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Background: Inflammation is the keystone in the disease’s pathological process in response to any damaging stimuli. Therefore, any
agent that inhibits the inflammatory response is under focus, either a drug or a bioactive compound. Selenium nanoparticles have
drawn attention in various biomedical applications, including the anti-inflammatory activity.

Purpose: In the current study, we aimed to evaluate the capacity of different surface coating materials (soybean lecithin, PEG 6000,
and B-cyclodextrin) to enhance the anti-inflammatory activity of the synthesized selenium nanoparticles (SeNPs). The capability of the
coated SeNPs to adsorb indomethacin (IND) on their surfaces compared to the uncoated SeNPs was also evaluated.

Methods: SeNPs were synthesized, coated with different materials, and characterized in vitro using X-ray diffraction, UV-Vis
spectrophotometer, FTIR, SEM, TEM, and particle size and zeta potential measurements. The in vivo anti-inflammatory activity of the
uncoated/coated SeNPs loaded into hydrogel was evaluated using a carrageenan-induced paw edema rat model. The effect of SeNPs
surface coatings was further evaluated for IND loading capacity.

Results: Our findings proved the superior anti-inflammatory activity of all coated SeNPs compared to the uncoated SeNPs, especially
with B-cyclodextrin surface coating. Regarding the IND loading capacity of the prepared uncoated/coated SeNPs, the amount of drug
loaded was 0.12, 1.12, 0.3, and 0.14 pg IND/ug SeNPs for the uncoated, lecithin-, PEG- and B-CD-coated SeNPs, respectively.
Conclusion: Surface functionalization of SeNPs can provide a synergistic therapeutic activity. Our results are promising for further
investigation of the in vivo anti-inflammatory synergistic activity of the IND-loaded surface-coated SeNPs.

Keywords: selenium nanoparticles, soybean lecithin, polyethylene glycol, B-cyclodextrin, indomethacin, synergistic activity,
carrageenan

Introduction

The development of pathological conditions such as osteoarthritis, atherosclerosis, and ischemia are triggered by
inflammation." Therefore, agents that inhibit inflammation are medically beneficial in preventing disease progression.
Even though many different drugs are used to treat inflammation, either steroidal (SAIDs) or nonsteroidal anti-
inflammatory drugs (NSAIDs), they exhibit several adverse effects.” Obesity, osteoporosis, and sodium retention may
result from using SAIDs, causing severe health problems, while gastrointestinal ulcers and hepatotoxicity are the most
common side effects of the NSAIDs. Moreover, previous clinical studies have reported local adverse effects in 6.3% of
participants after local application of NSAIDs, including irritation at the application site, redness, and itching.® In
general, many researchers have developed new formulations to enhance the anti-inflammatory activity of drugs and
decrease their side effects.”
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Metal nanoparticles, including selenium, have drawn attention in various biomedical applications.”’ Selenium exists
in different oxidation states and chemical forms, including selenite, selenate, elemental selenium, and organic selenium
compounds.®’ The narrow margin between beneficial and toxic doses of selenium controls its use;'® the reported dose for
extreme selenium toxicity is 2400 pg/day.'" Selenium nanoparticles (SeNPs) are considered of low or no cytotoxicity
compared to other Se forms, with interesting biological activity and bioavailability as elemental SeNPs possess high
selenium density that allows local delivery of high doses into the site of action.'*'* SeNPs show promising prospects

2022 19,23,24

because of their widespread biomedical applications, including anticancer, anti-inflammatory,'® antioxidant,

23,25,26

and antimicrobial activity, treatment of arthritis,”” cerebral strokes,”® and psoriasis.”® Applications of SeNPs are

attributed to their antioxidant-mediated anti-inflammatory properties; they could downregulate the inflammatory
mediators,*® improve the oxidative stress-mediated inflammation, and enhance the antioxidant defense.*'>*

The potential of SeNPs could be attributed to their concentration, nano-size range, and surface coating materials.
Surface coating agents are attracting considerable interest to improve the efficacy and stability of metal nanoparticles as
they impart their hydrophilic/hydrophobic nature to the surface of nanoparticles. A delicate balance between the two
properties of the coating material could provide good water dispersibility, stability, and permeation.**>® Furthermore, the
anti-inflammatory activity and safety profile of SeNPs could be augmented by surface decoration.>’** Lower toxicity was
reported with polysaccharides-capped SeNPs compared to sodium selenium and selenium methionine.*® Similarly,
dextrin-coated SeNPs exhibited lower cytotoxicity (15%) compared to uncoated nanoparticles and sodium selenite
(35% and 95%, respectively).*® That noticeable decrease in the cytotoxicity of Se indicates changes in its properties
after the formation of nanoparticles and their surface coating. Additionally, enhanced antimicrobial activity,*'
antioxidant,*” and immunostimulant activity*® were reported with surface functionalization of SeNPs using different
materials including polyacrylic acid, polyvinylpyrrolidone, poly-L-lysine, chitosan, and B-Glucan. Moreover, the perme-
ability of SeNPs through the blood-brain barrier was enhanced by modifying their surface using sialic acid and
conjugation with B6 peptide to manage Alzheimer’s disease.**

Therefore, precise selection of the surface coating material type is essential according to the planned purpose for
metal nanoparticles coating. In the current study, we aimed to evaluate the impact of three different surface coating
agents: soybean lecithin, polyethylene glycol (PEG 6000), and B-cyclodextrin (B-CD). Lecithin and PEG are regarded as
suitable skin permeation enhancers.*>*® In addition, lecithin (natural lipid mixture) is usually used as a stabilizing agent
and a component of various delivery systems due to its safety and biocompatibility.*”** Besides, lecithin enhances the
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anti-inflammatory activity of different drugs;>® that could be attributed to 1,2-Dilinoleoyl-sn-glycero-3-phosphocholine
(DLPC), which is the major and the most effective component of lecithin. The anti-inflammatory activity of DLPC was
previously reported; it could diminish the proinflammatory cytokines, inhibit inducible nitric oxide synthase (iNOS)
expression, decrease nitric oxide (NO) and tumor necrosis factor-alpha production.”’ CDs were previously used with
anti-inflammatory drugs to enhance their stability, solubility, bioavailability, and activity;>* this could highlight the vital
role of B-CD in the anti-inflammatory processes.’>>* PEG was previously conjugated with anti-inflammatory drugs to
improve their activity. Researchers assumed that the enhanced activity resulting after PEG conjugation was due to the
anti-inflammatory properties of PEG per se.”* Based on the previous information, we sought first to prepare SeNPs
coated with lecithin, PEG 6000, and B-CD. Then, we aimed to formulate a topically applied uncoated/coated SeNPs
loaded hydrogel. We used this formulation to evaluate the potential of applying the lecithin, PEG 6000, and f-CD coated
SeNPs as a promising anti-inflammatory therapy using the carrageenan-induced paw edema model. To the best of our
knowledge, this is the first study that reports enhancing the anti-inflammatory activity of topically applied hydrogel
loaded with SeNPs using lecithin, PEG 6000, and B-CD as surface coating agents. We also evaluated the potential of
surface coating agents on the indomethacin (IND) loading capacity of SeNPs. Loading of IND to the surface of the
coated SeNPs may provide a promising formulation with synergistic anti-inflammatory activity due to the combinatorial
application of IND and the surface-coated SeNPs.

Materials and Methods

Materials

Sodium selenite, indomethacin, p-cyclodextrin (B-CD), Pluronic® F127 (PE-127), soybean lecithin, bovine serum albumin
(BSA), carrageenan and glutathione (GSH) were purchased from Sigma (St Louis, MO, USA). Polyethylene glycol (PEG
6000) was purchased from Adwic, EL-Nasr Pharmaceutical Chemicals (Cairo, Egypt). All other chemicals and solvents
used were of analytical grade.

Methods

Preparation of SeNPs

SeNPs were prepared according to Zhang, Gao, Zhang, Bao'* with some modifications. First, a 25 mM sodium selenite
solution in double distilled water (DDW) was added to 25 mM GSH solution containing 50 mg BSA. Then, SeNPs were
formed directly after adjusting pH to 7.2 using 1.0 M sodium hydroxide. The dispersion was then dialyzed using
a Spectra/Por® dialysis membrane (MWCO=12000-14,000; Spectrum Laboratories Inc., USA) against DDW for 96 h, at
room temperature (25°C) with water being changed every day. Finally, SeNPs dispersions were lyophilized and stored for
further characterizations.

X-Ray Diffraction (XRD)
The X-ray diffraction pattern of the SeNPs powder was examined using an X-ray diffractometer (Model PW 1710, Philips,
Amsterdam, the Netherlands). Measurements were swapped from 20=4° to 26=80° with a scanning speed of 0.06°/min.

UV-Visible Spectrophotometry
The prepared SeNPs dispersion (250 pg/mL) in DDW was scanned from 200 to 500 nm wavelength using Thermo
Scientific Evolution™ 300 UV—Vis Spectrophotometer (Thermo Fisher Scientific, Waltham, MA, USA).

Evaluation of SeNP Morphology

The shape and surface morphology of SeNPs were determined using a scanning electron microscope (SEM, Hitachi,
Japan). In brief, the lyophilized SeNPs were added onto a silicon wafer mounted on an aluminum SEM stub, and then
coated with gold and palladium using an argon beam K550 sputter coater (Emitech Ltd, Kent, England). Images were
captured by SEM operated at a 3 kV accelerating voltage.
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Transmission Electron Microscopy (TEM)

Briefly, a drop of the prepared SeNPs dispersion in DDW was placed on a carbon-coated copper grid and allowed to air
dry. JEOL 100 CX II TEM (Tokyo, Japan) was used to image the sample at the Electron Microscopy Unit, Assiut
University, Egypt. The size distribution of the nanoparticles was also evaluated.

Surface Coating of SeNPs

Different surface coating agents were applied to SeNPs. The coating agents: 10 mM PEG 6000, 0.6% w/v soybean
lecithin, and 10 mM B-CD were added separately to 250 pg/mL SeNPs dispersion in DDW to obtain the required final
concentration of each coating agent. The dispersions were left stirring overnight at room temperature (25°C). Then, they
were sonicated for 10 min using an ultrasonicator (Crest Ultrasonics Corp., Trenton, NJ, USA).

Dynamic Light Scattering (DLS) and Zeta-Potential Measurements

The average hydrodynamic diameters, size distribution (polydispersity indices, PDIs), and zeta-potential values of the
prepared uncoated/coated SeNPs dispersions in DDW were determined using a Malvern Zetasizer Nano series ZS
instrument (Malvern Instruments, Malvern, UK).

Fourier Transformed Infrared Spectroscopy (FTIR)
Infrared spectra of the dried uncoated/coated SeNPs, and pure powders of BSA, PEG 6000, lecithin, and f-CD were
recorded using a Nicolet 6700 FT-IR spectrometer (Thermo Fisher Scientific, Waltham, MA).

Formulation of SeNPs-Loaded Hydrogel

Four hydrogel formulations loaded with different uncoated/coated SeNPs (500 pg/mL) were prepared using 25% w/v PF-127
as a gelling agent. PF-127 hydrogels were prepared by the cold method described by Schmolka.>® PF-127 powder was
dissolved in cold dispersions of uncoated/coated SeNPs in DDW. Finally, the dispersions were refrigerated overnight, and
clear transparent hydrogels were obtained at room temperature.

In vivo Anti-Inflammatory Activity Study

The animal experiment was performed according to the ethical guidelines approved by the Institutional Animal Ethical
Committee of the Faculty of Pharmacy, Assiut University (approval number: S22-21; approval date: 8 November 2021),
which adheres to the Guide for the Care and Use of Laboratory Animals, 8th Edition, National Academies Press,
Washington, DC, USA.

Evaluation of Paw Edema Reduction Degree in Rats Over Time

Carrageenan-induced rat paw edema model is used to study the effect of the uncoated/coated SeNPs in reducing the
inflammatory response. Eighteen adult rats aged 8—10 weeks and weighing ~200 g were used. Rats were randomly divided
into six groups (each group containing three rats): Normal (healthy), negative control (carrageenan-injected with no
treatment), SeNPs-loaded hydrogel, lecithin-, PEG-, and B-CD-coated SeNPs loaded hydrogel groups (2.55 mg/kg)'*>°
(Table 1). Paw edema was induced by injection of 0.1 mL of 1% w/v carrageenan suspension in normal saline into the rat paw

Table | Experimental Treatment Groups Used in the Carrageenan-Induced Rat Paw Edema

Group No. Group Type Treatment No. of Rats
| Healthy group (normal) - 3
2 1% wiv Carrageenan-injected (100 pL) Untreated (negative control) 3
3 1% wiv Carrageenan-injected (100 pL) Uncoated-SeNPs (500 pg/mL) loaded hydrogel (FI) 3
4 1% wiv Carrageenan-injected (100 pL) Lecithin-coated SeNPs (500 pg/mL) loaded hydrogel (F2) 3
5 1% wlv Carrageenan-injected (100 uL) PEG-coated SeNPs (500 pg/mL) loaded hydrogel (F3) 3
6 1% wlv Carrageenan-injected (100 uL) B-CD-coated SeNPs (500 pg/mL) loaded hydrogel (F4) 3
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intraplantar tissue 1 h after the local administration of the studied formulations. The paw edema was assessed by measuring the
thickness of the carrageenan injected paw (the right paw) using caliper’’ before and 1, 2, 3, 4, and 5 h after the intraplantar
injection of carrageenan and expressed in millimeters (mm). Values are expressed as mean + S.D.

Hematological Examination
Blood samples were collected from the animals in heparinized vials and centrifuged at 4000 rpm for 15 min. Finally, the
white blood cells (WBCs) were measured using the hematology analyzer.

Histopathological Examination

Morphological alterations of tissues were assessed after the termination of the in vivo study using the light microscope.
Rats were euthanized by cervical dislocation; the tissue samples from the right hind paws were harvested and processed
for histological examination. Small pieces of the tissue were fixed in neutral buffered formalin (10% v/v, pH 7.2),
dehydrated in graded series of ethanol, and cleared in methyl benzoate. Then, they were embedded in paraffin wax; thin
paraffin sections (5 pm) were prepared and stained with Harris’s hematoxylin and eosin. Tissue sections were evaluated
for dermal edema, blood vessel congestion, and inflammatory cells infiltration.

Preparation and Characterization of IND-Loaded SeNPs

Dispersions of uncoated/coated SeNPs loaded with IND have been synthesized by a dropwise addition of a methanolic
solution of IND (300 pg) to 250 pg/mL SeNPs (uncoated/coated) dispersions in DDW with continuous stirring overnight
at room temperature (25°C). The IND-loaded uncoated SeNPs dispersion was scanned spectrophotometrically, and its
shape and surface morphology were examined using SEM.

Effect of Different Coating Materials on the Drug Loading Capacity

The drug loading capacity of uncoated/coated SeNPs was determined by the indirect method. The previously formed
dispersion was centrifuged (Centurion Scientific Ltd., W. Sussex, UK) at 18,000 rpm, and the drug content was assessed
in the supernatant. The IND concentration was measured spectrophotometrically at 320 nm and determined using
a previously constructed calibration curve. The loading capacity was calculated using the following equation:*®

(Initial amount of drug — free drug that remained in the supernatant)

Loading capacity (ug/ug)= amount of the SeNPs carrier

Statistical Analyses

GraphPad Prism software for Windows version 8.3.0 (GraphPad Software Inc.) was used for the statistical analyses. The
one-way analysis of variance (ANOVA) followed by the Tukey post hoc test was performed to compare the average particle
size, the drug loading between the differently coated SeNPs, and the in vivo anti-inflammatory activity between different
groups. The right paw thickness data from the different animal groups were also subjected to one-way ANOVA using
permutation test with the coin, rcompanion and multcompView packages in R software version 4.1.3 (R Core Team, 2022).
Two-way ANOVA with permutation test was also performed to study the main effects of treatment (uncoated SeNPs- and
lecithin-, PEG-, and $-CD-coated SeNPs loaded hydrogel) and time (1, 2, 3, 4, and 5 h) factors and their interactions on
the percent inhibition of paw edema using R software and different solutions (Manly’s approach, Edgington’s approach,
Still and White’s permutation of residuals and ter Braak’ method) versus the parametric F. These permutation analyses were
carried out due to the small sample size which is considered a limitation in the in vivo anti-inflammatory study.

Results
Synthesis and Characterization of SeNPs

The production of SeNPs was recognized by visual detection of color transformation from transparency to red color (Figure 1A).
The SeNPs dispersion was characterized by X-ray diffraction and UV-Vis spectrophotometry. The most distinguished reflections
at 20 values 23.6,45.5, 53.2, 71.9 in the XRD pattern correspond to the (100), (111), (201), and (113) relative emission intensity
of the SeNPs were displayed, respectively (Figure 1B). The UV-Vis spectrum showed a peak absorbance at 254 nm (Figure 1C),
representing the synthesis of spherical SeNPs, which matches previous studies.” A photographic image of the lyophilized SeNPs
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Figure | Characterization of the synthesized SeNPs. (A) Color change from colorless solution to the red-colored dispersion of SeNPs. (B) X-ray diffraction pattern of the
synthesized SeNPs. (C) UV-Visible spectrum of the synthesized SeNPs. (D) Photographic image of lyophilized SeNPs. (E) Histogram of SeNPs size distribution. (F)
Representative TEM micrographs for the aqueous SeNPs dispersion (250 pg/mL). (G and H) Representative SEM micrographs for the dried SeNPs (250 pg/mL).
Abbreviations: SeNPs, selenium nanoparticles; SEM, scanning electron microscopy; TEM, transmission electron microscopy.

is shown in Figure 1D. The morphology and size of the SeNPs were determined using DLS, SEM, and TEM. Representative
TEM micrographs of SeNPs with particle size distribution revealed diameters in the range of 40-90 nm (Figure 1E and F). The
morphology of the synthesized SeNPs was examined using SEM and showed spherical-shaped particles (Figure 1G and H).
Also, SeNPs dispersion exhibited a good monodispersity and size distribution with an average hydrodynamic diameter of 86.7
nm (obtained by dynamic light scattering; DLS) (Table 2).

Table 2 Characterizations of the SeNPs Dispersions in Terms of Average Particle Size (Measured by Using DLS), PDI, and Zeta-
Potential

SeNPs Dispersion DLS: Average Particle Size (nm) £ SD DLS: Average PDI £ SD Zeta-Potential (mV) £ SD
Uncoated SeNPs 86.7 £ 5.0 02 £ 0.1 -198+ 1.9
Lecithin-coated SeNPs 1257 + 0.6 04+ 0.0 —437 £ 12
PEG-coated SeNPs 119.0 + 2.0 0.3 +0.0 -140+ 1.3
pB-CD-coated SeNPs 104.3 £ 6.7 04 0.1 —187 £22
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Characterization of Coated SeNPs Using Different Coating Materials
The surface coating of nanoparticles was confirmed by size and zeta potential changes and FTIR spectra. The dynamic
light scattering and zeta potential measurements of uncoated/coated SeNPs are presented in Table 2. The average particle
size of SeNPs (86.7 nm) increased significantly (P<0.001) after coating using lecithin, PEG 6000, and B-CD (125.7,
119.0, and 104.3 nm, respectively) with PDIs less than 0.5.

In addition, the surface charge of SeNPs has changed after coating, where lecithin-coated SeNPs exhibited
a significant increase (P<0.001) in the zeta-potential value (from —19.8 to —43.7 mV). FTIR spectra of SeNPs, PEG-,
Lecithin-, and B-CD-coated SeNPs are presented in Figure 2. As shown in the overlap of the FTIR spectra of lecithin and
the lecithin-coated SeNPs, all the characteristic bands of lecithin are still available in the lecithin-coated SeNPs spectrum:
1740 (ester carbonyl), 1630 (C=C), 1261, and 1044 cm ' (P-O-R bonds).°*®" Similarly, the most characteristic bands of
B-CD are all shown in the spectrum of the p-CD-coated SeNPs: 2925 (C-H), 1151, and 1023 cm ' (C-O-C).®* The
characteristic absorption peaks of PEG are also still present in the PEG-coated SeNPs spectrum: 2890 (C-H), 1200, and
1094 cm ™' (C-O-C).®* Minor peak shifts were observed in the spectra of the coated SeNPs; a slight blueshift of the
hydroxyl group band of lecithin and B-CD by +24 (from 3384 to 3408 cm ') and +21 (from 3360 to 3381 cm ') were
shown, respectively. In contrast, the hydroxyl group band of PEG was red-shifted by —35 (from 3436 to 3401 cm ™).
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Figure 2 FTIR spectra of BSA, SeNPs with (A) PEG-, (B) Lecithin-, and (C) B-CD-coated SeNPs.
Abbreviations: BSA, bovine serum albumin; SeNPs, selenium nanoparticles; PEG, polyethylene glycol; B-CD, p-cyclodextrin.
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Anti-Inflammatory Activity Study
Carrageenan-Induced Paw Edema
Treatment of different animal groups using uncoated/coated SeNPs formulations reduced the paw edema development

significantly (P<0.001) at all time points post carrageenan injection when compared to the negative control group
(carrageenan-injected, with no treatment) (Figures 3 and 4). However, the permutation ANOVA revealed significant
difference (P<0.05) between the paw thickness of the animal groups after 4 h only post carrageenan injection. Regarding
the percent inhibition of paw edema, the main effects of the treatment and time factors were highly significant by the four
solutions used (P<0.00001), and their interaction was also significant (P=0.006, 0.006, 0.0062, and 0.0058 for Manly’s
approach, Edgington’s approach, Still and White’s permutation of residuals and ter Braak’ methods, respectively). As
obviously noticed from photographic images in Figure 5, the B-CD-coated SeNPs treated group showed significant paw
edema reduction when compared to lecithin- and PEG-coated SeNPs (P<0.001) 5 h post carrageenan injection.
Interestingly, the B-CD-coated SeNPs treated group exhibited 41% and 54.2% paw edema reduction in the first and

fourth hour, respectively, post carrageenan injection (Figure 4).

H Normal Bl Lecithin-coated SeNPs
E Control g1 PEG-coated SeNPs
B SeNPs [ g-CD-coated SeNPs

101

Thickness
of paw (mm)

1 2 3 4 5

Time post carrageenen
injection (h)

Figure 3 The anti-inflammatory activity of different coated/uncoated SeNPs loaded in PF-127 hydrogel compared to the normal and negative control group (untreated), on
carrageenan-induced right hind paw edema in rats. Paw size was measured every hour for 5 h. Data are expressed as mean + SD (n=3). SeNPs, lecithin-, PEG- and 3-CD-
coated SeNPs treated groups showed a significant difference (P < 0.001) compared to the control group.
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Figure 4 Percent inhibition of paw thickness after topical application of different coated/uncoated SeNPs-loaded PF-127 hydrogel against negative control group (untreated)
on carrageenan-induced right hind paw edema in rats. Paw size was measured every hour for 5 h. Data are expressed as mean + SD (n=3).
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Figure 5 Successive photographic images representing right rat paws at different time intervals to illustrate the anti-inflammatory activity of different coated/uncoated
SeNPs-loaded PF-127 hydrogel against the normal and negative control group (untreated). Paw edema was induced by carrageenan injection into the rat paw intraplantar
tissue | h after the topical administration of different formulations.

Hematological Examination

The total number of WBCs in the blood was assessed 5 h post carrageenan injection. In the carrageenan injected
group (negative control, untreated), WBCs were markedly increased (12-fold increase, 12,600 cells/mm®) compared
to the normal (healthy) group (1010 cells/mm?) (Figure 6). Pretreatment of animal groups using the uncoated SeNPs,
lecithin-, PEG-, and B-CD-coated SeNPs reduced WBCs count by approximately 31%, 50%, 44%, and 67%,
respectively.
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Figure 6 Representative histogram showing white blood cells count (cells/emm) in the blood 5 h post carrageenan intraplantar injection in the differently treated animal
groups. Data are expressed as mean * SD (n=3).
Abbreviations: Carr, carrageenan; SeNPs, selenium nanoparticles; PEG, polyethylene glycol; B-CD, B-cyclodextrin.

Drug Design, Development and Therapy 2022:16 heeps: 1819

Dove:


https://www.dovepress.com
https://www.dovepress.com

Mekkawy et al Dove

Histopathological Examination

Paw sections of the normal (healthy) group showed no inflammatory cells and absence of any dilated blood vessels
(Figure 7A, ). In contrast, sections from the carrageenan-injected group (negative control, untreated) showed congested
blood vessels and nearby perivascular inflammatory cells (Figure 7B, ;). After examining sections from the SeNPs-treated
group (Figure 7C, ), mild dermal edema, slightly dilated blood vessels, and a few inflammatory cells were observed.
Sections from the lecithin-coated SeNPs treated group (Figure 7D, ») showed mild inflammatory cells infiltrate. In contrast,
sections from the PEG- and f-CD-coated SeNPs treated groups (Figure 7E; » and F, », respectively) showed normal non-
congested (dilated) blood vessels and connective tissue dermis free of any inflammatory cells.

IND-Loaded Uncoated SeNPs Characterization

IND-surface loading of SeNPs was confirmed by UV-Vis spectrophotometer (Figure 8A). The morphology of the IND-
loaded SeNPs was examined using SEM. The presented images showed the difference in surface morphology between
the SeNPs (Figure 1G and H) and the IND-loaded SeNPs (Figure 8B and C).

Figure 7 Continue
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Figure 7 Light microscopy images of representative rat paw tissue samples (stained with hematoxylin and eosin) and photographed at low power (x 100, Bar =200 pym) and high
power (x400, Bar = 50um), 5 h post carrageenan intraplantar injection of rat groups and administration of different treatments (Al and 2) normal (healthy), (Bl and 2) untreated,
(C1 and 2) SeNPs-loaded hydrogel (500 pg/mL), (D1 and 2) lecithin- coated SeNPs, (El and 2) PEG- and (F 1 and 2) B-CD-coated SeNPs groups. E, D and BV represent epidermis,
dermis, and blood vessels, respectively. Arrows refer to inflammatory cells, black stars refer to no inflammatory cells, and white star refers to mild dermal edema.
Abbreviations: SeNPs, selenium nanoparticles; PEG, polyethylene glycol; B-CD, B-cyclodextrin.

Determination of IND Loading Capacity

The amount of IND loaded on the surface of the uncoated/coated SeNPs was determined by the indirect method. Results
showed a loading capacity of 0.12 + 0.1, 1.12 £ 0.06, 0.3 = 0.07 and 0.14 = 0.01 ug IND/ug SeNPs for the uncoated,
lecithin-, PEG-, and B-CD-coated SeNPs, respectively. The lecithin-coated SeNPs showed a significant increase
(P<0.001) in drug loading capacity compared to the uncoated, PEG-, and p-CD-coated SeNPs.

Discussion

This study revealed the influence of surface coating materials: lecithin, PEG 6000, and B-cyclodextrin, on the anti-
inflammatory activity and the IND loading capacity compared to the uncoated SeNPs. SeNPs dispersion was synthesized
by reducing sodium selenite (Na,SeO;) with glutathione (GSH) using BSA as a colloidal stabilizing agent. The increased
particle size confirmed the surface coating of SeNPs compared to the uncoated SeNPs. The small PDI (<0.5) of the uncoated/
coated SeNPs revealed a uniform and homogenous particle size distribution.® The change in the surface charge of the coated
SeNPs dispersions confirmed the formation of coated particles as well. The surface charge of the lecithin-coated SeNPs was
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Figure 8 (A) UV-Visible spectra of the synthesized SeNPs, IND, and IND-loaded SeNPs. (B and C) Representative SEM micrographs for the IND-loaded SeNPs.
Abbreviations: SeNPs, selenium nanoparticles; IND, indomethacin; SEM, scanning electron microscopy.

increased significantly due to the nature of lecithin, which is mainly amphipathic phosphatidylcholine molecules. In aqueous
solution, lecithin makes a bilayer structure containing the aqueous SeNPs dispersion inside;** accordingly, the size, zeta
potential, and stability of the nanoparticles were increased. Further confirmation was obtained from the FTIR spectra, where
all the characteristic bands of the coating materials were available after SeNPs coating. The observed minor peak shifts
indicated the physical interaction of coating materials and SeNPs through their hydroxyl group.®>® Additionally, the observed
decrease in the intensity of other bands in the spectra of the coated SeNPs proved the surface coating of nanoparticles.®’

Carrageenan-induced paw edema is the most used model in studying the acute inflammatory response in experimental
animals; it induces the release of inflammatory mediators. Peripheral inflammation is developed after intraplantar carrageenan
injection, leading to an increase in levels of interleukin 1, tumor necrosis factor o, prostaglandin E2, NO, iNOS, and
cyclooxygenase-2 protein expression in the inflamed paw.'*'® In the current study, we noticed that treatment using the
formulations of uncoated/coated SeNPs (2.55 mg/kg) loaded in PF-127 hydrogel reduced the paw edema development at all
time points compared to the untreated group. That could be attributed to the antioxidant activity of SeNPs which play
a significant role in their anti-inflammatory activity.'®***°® Previous studies have reported the inhibitory activity of SeNPs on
the accumulation of redox oxygen species and protection of glutathione peroxidase activity.**® Therefore, the observed
inhibition of paw edema development could be attributed to the inhibition of neutrophil infiltration that plays a vital role in the
carrageenan-induced inflammation in the rat paw.*” Noticeably, the p-CD-coated SeNPs treated group showed the highest
reduction of paw edema from the first hour. CD inhibits the inflammatory mediators and reduces edema;’° therefore, it could
improve the activity of anti-inflammatory drugs.

Using light microscopy, we further examined paw tissue samples from the untreated/treated animal groups. The acute
inflammation induced by intraplantar carrageenan injection includes two phases:® an early phase during the first hour of
exposure and a delayed phase after the first hour of exposure which is recognized by infiltration of polymorphonuclear
leucocyte.”' We observed a reduction in the inflammatory cells in tissues from the SeNPs and the lecithin-coated SeNPs
treated groups. In contrast, tissues from the f-CD- and PEG-coated SeNPs showed no inflammatory cells compared to
those from the untreated group. Levels of WBCs count revealed the differences in response between untreated/treated
animal groups 5 h post carrageenan injection.”” The observed reduction in the inflammatory cells, together with the
decrease in the WBCs count from hematological analysis, proved our hypothesis that the different coating materials
augmented the anti-inflammatory activity of SeNPs with some variations.
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The effect of the surface coating of SeNPs was further evaluated for IND loading capacity; this approach will provide
a promising synergistic anti-inflammatory activity. Lecithin-coated SeNPs exhibited the highest IND loading capacity due to the
electrostatic interaction between the negatively charged head group of phosphatidylcholines in lecithin and the positively charged
IND.” Further investigations and future work will include the optimization of the current IND-loaded coated SeNPs, to increase
the IND loading on the surface of the coated nanoparticles. Furthermore, we plan to study the in vivo synergistic anti-
inflammatory activity between the anti-inflammatory drug, the SeNPs, and the surface coating materials in a drug-loaded surface-
coated SeNPs formulation. Finally, we also plan to evaluate the safety profile of this combinatorial therapeutic approach.

Conclusion

SeNPs have many biomedical applications, including anti-inflammatory and antioxidant activities. Moreover, coated SeNPs
exhibit low toxicity, high activity, and bioavailability. The current work revealed the inhibitory effect of Lecithin-, PEG- and -
CD coated SeNPs on the inflammatory response after acute inflammation using the carrageenan-induced paw edema model in
rats. B-CD-coated SeNPs showed the highest anti-inflammatory activity, characterized by reduced edema development asso-
ciated with a decrease in the WBCs count in the blood. Lecithin-coated SeNPs displayed superior IND loading capacity. In
general, our findings highlight the importance of surface coating agents of nanoparticles in improving their activity. This strategy
may provide a promising synergistic therapeutic activity between the nanoparticles, the surface coating materials, and the
surface-loaded drug.
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