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Breast cancer is a growing health issue globally and accounts as a second most cause of mortality. Natural
products have been a fundamental of health care for long. Plants derived natural products have gained
considerable attention over synthetic medicines, since they are safe and non-toxic. Krameria lappacea
(Dombey) Burdet and B.B. Simpson plant belonging to Krameriaceae family, has been known for its ben-
eficial effects against diseases. Herein, firstly, cytotoxic potential of petroleum ether (KLH), chloroform
(KLC), ethyl acetate (KLEA), and ethanolic (KLET) extracts of K. lappacea was screened against MCF-7 cells
exposed to 10–1000 lg/mL for 24 h. Secondly, the most cytotoxic extract (KLH) was used to explore the
mechanisms of cytotoxicity in MCF-7 cells. MCF-7 cells were treated with KLH at 250–1000 lg/mL to
measure the oxidative stress markers (glutathione (GSH) and lipid peroxidation (LPO)) and reactive oxy-
gen species (ROS) generation. Further, loss of mitochondrial membrane potential (MMP) and caspase-3
and -9 enzyme activities were studied. The viability of MCF-7 cells were decreased from 44% to 90%
for KLH, from 7% to 71% for KLEA, from 39% to 80% for KLC, and from 3% to 81% for KLET, respectively
at 250–1000 lg/mL as observed by MTT assay. An increase of 91% in LPO and 2.2-fold in ROS generation
and a decrease of 59% in GSH and 68% in MMP levels at 1000 lg/mL showed that KLH induced MCF-7 cell
death via oxidative stress and elevated level of ROS generation which further leads to mitochondrial
membrane dysfunction and activation of caspase enzymes. The findings of this study provide a mecha-
nistic insight on anticancer efficacies of K. lappacea extracts against MCF-7 cells and support the use of
it for the treatment of breast cancer diseases.
� 2021 The Author(s). Published by Elsevier B.V. on behalf of King Saud University. This is an open access

article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
1. Introduction

According to world health organization (WHO), breast cancer is
a growing health issue globally and is the second most cause of
mortality. Approximately 1 in 10 women is diagnosed with breast
cancer at some stage of life (Caffarel et al., 2016). As per the Inter-
national Agency for Research on Cancer (IARC) and Globocan 2018
data, breast cancer accounted for 0.62 million deaths besides 2.08
million new cases (approximately 11.6% of all types of cancer
recorded) (Bray et al., 2018). If the current trends are to be
believed, the mortality troll is expected to rise to a nerve-racking
high of 6.99 million by 2040 (Ferlay et al., 2018). According to epi-
demiological reports, the incidence of breast cancer is continuously
rising in the developing and developed countries (Rice and
Whitehead, 2006). Although an extensive research effort has been
made to understand breast cancer and find new ways to combat it.
Nonetheless, the available treatments mainly include chemother-
apy, involved the use of cytotoxic agents. However, the role of
chemotherapy is still uncertain (Middleton et al., 2018). Although
it has shown effective in some cases, but its usage is often followed
by risk factors or side effects that may vary from short term to life
threatening (Middleton et al., 2018). The main reason of side
effects associated with chemotherapy is the lack of specificity of
drugs for the cancer cells (Weinberg and Chandel, 2015). Natural
products have been a fundamental of health care for long. It has
been observed that almost 80% of population generally relies on
natural medicine systems for primary health care (Ekor, 2014).
Complementary and alternative remedies are commonly recog-
nized in most developed countries like Europe, Australia, and
North America (Braun et al., 2010; Anquez-Traxler, 2011). The
main factors for the resurrection of the community attention in
alternative and complementary remedies are the claims on the
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efficacy and safety of plant medicines, low cost, non-toxic nature,
and improvement in the quality with developed technology
(Bandaranayake, 2006). Over the past years, out of all the health
care services carried in China, nearly 40% of population uses herbal
medicines, while in Australia, Canada, United States, Belgium, and
France by 48%, 70%, 42%, 38%, and 75%, respectively (Foster et al.,
2000; WHO, 2002). This great surge and alleged patient satisfac-
tion with herbal medicines fabricates a demand for new herbal
products with high efficacy. Krameria lappacea (Dombey) Burdet
and B.B. Simpson (syn. Krameria triandra Ruiz & Pavon), belonging
to the family Krameriaceae, is a hemiparasite native to South
America (Simpson, 1989). The plant is popularly known as ‘‘raiz
de dientes” due to its traditional use of chewing stick for cleaning
and strengthening teeth. In European medicine, K. lappacea was
familiarized in the 18th century for the treatment of stomach ail-
ments, nose bleeds, oropharyngeal inflammation, and menstrual
problems (Simpson, 1991; Carini et al., 2002). It is also used for
stomatitis, gingivitis, and pharyngitis treatment (Ratanhiae radix,
2009). The K. lappacea extracts as well as pure compounds are
reported to possess anti-microbial, antioxidant, and photo-
protective activities (Stahl and Ittel, 1981; Arnone et al., 1988;
Facino et al., 1997; Carini et al., 2002; Baumgartner et al., 2011).
In one of the studies, Arroyo et al. (2005) has reported the cytotoxic
activity of aqueous extract of K. lappacea root in combination of
Annona muricata leaves extract against human breast (MCF-7),
lung (H-460), and central nervous system (SF-268) cancer cells
in vitro. The leaves and roots of K. lappacea have also been reported
for their in vivo therapeutic utilization on female reproductive
function and health (Bussmann and Glenn, 2010). Aqueous extract
of K. lappacea have also been documented to possess anti-
inflammatory effect and safety on rats (Femández et al., 2007).
The secondary metabolites of K. lappacea mainly include lignan
derivatives and oligomeric proanthocyanidins. The isolated lignan
derivatives from K. lappacea roots contribute to its anti-
inflammatory activity (Baumgartner et al., 2011) and the procyani-
dines exerted antimicrobial and astringent effects (Scholz and
Rimpler, 1989). Further phytochemicals, lignans, and procyanidins
are well documented for their anticancer potential (Lee, 2017;
Calado et al., 2018). Benzofuran derivative (DPPB), isolated from
K. lappacea have also been reported to increase the endothelial
nitric oxide synthase (eNOS) and NO availability in cultured
endothelial cells (Ladurner et al., 2012). Our literature survey
revealed that despite of rich lignin and procyanidin content in K.
lappacea, no scientific report on its potential anti-cancer mecha-
nisms has been published yet. Hence, the present investigation
was aimed to investigate the cytotoxic potential of various extracts
viz. petroleum ether (KLH), chloroform (KLC), ethyl acetate (KLEA),
and ethanolic (KLET) extracts of K. lappacea root against human
breast cancer cell line (MCF-7) and its possible mechanisms
involved in cancer cell death.
2. Materials and methods

2.1. Materials

Cell culture medium, fetal bovine serum (FBS), trypsin, antibi-
otics, and trypan blue were obtained from Gibco, USA. All other
chemicals and solvents were purchased from Sigma. The consum-
ables were procured from Nunc.
2.2. Plant material and extraction

The roots of K. lappacea were purchased from the local market
of Riyadh, Kingdom of Saudi Arabia. The identity of the plant mate-
rial was confirmed by a taxonomist at King Saud University,
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Riyadh. For the preparation of extracts, the roots were broken to
smaller pieces and subjected to sequential solvent extraction by
maceration with petroleum ether, chloroform, ethyl acetate, and
ethanol at room temperature accompanied by agitation. The
respective extracts were obtained by drying the filtrates at 40 ℃
in a rotary evaporator. The obtained extracts were stored at 4 �C
until further analysis. The extracts were diluted in dimethyl sulfox-
ide (DMSO) for bioassays.

2.3. Cell culture

MCF-7 (human breast cancer cell line) was used to assess the
cytotoxic potential of petroleum ether (KLH), chloroform (KLC),
ethylacetate (KLEA), and ethanolic (KLET) extracts of K. lappacea.
The cell line was obtained from American Type Culture Collection
(ATCC, Manassas, USA). The culture was facilitated by FBS (10%),
NaHCO3 (0.2%), and antibiotic solution (1 mL per 100 mL of culture
medium). The MCF-7 cells were cultivated at 37 �C in a CO2 incu-
bator. Further, cell viability was analyzed using trypan blue assay
(Pant et al., 2001), and the cells exhibiting more than 98% viability
were used for further experiments.

2.4. MTT assay for cytotoxicity assessments

In a 96-well culture plate, the MCF-7 cells with a density of
1 � 104 cells /well were seeded. After incubation for 24 h, 100 lL
of each extracts viz. KLH, KLC, KLEA, and KLET, diluted in DMEM
(concentration range 10–1000 lg/mL) were added to the wells.
The control sets having only culture medium were also set up par-
allel. The plates were again incubated for 24 h in a CO2 incubator.
After incubation period, the cell viability was assessed by the col-
orimetric MTT assay as earlier reported (Mosmann, 1983). A
10 lL of MTT solution (5 mg/mL) was added to each well and incu-
bated plates for 4 h at 37 �C in a CO2 incubator. Supernatant was
then removed and DMSO was added to dissolve the MTT formazan.
Finally, the absorbance of developed purple color was read at
550 nm.

2.5. NRU assay for cytotoxicity assessments

The assessment of cytotoxicity by NRU assay was achieved fol-
lowing earlier reported protocol (Borenfreund and Puerner, 1984).
The concentrations of each plant extracts (KLH, KLC, KLEA, and
KLET) ranging from 10 to 1000 lg/mL was added to 96-well culture
plate having a cell density of 1 � 104 MCF-7 cells/well. After 24 h
incubation, the wells were washed with PBS. Then, neutral red
solution (50 lg/mL) was added to each well and incubated further
for 3 h. The cells were washed with 1% CaCl2 and 0.5% H.CHO solu-
tion. Then, ethanol (50%) and acetic acid (1%) solution was added to
each well for the extraction of dye. The absorbance was then read
at 550 nm and compared with the controls.

2.6. Morphological analysis

The variations in the morphological characteristics of the MCF-7
cells after treatment with different extracts of K. lappacea (KLH,
KLC, KLEA, and KLET) at varying concentrations (10–1000 lg/mL)
was observed under light microscope at 20 � . After treatment of
cells with K. lappacea extracts and incubation for 24 h, the images
were grabbed and analyzed.

2.7. Glutathione and lipid peroxidation analysis

Glutathione content and lipid peroxidation level were assessed
by commercially available kits (Cayman Chemicals). Briefly, MCF-7
cells were cultured in 6-well plates and exposed to 0, 250, 500, and
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1000 lg/mL of KLH for 24 h. Control and treated sets were then
washed with PBS and cells were scrapped. The scrapped cells were
sonicated and homogenate was centrifuged at 3000 rpm for
15 min. The supernatant was then collected and assays were
achieved following the instruction provided with the kits.

2.8. ROS measurement

ROS production was done using DCF-DA probe. Briefly, MCF-7
cells (1 � 104 cells/well) were cultured in black bottom 96-well
culture plate for 24 h and were exposed to KLH (0, 250, 500, and
1000 lg/mL) for 24 h. Then cells were incubated with 20 lM of
DCF-DA dye for 1 h. The fluorescence of DCF was measured at
485/528 excitation/emission using microplate fluorometer. In a
parallel experiment, intracellular ROS production was also exam-
ined under a fluorescence microscope at 20� objective lens (mag-
nification power = 200�) (Al-Oqail et al., 2019).

2.9. Loss of MMP

MMP was visualized by using Rhodamine-123 fluorescent dye
(Al-Oqail et al., 2019). MCF-7 cells (2 � 104 cells/well) seeded in
24-well plate were exposed to KLH (0, 250, 500, and 1000 lg/
mL) for 24 h. Afterward, cells were incubated with 10 lg/mL Rh-
123 dye for 1 h at 37 �C. Then, after washing with PBS, images were
grabbed under fluorescence microscope at 20� objective lens
(magnification power = 200�). Also, the fluorescence intensity of
control and exposed cells were measured by using microplate
reader at an excitation and emission of 485 and 530 nm,
respectively.

2.10. Caspase activities

Caspase-3 and -9 activities were determined by colorimetric
assay kits (BioVision, USA). In brief, MCF-7 cells were exposed to
250, 500, and 1000 lg/mL KLH for 24 h. Then treated and exposed
cells were harvested and lysed. Further, the experiment was
achieved as per the instruction provided with kits.

2.11. Statistical analysis

The data were analyzed using one-way ANOVA with Dunnett’s
post-hoc test. The statistically significance level was set at
p < 0.05. The results are stated as the mean ± S.D. from three inde-
pendent experiments.

3. Results

3.1. Assessments of cytotoxicity of K. lappacea extracts by MTT assay

The response of cytotoxic effects of petroleum ether (KLH),
ethyl acetate (KLEA), chloroform (KLC), and ethanol (KLET) extracts
of K. lappacea against MCF-7 cells are given in Fig. 1A–D. Following
the concentrations increase from 10 to 1000 lg/mL of various
extracts of K. lappacea, the cell viability of MCF-7 cells was
decreased from 44% to 90% for KLH, from 7% to 71% for KLEA, from
39% to 80% for KLC, and from 3% to 81% for KLET, respectively at
250–1000 lg/mL (Fig. 1A–D). As shown in figures, the cell viability
of MCF-7 was recorded as 56%, 26%, and 10% for KLH; 93%, 83%, and
29% for KLEA; 61%, 31%, and 20% for KLC; and 97%, 91%, and 19% for
KLET at 250, 500, and 1000 lg/mL, respectively by MTT assay. The
decline in cell viability was observed in a concentration dependent
and were significant at p < 0.05. The IC50 values obtained by MTT
assay for KLH, KLEA, KLC, and KLET were 289 lg/ml, 706 lg/ml,
322 lg/ml, and 620 lg/ml, respectively.
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3.2. Assessment of cytotoxicity of K. lappacea extracts by NRU assay

The Fig. 2 A–D summarized the effects of various extracts of K.
lappacea as evaluated by NRU assay. Corresponding to MTT results,
similar cytotoxic response was also observed in MCF-7 cells by
NRU assay after the treatment of different concentrations of vari-
ous extracts of K. lappacea. At an increasing concentration of KLH,
KLEA, KLC, and KLET extracts of K. lappacea from 10 to 1000 lg/
mL, the cell viability decreased from 35% to 86% for KLH, from 2%
to 66% for KLEA, from 42% to 74% for KLC, and from 0 to 79% for
KLET, respectively at 250–1000 lg/mL (Fig. 2A–D). The NRU assay
also revealed similar cytotoxic responses of KLH, KLC, KLEA, and
KLET on MCF-7 cells as observed by MTT assay. At 250, 500, and
1000 lg/mL, the viability of cells was recorded as 65%, 32%, and
14% for KLH; 98%, 89%, and 34% for KLEA; 58%, 38%, and 26% for
KLC; and 100%, 96%, and 21% for KLET, respectively. Significant
decreases were observed at p < 0.5.

3.3. Morphological changes induced by exposure of K. lappacea in
MCF-7 cells

The changes in the morphological features of the MCF-7 cells
upon the exposure to various concentrations of extracts (KLH,
KLC, KLEA, and KLET) of K. lappacea in varying concentrations are
depicted in Fig. 3 A–D.

3.4. Glutathione and lipid peroxidation analysis

The results of the GSH and LPO levels are shown in Fig. 4A and B,
respectively. As depicted in Fig. 4A, the KLH-treatment exhibited a
19%, 40%, and 59% of reduction at 250, 500, and 1000 lg/mL,
respectively in GSH level (p < 0.01). However, exposure of KLH at
250, 500, and 1000 lg/mL significantly increased LPO level to
15%, 32%, and 91%, respectively (Fig. 4A).

3.5. ROS measurement

The ROS production in MCF-7 exposed to KLH was found to be
increased in a concentration-dependent manner (Fig. 5A-E). Fluo-
rescence microscopic observation clearly revealed that KLH
exposed MCF-7 cells exhibited dose-dependent increase in the
intensity of green fluorescence as compared to untreated control
(Fig. 5A-D). Highest ROS production was observed at 1000 lg/
mL, where it was increased by 2.2-fold as compared to untreated
control (Fig. 5E).

3.6. Loss of MMP

Loss of MMP is one of the mechanisms of cell death. The find-
ings of this study indicated that the level of MMP was significantly
decreased in MCF-7 cells following the exposure of KLH (Fig. 6A-E).
The fluorescence intensity of Rh-123 dye was dose-dependently
decreased as observed under fluorescence microscope (Fig. 6A-D).
Further, the fluorescence intensity was also decreased by up to
68% at 1000 lg/mL of KLH as compared to untreated control
(Fig. 6E). These results indicate that KLH induced MCF-7 cell death
by decreasing the MMP level.

3.7. Caspase activities

The results of the caspase activities are shown in Fig. 7. The col-
orimetric enzymatic assay showed that KLH treatment signifi-
cantly (p < 0.001) increase the level of caspase-3 by up to 1.4-,
2.1-, and 2.8-fold at 250, 500, and 1000 lg/mL, respectively as
compared to untreated control. While, the enzyme level of
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Fig. 1. Cytotoxic potential of Krameria lappacea extracts on MCF-7 cells measured by MTT assay. Cells were exposed to different concentrations (10–1000 lg/mL) of various
extracts for 24 h. (A) Petroleum ether extract (KLH). (B) Ethyl acetate extract (KLAE). (C) Chloroform extract (KLC). (D) Ethanol extract (KLET). Results are expressed as the
mean ± S.D. of three independent experiments. *p < 0.05, **p < 0.01, and ***p < 0.001 Vs Control.
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Fig. 2. Cytotoxic potential of Krameria lappacea extracts on MCF-7 cells measured by NRU assay. Cells were exposed to different concentrations (10–1000 lg/mL) of various
extracts for 24 h. (A) Petroleum ether extract (KLH). (B) Ethyl acetate extract (KLAE). (C) Chloroform extract (KLC). (D) Ethanol extract (KLET). Results are expressed as the
mean ± S.D. of three independent experiments. *p < 0.05, **p < 0.01, and ***p < 0.001 Vs Control.
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caspase-9 was increased by up to 1.6-, 1.9-, and 2.5-fold (p < 0.001)
at 250, 500, and 1000 lg/mL, respectively (Fig. 7).
4. Discussion

Plants or plant derived ingredients are recognized in the man-
agement of different chronic diseases, like cancer (Forni et al.,
2019). A variety of plant extracts have been proven to be useful
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against a different cancer cells (Shokrzadeh et al., 2010; Sodde
et al., 2015). It has also been reported that plant extracts can
induce cancer cell death through apoptosis or necrosis pathways
(Aydemir et al., 2015). In spite of the constant development and
involvement of present therapeutic approaches in the medical
technology, breast cancer is gradually moving in to the class of
long-lasting diseases. K. lappacea, one of the medicinally important
plants of Krameriaceae family has also been documented for its
beneficial effects (Simpson, 1991; Carini et al., 2002). However,
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Fig. 4. Oxidative stress markers (A) Glutathione (GSH) depletion. (B) Lipid peroxidation (LPO) level in MCF-7 cells after the treatment of 250, 500, and 1000 lg/mL of
petroleum ether extract (KLH) for 24 h. Results are expressed as the mean ± S.D. of three independent experiments. *p < 0.05 and **p < 0.01 Vs Control.
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cytotoxic/antiproliferative potential of K. lappacea against human
breast cancer cell line (MCF-7) have not been studied yet. Hence,
this study was carried out to screen the in vitro cytotoxic effects
of different root bark extracts viz. petroleum ether (KLH), chloro-
form (KLC), ethyl acetate (KLEA), and ethanolic (KLET) extracts of
K. lappacea against human breast carcinoma cell line (MCF-7).
The anticancer activities of KLH, KLC, KLEA, and KLET were mea-
sured using MTT assay, NRU assay, and morphological analysis.
MTT and NRU assays have been employed in this study, since they
are simple, reliable, sensitive, and have been used for measuring
the cytotoxicity and anticancer effects of plant extracts (Bacanli
et al., 2017; Tihauan et al., 2020). MTT assay measures the conver-
sion of mitochondrial dehydrogenase enzyme into the purple for-
mazan in live cells (Mosmann, 1983), whereas, NRU assay
measures the lysosomal integrity of live cells (Borenfreund and
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Puerner, 1984). These endpoints revealed that all the extracts
exhibited a dose-dependent cytotoxicity in MCF-7 cells. Both
MTT and NRU assays exhibited maximum cytotoxic effects on
MCF-7 cells exposed to KLH followed by KLC and KLEA. The KLET
was found to be less effective in comparison to the other tested
extracts. The cytotoxic activity of KLET was found only at highest
concentrations i.e. 1000 lg/mL, whereas other extracts have
shown significant cytotoxicity even at 250 and 500 lg/mL of
extracts. The lower concentrations such as 100 lg/mL and below
did not produce any notable cytotoxic effects on MCF-7 cells
exposed for 24 h. Therefore, the extract (KLH) showing most cyto-
toxic effects was selected for further analysis to explore the mech-
anisms of cytotoxicity in MCF-7 cells. These results were also
supported by morphological analysis of MCF-7 treated with KLH,
KLC, KLEA, and KLET. The light microscopic images revealed that
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MCF-7 exposed to K. lappacea extracts lost their normal growth,
become rounded, shrinkage, and inhibited the cell growth. All
these characteristics showed that cells were undergoing apoptosis
(Brady, 2004). Similarly, Rahman et al. (2013), has also showed
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that Curcuma zedoaria-induced apoptosis in MCF-7 cells through
morphological changes in MCF-7 cells. The tested doses of KLH,
KLC, KLEA, and KLET were selected on the basis of earlier reports
because the cytotoxic potential of various plant extracts have been
tested in this concentration range in different studies (Akhir et al.,
2011; Fabri et al., 2015). The cytotoxicity on primary human hep-
atocytes and the anti-proliferative activities of aerial part of K. lap-
pacea against four human hepatocarcinoma cell lines has been
reported earlier (Carraz et al., 2015). The results of this study were
also supported by Vikas et al. (2019), who has showed that petro-
leum ether extracts of Annona squamosa extracts exhibited maxi-
mum cytotoxicity among the four tested extracts i.e. petroleum,
chloroform, ethyl acetate, and methanol against various cancer cell
lines such as nasopharyngeal (KB), lung (A-549), breast (MCF-7),
and leukemia (K-562). In another study, Galium verum petroleum
ether extract exhibited higher cytotoxicity over chloroform extract
in human liver HepG2 and human colon HT-29 cancer cell lines
(Pashapour et al., 2020). It has also been reported that more signif-
icant cytotoxicity of petroleum ether than the chloroform extract
observed might be due to the existence of non-polar compounds
in the extract (Sajjadi et al., 2015; Chen et al., 2016; Vaghora and
Shukla, 2016). Therefore, it can be assumed that the differential
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cytotoxic/anticancer activities of K. lappacea observed in this study
may be existence of non-polar compounds in the extracts. Our
results are also in agreement with the other reports showing the
cytotoxic effects of numerous plant extracts on MCF-7 (human
breast cancer cells) (Khalifa et al., 2013; Singh et al., 2019;
Chimplee et al., 2019). Further, the underlying mechanism of KLH
induced MCF-7 cell death was subsequently explored. In this
regard, the MCF-7 cells were exposed to 250–1000 lg/mL of KLH
for 24 h, and oxidative stress markers (GSH and LPO), ROS genera-
tion, MMP, and caspase enzyme activities were studied. ROS raised
LPO level is known to decrease endogenous antioxidants such as
glutathione (GSH) (Widyaningsih et al., 2017). The elevated level
of ROS has been reported to be involved in the cancer cell death
(NavaneethaKrishnan et al., 2019). The results of this studies
showed that the treatment of KLH at 250–1000 lg/mL significantly
increased the level of LPO and decreased the GSH content in a con-
centration dependent manner. It has also been reported in previous
studies that administration of plant extracts increased LPO and
decreased GSH levels in cancer cells (Al-Oqail et al., 2019). It has
also been documented that stimulation of plant extracts could pro-
duce excessive ROS generation which leads to oxidative and apop-
totic cancer cell death (Marvibaigi et al., 2016). As observed in this
study, the KLH treatment was found to increase the ROS produc-
tion dose-dependently. These results indicated the role of oxidative
stress and ROS generation in the cell death induced by KLH in MCF-
7 cells. Loss of MMP has been found to be associated with the
induction of apoptosis (Ly et al., 2003). Therefore, herein Rh-123
fluorescent staining was performed to assess whether KLH expo-
sure causes apoptosis in MCF-7 cells by decreasing the MMP level.
As depicted in Fig. 6, a dose-dependent decrease in loss of MMP
level was observed after KLH treatment. This indicated that KLH
caused mitochondrial dysfunction which leads to apoptotic path-
way. Since apoptosis pathway is the furthermost commonly
induced type of cell death shown by plant extracts (Fulda, 2010),
therefore the capability of KLH-induced apoptosis was examined
to explore the potential mechanism of action. The caspase-3 and
caspase-9 enzyme activities, markers of apoptosis induction
(Elmore, 2007) was measured in MCF-7 cells exposed to 250–
1000 lg/mL of KLH for 24 h. The results showed that KLH treat-
ment significantly increased the level of caspase-3 and -9 enzyme
activities by up to 2.8- and 2.5-fold at 1000 lg/mL, respectively.
These results are consistent with the previous reports that showed
plant extracts or natural products can increase the enzyme activi-
ties which can induce caspase-dependent apoptosis in human
breast cancer cells (Panicker et al., 2020) as well as in other cell
types (Abdullah et al., 2017).
5. Conclusions

This investigation for the first time, demonstrated the cytotoxic
potential of various root bark extracts of K. lappacea viz. KLH, KLC,
KLEA, and KLET against human breast carcinoma cell line (MCF-7).
The results exhibited a dose-dependent cytotoxic potential of
extracts with the increasing concentrations as examined by MTT
assay, NRU assay, and morphological characteristics analysis. In
contrasts, KLH was found to produce more cytotoxic activity than
other tested extracts in MCF-7 cells. Moreover, results also showed
that KLH induced MCF-7 cell death via elevated level of ROS and
oxidative stress which further leads to mitochondrial membrane
dysfunction and activation of caspase enzymes. The findings of this
study support the use of K. lappacea for the possible treatment of
breast cancer diseases.
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