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Abstract
Leptospermum flavescens Sm. (Myrtaceae), locally known as ‘Senna makki’ is a smallish

tree that is widespread and recorded to naturally occur in the montane regions above 900 m

a.s.l from Burma to Australia. Although the species is recorded to be used traditionally to

treat various ailments, there is limited data on biological and chemical investigations of L.
flavescens. The aim of the present study was to investigate and understand the ability of L.
flavescens in inducing cell death in lung cancer cells. The cytotoxic potentials of the extrac-

tion yields (methanol, hexane, ethyl acetate and water extracts as wells as a semi pure frac-

tion, LF1) were evaluated against two human non-small cell lung carcinoma cell lines (A549

and NCI-H1299) using the MTT assay. LF1 showed the greatest cytotoxic effect against

both cell lines with IC50 values of 7.12 ± 0.07 and 9.62 ± 0.50 μg/ml respectively. LF1 treated

cells showed a sub-G1 region in the cell cycle analysis and also caused the presence of

apoptotic morphologies in cells stained with acridine orange and ethidium bromide. Treat-

ment with LF1 manifested an apoptotic population in cells that were evaluated using the

Annexin V/ propidium iodide assay. Increasing dosage of LF1 caused a rise in the presence

of activated caspase-3 enzymes in treated cells. Blockage of cell cycle progression was

also observed in LF1-treated cells. These findings suggest that LF1 induces apoptosis and

cell cycle arrest in treated lung cancer cells. Further studies are being conducted to isolate

and identify the active compound as well to better understand the mechanism involved in

inducing cell death.
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Introduction
Cancer has plagued mankind since the beginning of recorded history. It is a persistent ailment
where more than a million people are diagnosed with this disease each year and has a considerably
social impact and significant economic burden on our healthcare system. One form of this disease
that is severely overlooked is lung cancer which accounts for 19.8% of all medically certified deaths
due to cancer in Malaysia [1]. On a global perspective, new cancer diagnosis largely consists of
lung cancer cases, whereby 1,350,000 or 12.4% of new cases are contributed from lung cancer [2].

Mutations in the respiratory epithelium gives rise to lung cancer which can be categorized
into two broad groups, small cell lung cancer (SCLC) and non–small cell lung cancer
(NSCLC). 15% of all lung cancer cases are SCLC which is a highly malignant form of tumour
that originates from cells that exhibit neuroendocrine characteristics. The remaining 85% of
cases fall into the NSCLC category which is broken down into 3 more groups based on their
pathologic subtypes, adenocarcinoma, large cell carcinoma and squamous cell carcinoma [3].
Worldwide, NSCLC patients have a low survival rate; less than 20% of patients survived beyond
5 years after being diagnosed with the disease [4–6].

According to the World Health Organization (WHO), an increasing trend is expected in the
number of new lung cancer cases in the years to come, especially in Asia. In fact, since 1985,
the number of lung cancer cases has risen by 51%, mostly in females whereby a jump of 76% of
new cases have occurred. Both of these incidences are based on a global increase in the usage of
tobacco, which is found to be the principal risk factor for lung cancer and causes a large portion
of all pulmonary carcinomas [7]. Non-smokers are also affected by this ever prominent disease,
mainly through one or a combination of reasons including genetic factors [8], asbestos, air pol-
lution [9], second-hand smoke and also radon exposure [10], which is the second major cause
of lung cancer. The usage of standard chemotherapy may help to a certain extent but more
often the survival benefits are at the expense of severe toxicity. Based on this reasoning, an ethi-
cal imperative arises to seek non-toxic alternative to current chemotherapy drugs that is able to
effectively combat and manage this disease and at the same time exclude severe toxicity and
unwanted complications that are synonymous with current treatment.

For this purpose, we turn our attention towards natural products, which is a huge repository
of stereochemically complex molecules that appear to have a high specificity towards certain
biological target. More than half of approved drugs available today have either been directly
sourced from natural origins or are analogues to naturally occurring compounds [11].

In the current study, Leptospermum flavescens was chosen as the candidate for a natural
product based treatment against NSCLC. L. flavescens is a medium sized shrub in the Myrta-
ceae family with many twiggy angular branches and a reddish-brown bark. The flowers are sol-
itary, numerous and white with a yellow tinge. L. flavescens has been used as a natural remedy
by locals, either eaten raw or taken as a concoction brewed from fresh plants. In South East
Asia, L. flavescens is used to treat constipation, lethargy, hypertension, diabetes and kidney
pains [12]. The leaves are used to stimulate appetite and a decoction of the leaves is drunk for
relief of stomach discomfort and dysmenorrhoea [13]. The volatile oil extracted from the leaves
is used as a remedy to relieve bronchitis when inhaled and also used as an embrocation for
rheumatism. Although L. flavescens is reported to be used in traditional medicine preparations,
there is limited recorded data on the biological and chemical investigations of the species. At
the time of writing, there has been no specific evaluation of the anti-tumour properties against
lung cancer cells. Demuner et al. [14] studied the chemical composition as well as the antimi-
crobial activities of the essential oil from this plant. The study showed that nerolidol was a
major component of the extracted volatile oils with a higher antimicrobial activity against
Gram-positive bacteria compared to Gram-negative bacteria.
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The aim of this study was to evaluate the cytotoxic effect of L. flavescens against selected
NSCLC. The ability of the active fraction to induce apoptosis and disrupt the cell cycle progres-
sion was also assessed in this study. The study managed to fulfill these objectives by showing
that L. flavescens possess the capacities of eliminating the cancer cell in a controlled manner
through the apoptotic pathway.

Materials and Methods

Plant sample collection and identification
Fresh plant sample of L. flavescens was collected from Genting Highlands, Pahang, Malaysia on
April 2012. No specific permissions were required for collecting samples in this location. The area
of collection is accessible to general public and not designated as a specific area where permission
is needed for collection such as a nature park or a wildlife sanctuary. The species is also not an
endangered plant or a protected species as it is generally found established on elevations of around
1200 m or higher throughout Malaysia. The plant was identified by Dr SugumaranManickam of
Institute of Biological Sciences, Faculty of Science, University of Malaya, Malaysia with a voucher
specimen number: KLU 47798. The voucher specimen was deposited at the herbarium of the
Institute of Biological Sciences, Faculty of Science, University of Malaya, Kuala Lumpur, Malaysia.

Extraction of extracts and LF1
The collected plant samples were washed, dried and ground into a fine powder. The dried and
ground plant materials (1000.00 g) were extracted with methanol for three days at room tem-
perature to obtain crude methanol extract (163.00 g, 16.3%). Upon reserving a small portion
(10.00 g) for testing, the remainder (153.00 g) was subjected to fractionation with hexane to
yield hexane-soluble extract (6.30 g, 4.12%) and hexane-insoluble residue. The residue was fur-
ther partitioned with ethyl acetate and water (1:1, 100 ml: 100 ml) to obtain an ethyl acetate
(30.00 g, 19.61%) and a water (29.40 g, 19.22%) extract. A semi-pure fraction (LF1; approx.
12.6 g) which was a white powder with slight greenish tinge was precipitated during methanol
extraction, and was included in the current study together with the crude methanol and frac-
tionated (hexane, ethyl acetate and water) extracts. All extracts and LF1 were weighed and
stored in a fridge (4°C) before further experimentation was done. Prior to testing, all the
extracts were dissolved in dimethyl sulfoxide (DMSO), with the exception of the water extract
which was dissolved in distilled water to form the stock solution.

Cell lines and culture medium
The A549 (ATCC CCL-185) and NCI-H1299 (ATCC CRL-5803) human non-small cell lung
carcinoma cell lines and MRC-5 (ATCC CCL-171) normal human lung fibroblast cell line
were purchased directly from American Type Culture Collection (ATCC, Manassas, VA,
USA). The A549 and NCI-H1299 cells were maintained in a RPMI 1640 medium while MRC-
5 cells in an EMEMmedium. All media were supplemented with 10% foetal bovine serum, 1%
penicillin/streptomycin (100×) and 0.5% amphotericin B while addition of 1% sodium pyru-
vate and 20% foetal bovine serum was supplemented for the EMEMmedium. The cells were
cultured at 37°C in a Shellab humidified CO2 incubator (Sheldon Manufacturing, Inc., Corne-
lius, OR, USA).

MTT cytotoxicity assay
The cytotoxicity of extracts and LF1 were assessed using MTT (3-(4, 5-dimethylthiazolyl-2)-2,
5-diphenyltetrazolium bromide) assay as previously described by Mosmann [15] with
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modifications. The cells were seeded at a concentration of 7,000 cells per well in a 96-well plate
a day prior to treatment with the extracts and LF1 that were diluted to contain 0.5% DMSO.
The treated cells were left to incubate for 72 hours in the CO2 incubator. Addition of the MTT
solution (working concentration of 5 mg/ml) was followed by a further incubation period of 3
hours before dissolving the purple formazan crystals with DMSO. The absorbance values was
measured using a Multiskan GOmicro plate spectrophotometer (Thermo Fisher Scientific
Inc., Waltham, MA, USA) at 570 nm with 650 nm as a reference wavelength. Cisplatin was
used as positive reference standard. All assays were performed in triplicates.

Acridine Orange / Ethidium Bromide (AO/EB) double staining assay
The cytotoxic extracts were assessed using the AO/EB staining technique as previously
described by Ribble et al. [16]. The cells were seeded at a concentration of 100,000 cells per well
in a six-well plate and incubated for 24 hours at 37°C before treatment with the active fraction
LF1 at varying concentrations (5, 15 and 25 μg/ml). Following an incubation period of 24
hours, the cells were detached and pelleted. The supernatant was removed and the cells were
subsequently stained with the prepared dye mixture (25 μl cold PBS and 2 μl EB/AO dye mixed
in a 1:1 ratio). The stained cell suspension was transferred onto a clean glass slide and covered
with a coverslip. The morphological changes relative to the untreated control was observed
using the narrow blue excitation filter on an Olympus IX73 fluorescent microscope (Olympus
Corporation, Shinjuku, Tokyo, JPN). The images were photographed at ×400 magnification.

Annexin V/ Propidium Iodide (PI) assay
The Annexin V-FITC/ PI assay was conducted to further assess the effects of the cytotoxic frac-
tion LF1 in inducing cell death through apoptosis. The cells were plated at a concentration of
300,000 cells per dish on a 60 mm culture dish and incubated for 24 hours at 37°C before being
treated with a few different concentrations of LF1. In order to determine the induction of apo-
ptosis, cells were harvested at 24, 48 and 72 hours post treatment. The cells were detached,
washed with phosphate buffered saline (PBS) and stained with Annexin V-FITC conjugates
and Propidium Iodide (PI) (BD Biosciences, San Jose, CA, USA). The cells were incubated for
15 minutes before they were analysed using a BD FACS Canto II flow cytometer (BD Biosci-
ences, San Jose, CA, USA). A minimum of 10,000 events were collected and analysed.

Active Caspase-3 detection assay
LF1 induced apoptosis was ascertained by detecting the presence of activated caspase-3 in
treated cells. The FITC Active Caspase-3 Apoptosis Kit (BD Biosciences, San Jose, CA, USA)
was used to assess the presence of active caspase-3. The antibody used in this assays specifically
recognize the active form of caspase-3 in human cells. The cells were plated at a concentration
of 300,000 cells per dish on to a 60 mm culture dish and left for 24 hours at 37°C before addi-
tion of treatment at predetermined concentrations. The cells were then left to incubate for
another 24 hours before being harvested and stained according to the manufacturer’s protocol.
The cells were then analysed using the BD FACS Canto II flow cytometer (BD Biosciences, San
Jose, CA, USA) with a minimum of 10,000 events being acquired.

Cell cycle analysis
The presence of cell cycle disruption caused by the treatment of the cytotoxic fraction LF1 was
evaluated using BD Cycletest Plus DNA Reagent Kit (BD Biosciences, San Jose, CA, USA). The
cells were plated at a concentration of 300,000 cells per dish on to a 60 mm culture dish and
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left for 24 hours at 37°C before addition of treatment at predetermined concentrations. The
cells were then left to incubate for another 24 hours before being harvested. The kit was then
used for the isolation and staining of nuclei in treated cells. The PI stained nuclei was then ana-
lysed using the BD FACS Canto II flow cytometer (BD Biosciences, San Jose, CA, USA). The
DNA samples were acquired at a low flow rate to ensure the best resolution for the collected
data. A minimum of 10,000 events were collected and analysed. The sub-G1 was gated and
quantified using the FACS Diva software (Beckton-Dickinson, USA) while the cell cycle data
was analysed using the ModFit software (Verity Software House, Topsham, ME, USA).

Statistical analysis
The IC50 values of cytotoxic activity were obtained by non-linear regression using GraphPad
Prism 5 software (GraphPad Software Inc., USA). The software was also used to perform a
Dunnett's Multiple Comparison Test on the results from the Annexin V-FITC/PI assay, cell
cycle, sub-G1 analysis and active caspase-3 detection assay to determine if the variation from
the untreated control is statistically significant.

Results

Cytotoxic activity of L. flavescens extracts and LF1
The cytotoxicity of the crude methanol extract, its fractions (hexane, ethyl acetate and water)
and the LF1 fraction was assessed using the MTT cytotoxic assay described in the methodology
section. The samples were tested on three different lung cells line (A549, NCI- H1299 and
MRC-5). The results obtained were presented in Table 1. An extract is considered significantly
cytotoxic should it produce an IC50 value� 20 μg/ml. Based on this criteria, none of the crude
and fractionated extracts managed to exert a significant cytotoxic affect against all three cell
lines. The semi-pure fraction, LF1, managed to produce and IC50 value of 7.12 ± 0.07 and
9.62 ± 0.50 μg/ml against the population of A549 and NCI-H1299 respectively. The cells were
also tested using an FDA approved drug for the treatment of lung cancer, cisplatin. An IC50

value of 8.70 ± 1.30 μg/ml for A549 and 21.41 ± 3.99 μg/ml against NCI-H1299 were obtained.
Cisplatin seemed to be more toxic towards the normal fibroblast cell, MRC-5, compared to LF1
(1.27 ± 0.06 μg/ml against 6.66 ± 0.17 μg/ml).

Morphological detection of cell death caused by LF1 using AO/EB
double staining
LF1 treated cells showed morphological features consistent with apoptosis. In comparison with
the untreated cells which produced a nuclei uniformly stained green, LF1 treated A549 and
NCI-H1299 cells showed bright patches of bright green fluorescent stains within the cells (Fig
1), indicative of chromatin condensation. Moreover, at concentration of 5 μg/ml of LF1, both
cell lines produced protrusion out of the plasma membrane which could be characterized as
membrane blebbing, one of the symptoms commonly associated with early apoptosis. With the
increase in dosage of LF1 used, an elevation in the number of cells stained orange is also
observed. Treatment with the highest concentration (25 μg/ml) of LF1 appears to cause the
cells to be uniformly stained orange. The cells also tend to appear to have a decreased definition
of the nuclear outline, possibly due to the rupturing of nuclear and plasma membrane.

Sub-G1 population analysis of LF1 treated cells
Quantification of the Sub-G1 population was done concurrently with the cell cycle analysis
which utilized the PI dye. The results were expressed as percentage relative to the total acquired
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gated-population using the flow cytometer. As the concentration of LF1 is increased, the quan-
tity of cells which produces a Sub-G1 peak in DNA frequency histogram also gradually
increases (Fig 2). The increment is significantly (p<0.05) prominent upon treatment with 7.5
and 10 μg/ml of LF1. This situation is observed in both A549 and NCI-H1299 cell lines. The
percentage of sub-G1 population increases from 1.20 ± 0.10% in untreated cells to
10.77 ± 0.97% in A549 cells treated with 10 μg/ml of LF1, while NCI-H1299 cells exposed to
similar conditions increased from 2.05 ± 1.73% to 8.98 ± 1.59%.

Assessing LF1-induced apoptosis using Annexin V-FITC /Propdium
Iodide
Incidence of apoptosis in cells exposed to LF1 was quantified using the Annexin V-FITC/Pro-
pidium Iodide assay. Flow cytometric analysis of A549 and NCI-H1299 cells stained with
Annexin V-FITC conjugates and PI expressed a significant (p< 0.05) increase in the early apo-
ptotic and secondary necrotic cell population with the increasing concentration of LF1 used
(Fig 3). With reference to the untreated control, the number of viable cells suffered a steep
drop in population for both cell lines used; from 93.4 ± 1.9% to 40.7 ± 5.3% for A549 and
91.4 ± 2.3% to 44.6 ± 3.3% for NCI-H1299 (Fig 3). These observations were done with refer-
ence to the untreated controls and the differences with the control were statistically significant
(p< 0.05) in most cases. In order to distinguish between secondary necrotic cells and necrotic
cells, a time course study was performed. Both cells lines showed an increase in early apoptotic
cells over time that was then followed by an increase in double positively stained cells (Figs 4
and 5), indicating that the treated cells have undergone apoptosis.

Detecting the presence of active (cleaved) caspase-3
The activated caspase-3 binds covalently and irreversibly with the FITC-conjugated antibody
and is expressed as percentage relative to the total acquired gated-population using the flow
cytometer. As shown in Fig 6, an increasing presence of activated caspase-3 is observed with
the increasing treatment of LF1 in both A549 and NCI-H1299, although a stronger effect is
seen in the former (Fig 6). A shift towards the right is seen in the histogram as higher dosages
of LF1 are used against both cell lines, indicating a rise in cleaved caspase-3 presence. Treat-
ment with 5 μg/ml of LF1 did not seem to elicit significant caspase activation as compared to
the untreated control on both cell lines. On the other hand, a significant increase (p< 0.05)
from 0.13 ± 0.15% to 53.90 ± 2.36% of active caspase-3 signal was observed in A549 treated
with 20 μg/ml of LF1 whilst NCI-H1299 cells experienced a smaller jump from 0.40 ± 0.26% to
20.47 ± 0.80% under the same conditions.

Table 1. Cytotoxic activity (IC50 values) of extracts.

Extracts/Fraction Cytotoxicity (IC50) in μg/ml

A549 NCI-H1299 MRC-5

Methanol 96.38 ± 4.03 > 100 > 100

Hexane 40.91 ± 0.97 90.44 ± 1.55 69.11 ± 5.15

Ethyl Acetate 55.77 ± 2.59 77.10 ± 2.81 62.20 ± 1.45

Water > 100 > 100 > 100

LF1 7.12 ± 0.07 9.62 ± 0.50 6.66 ± 0.17

Cisplatin * 8.70 ± 1.30 21.41 ± 3.99 1.27 ± 0.06

*Positive reference standard. Values are expressed as mean ± standard deviation (n = 3).

doi:10.1371/journal.pone.0135995.t001
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Fig 1. Morphological observation of LF1 treated A549 and NCI-H1299 using AO/EB staining at × 400 magnifications. A549 and NCI-H1299 were
treated without (untreated control) and with LF1 at different concentrations. Green arrows indicate early apoptotic cells (chromatin condensation stained
green); blue arrows are late apoptotic cells (chromatin condensation stained orange); purple arrows shows membrane blebbing; yellow arrows are for cells
which appear shrunken and red arrows indicate loss of membrane shape. The higher the concentration of LF1 used, the more aggressive pathway taken in
the induction of death in the cancer cells.

doi:10.1371/journal.pone.0135995.g001
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Fig 2. Sub G1 population of LF1 treated cells. A549 (A) and NCI-H1299 (B) cells were treated with 5, 7.5 and 10 μg/ml of LF1. The resultant sub-G1

population show an increase with the increase in concentration of LF1 used.

doi:10.1371/journal.pone.0135995.g002
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Analysing the disruptive effect of LF1 on the cell cycle
Blockage in the cell cycle as a result of treatment with LF1 was assessed by staining fixed and
permeabilized cell with the PI dye. The DNA content which was in the G0/G1 phase gradually

Fig 3. Effects of exposure to LF 1 for 24 hours on the externalization of PS in A549 and NCI-H1299 (Dose—dependent). Summary of the results for 24
hours treatment with LF1 was presented in a bar chart (A) for A549 and bar chart (B) for NCI-H1299. A significant increase in the early apoptotic and
secondary necrotic cell population is observed with the increasing concentration of LF1 in both cell lines.

doi:10.1371/journal.pone.0135995.g003
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increased with the increasing exposure to LF1 on both A549 and NCI-H1299 cell lines. In gen-
eral, a reverse was observe in the S and G2/M phase population of both treated cell lines,
whereby the number of events recorded depleted with the escalating dosage of LF1 used (Fig
7). These observations were done with reference to the untreated controls and the differences
with the control were statistically significant (p< 0.05) in most cases.

Discussion
The alarming rise in incidence of cancer, especially lung cancer, encourages us to look for alter-
native cures which are more effective in the fight against cancer but at the same time, harmless
towards the patient. The purpose of this study was to explore the usage of Leptospermum flaves-
cens to fulfill the above needs.

The MTT assay is a mode of convenient quantitative measurement used in evaluating a
population of cell’s response to external factors which may cause an increase or decrease in cell
growth [17]. In this study, the crude methanol and fractionated (hexane, ethyl acetate and
water) extracts as well as the semi-pure fraction LF1 were tested against three lung cells, two
cancerous and one normal cell line. The comparable characteristic of the cancerous cells used
is that A549 has a functional wild type p53 expression while NCI-H1299 is p53 deficient. The
p53 functions by coordinately blocking cell proliferation, stimulating DNA repair and

Fig 4. Effects of exposure to LF1 on the externalization of PS in A549 at different time points (Time—dependent). Cells were treated with 10μg/ml of
LF1 for 24 hours (A), 48 hours (B) and 72 hours (C). Summary of the results were presented in a bar chart (D). An increase in early apoptotic cells over time
that was then followed by an increase in double positively stained cells indicate an apoptotic pathway was taken by LF1 treated cells.

doi:10.1371/journal.pone.0135995.g004
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promoting apoptotic cell death in damaged cells [18]. A normal human lung fibroblast cell line
(MRC-5) was used to determine the effect on non-carcinoma cells. The criteria set forward by
US National Cancer Institute (NCI) Plant Screening Program was that a compound is incu-
bated with the cancer cells between 48 and 72 hours, it should produce an IC50 value less than
20 μg/ml for a crude extract and 4 μg/ml for a pure compound [19]. With reference to Table 1,
the toxicity towards both the cancer cell lines tested indicates that there is a possibility that the
fraction has utilized a p53 independent pathway in inducing cell death as a similar cytotoxic
effect was present regardless of the presence of a functional p53 gene expression.

Although LF1 may seem to be toxic towards the normal MRC-5 cell, the positive control
used (cisplatin), which is a drug approved by US Food and Drug Administration (FDA) for
usage in lung cancer treatment, exhibited a much more potent effect towards the normal fibro-
blast cell. In fact, LF1 was five times less toxic towards the normal cells when compared to cis-
platin. Based on these results, the ability of LF1 to induce cell death was further assessed.

LF1 was further examined using the AO/EB double staining method. This combination of
dyes is commonly applied in the identification and differentiation of live, apoptotic and
necrotic cells. Cells are differentiated through the staining pattern. Viable cells are stained uni-
formly green whereas early apoptotic cells have bright green patches, indicative of chromatin
condensation. Late apoptotic cells have orange to red stained nuclei with condensed or

Fig 5. Effects of exposure to LF1 on the externalization of PS in NCI-H1299 at different time points (Time—dependent). Cells were treated with 15 μg/
ml of LF1 for 24 hours (A), 48 hours (B) and 72 hours (C). Summary of the results were presented in a bar chart (D). An increase in early apoptotic cells over
time that was then followed by an increase in double positively stained cells indicate an apoptotic pathway was taken by LF1 treated cells.

doi:10.1371/journal.pone.0135995.g005
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Fig 6. Presence of active caspase-3 in LF1 treated A549 and NCI-H1299. (A) A549 and (B) NCI-H1299 cells were treated with 5, 10 and 20 μg/ml of LF1
for 24 hours. Summary of the results were presented in a bar chart (C). An increase in the presence of cleaved caspase-3 was detected in both cell lines in a
dose-dependent manner, indicating an apoptotic pathway was taken by LF1 treated cells.

doi:10.1371/journal.pone.0135995.g006

Fig 7. Effects of LF1 on cell cycle distribution in A549 NCI-H1299 cells. A549 (A) and NCI-H1299 (B) were incubated in absence (control) and presence
of LF1 at 5, 7.5 and 10 μg/ml for 24 hours. Summary of results indicate an increase in G0/G1 population with increasing dosages of LF1 used.

doi:10.1371/journal.pone.0135995.g007
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fragmented chromatin and necrotic cells have a uniformly stained orange to red nuclei [20].
Morphological observations commonly associated with apoptosis such as membrane blebbing
and fragmented nuclei were used to classify the cells as apoptotic or otherwise [21].

By taking into account the nuclear morphology visualized through the fluorescent AO/EB
stain (chromatin condensation, nuclear collapse) and the common light microscopy appear-
ances (membrane blebbing, cell rounding and shrinkage) of these cells, a complete profile of an
apoptotic cells is present. These observations point towards the interpretation that LF1 treated
cells undergo apoptosis which will lead to the eventual death of the cells.

The observations during treatment with the highest concentration vary considerably with
the pattern seen in the other treatment groups. The uniformly stained orange nucleus suggests
that at high concentration of LF1, the cells undergo necrosis instead of apoptosis. According to
Sancho-Martinez et al. [22], the concentration of many cytotoxic molecules and stimuli,
including different anticancer drugs, was the determinant in the manner of cell death, being
either apoptosis or necrosis. The high concentration of the drug which caused necrosis in the
treated cells could have been caused by general toxicity of foreign compound towards the cells.
In short, the higher the concentration of LF1 used, the more aggressive pathway taken in the
induction of death in the cancer cells.

To further prove the hypothesis that LF1 is able to induce cell death in cancer cells through
apoptosis, presence of a sub-G1 population in the DNA content frequency histogram was
investigated. Cells that are or have undergone apoptosis should contain fractional DNA con-
tent which translates into the presence of a hypo-diploid DNA population that lies before the
diploid (2N) region in the DNA content frequency histogram that was analyzed through the
flow cytometer [23,24]. The hypo-diploid DNA content is an outcome from the activation of
endogenous endonucleases in apoptotic cells that in turn causes DNA fragmentation [25].

Relative to the untreated control, treatment with incremental dosages of LF1 resulted in an
increment of a distinct sub-G1 population in the DNA frequency histogram (Fig 2), which in
turn can be interpreted as an increase in apoptotic effects towards the treated cells. This obser-
vation is consistent with the outcome from the MTT assay as well as AO/EB staining of
LF1-treated cells. The sub-G1 population detection is a convenient assay in assessing the poten-
tial apoptotic capabilities of LF1, but has to be validated with tests that are specific towards the
apoptotic markers. This leads us to the next phase of this study; the evaluation of apoptosis
using the Annexin V /Propidium Iodide staining method.

Under normal physiological conditions, cells maintain an asymmetrical distribution of
phospholipids such as phosphatidylserine (PS) between the inner and outer leaflet of the
plasma membrane [26]. Apoptosis disrupts this asymmetric architecture which leads to the
sustained presence of PS in the outer leaflet of the plasma membrane [27]. By utilizing the
FITC-conjugated Annexin V, which has a specific affinity towards the PS region, this charac-
teristic that is unique to the apoptotic process can be used to differentiate between viable and
apoptotic cells. Moreover, the cell population can be further categorize into early apoptotic
cells, secondary necrotic cells (late apoptotic cells) as well as necrotic cells through the concur-
rent usage of PI as an exclusion dye. This assay allows for a quantitative analysis into the occur-
rence of apoptosis in LF1-treated cells. Being an operator independent method, this method
has the advantage of being more accurate as it is free from the user bias. Another advantage of
this method is the increased statistical significance compared to more conventional methods
such as microscopy assays, as it is possible to obtain a larger sample size (typically 10,000 or
events).

The increasing presence of early and late apoptotic cells with the progression of time and
increasing concentrations of treatment suggest that LF1 managed to induce a controlled demo-
lition at the cellular level via the apoptotic pathway, as opposed to the un-programmed necrotic
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route, consistent with the data from the previous assays (MTT assay, AO/EB staining and Sub
G1 population).

The cysteine-dependent aspartate driven proteases (caspases), which consist of several pro-
teases, are major executors of apoptosis which are interconnected in a series to from a proteo-
lytic cascade [28]. Caspases are typically divided into initiator caspases (caspase-2, -8, -9, and
-10) which are activated upon interaction with adaptor protein, and the effector caspase (cas-
pase-3, -6, and -7) that act directly on specific cellular substrate involved in the disablement of
key proteins of the cell upon activation by the initiator caspases [29].

Among these enzymes, caspase-3 is a death protease that is frequently activated, triggering
the specific cleavage of many key cellular proteins involved in apoptosis [28]. Activation of cas-
pase-3 may occur through the intrinsic pathway which involves the release of cytochrome c
and the initiator caspase-9 or via the extrinsic pathway that includes activation of death recep-
tors as well as caspase-8 [29,30]. As such, caspase-3 is a perfect biomarker to affirm the role of
LF1 in inducing apoptosis among treated cells as it is detectable in apoptotic cells regardless of
the pathway taken.

The results obtain reflect an increasing presence of the activated caspase-3 enzyme, suggest-
ing and a rise in the apoptotic activity in LF1 treated cells. Moreover, the dose-dependent char-
acteristic exhibited by LF1 in the activated caspase-3 quantification is consistent with the data
from the other apoptotic assessment within this study. Increment of LF1 dosage showed a simi-
lar trend of increased apoptotic activity in the Annexin V/PI assay and the sub-G1

quantification.
Caspase-3 plays a central role proteolytic cleavage of several proteins and is responsible for

the apoptosis-associated chromatin condensation (observed in the AO/EB staining), DNA
fragmentation (present in the Sub-G1 analysis), and nuclear collapse of the effected cells [31].
The elevated presence of active caspase-3 serves as a biochemical validation of the ability of
LF1 in inducing apoptosis in treated lung cancer cells.

The growth development process in multicellular organisms is a complex process and need
to be done in an appropriate and orderly fashion to avoid accumulated errors which may trans-
late into unwanted situation, such as the formation of cancer cells. For this purpose, the cell
employs a regulatory network of genes and proteins which serves as a check and balance in the
development process to avoid formation of mutant cells. When this system fails or is bypassed
due to external factors, the cell requires stimulants to activate the system in order to eliminate
the defective (cancer) cell. Certain chemotherapeutic drugs disrupt the developmental process
in the cancer cell by halting the cell cycle at a particular stage which results in the suppression
of tumour proliferation before activating the apoptotic pathway leading to the demise of the
cancer cells [32]. Our study thus far shows that LF1 is able to induce apoptosis in cancer cells.
The cell cycle analysis was performed in the hopes of determining if cell death caused by LF1
through apoptosis involved arresting the cell cycle at a specific stage [33]. By doing so, the spe-
cific targets (genes or proteins) of LF1 can be narrowed and this in turns allows a better under-
standing into the nature of the semi-pure fraction.

The findings in this experiment suggest that LF1 managed to cause an arrest of the cell cycle
at the G0/G1 phase in treated cells, thus preventing the transition from the G1 phase to the S
phase leading to the demise of the cell. This argumentation also explains the decrease in the S
and G2/M phase in both A549 and NCI-H1299 treated cells. As both the cell lines reacted simi-
larly towards LF1, the role of the p53 gene can be ruled out by using the same line of reasoning
mentioned in the MTT assay.

Possible targets of LF1 which may lead to the cell cycle arrest at the G0/G1 phase includes
cyclin D and cyclin E as well as their corresponding cyclin-dependent kinase (CdK), CdK 2
and CdK4/6 [34]. Moreover, the p16 gene could also be a possible target of LF1 as the
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activation of this gene through cellular stress is known to inhibit the functionality of these
kinases. Experimental data from the previous experimentation in this study has allowed us to
rule out the p53 gene, which is usually associated with G0/G1 phase arrest, as a possible target
of LF1. Based on these findings, the next step would be to evaluate if LF1 directly inhibits the
activities of the kinases mentioned above or functionality of these kinases are prevented
through the activation of the p16 gene.

Conclusion
This study has shown that L. flavescens fraction, LF1 is capable of exerting cytotoxic effect on
the tested lung carcinoma cells via the apoptotic pathway. The disruption of the cell cycle at
the G0/G1 phase suggests LF1 may be targeting specific kinases or genes in the cells, channel-
ling them into the apoptotic pathway. While it is still premature to suggest anti-tumour devel-
opment from the constituents of L. flavescens, the potential of such an idea cannot be
disregarded with the results obtained.

Nevertheless, a better understanding on the exact mechanism of how L. flavescens exerts its
cytotoxic activity would be crucial, thus requiring further investigations.

Author Contributions
Conceived and designed the experiments: KSS. Performed the experiments: SN. Analyzed the
data: SN NAW. Contributed reagents/materials/analysis tools: NAW SM. Wrote the paper: SN
KSS NAW SM.

References
1. Sachithanandan A, Badmanaban B. Screening for Lung cancer in Malaysia: Are we there yet? Med J

Malaysia. 2012; 67(1):3–6. PMID: 22582540

2. Cruz CSD, Lynn TT, Richard AM. Lung cancer: epidemiology, etiology, and prevention. Clin Chest
Med. 2011; 32(4): 605–644. doi: 10.1016/j.ccm.2011.09.001 PMID: 22054876

3. Bi X, Xia X, Mou T, Jiang B, Fan D, Wang P, et al. Anti-tumor activity of three ginsenoside derivatives in
lung cancer is associated with Wnt/β-catenin signaling inhibition. Eur J Pharmacol. 2014; 742(0):145–
152.

4. Bartucci M, Svensson S, Romania P, Dattilo R, Patrizii M, Signore M, et al. Therapeutic targeting of
Chk1 in NSCLC stem cells during chemotherapy. Cell Death Differ. 2011; 19(5):768–778. doi: 10.1038/
cdd.2011.170 PMID: 22117197

5. Collins LG, Haines C, Perkel R, Enck RE. Lung cancer: diagnosis and management. Am Fam Physi-
can. 2007; 75(1):56–63.

6. Jemal A, Siegel R, Xu J, Ward E. Cancer statistics, 2010. CA Cancer J Clin. 2010; 60(5):277–300. doi:
10.3322/caac.20073 PMID: 20610543

7. Parkin DM, Pisani P, Lopez AD, Masuyer E. At least one in seven cases of cancer is caused by smok-
ing. Global estimates for 1985. Int J Cancer. 1994; 59(4):494–504. PMID: 7960219

8. Gorlova OY, Weng SF, Zhang Y, Amos CI, Spitz MR. Aggregation of cancer among relatives of never-
smoking lung cancer patients. Int J Cancer. 2007; 121(1):111–118. PMID: 17304511

9. Kabir Z, Bennett K, Clancy L. Lung cancer and urban air-pollution in Dublin: a temporal association? Ir
Med J. 2007; 100(2): 367–369. PMID: 17432813

10. Catelinois O, Rogel A, Laurier D, Billon S, Hemon D, Verger P, Tirmarche M. Lung cancer attributable
to indoor radon exposure in France: impact of the risk models and uncertainty analysis. Environ Health
Perspect. 2006; 114(9):1361–1366. PMID: 16966089

11. Khazir J, Mir BA, Mir SA, Cowan D. Natural products as lead compounds in drug discovery. J Asian Nat
Prod Res. 2013; 15(7):764–788.

12. Batugal PA, Kanniah J, Sy L, Oliver JT. Medicinal Plants Research in Asia-Volume I: The Framework
and Project Workplans: Bioversity International; 2004.

13. Stark R. The book of aphrodisiacs: Stein and Day; 1981.

L. flavescens Induces Cell Death in Lung Carcinoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0135995 August 19, 2015 15 / 16

http://www.ncbi.nlm.nih.gov/pubmed/22582540
http://dx.doi.org/10.1016/j.ccm.2011.09.001
http://www.ncbi.nlm.nih.gov/pubmed/22054876
http://dx.doi.org/10.1038/cdd.2011.170
http://dx.doi.org/10.1038/cdd.2011.170
http://www.ncbi.nlm.nih.gov/pubmed/22117197
http://dx.doi.org/10.3322/caac.20073
http://www.ncbi.nlm.nih.gov/pubmed/20610543
http://www.ncbi.nlm.nih.gov/pubmed/7960219
http://www.ncbi.nlm.nih.gov/pubmed/17304511
http://www.ncbi.nlm.nih.gov/pubmed/17432813
http://www.ncbi.nlm.nih.gov/pubmed/16966089


14. Demuner AJ, Almeida Barbosa LC, Gonçalves Magalhaes C, Da Silva CJ, Alvares Maltha CR, Lelis
Pinheiro A. Seasonal variation in the chemical composition and antimicrobial activity of volatile oils of
three species of Leptospermum (Myrtaceae) grown in Brazil. Molecules. 2011; 16(2):1181–1191. doi:
10.3390/molecules16021181 PMID: 21270734

15. Mosmann T. Rapid colorimetric assay for cellular growth and survival: application to proliferation and
cytotoxicity assays. J Immunol Methods. 1983; 65(1):55–63.

16. Ribble D, Goldstein NB, Norris DA, Shellman YG. A simple technique for quantifying apoptosis in 96-
well plates. BMC Biotechnol. 2005; 5(1):12.

17. Van de Loosdrecht A, Beelen R, Ossenkoppele G, Broekhoven M, Langenhuijsen M. A tetrazolium-
based colorimetric MTT assay to quantitate humanmonocyte mediated cytotoxicity against leukemic
cells from cell lines and patients with acute myeloid leukemia. J Immunol Methods. 1994; 174
(1):311–320.

18. King RJB, Robins MW. Cancer biology: Pearson Education; 2006.

19. Mahavorasirikul W, Viyanant V, Chaijaroenkul W, Itharat A, Na-Bangchang K. Cytotoxic activity of Thai
medicinal plants against human cholangiocarcinoma, laryngeal and hepatocarcinoma cells in vitro.
BMC Complement Altern Med. 2010; 10(1):55.

20. Baskić D, Popović S, Ristić P, Arsenijević NN. Analysis of cycloheximide-induced apoptosis in human
leukocytes: fluorescence microscopy using annexin V/propidium iodide versus acridin orange/ethidium
bromide. Cell Biol Int. 2006; 30(11):924–932. PMID: 16895761

21. Ariffin SZ, Omar WW, Ariffin ZZ, Safian MF, Senafi S, Wahab RMA. Intrinsic anticarcinogenic effects of
Piper sarmentosum ethanolic extract on a human hepatoma cell line. Cancer Cell Int. 2009; 9
(6):10.1186.

22. Sancho-Martinez SM, Piedrafita FJ, Cannata-Andia JB, Lopez-Novoa JM, Lopez-Hernandez FJ.
Necrotic concentrations of cisplatin activate the apoptotic machinery but inhibit effector caspases and
interfere with the execution of apoptosis. Toxicol Sci. 2011; 122(1):73–85. doi: 10.1093/toxsci/kfr098
PMID: 21527773

23. Vermes I, Haanen C, Reutelingsperger C. Flow cytometry of apoptotic cell death. J Immunol Methods.
2000; 243(1):167–190.

24. Kajstura M, Halicka HD, Pryjma J, Darzynkiewicz Z. Discontinuous fragmentation of nuclear DNA dur-
ing apoptosis revealed by discrete “sub-G1” peaks on DNA content histograms. Cytometry A. 2007; 71
(3):125–131. PMID: 17252584

25. Arends M, Morris R, Wyllie A. Apoptosis. The role of the endonuclease. Am J Pathol. 1990; 136(3):593.
PMID: 2156431

26. Higgins CF. Flip-flop: The transmembrane translocation of lipids. Cell. 1994; 79(3):393–395. PMID:
7954806

27. Fadok VA, Voelker DR, Campbell PA, Cohen JJ, Bratton DL, Henson PM. Exposure of phosphatidyl-
serine on the surface of apoptotic lymphocytes triggers specific recognition and removal by macro-
phages. J Immunol. 1992; 148(7):2207–2216. PMID: 1545126

28. Porter AG, Jänicke RU. Emerging roles of caspase-3 in apoptosis. Cell Death Differ. 1999; 6(2): 99–
104. PMID: 10200555

29. Parrish AB, Freel CD, Kornbluth S. Cellular mechanisms controlling caspase activation and function.
Cold Spring Harb Perspect Biol. 2013; 5(6):a008672. doi: 10.1101/cshperspect.a008672 PMID:
23732469

30. Cullen SP, Martin SJ. Caspase activation pathways: some recent progress. Cell Death Differ. 1999; 16
(7): 935–938.

31. Jeruc J,Vizjak A, Rozman B, Ferluga D. Immunohistochemical expression of activated caspase-3 as a
marker of apoptosis in glomeruli of human lupus nephritis. Am J Kidney Dis. 2006; 48(3): 410–418.
PMID: 16931214

32. Hseu Y-C, Lee C-C, Chen Y-C, Senthil Kumar KJ, Chen C-S, Huang Y-C, et al. The anti-tumor activity
of Antrodia salmonea in human promyelocytic leukemia (HL-60) cells is mediated via the induction of
G1 cell-cycle arrest and apoptosis in vitro or in vivo. J Ethnopharmacol. 2014; 153(2):499–510. doi: 10.
1016/j.jep.2014.03.012 PMID: 24631961

33. Song G, Luo Q, Qin J, Wang L, Shi Y, Sun C. Effects of oxymatrine on proliferation and apoptosis in
human hepatoma cells. Colloids Surf B Biointerfaces. 2006; 48(1):1–5. PMID: 16458489

34. Li L, Dai H-J, Ye M, Wang S-L, Xiao X-J, Zheng J, c Lycorine induces cell-cycle arrest in the G0/G1
phase in K562 cells via HDAC inhibition. Cancer Cell Int. 2012; 12(1):49. doi: 10.1186/1475-2867-12-
49 PMID: 23176676

L. flavescens Induces Cell Death in Lung Carcinoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0135995 August 19, 2015 16 / 16

http://dx.doi.org/10.3390/molecules16021181
http://www.ncbi.nlm.nih.gov/pubmed/21270734
http://www.ncbi.nlm.nih.gov/pubmed/16895761
http://dx.doi.org/10.1093/toxsci/kfr098
http://www.ncbi.nlm.nih.gov/pubmed/21527773
http://www.ncbi.nlm.nih.gov/pubmed/17252584
http://www.ncbi.nlm.nih.gov/pubmed/2156431
http://www.ncbi.nlm.nih.gov/pubmed/7954806
http://www.ncbi.nlm.nih.gov/pubmed/1545126
http://www.ncbi.nlm.nih.gov/pubmed/10200555
http://dx.doi.org/10.1101/cshperspect.a008672
http://www.ncbi.nlm.nih.gov/pubmed/23732469
http://www.ncbi.nlm.nih.gov/pubmed/16931214
http://dx.doi.org/10.1016/j.jep.2014.03.012
http://dx.doi.org/10.1016/j.jep.2014.03.012
http://www.ncbi.nlm.nih.gov/pubmed/24631961
http://www.ncbi.nlm.nih.gov/pubmed/16458489
http://dx.doi.org/10.1186/1475-2867-12-49
http://dx.doi.org/10.1186/1475-2867-12-49
http://www.ncbi.nlm.nih.gov/pubmed/23176676

