubmed/28885580
http://dx.doi.org/10.2174/1381612811319190011
http://dx.doi.org/10.1186/s13045-017-0456-5
http://dx.doi.org/10.1016/j.bbcan.2015.01.002
http://dx.doi.org/10.1158/1078-0432.CCR-16-3122
http://dx.doi.org/10.1016/j.tet.2005.06.030
https://dtp.cancer.gov/discovery_development/nci-60/
https://dtp.cancer.gov/discovery_development/nci-60/
http://dx.doi.org/10.1038/nrc1951
http://www.ncbi.nlm.nih.gov/pubmed/16990858
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	7-epi-clusianone Inhibits Cell Growth and Induces Cell Death in a Wide Spectrum of Cancers 
	7-epi-clusianone Induces G1 Arrest Followed by Apoptosis in NCIH460 Small Cell Lung Cancer Cells 
	7-epi-clusianone Inhibits Angiogenesis and Cell Migration of NCIH460 Cells 
	7-epi-clusianone Directly Targets Tubulin Polymerization, JAK3, and ALK (C1156Y) 
	7-epi-clusianone Increases the Expression of Pro-Inflammatory Cytokines in THP-1 Macrophages 

	Discussion 
	Materials and Methods 
	7-epi-clusianone Source and Identification 
	Cell Lines and Reagents 
	NCI-60 Cell Line Screening 
	Cytotoxicity Assay (MTS)Assay 
	In Vitro Invasion Assay 
	Tube Formation Assay 
	Cell Cycle Analysis 
	Annexin V/PI Apoptosis Assay 
	Western Blotting 
	Tubulin Polymerization Assay 
	DiscoverX Kinase Panel 
	Macrophage Cytotoxicity Assay 
	Enzyme-Linked Immunosorbent Assay (ELISA) 
	RNA Extraction and Quantitative Real-Time Polymerase Chain Reaction (rt-PCR) 
	Statistical Analysis 

	References

