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article materials that could versatilely be used as a drug carrier. The purpose of this study is to

develop a novel black pomegranate peel extract loaded with chitosan-coated mag-
netic nanoparticles to treat breast cancer cells.

Results: The morphology and size distribution of the nanoparticles studied by
dynamic light scattering, atomic force microscopy, scanning, and transitional electron
microscopy showed the spherical shape of the nanoparticles and their promising size
range. Studies by Fourier transform infrared spectroscopy, X-ray diffraction, vibrating
sample magnetometer, and zeta sizer confirmed the synthesis, substantial crystallin-
ity, magnetic potential of the nanoparticles, and their satisfactory stability. The DPPH
assay revealed that the obtained black pomegranate peel extract has 60% free radi-
cal scavenging activity. The cytotoxicity studies by MTT and LDH assay carried out on
NIH/3T3, MBA-MB-231, and 4T1 cells confirmed that the magnetic nanoparticles had
no significant cytotoxicity on the cells. However, the drug-loaded nanoparticles could
significantly eradicate cancerous cells which had more efficiency comparing to free
drug. Furthermore, free drug and drug-loaded nanoparticles had no toxic effect on
normal cells.

Conclusion: Owing to the results achieved from this study, the novel drug-loaded
nanoparticles are compatible to be used for breast cancer treatment and could poten-
tially be used for further in vivo studies.

Keywords: Chitosan-coated magnetic nanoparticles, Black pomegranate peel extract,
Drug delivery, Breast cancer

Background

Cancer, a scope of abnormalities in cell proliferation that have caused considerable con-
cern over public health. What makes cancer the major public health issue could poten-
tially be a phenomenon called “metastasis’;, in which the cancerous cells achieve the
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capability to migrate distant regions of the body (Lee et al. 2017; Gurunathan et al. 2018;
Senapati et al. 2018; Esfandiari and Taherian 2019). According to the latest reports of
the World Health Organization (WHO), cancer has retained its place as a leading cause
of death in most countries (Wild et al. 2020). It has also been announced that in 2018,
the new cancer cases would reach 18.1 million and the death reports would rise to 9.6
million. Among cancer reports, lung cancer and female breast cancer are the two most
life-threatening cancers. Breast cancer is one of the frequently diagnosed and the lead-
ing causes of death among women (Bray et al. 2018). Due to the reports that have been
gathered from the American Cancer Society (ACS) since 2015, breast cancer incidence
and death due to breast cancer estimations have increased annually in the United States
(Siegel et al. 2015, 2016, 2017, 2018, 2019, 2020).

As for therapeutics, surgery including mastectomy and lumpectomy, radiotherapy;,
chemotherapy, and endocrine therapy are the ongoing strategies being carried out for
breast cancer treatment (Tang et al. 2017). Due to the limitations of the ongoing strat-
egies for breast cancer treatment, the development of a highly specific and promoted
strategy should be at the highest level of priority.

Recently, employing nanotechnology to improve drug delivery strategies for cancer
treatment and diagnosis has gained significant attention in preclinical studies (Esfandiari
2018; Sanaeimehr et al. 2018). Nanomedicine is a field of science that exploits pharma-
ceutical and nanoscience. It utilizes materials including organic and inorganic such as
polymeric and metallic structures in nano-scale, also known as nanoparticles (NPs), to
enhance the efficiency of drug delivery methods (Esfandiari et al. 2016; Hartshorn et al.
2018; Singh et al. 2019). The development of such structure can result in improvement of
the drug therapeutic index, targeted delivery, and controlled release of the drug. It could
also enhance the pharmaceutical properties of the drug such as stability, solubility, and
circulating half-life (Shi et al. 2017; Esfandiari et al. 2018). To this date, numerous nano-
medicines are being used as therapeutics. The NPs that have currently been approved
are liposomal doxorubicin used for Kaposi’s sarcoma with an increase of drug delivery to
the tumor site and low systemic cytotoxicity and leuprolide acetate and polymer (PLGH
(poly (pL-lactide-coglycolide)) for prostate cancer by having prolonged circulation time.
Moreover, albumin-bound paclitaxel has provided an enhancement in drug solubility
and delivery for breast and pancreatic cancer and iron oxide NPs that have been used for
glioblastoma by having enhanced cellular uptake and diagnosis application in imaging,
etc. (Bobo et al. 2016).

Among all nano-sized materials, magnetic nanoparticles (MNPs), especially superpar-
amagnetic iron oxide nanoparticles (SPIONSs), are at the top of the biomedical research
trends (Kayal and Ramanujan 2010; Erofeev et al. 2018). They are also known as thera-
nostic nanoparticles or nanotheranostics. Theranostic encompasses both therapeutic
and diagnostic functionality. In addition to their therapeutic application, they are highly
applicable in diagnostic moieties such as positron emission tomography, magnetic reso-
nance imaging (MRI), ultrasonic imaging, computed tomography, photoacoustic imag-
ing (Fernandes and Kolios 2019a), and optical imaging (Chen et al. 2017). In diagnosis
moiety, the use of MNPs in MRI could for instance make it possible to detect liver can-
cer and metastatic lymph node at the early stages when other contrast images were inca-
pable of visualizing them (Gobbo et al. 2015). In the case of therapeutic functionality of
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the MNPs, they have a large surface-to-volume ratio that gives them the ability to carry
a variety of therapeutic, targeting, or contrast agents, functional at the cellular level,
promising biocompatibility, and unique magnetic response (Xiong et al. 2018; Fernandes
and Kolios 2019b).

Magnetite (Fe;0,), due to the presence of Fe>" and its electron donation potential, and
maghemite (y-Fe,O;) are the two frequently used materials to form SPIONSs. They could
be used as drug carriers and other biomedical research such as tissue repair and hyper-
thermia (Patra et al. 2010; Mohammed et al. 2017a; Wu and Huang 2017; Erofeev et al.
2018).

Followed by MNPs, polymeric NPs have also gained researchers’ interest owing
to their promising biocompatibility, biodegradability, and their abundance in nature
(Mohammed et al. 2017b). Despite a vast number of polymeric materials, chitosan NPs
have broadly been studied due to their exclusive chemical properties and applications
(Chanphai and Tajmir-Riahi 2016). Chitosan is a linear carbohydrate-backboned biopol-
ymer that contains N-acetyl-D-glucosamine and D-glucosamine repeating units. Owing
to its active amino groups, chitosan could be named as a versatile biopolymer. In addi-
tion to chitosan’s antimicrobial activity, mucoadhesivity, and antitumor activity, it could
be used as a great drug carrier (Zhao et al. 2018; Wiranowska et al. 2020).

In the past few years, medical researchers have investigated medicinal plants to find
a novel anticancer drug. For this purpose, the compounds derived from the plant parts
have been isolated and studied on cells to hinder the proliferation and metastasis of can-
cerous cells. Through a large number of medicinal plants, pomegranate has gained much
more focus (Panth et al. 2017). Pomegranate (Punica granatum), as a member of Puni-
caceae family, is a fruit with a variety of therapeutic properties. Although it extensively
grows in tropical and subtropical zones such as California, Turkey, Egypt, and Spain,
pomegranate is intrinsically native to Iran which accounts as the largest producer (47%
of annual production) and exporter in the world (Fischer et al. 2011; Ambigaipalan et al.
2016). Pomegranate, especially its peel, contains a variety of bioactive compounds such
as tannins, flavonoids, polyphenols, anthocyanins, etc. (Deng et al. 2017). Owing to the
existing compounds in pomegranate, it has pharmacological and toxicological charac-
teristics such as antioxidant (Chidambara Murthy et al. 2002), anti-inflammatory (Lar-
rosa et al. 2010), anticancer, anti-angiogenesis, and antibacterial activity (Kanatt et al.
2010; Fawole et al. 2012). As a result of studies carried out on the anticancer activity
of this fruit, pomegranate could inhibit proliferation and metastasis of cancerous cells,
especially breast cancer (Vini and Sreeja 2015). Among the Punicaceae family cultivates,
black peel pomegranate (BPP), also known as black pomegranate (BP), is an Iranian-
based cultivate of this fruit that has been given less attention, and studies on the antican-
cer properties of such plant are still inadequate. Since flavonoids such as anthocyanins
could be found in red, blue, and purple plant pigments (Mazza and Miniati 2018), it
could be determined that black peel pomegranate has a higher amount of such com-
pounds. Therefore, it could be more efficient for therapeutic purposes (Khorrami et al.
2019).

In this study, chitosan-coated magnetic nanoparticles (CCMNPs) were synthesized by
a two-step precipitation method. As a novel anticancer drug, black pomegranate peel
extract (BPPE) was loaded into the nanocomposites to develop a treatment for breast
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BPPE-CCMNPs

Fig. 1 Schematic illustration of the process of this study
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Fig. 2 Displays the morphology, size distribution of the nanoparticles including a DLS analysis of MNPs and
CCMNPs, and BPPE-CCMNPs, b AFM studies on MNPs, ¢ CCMNPs and d BPPE-CCMNPs, e, f SEM images of
MNPs and g, h TEM images of BPPE-CCMNPs

cancer. The cytotoxicity of the novel black pomegranate peel extract loaded with chi-
tosan-coated magnetic nanoparticles (BPPE-CCMNPs) as the drug-loaded NPs, free
BPEE as free drug, and blank MNPs as uncoated and unloaded NPs were assessed on
MDA-MB-231 and 4T1 breast cancer cells and NIH/3T3 as a normal fibroblastic cell
(Fig. 1).

Results

Morphology and size distribution of the nanoparticles

The results achieved from dynamic light scattering (DLS) analysis (Fig. 2a) showed that
the uncoated MNPs have a mean size of 30.3+7.1 nm. Moreover, after coating chitosan,
the size range has changed to 34.2 8.4 nm which approves the presence of a new layer
on MNPs. The drug loading also caused NPs to be 37.3 £ 6 nm in diameter. Morphology



Taherian et al. Cancer Nano

(2021) 12:15

studies by atomic force microscopy (AFM) exhibit that the MNPs have a height distribu-
tion of about 20+ 3.3 nm (Fig. 2b). Followed by the coating step, the height distribution
of the CCMNPs has changed to 25+ 3.6 nm (Fig. 2c). Also, the height distribution of
the drug-loaded nanoparticles (BPPE-CCMNPs) has been recorded at about 30 +2.9 nm
(Fig. 2d). Scanning electron microscopy (SEM) images have revealed that the synthe-
sized MNPs were moderately smooth and spherical in shape with an average size of
19.442.7 nm (Fig. 2e, f). The images taken by transmission electron microscopy (TEM)
confirmed that the drug-loaded nanoparticles were also spherical and had a size average
of 27.9+ 3.4 nm (Fig. 2g, h).

Stability of the nanoparticles in cell media

The stability of the nanoparticles was carried out by preparing 1 mg/ml of MNPs and
BPPE-CCMNPs in specific serum-free and serum-containing cell media used for the
cytotoxicity studies in this work and incubation of the solutions for 24 h and 48 h at
37 °C (Fig. 3). In serum-free Roswell Park Memorial Institute (RPMI) media, MNPs
(79.4+5nmand — 21.3+2mV at 24 h, 86 =5 nm and — 134+1.8 mV at 48 h) and BPPE-
CCMNPs (106 +7 nm and+5.3+2 mV at 24 h, 1144+7.6 nm and 2.7+3 mV at 48 h)
formed large aggregates and their surface charge has been changed. However, BPPE-
CCMNPs (38.7+4.3 nm and+40.3+2.1 mV at 24 h, 39.44+4.7 nm and+38.9+2.5 mV
at 48 h) have maintained their stability in serum-containing RPMI and no significant size
growth were observed. On the contrary, MNPs displayed more instability (93 +3.5 nm
and — 12+1.2 mV at 24 h, 102+5.1 nm, and — 5.7+2.6 mV at 48 h) in serum-contain-
ing RPMI media, and significant size growth and surface charge changes were reported.
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Fig. 3 Describes the stability of the MNPs and BPPE-CCMNPs in cell media. a, ¢ show DLS results and b, d
present the zeta potential of the nanoparticles in serum-free and serum-containing RPMI and DMEM cell
media, respectively
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The hydrodynamic size and surface charge of MNPs and BPPE-CCMNPs in serum-con-
taining and serum-free RPMI media are shown in Fig. 3a, b, respectively.

The stability results evaluated with serum-containing and serum-free Dulbecco’s mod-
ified Eagle medium (DMEM) were similar to RPMI, but the changes were less intensive.
The DLS and zeta potential results of the MNPs and BPPE-CCMNPs with serum-con-
taining and serum-free DMEM media are shown in Fig. 3c, d, respectively. The DLS and
zeta potential results of the MNPs and BPPE-CCMNPs in deionized water (DI water) are
also shown in Fig. 3a—d, respectively, to compare the size and stability changes.

Radical scavenging activity (RSA)
The results of the 2,2-diphenyl-1-picryl-hydrazyl-hydrate (DPPH) free radical scaveng-
ing activity (Fig. 4) revealed that BPPE has the ability to eliminate 61.7% of the free radi-
cals in the solutions. Furthermore, the half-maximal effective concentration (EC50) was
recorded at about 7.81 pg ml ™.

Structural characteristics and stability of the nanoparticles

The surface functional groups of the MNPs, CCMNPs, and BPE-CCMNPs were con-
firmed by Fourier-transform infrared spectroscopy (FT-IR) analysis (Fig. 5a). The syn-
thesis of MNPs was certified in all materials by two strong absorption bands at around
621 and 576 cm™!. The absorption bands a 576 cm ™1, which presents O—H stretching
vibration, and 459 cm™! are the characteristics of the tetrahedral and octahedral sites.
Also, the band at 3430 cm™! is due to the O—H stretching vibration on the surface of
the nanoparticles. In the matter of CCMNPs, the stretching —CH- vibration of chi-
tosan was found at 2922 cm™}, and the absorption band at 1634 cm™! is attributed to
the N—H vibration of coated chitosan. Moreover, the peaks at 1447 and 1076 cm™" are
relevant to the C—N bond of the amino group and C-O in the ether group of chitosan,
respectively. The recorded peaks at 1445 and 1627 cm™! indicate the C—-C stretch-
ing vibration of an aromatic ring. Also, the 1181 and 1055 cm™" show the vibration of

100 _
90 |
80 |

70 |

Radical Scavenging Activity%

1.9 3.9 7.81 15623125 62.5 125 250 500 Control
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Fig. 4 Free radical scavenging of the prepared BPPE
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Fig. 5 Displays the structural characteristics of the nanoparticles that contain a FT-IR analysis, b XRD peaks,
the surface charge of MNPs, CCMNPs, and BPPE-CMMNPs by zeta sizer, and d VSM

the methyl phenyl ether group (C—-O—-CH,;) of the compound. The diffractogram of the
MNPs, CCMNPs, and BPPE-CCMNPs is given in Fig. 5b. The founded diffraction peaks
from X-ray diffraction (XRD) are the characteristics of the hematite (Fe,O;) with rhom-
bohedral structure. Also, the (012), (104), (113), (116), (214) repeated peaks recorded
for the CCMNPs and BPPE-CCMNPs by the XRD analysis indicate the characteristics
peaks of Fe,O,. The surface charge of the nanoparticles was assessed by a zeta sizer.
The zeta potential of the MNPs was — 48.3+ 1.6 mV, after coating chitosan, it has been
changed to+44.6+ 3.5 mV, and after drug loading, it was 41.7 +2.9 (Fig. 5c). The mag-
netic properties of the nanoparticles have been measured by a vibrating sample mag-
netometer (VSM) (Fig. 5d). The magnetic potential of the MNPs has been reported at
30.2 amu/g. Followed by the chitosan coating step, the magnetic property of the CCM-
NPs has reduced to 12.2 emu/g and loading BPPE affects the magnetic potential to reach
9.3 emu/g.

In vitro drug loading and release
The drug loading and release profile are shown in Fig. 6. The drug loading of the CCM-
NPs (Fig. 6a) has been carried out by measuring the residual drug in the supernatant. At
the initial stage, the BPPE (about 30%) molecules were rapidly absorbed by the nanopar-
ticles. However, over time, the loading rate was gradually decreased until there were no
significant changes from 120 to 180 min that could be the maximum loading efficiency
of the CCMNPs. The loading capacity of the CCMNPs was 39.6 +1.4% and their encap-
sulation efficiency was found to be 61 £ 3.1%.

The release profile of the BPPE-CCMNPs (Fig. 6b) was carried out by homogenizing
the solutions in a shaker incubator at 37 °C and measuring the amount of released drug
in the supernatant. BPPE release was investigated at pH 5, 6.8, and 7.4. An instant release

Page 7 of 20
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Fig. 6 a Drug loading and b release profile at pH 5, 6.8, and 7.4
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Fig. 7 Cytotoxicity effects of magnetic nanoparticles (MNPs), free black pomegranate peel extract (free
BPPE), and black pomegranate peel extract loaded chitosan-coated magnetic nanoparticles (BPPE-CCMNPs)
on a, b NIH/3T3, ¢, d MDA-MB-231, and e, f 4T1 cells with 1000 to 7.81 ug/ml concentrations by serial dilution
at 24 h and 48 h incubation. *p < 0.05 BPPE-CCMNPs versus free BPPE

of BPPE was observed in 15 min (33%) at pH 5 and continued with a lower rate (com-
pared to 15 min) until there were no significant drug release changes observed from 24
to 48 h. In contrast to release at pH 5, BPPE release from nanoparticles initiated with a
slower rate at pH 6.5 (26%) and pH 7.4 (12%). At both pH 6.8 and 7.4, the release rate
was gradually increased until a burst release from 360 min to 24 h at both pHs, but with
a higher rate in pH 6.8, were observed. In 24 h at pH 6.8, the release rate increased from
57 to 64% while there were no significant changes observed at pH 7.4. Nanoparticles
have released about 79 +3.1%, 64+ 1.7%, and 51.4+1.5% of the BPPE at pH 5, 6.8, and

7.4, respectively.

MTT assay

The cytotoxicity of the MNPs, free-BPPE, and BPPE-CCMNPs which have individually
been incubated with NIH/3T3 (Fig. 7a, b), MDA-MB-231 (Fig. 7c, d), and 4T1 (Fig. 7e,
f), has been assessed by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide

Page 8 of 20
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(MTT) assay. Herein, for each cell type study, the untreated cells containing fresh cell
media have been selected as control.

It has been found that the synthesized MNPs from 7.81 to 500 pg/ml show no signifi-
cant cytotoxicity when incubated with NIH/3T3, MDA-MB-231 and 4T1 cells. However,
at 1000 pg/ml, MNPs cause a significant cell viability decrease at both 24 h and 48 h of
incubation.

The cytotoxicity assessment of free-BPPE and BPPE-CCMNPs at different concentra-
tions on MDA-MB-231 and 4T1 cells revealed that both free-BPPE and BPPE-CCMNPs
are toxic against cancerous cells. Significant toxic effect of free-BPPE and BPPE-CCM-
NPs on cancerous cells was initiated form 15 pg/ml at both 24 h and 48 h incubation.
Moreover, the drug-loaded NPs (BPPE-CCMNPs) have shown more cytotoxicity against
cancer cells comparing to free-BPPE. Interestingly, neither free-BPPE nor BPPE-CCM-
NPs show significant toxicity against NIH/3T3 normal cells at the same concentrations.

LDH assay
The cell membrane integrity study of the NIH/3T3 (Fig. 8a, b), MDA-MB-231 (Fig. 8c,
d), and 4T1 (Fig. 8e, f) cells which were individually incubated with MNPs, free-BPPE,
and BPPE-CCMNPs has been carried out by lactate dehydrogenase (LDH) assay. The
untreated cells with fresh media have been selected as a control for each cell type study.
Evaluating 15-500 pg/ml of MNPs incubated with NIH/3T3, MDA-MB-231, and 4T1
cells showed no significant cellular cytotoxicity, except at 1000 pg/ml that a significant
LDH% release was observed at both incubation times.
Treatment results of MDA-MB-231 and 4T1 cells with different concentrations of free-
BPPE and BPPE-CCMNPs revealed significant toxicity against cancerous cells which
was initiated at 15 pg/ml at both 24 h and 48 h incubation. Furthermore, the exposure
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Fig. 8 LDH release studies of a, b NIH/3T3, ¢, d MDA-MB-231, and e, f 4T1 cells expose to magnetic
nanoparticles (MNPs), free black pomegranate peel extract (BPPE), and black pomegranate peel extract
loaded chitosan-coated magnetic nanoparticles (BPPE-CCMNPs) with 1000 to 7.81 pg/ml concentration by
serial dilution at 24 h and 48 h incubation. *p < 0.05 BPPE-CCMNPs versus free BPPE
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of the free-BPPE and BPPE-CCMNPs at same concentrations to NIH/3T3 normal cells
showed no significant cytotoxicity at both 24 h and 48 h.

Discussion

It is been believed that cancer is one of the principal causes of death around the globe.
It is noteworthy to be mentioned that owing to modern therapeutics, the patients’ care
in such disease has been improved. Nevertheless, cancer at advanced metastatic stages
is still untreatable. Therefore, finding a novel chemopreventive method should be a high
priority of the researchers. Recently, several novel chemopreventive approaches with
natural phytochemicals have been made for the prevention and treatment of cancer
(Taherzadeh-Soureshjani and Chehelgerdi 2020). In the present study, core—shell NPs
which consist of MNPs as core and chitosan layer as shell have been synthesized. The
novel BPPE has been used as a loading drug to treat breast cancer cells and the cytotox-
icity of the NPs (MNPs, BPPE-CCMNPs) and free drug (free-BPPE) have been studied
by MTT and LDH assay on NIH/3T3, 4T1, and MDA-MB-231 cells. The synthesis of the
NPs at each step was confirmed by various characterization methods. Evaluations on the
size distribution of the nanoparticles by DLS have shown that the synthesized NPs, at
each step of the synthesis, are in the range that could have a prolonged lifetime in blood
circulation according to the studies carried out on the size effects of the NPs (Mar-
tinkova et al. 2018). Morphological studies by SEM revealed that the MNPs have been
spherically formed. However, TEM images taken from BPPE-CCMNPs display mostly
the core of the nanocomposite. This could be due to the collapse of the chitosan layer on
the surface of the magnetic core on sample dispersion prior to the imaging step (Unsoy
et al. 2014a). Nevertheless, images taken from the synthesized BPPE-CCMNPs show
that they are roughly spherical in shape. Images achieved from AFM were on par with
SEM and TEM results, but showed a bit of aggregation. Considering that the size of the
synthesized nanoparticles has been studied by four different techniques, having a differ-
ence between the results achieved by different methods could be expected. In Contrary
to microscopic techniques such as SEM, TEM, and AFM that use dried samples, DLS is
an indirect method based on the determination of the frequency of movement and mod-
eling of the hydrodynamic size from its data. Image analysis by microscopic methods
such as TEM gives the true radius of the nanoparticles, but DLS results in hydrodynamic
radius which is also sensitive to dynamic aggregation, aggregation, and agglomeration
(Bootz et al. 2004; Souza et al. 2016; Eaton et al. 2017). For instance, a characteriza-
tion study by Ding et al. on magnetic hybrid hollow spheres revealed average sizes of
160+19 nm and 171430 nm that were achieved by TEM and AFM, respectively. The
size distribution of such nanoparticles by DLS was about 200 nm which was higher than
the microscopic method (Ding et al. 2006). In another study by Jaiswal et al., magneti-
cally modalized poly (N-isopropyl acrylamide)-chitosan-based nanohydrogels were syn-
thesized and the size distribution was studied by TEM, AFM, SEM, and DLS. Through
microscopic studies, TEM showed 200-250 nm, SEM resulted in 170+20 nm, and
AFM revealed 190+ 15 nm. However, size distribution by DLS showed 290 nm which
was higher than the microscopic methods (Jaiswal et al. 2010). The synthesis of pure
Fe,O53 NPs was confirmed by XRD (JCPDS card file No. 00-024-0072) (Joya et al. 2013).
It could be determined from the diffraction peaks of the CCMNPs and BPPE-CCMNPs
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that the synthesized MNPs have sustained their purity after surface modification and
drug loading step (Pham et al. 2016). The FT-IR graphs show typical vibration bands of
the MNPs and CCMNPs according to other studies (Li et al. 2015; Pham et al. 2016). Due
to the fact that black pomegranate peel extract is rich in phenolic compounds, the load-
ing step was confirmed by the peaks attributing to the phenolic structures. This implies
that the synthesized CCMNPs have properly been loaded with black pomegranate peel
extract (Khorrami et al. 2019). The recorded zeta potential of the MNPs and CCMNPs
manifested that the synthesized nanoparticles form a stable ferrofluid (Martinkova et al.
2018). Furthermore, assessments of the magnetic properties of the nanoparticles show
that the MNPs have satisfactory magnetic potential. However, at the coating and drug
loading step, the magnetic potential has gradually been decreased. The magnetic prop-
erty reduction of the nanoparticles at these steps could potentially be due to the addition
of the new layers which hinders the magnetic strength of the MNPs (Pham et al. 2016).
Owing to the magnetic potential of the synthesized BPPE-CCMNPs, it could be used
as targeted therapy by external magnetic field in breast cancer drug delivery for further
studies (Foy et al. 2010).

Stability evaluation of the nanoparticles exhibits that MNPs which have negative zeta
potential are much unstable and form larger aggregates in both serum-containing media
which was on par with similar studies (Cohen et al. 2014). The BPPE-CCMNPs showed
satisfactory stability and insignificant size growth in both serum-containing media at
24 h and 48 h. On contrary, the drug-loaded nanoparticles were unstable in serum-free
media and more prone to aggregation. The stability of the BPPE-CCMNPs in serum-
containing media could be due to NPs protein absorption causing electrostatic repulsion
prior to NPs agglomeration. (Goycoolea et al. 2012; Moore et al. 2015).

According to studies carried out on the antioxidant activity of the compounds, the rad-
ical scavenging potential is directly associated with the amount of phenolic compounds
in food material (Al-Dabbagh et al. 2019). Further studies have reported EC50 of 90 and
560 pg/ml for red pomegranate peel extract which could determine that BPPE has more
radical scavenging potential compared to red pomegranate or other reported findings
(Azarpazhooh et al. 2019; Benguiar 2020). In the matter of drug delivery by using MNPs
as a core which provides the ability to target the tumor site by an external magnetic field,
coating chitosan as a biodegradable shell could protect the magnetic core from oxida-
tion, increase stability, and extended storage life. Moreover, chitosan provides various
functional groups such as reactive hydroxyl and amino groups which cover and bind to
the drug molecules leading to improve drug loading, controlled drug release, and drug
efficiency (Assa et al. 2017). Studies on drug loading of the CCMNPs show rapid loading
of BPEE at the first stages. However, when time passed, the absorption rate was moder-
ately decreased. Since there was not much change in loading efficiency of the CCMNPs
from 120 to 180 min, it could accordingly be concluded that the CCMNPs have reached
their maximum loading capacity. This could be due to the incorporation of the polyphe-
nols into the chitosan layer (Pham et al. 2016). Results from the in vitro drug release of
the nanoparticles manifested that BPPE-CCMNPs have the highest release ratio at pH
5 compared to pH 6.8 and 7.4. Considering that chitosan is a pH-sensitive polymer, low
pHs protonate chitosan amino groups lead to a generation of swelling osmotic pressure
and release of the drug (Berger et al. 2004; Gierszewska-Druzynska et al. 2013). Thus, the
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synthesized BPPE-CCMNPs are believed to have an effective release in the tumor micro-
environment due to the increase of the drug release at low pHs. The MTT and LDH assay
studies show that the free BPPE and BPPE-CCMNPs are toxic against MDA-MB-231
and 4T1 cancerous cells. The BPPE-CCMNPs show more cytotoxicity compared with
free BPPE. Results show that BPPE-CCMNPs cause more significant cell viability reduc-
tion from 15 to 1000 pg/ml on both MDA-MB-231 and 4T1 cells at 24 h and 48 h incu-
bation in comparison to free BPPE. According to the studies on the pomegranate peel
extract, the existing phenolic acids and flavonoids are presented in soluble-free, soluble
esterified, and insoluble-bound forms. Although it has been reported that the total free
soluble phenolic and flavonoid compounds are higher than their insoluble-bound form,
some of the hydroxybenzoic acid derivatives have insoluble bonds (Ambigaipalan et al.
2016; Gulsunoglu et al. 2019). The insoluble bonds could make it difficult for the BPPE
to dissolve in cell media that leads to higher cell viability compared to BPPE-CCMNPs.
On the other hand, CCMNPs cover the BPPE to avoid additional molecular reactions
and increase the efficiency of the drug. It has been determined that the CCMNPs can
have interaction with the negative domain of the cell membrane by electrostatic inter-
actions owing to the positive zeta potential of the CCMNPs (Unsoy et al. 2014b). Fur-
thermore, they are taken up by cells through endocytosis, in which the pathway begins
at a pH of 7.4 and ends at pH 4.5 in lysosomes that most of the BPPE from CCMNPs
would release (Unsoy et al. 2014a). Cytotoxicity studies on bortezomib as a highly water-
insoluble drug in free form and loaded to CCMNPs also revealed that IC50 of the drug-
loaded CCMNPs was much lower than the free drug which demonstrates the role of
CCMNPs in drug efficiency improvement (Unsoy et al. 2014b). Interestingly, neither free
BPPE nor BPPE-CCMNPs show significant cytotoxicity on normal cells. However, at the
highest concentration (1000 pug/ml), a significant cell viability decrease was observed in
NIH/3T3 normal cells at both 24 h and 48 h of incubation time. Considering that the
radical scavenging activity is associated with the inhibition of cancerous cells, it could
be expected that the BPPE and BPPE-CCMNPs with such antioxidant potential show
significant anticancer activity (Grigalius and Petrikaite 2017; Al-Dabbagh et al. 2019). It
is proven by several studies that polyphenols and flavonoids have a toxic effect against
cancerous cells but do not affect normal cells (Li et al. 2006; Dai and Mumper 2010). The
reason for such a phenomenon is that the cancerous cells, but not normal cells, express
active NF-«B that plays a mediatory role in their survival (Song et al. 2018). Further-
more, BPPE could suppress NF-«B regulated gene expression and decrease RhoC and
RhoA protein expression which leads to suppression of the proliferation of the cancerous
cells (Khan et al. 2009, 2012; Syed et al. 2013). For instance, Song et al. have synthesized
magnetic alginate chitosan NPs and used curcumin as a polyphenol-rich compound as a
loading drug. Cellular uptake results on MDA-MB-231 and HDF cells have revealed that
at the highest studied concentration, about 80% and 50% of curcumin and curcumin-
loaded NPs are taken up by MDA-MB-231 and HDF cells, respectively (Song et al. 2018).
The cytotoxicity studies showed that neither curcumin nor the drug-loaded NPs were
toxic against HDF normal cells, but significant toxicity was observed in MDA-MB-231.
Although nanoparticles have been used in clinical trials and approved for limited appli-
cations, cytotoxicity remains the greatest concern (Esfandiari et al. 2019). The synthe-
sized MNPs exhibit no significant toxicity against NIH/3T3, 4T1, and MDA-MB-231
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cells, except at 1000 pg/ml that a significant cell viability decrease was observed at 24 h
and 48 h of incubation. The above results suggest that the synthesized MNPs are bio-
compatible and could provide effective therapeutic actions, without affecting normal
cells (Roy et al. 2003; Vijayan et al. 2018). Comparing with nanocarrier-loaded standard
chemotherapeutics, Rahimi et al. have synthesized dendric chitosan grafted polyethylene
glycol MNPs and used doxorubicin and methotrexate as the loading agents. The combi-
nation of the two chemotherapeutic drugs loaded to NPs at 5 pg/ml caused MCEF-7 cell
viability reduction to about 30% after 48 h of incubation (Rahimi et al. 2017). In another
study, Vijayan et al. evaluated paclitaxel-loaded poly (lactic-co-glycolic acid) NPs on dif-
ferent MDA-MB cell series. At the concentration of 10 pg/ml, the cell viability of the
MDA-MB-157, MDA-MB-231, MDA-MB-435, MDA-MB-436, and MDA-MB-468 incu-
bated with paclitaxel-loaded NPs were 44.4+1.2%, 34.6 £ 0.8%, 42.4 £+ 1.4%, 35.3+0.8%,
55.24+0.8%, in that respect (Vijayan et al. 2018).

Conclusions

In this report, core—shell nanoparticles were synthesized and used as a drug carrier. The
selected drug, which is the first time used in this nanocarrier for therapeutic applica-
tions, was derived from black pomegranate peel extract which has a great anticancer
activity. The characterization studies manifested that the synthesized nanoparticles were
pure, had no phase change through the coating and loading step, having a size range
that could have prolonged half-life, and also maintain their stability in biological flu-
ids. The synthesized nanocarriers had good loading efficiency and a great release ratio
in tumor environment simulation. Cytotoxicity reports revealed that the synthesized
nanocarrier are biocompatible and show no significant toxicity against normal and can-
cerous cells. Furthermore, BPPE the BPPE-CCMNPs were toxic against cancerous cells
but not normal cells which are more promising than chemotherapeutic drugs. The use
of such nanocarriers has promoted drug efficiency and could accordingly be used for
highly insoluble drugs. Since the synthesized nanoparticles are applicable in drug deliv-
ery and the studied drug has a high anticancer effect and harmless against normal cells,
the effect of other medicinal plants on cancer with the aid of nano-drug delivery should
be studied.

Materials and methods

Materials

Black pomegranate fruit was purchased from an organic fruit market, Tehran, Iran. All
selected reagents in this research were analytical grade and used without further purifi-
cation. Iron (II) chloride (FeCl,), Iron (III) chloride (FeCl;), Chitosan [mol. wt.: 375 kDa,
viscosity: 200-800 Kcps; 90% deacetylated; soluble in dilute aqueous acid (pH 6.5)],
citric acid (0.5 g/ml), and alcohol (96% pure) were purchased from Merck (Darmstadt,
Germany). Ammonia solution (25%), glacial acetic acid (99% pure), and glutaraldehyde
solution (25%, MW:100.12) were supplemented from Sigma-Aldrich, France. Phosphate
buffer saline powder (PBS) was bought from DNA biotech, Iran. Cell culture medium
including RPMI and DMEM, Penicillin-Streptomycin (10,000 pg/ml), and fetal bovine
serum (FBS) have been supplied from Gibco, United Kingdom. 3-[4,5-Dimethylthiazol-
2-yl]-2,5-diphenyltetrazolium bromide (MTT) standard kit was supplied from Merck
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Japan. Lactate dehydrogenase commercial kit was supplied from Promega, Germany.
DPPH assay kit and dimethyl sulfoxide (DMSO) (Hybri-Max' " grade, quality level 400)
were purchased from Sigma-Aldrich, Germany. Also, NIH/3T3, MDA-MB-231, and 4T1
cell lines were supplemented by Royan Institute, Tehran, Iran.

Synthesis of MNPs

The solution was prepared by adding 4.4 g of FeCl; and 1.7 g of FeCl, in 80 ml of distilled
water. The temperature was gradually increased to 70 °C with 1000 rpm mechanical stir-
ring under the reflux condition of the nitrogen atmosphere. The condition was preserved
for 30 min and then 20 ml of ammonia was added immediately. The solution was stirred
in the same condition for another 30 min. Following this step, 4 ml of aqueous citric acid
(0.5 g/ml) was added to the solution and the temperature was slowly reached to 90 °C
and stirred for 60 min. The solution was then cooled down to room temperature and
washed off by magnetic decantation with distilled water and alcohol (Nigam et al. 2011).
The black precipitate powder was achieved when the solution was freeze-dried.

Synthesis of CCMNPs

First, 3 g of chitosan was dissolved in 300 ml of distilled water containing 3 ml of gla-
cial acetic acid. The solution was homogenized with Ultrasonic Homogenizer, Soni-
cator-250 W (BEM250A) for 15 min and then was stirred at 1000 rpm for 18 h. Then,
0.15 g of MNPs was dissolved in 300 ml of distilled water and then was sonicated for
5 min. The dissolved MNPs were then added to the prepared chitosan solution and its
pH was recorded (pH 4-5). The mixture was stirred for 6 h at 1000 rpm and 0.6 ml of
glutaraldehyde was then added. The solution was stirred for 3 more hours at 1000 rpm
and washed off by magnetic decantation. The powder was achieved by a freeze dryer
(Sureshkumar et al. 2016).

Characterization of the materials

DLS which measures nanoparticle size in liquid media and zeta potential (the surface
charge of the nanoparticles) were recorded with an SZ-100V2 nanoparticle analyzer
(Horiba). FT-IR which determines the surface chemistry of the nanoparticles was car-
ried out by BRUKER-27 TENSOR. XRD was measured by XRD Philips PW1730. The
magnetic properties of the nanoparticles were assessed by VSM NMI-Nanomagnet-
ics-Instrument at room temperature. Morphological properties of the materials were
recorded with field emission scanning electron microscopy (FE-SEM) by SEM (TES-
CAN MIRA3), AFM by DME instrument (Dualscope C-26 with DME-SPM 2.1.1.2 soft-
ware), and high-resolution transmission electron microscopy (HR-TEM) by TEM FEI
TEC9G20.

Stability of the nanoparticles in cell media

Stability characterization of the synthesized nanoparticles in cell media was performed
by measuring the hydrodynamic size of the nanoparticles with DLS and their surface
charge with Zeta sizer in serum-containing (cell media+ 10%FBS) and serum-free (cell
media without FBS) cell media. RPMI that was used for 4T1 and MDA-MB-231 cells and
DMEM as the NIH/3T3 cell culture media were selected for this study. The solutions
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were prepared by adding MNPs and BPPE-CCMNPs into RPMI, RPMI+10% FBS,
DMEM, and DMEM +10% FBS forming a 1 mg/ml concentration. The solutions were
sonicated to aid in mixing and homogenous dispersion and incubated at 37 °C for 24 h
and 48 h.

Preparation of BPPE

The black pomegranate fruits were assessed and selected by the condition of their peels.
Following the peeling step, the achieved peels were dried at room temperature. The dried
peels were then ground by a vibratory sieve shaker (Fritsch ANALYSETTE 3 PRO). To
extract the existing compound of the peels, 0.1 g of BPP was added to the solution con-
taining 80 ml of ethanol and 20 ml of water. The mixture was then sonicated for 8 min
and purified using Whatman qualitative filter paper Grade. 1 (Merck, Germany) (Zhang
et al. 2018; Khorrami et al. 2019).

In vitro BPPE drug loading and release studies

The BPPE loading phase was performed by dissolving 0.3 g of CCMNPs into a prepared
0.1% BPPE solution (Pham et al. 2016). The mixture was first sonicated for 5 min and
then stirred for 3 h at 1000 rpm to increase nanoparticles drug absorption. The loading
efficiency was carried out by separating nanoparticles from the solution by using a mag-
net. At each fixed period of time, the absorbance of the residual BPPE was measured at
Mnax
tometer) and generating calibration curve. The encapsulation efficiency (EE) of the nan-

=370 nm by UV-spectrophotometer (PerkinElmer LS 45 fluorescence spectropho-

oparticles was calculated by Eq. (1) and the ratio of the loaded drug per weight unit of
the nanoparticles, loading capacity (LC), was obtained by Eq. (2) (Prabha and Raj 2016):

W; — Wy
%EE = % 100, (1)
t

0, Wi VVf
%LC = ——— x 100. 2)
Wi

From the above equations, W, is the amount of BPP powder added to the solution and
W indicates the free BPPE in the supernatant. Also, W, is accounted as the weight of the
nanoparticles added to the solution.

Following the loading phase, the solution was rotated at 40 °C and 150 cycles/min by
(Heidolph Hei-VAP) Core Rotary evaporator to obtain BPPE-CCMNPs powder. The
release profile of the BPPE drug was evaluated by adding 0.1 mg of BPPE-CCMNPs
in 10 ml of PBS (Prabha and Raj 2016) at pH of 5, 6.8, 7.4 which mimics the environ-
ments of endochylema of cancer cells, interstitial fluid, and physiological environment.
The solutions were moved to a shaker incubator at 150 cycles/min and at 37 °C. At each
fixed time interval, the BPPE-CCMNPs were separated from the solution by magnetic
decantation and the absorbance of the released BPPE in the supernatant was recorded
at A, =375 nm by a UV-spectrophotometer. Quantification of released BPPE was per-
formed by generating a calibration curve. The release rate of BPPE was determined from
the following Eq. (3) with known amount of drug concentrations (Sanoj Rejinold et al.
2011):
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Released BPPE from BPPE — CCMNPs
X
Total amount of BPPE in BPPE — CCMNPs

Release ratio% = 100. (3)

Radical scavenging activity (RSA)

The free radical scavenging capacity of the BPPE was carried out by using DPPH assay.
The concentration of the samples (1.96 to 500 ug/ml) was built in DMSO by serial dilu-
tion. Then 1900 uL of DPPH (0.1 mM in ethanol) was added to 100 pL of the prepared
solutions. The solutions were incubated for 20 min in a dark room and centrifuged for
2 min at 12,000 rpm. The efficiency of the BPPE antioxidant activity was then measured
by Eq. (4) (Boylan et al. 2015) using UV-spectrophotometer at A,,,, =517 nm. Also, the
solutions containing DMSO and 1900 pL of DPPH were considered as blank and con-
trol, respectively.

%RSA — Absorbancegymple — Absorbancegianik

x 100
Absorbanceconirol )

In vitro cytotoxicity assay

The in vitro cytotoxicity of the free BPPE, BPPE loaded-CCMNPs, and MNPs against
NIH/3T3, 4T1, MDA-MB-231 cell lines were evaluated by using standard MTT
[3-[4,5-Dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide] assay (Merck, Japan).
4T1 and MDA-MB-231 cells were cultured in RPMI and NIH/3T3 was cultured in
DMEM. The cells were then moved to 96 well plates with 2 x 10° cells in each well and
incubated. Following this step, the cell media were removed and replaced with media
containing 1000 to 7.8 pg/ml of BPPE, BPPE-loaded-CCMNPs, and MNPs, which were
prepared by serial dilution (Khorrami et al. 2019; Fatahi et al. 2020). After each period
of incubation (24 h and 48 h), the cell media were removed and replaced with PBS dis-
solved MTT (5 mg/ml) and incubated for 4 h. The MTT salt was afterward washed out
with DMSO and the optical density of the samples was recorded by ELISA plate reader
(ELX 808 IU Biotek) at A,,,, =570 nm. The untreated cells have been selected as the
control for this study. The concentrations of the MNPs, BPPE-CCMNPs, and the free
BPPE were performed in triplicate and repeated three individual times. The cell viability
ratio was related to the control wells that contain untreated cells with fresh cell culture

medium for each type of cell and calculated by the following formula (5):

Absorpti
Cell viability (%): ——— O PUONTest
Absorptionc; ol

(5)

Lactate dehydrogenase (LDH) assay

To assess the cell membrane integrity, the LDH enzyme activity which is soluble in
the cytosol was carried out with Promega LDH kit (Germany) followed by (Esfandiari
et al. 2019). The NIH/3T3, 4T1, and MDA-MB-231 cells were first incubated with dif-
ferent concentrations (1000 pug/ml to 7.81 pg/ml) of MNPs, BPPE-CCMNPs, and free
BPPE which were made by serial dilution (Khorrami et al. 2019; Fatahi et al. 2020).
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After 24 h and 48 h incubation, the LDH activity was assayed in 100 pL medium. The
max =490 nm by an ELISA
microplate reader (ELX 808 IU Biotek). Also, the untreated cells have been accounted
as the control in this test. The concentrations of the MNPs, BPPE-CCMNPs and the
free BPPE were performed in triplicate and repeated three times. The LDH concen-

optical density of the samples was then determined at A

tration (%) was associated with control cells containing untreated cells for each type
with fresh cell media and has been calculated by the following formula (6):

Absorption
LDH Concentration(%): ﬂ
Absorptionc, ol

(6)

Statistical analysis

The achieved data have been analyzed using analysis of variance (ANOVA) followed
by LSD post hoc test, in SPSS 27. Results have been reported as mean & SEM. Signifi-
cance was defined as p <0.05. All experiments have been performed in triplicate and
repeated three times.
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