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Abstract: Dendropanax morbifera is a versatile plant that has been used as a herbal medicine due
to its various useful medicinal effects. To protect its active component from biological stress and
increase its drug efficacy as well as drug bioavailability, nanoemulsion was prepared. Dendropanax
morbifera zinc oxide nanoparticles (DM-ZnO NPs) were synthesized using the plant extract via the
co-precipitation method and loaded with active indole-3-carbinol for nanoemulsion formulation using
the ultrasonication process. Field emission transmission electron microscope revealed the flower
shape of the Dendropanax morbifera indole-3-carbinol zinc oxide nanoemulsion (DM-ZnO-I3C-NE).
In contrast, DM-ZnO NPs showed a spheroid shape that coincides agreeably with field emission
electron scanning microscope. The hydrodynamic sizes by dynamic light scattering are about 65 ± 3
nm and 239.6 ± 6 nm and the crystallite sizes from X-ray diffraction are 11.52 nm and 16.07 nm
for DM-ZnO NPs and DM-ZnO-I3C-NE, respectively. In vitro analysis revealed the cytotoxicity of
DM-ZnO-I3C-NE against a human lung cancer cell line (A549) at 12.5 µg/mL as well as reactive oxygen
species (ROS) production. The DM-ZnO-I3C-NE-induced ROS generation level was higher than that
of DM-ZnO NPs and free indole-3-carbinol. The synergistic effect of DM-ZnO and indole-3-carbinol
indicates DM-ZnO-I3C-NE as a potential candidate for future lung cancer drug and could be scope
for functional food.

Keywords: dendropanax morbifera; zinc nanoparticles; nanoemulsion; indole-3-carbinol; anti-cancer
activity; cytotoxicity; lung cancer

1. Introduction

Cancer shows the highest mortality rate worldwide, which is due in part to mutations that enable
cancer cells to survive and spread to other organs [1]. Approximately 40% of patients with lung cancer
worldwide die within one year of diagnosis [2]. Nano-based drug delivery systems (DDS) have shown
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great promise due to advantages including the higher bioavailability, targeted specificity, and uptake
mechanisms of absorptive endocytosis. The integration of green phytoextracts and nano-biotechnology
approaches has contributed to improvements in DDS [3]. Plant extracts have been considered safe,
cheap, and free from hazards associated with chemical synthesis. Recently, several metal nanoparticles
using gold, silver, and zinc were synthesized using phytoextracts and showed efficacy as significant
pharmacological active compounds [4]. Plant extracts provide a platform for metal nanoparticles and
thereby increase their efficiency in the target-specific environment; furthermore, the plant extract acts
as a natural capping and carrier for active ingredients and metal particles [5]. Among the various metal
nanoparticles, the zinc oxide nanoparticle has been commonly applied in the field of drug delivery
due to its unique property of being active in intracellular and extracellular routes [6]. From prehistoric
times, medicinal plants have found their uniqueness in traditional medicine practices for various
diseases. The integration of green chemistry has provided an ample platform for expanding the
modern carrier system using these traditional medicine plants [7].

In our recent approach, we used the traditional Dendropanax morbifera (DM) for synthesizing
zinc oxide nanoparticles and further entrapped with them with indole-3-carbinol (I3C) using the
oil-in-water (O/W) nanoemulsion technique. Dendropanax is a genus of flowering plants in the family
Araliaceae that consists of almost 92 species of evergreen trees and shrubs found at the seashore and
islands in the southern part of South Korea. Dendro means “tree” and Panax means “Panacea,” and
DM falls under the subtropical evergreen panacea family. The leaf, stem, and root of this oriental
medicinal plant provides significant remedy for infectious diseases, skin, migraine, and various
anti-inflammatory activities [8]. A recent study reported that polyacetylene compounds from DM
show anti-complementary activity [9]. Based on the multiple properties of DM, it has been applied
as functional food materials with anti-diabetic, anti-cancer, and anti-atherogenic activities. DM
extract contains triterpenoids, polyacetylene, and phenolic substances that have been shown to exhibit
anti-inflammatory and anti-cancer properties. The information and composition of the extracts still
not much explored. However, the biological applications of these substances are under investigation.
These plant extracts with nanoformulation have become more prevalent in the past decades, due to
the valuable components and nutraceutical properties. Oleifolioside B, a component in DM, exhibits
anti-cancer activity by activating autophagy and inducing apoptosis through caspase activation [10].

Nano ZnO has gained recent attention in food additives as a GRAS (generally recognized as safe)
substance by the US Food and Drug Administration (FDA) [11]. Nano ZnO is comparatively less
toxic and inexpensive, with biological functions such as anti-cancer, anti-inflammatory, antibacterial,
anti-diabetes, wound healing, and bioimaging activities [12]. Treatment with dissolved ZnO NPs leads
to caspase activation and an increase in ROS concentration in intracellular conditions, resulting in the
loss of protein and cell apoptosis. Sharma et al. found that dissolved zinc ions play critical roles in
the apoptosis signaling pathway. Several studies have investigated the numerous mechanisms and
site-specific applications of ZnO nanoparticles (NPs) in various cancer cells [13].

Considering the advantages of DM and Zn, synthesizing DM-ZnO NPs and nanoemulsion (NE)
has been explored for food supplements and cancer treatment. To increase the efficacy of DM-ZnO
NPs, I3C, another green source and anti-cancer substance, was loaded using non-ionic surfactant and
olive oil in an O/W nano emulsification system. We prepared the oil-in-water nanoemulsion by an
ultrasonication method for enhancing the solubility of the active component inside DM and I3C by
trapping the hydrophobic part inside of the hydrophilic part by creating ultrasonic cavitation. Moreover,
the lipophilic part solubility will improve in the water form of nanoemulsion that sequentially increases
the bioavailability and medicinal properties of the drug.

I3C is found in cruciferous vegetables such as broccoli, cabbages, and cauliflower and shows
excellent tumor-blocking initiation capabilities [14]. I3C also serves a novel platform for various
chemo-sensitizing applications. Since the half-life of I3C is not of the highest order, it is essential to
deliver it at the right site with the active component of the plant to enhance its efficacy as well as
increase the solubility using lyophilic components of the plant. In this article, we developed a novel
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platform for carrying I3C with zinc metal nanoparticle synthesized using high actives involving DM
extracts. This study provides an abundant composition of making a novel anti-cancer drug with an
additional application as a safe food supplement.

In this article, we carefully synthesized biologically active nanoemulsion and performed structural
identification. Morphology was determined using dynamic light scattering (DLS), Fourier transforms
infrared analysis (FTIR), field emission transmission electron microscopy (FE-TEM), ultraviolet-visible
(UV-Vis) spectrophotometry, and FE-SEM, which aided in the elucidation of the morphological and
chemical natures of the NE. DM-ZnO NPs were successfully synthesized from DM extract, and I3C was
entrapped using the oil-in-water nanoemulsion system in which ZnO NPs water solution was used as
the aqueous phase and olive oil was used as the oil phase with Tween 80 as a surfactant. The effect of
the synthesized nanoformulation was investigated using the A549 lung cancer cell line and the HaCaT
human keratinocyte cell line. Furthermore, the anti-cancer activity was checked via measurement of
ROS level.

2. Materials and Methods

2.1. Plant Materials

The Dendropanax morbifera sample was collected from of Wando-gun city of South Korea from a
100-year-old tree in the September 2019. A total of 10 kg of plant were collected and extracted.

2.2. Chemicals

Zinc nitrate hexahydrate (>98.0%), indole-3-Carbinol (Sigma Aldrich, St. Louis, MO, USA),
sodium hydroxide (>98.0%). All media was supplied from Difco, MB Cell (Gangnam-gu, Seoul, Korea).
Absolute alcohol was supplied by Samchun Pure Chemical Co. Ltd. (Gyeonggi-do, Korea). Olive
oil and Tween 80 were obtained from Samchun Pure Chemical Co. Ltd. The human keratinocyte
cell line (HaCaT) and lung cancer cell line (A549) used in this study were obtained from the Korean
cell line bank (Seoul, South Korea). RPMI 1640 (Roswell Park Memorial Institute Medium) culture
medium was purchased from GenDEPOT Inc. (Barker, TX, USA). Dulbecco’s modified eagle’s
medium (DMEM) (Gibson-BRL, Grand Island, NY, USA) with 10% fetal bovine serum (FBS) and 1%
penicillin/streptomycin (p/s) (WElGENE Inc., Daegu, Korea) was also used for experiments.

2.3. Preparation of DM Extract

The sample was washed to remove any debris and ground into fine particles. Plant powder (10 g)
was placed in conical flasks with 100 mL of DW (Distilled water) and autoclaved for 60 min at 100 ◦C
under high pressure to obtain an aqueous extract. The autoclaved extract was filtered with filter paper
(Whatman-No.1) and centrifuged at 5000 rpm for 15 min to remove debris. The collected supernatant
was kept at 4 ◦C until experiments.

2.4. Synthesis of DM-ZnO NPs from the Extract

The DM-ZnO NPs were prepared using the co-precipitation method with minor modifications [15].
Zinc nitrate hexahydrate worked as an oxidizing salt and sodium hydroxide worked as a precipitating
precursor. The method involves precipitating nanoparticles, and the purification includes the washout
of unreacted zinc nitrate salt and phytochemicals. Initially, 20 mL of 10% DM extract (w/v) was mixed
with 80 mL of distilled water under stirring, and 0.1 mM (10 mL) of zinc nitrate salt was added to the
light brown solution with continuous stirring (500 rpm). Then, the solution was heated up to 65 to
70 ◦C. Then, 0.2 M (15 mL) aqueous solution of NaOH was added dropwise into the hot solution with
continuous stirring over 120 min. During this process, the precipitate begins to accumulate, thicken,
and form a uniform mixture. The mixture was allowed to cool down without stirring, after which it
was centrifuged at 8000 rpm at 15 min to remove the unreacted substances. A cold-water wash (5 ◦C)
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was performed. Solid particles were kept at 60 ◦C for 4–5 h in the oven for the complete conversion of
Zn(OH)2 to ZnO NPs as a white DM-ZnO-NP powder.

2.5. Synthesis of DM-ZnO-I3C NE

In this approach, we adapted a higher energy ultrasonication technique for the development of
O/W nanoemulsion using the ultrasonication method (Figure 1). This technique involves an amplitude
of 50% for 3 min with a pulse rate of 10 sec. I3C was dissolved in 20 µL of ethanol with a mixture of
olive oil and Tween 80 as a surfactant. The sonication conditions were selected based on the quantity.
The nanoformulation was performed under ice-cold conditions to avoid heat generation due to the
cavitation phenomenon. The size improves stability for long storage and helps in the drug-carrying
ability of the formulation. Three formulations were prepared using different conditions to check the
stability: S1, S2, and S3. All three samples were reviewed, and the stable formulated product was
further characterized and underwent efficiency testing.

Figure 1. Preparation of DM-ZnO-I3C oil in water nanoemulsion using the ultrasonication method.

2.6. Characterization

The synthesized nanoemulsion and nanoparticles were characterized via various analytical
instruments for measuring size, morphology, and stability.

The green synthesized NP solutions were observed between 200 and 700 nm with a UV-Vis
spectrophotometer (Ultrospec TM-2100 pro) for the confirmation of the DM-ZnO NPs and
DM-ZnO-I3C NE.

The surface capping materials of the NPs and NE were determined by FTIR analysis (PerkinElmer
Inc., Waltham, MA, USA) between 4000 and 450 cm−1. The spectral studies were plotted as transmittance
(%) versus wavenumber (cm−1).

XRD was analyzed using D8 Advance (Bruker, Karlsruhe, Germany) that confirmed the crystallinity
and size of DM-ZnO NPs and DM-ZnO-I3C-NE in a 2θ range of 20◦–80◦ angle with an operating
voltage of 40 kV as well current of 40 mA &Cu-Kα radiation of 1.54 Å.

DLS analysis data were obtained at 25 ◦C with a zeta potential and particle size using the zeta
analyzer and ELSZ-2000 series (Otsuka Electronics Photal, Osaka, Japan), which was used to define the
size distribution.

The morphology of the purified metallic NPs and nanoemulsion was examined using a
multifunctional 200 kV-operated JEM-2100 F (JEOL, Akishima, Tokyo, Japan). The samples were
prepared using a copper grid on which a small amount of the samples was dropped.
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In this study, we used an FE-SEM to obtain topographical and elemental information (LEO SUPRA
55, GENESIS 2000 (Carl Zeiss, EDAX); gun: thermal field emission type; resolution: 1.0 nm @15 kV
1.7 nm @1 kV 4.0 nm @0.1 kV; magnification: 12× to 900,000×). FE-SEM provides more transparent
and higher regulation than typical SEM.

Cell culture

A549 cells were cultured in RPMI 1640 with 10% FBS, 1% penicillin. HaCaT cells were cultured in
DMEM with 10% FBS and 1% p/s. Both cell lines were cultured at 37 ◦C in a humidified incubator with
5% CO2 atmosphere.

Cells were seeded in X-well plates at 1 × 104 cell/well. Cells were treated as indicated with various
concentrations (0, 3.125, 6.25, 12.5, 25 µg/mL) and incubated for 24 h. Then, cells were treated with
20 µL of 3-(4, 5-dimethyl-2-thiazolyl)-2, 5-diphenyl tetrazolium bromide solution (MTT; 5 mg/mL,
PBS; Life Technologies, Eugene, OR, USA) for 4 h at 37 ◦C. Viable cells convert the MTT solution
to purple-colored formazan; the insoluble formazan was dissolved by 100 µL DMSO in each well.
Readings were taken at 570 nm with an Enzyme-Linked Immunosorbent Assay (ELISA) reader (Bio-Tek,
Instruments, Inc., Winooski, VT, USA).

ROS levels were determined using 2′,7′-dichlorofluorescein (DCF-DA). A549 cells were seeded at
1.0–1.2 × 104 cells per well in X-well plates overnight. Cells were treated with various concentrations
of DM-ZnO-I3C-NE for 24 h. Next, 25 µM of the DCFH-DA (2′-7′dichlorofluorescin diacetate) solution
was added into each well and samples were incubated for 30 min. The supernatant was discarded,
and cells were washed twice with 1 × dPBS (Dulbecco’s phosphate-buffered saline). A multi-model
plate reader was used for measurement of the fluorescence intensity by an excitation wavelength of
485 nm and an emission wavelength of 520 nm. ROS generation assays were also performed using
DM-ZnO-I3C-NE with DM-ZnO NPs and I3C at the same concentrations.

3. Results and Discussion

3.1. Physicochemical Properties of the Synthesized Nano Formulation

To ensure the stability of the nanoemulsion, we synthesized three different concentrations: S1,
S2, and S3. All three contained different compositions of the oil and water ratio, as shown in Table 1.
The composition of surfactant, water, and oil percentage in each phase mostly determines the O/W
(oil in water) or W/O (water in oil) system of nanoformulation. It was recently reported that 50–90% of
the aqueous phase and the surfactant concentration should be 1.5–10% in oil in water [16,17]. High
percentages of surfactant may cause skin and eye irritation, so we carefully considered 2–10% surfactant
concentration. Samples with different proportions of water, oil, and surfactant were tested by checking
stability using physical visualization over seven days. Over seven days of observation, the sample
showed little creaming for S1 and precipitation for S3. The stability of the particle depends on the
non-formation of creaming and precipitation or any phase separation during observation [18]. Due to
the misappropriate composition of surfactant, oil, and water, the binding nature of the materials
differed. Hence, our formulations of S1 and S3 were not stable for seven days, and so we did not
pursue experiments with these samples. Sample S2 showed excellent stability during observation, so
we performed another evaluation of its stability.

Table 1. The optimization process for nanoemulsion preparation.

Sample (Name) DM-ZnO NPs
(Aqueous Solution) Olive Oil I3C Drug Surfactant

(Tween 80)

S1 82% (37.5 mg) 10% 5% (12.5 mg) 3%
S2 80% (37.5 mg) 8% 5% (12.5 mg) 7%
S3 80% (37.5 mg) 5% 5% (12.5 mg) 10%
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Sample S2 was centrifuged at 3000 rpm for 30 min, and we did not observe any precipitation
during the observation time. To evaluate temperature stability, the formulation was tested at different
temperatures (5 ◦C, 25 ◦C, 40 ◦C) for 15 days of observation. S2 showed stability as shown by
observing the zeta potential and PDI (Poly dispersity index) value. The low polydispersity value of
NE (less than 0.2) indicated efficient formulation of the system as well homogeneity, which may help
attain excellent stability [19]. Based on the preliminary results, S2 was chosen for further experiments.
DM-ZnO-I3C-NE contains 80% aqueous part containing 37.5 mg of DM-ZnO NPs and olive oil (8%) as
well as a surfactant (7%) and was loaded with 5% I3C (12.5 mg).

3.2. UV-Vis Analysis

Figure 2 shows the UV absorbance spectra of the plant extract, extract-capped ZnO NPs, I3C-loaded
DM-ZnO nanoemulsion, and I3C alone. Results indicated that DM successfully synthesized ZnO
NPs using the co-precipitation method. DM-ZnO NPs showed a sharp surface at plasmon resonance
wavelength (λspr) at approximately 363 nm, demonstrating the formation of ZnO NPs. The DM
extract showed a sharp absorption peak around 280–320 nm due to the presence of polyphenol [20,21].
Anthocyanins are highly reactive phenolic compounds. In this case, the anthocyanin molecule may
show a characteristic broad band around 312 nm. Therefore, DM extract functionalized with ZnO
NPs and ZnO-I3C-NE both showed the absorption spectra at 250–380 nm [22,23], which confirmed
the presence of DM extract in the formulation (Figure 2A). I3C showed a sharp absorbance peak
at around 280 nm, and DM-ZnO-I3C-NE also showed absorbance at 280 nm, demonstrating the
entrapment of I3C during nanoemulsion preparation (Figure 2B). These results were further evidenced
by the morphological changes observed by SEM and TEM characterizations and corresponding EDS
(Energy dispersive spectroscopy) elemental mapping.

Figure 2. UV-Visible spectra of (A) Dendropanax morbifera zinc oxide nanoparticles (DM-ZnO NPs) with
DM extract, (B) DM-ZnO-I3C-NE with standard I3C.

3.3. FTIR Spectroscopic Analysis

FTIR spectra of DM plant, I3C, DM-ZnO NPs, and DM-ZnO-I3C-NE are displayed in Figure 3.
The I3C-loaded DM ZnO nanoemulsion showed physiognomies peaks of functional groups of DM
extract, ZnO NPs, and I3C. The DM-ZnO-I3C-NE exhibited a broad peak at 3377.63 cm−1 representing
the phenolic (–OH) and secondary amine (–NH) group due to the polyphenol from Dendropanax extract
and secondary amine (–NH) of I3C [24,25]. Absorbance at 2850 cm−1 and 1383 cm−1 represents the
functional group of medium (–CH) stretch and (–C=O) stretching. The DM-ZnO NPs and DM extract
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exhibit functional groups at 3382–3271 cm−1, also representing the phenolic (–OH) group from the
polyphenol compound of the plant extract. The DM-ZnO NPs also demonstrated an absorption peak
at 1598 cm−1 observed in plant extract, which may be due to the presence of (–OH), (–CH) groups.
I3C showed a narrow peak at 3379 cm−1 due to the presence of the (–NH) secondary amine bond and
also absorption bands at 2800–3000 cm−1 and 1450–1554 cm−1 representing C–H stretching and C=C
stretching bond for alkyne molecules. Finally, the DM-ZnO NPs and DM-ZnO-I3C-NE both contain an
IR transmission peak at (450–500) cm−1, indicating the presence of metal ZnO NPs and confirming
the successful formation of DM-ZnO-I3C-NE from plant extract mediated with DM-ZnO NPs and
I3C [26,27].

Figure 3. Fourier transforms infrared analysis (FTIR) for I3C standard (Red), DM-ZnO NPs (orange)
DM-ZnO-I3C-NE (yellow) and DM extract (green).

3.4. XRD Analysis

The crystalline structure and crystallite size insight into the nanomaterial are provided through
the XRD analyzer. The XRD pattern of the synthesized DM-ZnO NPs and DM-ZnO-I3C-NE is shown
in Figure 4. The XRD peaks showed strong diffraction peaks at 31.810, 34.450, 36.290, 47.770, 56.670,
62.890, 67.990 and 31.780, 34.470, 36.290, 47.620, 56.690, 62.890, and 68.050 corresponds to the lattice
crystal planes (100), (002), (101), (102), (110), (103), and (112), which had significant agreement with
JCPSD card no. 89–1397 [28]. The most intense peak at 36.290 belongs to (101) orientation, and also, its
position reflects the hexagonal wurtzite structure of both cases. The presence of (100), (002), and (101)
indicated the high purity of the nanoformulation and also indicated that there are no other impurities.
The strong and narrow peak indicated the highly crystal nature for both cases.



Materials 2020, 13, 3197 8 of 16

Figure 4. XRD analysis for DM-ZnO NPs (Red) and DM-ZnO-I3C-NE (Black).

The average crystalline size of the nanoparticles and nanoemulsion were calculated using Scherrer
Equation (1), which is also shown in Tables 2 and 3.

D =
kλ
β cos 0

(1)

where D is denoted as the crystalline size of the particles, k is the Scherrer constant, which is equal to
the shape factor 0.9, the wavelength of light diffraction is λwhere (λ = 1.54 Å), β is the FWHM (full
width at half maximum), and θ is the Bragg angle of refraction.

Table 2. Crystalline size analysis of DM-ZnO-Nps using an XRD analyzer. FWHM: full width at
half maximum.

Lattice Plane Position of
Peak (2θ)

d-Spacing
Value (A0)

FWHM Value
(2θ) Size (nm) Average (nm)

100 31.81 d = 2.81 0.8242 10.03
002 34.45 d = 2.60 0.5691 14.63 11.52
101 36.29 d = 2.47 0.8438 9.92
102 47.77 d = 1.90 2.3549 3.69
110 56.67 d = 1.62 1.3541 6.67
103 62.89 d = 1.48 1.9036 4.90
112 67.99 d = 1.37 2.7474 3.49

Table 3. Crystalline size analysis of DM-ZnO-I3C-NE using an XRD analyzer.

Lattice Plane Position of
Peak (2θ)

d-Spacing
Value (A0)

FWHM Value
(2θ) Size (nm) Average (nm)

100 31.78 d = 2.80 0.7261 11.39
002 34.47 d = 2.59 0.3336 24.95 16.0708
101 36.29 d = 2.47 0.7065 11.84
102 47.62 d = 1.90 2.5904 3.35
110 56.69 d = 1.62 1.1382 7.94
103 62.89 d = 1.47 2.0606 4.52
112 68.05 d = 1.37 2.1587 4.44

The crystalline sizes were calculated for both DM-ZnO NPs and DM-ZnO-I3C-NE, and the
nanoemulsion is 11.52 nm and 16.07 nm, which are respectively shown in Tables 2 and 3. The sharp
and clear peaks established the highly purity and crystalline flora of the DM-ZnO NPs and
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DM-ZnO-I3C-NE [29]. The XRD pattern highly support the successful loading of ZnO NPs into
the nanoemulsion.

3.5. FE-TEM, Elemental Mapping, and FE-SEM Analysis

The morphology of the nanoemulsion was characterized using FE-TEM. ZnO NPs showed the
spheroid nanoparticle in a 500 nm scale range that did not aggregate with each other (Figure 5A).
In contrast, in DM-ZnO NPs loaded with I3C using the oil-in-water system, the morphology changed
to a flower shape with systematic orientation, and the entrapment of I3C was confirmed as successful
with DM-ZnO in the 500 nm range (Figure 5D,E). Inclusion of the hydrophobic part helps it become
stable and encircled by the hydrophilic part of the surfactant, which also enclosed the lipid layer of
olive oil. In higher magnifications, I3C showed a nano-flower structure with 3–4 broad petal-like
structures. The flower shape refers to the geometrical resemblances to a flower, with pyramid-like
petal dimensions of less than 100 nm [30]. Flower-like nanostructures can disrupt the cell wall and cell
mechanisms better than spherical shapes, thus promoting the death of human endothelial cells [31,32].
Therefore, the flower shape indicates that this substance can be a potential candidate for cancer drug
delivery. The EDX (Energy-dispersive X-ray spectroscopy) mapping indicated the presence of Zn
and O in the ZnO nanoformulation (Figure 5B,E). The peak signal of zinc and oxygen successfully
confirmed the formation of ZnO nanoparticles in Figure 5C.

Figure 5. FE-TEM analysis of DM-ZnO nanoparticles, (A) Multiple images at 500 nm bar range
(no aggregation), (B) Elemental mapping and DM-ZnO-I3C nanoemulsion, (C) EDS (Energy dispersive
spectroscopy) of DM-ZnO nanoparticles, (D) Multiple images for DM-ZnO-I3C-NE at 500 nm range,
(E) Elemental mapping, (F) EDS of DM-ZnO-I3C nanoemulsion.

FE-SEM morphology further confirmed that the DM-ZnO spheroid (Figure 6A,B) showed no
aggregation and also that DM-ZnO-IC3-NE showed a flower-shaped morphology, which coincides
well with the FE-TEM data (Figure 6D,E). The presence of Zn and O were identified in the EDS spectra
through a sharp peak signal of both metals, indicating the formation of zinc oxide nanoparticles and
nanoemulsion and also confirming no aggregation.
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Figure 6. FE-SEM analysis of DM-ZnO nanoparticles exhibited a spheroid shape in (A), (B) and
DM-ZnO-I3C nanoemulsion exhibited a flower shape in (D), (E) EDS analysis for DM-ZnO NPs (C)
and DM-ZnO-I3C-NE (F).

3.6. Size Measurement Analysis

DLS analysis is essential for determining the hydrodynamic size of the nanoparticles and
nanoemulsion. The hydrodynamic diameter and PDI value of DM-ZnO NPs is about 65 ± 3 and
0.50 nm, respectively (Figure 7A,B). When I3C was entrapped using the oil-in-water method, the
obtained nanoemulsion increased in size to 239.6 ± 6.13 nm with a PDI value of 0.13 due to the
entrapment of new hydrophobic compounds. The stability of the nanoemulsion was analyzed using
a zeta analyzer; the DM-ZnO-I3C-NE zeta potential observed was around −12 ± 0.5 MeV, which
confirmed the nanoemulsion stability. The small PDI value indicated the monodispersibility of both
nano compositions, which was further confirmed by FE-TEM and FE-SEM.

Figure 7. Size distribution analysis using dynamic light scattering (DLS) analyzer for (A) DM-ZnO
NPs (B) DM-ZnO-I3C NE.

3.7. In Vitro Cell Cytotoxicity Analysis

Non-cancerous HaCaT cells and A549 lung cancer cells were treated with DM-ZnO-I3C
nanoemulsions in different concentrations (0, 3.125, 6.25, 12.5, and 25 µg/mL) for 24 h. Cytotoxicity
analysis was determined using MTT assay (Figure 8). We performed HaCaT as a control normal cells
as per the previously reported papers [33]. Recent research found HaCaT cells were considered one of
strongest for ACE2 receptors which is prone to be more susceptible for lung [34]. This encourages
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more investigation using these cell lines. The DM-ZnO-I3C nanoemulsion showed diverse effects
on killing A549 cells and had no impact on HaCaT cells in a dose-dependent manner for up to 24 h.
DM-ZnO-I3C-NE significantly induced cancer cell growth of more than 80% at a concentration of
12.5 µg/mL after 24 h treatment. In contrast, DM-ZnO-I3C-NE showed minimum toxicity on normal
cells after 24 h treatment. This cytotoxicity result was similar to a previous study [35]. We performed
similar assays using free DM-ZnO and I3C. DM-ZnO-I3C-NE showed significantly more toxicity in
cancerous cells than the other two samples; this may be due to the synergistic effect of the nanoemulsion
prepared using DM ZnO NPs and the ability to deliver I3C at the target site. The increase in the cell
toxicity clearly shows that the drug I3C is effectively delivered at the target site and due to the formation
of nanoemulsion made. Additionally, the presence of dissolved Zn ion helps for the mitochondrial
and DNA damage due to the dissolved metal ions and allows the drug to effectively block the tumor
growth. This is well supported by the MTT results where the DM-ZnO NPs is less toxic than the
DM-ZnO-I3C NEs in A549 cell line. Similarly, the I3C toxicity at A549 suggests that the drug is not
sufficiently reached to increase its capabilities. This suggests that the drug carrier using the plant
extract with a metal ion and capping agent is an effective control for this synergetic effect.

Figure 8. In vitro cytotoxicity analysis for I3C, DM-ZnO NPs, and DM-ZnO-I3C-NE nanoemulsion
in (A) Human keratinocyte cells (HaCaT) and Human lung carcinoma (A549) cells (B). Each value is
expressed as the mean ± standard error of three independent experiments. *** p < 0.001 compared
with control.

3.8. ROS Generation Induced by DM-ZnO-I3C-NE

The anti-cancer activity of DM-mediated Ag and Au NPs were previously reported [36,37].
Nanosized ZnO was also shown to induce the toxicity of human lung carcinoma cells [38]. However,
the anti-cancer activity DM-ZnO nanoparticles and DM-ZnO-I3C nanoemulsion on lung cancer cells
have not been reported. In this study, DM-ZnO-I3C was synthesized and checked for anti-cancer activity
against A549 human lung carcinoma cells. MTT assays revealed a high toxicity of the DM-ZnO-I3C
nanoemulsion on A549 lung cancer cells at 12.5 µL/mL concentration. In contrast, DM-ZnO-I3C
exhibited minimum toxicity in normal cell lines in the same conditions. Therefore, the determination
of the anti-cancer effect of DM-ZnO-I3C has been done evaluating cytotoxicity together with ROS
level measurement.

Studies have shown that nanomaterials induce cell death due to oxidative stress [39]. As shown
in Figure 9, DM-ZnO-I3C produced a higher ROS level than free DM-ZnO and I3C alone at 10 µg/mL.
It was also found that 10 µg/mL can change cellular morphology [40]. ROS generation due to ZnO
nanoparticles was investigated in detail; however, no mechanism has been clearly elucidated.
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Figure 9. Reactive oxygen species (ROS) generation ability of DM-ZnO-NE with compared free drug in
A549. Each value is expressed as the mean ± standard error of three independent experiments. *** p <

0.001 compared with control.

The cell cytotoxicity is apparent due to the insolubility of ZnO nanoparticles to free Zn2+ due to its
higher concentration. The potential therapeutic approach due to the transition metals can regulate the
redox cycling cascades to generate the ROS levels due to the presence of H2O2. This phenomenon has
been previously shown by incorporating the Fe3+ ions with zinc metal, which correlates the Fenton’s
reagent mechanism of enhanced ROS levels in cancer cells [41]. Higher ROS generation may be due to
the formation of nanoemulsion, while an active component is more protective from physiological stress
than free drug and also shows an increased surface area, which will increase drug bioavailability [42].
These results suggest that the DM-ZnO-I3C nanoemulsion may be a new drug and a green source for
lung cancer treatment.

3.9. Effect of DM-ZnO-I3C-NE on Cell Morphology

We investigated the influence of DM-ZnO-I3C-NE compared with free DM-ZnO NPs and I3C drugs
on A549 lung cancer cell morphology under an optical microscope. We observed the morphological
changes in A549 cells due to the excessive oxidative stress caused by DM-ZnO-I3C NE. Compared
with untreated controls, the cell density of treated cells was drastically reduced, and the cell shape
showed a different profile based on dose for time. Then, we investigated the morphology after 24 h.
The morphological differences may be due to the shift from epithelial to mesenchymal expression
change approaching the fibroblast-like expression [43]. Figure 10C shows the morphological changes
with different concentrations of I3C drug, and Figure 10B shows results for DM-ZnO NPs, while
Figure 10A shows the synergetic effect of Zn2+ ions and I3C drug of DM-ZnO-I3C NE. The results
indicate that the cell morphology alterations may be due to ROS generation caused by Zn2+ ions and
I3C and oxidative stress [44]. This result is well coincident with our ROS generation study. Interestingly,
the components for this nanoformulation had a similar property at the target site, and thereby the
synergistic effect was confirmed.
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Figure 10. Optical microscopic image for morphology changes of A549 lung cancer cells after treated
with DM-ZnO-NE 24 h compared with control. (a) DM-ZnO-I3C-NE; (b) DM-ZnO NPs; (c)Free I3C.

4. Conclusions

DM is an ancient traditional tree that is endemic in South Korea. Here, excitingly, a 100-year-old
Dendropanax plant extract is used that had been demonstrated to show various therapeutic efficacies.
Our study represents a facile approach for the biological synthesis of a functional nanoformulation
using DM plant extract-mediated ZnO nanoparticles loaded with the anti-cancer drug I3C based on
O/W nanoemulsion using an ultrasonication process. Thus, we designed an oil-in-water nanoemulsion
where I3C was easily entrapped into the lipophilic part as well as DM-ZnO NPs with the highly
enriched active component of Dendropanax producing an outer hydrophilic layer with the help of a
non-ionic surfactant to enhance the efficacy of active ingredients. This outer capping ensures the safe
carrier system for Zn2+ ion and I3C drug to the respective site. Upon exposure to the disease site, the
outer core layer degrades slowly and allows the Zn metal to be exposed to the acidic environment,
leading to the mitochondrial disruption due to transition permeability and thereby causes the oxidative
stress, which leads to apoptosis. During this phenomenon, the bioactivity of I3C also induces and
causes the synergetic effect to I3C drug for its ROS generation capabilities. This increase in the dual
functionality enables a faster and effective way of blocking the tumor and enhancing the rapid activity
at the tumor site. The increase in the ROS generation in the DM-ZnO-I3C-NE particles suggests
the synergetic response of I3C and Zn2+ ion. In vitro cytotoxicity analysis revealed the anti-cancer
efficacy of DM-ZnO-I3C-NE on a human lung cancer cell line (A549) as well as the production of ROS.
DM-ZnO-I3C-NE induced higher ROS levels compared with free DM-ZnO and I3C on human lung
carcinoma cells. The results of ROS generation validated with cell morphological studies as the higher
concentration of the DM-ZnO-I3C-NE was found to be effective for apoptosis against the free I3C and
DM-ZnO NP. These results suggest the efficacy of the compounds at the target site and open a door for
detailed investigation of the compound mechanisms.

DM-ZnO-I3C-NE showed lower toxicity in the HaCaT human keratinocyte cell line. The increased
ROS level and toxicity on human carcinoma lung cancer cells by DM-ZnO-I3C-NE indicates it may
be a potential source of future nano-drugs for lung cancer treatment. This approach also provides
a novel nanoformulation for functional food, which is a proven safe and efficient approach for
commercial applications.



Materials 2020, 13, 3197 14 of 16

Author Contributions: Conceptualization, L.A.; Data curation, E.J.R. and Y.H.; Formal analysis, Y.H.; Funding
acquisition, J.Y.K. and G.J.L.; Investigation, J.C.A.; Methodology, E.J.R. and D.-C.Y.; Project administration,
J.P.K. and G.J.L.; Resources, S.-K.J., M.K. and D.-C.Y.; Software, E.J.R.; Supervision, D.-C.Y.; Visualization, L.A.;
Writing—Original draft, E.J.R.; Writing—Review and editing, L.A. All authors have read and agreed to the
published version of the manuscript.

Funding: This research was supported by a grant from the Korea Institute of Planning & Evaluation for Technology
in Food, Agriculture, Forestry, and Fisheries (KIPET No. 316065-3).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Kim, C.G.; Castro-Aceituno, V.; Abbai, R.; Lee, H.A.; Simu, S.Y.; Han, Y.; Hurh, J.; Kim, Y.-J.; Yang, D.C.
Caspase-3/MAPK pathways as main regulators of the apoptotic effect of the phyto-mediated synthesized
silver nanoparticle from dried stem of Eleutherococcus senticosus in human cancer cells. Biomed. Pharmacother.
2018, 99, 128–133. [CrossRef]

2. Wang, C.; Mathiyalagan, R.; Kim, Y.J.; Castro-Aceituno, V.; Singh, P.; Ahn, S.; Wang, D.; Yang, D.C. Rapid green
synthesis of silver and gold nanoparticles using Dendropanax morbifera leaf extract and their anticancer
activities. Int. J. Nanomed. 2016, 11, 3691.

3. Mahaling, B.; Verma, M.; Mishra, G.; Chaudhuri, S.; Dutta, D.; Sivakumar, S. Fate of GdF3 nanoparticles-loaded
PEGylated carbon capsules inside mice model: A step toward clinical application. Nanotoxicology 2020, 14,
577–594. [CrossRef]

4. Chen, F.; Ehlerding, E.B.; Cai, W. Theranostic nanoparticles. J. Nucl. Med. 2014, 55, 1919–1922. [CrossRef]
5. Rupa, E.J.; Anandapadmanaban, G.; Chokkalingam, M.; Li, J.F.; Markus, J.; Soshnikova, V.; Perez, Z.;

Yang, D.-C. Cationic and anionic dye degradation activity of Zinc oxide nanoparticles from Hippophae
rhamnoides leaves as potential water treatment resource. Optik 2019, 181, 1091–1098.

6. Yusof, H.M.; Mohamad, R.; Zaidan, U.H. Microbial synthesis of zinc oxide nanoparticles and their potential
application as an antimicrobial agent and a feed supplement in animal industry: A review. J. Anim. Sci.
Biotechnol. 2019, 10, 57. [CrossRef] [PubMed]

7. Aljabali, A.A.; Akkam, Y.; Al Zoubi, M.S.; Al-Batayneh, K.M.; Al-Trad, B.; Abo Alrob, O.; Alkilany, A.M.;
Benamara, M.; Evans, D.J. Synthesis of gold nanoparticles using leaf extract of Ziziphus zizyphus and their
antimicrobial activity. Nanomaterials 2018, 8, 174. [CrossRef]

8. Yu, H.Y.; Kim, K.-S.; Lee, Y.-C.; Moon, H.-I.; Lee, J.-H. Oleifolioside A, a new active compound, attenuates
LPS-stimulated iNOS and COX-2 expression through the downregulation of NF-κB and MAPK activities in
RAW 264.7 macrophages. Evid. Based Complement. Altern. Med. 2012, 2012, 637512. [CrossRef] [PubMed]

9. Park, S.-E.; Sapkota, K.; Choi, J.-H.; Kim, M.-K.; Kim, Y.H.; Kim, K.M.; Kim, K.J.; Oh, H.-N.; Kim, S.-J.; Kim, S.
Rutin from Dendropanax morbifera Leveille protects human dopaminergic cells against rotenone induced
cell injury through inhibiting JNK and p38 MAPK signaling. Neurochem. Res. 2014, 39, 707–718. [CrossRef]

10. Jin, C.-Y.; Yu, H.Y.; Park, C.; Han, M.H.; Hong, S.H.; Kim, K.-S.; Lee, Y.-C.; Chang, Y.-C.; Cheong, J.; Moon, S.-K.
Oleifolioside B-mediated autophagy promotes apoptosis in A549 human non-small cell lung cancer cells. Int.
J. Oncol. 2013, 43, 1943–1950. [CrossRef] [PubMed]

11. Duvall, M.N. FDA Regulation of Nanotechnology; Beveridge and Diamond, PG: Washington, DC, USA, 2012.
12. Zhang, Z.-Y.; Xiong, H.-M. Photoluminescent ZnO nanoparticles and their biological applications. Materials

2015, 8, 3101–3127. [CrossRef]
13. Akhtar, M.J.; Ahamed, M.; Kumar, S.; Khan, M.M.; Ahmad, J.; Alrokayan, S.A. Zinc oxide nanoparticles

selectively induce apoptosis in human cancer cells through reactive oxygen species. Int. J. Nanomed. 2012, 7,
845.

14. Bailey, G.S.; Tilton, S.; Williams, D.E. Mechanisms of Tumor Inhibition, and Tumor Promotion, by Dietary
Indole-3-Carbinol; AACR: Philadelphia, PA, USA, 2006.

15. Rupa, E.J.; Anandapadmanaban, G.; Mathiyalagan, R.; Yang, D.-C. Synthesis of zinc oxide nanoparticles
from immature fruits of Rubus coreanus and its catalytic activity for degradation of industrial dye. Optik
2018, 172, 1179–1186. [CrossRef]

16. Teo, B.S.X.; Basri, M.; Zakaria, M.R.S.; Salleh, A.B.; Rahman, R.N.Z.R.A.; Rahman, M.B.A. A potential
tocopherol acetate loaded palm oil esters-in-water nanoemulsions for nanocosmeceuticals. J. Nanobiotechnol.
2010, 8, 4. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.biopha.2018.01.050
http://dx.doi.org/10.1080/17435390.2019.1708494
http://dx.doi.org/10.2967/jnumed.114.146019
http://dx.doi.org/10.1186/s40104-019-0368-z
http://www.ncbi.nlm.nih.gov/pubmed/31321032
http://dx.doi.org/10.3390/nano8030174
http://dx.doi.org/10.1155/2012/637512
http://www.ncbi.nlm.nih.gov/pubmed/22911495
http://dx.doi.org/10.1007/s11064-014-1259-5
http://dx.doi.org/10.3892/ijo.2013.2143
http://www.ncbi.nlm.nih.gov/pubmed/24141596
http://dx.doi.org/10.3390/ma8063101
http://dx.doi.org/10.1016/j.ijleo.2018.07.115
http://dx.doi.org/10.1186/1477-3155-8-4
http://www.ncbi.nlm.nih.gov/pubmed/20178581


Materials 2020, 13, 3197 15 of 16

17. Oliveira, E.; Boock, K.; Maruno, M.; Rocha-Filho, P.A.d. Accelerated stability and moisturizing capacity of
emulsions presenting lamellar gel phase obtained from brazilian natural raw material. J. Dispers. Sci. Technol.
2011, 32, 1135–1139. [CrossRef]

18. Junyaprasert, V.B.; Teeranachaideekul, V.; Souto, E.B.; Boonme, P.; Müller, R.H. Q10-loaded NLC versus
nanoemulsions: Stability, rheology and in vitro skin permeation. Int. J. Pharm. 2009, 377, 207–214. [CrossRef]
[PubMed]

19. Bernardi, D.S.; Pereira, T.A.; Maciel, N.R.; Bortoloto, J.; Viera, G.S.; Oliveira, G.C.; Rocha-Filho, P.A. Formation
and stability of oil-in-water nanoemulsions containing rice bran oil: In vitro and in vivo assessments. J.
Nanobiotechnol. 2011, 9, 44. [CrossRef] [PubMed]

20. Aleixandre-Tudo, J.L.; du Toit, W. The role of UV-visible spectroscopy for phenolic compounds quantification
in winemaking. In Frontiers and New Trends in the Science of Fermented Food and Beverages; IntechOpen: London,
UK, 2018.

21. Mabry, T.; Markham, K.R.; Thomas, M.B. The Systematic Identification of Flavonoids; Springer Science & Business
Media: Berlin, Germany, 2012.

22. Chikkanna, M.M.; Neelagund, S.E.; Rajashekarappa, K.K. Green synthesis of zinc oxide nanoparticles (ZnO
NPs) and their biological activity. SN Appl. Sci. 2019, 1, 117. [CrossRef]

23. Talam, S.; Karumuri, S.R.; Gunnam, N. Synthesis, characterization, and spectroscopic properties of ZnO
nanoparticles. ISRN Nanotechnol. 2012, 2012, 6. [CrossRef]

24. Namvar, F.; Azizi, S.; Rahman, H.S.; Mohamad, R.; Rasedee, A.; Soltani, M.; Rahim, R.A. Green synthesis,
characterization, and anticancer activity of hyaluronan/zinc oxide nanocomposite. OncoTargets Ther. 2016, 9,
4549.

25. Markus, J.; Mathiyalagan, R.; Kim, Y.-J.; Han, Y.; Jiménez-Pérez, Z.E.; Veronika, S.; Yang, D.-C. Synthesis of
hyaluronic acid or O-carboxymethyl chitosan-stabilized ZnO–ginsenoside Rh2 nanocomposites incorporated
with aqueous leaf extract of Dendropanax morbifera Léveille: In vitro studies as potential sunscreen agents.
N. J. Chem. 2019, 43, 9188–9200. [CrossRef]

26. Handore, K.; Bhavsar, S.; Horne, A.; Chhattise, P.; Mohite, K.; Ambekar, J.; Pande, N.; Chabukswar, V. Novel
green route of synthesis of ZnO nanoparticles by using natural biodegradable polymer and its application as
a catalyst for oxidation of aldehydes. J. Macromol. Sci. Part A 2014, 51, 941–947. [CrossRef]

27. Upadhyaya, L.; Singh, J.; Agarwal, V.; Pandey, A.; Verma, S.P.; Das, P.; Tewari, R. In situ grafted nanostructured
ZnO/carboxymethyl cellulose nanocomposites for efficient delivery of curcumin to cancer. J. Polym. Res.
2014, 21, 550. [CrossRef]

28. Ramesh, M.; Anbuvannan, M.; Viruthagiri, G. Green synthesis of ZnO nanoparticles using Solanum nigrum
leaf extract and their antibacterial activity. Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2015, 136, 864–870.
[CrossRef]

29. Ali, K.; Dwivedi, S.; Azam, A.; Saquib, Q.; Al-Said, M.S.; Alkhedhairy, A.A.; Musarrat, J. Aloe vera extract
functionalized zinc oxide nanoparticles as nanoantibiotics against multi-drug resistant clinical bacterial
isolates. J. Colloid Interface Sci. 2016, 472, 145–156. [CrossRef] [PubMed]

30. Ghaffari, S.-B.; Sarrafzadeh, M.-H.; Fakhroueian, Z.; Khorramizadeh, M.R. Flower-like curcumin-loaded folic
acid-conjugated ZnO-MPA-βcyclodextrin nanostructures enhanced anticancer activity and cellular uptake
of curcumin in breast cancer cells. Mater. Sci. Eng. C 2019, 103, 109827. [CrossRef] [PubMed]

31. Zhu, X.; Vo, C.; Taylor, M.; Smith, B.R. Non-spherical micro-and nanoparticles in nanomedicine. Mater. Horiz.
2019, 6, 1094–1121. [CrossRef]

32. Sultana, S.; Djaker, N.; Boca-Farcau, S.; Salerno, M.; Charnaux, N.; Astilean, S.; Hlawaty, H.; de La
Chapelle, M.L. Comparative toxicity evaluation of flower-shaped and spherical gold nanoparticles on human
endothelial cells. Nanotechnology 2015, 26, 055101. [CrossRef]

33. Singh, P.; Singh, H.; Castro-Aceituno, V.; Ahn, S.; Kim, Y.J.; Farh, M.E.-A.; Yang, D.C. Engineering of
mesoporous silica nanoparticles for release of ginsenoside CK and Rh2 to enhance their anticancer and
anti-inflammatory efficacy: In vitro studies. J. Nanopart. Res. 2017, 19, 257. [CrossRef]

34. Ma, D.; Chen, C.; Jhanji, V.; Xu, C.; Yuan, X.; Liang, J.; Huang, Y.; Cen, L.; Ng, T.K. Expression of SARS-CoV-2
receptor ACE2 and TMPRSS2 in human primary conjunctival and pterygium cell lines and in mouse cornea.
Eye 2020, 34, 1–8. [CrossRef]

35. Ostrovsky, S.; Kazimirsky, G.; Gedanken, A.; Brodie, C. Selective cytotoxic effect of ZnO nanoparticles on
glioma cells. Nano Res. 2009, 2, 882–890. [CrossRef]

http://dx.doi.org/10.1080/01932691.2010.498234
http://dx.doi.org/10.1016/j.ijpharm.2009.05.020
http://www.ncbi.nlm.nih.gov/pubmed/19465098
http://dx.doi.org/10.1186/1477-3155-9-44
http://www.ncbi.nlm.nih.gov/pubmed/21952107
http://dx.doi.org/10.1007/s42452-018-0095-7
http://dx.doi.org/10.5402/2012/372505
http://dx.doi.org/10.1039/C8NJ06044D
http://dx.doi.org/10.1080/10601325.2014.967078
http://dx.doi.org/10.1007/s10965-014-0550-0
http://dx.doi.org/10.1016/j.saa.2014.09.105
http://dx.doi.org/10.1016/j.jcis.2016.03.021
http://www.ncbi.nlm.nih.gov/pubmed/27031596
http://dx.doi.org/10.1016/j.msec.2019.109827
http://www.ncbi.nlm.nih.gov/pubmed/31349522
http://dx.doi.org/10.1039/C8MH01527A
http://dx.doi.org/10.1088/0957-4484/26/5/055101
http://dx.doi.org/10.1007/s11051-017-3949-9
http://dx.doi.org/10.1038/s41433-020-0939-4
http://dx.doi.org/10.1007/s12274-009-9089-5


Materials 2020, 13, 3197 16 of 16

36. Chung, I.M.; Kim, M.Y.; Park, S.D.; Park, W.H.; Moon, H.I. In vitro evaluation of the antiplasmodial activity
of Dendropanax morbifera against chloroquine-sensitive strains of Plasmodium falciparum. Phytother. Res.
2009, 23, 1634–1637. [CrossRef] [PubMed]

37. Aceituno, V.C.; Ahn, S.; Simu, S.Y.; Wang, C.; Mathiyalagan, R.; Yang, D.C. Silver nanoparticles from
Dendropanax morbifera Léveille inhibit cell migration, induce apoptosis, and increase generation of reactive
oxygen species in A549 lung cancer cells. Vitr. Cell. Dev. Biol. Anim. 2016, 52, 1012–1019. [CrossRef]

38. Hanley, C.; Layne, J.; Punnoose, A.; Reddy, K.á.; Coombs, I.; Coombs, A.; Feris, K.; Wingett, D. Preferential
killing of cancer cells and activated human T cells using ZnO nanoparticles. Nanotechnology 2008, 19, 295103.
[CrossRef]

39. Hsin, Y.-H.; Chen, C.-F.; Huang, S.; Shih, T.-S.; Lai, P.-S.; Chueh, P.J. The apoptotic effect of nanosilver is
mediated by a ROS-and JNK-dependent mechanism involving the mitochondrial pathway in NIH3T3 cells.
Toxicol. Lett. 2008, 179, 130–139. [CrossRef] [PubMed]

40. Babizhayev, M.A.; Savel’yeva, E.L.; Moskvina, S.N.; Yegorov, Y.E. Telomere length is a biomarker of
cumulative oxidative stress, biologic age, and an independent predictor of survival and therapeutic treatment
requirement associated with smoking behavior. Am. J. Ther. 2011, 18, e209–e226. [CrossRef]

41. Das, T.K.; Wati, M.R.; Fatima-Shad, K. Oxidative stress gated by Fenton and Haber Weiss reactions and its
association with Alzheimer’s disease. Arch. Neurosci. 2015, 2. [CrossRef]

42. Jaiswal, M.; Dudhe, R.; Sharma, P. Nanoemulsion: An advanced mode of drug delivery system. 3 Biotech.
2015, 5, 123–127. [CrossRef] [PubMed]

43. Kassie, F.; Melkamu, T.; Endalew, A.; Upadhyaya, P.; Luo, X.; Hecht, S.S. Inhibition of lung carcinogenesis
and critical cancer-related signaling pathways by N-acetyl-S-(N-2-phenethylthiocarbamoyl)-l-cysteine,
indole-3-carbinol and myo-inositol, alone and in combination. Carcinogenesis 2010, 31, 1634–1641. [CrossRef]
[PubMed]

44. Camerlingo, R.; Miceli, R.; Marra, L.; Rea, G.; D’Agnano, I.; Nardella, M.; Montella, R.; Morabito, A.;
Normanno, N.; Tirino, V. Conditioned medium of primary lung cancer cells induces EMT in A549 lung
cancer cell line by TGF-ß1 and miRNA21 cooperation. PLoS ONE 2019, 14, e0219597. [CrossRef] [PubMed]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1002/ptr.2838
http://www.ncbi.nlm.nih.gov/pubmed/19367673
http://dx.doi.org/10.1007/s11626-016-0057-6
http://dx.doi.org/10.1088/0957-4484/19/29/295103
http://dx.doi.org/10.1016/j.toxlet.2008.04.015
http://www.ncbi.nlm.nih.gov/pubmed/18547751
http://dx.doi.org/10.1097/MJT.0b013e3181cf8ebb
http://dx.doi.org/10.5812/archneurosci.20078
http://dx.doi.org/10.1007/s13205-014-0214-0
http://www.ncbi.nlm.nih.gov/pubmed/28324579
http://dx.doi.org/10.1093/carcin/bgq139
http://www.ncbi.nlm.nih.gov/pubmed/20603442
http://dx.doi.org/10.1371/journal.pone.0219597
http://www.ncbi.nlm.nih.gov/pubmed/31344049
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Plant Materials 
	Chemicals 
	Preparation of DM Extract 
	Synthesis of DM-ZnO NPs from the Extract 
	Synthesis of DM-ZnO-I3C NE 
	Characterization 

	Results and Discussion 
	Physicochemical Properties of the Synthesized Nano Formulation 
	UV-Vis Analysis 
	FTIR Spectroscopic Analysis 
	XRD Analysis 
	FE-TEM, Elemental Mapping, and FE-SEM Analysis 
	Size Measurement Analysis 
	In Vitro Cell Cytotoxicity Analysis 
	ROS Generation Induced by DM-ZnO-I3C-NE 
	Effect of DM-ZnO-I3C-NE on Cell Morphology 

	Conclusions 
	References

