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Abstract: Rubus chingii is a traditional Chinese medicinal herbal that has been used since ancient
times for its great dietary and medicinal values. Recent reports have underscored the promising
cytotoxic effect of R. chingii extracts against a wide variety of cancer cells. Therefore, in the current
study, we aim to explore the anticancer potential of the Rubus chingii ethanolic leaf extract (RcL-EtOH)
against non-small cell lung cancer A549 cells. RcL-EtOH efficiently exerted a cytotoxic effect against
Ab549 cells in a dose dependent manner, whilst, it exhibited non-significant toxic effects on normal
murine macrophage cells, signifying its safety against normal cells. The reduced viability of A549
cells was reaffirmed by the acridine orange/ethidium bromide double staining, which confirmed
the induction of apoptosis in RcL-EtOH-treated A549 cells. In addition, RcL-EtOH instigated the
dissipation of mitochondrial membrane potential (A'¥'m) with mutual escalation in ROS generation
in a dose-dependent manner. Furthermore, RcL-EtOH increased caspase-3, caspase-9 levels in A549
cells post-exposure to RcL-EtOH, which was concomitantly followed by altered mRNA expression of
apoptotic (anti-apoptotic: Bcl-2, Bclyy ; pro-apoptotic: Bax, Bad). To sum up, the RcL-EtOH-instigated
apoptotic cell death within A549 cells was assumed to be accomplished via targeting mitochondria,
triggering increased ROS generation, with subsequent activation of caspase cascade and altering
the expression of gene regulating apoptosis. Collectively, RcL-EtOH might represent a plausible
therapeutic option for the management of lung cancer.

Keywords: anti-cancer; apoptosis; mitochondrial membrane potential; reactive oxygen species (ROS);
Rubus chingii

1. Introduction

Lung cancer is the most commonly occurring cancer among men globally [1]. As per
the latest report of Global Cancer Observatory, lung cancer constituted 11.4% (2,206,771)
of all the cancer cases (19,292,789) reported during 2020. In addition, lung cancer was
responsible for 1,796,144 fatalities, which constituted up to 18% of the all reported fatalities
(9,958,133) resulting from different cancer related malignancies during 2020 [2]. These
statistics explicitly outline the danger possessed by lung cancer as a threat for global health
and economic burden.

Clinically, lung cancer is classified primarily as small-cell (SCLC) and non-small cell
lung cancer (NSCLC), respectively, where the latter is responsible for approximately 80%
of all the cases of lung cancer [3]. The clinical management of patient with lung cancer
is optimally dependent on the stage at which a patient is diagnosed with such dreaded
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malignancy, and it usually involves surgical resection, which is simultaneously followed
by chemo- and/or radio-therapy [4]. Chemotherapeutic drugs including paclitaxel, 5-
fluorouracil (5-FU), docetaxel, cisplatin and gemcitabine are the primarily used therapeutics
against lung cancer. However, the development of drug resistance in lung carcinoma has
substantially attenuated the efficacy of various chemotherapeutic drugs [5-7]. Moreover,
the chemotherapeutical intervention against lung carcinomas usually leads to severe off-
target effects. Accordingly, there is a global surge for exploring alternative therapies
with better tolerance profile, such as natural products, to replace the commonly used
chemotherapeutics.

Historically, plants have served as a source for bioactive phyto-constituents, which
exhibit intrinsic therapeutic efficacies against several chronic disorders, including can-
cers. Such therapeutic efficiencies of plants are entirely related to an array of secondary
metabolites including lignans, quinones, flavonoids, and terpenoids, among others [8,9].
Currently, cancer chemoprevention with natural herbal constituents and phytochemical
compounds is considered as a promising strategy to prevent, delay, impede, or cure cancer.
It is estimated that 50-60% of cancer patients in the United States use medications derived
from plants exclusively or concomitantly with conventional therapeutic regimens such as
chemo- and/or radio-therapy [10].

Rubus chingii Hu (R. chingii), Chinese immature raspberry, has had great dietary and
medicinal values since the ancient times. R. chingii was identified to contain abundant bioac-
tive components, including flavonoids, diterpenoids, triterpenoids, and organic acids [11].
Owing to these bioactive components, R. chingii was recognized to have diverse pharmaco-
logical activities such as antimicrobial, anti-aging and anti-inflammatory activities [11,12].
In addition, recent preclinical explorations have substantially indicated the anti-cancer
potential of R. chingii against various types of cancers [13-16]. The aim of the current study,
therefore, was to explore the anti-cancer effect of R. chingii ethanolic leaf extract (RcL-EtOH)
against NSCLC A549 cells. The results of this study emphasized that RcL-EtOH exerted its
cytotoxic potential against A549 via prompting reactive oxygen species (ROS)-dependent
mitochondria-mediated intrinsic apoptosis as evidenced by dissipation of mitochondrial
membrane potential (A¥m), bax/bcl-2 dysregulation, and activation of caspases 3 and 9.

2. Materials and Methods
2.1. Materials

5-Fluorouracil (5-FU), 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide
(MTT), 2,7-dichlorodihydrofluorescein diacetate (DCFH-DA), ethidium bromide (EtBr),
acridine orange (AO), rhodamine-123 (Rh-123), Caspase-3 (CASP3C-1KT), and Caspase-
9 (APT 173) kits were obtained from Sigma Aldrich (St. Louis, MO, USA). Dulbecco’s
modified Eagle medium (DMEM), fetal bovine serum (FBS) and antibiotic-antimycotic
solution were purchased from Gibco (Gaithersburg, MD, USA) whereas the colorimetric
kit specific for caspase-9 and -3 was procured from BioVision, USA. The cDNA synthesis
kit (Verso) was supplied by Thermo-Scientific (Waltham, MA, USA). Integrated DNA
Technologies (IDT, Coralville, IA, USA) provided all the primers used in this study.

2.2. Plant Material

The leaves of Rubus chingii plants were collected from different forest/rural areas in
the Gulmi district of central Nepal. The collected R. chingii plant was assigned different
batches; namely A, B, and C, which were subsequently authenticated by an expert botanist
and submitted to the institutional herbarium of Integral University with a voucher number:
IU/PHAR/HRBD/22/05.

2.3. Preparation of Ethanolic Leaf Extract

The leaves of R. chingii from different batches were cleaned using running tap water
and were left for drying in the shed for approximately a week. The leaves were then
powdered using pestle and mortar. Subsequently, the powdered leaves from different
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batches underwent extraction using a Soxhlet apparatus for 5 h in ethanol (60-65 °C). The
obtained leaf extract from different batches was further subjected to two rounds of filtration
via Whatman No. 1 paper filters. The leftover solvent was air-dried for a couple days at
room temperature to yield a dried sticky extract of R. chingii leaves (RcL-EtOH), which was
kept at 4 °C until subsequent use.

2.4. In Vitro Anti-Cancer Efficacy of RcL-EtOH
2.4.1. Cell Lines

Human non-small cell lung cancer A549 cells (CRM-CCL-185™) and murine macrophage
J774A.1 cells (TIB-67™) were provided from American Type Culture Collection (ATCC,
Boston, MA, USA). The cells were maintained in DMEM enriched with FBS (10% v/v) and
antibiotic-antimycotic solution (1%). The cells were incubated in a humidified atmosphere
of 5% CO, at 37 °C.

2.4.2. Cytotoxicity Assay

The cytotoxicity of RcL-EtOH from different batches was evaluated against cancerous
Ab549 and non-cancerous J774A.1 using MTT dye in accordance to the protocol reported
earlier [17]. Briefly, A549 and J774A.1 cells were plated onto a 96-well plate, at a density
of 1 x 10? cells per well, and incubated overnight for adherence at 37 °C. The cells were
then exposed to varying concentrations, ranging from 12.5 to 200 pg/mL, of either a
standard cytotoxic agent (5-FU) or RcL-EtOH and further incubated for 48 h prior treatment
with MTT reagent. Post definite incubation time, 10 uL of MTT reagent (5 mg/mL) was
transferred to each well followed by incubating the plate for 4 h at 37 °C. Finally, 100 uL of
DMSO were added to each to solubilize the formed formazan crystals, and then the optical
density was recorded at 490 nm using a Bio-Rad microplate reader (Hercules, CA, USA).
Based on the absorbance results, the concentration of the test substance resulting in 50%
cellular cytotoxicity of cancer cells (ICsp) was estimated.

2.5. Assessment of Reactive Oxygen Species (ROS)

ROS levels within A549 cells was assessed following treatment with RcL-EtOH using
the fluorescent marker 2,7-dichlorodihydrofluorescein diacetate (DCFH-DA), as previously
described [18]. In brief, A549 cells were plated onto a 96-well plate, at a density of 5 x
10° cells per well, and were allowed to incubate overnight for adherence under standard
culture conditions. Subsequently, A549 cells were treated with 50, 100 and 200 ng/mL of
RcL-EtOH and were further incubated for 48 h. The treated cells were then trypsinized,
rinsed and incubated with DCFH-DA (10 uM) in the dark at room temperature for 30
min. The DCE-DA-mediated fluorescence intensity was visualized as green fluorescent
in the photomicrographs of RcL-EtOH-treated A549 cells using the FLoid imaging station
(Thermo-Scientific, Waltham, MA, USA).

2.6. Estimation of Mitochondrial Membrane Potential (A¥m)

The potential of RcL-EtOH for modulating the AYm of A549 cells was estimated using
Rhodamine (Rh)-123 stain, as previously stated [19]. Briefly, A549 cells were plated onto a
96-well plate, at a density of 5 x 10° cells per well, and were allowed to incubate overnight
for adherence under standard culture conditions. Subsequently, the cells were exposed to
varying concentrations of RcL-EtOH (50, 100 and 200 pg/mL) for 48 h. Post-RcL-EtOH
exposure, the cells were subjected to Rh-123 (5 mg/mL) in the dark for 30 min. Green
fluorescent photomicrographs of A549 were recorded using the FLoid imaging station.

2.7. Cytochrome-c Release Assay

The cytochrome-c release assay was performed, as described previously [20]. In brief,
1 x 105 A549 cells/well were treated with definite concentrations (50, 100 or 200 ug/mL) of
RcL-EtOH and incubated for 48 h. The cells were harvested, rinsed trice with ice-cold PBS,
and then centrifuged for 10 min at 1000 rpm and 4 °C. The total protein content in cells was
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extracted by tissue protein extraction reagent (T-PER; Thermo Fischer Scientific, Waltham,
MA, USA). An ELISA kit (KHO1051; Thermo Fischer Scientific, Waltham, MA, USA) was
then used to quantify the concentration of cytochrome-c within the total extracted protein
following the manufacturers’ protocol.

2.8. Apoptosis Assay

Dual acridine orange/ethidium bromide (AO/EB) fluorescence staining was utilized
to reveal RcL-EtOH-induced apoptosis in A549 cells [21]. Briefly, A549 cells were plated
onto a 96-well plate, with a cell density of 1 x 10° cells/well, and left overnight for adher-
ence under standardized culture conditions. Subsequently, the cells were left untreated
or treated with 50, 100, or 200 pg/mL of RcL-EtOH for 48 h. After incubation, the cells
were trypsinized, rinsed trice with cold phosphate buffer saline and were pelleted through
centrifugation for 2 min at 4 °C and 1500 rpm. Dual fluorescent staining solution (1 uL)
containing 100 ug/mL AO and 100 pg/mL EB was added to each cell suspension for
approximately 15 min. Finally, the suspension was visualized and fluorescent photomicro-
graphs were captured through the FLoid imaging station.

2.9. Assessment of Caspase-3, Caspase-9

Caspase-9 and -3 colorimetric assay kits were utilized to evaluate caspase activity in
human lung cancer cells. Briefly, 3 x 10° A549 cells were exposed to 50, 100, or 200 pg/mL
of RcL-EtOH. At 48 h post-incubation, the cells were harvested and rinsed trice with cold
phosphate buffer saline by centrifugation for 2 min at 4 °C and 1500 rpm. Cell pellets were
re-suspended in 50 pL lysis buffer and left on ice for 10 min. Subsequently, cell lysates
were subjected to centrifugation (10,000 rpm at 4 °C) for 1 min. Then, 50 uL of supernatant
was added in each well of a 96-well plate and mixed with an equal volumes of 10 mM
dithiothreitol and 4 mM substrate (DEVD-pNA), and the plate was then incubated for
10 min. Finally, the absorbance of each well was recorded at 405 nm and the observations
were expressed as percentage (%) change in caspase activity, compared to untreated cells.

To determine the impact of pretreatment with caspase inhibitor(s) on cell viability,
Ab549 cells were pre-treated with 50 uM of either Z-DEVD-FMK (caspase-3 inhibitor) or
Z-LEHD-FMK (caspase-9 inhibitor) for 2 h. The cells were thereafter treated for 48 h with
varying concentrations of RcL-EtOH, as stated above. Finally, cell viability of RcL-EtOH-
treated A549 cells was evaluated through MTT, as previously stated.

2.10. Quantitative RT-PCR

A total of 1 x 10° A549 cells were exposed to 50, 100 and 200 pg/mL of RcL-EtOH and
were incubated at 37 °C for a specified period. At 48 h post-treatment, total RNA from each
treatment group was extracted using commercially available kit following manufacturer
instructions. Subsequently, 2 ug RNA was used for synthesizing cDNA using Verso cDNA
kit (Thermo-Scientific, Waltham, MA, USA). The primers used in the study are reported
in Table 1 [20]. Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) gene was utilized
for normalization. The relative CT approach was employed to assess changes in gene
expression in relation to the GAPDH gene. The AACT method was used to assess the
normalized levels of mRNA for each gene.
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Table 1. RT-PCR primers list.

Sequence
Gene
Forward Reverse
GAPDH CGACCACTTTGTCAAGCTCA CCCCTCTTCAAGGGGTCTAC
Bax GCTGGACATTGGACTTCCTC CTCAGCCCATCTTCTTCCAG
Bad CCTCAGGCCTATGCAAAAAG AAACCCAAAACTTCCGATGG
Bcl-2 ATTGGGAAGTTTCAAATCAGC TGCATTCTTGGACGAGGG
CDK4 CCTGGCCAGAATCTACAGCTA ACATCTCGAGGCCAGTCATC
p21¢ipl TGTCCGTCAGAACCCATG GTGGGAAGGTAGAGCTTGG
CyclinD1 CTTCCTCTCCAAAATGCCAG AGAGATGGAAGGGGGAAAGA
Belyp CAGAGCTTTGAACAGGTAG GCTCTCGGGTGCTGTATTG

2.11. Statistical Evaluation

The data presented in this study reflect the mean & SD of three independent experi-
ments. GraphPad Prism (Ver. 5) was used to establish significance among different groups
using the Student’s t-test and one-way ANOVA, followed by Dunnett’s post hoc test. A p
value of <0.05 was considered significant.

3. Results
3.1. RcL-EtOH Exerted Cytotoxic Effects against A549 Cells

In order to ascertain the anti-cancer efficacy of RcL-EtOH against A549 cells, MTT
assay was conducted post-RcL-EtOH exposure for 48 h. As depicted in Figure 1A, treatment
with RcL-EtOH (0-200 pg/mL) induced a dose-dependent reduction in the cellular viability
of A549 cells. The viability of A549 cells was reduced from 87.46 + 2.29% to 33.73 £
3.87% upon increasing RcL-EtOH concentration from 12.5 to 200 ng/mL (Figure 1A). The
estimated ICsy value of RcL-EtOH against A549 cells was 99.98 ug/mL. Interestingly,
the cytotoxic potential of different concentrations of RcL-EtOH against A549 cells was
comparable to that of a standard anticancer compound, 5-fluorouracil (5-FU), indicating
the anti-cancer efficacy of RcL-EtOH against A549 cells.

(A) (B)

120 100

5-FU

100 | = Bm RcL-EtOH 80
Sl B 2
§‘ T E’ 60
che ! £
CO T E

Y [ 2

0 0

0 12.5 25 50 100 200 0 12.5 25 50 100 200
Concentration (ug/mL) RcL-EtOH (pg/ml)

Figure 1. RcL-EtOH-mediated cytotoxicity in A549 cells. (A) Cell viability percentage of A549 cells
post-treatment with either 5-fluorouracil (5-FU), and RcL-EtOH (0-200 pg/mL) for 48 h. (B) Cell
viability percentage of J774A.1 cells post-treatment with RcL-EtOH. Data represents mean + SD
(n=23).

To address the safety profile of RcL-EtOH against noncancerous cells, the in vitro
cytotoxicity of RcL-EtOH was studied against noncancerous murine J774A.1 cells using
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Acridine orange

Ethidium Bromide

50 pg/mL

the MTT assay. As demonstrated in Figure 1B, treatment with varying concentrations of
RcL-EtOH (0-200 nug/mL) did elicit a significant change in J774A.1 cell viability when
compared to that of untreated cells. These findings highlighted the cytotoxic ability of
RcL-EtOH against malignant A549 cells but not normal murine J774A.1 cells.

3.2. RcL-EtOH-Induced Apoptosis in A549 Cells

To gain an insight into the possible mechanism of the cytotoxic effect of RcL-EtOH
against A549 cells, dual acridine orange/ethidium bromide (AO/EB) staining was per-
formed and fluorescence imaging was adopted to ascertain the viable (VI) and apoptotic
(AO) cell numbers. AO/EB staining (Figure 2A) revealed significant cell deaths in cells
treated with RcL-EtOH for 48 h, compared to control untreated cells, as manifested by
increased red-orange fluorescence in RcL-EtOH-treated cells. In addition, treatment with
RcL-EtOH triggered a dose-dependent induction of apoptotic cell death within A549 cells
(Figure 2B). The mean percentage of ethidium bromide positive (EB*) cells following 48 h
treatment with 200 pg/mL RcL-EtOH (63.3 & 5.6%) was much higher than those following
treatment with either 100 or 50 pg/mL RcL-EtOH (28.2 + 3.5% and 48.6 £ 4.2%, respec-
tively). These results suggest that RcL-EtOH-induced cell growth inhibition was, at least in
part, a consequence of apoptotic cell death.

=

100 pg/mL 200 pg/mL

120 +

O
(=]
i
*
¥
¥

positive cells (%)

3

Mean ethidium bromide
(&8
o
:

Control 50 um 100 pm 200 um
RcL-EtOH (ug/mL)

Figure 2. (A) Detection of RcL-EtOH-mediated cell death with acridine orange/ethidium bromide
(AO/EB) double staining. Scale bar = 100 um. (B) Proportion of dead cells (EB+ cells). ** p < 0.01,
*** p < 0.001 vs. control.

3.3. RcL-EtOH Exposure Dissipated AYm and Instigate Mitochondrial Cytochrome-c Release

Mitochondrial membrane potential (A¥Ym) plays a major role in vital mitochondrial
functions and its regulation is crucial for cell survival [22]. Disruption in normal mitochon-
drial functions, specifically alterations in A¥m, is considered an early marker of apoptotic
cell death [23]. To study the effect of RcL-EtOH on the function of mitochondria, A¥Ym of
A549 cells was evaluated, at 48 h post-treatment with RcL-EtOH, using the mitochondrial
voltage-specific reporter rhodamine 123 (Rh 123). Figure 3A revealed that control untreated
Ab549 cells retained an intact A¥Ym, as evidenced by efficient Rh 123 dye cellular uptake and
high fluorescence intensity. In contrast, treatment with RcL-EtOH adversely affected the
integrity of mitochondrial membrane with a subsequent dissipation of A¥m, which was
evident by the dose-dependent drop in the uptake of Rh 123 dye by A549 cells (Figure 3B).
These findings suggest that the dissipation of A¥m could participate in the RcL-EtOH
apoptotic potential against A549 cells.
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Figure 3. (A) Photomicrographs depicting the dissipation of AYm within A549 cells post-treatment
with varying concentrations (50, 100 and 200 pug/mL) of RcL-EtOH. Scale bar = 100 um. (B) Quantifi-
cation of mean fluorescence intensity. (C) Effect of RcL-EtOH on cytosolic cytochrome c. * p < 0.01,
**p <0.01, *** p <0.001 vs. control.

Cytochrome c is often released from mitochondria during the early stages of apop-
tosis [24]. Accordingly, in order to verify the key role of mitochondria in the initiation
of apoptosis, the intracellular levels of cytochrome c release were quantified. The results
demonstrated in Figure 3C demonstrated that treatment with RcL-EtOH efficiently trig-
gered mitochondprial cytochrome c release in a dose-dependent manner. Treatment with
200 ng/mL of RcL-EtOH significantly increased the intracellular cytochrome c level by
more than 3 folds, compared to untreated control cells. Collectively, these results emphasize
the contributing role of mitochondria in the initiation of RcL-EtOH-mediated apoptosis
against A549 lung cancer cells.

3.4. Activities of Caspase-3 and Caspase-9 Increased after RcL-EtOH Exposure

Cytochrome c plays a crucial role in the activation of the apoptotic intrinsic pathway
via activating the caspase cascade [25]. In addition, activation of the caspase cascade
is an important biological marker of apoptosis [26]. Consequently, in order to address
whether RcL-EtOH-induced cell death progresses via caspase activation, the activities of
caspase-3 and caspase-9 in A549 cells were evaluated post-treatment with RcL-EtOH. The
results explicitly revealed that the activity of caspases was increased within A549 cells after
treatment with 50, 100 and 200 pg/mL of RcL-EtOH (Figure 4A). Caspase-3 activity was
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enhanced by 67.36 £ 3.89% (50 pg/mL), 99.79 £ 4.03% (100 pg/mL) and 127.87 + 5.01%
(200 ng/mL), whereas that of caspase-9 was found to be 44.98 £ 3.97% (50 ug/mL), 61.06
£ 3.49% (100 pg/mL) and 86.25 £ 5.50% (200 pg/mL) in comparison with the control
(Figure 4A). The role of caspases in inducing apoptosis within RcL-EtOH treated A549 cells
was also confirmed through caspase inhibitors. The results demonstrated that caspase-3
(Figure 4B), and -9 (Figure 4C) inhibitors (Z-DEVD-FMK and Z-LEHD-FMK, respectively)
considerably ameliorated the cytotoxic effects of RcL-EtOH against A549 cells. These
findings clearly outline the contribution of caspase activation to the instigation of apoptosis
within A549 cells post-RcL-EtOH exposure.

(B) © RcL-EtOH
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Figure 4. (A) Impact of RcL-EtOH on caspase-3 and -9 activities. Cell viability of A549 cells pre-treated
with inhibitors of (B) caspase-3 and (C) caspase-9. * p < 0.05.

3.5. RcL-EtOH Instigated Intracellular ROS

Reactive oxygen species (ROS) play a vital role in the induction of apoptotic pathways
in cancer cells [27]. Consequently, in order to verify whether the apoptotic potential of
RcL-EtOH is mediated via the production of ROS in A549 cells, ROS levels were estimated
using the cell permeable dye, DCFH-DA. As shown in Figure 5, treatment with RcL-
EtOH resulted in a dose-dependent aggravation in ROS generation within A549 cells,
as manifested with an obvious increase in DCF-DA-mediated fluorescence compared to
control cells (Figure 5A). In the same context, quantitative analysis of DCFH-DA-mediated
fluorescence intensity indicated that RcL-EtOH triggered ROS production in A549 cells
in a dose-dependent manner; ROS levels increased from 147.58 & 2.8% upon treatment
with 50 pg/mL RcL-EtOH to 211.45 & 4.5% upon treatment with 200 pug/mL RcL-EtOH
(Figure 5B).

Furthermore, in order to confirm the contribution of ROS production levels to the
cytotoxic potential of RcL-EtOH against A549 cells, A549 cells were pretreated with 10
mM of the antioxidant N-acetyl cysteine (NAC) for 1 h followed by the estimation of cell
viability of A549 cells upon treatment with different concentrations of RcL-EtOH for 48 h.
As depicted in Figure S1, the cytotoxic potential of RcL-EtOH was significantly blocked
in A549 pretreated with NAC, presumably via alleviating the production of ROS. These
results clearly confirm that the generation of ROS plays a crucial role in the induction of
cell death in A549 cells in response to RcL-EtOH.
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Figure 5. (A) Photomicrographs elucidating augmented ROS levels within A549 cells post-treatment
with different concentrations of RcL-EtOH and subsequent staining with DCFH-DA. Scale bar = 100 um.
(B) Quantitative evaluation of fluorescence intensity. ** p < 0.01, *** p < 0.001 vs. control.

3.6. ReL-EtOH Modulated Expression of Apoptotic and Cell Cycle-Related Genes

Deregulation of the cell cycle and apoptosis mechanisms in normal cells is a key
determinant for the development and/or progression of cancer [28]. Consequently, in
order to gain more insight onto the underlying mechanism of the anticancer activity of
RcL-EtOH against A549 cells, the mRNA expression levels of cell cycle- and apoptosis-
regulating genes were assessed using a qRT-PCR analysis. As shown in Figure 6, the mRNA
expression levels of anti-apoptotic markers; namely, Bcl-2 and BClyy, were remarkably
downregulated in RcL-EtOH-treated cells. The mRNA expression of Bcl-2 was decreased
to 0.88 £ 0.03, 0.71 & 0.05 and 0.55 + 0.03-fold (Figure 6A), whereas that of BClx;, was
observed to be reduced by 0.90 £ 0.03, 0.78 £ 0.07 and 0.45 + 0.02-fold, compared to
untreated cells (Figure 6B). By contrary, treatment with RcL-EtOH efficiently triggered
a remarkable increase in the expression levels of pro-apoptotic markers; namely, Bax
and Bad (Figure 6C,D). Of note, treatment with 200 ug/mL of RcL-EtOH resulted in a
more than two-fold increase (2.16 £ 0.09 and 2.31 £ 0.08) in the expression of both tested
pro-apoptotic genes (Bax and Bad), respectively. These findings suggest that RcL-EtOH-
mediated apoptosis might be elicited via upregulating the expression of pro-apoptotic
proteins, while down regulating the expression of anti-apoptotic proteins in A549 cells.

RcL-EtOH-mediated alteration of genes involved in cell cycle regulation and/or
progression was further evaluated in A549 cells. RcL-EtOH reduced the mRNA expression
of cyclinD1 and CDK4 within A549 cells in a dose-dependent manner (Figure 7). The
alterations in the cyclinD1 expression were calculated to be 0.85 £ 0.03 fold (50 pg/mL);
0.57 £ 0.04 fold (100 ug/mL) and 0.35 £ 0.04 fold (200 pg/mL), in comparison with
the control. Whereas, RcL-EtOH reduced CDK4 mRNA to 0.86 =+ 0.04 fold (50 png/mL);
0.56 &+ 0.02 fold (100 pg/mL) and 0.25 + 0.03 fold (200 pug/mL), when compared to the
untreated A549 cells. On the other hand, treatment of A549 cells with RcL-EtOH remarkably
augmented the expression of the cell cycle inhibitor p21©P! gene, the mRNA expression
levels were 1.57 £ 0.07-fold (50 pg/mL); 2.12 £ 0.10-fold (100 pg/mL) and 2.33 £ 0.05-fold
(200 ug/mL), as compared with the untreated control (Figure 7). Our findings suggest
that RcL-EtOH can cause cell cycle arrest by decreasing the expression levels of CDK4 and
cyclin D1 genes while increasing the expression of the cell cycle inhibitor; p21©P! gene.
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pro-apoptotic genes; (C) Bax; (D) Bad. ** p < 0.01 and *** p < 0.001 vs. control.
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Figure 7. Changes within the mRNA expression of genes involved in cell cycle progression (cyclin
D1, CDK4 and p21°P1) after exposure to RcL-EtOH. ** p < 0.01 and *** p < 0.001 vs. control.

4. Discussion

R. chingii is a traditional Chinese medicinal herbal that has been used since ancient
times for its great dietary and medicinal values. Accumulating evidence revealed that
R. chingii extracts possess diverse pharmacological actions, including anti-inflammatory,
antibacterial, antioxidant, and anti-aging effects [11,12]. Most importantly, many reports
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have underscored the potent cytotoxic effect of R. chingii extracts against a wide variety of
cancer cells, including breast cancer, hepatic cancer, bladder cancer and lung cancer [14-16].
Nevertheless, the exact mechanism underlying the anticancer activity of R. chingii has not
been fully elucidated. In this study, therefore, the cytotoxic potential of R. chingii ethanolic
leaf extract (RcL-EtOH) against the non-small cell lung cancer (A549) cells was investigated.
In addition, the probable mechanism underlying the anticancer activity of RcL-EtOH was
addressed. RcL-EtOH efficiently suppressed A549 cell proliferation by inducing apoptosis,
while having no significant inhibitory effects on normal murine alveolar macrophage
J774A.1 cells. Intriguingly, the considerably lower cytotoxicity of RcL-EtOH against normal
murine alveolar macrophage J774A.1 cells might be ascribed to the scarcity of oleoyl-CoA
in RcL-EtOH. Generally, macrophage apoptosis is induced by free cholesterol-loading
via C/EBP homologous protein (CHOP) pathway [29,30]. Low oleoyl-CoA can impede
macrophage acetyl-CoA acetyltransferase (ACAT1) activity, which, in turn, would inhibit
the CHOP pathway and avoid the macrophage apoptosis [30,31]. Consequently, J774A.1
cells can survive the treatment of RcL-EtOH, which might represent an effective anticancer
drug candidate with low toxicity to normal cells.

Cell death is a prerequisite for maintaining normal homeostasis and may occur either
through apoptosis, autophagy, or necrosis [32]. The targeting of such cell death pathways
has evolved as viable means for cancer therapeutics. Among the above-stated pathways,
instigation of apoptosis is regarded as a potential therapeutic target for clinical management
of various carcinomas. Apoptosis is characterized by DNA fragmentation and chromatin
condensation, which were found in A549 cells following RcL-EtOH therapy. In addition,
the results of dual acridine orange/ethidium bromide (AO/EB) fluorescence staining
explicitly demonstrated the instigation of apoptotic pathways post-RcL-EtOH exposure.
Furthermore, quantification of cells undergoing apoptosis revealed the competence of
RcL-EtOH in instigating considerable apoptosis in a dose-dependent manner.

Generally, programmed cell death can be driven by the activation of two distinct
molecular pathways; a mitochondrial-dependent intrinsic pathway and a death receptor-
dependent extrinsic pathway [33]. Both pathways lead to the hierarchical activation of a
family of cysteine proteases called caspases. Herein, the treatment with RcL-EtOH has
resulted in a significant dissipation of AYm as evidenced by the dose-dependent drop
in Rh 123 dye uptake by A549 cells, as compared to untreated cells. Most importantly,
RcL-EtOH-mediated alteration in AYm was accompanied with an elevated levels of cy-
tosolic cytochrome ¢, which efficiently triggered caspase cascade activation within A549
cells. Intriguingly, it was observed that RcL-EtOH-mediated cytotoxicity was partially
ameliorated in A549 cells that were pretreated with specific caspase inhibitors. These
results suggest that RcL-EtOH-mediated apoptosis in non-small cell lung cancer A549 cells
involves the loss of AYm, release of mitochondrial cytochrome ¢, and activation of the
caspase cascade, which are collectively related to the intrinsic mitochondrial-mediated cell
death pathway. Similar findings were revealed by Gharbaran et al. [34], who reported that
plumbagin, an active compound found in the root of Plumbago zeylanica plant, could exert a
potent cytotoxic effect against metastatic retinoblastoma cells via disrupting AYm with a
subsequent activation of the caspase cascade.

ROS in cancer cells plays a vital role in regulating cell death. Recent reports have
highlighted the critical role of ROS in the anticancer actions of natural products, particularly
phytochemicals [17,35]. In addition, it is well recognized that the production of ROS is one
of the possible events triggered by the loss of mitochondrial integrity [36,37]. Consequently,
in this study, we scrutinized the contribution of ROS production to the cytotoxic effect
of RcL-EtOH against A549 cells. Treatment of A549 cells with RcL-EtOH resulted in a
dose-dependent instigation of intracellular ROS levels within A549 cells. Most importantly,
the cytotoxic potential of RcL-EtOH was remarkably blocked in A549 pretreated with
N-acetylcysteine (NAC). NAC is a thiol compound that boosts glutathione levels [38], and
it is considered one of the efficient ROS scavengers that can protect cells from the effect of
elevated intracellular ROS levels. These findings suggested that the RcL-EtOH-induced
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cytotoxic effect in A549 cells is mediated, at least in part, by ROS generation. Similar to our
findings, recent studies have reported a ROS-mediated cell death in A549 cells induced by
compounds isolated from natural products [20,39,40].

Abrogating the progression of cell cycle is an effective strategy in formulating effective
chemotherapeutics for different cancers [41]. Generally, the regulation of cell cycle is under
the strict activation and/or deactivation of cyclins and their associated kinases (CDKs) and
their functional inactivation leads to cell cycle arrest [42]. In the current study, we verified
the impeding effects of RcL-EtOH on the mRNA expression of cyclinD1 and CDK4, along
with the augmenting effect on the mRNA expression of the cell cycle inhibitor p21¢iP?,
which might be linked to the efficacy of RcL-EtOH in obstructing cell cycle progression,
and thereby, inhibiting the proliferation of A549 cells. Collectively, our results suggested
that the RcL-EtOH-instigated apoptotic cell death within A549 cells was accomplished
via a concomitant increase in ROS generation, dissipation of AYm followed by caspase
activation, and altering the expression of gene regulating apoptosis. Nevertheless, further
studies are needed to fully elucidate the molecular pathway(s) of RcL-EtOH-mediated
apoptosis in human A549 lung cancer cells.

There are some limitations of the present study. The lack of cell-cycle analysis limits
determining whether the R. chingii extract elicits cell-cycle arrest, and thereby, could con-
tribute to the cytotoxic mechanism(s) of action. In addition, the qualitative evaluation of
the expression level of caspase-3/9 and gene(s) involved in cell cycle regulation and/or
progression such as (cyclin D1, CDK4 and p21°P!) by Western blotting was not carried out.
Moreover, in-depth analysis of phytochemical composition of the ethanolic extract of R.
chingii leaves is urgently needed to exactly elucidate the active phyto-constituents in the
leaves of R. chingii responsible for the observed promising cytotoxic activity against A549
lung cancer cells. Nevertheless, despite these limitations, the findings of our study clearly
underscored the significance of the R. chingii leaf extract as a potential therapeutic option
for the management of lung cancer.

5. Conclusions

In this study, we demonstrated that RcL-EtOH could represent an effective anti-
cancer candidate owing to its anti-proliferative efficacy and its competence of inducing
apoptosis within A549 cells. The anticancer effect of RcL-EtOH was manifested through
the induction of mitochondria-mediated intrinsic apoptosis triggered by reactive oxygen
species (ROS), as evidenced by dissipation of A¥m, bax/bcl-2 dysregulation, and activation
of caspases 3 and 9. Collectively, RcL-EtOH might represent a plausible therapeutic option
for the management of lung cancer. Nevertheless, further exhaustive in vivo studies are a
prerequisite for completely establishing the efficacy of RcL-EtOH against non-small cell
lung cancer.
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