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Abstract: The anti-oral cancer effects of santamarine (SAMA), a Michelia compressa var. compressa-
derived natural product, remain unclear. This study investigates the anticancer effects and acting
mechanism of SAMA against oral cancer (OC-2 and HSC-3) in parallel with normal (Smulow-
Glickman; S-G) cells. SAMA selectively inhibits oral cancer cell viability more than normal cells,
reverted by the oxidative stress remover N-acetylcysteine (NAC). The evidence of oxidative stress
generation, such as the induction of reactive oxygen species (ROS) and mitochondrial superoxide
and the depletion of mitochondrial membrane potential and glutathione, further supports this ROS-
dependent selective antiproliferation. SAMA arrests oral cancer cells at the G2/M phase. SAMA
triggers apoptosis (annexin V) in oral cancer cells and activates caspases 3, 8, and 9. SAMA enhances
two types of DNA damage in oral cancer cells, such as YH2AX and 8-hydroxy-2-deoxyguanosine.
Moreover, all of these anticancer mechanisms of SAMA are more highly expressed in oral cancer
cells than in normal cells in concentration and time course experiments. These above changes are
attenuated by NAC, suggesting that SAMA exerts mechanisms of selective antiproliferation that

depend on oxidative stress while maintaining minimal cytotoxicity to normal cells.
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1. Introduction

Oral cancer is among the top 10 most-occurring cancers and is prevalent globally [1].
There are several primary factors that cause oral cancer, such as drinking, smoking, and
betel nut chewing [2]. The most common oral cancer cell type is oral squamous cell
carcinoma (OSCC), at higher than 90% [3]. Although radio- or chemo-therapy [4] can
improve oral cancer treatment, their benefits are halted by the accompanied adverse
effects [5,6]. Hence, it is essential to identify additional drugs with fewer side effects in oral
cancer therapy.

The Michelia genus belongs to the Magnoliaceae family, containing around 30 species.
One of these species, Michelia compressa var. compressa, is an evergreen tree predomi-
nantly found in the Ryukyu Islands, Japan, and Taiwan. Indigenous populations use this
Michelia species as a traditional herb for cancer treatments. For instance, M. hypoleuca
and M. officinalis have been employed in China to treat cancerous sores and leukemia [7].
M. alba shows antimicrobial, anti-inflammatory, and antidiabetic effects [8]. M. champaca
has been utilized to address abdominal tumors in India and shows antidepressant effects
for neuropsychiatric disorders [9].

Many sesquiterpene lactones exhibit anticancer properties [10] and may show antioxi-
dant [11,12] or pro-oxidant functions [13], depending on their structures, concentrations,
and cell types. Antioxidants at high concentrations potentially induce oxidative stress
that improves the antiproliferation of cancer cells [14,15]. Therefore, this oxidative stress-
modulating potential of sesquiterpene lactones may contribute to their anticancer effects.

Santamarine (SAMA), a sesquiterpene lactone derivative C15H9O3 [16], can be iso-
lated from M. lanuginosa, Centaurea uniflora, Eupatorium capillifolium [17], Inula helenium,
and I. japonica [18]. SAMA exhibits antioxidant effects against HyO, in human dermal
fibroblasts [19]. Hence, the anticancer effects of SAMA warrant an evaluation. Recently,
several antiproliferative effects of SAMA have been reported on cervical, liver, and lung
cancer [18,20-22]. For example, SAMA inhibits thioredoxin reductase (TrxR), contributing
to its anticancer effect in cervical cancer cells [20]. This inhibition of TrxR shows oxidative
stress-inducing effects and causes apoptosis, as reported in other TrxR inhibitors such as
sanguinarine. Similarly, SAMA induces oxidative stress to trigger apoptosis of liver [21]
and lung [22] cancer cells.

Low cytotoxicity to normal cells can alleviate the potential side effects of anticancer
drugs. However, the anticancer properties of SAMA for oral cancer have rarely been
investigated. The safety of the drug SAMA has not been thoroughly assessed in examining
its cytotoxicity to normal cells.

This study examines the proliferation-modulating response between oral cancer cells
and normal cells to assess SAMA’s potential selective antiproliferation function. More-
over, the mechanism of the selective antiproliferation of SAMA was uncovered in parallel
between oral cancer cells and normal cells by evaluating their cell viability, cell cycle dis-
ruption, oxidative stress, and DNA damage response. This study thereby offers a detailed
assessment of the underlying mechanism against oral cancer.

2. Results
2.1. Proliferation-Regulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

SAMA (Figure 1A) shows dose-response inhibition of oral cancer cell viability (OC-2
and HSC-3) (Figure 1B), indicating ICsy values of 15.7 and 18.49 pg/mL, respectively.
The normal cell viability (Smulow—Glickman; S-G) is weakly influenced by SAMA. This
suggests that SAMA has selective antiproliferation properties for oral cancer cells.

Since oxidative stress is an essential factor for antiproliferation, its involvement in
SAMA treatment was assessed using N-acetylcysteine (NAC). The differential antiprolif-
eration by SAMA between oral cancer cells and normal cells was suppressed by NAC
(NAC/SAMA) (Figure 1C). The 'H NMR spectrum of SAMA is shown in Figure 1D.
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Figure 1. SAMA shows antiproliferation of oral cancer cells. Viability was evaluated using the
CCK-8 method with 24 h drug treatments. (A) SAMA structure. (B) Cell viability of SAMA. Oral
cancer (OC-2 and HSC-3) and normal (5-G) cell lines were treated with 0.1% DMSO (untreated control)
and SAMA for 24 h. (C) Cell viability of NAC/SAMA. NAC/SAMA represents the pre-treatment
of 10 mM NAC for 1 h and the post-treatment of SAMA (0, 15, and 25 pg/mL) for 24 h. The SAMA
(15 and 25 ug/mL) treatments are divided into SAMA 15 and SAMA 25. (D) IH NMR spectrum of
SAMA. An absence of overlapping annotations (lowercase notes) between treatments indicated a
significant difference (p < 0.05). Data are shown as means + SD (triplicate). For the statistical example
in Figure 1C (OC-2 cells), the SAMA 0 (ctrl), 15, and 25 pg/mL treatments labeled with “b, ¢, and d”
represent significant differences.

2.2. Cell Cycle-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

SAMA marginally elevates the subG1 phase in oral cancer (OC-2 and HSC-3) compared
to normal (S-G) cells. SAMA decreases the G1 and S phases and increases the G2/M phase
in oral cancer cells (Figure 2), indicating that SAMA causes G2/M arrest. By comparison,
the G1, S, and G2/M phases of normal oral cells are only minorly changed by SAMA.
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Figure 2. SAMA shows cell cycle disturbance of oral cancer cells. NAC/SAMA represents the
pre-treatment of 10 mM NAC for 1 h and the post-treatment of SAMA (0, 15, and 25 pg/mL) for
24 h. The SAMA (15 and 25 pg/mL) treatments are divided into SAMA 15 and SAMA 25. Data are
shown as means =+ SD (triplicate). An absence of overlapping annotations (lowercase notes) between
treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in cell cycle progression was evaluated
using NAC. The differential cell cycle disturbance by SAMA between oral cancer cells and
normal cells was suppressed by NAC (NAC/SAMA) (Figure 2).

2.3. Apoptosis-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

The annexin V assay is a regular tool for evaluating apoptotic cells showing phos-
phatidylserine in the outer plasma membrane [23]. SAMA increases the annexin V (+) (%)
of oral cancer cells in a dose-response manner (Figure 3A), while it shows a weak change
in normal (5-G) cells.
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Figure 3. SAMA shows apoptosis in oral cancer cells. (A) Annexin V/7-aminoactinmycin D
(7TAAD) assay of SAMA. Cells were treated with 0.1% DMSO (untreated control) and SAMA
(0,15, and 25 ug/mL) for 24 h. The proportion of annexin V (+)/7AAD (%) (%) was regarded
as apoptosis (+) (%). (B) Annexin V/7AAD assay of NAC/SAMA. NAC/SAMA represents the
pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 pg/mL SAMA for 0, 12, and 24 h.
Data are shown as means + SD (triplicate). An absence of overlapping annotations (lowercase notes)
between treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in apoptosis was assessed using NAC.
SAMA increases the annexin V (+) (%) of oral cancer cells at each time interval (Figure 3B),
while it shows a weak change in normal cells. The differential apoptosis induction by
SAMA between oral cancer cells and normal cells was suppressed by NAC (NAC/SAMA).

2.4. Caspase 3-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

Caspase 3 activation is a central biomarker for apoptotic signaling [24], which is
detectable with flow cytometry [25,26]. The caspase 3 (+) (%) is proportional to caspase 3
activation. When the concentrations increase, SAMA increases the caspase 3 (+) (%) in oral
cancer cells more than in 5S-G cells (Figure 4A).
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Figure 4. SAMA shows caspase 3 activation in oral cancer cells. (A) Caspase 3 activation assays of
SAMA. Cells were treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 ug/mL) for
24 h. (+) is assigned to the caspase 3 (+) (%) region. (B) Caspase 3 activation assay of NAC/SAMA.
NAC/SAMA represents the pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 pg/mL
SAMA for 0, 12, and 24 h. Data are shown as means & SD (triplicate). An absence of overlapping
annotations (lowercase notes) between treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in caspase 3 activation was assessed
using NAC. SAMA increases caspase 3 (+) (%) of oral cancer cells at each time interval
(Figure 4B), while it shows a minor change in normal cells. The differential activation of
caspase 3 by SAMA between oral cancer cells and normal cells was suppressed by NAC
(NAC/SAMA).

2.5. Caspase 8- and 9-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

Caspases 8 and 9 and their activation are biomarkers for extrinsic and intrinsic apop-
totic signaling [24], which are detectable with flow cytometry [25,26]. The caspases 8 and 9
(+) (%) are proportional to caspase 8 and 9 activation. When the concentrations increase,
SAMA increases the caspases 8 and 9 (+) (%) in oral cancer cells more than in S-G cells
(Figure 5A,C).
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Figure 5. SAMA activates caspases 8 and 9 in oral cancer cells. (A,C) Caspase 8 and 9 activation assays
of SAMA. Cells were treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 pg/mL)
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for 24 h. (+) is assigned to the caspase 8 and 9 (+) (%) region. (B,D) Caspase 8 and 9 assays with
NAC/SAMA. NAC/SAMA represents the pre-treatment of 10 mM NAC for 1 h and the post-
treatment of 25 pg/mL SAMA for 0, 12, and 24 h. Data are shown as means £ SD (triplicate). An
absence of overlapping annotations (lowercase notes) between treatments indicated a significant
difference (p < 0.05).

Moreover, the involvement of SAMA treatment in the activation of caspases 8 and
9 was assessed using NAC. SAMA increases caspases 8 and 9 (+) (%) in oral cancer cells
at each time interval (Figure 5B,D), while it shows a weak change in normal cells. The
differential activation of caspases 8 and 9 by SAMA between oral cancer cells and normal
cells was suppressed by NAC (NAC/SAMA).

2.6. Oxidative Stress (Reactive Oxygen Species (ROS) and Mitochondrial Superoxide
(MitoSOX))-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

As mentioned above, NAC validates the role of oxidative stress in several SAMA-
associated changes (Figures 1-5). However, direct evidence of oxidative stress is absent
and this warrants further assessment, such as by employing ROS and MitoSOX flow
cytometry [27]. The oral cancer cells at different concentrations of SAMA treatments exhib-
ited more highly increased ROS and MitoSOX (+) (%) than the S-G cells (Figures 6A and 7A).
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Figure 6. SAMA shows ROS upregulation in oral cancer cells. (A) ROS assay for SAMA. Cells were
treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 ug/mL) for 24 h. (+) is assigned
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to the ROS (+) (%) region. (B) ROS assay for NAC/SAMA. NAC/SAMA represents the pre-treatment
of 10 mM NAC for 1 h and the post-treatment of 25 ug/mL SAMA for 0, 12, and 24 h. Data are
shown as means =+ SD (triplicate). An absence of overlapping annotations (lowercase notes) revealed
a significant difference (p < 0.05).
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Figure 7. SAMA shows MitoSOX upregulation in oral cancer cells. (A) MitoSOX assay for SAMA.
Cells were treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 pg/mL) for 24 h.
(+) is assigned to the MitoSOX (+) (%) region. (B) MitoSOX assay for NAC/SAMA. NAC/SAMA
represents the pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 ug/mL SAMA for
0,12, and 24 h. Data are shown as means + SD (triplicate). An absence of overlapping annotations
(lowercase notes) between treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in ROS and MitoSOX generation was
assessed using NAC. SAMA increases the ROS and MitoSOX (+) (%) of oral cancer cells at
each time interval (Figures 6B and 7B), while it shows a weak change in normal cells. The
differential generation of oxidative stress by SAMA between oral cancer cells and normal
cells was suppressed by NAC (NAC/SAMA).

2.7. Mitochondrial Membrane Potential (MMP)-Modulating Effects of SAMA: Oral Cancer Cells
vs. Normal Cells

Under oxidative stress, MMP depletion occurs [20,21], which is detected with flow
cytometry [28]. The MMP (—) (+) (%) is proportional to MMP depletion. SAMA dose-
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responsively increases the MMP (—) (+) (%) in oral cancer cells more than in S-G cells
(Figure 8A).
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Figure 8. SAMA shows MMP downregulation in oral cancer cells. (A) MMP assay for SAMA. Cells
were treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 ug/mL) for 24 h. (—) is
assigned to the MMP (—) (%) region. (B) MMP assay for NAC/SAMA. NAC/SAMA represents the
pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 ug/mL SAMA for 0, 12, and 24 h.
Data are shown as means + SD (triplicate). An absence of overlapping annotations (lowercase notes)
between treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in MMP depletion was assessed
using NAC. SAMA time-dependently increases the MMP (—) (+) (%) of oral cancer cells
(Figure 8B), while it shows a weak change in normal S-G cells. The differential depletion
of MMP (—) by SAMA between oral cancer cells and normal S-G cells was suppressed by
NAC (NAC/SAMA).

2.8. Glutathione (GSH)-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

GSH downregulation can enhance oxidative stress [14], which can be detected with
flow cytometry [28]. The GSH (—) (+) (%) is proportional to GSH depletion. SAMA dose-
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responsively increases the GSH (—) (+) (%) in oral cancer cells

more than in S-G cells

(Figure 9A).
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Figure 9. SAMA shows GSH downregulation in oral cancer cells. (A) GSH assay for SAMA. Cells
were treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 ug/mL) for 24 h. (—) is
assigned to the GSH (—) (%) region. (B) GSH assay for NAC/SAMA. NAC/SAMA represents the
pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 ug/mL SAMA for 0, 12, and 24 h.
Data are shown as means + SD (triplicate). An absence of overlapping annotations (lowercase notes)

between treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in GSH depletion was assessed using
NAC. SAMA increases the GSH (—) (+) (%) of oral cancer cells over time (Figure 9B), while
it shows a weak change in normal cells. The differential depletion of MMP (—) by SAMA
between oral cancer cells and normal cells was suppressed by NAC (NAC/SAMA).
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2.9. DNA Damage-Modulating Effects of SAMA: Oral Cancer Cells vs. Normal Cells

Under oxidative stress, DNA damage occurs [14], which is detectable with flow cytom-
etry, such as YH2AX and 8-hydroxy-2-deoxyguanosine (8-OHdG) [28]. The YH2AX and
8-OHdG (+) (%) are proportional to their DNA damage levels. SAMA dose-responsively
increases the YH2AX and 8-OHdG (+) (%) in oral cancer cells more than in S-G cells

(Figures 10A and 11A).
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Figure 10. SAMA shows YH2AX upregulation in oral cancer cells. (A) YH2AX assay for SAMA.
Cells were treated with 0.1% DMSO (untreated control) and SAMA (0, 15, and 25 ug/mL) for 24 h.
(+) is assigned to the YH2AX (+) (%) region. (B) YH2AX assay for NAC/SAMA. NAC/SAMA
represents the pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 ug/mL SAMA for
0, 12, and 24 h. Data are shown as means =+ SD (triplicate). An absence of overlapping annotations
(lowercase notes) between treatments indicated a significant difference (p < 0.05).
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Figure 11. SAMA shows 8-OHdG upregulation in oral cancer cells. (A) 8-OHdG assay for SAMA.
Cells were treated with control (0.1% DMSO) and SAMA (0, 15, and 25 ug/mL) for 24 h. (+) is assigned
to the 8-OHAG (+) (%) region. (B) 8-OHdG assay for NAC/SAMA. NAC/SAMA represents the
pre-treatment of 10 mM NAC for 1 h and the post-treatment of 25 ug/mL SAMA for 0, 12, and 24 h.
Data are shown as means + SD (triplicate). An absence of overlapping annotations (lowercase notes)
between treatments indicated a significant difference (p < 0.05).

Moreover, the involvement of SAMA treatment in YH2AX and 8-OHdG generation
was assessed using NAC. SAMA time-dependently increases the YH2AX and 8-OHdG (+)
(%) of oral cancer cells (Figures 10B and 11B), while it shows a weak change in normal cells.
The differential depletion of MMP (—) by SAMA between oral cancer cells and normal cells
was suppressed by NAC (NAC/SAMA).

3. Discussion

The antiproliferative effects of SAMA and their acting mechanisms were addressed in
this anti-oral cancer study. The treatment safety of SAMA was also assessed by analyzing it
with normal cells. Several anti-oral cancer mechanisms were discussed as follows.

3.1. Antiproliferative Effects of SAMA in Different Types of Cancer Cells

SAMA shows anticancer effects in cervical [20], liver [21], and lung [22] cancer cells,
i.e., the IC5p values of SAMA in a 24 h MTT assay are 40, 70, and ~60 uM for HeLa, HepG2,
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and A549, respectively. By comparison, SAMA in a 24 h CCK-8 assay showed ICs, values of
15.7 and 18.49 ug/mL (63.3 and 74.5 uM) in oral cancer cells (OC-2 and HSC-3), respectively.
Although different viability assays have been performed, the antiproliferative effects of
SAMA are common in several cancer cell types, showing broad-spectrum antitumor effects.
By comparison, cisplatin exhibits a higher sensitivity to oral cancer (Ca9-22) cellsina 24 h
CCK-8 assay, i.e., its ICs5q value is 5.6 ug/mL [28]. However, cisplatin has the potential side
effects of hepatotoxicity and nephrotoxicity [29,30].

In contrast, SAMA shows the same low cytotoxicity to normal liver [21] and lung [21,22]
cells compared to their cancer cells. Similarly, SAMA showed low toxicity to normal oral
cells (S-G), i.e., an 80% viability at the highest test concentration (25 ng/mL). Therefore,
SAMA has the potential effect of inducing more antiproliferation against oral cancer cells
than normal cells. This suggests that SAMA has moderate drug safety in normal cells and
may exhibit low adverse effects when applied in oral cancer treatment.

3.2. SAMA Causes Oxidative Stress of Oral Cancer Cells

Drug-induced overload of cellular oxidative stress is an effective strategy for cancer
treatment [14,28,31,32]. The ROS induction may be tolerated by normal cells but overloads
cancer cells [14], leading to the selective antiproliferation of cancer cells. Several drugs
show selective ROS generation and antiproliferation in cancer cells. For instance, methanol
extracted from Theonella swinhoei (METS) [33] and fucoidan [28] exhibit higher oxidative
stress and antiproliferation in oral cancer cells than in normal cells. Consistently, SAMA
inhibits proliferation by upregulating oral cancer cell oxidative stress, as evidenced by the
production of ROS and MitoSOX and the depletion of MMP (Figures 6-8).

The source of oxidative stress is generally derived from the imbalance of redox home-
ostasis [14], such as the downregulation of cellular antioxidants. Several drugs, such as
METS [33] and fucoidan [28], downregulate the GSH, causing oxidative stress for antipro-
liferation in oral cancer cells [34]. Consistently, SAMA depletes the GSH of oral (Figure 9),
liver [21], and lung [22] cancer cells, accompanied by upregulating oxidative stress. This
finding supports that SAMA downregulates GSH to upregulate oxidative stress.

Moreover, SAMA suppresses antioxidant signaling, such as TrxR, contributing to
oxidative stress induction in cervical [20], liver [21], and lung [22] cancer cells. The thiore-
doxin (Trx) system, consisting of nicotinamide adenine dinucleotide phosphate (NADPH),
TrxR, and Trx, has an important antioxidant function in attenuating oxidative stress [35].
Accordingly, more antioxidant signaling pathways need to be investigated to explore the
oxidative stress responses in SAMA treatment of oral cancer cells in the future.

3.3. SAMA Causes G2/M Arrest, Apoptosis, and DNA Damage

Oxidative stress is a multi-functional effector for inducing G2/M arrest [36,37],
apoptosis [38], and DNA damage [14]. For example, tert-butyl hydroperoxide stimulates
oxidative stress to cause G2/M arrest in liver cancer cells [36]. Several anticancer drugs
exhibit G2/M arrest, leading to apoptosis later. 2-amino 9-chloro-7-(2-fluorophenyl)-5H-
pyrimidol[5,4-d][2]benzazepine promotes G2/M arrest, and in turn, this triggers apoptosis
of prostate and breast cancer cells [39]. Sinularin promotes ROS generation in order to
induce G2/M arrest and apoptosis in liver [37] cancer cells. Fucoidan causes apoptosis and
DNA damage in oral cancer cells via increasing ROS [28]. 3,4,5-trimethoxy-4’-bromo-cis-
stilbene initially triggers G2/M arrest and subsequently promotes apoptosis of lung cancer
cells [40]. Benzyl isothiocyanate causes DNA damage to pancreatic cancer cells, leading to
G2/M arrest and apoptosis [41].

Consistently, SAMA stimulates oxidative stress and induces G2/M arrest of oral cancer
cells, accompanied by a minor subG1 increase (Figure 2). Cells may be led to apoptosis
without subG1 accumulation because it is not an absolute apoptotic indicator [42]. In
certain instances, no evident subG1 proportions are observed in drug-triggered apoptosis,
which varies depending on the duration of drug exposure. For example, Aaptos suberitoides
extract induces apoptosis and caspase activation without evident subG1 accumulation
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in breast cancer cells [43]. The effects of subG1 proportions of 24 and 48 h treatments
of (—)-anonaine on lung cancer cells are few, but they dramatically increase at 72 h [44].
Consequently, the validation of drug-induced apoptosis needs further assessment through
other assays, as is described later in the paper.

In addition to G2/M arrest, SAMA also induces oxidative stress to promote an increase
in annexin V intensity (Figure 3) and upregulates the activation of apoptosis signaling
(caspase 3) (Figure 4). Either intrinsic (caspase 9) or extrinsic (caspase 8) upstream signaling
is upregulated in oral cancer cells (Figure 5). Similarly, SAMA activates caspases 3, 8, and 9
in liver cancer cells [21]. Furthermore, SAMA promotes oxidative stress to upregulate oral
cancer cell YH2AX and 8-OHdG, the DNA damage markers (Figures 10 and 11).

3.4. Selective Antiproliferation Mechanism of SAMA

An ideal cancer treatment must selectively inhibit the proliferation of cancer cells
while leaving normal cells unharmed. The current study validates that SAMA inhibits
more proliferation of oral cancer cells than normal cells, indicating that SAMA exhibits
a selective antiproliferation function with drug safety. After assessment, the oxidative
stress induction (ROS, MitoSOX, MMP, and GSH) (Figures 6-9) is higher in oral cancer cells
than in normal cells, suggesting the selective production of oxidative stress in oral cancer
cells. This induces several mechanisms, such as G2/M arrest, apoptosis, the activation
of caspases 3, 8, and 9, and DNA damage occurrence (YH2AX and 8-OHdG) to a greater
extent in oral cancer cells than in normal cells (Figures 2, 4, 5, 10 and 11). The participation
of oxidative stress in these mechanisms was validated by the NAC, which reverts the
mechanism of selective antiproliferation. Consequently, SAMA exhibits ROS-dependent
selective antiproliferation mechanisms in oral cancer cells.

When compared its effects in cervical [20], liver [21], lung [22], and oral cancer cells, as
in the present study, SAMA consistently enhances oxidative stress and apoptosis. Liver [21]
and lung [22] cancer cells show that SAMA inhibits the nuclear factor kappa-light-chain-
enhancer of B cell (NF-«B) activation. Moreover, liver cancer cells further demonstrate
that SAMA also suppresses the signal transducer and activator of transcription 3 (STAT3)
activation [22]. In comparison, we found that SAMA promotes G2/M arrest, MitoSOX, and
DNA damage (YH2AX and 8-OHdG) in oral cancer cells, which have not been investigated
in other cancer cells. According to these different cancer studies, the potential anticancer
strategy of SAMA involves the modulation of GSH and antioxidant signaling (TrxR) to
enhance cell cycle arrest at G2/M, cellular and mitochondrial oxidative stress, and DNA
damage, leading to apoptosis of cancer cells. Notably, this proposed anticancer strategy of
SAMA in oral cancer cells still needs further validation for some of these responses.

3.5. Potential Application of SAMA in Combined Treatment

Many natural products exhibit synergistic anticancer effects when combined with
clinical drugs [45-48], but drug toxicity to normal cells may limit the application of such
combined treatments in cancer therapy. The goal of combination therapy would be to
sensitize the tumor to existing treatments and possibly allow lower doses and fewer side
effects. SAMA exhibits a broad-spectrum antitumor function, as described here (Section 3.1),
with drug safety to the normal liver [21], lung [21], and oral cells (Figure 1B), suggesting
that SAMA may have the potential to be used for monotherapy and combined treatment to
oral and other cancer cells.

The neurokinin-1 receptor (NK-1R) is generally overexpressed in several cancer cells
compared to benign lesions [49], e.g., oral cancer [50]. Several combined treatment studies
involving NK-1R antagonists and anticancer drugs have been reported [49,51], particularly
for the application of drug resistance [52]. Conventional therapies, such as cisplatin [47],
epidermal growth factor receptor (EGFR) inhibitors [53,54], and radiation [55], are also
commonly used for combined treatment with natural products. Consequently, combination
therapy using SAMA and NK-1R antagonists, cisplatin, EGFR inhibitors, and radiation may
synergistically improve oral cancer treatment with low side effects towards normal cells.
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3.6. Future Research of SAMA in Oral Cancer Treatment

As described, SAMA induces oxidative stress in oral cancer cells, causing apoptosis.
Moreover, oxidative stress leads to non-apoptosis types of cancer cell death, such as
autophagy and ferroptosis [56,57]. A future thorough examination of non-apoptotic oral
cell death in SAMA treatment is necessary.

4. Materials and Methods
4.1. Preparation of SAMA

M. compressa var. compressa fruits were gathered from Chiayi County, Taiwan, and
soaked in methanol to isolate the SAMA. To elaborate, 3.6 kg of air-dried fruits were ex-
tracted with MeOH (5 L x 3) at room temperature. After concentration by reducing the
pressure, 46.2 g MeOH extract was collected and chromatographed over silica gel (810 g,
70-230 mesh), using a mixture of n-hexane/EtOAc/MeOH as eluents. Then, it yielded
four fractions. From fraction 1, 7.2 g was used to perform further silica gel chromatog-
raphy, eluted with a gradually enriched n-hexane-EtOAc (60:1) mixture, producing five
fractions (1-1-1-5). From fractions 2-3, 1.4 g was isolated on a silica gel column using
the n-hexane/EtOAc mixtures, resulting in the preparation of SAMA (5 mg) [7]. The 'H-
NMR spectrum was measured on a Varian Unity Inova spectrometer at 400 MHz (Agilent
Technologies, Santa Clara, CA, USA).

4.2. Oxidative Stress Remover

The involvement of oxidative stress in the SAMA experiments was evaluated by pre-
treating the cells with 10 mM NAC (Sigma-Aldrich, St. Louis, MO, USA) for 1 h before
SAMA treatment [58,59].

4.3. Cell Culture and Viability Assay

The gingival epithelial cell line S-G was used for the normal cells [60-62]. Two oral
cancer cell lines were applied in this study, namely HSC-3 (JCR Bank, Ibaraki, Osaka, Japan)
and OC-2 [63] (kindly given by Kaohsiung Medical University (Dr. Wan-Chi Tsai)). The
cultural maintenance and medium preparation have been described previously [64]. Cell
viability was evaluated with a CCK-8 reagent (IMT Formosa New Materials, Kaohsiung,
Taiwan) [65] for 1 h.

4.4. Cell Cycle

A 75% ethanol solution was applied for cell fixation. Following overnight cooling,
cells were washed with PBS. Then, 1 ug/mL 7AAD (Biotium, Inc., Hayward, CA, USA) was
added to the cell suspension for 30 min [66]. Finally, cells were washed and resuspended
with PBS for Guava easyCyte flow cytometry (Luminex, Austin, TX, USA). This 7AAD-
stained DNA content was utilized to determine the phases of the cell cycle.

4.5. Apoptosis

Following the manufacturer’s instructions, the cells underwent 30 min staining with
annexin V/7AAD reagent (1:1000/1 ug/mL) provided by Strong Biotech Inc., Taipei,
Taiwan. After PBS washing, the occurrence of apoptosis was assessed with flow cytometry
(Luminex, Austin, TX, USA) [28,67].

4.6. Caspase 3, 8, and 9 Activation

The activation statuses of caspases 3, 8, and 9 were identified using flow cytometry kits
(Oncolmmunin, Gaithersburg, MD, USA) [25,26] by incubating at 37 °C for 1 h (1:1000). The
caspase 3-, 8-, and 9-specific peptides were provided by commercial kits, i.e., PhiPhiLux-
G1D2, CaspaLux8-L1D2, and CaspaLux9-M1D2. Upon activation, the respective peptide
substrates of caspases 3, 8, and 9 underwent cleavage, forming fluorescent peptides. These
peptides, originating from caspase-activated cells, were then assessed by flow cytometry
(Guava easyCyte, Luminex, Austin, TX, USA).
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4.7. ROS and MitoSOX Content

Oxidative stress-reacting dyes, specifically 2’,7’-dichlorodihydrofluorescein diacetate
(DCFH-DA) [28,68] (Molecular Probes, Invitrogen, Eugene, OR, USA) and MitoSOX™ Red [69]
(Sigma-Aldrich, St. Louis, MO, USA), were selected for ROS and MitoSOX detection. The
reacting conditions for DCFH-DA and MitoSOX™ Red were 2 and 5 pM for 30 min, respec-
tively. Following this, the amount of ROS and MitoSOX in the stained cells was assessed
with flow cytometry.

4.8. MMP Content

MMP depletion is one of the indicators of oxidative stress [28]. An MMP-reacting dye,
specifically DiOC;,(3) (Invitrogen, San Diego, CA, USA), was selected for MMP detection.
DiOC2(3)’s reacting conditions were 50 nM for 20 min. Following this, the amount of MMP
in the stained cells was assessed with flow cytometry.

4.9. GSH Content

GSH depletion is one of the indicators of oxidative stress [34]. A GSH-reacting dye,
specifically 5-chloromethylfluorescein diacetate (CMF-DA) (Thermo Fisher Scientific, Carls-
bad, CA, USA), was selected for GSH detection. The reacting condition for CMF-DA was
5 uM for 20 min. Following this, the amount of GSH in the stained cells was assessed using
flow cytometry.

4.10. yH2AX DNA Damage

YH2AX is an early biomarker of DNA double-strand breaks [28]. A 75% ethanol
solution was applied for cell fixation. Following overnight cooling, the cells were washed
with PBS. Then, the YH2AX antibody (Santa Cruz Biotechnology, Santa Cruz, CA, USA)
was introduced (1:500). Then, ethanol-fixed cells were mixed with the Alexa Fluor®488
secondary antibody (Cell Signaling Technology, Beverly, MA, USA) and DNA dye (7AAD)
for 30 min. Following this, the amount of YH2AX in the drug-treated cells was assessed via
flow cytometry.

4.11. 8-OHAG DNA Damage

8-OHdG is a common form of oxidative damage to DNA [28]. A 75% ethanol solution
was applied for cell fixation. Following overnight cooling, the cells were washed with
PBS. Then, fixed cells were mixed with an FITC-labeled 8-OHdG antibody (Santa Cruz
Biotechnology, Dallas, TX, USA) for 30 min. Following this, the amount of 8-OHdG in the
drug-treated cells was assessed with flow cytometry.

4.12. Statistical Analysis

The JMP12 software (SAS Institute, Cary, NC, USA) was employed to conduct an
ANOVA with Tukey’s HSD test to ascertain the significance of multiple comparisons.
JMP12 provides lowercase notes that are assigned to the column of each treatment. An
absence of overlapping annotations (lowercase notes) between the treatments indicated
a significant difference (p < 0.05). Data were derived from three separate experiments,
presented as the mean =+ standard deviation (SD).

5. Conclusions

The suppressing effects of proliferation on oral cancer cells by the M. compressa var.
compressa derivative SAMA has rarely been explored. In this study, the selective antiprolif-
eration properties of SAMA were validated in oral cancer cells, leaving normal cells only
slightly affected. The selective impact of the antiproliferation of SAMA is mediated by
oxidative stress, as corroborated by testing with NAC. The evidence of oxidative stress
generation induced by SAMA was validated in higher levels in the oral cancer cells than in
the normal cells. Both cellular ROS and MitoSOX were predominantly upregulated, and
MMP and GSH were downregulated in the oral cancer cells. Concerning other non-cancer
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studies of SAMA, the potential role of TrxR and other signal transductions, such as NF-
kB and STATS3, in suppressing oxidative stress warrants an advanced assessment in oral
cancer treatment.

Furthermore, SAMA treatment for oral cancer cells enhances apoptosis and activates
caspases 3, 8, and 9, as reported in cervical, liver, and lung cancer cells. Although no
detailed signaling was assessed, this study provides a novel finding that SAMA inflicts
more G2/M arrest and DNA damage, such as YH2AX and 8-OHdG, in oral cancer cells than
in normal cells. All of these selective mechanisms for antiproliferation exerted by SAMA are
attenuated by NAC. In addition to apoptosis, a thoughtful investigation of non-apoptosis
cell death of oral cancer in SAMA treatment still needs to be conducted in the future.
In conclusion, this study demonstrates that SAMA exhibits oxidative stress-mediated
antiproliferation properties against oral cancer with low cytotoxicity to normal cells.
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