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Introduction

Free radicals are atoms, molecules or ions with unpaired elec-

Increased radical scavenging activity of
thymoquinone and L-ascorbic acid dual
encapsulated in palmitoyl-chitosan nanoparticles
in a human normal lung fibroblast, MRC-5 due to
synergistic antioxidative effects

Nurhanisah Othman, ©2 Siti Nurul Ain Md. Jamil, ©*2® Mas Jaffri Masarudin,®
Rugayyah Ainul Bashirah Mohd Jusoh® and Mohammed Numan Alamassi©

Less effective antioxidant supplementation in combating free radicals is often related to the lack of the
formulation of carriers. The antioxidant may be one of the most powerful substances but is marred by poor
uptake by cells when the carrier degraded and dissolved too rapidly. Nanoparticle (NP) systems are
promising in overcoming the problem since they provide high surface area to enhance encapsulation and
release efficiency. With the right selection of material, NP carriers could function as constructive antioxidant
cargos. Generally, NPs carry only one active ingredient; this study, however, utilized chitosan nanoparticles
(CNPs) (PCNPs)
encapsulated with antioxidants of different polarities, namely, hydrophobic thymoquinone (TQ) and
hydrophilic L-ascorbic acid (LAA) to evaluate their combination effects in scavenging free radicals. The
antioxidants followed zero-order release kinetics with a controlled release manner for about 48 h. The

and hydrophobically modified palmitoyl-chitosan nanoparticles that were dual

interaction effects between TQ and LAA loaded in the NP systems were determined by classical
isobologram (Cl) values. The Cl values were derived by a diphenyl picrylnydrazyl (DPPH) assay, a radical
scavenging activity assay. Combined TQ and LAA had Cl values of less than one, with a lower value in the
PCNP system than in the CNP system. This indicates that the interaction between those antioxidants
showed higher synergistic effects in PCNPs, which enhanced the DPPH radical scavenging activities. The
antioxidative potential of compound(s) encapsulated in the PCNP carrier was further experimented by
a reactive oxygen species (ROS) assay on a human normal lung fibroblast cell line (MRC-5) as lung is one of
the organs with high accumulation of free radicals. About 48 h post treatment, the dual-loaded TQ and
LAA in PCNPs showed the lowest ROS level in comparison to single-loaded antioxidants and bare
antioxidant delivery. The hydrogen peroxide (H,O,) radical scavenging was influenced by both the
controlled release property of the PCNP system and the synergy between TQ and LAA. In short, dual-
loaded TQ and LAA in the hydrophobically modified PCNP had effectively depicted the capability of a single
CS-based nanocarrier to hold more than one compound at a time to function as a potent radical scavenger.

during exercise. Reactive oxygen species (ROS) is the most
common free radical in living tissues that consists of oxygen;
superoxide anions, singlet oxygen, lipid peroxides and
hydroxyls are few examples of ROS." Although free radicals are

trons, which are naturally produced in the human body via
metabolic processes such as food conversion to energy and
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essential for apoptosis, ion transportation, gene expression and
cell signaling, uncontrolled accumulation of free radicals might
lead to oxidative stress and later cause chronic diseases such as
atherosclerosis, arthritis, cancers, cardiovascular diseases, dia-
betes mellitus, neurological disorders and premature aging via
deoxyribonucleic acid (DNA), protein and lipid alteration. As
they are unstable and highly reactive, they tend to capture an
electron from another substance, causing that substance to lose
an electron; thus, promoting a chain reaction process of
oxidation.>*
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In order to even out the free radicals, external sources of
antioxidants are essential on top of the limited human naturally
produced antioxidants, gluthathione (GSH) and antioxidant
enzyme, superoxide dismutase (SOD). HydrophobicTQ, an
active ingredient in Nigella sativa or known as black seed, has
excellent antioxidant, anticancer and anti-inflammatory prop-
erties.* Studies reported its potent antioxidative function in
attenuating neurotoxic effects and oxidative stress in the
nervous system, as an impact of exposure to arsenic.® Further-
more, hydrophilic LAA is a powerful antioxidant that can assist
in reducing cell damage by scavenging free radicals due to the
presence of an enediol moiety.® Furthermore, TQ and LAA were
combined and successfully attenuated bisphenol-A, BPA (a
chemical used to produce polycarbonate), induced hepatorenal
toxicity and oxidative stress in adult male albino rats as a result
of the synergistic effects of TQ and LAA. TQ had a high ability in
scavenging radicals but the performance is marred by poor
bioavailability. Therefore, a golden standard of antioxidant,
LAA, was determined to be the most effective assistance to
counter the matter. In the same study, it was found that the level
of naturally produced antioxidants, GSH and SOD, in the liver of
BPA-induced rats treated with both TQ and LAA increased. This
specifies that the combination of TQ and LAA produced syner-
gistic interaction and elevated the antioxidant activity in the
liver.” For the purpose of increasing the efficiency of radical
scavenging by combined TQ and LAA, they were encapsulated in
a NP. The nanosized particle exhibits a large surface area, which
increases the efficiency of encapsulation and release of
compounds.®* The utilization of NPs to contain TQ and LAA
had been reported to increase the bioavailability and cellular
uptake due to the controlled release over 48 h.* Chitosan (CS)-
based NPs were used in this study, as they have many versa-
tile hydroxyl and amino groups that are useful for modifica-
tions." Since CS is hydrophilic and one of the compounds
encapsulated is hydrophobic, which is TQ, the CNP was slightly
modified with palmitic acid to be partially hydrophobic. The
attachment of a palmitoyl group to the amine of CS was
described to significantly increase the encapsulation and
release of TQ as well as LAA.® In our earlier research, the
synthesis, optimization and encapsulation of TQ and LAA in two
different systems, CNPs and PCNPs were reported and further
employed for antioxidative capacity evaluation.®

In this study, the antioxidant activities of TQ and LAA
encapsulated in CNP and PCNP systems against free radicals
were determined using two assays. First is the 1,1-diphenyl-2-
picrylhydrazyl (DPPH) assay, a stable nitrogen free radical that
can be measured by colorimetric analysis at a specific wave-
length, 517 nm, using a microplate reader."* Many studies have
been reporting the effectiveness of using DPPH as a measure of
antioxidative properties, despite its easy handling.*'*'* DPPH
considers both antioxidant concentration and scavenging
reaction time to reach a plateau.'® DPPH can only dissolve in
organic solvents and its absorbance in methanol and acetone
decreases when exposed to light. The presence of DPPH radicals
was highly detected in its purple solution, but this declined as
the color faded and turned yellow, indicating free radicals’
reduction due to antioxidative action. The discoloration of
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Fig. 1 Reduction of DPPH by an antioxidant via donation of
a hydrogen atom.

NO; + Re

DPPH solution is influenced by the existence of compounds
capable of either donating hydrogen or transferring an elec-
tron."””'® An example of hydrogen transfer process from an
antioxidant to the DPPH radical is shown in Fig. 1.">**

The aim to use TQ and LAA for DPPH scavenging is fulfilled
by verifying whether dual encapsulation of these two potent
antioxidants could increase the efficacy in reducing free radi-
cals, or not. This could be determined by finding the EC5, value
of each compound in all state of systems; bare, single loaded or
dual loaded. The EC;, value is the concentration of a compound
that gives half-maximal response. By comparing the ECs,
values, with the aid of CI, in a study of drug interactions based
on dose and effect factors, the effect of TQ and LAA combination
could be determined, which could be either additive, synergistic
or antagonistic.’** A combination is synergistic when the
combined effect is larger than the additive effect of each drug.
Likewise, a combination is antagonistic when the combined
effect is smaller than the additive effect of each drug.** By
knowing that, it can then be concluded whether the combina-
tion improves the scavenging efficiency or not.

The reactive oxygen species (ROS) assay is another option to
quantify ROS produced by using a cell-permeable 5-(and-6)-
chloromethyl-2/,7'-dichlorodihydrofluorescein diacetate, acetyl
ester (CM-H,DCFDA) probe. Once the probe diffuses into a cell,
esterases deacetylate H,DFCDA into dicholorodihydro-
fluorescein (H,DCF) at two esterase bonds. Next, oxidation
occurs in the presence of ROS such as hydroxyl radical, hydro-
peroxides, and peroxynitrite, but most effectively H,0,, and
oxidizes H,DCF to fluorescent dichlorofluorescein (DCF) that
can be measured by flow cytometry at excitation and emission
wavelengths of 488 and 525 nm, respectively.?>** The conversion
of DCFDA into DCF is shown in Fig. 2. In a study, it was reported
that particulate matter of less than 10 um, PM10, was

deacetylation

esterases

Fig. 2 Conversion of DCFDA into fluorescent DCF (dichloro-

fluorescein) that resembles the presence of ROS.

© 2023 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

Open Access Article. Published on 20 September 2023. Downloaded on 7/30/2025 5:38:44 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

introduced in a normal human lung fibroblast cell line, MRC-5,
which resulted in inflammation and increased ROS production.
Transient receptor potential melastatin 2 (TRPM2) blockers,
clotrimazole (CLZ) and anthranilic acid (ACA) were then used to
attenuate H,O, produced by the cells. The efficacious reduction
of H,0, levels was seen by lesser fluorescence DCF appearance,
following CLZ and ACA treatment. This concludes that the ROS
assay is a reliable test for the detection of ROS presence in
cells.”> A high ROS level was observed in a lung cancer patient,
which was mostly contributed by cigarette smoke that contains
various carcinogens.* In addition, human coronavirus 229E
(HCoV-229E) infection elevated ROS production due to the
suppression of NRF-2, a regulator of cellular resistance to
oxidants.”® Hence, in this study, a normal human lung fibro-
blast cell line, MRC-5, was used as target cells for the ROS assay
test since lung is a site for ROS accumulation.

Based on the reported convincing outcomes of the combi-
nation of TQ and LAA in chitosan-based NPs (CNPs and PCNPs),
this study intended to discover the antioxidative potentials in
scavenging free radicals by DPPH and ROS assays. Both
systems, CNPs and PCNPs, were compared to determine which
of the systems has the most effective scavenging activity.
According to reported data, the PCNP had elevated encapsula-
tion and release efficiency due to the conjugation of a palmitoyl
group, as compared to the CNP.*** This could be an indicator of
what has to be expected in this study. After all, with good
interactions between these antioxidants as well as the right
polymer for the carrier, promising antioxidative NPs are close to
reality.

Materials and method

Materials

A chitosan (CS) with MW = 50 000-190 000 Da was used as
a carrier, and tripolyphosphate (TPP) with MW = 367.86 Da was
used as a crosslinking agent. Both were purchased from Sigma-
Aldrich (St. Louis, MO, USA). Glacial acetic acid, sodium
hydroxide (NaOH) pellets, 5% w/v hydrochloric acid (HCI), t-
ascorbic acid (LAA), dimethylsulfoxide (DMSO) and 30%
hydrogen peroxide (H,0,) were purchased from R&M Chemicals
(United Kingdom). Thymoquinone (TQ) and palmitic acid N-
hydroxysuccinimide (NHS) ester were purchased from Sigma
Aldrich (St. Louis, MO, USA). Absolute ethanol was purchased
from Systerm (Shah Alam, Selangor, Malaysia). Phosphate
buffered saline (PBS) pellets were purchased from MP
Biomedicals (Solon, OH, USA). 1,1-Diphenyl-2-picrylhydrazine
(DPPH) was purchased from Sigma Aldrich (St. Louis, MO,
USA). Gallic acid was purchased from Merck (Darmstadt, Ger-
many). All chemicals were of analytical grade and used without
further purification. Reactive oxygen species (ROS) assay probe,
5-(and-6)-chloromethyl-2’,7'-dichlorodihydrofluorescein  diac-
etate, CM-H,DCFDA, was purchased from Invitrogen by Thermo
Fisher Scientific (Waltham, MA, USA). Normal human lung
fibroblast cell line (MRC-5) was provided by the American
Tissue Culture Collection (ATCC) (Manassas, VA, USA). Roswell
Park Memorial Institute-1640 (RPMI-1640) media and 0.4%
trypan blue solution were purchased from Gibco by Life
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Technologies (Carlsbad, CA, USA). Fetal bovine serum (FBS) was
purchased from Biosera (Nuaille, France). Antibiotic-
antimycotic mixed stock (100x) and 2.5 g L™ "-Trypsin/1 mmol
L~ "-EDTA solution (1x) were purchased from Nacalai Tesque

(Tokyo, Japan).

Preparation of nanoparticle samples

Synthesis of chitosan nanoparticles, CNPs. Chitosan nano-
particles (CNPs) were prepared by an ionic gelation method,
which involves the crosslinking reaction of the positively
charged CS and negatively charged TPP.***' First, ~1.0 mL of
1.0% acetic acid was added to the low-molecular weight CS to
dissolve it and then further diluted to form a working solution
concentration of 0.5 mg mL ™" CS. Next, the pH of the CS was
adjusted to 5.0 by adding a 1 M aqueous sodium hydroxide
solution. The crosslinker TPP was dissolved in distilled water at
a concentration of 0.7 mg mL™", the pH of which was then
altered to 2.0 with 1.0 M hydrochloric acid. Primarily, the CNP
was formed by adding 600 pL of CS to a range volume of TPP
solution (0 to 300 pL). The optimum volume of TPP solution
that met the targeted size and other characteristics is explained
in the results and discussion part. The mixture was then
centrifuged at 13 000 rpm for 20 min for purification.

Encapsulation of thymoquinone and t-ascorbic acid into
chitosan nanoparticles, CNP-TQ-LAA. A single TQ-loaded CNP
known as CNP-TQ was prepared by dissolving approximately
2.0 mg of TQ in 2.0 mL of 99.0% of DMSO, making a stock
concentration of 6.1 mM. It was further diluted to three
different intermediate concentrations. Only 100 pL of each
diluted TQ was added to three different tubes of 600 uL of
0.5 mg mL ™" of CS. Finally, 250 pL of 0.7 mg mL ™" of TPP was
added to produce CNP-TQ. The final TQ concentrations used
were 100, 150 and 200 uM.

Another single LAA-loaded CNP, named CNP-LAA, was
prepared by first pouring approximately 10.0 mg of LAA into
10.0 mL of 0.7 mg mL~" TPP solution, making a LAA stock
concentration of 5.7 mM. It was further diluted to three
different intermediate concentrations. Then, 250 uL of each
diluted LAA was added into three different tubes of 600 pL of
0.5 mg mL~" CS solutions, to produce CNP-LAA. The final LAA
concentrations used were 160, 235 and 310 uM.

The encapsulation of both compounds, TQ and LAA, to make
CNP-TQ-LAA is shown in Fig. 3. The TQ and LAA stock solutions
were prepared as described above. A set of TQ concentrations
(100, 150 and 200 pM) with a set of LAA concentrations (160, 235
and 310 pM) were tested to find the optimum formulation (with

5. TPP-LAA was slowly
pipettedinfo PCS-TQ

T

Fig.3 Methodology of dual encapsulation of TQ and LAA into PCNPs.

2. TQ was pipetted 0 0.5
mg/mL PCS (purple tube) 1. LAA was added t0 0.7
mg/mL TPP to make TPP-LAA

solution (red tube)

g 6*\9'

1. TQ was dissolved in DMSO. 3. PCS-TQ solution ready
TQ solution ready (yellow (green tube)
tube)

RSC Adv, 2023, 13, 27965-27983 | 27967


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

Open Access Article. Published on 20 September 2023. Downloaded on 7/30/2025 5:38:44 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

RSC Advances

the best particle size, dispersion and encapsulation efficiency).
About 100 pL of diluted TQ solution was added to 600 pL of
0.5 mg mL™~" of CS, and the solution was mixed for a while.
Then, 250 pL of LAA diluted solution was poured into the
mixture of TQ and CS.

Synthesis of palmitic acid modified chitosan nanoparticles,
PCNP. For the purpose of modifying CS to be more hydro-
phobic, palmitic acid NHS ester was added in the synthesis
process. CS powder was dissolved in 1.0% acetic acid and
distilled water to form a concentration of 1.0 mg mL " CS
master solution (CS MS). Separately, palmitic acid NHS ester
was dissolved in absolute ethanol to a concentration of 0.36 mg
mL ™. Then, the CS solution was adjusted to pH 6. A palmitic
acid NHS ester solution was added into the CS solution drop-
wise, with a volume ratio of 1: 2, and the mixture was left at 50 ©
C for 20 h to react. After the incubation was completed, the
solution was adjusted to pH 9 using 1 M NaOH. Then, it was
centrifuged at 2200xg for 45 min to form a precipitate.
Following precipitation, it was washed once with 50:50
acetone: absolute ethanol and twice with distilled water. The
supernatant was removed from each centrifugation cycle. The
precipitate was dried in an oven at 50 °C for 72 h. This process
produced pellet, which is called palmitoyl-chitosan (PCS).*> The
PCS pellet will be used to synthesize PCNP, LAA-encapsulated
PCNP (PCNP-LAA), TQ-encapsulated PCNP (PCNP-TQ) and
PCNP-LAA-TQ.

The PCS pellet was dissolved with 1.0% acetic acid and
distilled water to a concentration of 1.0 mg mL ™. It was diluted
to two-fold to get 0.5 mg mL~ ' PCS working solution. Then, the
solution was adjusted to pH 5 by adding 1 M aqueous NaOH
solution. The crosslinker, TPP, was dissolved in distilled water
to a concentration of 0.7 mg mL " and the pH was altered to 2.0
by using 1.0 M HCl. PCNP was formed by adding 600 puL of PCS
to 250 puL of TPP. Then, the mixture was centrifuged at 13
000 rpm for 20 min to get purified PCNPs (this centrifugation
step is only for unencapsulated PCNPs). Previously, it was found
that 250 uL of TPP was an optimum volume to synthesize CNPs,
and therefore, the same volume was used in this study to
synthesize modified PCNPs. That optimum TPP volume was
mainly determined based on the smallest empty carrier
produced.®*** This is because the expansion after encapsulation
will be most minimal, which will enhance in vivo biological
delivery.

Encapsulation of thymoquinone and r-ascorbic acid into
palmitic acid-modified chitosan nanoparticles, PCNP-TQ-LAA.
For a single encapsulation process, TQ was prepared by dis-
solving approximately 2.0 mg of TQ in 2.0 mL of 99.0% DMSO,
making a stock concentration of 6.1 mM. Only 100 pL of diluted
TQ was added into 600 pL of 0.5 mg mL ™" of PCS. Lastly, 250 L
of 0.7 mg mL " of TPP was dropped into the PCS-TQ mixture to
produce PCNP-TQ. The final TQ concentration used was 150
UM.

Another single-loaded PCNP, PCNP-LAA, was prepared by
first pouring approximately 10.0 mg of LAA into 10.0 mL of
0.7 mg mL ™" TPP solution, making an LAA stock concentration
of 5.7 mM. Then, 250 pL of diluted LAA was added into 600 pL of
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0.5 mg mL ™" PCS solution, to produce PCNP-LAA. The final LAA
concentration used was 160 pM.

The encapsulation of both compounds, TQ and LAA, to make
PCNP-TQ-LAA is shown in Fig. 3. Basically, the TQ and LAA
solutions were prepared as mentioned previously. PCNP-TQ-
LAA was prepared by mixing 100 pL of diluted TQ solution
with 600 pL of 0.5 mg mL ™" of PCS for a while. Then, 250 uL of
LAA-diluted solution was added into the mixture of TQ and
PCS.®

Encapsulation efficiency of thymoquinone and r-ascorbic acid
into nanoparticles

The encapsulation efficiency (EE) was calculated by comparing
the difference in absorbance of a total compound and free
compound. Total compound refers to a compound solution
only, while free compound refers to the compound that is
unencapsulated in CNP-TQ, CNP-LAA, CNP-TQ-LAA, PCNP-TQ,
PCNP-LAA or PCNP-TQ-LAA. Both solutions contained the
same concentration of the compound. The % EE indicates the
percentage of compound successfully encapsulated in the
carrier; it was calculated using the following formula:**3*

Encapsulation efficiency, % =

Abs. of total compound — Abs. of free compound (1)
x 100
Abs. of total compound

The absorbance was measured using a Lambda 35 UV-vis
spectrophotometer (PerkinElmer, Waltham, MA, USA) at wave-
lengths of 257 nm and 267 nm for LAA and TQ, respectively. The
wavelengths were determined based on the highest peak
detected during the scanning of compounds. Triplicate test (N
= 3) analysis of single and dual compounds loaded in CNPs and
PCNPs was tested. All the stated procedures from section
“Preparation of nanoparticles samples” to “Encapsulation effi-
ciency of thymoquinone and r-ascorbic acid into nanoparticles”
have been published in Othman 2020 and Othman 2018.%*?

In vitro release of thymoquinone and r-ascorbic acid from
CNPs and PCNPs

The encapsulated TQ and/or LAA in the CNP and PCNP carriers
were freeze-dried using a Coolsafe 95-15 PRO freeze drier
(ScanVac, Lynge, Denmark) for 48 h to remove water. The pellet
obtained was then loaded into a quartz cuvette containing
phosphate-buffered saline (PBS) pH 7.4 to mimic the physio-
logical condition of human bloodstream.** The sample was
characterized using a UV-vis spectrophotometer (PerkinElmer,
Waltham, MA, USA) that was set to wavelengths of 267 nm and
257 nm for TQ and LAA, respectively. It was left in the UV-vis
spectrophotometer for 48 h, with auto data recording set for
every 1 min (time drive option). A calibration curve for each
compound was prepared as a reference to convert the absor-
bance reading to the concentration of the compound released.
The percentage of compound released (%) was measured using
the following formula, with the dilution factor taken into
account:

© 2023 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

Open Access Article. Published on 20 September 2023. Downloaded on 7/30/2025 5:38:44 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

Compound release, % =

Concentration of released compound % 100 (2)
Concentration of encapsulated compound

Reactivity of diphenylpicrylhydrazyl (DPPH) radical towards
thymoquinone and/or r-ascorbic acid encapsulated in CNPs
and PCNPs by the DPPH assay

Antioxidant ability to scavenge radicals was determined by the
DPPH assay adapted from Blois (1958).*® Eight samples CNP, CNP-
LAA, CNP-TQ, CNP-LAA-TQ, PCNP, PCNP-LAA, PCNP-TQ and
PCNP-LAA-TQ were tested using this assay. In a microcentrifuge
tube, two-fold dilution of each sample was made in distilled water.
1,1-Diphenyl-2-picrylhydrazine DPPH powder was dissolved in
DMSO and the working solution was prepared to 0.4 mM. In a 96-
well plate, about 100 uL of 0.4 mM DPPH was added into each 100
uL sample. Separately, 100 pL of gallic acid standard solution and
100 pL of negative control using a DPPH solution were prepared.
The plate was wrapped with an aluminium foil and incubated at
room temperature for 0.5 h, 24 h and 48 h. The samples were read
using a microplate reader (Bio-Tek Instrument, USA) at 517 nm.
The assay and analysis were done in triplicate (N = 3), with three
different synthesis batches. The radical scavenging activity of the
antioxidants was calculated using the following formula:

Percentage of scavenged DPPH, % =

Abss;; control — Abss;; sample (3)
x 100
Abss;control

where Abss,; refers to the absorbances shown by the microplate
reader at 517 nm wavelength.

Then, a linear line (y = mx + ¢) from a graph of percentage of
scavenged DPPH vs. encapsulated compound concentration
was plotted to determine the ECs, value of encapsulated
compound, x when the y value is set to 50. The ECs, at this point
refers to the concentration of encapsulated compounds
required to scavenge 50% of the DPPH radicals. Since not all the
encapsulated compounds were released, the percentage of
released compounds (from release study data) must be taken
into account to get the actual EC5, or known as ECs, of released
compounds. The calculation for the ECs, value is as follows:

EC50 of released compound, uM = ECs, of encapsulated
compound x Percentage of released compound (@)

Classical isobologram (CI) analysis to determine the synergy
of thymoquinone and r-ascorbic acid release from CNPs and
PCNPs

The combination of two therapeutic agents may not always
result in greater efficiency than the sum of agents administered
independently. In combinational therapies, the effects can be
categorized into three types: additive, antagonistic and syner-
gistic.>® CompuSyn, a computer software developed by Chou
and Martin in 2005, can be used to determine the effect of
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combined therapeutics, represented as combination index (CI)-
isobologram value. The quantitative CI value of <1, =1 and >1
indicates synergistic, additive, and antagonistic effects,
respectively.”>®” For instance, to determine the effects of
combined antioxidants, the effective concentration (ECso)
values of each antioxidant gained from radical scavenging study
(e.g., DPPH) have to be inserted into the software in order to
generate the CI value. The mathematical equation for CI is as
follows:

(5)

where (D,), and (D,), are the ECs, values of compound 1 and 2,
respectively as a single agent, while (D); and (D), are the ECs,
values of compound 1 and 2 in combination treatments.

Efficiency of thymoquinone and/or r-ascorbic acid
encapsulated in CNPs and PCNPs as radical scavengers in
a human lung normal fibroblast (MRC-5) cell line by the
reactive oxygen species (ROS) assay

Fluorescence microscope. About 100 000 cells were seeded
overnight into each well of a 12-well plate containing 1 mL of
complete grow media, CGM. On the following day, the cells were
washed with cold PBS. Then, 500 uL of H,0, of various
concentrations (10 mM, 5 mM and 2.5 mM) was loaded into
each well containing 500 pL of new CGM and it was incubated
for 30 min at 37 °C, with 5% CO,. After the incubation, the cells
were washed with cold PBS. Next, 900 pL of CGM (phenol red
free) and 100 pL of CNP or PCNP samples were then loaded to
provide antioxidant treatment for the cells. The treatment
timepoints were set to 1 h, 24 h and 48 h. After reaching the
timepoint, the CGM was removed and the cells were washed
twice with cold PBS. Then, 10 uL of 5 pM CM,HDCF-DA ROS
probe was loaded into the cells containing 990 pL of RPMI
without serum. The plate was then incubated for 30 min at 37 °©
C, with 5% CO,. Cells were then washed twice with cold PBS and
1 mL of PBS was replaced. The plate was observed using
a fluorescence microscope, with a fluorescein-5-isothiocyanate
(FITC) option set. The assay and analysis were done in tripli-
cate (N = 3), with three different synthesis batches. Throughout
this experiment, phenol red-free RPMI media, supplemented
with 10% FBS and 1% antibiotics, were used to reduce the
interference with the fluorescence of CM-H,DCFDA.*®

Flow cytometer. For flow cytometer analysis, the same
preparation was made using a fluorescence microscope as
stated above, but the volume was doubled as a 6-well plate was
used and few additional steps were taken. The resulting cells
were harvested using 250 pL trypsin (phenol red-free) and
centrifuged at 1000 rpm for 5 min. Then, the cells were washed
and resuspended in PBS in a 1.5 mL microcentrifuge tube. The
intensity of the formed 2'7'-dichlorofluorescein (DCF) as a result
of carboxy-DCFDA hydrolysis was analyzed using a NovoCyte
flow cytometer and the NovoExpress software at excitation and
emission wavelengths of 488 nm and 525 nm, respectively
(NovoCyte, ACEA Bioscience, USA). An equivalent number of
unstained cells were used as a blank. The assay and analysis
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were done in triplicate (N = 3), with three different synthesis
batches.

Statistical analysis

All results are expressed as mean + standard error.

Results and discussion

Release of thymoquinone and r-ascorbic acid from CNP and
PCNP carriers

Release study was conducted to quantify how much of the
encapsulated compound was released from the nanocarrier.
The relationship between the encapsulated percentage of anti-
oxidants based on previous reported studies®'* on the released
concentrations is shown in Table 1. The release profiles of TQ
and LAA from CNP and PCNP carriers are shown in Fig. 4. Most
of them had an initial burst release for the first 400 min, fol-
lowed by slower and controlled release over a period of 48 h. A
study reported on a similar pattern of CGA release from CNP.**
The initial burst release from chitosan-based NPs may be
assigned to either adsorbed compounds on the surface of the
NP or swelling of the polymer, which then created pores for the
diffusion of compounds close to the NP surface (inside the
polymer matrix).***> Additionally, hydrophobic TQ had a lower
burst release effect in comparison to LAA because it had
stronger affinity with the CNP or PCNP polymers due to lower
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water solubility,”® while the slow release was attributed to the
NP matrix degradation or erosion and the encapsulated drug
diffusion through the NP matrix.** The differences in each
antioxidant's release profile were influenced by changing the
loaded antioxidant(s) and carrier type.

In term of antioxidant changes, both TQ and LAA showed
improved release percentages when the system was changed
from single loaded to dual loaded, regardless of the type of
carrier (CNPs or PCNPs). For instance, 12.4% more TQ was
released from the dual-loaded CNP-TQ-LAA (sample III) than
single-loaded CNP-TQ (sample I). The same observation was
seen in PCNP carrier, where about 29.3% more TQ was released
from dual-loaded PCNP-TQ-LAA (sample IV) than single-loaded
PCNP-TQ (sample II). For LAA, the same trends were also
detected when a dual-loaded system was used. Hence, the dual
loaded system had increased the release efficiencies of both
encapsulated antioxidants. This trend indicates that when TQ
and LAA were encapsulated together in one carrier, they were
released more efficiently, indirectly contributing to the increase
in bioavailability. This could be supported by a study which
discusses on higher releases of diclofenac sodium (DS) and
dexamethasone (DX) when co-encapsulated together in
biocompatible and biodegradable polymer PLGA NPs as
compared to individually loaded DS or DX due to the synergistic
therapeutic effects.*

Table1 Release percentages and concentrations of encapsulated TQ and LAA from CNP and PCNP samples. The encapsulated concentrations

were acquired from previous published data®*?

Encapsulated Released

Concentration Percentage Total time
Sample Release of (uM) Concentration (uM) + SD (%) (h)
I TQ from CNP-TQ 103.0 18.6 18.1 £ 7.2 46.8
I TQ from PCNP-TQ 62.0 46.8 75.5 £ 1.0 43.9
111 TQ from CNP-TQ-LAA 53.4 16.3 30.5+£5.3 33.4
v TQ from PCNP-TQ-LAA 97.3 102.0 104.8 £+ 8.0 43.9
\% LAA from CNP-LAA 110.9 31.4 28.3 £2.9 28.7
VI LAA from PCNP-LAA 116.8 32.7 28.0 £4.2 33.7
VII LAA from CNP-TQ-LAA 36.5 24.5 67.1£5.1 30.1
VIII LAA from PCNP-TQ-LAA 143.9 60.3 41.9 £ 0.0 43.7
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Fig. 4 Release profiles of (A) TQ and (B) LAA from each sample, before and after CS modification with palmitic acid.
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In terms of the type of carrier selected, TQ released was
significantly improved with the usage of modified PCNP
carriers. Sample I and II were solely encapsulated with TQ, but
with different carriers. By using the PCNP carrier, sample II had
successfully increased the release percentage to about 57.5%.
Hence, the modification of CS with palmitic acid to produce
PCNPs had enhanced both encapsulation and release efficien-
cies. This situation is closely related to the outcomes that
revealed the increased EE and release efficacies when changing
the carrier from CNPs to PCNPs for the encapsulation of
a hydrophobic lung cancer drug, silibinin.** Even a higher
percentage of about 70.0% more TQ were released by the dual-
loaded system of the PCNP carrier (sample IV) than the CNP
carrier (sample III) of the same co-loaded antioxidants, TQ and
LAA. However, different observations were seen in LAA release
profiles. The release of single-loaded LAA from both CNP
(sample V) and PCNP (sample VI) carriers did not show signif-
icant differences. While LAA released from the dual-loaded CNP
carrier (sample VII) had higher efficiencies than that of LAA
released from the dual-loaded PCNP carrier (sample VIII). It
could be contributed by the fact that the concentration of
encapsulated LAA in the CNP-TQ-LAA was too little, 36.5 pM and
way lower than the LAA encapsulated in the PCNP-TQ-LAA,
143.9 uM. Therefore, to maximize the release of LAA from the
dual-loaded CNP carrier was easier as lesser amounts of
compounds were entrapped. When a lower concentration of
LAA was encapsulated in the CNP, lesser effort was needed to
get all the compound released, which justifies higher release
percentage than LAA released from PCNP carrier.®

Diphenylpicrylhydrazyl (DPPH) radical scavenging using
thymoquinone and/or r-ascorbic acid in CNPs vs. PCNPs

DPPH scavenging activity was first tested with the carriers itself,
CNPs and PCNPs, as shown in Fig. 5. Concentration 1 to 4 had
no trend because the carrier was too diluted. However, a stable
increment was observed at concentration 5 onwards. Concen-
tration 8 had the lowest standard error mean because the carrier
concentration was sufficient to scavenge the radicals and can be
detected using a microplate reader. CNPs did not only work as
compound(s) carrier, but also as an antioxidant agent. This
could be supported by few studies that reported on exhibition of
CS antioxidant activity in scavenging radicals due to the pres-
ence of hydrogen atoms at C-2 (NH,), C-3 (OH), C-6 (OH) and
protonated amino groups.****® Therefore, the CS is indeed an
effective polymer to make antioxidant nanocarriers, as it
augmented the free radical scavenging activities. Overall,
PCNPs scavenged lesser DPPH than CNPs because the structure
was more complex (with palmitoyl groups conjugated to the
amines of CS), which reduced the hydrogen sources.®

The scavenging activity was then further observed with the
usage of TQ compound as depicted in Fig. 7. Fig. 7A shows the
bare TQ scavenging activity; at 0.5 h, no trend was observed in
comparison to 24 h and 48 h, where increased concentrations
resulted in higher DPPH scavenging. For 0.5 h, the highest
percentage of scavenged DPPH was 11.07% at the highest TQ
concentration of 78 080 uM. The differences observed were not

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Percentage of DPPH scavenged by (A) CNPs and (B) PCNPs.

obvious as it was too early for TQ to react with the radicals.
However, at 24 h, the percentage of DPPH scavenged increased
to at least 4 times from the 0.5 h performance. It tells that after
24 h, most TQ were available and ready to scavenge the radicals.
Nonetheless, at 48 h, not much increment in terms of DPPH
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Fig. 6 Percentage of DPPH scavenged by positive control, gallic acid.
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Fig.7 Percentage of DPPH scavenged by (A) TQ without any carrier. While, (B—E) are the percentage of DPPH scavenged by TQ from CNP-TQ,
PCNP-TQ, CNP-TQ-LAA and PCNP-TQ-LAA, respectively. For (B—E), the encapsulated TQ concentration range was used as the x-axis, instead
of loaded TQ concentration to measure the ability of encapsulated TQ only in scavenging DPPH radicals. Then, the percentage of TQ released
was taken into account in calculating the final ECsq value at three different time points, 0.5, 24 and 48 h, as recorded in Table 2.

scavenged was seen as compared to 24 h because the presented
TQ was maximal.

Gallic acid was used as the standard in this assay since it
possesses stable reactivity towards DPPH radicals.*® As shown in
Fig. 6, the percentage of DPPH scavenged exhibited an upward
trend from a concentration of 0 to 36 uM, after which it became
a plateau, indicating equilibrium. This justifies that a low
concentration of gallic acid was sufficient to reduce the radicals.
Additionally, the ECs, value of gallic acid reduced over time,
from 18.54 uM at 0.5 h to 16.92 uM at 24 h to 13.60 uM at 48 h,
which means with time, less gallic acid was needed to scavenge

27972 | RSC Adv,, 2023, 13, 27965-27983

DPPH radicals. According to the literature, the ECs, value of
gallic acid was reported to be in the range of 5.73 pM to 29.5
uM.*-* Undoubtedly, gallic acid is a potent antioxidant that can
efficiently scavenge free radicals in the presence of its gallate
group.SO,Sl

However, Fig. 7B-E show the scavenging capacities of TQ
encapsulated in nanocarriers. The values of scavenged DPPH
represent the performance of TQ solely, after eliminating the
carrier's (CNP or PCNP) percentage of scavenged DPPH, as
depicted in Fig. 5. The original performance of encapsulated TQ
in carrier (without deducting carrier's percentage of scavenged

© 2023 The Author(s). Published by the Royal Society of Chemistry
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DPPH) is shown in Appendix I (Fig. 15). The trend in the original
data aligns with the trend of bare TQ in Fig. 7A, which means
the DPPH scavenged increased over concentrations and time.
After the scavenging activity of the carrier was deducted, the TQ
performances (except CNP-TQ, Fig. 7B) increased over concen-
trations but decreased over time because with time, the carrier
was able to scavenge higher DPPH radicals; hence, a higher
percentage was deducted. On a side note, at 0.5 h, the scav-
enging activity was the highest as compared to 24 h and 48 h.
This was influenced by the burst release effect of the TQ, as

>

Percentage of scavenged
DPPH (%)

0 9 18
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discussed in Release of thymoquinone and r-ascorbic acid from
CNP and PCNP carrier section, Fig. 4A.

The DPPH scavenging activity by LAA is shown in Fig. 8.
Fig. 8A depicts the bare LAA scavenging activity without any
nanocarrier usage. Increased concentration of LAA had steadily
increased the percentage of scavenging the DPPH radicals. The
scavenging of DPPH radicals then started to plateau at 143 pM
concentration. Furthermore, at all time points, LAA had
a higher DPPH scavenging ability than that of TQ. It could be

LAA
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Fig. 8 Percentage of DPPH scavenged by (A) LAA without any carrier. While, (B—E) are the percentages of DPPH scavenged by LAA from CNP-
LAA, PCNP-LAA, CNP-TQ-LAA and PCNP-TQ-LAA, respectively. For (B—-E), the encapsulated LAA concentration range was used as the x-axis,
instead of the loaded LAA concentration to measure the ability of encapsulated LAA only in scavenging DPPH radicals. Then, the percentage of
LAA released was taken into account in calculating the ECsq value at three different time points, 0.5, 24 and 48 h, as recorded in Table 2.
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supported by a finding that LAA had 79 times higher antioxi-
dant potential than TQ.**

The capacities of encapsulated LAA in CNPs or PCNPs are
shown in Fig. 8B-E. The values of scavenged DPPH represent
the performance of LAA solely, after eliminating the carrier's
(CNPs or PCNPs) percentage of scavenged DPPH, as depicted in
Fig. 5. The original performance of encapsulated LAA in carrier
(without deducting carrier's percentage of scavenged DPPH) is
shown in Appendix II (Fig. 16). The trend in the original data is
the same as the trend in Fig. 8A, which means the DPPH scav-
enged increased over concentrations and time. After the scav-
enging activity of the carrier was deducted, the LAA
performances increased over concentrations but decreased over
time because with time, the carrier was able to scavenge higher
DPPH radicals; hence, a higher percentage was deducted.
Furthermore, at 0.5 h, the scavenging activity was the highest as
compared to 24 h and 48 h. This was influenced by the burst
release effect of the LAA, as discussed in Fig. 4B. However, the
burst release effect (blue bars) at 0.5 h was reduced in the dual-
loaded system, when the PCNP (Fig. 8E) carrier was used instead
of the CNP (Fig. 8D). This explains that the modification of CS
with palmitic acid effectively reduced the initial burst release of
the encapsulated compounds by prolonging the retention of
compounds.>** This was also caused by enhanced controlled
release property as correlated with the release study data shown
in Fig. 4.

Based on the plotted percentage of scavenged DPPH vs.
encapsulated compound concentration graphs in Fig. 7 and 8,
ECs, were then calculated as described in eqn (4) in the Reac-
tivity of diphenylpicrylhydrazyl (DPPH) radical towards thymo-
quinone and/or r-ascorbic acid encapsulated in CNP and PCNP
by DPPH assay section. The release percentages of TQ and LAA
from CNP and PCNP systems are shown in Table 1. The ECs,
values are presented in Table 2 to see the differences when
compounds were delivered with and without nanocarrier over
two days. At 24 h, the ECs, value of TQ in dual-loaded PCNPs
was 2457.69 uM, which is 3 times lower than the EC;, value of
TQ in single-loaded PCNPs, 8151.19 uM and 6 times lower than
ECs, of bare TQ, 15476.19 uM. In addition, at 24 h, the EC;s,
value of LAA delivered using dual-loaded CNPs was 12.47 pM,
which was almost 2 times lower than the ECs, value of LAA in
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single-loaded CNPs, 18.31 pM and almost 5 times lower than
EC5, of bare LAA, 55.70 uM.

Almost all ECs, reduced when the compound was delivered
using single-loaded NPs and even lower when using dual-loaded
NPs, in comparison to bare delivery, regardless of the type of
nanocarrier (CNP or PCNP). Hence, the CS-based nanocarrier
containing dual compounds worked most efficiently in scav-
enging DPPH radicals than single-loaded and bare compounds.
Likewise, an increase in DPPH scavenging activity was seen as
a result of using NPs to contain quercetin as compared to the
bare delivery of quercetin®. In another study, DPPH scavenging
activity increased when silver nanoparticles (AgNPs) were
synthesized using a P. farcta fruit extract in comparison to the
DPPH scavenging activity using the P. farcta fruit only.*®> Addi-
tionally, this may be due to the positive combination effects of
both compounds or known as synergy. It can be determined
through the CI study in the next section. However, at 24 h and
48 h, LAA delivered using single-loaded PCNPs had higher ECs,
(56.66 uM and 106.25 uM, respectively) than the bare LAA (55.70
uM and 42.47 uM, respectively). This is due to the fairly low
percentage of LAA released from the PCNP, as shown in release
data Fig. 3. With lower ability to release LAA from the carrier,
lesser DPPH were scavenged.

Other than that, higher EC5, was recorded when the carrier
was changed from CNPs to PCNPs. For instance, at 24 h, the
ECs, value of dual-loaded TQ delivered by PCNPs, 2457.69 pM,
was 5 times higher than the ECs, value of dual-loaded TQ
delivered by CNPs, 492.75 uM. It can be influenced by the 30.0%
higher release by the PCNP that needs to be taken into account
in calculating the final EC5, value. The release percentage had
to be included in the calculation since the compound had to be
released first, before it could scavenge the radicals. Moreover,
the conjugation of palmitic acid on CS to make PCNPs had
increased the retention of compounds, lengthening the period
of compound staying in the carrier for more steady controlled
release.® On a side note, all systems showed an increase in ECs,
over time. For instance, for PCNP-TQ (Fig. 6C), the value of ECs,
increased from 0 uM at 0.5 h to 8903.34 uM at 24 h to 23 710.44
UM at 48 h because with time, lesser TQ left, so in order to reach
50% of radical scavenging, more TQ was needed.

Table 2 Effective concentration (ECsg) of TQ and LAA in scavenging DPPH radicals when delivered without and with nanocarrier (CNPs or
PCNPs) over 48 h. A lower ECsq value resembles a higher scavenging efficiency, which requires a lower concentration of compound to scavenge

the same amount of DPPH radicals

ECso (M)
0.5 h 24 h 48 h
Compound Bare Single Dual Bare Single Dual Bare Single Dual
TQ 208 333.33 CNP 15476.19 CNP 9346.61 CNP
365.20 41.48 1864.32 492.75 11 033.89 965.74
PCNP PCNP PCNP
493.74 57.22 8151.19 2457.69 36769.45 8886.63
LAA 81.46 CNP 55.70 CNP 42.47 CNP
7.77 4.43 18.31 12.47 28.17 20.16
PCNP PCNP PCNP
25.50 3.86 56.66 11.22 106.25 33.62
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The reduction reaction of the DPPH radical took place when
it received hydrogen from the antioxidant(s), resulting in the
formation of DPPH-H (non-radical) and changed its color from
purple to yellow.'”*>*® Based on the ECs, values, the DPPH
scavenging activity shown by LAA was higher than TQ because
TQ has a lower capacity of work as antioxidant hydrogen or
electron donors.** LAA is reported to scavenge DPPH radicals in
MeOH by a hydrogen transfer reaction to form DPPH-H."® Some
studies reported that the ECs, value of LAA was around 20 pM
for the DPPH assay.’>*” TQ, however, scavenged DPPH radicals
by hydrogen or electron donation.” Since this study involved
DPPH scavenging over 48 h, DMSO was selected as the most
suitable solvent for the DPPH powder as compared to methanol
because it is less volatile and has a lower evaporation rate at
room temperature.’®>®

Increased efficacy of DPPH scavenged by the combination of
TQ and LAA in PCNP through synergistic effects

Combining two compounds, TQ and LAA, in a single carrier
(CNP or PCNP) led to the inquiry on its interaction effects.
Mathematical calculation known as CI is commonly used to
determine interactions, as shown in eqn (5). The combined
effects can be determined as either synergistic (CI < 1), antag-
onistic (CI > 1) or additive (CI = 1).*° In this study, the ECs,
values derived from the DPPH assay were used for the CI
calculation, and the results are shown in Table 3 (the example of
CI calculation is shown in Appendix III). All CI values were less
than 1, which indicates that TQ and LAA showed synergistic
effects in both CNP and PCNP dual-loaded systems, at all time
points. The synergy was evident as ECs, (for instance at 24 h) of
both TQ and LAA delivered by dual-loaded CNPs (492.75 uM and
12.47 pM, respectively) was lower than ECs, of TQ and LAA
delivered by single-loaded CNPs (1864.32 uM and 18.31 uM,
respectively). The same scenario was observed in the PCNP
carrier, where the EC;, values of TQ and LAA delivered by the
dual-loaded system (2457.69 uM and 11.22 uM, respectively)
were lower than ECs, of TQ and LAA delivered by the single-
loaded system (8151.19 uM and 56.66 uM, respectively). The
same observations were identified in the ECs, trends of syner-
gistic effects of co-delivering docetaxel and salinomycin in a NP
consisting of poly lactide-co-glycolide/D-alpha-tocopherol poly-
ethylene glycol for breast cancer treatment.*”
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The CI values in the CNP system increased from 0.68 at 0.5 h
to 0.95 at 24 h and decreased to 0.80 at 48 h. It could be said that
the scavenging effects of TQ and LAA in the CNP system were
unpredictable and influenced by the release kinetics. However,
the trend was not parallel in the PCNP system. The values of CI
increased with time, from 0.15 at 0.5 h to 0.50 at 24 h to 0.56 at
48 h. This tells that the synergistic effects reduced when lesser
compounds were available at longer time points, since most of
them had been used up. If the reaction duration was to be
lengthened, the scavenging effects of TQ and LAA in the PCNP
system may change to addition (CI = 1), instead of synergism.
On a side note, changing the carrier from CNPs to PCNPs led to
a reduction in CI values. For instance, at 24 h, the CI value
reduced to almost 50% from 0.95 to 0.50. Thus, it denotes that
the interaction between the antioxidant compounds was more
synergistic in the modified carrier, PCNP than the CNP. This
proves that the conjugation of palmitic acid on CS contributed
to the production of more effective dual-loaded compounds
encapsulated in a nanocarrier for DPPH radical scavenging.

Overall, the CI values of combined TQ and LAA by PCNP
carriers were lower than those by CNP carriers. Thus, the
modification of CS with palmitic acid had contributed to the
production of more synergistic interactions between the
encapsulated antioxidant compounds. This is supported by the
fact that the closer the CI value to 1, the lesser its synergistic
effects. Additionally, an increase in the synergistic effects was
reported when ascorbic acid was delivered in combination with
glucose and encapsulated in CS nanoformulations to scavenge
DPPH radicals.® In another study, combining doxorubicin with
formaldehyde releasing prodrug, AN-250, encapsulated in CNPs
resulted in enhanced delivery through synergistic relationship
for cancer treatment.” These outcomes concluded that an
increase in drug delivery efficiencies was influenced by
combining drugs using chitosan-based NPs as compared to
single delivery or bare delivery. In this study, enhanced scav-
enging abilities of combined TQ and LAA were caused by the
synergistic effects when delivered by a NP system.

Thymoquinone and/or r-ascorbic acid in PCNPs as radical
scavengers in a normal human lung fibroblast cell line, MRC-5

Enhanced synergy between TQ and LAA delivered using hydro-
phobically modified PCNPs in scavenging DPPH radicals was

Table 3 Classical isobologram (Cl) analysis of DPPH radicals scavenged by a combination of TQ and LAA by CNPs and PCNPs. The combined
effects can be classified as synergistic (Cl < 1), antagonistic (Cl > 1) or additive (Cl = 1)

Time (h) 0.5 24 48

CNP EC50 of TQ in dual loaded CNP-TQ-LAA (uM) 41.48 492.75 965.74
EC50 of TQ in single loaded CNP-TQ (uM) 365.20 1864.32 11 033.89
EC50 of LAA in dual loaded CNP-TQ-LAA (uM) 4.43 12.47 20.16
EC50 of LAA in single loaded CNP-LAA (uM) 7.77 18.31 28.17
CI value of TQ and LAA in dual loaded CNP-TQ-LAA 0.68 0.95 0.80

PCNP EC50 of TQ in dual loaded PCNP-TQ-LAA (uM) 57.22 2457.69 8886.63
EC50 of TQ in single loaded PCNP-TQ (uM) 493.74 8151.19 36769.45
EC50 of LAA in dual loaded PCNP-TQ-LAA (uM) 3.86 11.22 33.62
EC50 of LAA in single loaded PCNP-LAA (uM) 25.50 56.66 106.25
CI value of TQ and LAA in dual loaded PCNP-TQ-LAA 0.15 0.50 0.56
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worthily further experimented by an in vitro method. The reac-
tive oxygen species (ROS) assay using CM-H,DCFDA, an intra-
cellular probe, was conducted to determine free radical
scavenging activity by TQ and LAA within a human lung fibro-
blast cell line, MRC-5. A preliminary study on the functionality
of the CM-H,DCFDA probe was qualitatively tested using
a fluorescence microscope. The probe was first tested whether it
could emit the fluorescence when incubated with or without
serum-supplemented media. Fig. 9 shows the expression of the
probe when set to different conditions. Fig. 9B shows that the
oxidized cells emitted green DCF when the CM-H,DCFDA probe
was loaded in serum-free RPMI media (even without H,0,
inducement). Meanwhile, in Fig. 9C, the MRC-5 cells induced
with 5 mM H,0, showed no fluorescein emission as the media
used contained serum.

A higher concentration of ROS was needed to enable DCF
fluorescence emergence when H,DCFDA was used with an
RPMI media containing serum, as compared to using serum-
free RPMI media. In addition, serum provided extracellular
esterases that converted more H,DCFDA into H,DCF, which
then eased the oxidation by the ROS and resulted in higher
background fluorescence.** Moreover, H,DCFDA is very sensi-
tive to certain compounds such as bovine serum albumin, heme
and serum.®>* Thus, the usage of serum-free media during CM-
H,DCFDA probe loading is essential for the least emergence of
background fluorescence. On top of that, by inducing the cells
with hydrogen peroxide, H,0,, emergence of fluorescein, DCF
could be detected more clearly. The increase in H,0,

No H,0, inducement.

Incubated with 5 uM of CM-H,DCFDA probe
loaded in serum free RPMI media for 30 min.

No H,0, inducement.
No CM-H,DCFDA probe.
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concentration led to an increase in the intensity of fluorescein,
DCF, as shown in Fig. 9 D-F.

The radical scavenging in MRC-5 by TQ and/or LAA encap-
sulated in PCNP was then further quantified using flow
cytometry at two time points, 24 h and 48 h. Firstly, the H,O,
inducement duration was optimized to determine the most
suitable time needed to get a significant level of radicals that
could be detected by the flow cytometer. Fig. 10A shows that the
peak of cells induced with H,0, for 24 h (blue peak) shifted to
the right more than the 1 h (red peak). It defines that the ROS
level (depicted as FITC-A) increased with longer exposure of the
H,0,. Instead, not much DCF was produced when the cells were
induced with H,0, for 1 h only. Hence, the 24 h of H,0,
inducement on MRC-5 was used in the following experiments.

MRC-5 were induced with H,O, for 24 h, before treatment
with TQ and/or LAA delivered as the bare compound, single-
loaded PCNP or dual-loaded PCNP. The ROS generated 24 h
and 48 h post treatment were analyzed by Flow Cytometry and
are presented in Fig. 11-13.

The compiled ROS levels in MRC-5 24 h and 48 h post
treatments of various samples are summarized in Fig. 14 and
Table 4. The positive control, gallic acid, had the least ROS level,
which indicates high efficiency in scavenging H,O, radicals,
since it is known for its potent antioxidative property. The
negative control, H,0,, however showed the highest ROS level
as MRC-5 were induced with H,0,, but not being treated with
any antioxidant. Therefore, the oxidized cells containing free
radicals were not reduced to stable form radicals. After 24 h, the
ROS level in MRC-5 treated with just PCNPs (40.38%) had

Induced with 5 mM of H,0, for 30 min.
Incubated with 5 uM of CM-H,DCFDA probe
loaded in RPMI media with serum for 30 min.

Induced with 1.25 mM of H,0, for 30 min.
Incubated with 5 uM of CM-H,DCFDA probe
loaded in serum free RPMI media for 30 min.

Induced with 2.5 mM of H,0, for 30 min.
Incubated with 5 pM of CM-H,DCFDA probe
loaded in serum free RPMI media for 30 min.

Induced with 5 mM of H,0, for 30 min.
Incubated with 5 uM of CM-H,DCFDA probe
loaded in serum free RPMI media for 30 min.

Fig. 9 Green dichlorodihydrofluorescein (DCF) expression as a result of ROS presence in MRC-5 when (A) no CM-H,DCFDA probe loaded, (B)
no H,O, induced but incubated for 30 min with 5 uM of CM-H,DCFDA probe loaded in serum-free RPMI media, (C) induced with 5 mM H,O, and
then incubated for 30 min with 5 uM of CM-H,DCFDA probe loaded in serum supplemented RPMI media, (D) induced with 1.25 mM H,O, and
then incubated for 30 min with 5 pM of CM-H,DCFDA probe loaded in serum-free RPM| media, (E) induced with 2.5 mM H,O, and then
incubated for 30 min with 5 uM of CM-H,DCFDA probe loaded in serum-free RPMI media, and (F) induced with 5 mM H,0O, and then incubated
for 30 min with 5 uM of CM-H,DCFDA probe loaded in serum-free RPMI media.
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Fig. 10 Increased ROS level in MRC-5 induced with H,O, for 24 h. (A)
represents the progression of ROS levels through the shift of peak
(right shift means higher ROS presence), while (B) represents the
number of cells at a particular FITC-A intensity. A higher FITC-A
reading indicates more DCF or ROS presence. MRC-5 induced with
H,O, for 24 h had a greater FITC-A intensity than induced for 1 h,
which resembles higher ROS presence.

almost the same percentage as the negative control (41.98%),
which scavenged only 1.60% of H,0,. However, after 48 h, the
PCNP scavenged around 18.00% of H,O,. It means that more
PCNPs were degraded at 48 h to scavenge H,0,.**

Both single-loaded compounds, PCNP-TQ and PCNP-LAA,
had nearly similar ROS levels of 29.99% and 31.20%, respec-
tively at 24 h. About 9.00% and 13.00% of ROS were further
reduced by PCNP-TQ and PCNP-LAA, respectively 48 h post
treatment, making the ROS level 20.74% and 18.71%,

Fig. 11 Effect of TQ and/or LAA treatments with or without usage of
PCNP carriers for 24 h and 48 h on the ROS level in MRC-5. (A) and (B)
are of the same samples (LAA scavenging activities), (C) and (D) are of
the same samples (TQ scavenging activities). (A) and (C) represent the
progression of the ROS level through the shift of peak (right shift
means higher ROS presence), while (B) and (D) represent the number
of cells at a particular FITC-A intensity. Higher FITC-A reading indicates
higher DCF or ROS presence. MRC-5 treated with samples for 48 h had
higher radical scavenging activities than 24 h due to the controlled
release of compounds. The dual-loaded TQ and LAA in PCNPs (PCNP-
TQ-LAA) at 48 h showed the lowest ROS level because of the syner-
gistic effects of the combination.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 12 Scavenging of H,O, by compound(s)-encapsulated PCNPs.
(A) and (B) are of the same samples (24 h post treatment), (C) and (D)
are of the same samples (48 h post treatment). (A) and (C) represent
the progression of the ROS level through the shift of peak (right shift
means higher ROS presence), while (B) and (D) represent the number
of cells at a particular FITC-A intensity. A higher FITC-A reading indi-
cates more DCF or ROS presence. Two peaks were detected from
each treatment. MRC-5 treated for 48 h in C showed higher scav-
enging activities as the right peak areas were smaller than those
treated for 24 h in A. It indicates that 48 h post treatment caused the
ROS to be reduced more efficiently as more cells accumulated at the
left peaks with lower FITC-A values.

respectively. On top of this, the dual-loaded PCNP-TQ-LAA had
24.52% and 15.88% of ROS at 24 h and 48 h post treatment;
which means around 9.00% more ROS decreased by time. The
trend of ROS decrement over time in all compound(s)-
encapsulated PCNP samples was caused by the controlled
release system that retained the compound and released it
slowly in longer periods of time. Additionally, since PCNPs
showed a significant ROS decrement from 24 h (40.38%) to 48 h
(24.33%) which might be due to the degradation, it hints that
more encapsulated compounds were released by time.

On another note, bare TQ and LAA had higher ROS levels than
the encapsulated ones in PCNPs. For instance, at 24 h, the ROS
level in MRC-5 treated with bare TQ and LAA were 39.79% and
32.46%, respectively. However, when TQ and LAA were encap-
sulated as a single agent in PCNPs, the ROS level was reduced by
10.00% and 1.00%, respectively. The reduction was further
enhanced when both TQ and LAA were delivered together in
PCNPs, in which the ROS reading was 24.53%. That marks
15.00% and 8.00% decrement for TQ and LAA, respectively. The
ROS were scavenged most efficiently by the dual-loaded system
(PCNP-TQ-LAA) than the single-loaded system (PCNP-TQ, PCNP-
LAA) because the combined compounds in PCNPs had higher
release percentages (Release of thymoquinone and r-ascorbic
acid from CNP and PCNP carrier section, Fig. 4). Moreover, the
synergistic effects of combined TQ and LAA increased their
capabilities to reduce the number of radicals in comparison to
single loading in the PCNP and bare delivery. This was aligned
with the findings from the DPPH assay in which the CI value
shown by the combined TQ and LAA in PCNPs was < 1.
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Fig. 13 Scavenging of H,O, by dual-loaded TQ and LAA in PCNPs. (A)
and (B) are of the same samples (24 h post treatment), (C) and (D) are of
the same samples (48 h post treatment). (A) and (C) represent the
progression of ROS level through the shift of peak (right shift means
higher ROS presence), while (B) and (D) represent the number of cells
at a particular FITC-A intensity. Higher FITC-A reading indicates more
DCF or ROS presence. MRC-5 treated with dual-loaded TQ and LAAin
PCNP for 48 h in (C) showed higher scavenging activities as the right
peak area was smaller than treated for 24 hin (A). It indicates that 48 h
post treatment caused the ROS to be reduced more efficiently as more
cells accumulated at the left peak with lower FITC-A values.

The increase in scavenging free radicals could be caused by
many factors and one such factor is the enhanced bioavailability
facilitated by a controlled release system. In this study, the

60

ROS level (%)
&

~
=]

] o
> <

Sample

Fig. 14 Percentage of ROS in MRC-5 after being induced with H,O»
for 24 h and treated with various treatments over 24 h and 48 h. The
positive control, gallic acid, had the least ROS, while the negative
control H,O, had the most ROS post treatment. The ROS level
dropped in all samples after treatment for 48 h in comparison to 24 h,
which indicates higher scavenging activities. The percentages of ROS
are from the DCF fluorescence histograms (Fig. 10-13) analyzed using
the FlowJo analysis program. The percentage of ROS was quantified
considering a threshold fluorescence level of 10° (a.u), set on the basis
of the background fluorescence in the unstained cell population. The
ROS values in each sample are shown in Table 4.
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Table 4 Percentage of ROS in MRC-5 after being induced with H,O,
for 24 h and treated with various treatments over 24 h and 48 h.
Positive control and negative control had the least and most ROS,
respectively. By time, the ROS level dropped in all samples, which
indicates more scavenging activities. The percentages of ROS are from
the DCF fluorescence histograms (Fig. 10-12) analyzed using the
FlowJo analysis program. The percentage of ROS was quantified
considering a threshold fluorescence level of 10° (a.u), set on the basis
of the background fluorescence in the unstained cell population. SEM
means standard error mean

ROS level &+ SEM (%)

Sample 24 h post treatment 48 h post treatment
Positive control 16.80 & 0.64 13.16 + 1.32
Negative control 41.98 + 3.61 32.98 + 0.33
TQ 39.79 £ 1.60 30.29 £ 3.69
LAA 32.46 £ 0.19 26.00 £ 1.86
PCNP 40.38 +1.93 24.33 + 7.88
PCNP-TQ 29.99 £ 1.85 20.74 £ 3.46
PCNP-LAA 31.20 £+ 0.82 18.71 £ 1.43
PCNP-TQ-LAA 24.52 £ 1.47 15.88 £ 0.57

bioavailability of TQ and LAA was enhanced by the use of PCNP
carriers. It was proven when bare TQ and LAA had higher
percentages of ROS as compared to when they were encapsulated.
This is supported by a finding that TQ loaded in nanostructured
lipid carriers had a 6-fold increase in bioavailability as compared
to free TQ, which consequently provided better gastrointestinal
protection.®**® On top of that, PCNPs showed enhanced controlled
release of dual-encapsulated TQ and LAA in comparison to single-
encapsulated TQ or LAA. Hence, higher ROS were scavenged by
the dual loaded system at both time points, 24 h and 48 h. The
improvement was not solely contributed by the controlled release
system, but by the synergy between TQ and LAA too.

Conclusions

The antioxidant scavenging activities of TQ and LAA were
measured by a DPPH assay. The compounds were administered
as bare, single-loaded CNPs and PCNPs as well as dual-loaded
CNPs and PCNPs. The DPPH scavenging activity in DMSO by
bare LAA was higher than that of TQ. The efficacy experienced
an increase when the compounds were administered using NPs,
as they were protected. This elevated the retention and con-
trollably released these substances over 48 h. The ECs, value of
TQ and LAA from the dual-loaded PCNP and CNP in scavenging
the synthetic DPPH radical was found to be lower than the ECs,
value of single-loaded systems. It implies that the combination
of TQ and LAA in the carrier reduced the concentration of
antioxidants required to effectively scavenge the DPPH radicals.
The dual-loaded TQ and LAA in both CNP and PCNP systems
clearly exhibited synergistic effects when combined in one
carrier as the CI values were less than one. However, the dual-
loaded PCNP displayed higher synergistic effects based on the
lower CI value scored as compared to the dual-loaded CNP. It
defines that the modification of CS by palmitic acid had

© 2023 The Author(s). Published by the Royal Society of Chemistry
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effectively enhanced the reduction of the free radical DPPH
through higher activities of hydrogen transfer. Due to that,
another in vitro antioxidative ROS assay was performed, called
the CM-H,DCFDA assay to further determine TQ and LAA
capabilities in scavenging radicals. In the ROS assay study, H,O,
was used as the free radicals to be scavenged by the reducing
agent. Parallel outcomes were shown by those compounds, in
which dual-loaded TQ and LAA in PCNPs had the highest
scavenging activity. The ROS level was the lowest when TQ and
LAA were administered in combination by the PCNP carrier,
followed by single-loaded TQ and single-loaded LAA, bare TQ
and bare LAA. Aside from the synergistic effects of the

>

Percentage of scavenged

View Article Online
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combination, the utilization of PCNPs as the carrier increased
the retention duration, allowing the gradual release of the
payload. This reduced the concentration of loaded compounds
TQ and LAA needed to scavenge both DPPH and H,O, radicals
without reducing the efficacies. In conclusion, the controlled
release property of the PCNP carrier and synergy between TQ
and LAA compounds was very crucial to augment the overall
antioxidative property of a system.
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Fig. 15 Original performance of encapsulated TQ in carrier (without deducting carrier's percentage of scavenged DPPH).
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Fig. 16 Original performance of encapsulated LAA in carrier (without deducting carrier's percentage of scavenged DPPH).

Appendix III 965.74  20.16
= ot ——=0380
Example of calculation for CI value of two compounds 11033.89 ~ 28.17
combined in a CNP carrier.
CI value of TQ and LAA in dual loaded CNP-TQ-LAA at 48 h.
_ ECs of TQ in dual loaded CNP-TQ-LAA Author contributions
" ECs of TQ in single loaded CNP-TQ
ECs of LAA in dual loaded CNP-TQ-LAA Conceptualization and methodology: N. O., S. N. A. M. J. and M.
ECs, of LAA in single loaded CNP-LAA J. M.; investigation and formal analysis: N. O.; software: N. O., R.

A.B.M.]. and M. N. A,; supervision and resources: S. N. A. M. J.
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27980 | RSC Adv, 2023, 13, 27965-27983 © 2023 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

Open Access Article. Published on 20 September 2023. Downloaded on 7/30/2025 5:38:44 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

and M. N. A; writing - original draft: N. O.; writing - review &
editing: S. N. A. M. J. All authors have read and agreed to the
published version of the manuscript.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

Thanks are due to the Chemistry Department, Faculty of
Science, Universiti Putra Malaysia (UPM) for providing research
facilities. Part of the research work was funded by Universiti
Putra Malaysia under Geran Putra Berimpak (UPM.RMC.800-3/3/
1/GP-GPB/2021/9699200). The publication is supported by
Research Management Centre (RMC), Universiti Putra Malaysia
under Journal Publication Fund Initiative 2023.

References

1 S. C. Lourenco, M. Mold and V. D. Alves, Antioxidants of
Natural Plant Origins: From Sources to Food Industry
Applications, Molecules, 2019, 24, 4132, DOIL 10.3390/
molecules24224132.

2 E. M. Atta, N. H. Mohamed and A. A. M. Abdelgawad,
Antioxidants: An Overview on the Natural and Synthetic
Types, Eur. Chem. Bull., 2017, 6, 365-375, DOI: 10.17628/
ecb.2017.6.365-375.

3 N. F. Santos-sanchez, R. Salas-coronado, C. Villanueva-
caiiongo and B. Hernandez-carlos, Antioxidant Compounds
and Their Antioxidant Mechanism, IntechOpen, 2019.

4 A. H. Elfar, S. K. Jaouni Al, W. Li and S. A. Mousa, Protective
Roles of Thymoquinone Nanoformulations: Potential
Nanonutraceuticals in Human Diseases, Nutrients, 2018,
10, DOI: 10.3390/nu10101369.

5R. B. Kassab and R. E. El-Hennamy, The Role of
Thymoquinone as a Potent Antioxidant in Ameliorating the
Neurotoxic Effect of Sodium Arsenate in Female Rat, Egypt.

J. Basic Appl. Sci., 2017, 4, 160-167, DOIL 10.1016/
J.EJBAS.2017.07.002.
6 M. Salkic and A. Selimovi¢, Spectrophotometric

Determination of r-Ascorbic Acid in Pharmaceuticals Based
on Its Oxidation by Potassium Peroxymonosulfate and
Hydrogen Peroxide, Croat. Chem. Acta, 2015, 88, 73-79,
DOI: 10.5562/cca2551.

7 A. G. Alla and A. M. G. Alla, Effect of Vitamin C and
Thymoquinone on Experimentally Bisphenol A Induced
Hepato-Renal Toxicity in Adult Male Albino Rats, Al-Azhar
Med. J., 2017, 46, 643-656, DOI: 10.12816/0040352.

8 N. Othman, S. N. A. Md Jamil, M. ]J. Masarudin,
L. C. Abdullah, R. Daik and N. S. Sarman, r-Ascorbic Acid
and Thymoquinone Dual-Loaded Palmitoyl-Chitosan
Nanoparticles: Improved Preparation Method,
Encapsulation and Release Efficiency, Processes, 2020, 8,
1040, DOTI: 10.3390/pr8091040.

9 S. Hao, B. Wang and Y. Wang, Porous Hydrophilic Core/
Hydrophobic Shell Nanoparticles for Particle Size and Drug

© 2023 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

Release Control, Mater. Sci. Eng., C, 2015, 49, 51-57, DOIL:
10.1016/j.msec.2014.12.029.

10 A. Jamil, H. N. Lim, N. A. Yusof, A. Ahmad Tajudin,
N. M. Huang, A. Pandikumar, A. Moradi Golsheikh,
Y. H. Lee and Y. Andou, Preparation and Characterization
of Silver Nanoparticles-Reduced Graphene Oxide on ITO
for Immunosensing Platform, Sensors Actuators B Chem,
2015, 221, 1423-1432, DOI: 10.1016/j.snb.2015.06.156.

11 G. Z. Kyzas and D. N. Bikiaris, Recent Modifications of
Chitosan for Adsorption Applications: A Critical and
Systematic Review, Mar. Drugs, 2015, 13, 312-337, DOL
10.3390/md13010312.

12 N. Othman, M. J. Masarudin, C. Y. Kuen, N. A. Dasuan,
L. C. Abdullah and S. N. A. Md. Jamil, Synthesis and
Optimization of Chitosan Nanoparticles Loaded with r-
Ascorbic Acid and Thymoquinone, Nanomaterials, 2018, 8,
920, DOI: 10.3390/nan08110920.

13 F. Avelelas, A. Horta, L. F. V. Pinto, S. C. Marques,
P. M. Nunes, R. Pedrosa and S. M. Leandro, Antifungal
and Antioxidant Properties of Chitosan Polymers Obtained
from Nontraditional Polybius Henslowii Sources, Mar.
Drugs, 2019, 17, 239, DOI: 10.3390/md17040239.

14 A. Prakash and R. Baskaran, Acerola, an Untapped
Functional Superfruit : A Review on Latest Frontiers, J.
Food Sci. Technol., 2018, 55, 3373-3384, DOI 10.1007/
$13197-018-3309-5.

15 H. Oh, J. S. Lee, D. Sung, J. H. Lee, S. H. Moh, J.-M. Lim and
W. II Choi, Synergistic Antioxidant Activity of Size
Controllable Chitosan-Templated Prussian Blue
Nanoparticle, Nanomedicine, 2019, 14, DOI: 10.2217/nnm-
2019-0223.

16 S. B. Kedare and R. P. Singh, Genesis and Development of
DPPH Method of Antioxidant Assay, J. Food Sci. Technol.,
2011, 48, 412-422, DOI: 10.1007/s13197-011-0251-1.

17 S. Baliyan, R. Mukherjee, A. Priyadarshini, A. Vibhuti,
A. Gupta, R. P. Pandey and C.-M. Chang, Determination of
Antioxidants by DPPH Radical Scavenging Activity and
Quantitative Phytochemical Analysis of Ficus Religiosa,
Molecules, 2022, 27, 1326, DOI: 10.3390/molecules27041326.

18 1. Nakanishi, Y. Shoji, K. Ohkubo, K. Fukuhara, T. Ozawa,
K. Matsumoto and S. Fukuzumi, Effects of Reaction
Environments on Radical-Scavenging Mechanisms of
Ascorbic Acid, J. Clin. Biochem. Nutr., 2021, 68, 116-122,
DOL: 10.3164/jcbn.20-147.

19 M. P. de Torre, R. Y. Cavero, M. I Calvo and
J. L. W. Vizmanos, A Simple and a Reliable Method to
Quantify Antioxidant Activity in Vivo, Antioxidants, 2019, 8,
1-11, DOI: 10.3390/antiox8050142.

20 T.-C. Chou, Theoretical Basis, Experimental Design, and
Computerized Simulation of Synergism and Antagonism in
Drug Combination Studies, Pharmacol. Rev., 2006, 58(3),
621-681, DOI: 10.1124/pr.58.3.10.

21 A. Garcia-Fuente, F. Vazquez, J. M. Viéitez, F. ]J. G. Alonso,
J. 1. Martin and J. C. 1. S. N. E. Ferrer, An Accurate
Description of Dose-Effect and Synergism in Combination
Therapies, Sci. Rep., 2018, 8, 4964, DOI: 10.1038/s41598-
018-23321-6.

RSC Adv, 2023, 13, 27965-27983 | 27981


https://doi.org/10.3390/molecules24224132
https://doi.org/10.3390/molecules24224132
https://doi.org/10.17628/ecb.2017.6.365-375
https://doi.org/10.17628/ecb.2017.6.365-375
https://doi.org/10.3390/nu10101369
https://doi.org/10.1016/J.EJBAS.2017.07.002
https://doi.org/10.1016/J.EJBAS.2017.07.002
https://doi.org/10.5562/cca2551
https://doi.org/10.12816/0040352
https://doi.org/10.3390/pr8091040
https://doi.org/10.1016/j.msec.2014.12.029
https://doi.org/10.1016/j.snb.2015.06.156
https://doi.org/10.3390/md13010312
https://doi.org/10.3390/nano8110920
https://doi.org/10.3390/md17040239
https://doi.org/10.1007/s13197-018-3309-5
https://doi.org/10.1007/s13197-018-3309-5
https://doi.org/10.2217/nnm-2019-0223
https://doi.org/10.2217/nnm-2019-0223
https://doi.org/10.1007/s13197-011-0251-1
https://doi.org/10.3390/molecules27041326
https://doi.org/10.3164/jcbn.20-147
https://doi.org/10.3390/antiox8050142
https://doi.org/10.1124/pr.58.3.10
https://doi.org/10.1038/s41598-018-23321-6
https://doi.org/10.1038/s41598-018-23321-6
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

Open Access Article. Published on 20 September 2023. Downloaded on 7/30/2025 5:38:44 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

RSC Advances

22 D.U.Lee,M.].Ji,]. Y. Kang, S. Y. Kyung and J. H. Hong, Dust
Particles-Induced Intracellular Ca2+ Signaling and Reactive
Oxygen Species in Lung Fibroblast Cell Line MRC5, Korean
J. Physiol. Pharmacol., 2017, 21, 327-334, DOIL: 10.4196/
kjpp.2017.21.3.327.

23 C.Yang, L. Jiang, H. Zhang, L. A. Shimoda, R. J. Deberardinis
and G. L. Semenza, Analysis of Hypoxia-Induced Metabolic
Reprogramming, in Methods in Enzymology, Elsevier Inc.,
2014, Vol. 542, pp. 425-455, ISBN 9780124166189.

24 A. Phaniendra, D. Babu Jestadi and L. Periyasamy, Free
Radicals: Properties, Sources, Targets, and Their
Implication in Various Diseases, Indian J. Clin. Biochem.,
2015, 30, 11-26, DOI: 10.1007/s12291-014-0446-0.

25 M. Mrityunjaya, V. Pavithra, R. Neelam, P. Janhavi,
P. M. Halami and P. V. Ravindra, Immune-Boosting,
Antioxidant and Anti-Inflammatory Food Supplements
Targeting Pathogenesis of COVID-19, Front. Immunol.,
2020, 11, DOI: 10.3389/fimmu.2020.570122.

26 C. Pan, J. Qian, C. Zhao, H. Yang, X. Zhao and H. Guo, Study
on the Relationship between Crosslinking Degree and
Properties of TPP Crosslinked Chitosan Nanoparticles,
Carbohydr.  Polym., 2020, 241, DOI:  10.1016/
j-carbpol.2020.116349.

27 N. Islam, I. Dmour and M. O. Taha, Degradability of
Chitosan Micro/Nanoparticles for Pulmonary Drug
Delivery, Heliyon, 2019, 5, e01684, DOI: 10.1016/
j-heliyon.2019.e01684.

28 M. ]J. Masarudin, S. M. Cutts, B. J. Evison, D. R. Phillips and
P. J. Pigram, Factors Determining the Stability, Size
Distribution, and Cellular Accumulation of Small,
Monodisperse Chitosan Nanoparticles as Candidate
Vectors for Anticancer Drug Delivery: Application to the
Passive Encapsulation of [14C]-Doxorubicin, Nanotechnol.,
Sci. Appl., 2015, 8, 67-80, DOI: 10.2147/NSA.S91785.

29 M.]. Mitchell, M. M. Billingsley, R. M. Haley, M. E. Wechsler,
N. A. Peppas and R. Langer, Engineering Precision
Nanoparticles for Drug Delivery, Nat. Rev. Drug Discovery,
2020, 20, 101-124, DOIL: 10.1038/s41573-020-0090-8.

30 T. V. Nguyen, T. T. H. Nguyen, S. L. Wang, T. P. K. Vo and
A. D. Nguyen, Preparation of Chitosan Nanoparticles by
TPP Ionic Gelation Combined with Spray Drying, and the
Antibacterial Activity of Chitosan Nanoparticles and
a Chitosan Nanoparticle-Amoxicillin Complex, Res. Chem.
Intermed., 2017, 43, 3527-3537, DOIL: 10.1007/s11164-016-
2428-8.

31 Y. Zhao, W. Du, H. Wu, M. Wy, Z. Liu and S. Dong, Chitosan/
Sodium Tripolyphosphate Nanoparticles as Efficient
Vehicles for Enhancing the Cellular Uptake of Fish-derived
Peptide, J. Food Biochem., 2018, 43(2), e12730, DOI:
10.1111/jfbe.12730.

32 C. Y. Kuen, T. Galen, S. Fakurazi, S. S. Othman and
M. ]J. Masarudin, Increased Cytotoxic Efficacy of
Protocatechuic Acid in A549 Human Lung Cancer
Delivered  via  Hydrophobically = Modified-Chitosan
Nanoparticles as an Anticancer Modality, Polymers, 2020,
12, 1951, DOI: 10.3390/polym12091951.

27982 | RSC Adv, 2023, 13, 27965-27983

View Article Online

Paper

33 J. Baek, M. Ramasamy, N. C. Willis, D. S. Kim,
W. A. Anderson and K. C. Tam, Encapsulation and
Controlled Release of Vitamin C in Modified Cellulose
Nanocrystal/Chitosan Nanocapsules, Curr. Res. Food Sci.,
2021, 4, 215-223, DOI: 10.1016/j.crfs.2021.03.010.

34 F. Piran, Z. Khoshkhoo, S. E. Hosseini and M. H. Azizi,
Controlling the Antioxidant Activity of Green Tea Extract
through Encapsulation in Chitosan-Citrate Nanogel, J.
Food Qual., 2020, 2020, DOI: 10.1155/2020/7935420.

35 G. O. Martins, M. Segalla Petronio, A. M. Furuyama Lima,
A. M. Martinez Junior, V. A. de Oliveira Tiera, M. de Freitas
Calmon, P. S. Leite Vilamaior, S. W. Han and M. ]. Tiera,
Amphipathic Chitosans Improve the Physicochemical
Properties  of  SiRNA-Chitosan  Nanoparticles  at
Physiological Conditions, Carbohydr. Polym., 2019, 216,
332-342, DOI: 10.1016/j.carbpol.2019.03.098.

36 M. S. Blois, Nature Publishing Group, Nature, 1958, 181,
1199-1200.

37 Y. Gao, M. Tang, E. Leung, D. Svirskis, A. Shelling and Z. Wu,

Dual or Multiple Drug Loaded Nanoparticles to Target Breast

Cancer Stem Cells, RSC Adv., 2020, 10, 19089-19105, DOI:

10.1039/d0ra02801k.

S. Kamiloglu, G. Sari, T. Ozdal and E. Capanoglu, Guidelines

for Cell Viability Assays, Food Front., 2020, 1, 332-349, DOLI:

10.1002/fft2.44.

39 I. Nallamuthu, A. Devi and F. Khanum, Chlorogenic Acid
Loaded Chitosan Nanoparticles with Sustained Release
Property, Retained Antioxidant Activity and Enhanced
Bioavailability, Asian J. Pharm. Sci., 2015, 10, 203-211, DOLI:
10.1016/j.ajps.2014.09.005.

40 A. Belgamwar, S. Khan and P. Yeole, Intranasal Chitosan-g-
HPBCD Nanoparticles of Efavirenz for the CNS Targeting,
Artif. Cells, Nanomed., Biotechnol., 2017, 46, 374-386, DOI:
10.1080/21691401.2017.1313266.

41 M. A. Mohammed, J. T. M. Syeda, K. M. Wasan and
E. K. Wasan, An Overview of Chitosan Nanoparticles and
Its Application in Non-Parenteral Drug Delivery,

3

[ee]

Pharmaceutics, 2017, 9(4), 53, DOI: 10.3390/
pharmaceutics9040053.
42 R. Al-Kassas, J. Wen, A. E. M. Cheng, A. M. J. Kim, S. S. M. Liu

and J. Yu, Transdermal Delivery of Propranolol Hydrochloride
through Chitosan Nanoparticles Dispersed in Mucoadhesive
Gel, Carbohydr. Polym., 2016, 153, 176-186, DOI: 10.1016/
j-carbpol.2016.06.096.

43 Y. Xu, C. S. Kim, D. M. Saylor and D. Koo, Polymer
Degradation and Drug Delivery in PLGA-Based Drug-
Polymer Applications: A Review of Experiments and
Theories, J. Biomed. Mater. Res., Part B, 2017, 105(6), 1692-
1716, DOI: 10.1002/jbm.b.33648.

44 Z.Yuan, Y. Ye, F. Gao, H. Yuan, M. Lan, K. Lou and W. Wang,
Chitosan-Graft-B-Cyclodextrin Nanoparticles as a Carrier for
Controlled Drug Release, Int. J. Pharm., 2013, 446, 191-198,
DOI: 10.1016/j.ijpharm.2013.02.024.

45 L. Espafiol, A. Larrea, V. Andreu, G. Mendoza, M. Arruebo,
V. Sebastian, M. S. Aurora-Prado, E. R. M. Kedor-
Hackmann, M. I. R. M. Santoro and ]. Santamaria, Dual
Encapsulation of Hydrophobic and Hydrophilic Drugs in

© 2023 The Author(s). Published by the Royal Society of Chemistry


https://doi.org/10.4196/kjpp.2017.21.3.327
https://doi.org/10.4196/kjpp.2017.21.3.327
https://doi.org/10.1007/s12291-014-0446-0
https://doi.org/10.3389/fimmu.2020.570122
https://doi.org/10.1016/j.carbpol.2020.116349
https://doi.org/10.1016/j.carbpol.2020.116349
https://doi.org/10.1016/j.heliyon.2019.e01684
https://doi.org/10.1016/j.heliyon.2019.e01684
https://doi.org/10.2147/NSA.S91785
https://doi.org/10.1038/s41573-020-0090-8
https://doi.org/10.1007/s11164-016-2428-8
https://doi.org/10.1007/s11164-016-2428-8
https://doi.org/10.1111/jfbc.12730
https://doi.org/10.3390/polym12091951
https://doi.org/10.1016/j.crfs.2021.03.010
https://doi.org/10.1155/2020/7935420
https://doi.org/10.1016/j.carbpol.2019.03.098
https://doi.org/10.1039/d0ra02801k
https://doi.org/10.1002/fft2.44
https://doi.org/10.1016/j.ajps.2014.09.005
https://doi.org/10.1080/21691401.2017.1313266
https://doi.org/10.3390/pharmaceutics9040053
https://doi.org/10.3390/pharmaceutics9040053
https://doi.org/10.1016/j.carbpol.2016.06.096
https://doi.org/10.1016/j.carbpol.2016.06.096
https://doi.org/10.1002/jbm.b.33648
https://doi.org/10.1016/j.ijpharm.2013.02.024
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

Open Access Article. Published on 20 September 2023. Downloaded on 7/30/2025 5:38:44 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

PLGA Nanoparticles by a Single-Step Method: Drug Delivery
and Cytotoxicity Assays, RSC Adv., 2016, 6, DOI: 10.1039/
c6ra23620k.

46 C. Y. Kuen, S. Fakurazi, S. S. Othman and M. J. Masarudin,
Increased Loading, Efficacy and Sustained Release of
Silibinin, a Poorly Soluble Drug Using Hydrophobically-
Modified Chitosan Nanoparticles for Enhanced Delivery of
Anticancer Drug Delivery Systems, Nanomaterials, 2017, 7,
379, DOI: 10.3390/nan07110379.

47 J.Je and S. Kim, Reactive Oxygen Species Scavenging Activity
of Aminoderivatized Chitosan with Different Degree of
Deacetylation, Bioorg. Med. Chem., 2006, 14, 5989-5994,
DOLI: 10.1016/j.bmc.2006.05.016.

48 W. Xie, P. Xu and Q. Liu, Antioxidant Activity of Water-
Soluble Chitosan Derivatives, Bioorg. Med. Chem. Lett.,
2001, 11, 1699-1701, DOI: 10.1016/S0960-894X(01)00285-2.

49 S. A. Adefegha, G. Oboh, I. I. Ejakpovi and S. I. Oyeleye,
Antioxidant and Antidiabetic Effects of Gallic and
Protocatechuic Acids: A Structure-Function Perspective,
Comp. Clin. Pathol., 2015, 24, 1579-1585, DOI: 10.1007/
s00580-015-2119-7.

50 F. L. Hsu, W. J. Huang, T. H. Wu, M. H. Lee, L. C. Chen,
H. J. Lu, W. C. Hou and M. H. Lin, Evaluation of
Antioxidant and Free Radical Scavenging Capacities of
Polyphenolics from Pods of Caesalpinia Pulcherrima, Int. J.
Mol. Sci., 2012, 13, 6073-6088, DOI: 10.3390/ijms13056073.

51 T. B. Ng; J. H. Wong; C. Tam; F. Liu; C. F. Cheung;
C. C. W. Ng; R. Tse; T. F. Tse and H. Chan, Methyl Gallate
as an Antioxidant and Anti-HIV Agent, in HIV/AIDS:
Oxidative Stress and Dietary Antioxidants, Elsevier Inc.,
2018, pp. 161-168, ISBN 9780128098547.

52 H. Khither, W. Sobhi, A. Khenchouche, A. Mosbah and
M. Benboubetra, In-Vitro Antioxidant Effect of
Thymoquinone, Annu. Res. Rev. Biol., 2018, 25, 1-9, DOI:
10.9734/arrb/2018/40165.

53 M. ]J. Masarudin, Chitosan Nanoparticles as a Delivery Vehicle
for [14C]-Doxorubicin and the Formaldehyde Releasing Prodrug
AN-250, La Trobe University, Bundoora, Victoria, Australia,
2012.

54 T.-H. Wu, F.-L. Yen, L.-T. Lin, T.-R. Tsai, C.-C. Lin and
T.-M. Cham, Preparation, Physicochemical
Characterization, and Antioxidant Effects of Quercetin
Nanoparticles, Int. J. Pharm., 2008, 346, 160-168, DOI:
10.1016/j.ijpharm.2007.06.036.

55 S. Salari, S. E. Bahabadi, A. Samzadeh-Kermani and
F. Yosefzaei, In-Vitro Evaluation of Antioxidant and
Antibacterial Potential of Green Synthesized Silver
Nanoparticles Using Prosopis Farcta Fruit Extract, Iran. J.
Pharm. Res., 2019, 18, 430-445.

56 0. Hegedus, B. Borovicza, K. Szarka, A. Vargova,
D. Reménység, A. Matova, B. Czibor and A. Hegedusova,
Fruit Red Colorants Impact on the Antiradical Activity

© 2023 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

Determined by DPPH Method, Potr. S. J. F. Sci., 2020, 14,
473-482, DOI: 10.5219/1374.

57 O. A. Badary, R. A. Taha, A. M. G. El-Din and M. H. Abdel-
Wahab, Thymoquinone Is a Potent Superoxide Anion
Scavenger, Drug Chem. Toxicol., 2003, 26, 87-98, DOL:
10.1081/DCT-120020404.

58 A. Rianjanu, A. Kusumaatmaja, E. A. Suyono and K. Triyana,
Solvent Vapor Treatment Improves Mechanical Strength of
Electrospun Polyvinyl Alcohol Nanofibers, Heliyon, 2018, 4,
€00592, DOI: 10.1016/j.heliyon.2018.e00592.

59 T. E. Crowley, Absorption of Ultraviolet, Visible, and Infrared
Radiation, in Purification and Characterization of Secondary
Metabolites, 2020, pp. 33-48, ISBN 9780128139424.

60 D. Nayak, A. P. Minz, S. Ashe, P. R. Rauta, M. Kumari,
P. Chopra and B. Nayak, Synergistic Combination of
Antioxidants, Silver Nanoparticles and Chitosan in
a Nanoparticle Based Formulation: Characterization and
Cytotoxic Effect on MCF-7 Breast Cancer Cell Lines, J.
Colloid Interface Sci., 2016, 470, 142-152, DOIL: 10.1016/
j-jcis.2016.02.043.

61 K. A. Szychowski, K. Rybczynska-Tkaczyk, M. L. Leja,
A. K. Wojtowicz and J. Gminski, Tetrabromobisphenol A
(TBBPA)-Stimulated Reactive Oxygen Species (ROS)
Production in Cell-Free Model Using the 2/,7-
Dichlorodihydrofluorescein Diacetate (H2DCFDA) Assay—
Limitations of Method, Environ. Sci. Pollut. Res., 2016, 23,
12246-12252, DOI: 10.1007/s11356-016-6450-6.

62 M. ]. Reiniers, L. R. de Haan, L. F. Reeskamp,
M. Broekgaarden, R. F. van Golen and M. Heger, Analysis
and Optimization of Conditions for the Use of 2/,7-
Dichlorofluorescein Diacetate in Cultured Hepatocytes,
Antioxidants, 2021, 10, 674, DOI: 10.3390/antiox10050674.

63 X. Chen, Z. Zhong, Z. Xu, L. Chen and Y. Wang, 2/,7-
Dichlorodihydrofluorescein as a Fluorescent Probe for
Reactive Oxygen Species Measurement: Forty Years of
Application and Controversy, Free Radical Res., 2010, 44,
587-604, DOI: 10.3109/10715761003709802.

64 Y. Herdiana, N. Wathoni, S. Shamsuddin and
M. Muchtaridi, Drug Release Study of the Chitosan-Based
Nanoparticles, Heliyon, 2022, 8, e08674, DOI: 10.1016/
j-heliyon.2021.e08674.

65 S. I. Abdelwahab, B. Y. Sheikh, M. M. E. Taha, C. W. How,
R. Abdullah, U. Yagoub, R. El-Sunousi and E. E. Eid,
Thymoquinone-Loaded Nanostructured Lipid Carriers:
Preparation, Gastroprotection, In Vitro Toxicity, and
Pharmacokinetic Properties after Extravascular
Administration, Int. J. Nanomed., 2013, 8, 2163-2172, DOI:
10.2147/IJN.S44108.

66 J. K. Patra, G. Das, L. F. Fraceto, E. Vangelie, R. Campos,
P. Rodriguez, L. Susana, A. Torres, L. Armando, D. Torres,
et al, Nano Based Drug Delivery Systems: Recent
Developments and Future Prospects, J. Nanobiotechnol.,
2018, 16, 71, DOI: 10.1186/s12951-018-0392-8.

RSC Adv, 2023, 13, 27965-27983 | 27983


https://doi.org/10.1039/c6ra23620k
https://doi.org/10.1039/c6ra23620k
https://doi.org/10.3390/nano7110379
https://doi.org/10.1016/j.bmc.2006.05.016
https://doi.org/10.1016/S0960-894X(01)00285-2
https://doi.org/10.1007/s00580-015-2119-7
https://doi.org/10.1007/s00580-015-2119-7
https://doi.org/10.3390/ijms13056073
https://doi.org/10.9734/arrb/2018/40165
https://doi.org/10.1016/j.ijpharm.2007.06.036
https://doi.org/10.5219/1374
https://doi.org/10.1081/DCT-120020404
https://doi.org/10.1016/j.heliyon.2018.e00592
https://doi.org/10.1016/j.jcis.2016.02.043
https://doi.org/10.1016/j.jcis.2016.02.043
https://doi.org/10.1007/s11356-016-6450-6
https://doi.org/10.3390/antiox10050674
https://doi.org/10.3109/10715761003709802
https://doi.org/10.1016/j.heliyon.2021.e08674
https://doi.org/10.1016/j.heliyon.2021.e08674
https://doi.org/10.2147/IJN.S44108
https://doi.org/10.1186/s12951-018-0392-8
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra04326f

	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects

	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects

	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects

	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects
	Increased radical scavenging activity of thymoquinone and l-ascorbic acid dual encapsulated in palmitoyl-chitosan nanoparticles in a human normal lung fibroblast, MRC-5 due to synergistic antioxidative effects


