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1. Introduction

Mesoporous polymeric nanoparticles for effective
treatment of inflammatory diseases: an in vivo
studyT

Divya Pareek,? Md. Zeyaullah,” Sukanya Patra,? Oviya Alagu,® Gurmeet Singh,®
Kirti Wasnik,® Prem Shankar Gupta® and Pradip Paik (2 *?

Acute inflammatory diseases require suitable medicine over the existing therapeutics. In this line, the
present work is focused on developing polymeric nanomedicine for the treatment of inflammatory
disorders. Herein, cell viable nanoparticles (GlyNPs) of size 180-250 nm in diameter and pore size of
4-5 nm in diameter, based on glycine and acryloyl chloride, have been developed and proved to be a
potential anti-inflammatory agent without using any conventional drugs. These particles exhibit colloidal
stability (with a zeta potential of —35.6 mV). A network pharmacology-based computational study has
been executed on 9076 genes and proteins responsible for inflammatory diseases, out of which 10 are
selected that have a major role in rheumatoid arthritis (RA). In silico docking study has been conducted
to find out the targeted efficiency of the GlyNPs considering 10 inflammation-specific markers, namely
IL-6, IL-1B, TNF-ao, TLR-4, STAT-1, MAPK-8, MAPK-14, iINOS, NF-kf and COX-2. The results revealed
that the GlyNPs could be an excellent anti-inflammatory component similar to aspirin. The in vitro
inflammation activity of these GlyNPs has also been checked on an inflammation model generated by
LPS in RAW 264.7 macrophages. Then, the in vitro anti-inflammation efficiency has been checked with
10-150 pug mL™! of GlyNP doses. The treatment efficiency has been checked on inflammation-
responsible immune markers (NO level, NF-«xf, INF-y, IL-6, IL-10, and TNF-&) and it was found that
the GlyNPs are an excellent component in reducing inflammation. The in vivo therapeutic response of
GlyNPs on the induced rheumatoid arthritis (RA) model has been evaluated by measuring the morpho-
logical, biochemical and immune-cytokine and interferon levels responsible for the inflammation, using
a 2 g kg~! dose (sample to weight of rat). The anti-inflammatory efficiency of GlyNPs without using
additional drugs was found to be excellent. Thus, GlyNPs could be paramount for the potential
treatment of various inflammatory diseases.

strategies that can both mitigate inflammatory processes and
enhance patient recovery outcomes.” However, a comprehen-

Acute inflammatory diseases are relatively common and can affect
people of all ages." Inflammation causes rheumatoid arthritis (RA),
inflammatory bowel disease, psoriasis, and systemic lupus
erythematosus.> Furthermore, inflammation can cause tissue
damage, organ dysfunction, and numerous organ damage.**
Researchers are continuing to explore new medicines to sup-
press inflammation. For example, the development of targeted
immunotherapies is gaining traction, emphasizing the need for
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sive understanding of the inflammatory pathways involved in
these diseases is required to identify immunotherapeutic
targets.® Over the past three decades, advancements in treating
inflammation have gained limited success, using molecular
medicine. However, their cellular mechanism and therapeutic
strategies are complicated.” The strategies involved specific
inflammatory cytokines, gene therapies that modulate immune
responses, and drug delivery systems based on anti-inflam-
matory agents.” These therapies specifically target the bio-
marker molecules intricate in the inflammatory process.
Although these treatment procedures improved the quality
of life for many patients to some extent by reducing symp-
toms, they showed severe side effects.® Hence, it is urgent to
develop suitable medicines to reduce inflammation and
resolve the associated issues. Targeted therapies, for example,
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cell-depleting monoclonal antibodies, rituximab (anti-CD20)
and alemtuzumab (anti-CD52), were used against other
inflammatory diseases, including RA.? Anti-cytokine therapies
targeting specific inflammatory pathways, e.g., TNF-o, IL-12,
IL-17, IL-23, and IL-35-based therapies, have also been
reported.’® Similarly, bispecific antibodies and nanobodies,""
i.e., recombinant variable domains of heavy chain-only antibodies
(which make them effective for therapeutic applications), were also
used to target multiple immune mediators and gene therapy
approaches to reduce inflammation.> However, these treatment
approaches required surgical interventions, several challenges
persist, and the high cost limits access for many patients.

Many nanomaterial-based approaches are also used for the
treatment of inflammatory diseases.'> Nanoparticles can be
designed to target specific cells and tissues involved in inflam-
mation, such as activated macrophages or endothelial cells,
present at the site of inflammation."* Steroid/non-steroid/
peptide/biomimetic-based nanoparticles were also reported
for anti-inflammation purposes.’? Inorganics such as Au, Ag,
ZnO, Si0,, TiO,, CdO, ZnO, Fe,0O; etc. NPs are reported for
treating inflammatory diseases due to their catalytic properties
and ability to directly react to neutralize reactive oxygen/nitrogen
species (ROS/RNS) and inhibit the pro-inflammatory cytokines,
such as IL-6, INF-y and TNF-o that drive inflammation by
promoting the levels of anti-inflammatory cytokines like IL-4
and IL-10."*" Anti-inflammatory drug-loaded nanoparticles are
also reported to reduce chronic inflammation,"* such as CeO,
loaded with enzyme,'® PEGylated Pt NPs'® tannic-acid mineral
nanoparticles (TMPs) assembled with bioactive calcium and
phosphate ions reported for their use in anti-inflammation."”
Although inorganic NPs were used for treating inflammation,
their potential to induce inflammation, variability in immune
response, and toxicity concerns must be carefully addressed
before successful clinical implementation.'® On the other hand,
a few polymeric nanoparticles, such as PEGylated liposomes,"®
hyaluronic acid-coated solid lipid NPs,"® PCL,*° PEG-b-PLA
micelles,”® poly(NIPAm-co-AMPS),>* and chitosan/poly(y-glut-
amic acid)* etc. are also reported for the treatment of inflam-
matory disorders.” There is also an increasing trend to
load anti-inflammatory drugs in polymeric nanoparticles and
deliver the same to resolve inflammatory diseases.>* Despite
that, there is huge concern about the biodistribution, pharma-
cokinetics and toxicity of drugs in resolving inflammation-
related issues.>* All these medicines limit their use with second-
ary infections due to the lack of specificity." Earlier, we have used
glycine and acryloyl chloride-based functional polymeric nano-
particles/nanocapsules without using/loading any conventional
drugs for wound healing. However, without loading, no anti-
inflammatory drugs/steroids have ever been reported as anti-
inflammatory agents for the treatment of RA. These polymeric
nanocapsules could be promising therapeutics for the effective
treatment of inflammatory diseases such as RA, which is the
main focus of this work. There is a lot of scope to improve in this
direction.

In the above line, the present work focused on developing
mesoporous polymeric nanoparticles (GlyNPs) based on glycine
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and acryloyl chloride. These NPs were qualified for therapeutic
applications through the cell viability study on RAW 264.7
macrophage and PC-12 cell lines with varying concentrations,
studying the cellular uptake on RAW 264.7 macrophages.
Then, a network pharmacology-based computational study
was accomplished to find out the genes and proteins respon-
sible for the major inflammatory diseases, for example RA.
Subsequently, in silico docking study has been conducted to
find out the targeted efficiency of the synthesized polymeric
particles considering ten inflammation-specific markers (e.g.,
IL-6, IL-1B, TNF-o,, TLR-4, STAR-1, MAPK-8, MAPK-14, iNOS,
NF-xf and COX-2) and the results have been compared with
the commercially available standard anti-inflammatory drugs
(aspirin and diclofenac). Based on the computational results,
the efficiency of the synthesis of polymeric partials has been
authenticated in an in vitro study by varying the doses of novel
polymeric NPs and the inflammation levels of a few immune
markers (NO, NF-kf3, INF-y, IL-6, IL-10, and TNF-a) were verified
to be responsible for the inflammation. After receiving the
progressive in vitro therapeutic response of the novel polymeric
NPs, the work has been extended to an in vivo pristane-induced
RA rat model to check the therapeutic proficiency of the
synthesized GlyNPs without loading any additional drugs. Then,
the in vivo therapeutic efficiency was evaluated by studying the
morphology of the rat’s paws and ankles, biochemical analysis by
blood serum, and immune parameters using ELISA assay. Finally,
the effective therapeutic potential of the synthesized glycine-
acryloyl chloride-based GlyNPs to control inflammation without
using any conventional drug has been established.

2. Experimental methods
2.1 Materials

The following materials were used: Glycine (98%, Sigma Aldrich,
Germany), potassium hydroxide (KOH) (Merck), 1,4-dioxane (99%)
(Merck), acryloyl chloride stabilized with 400 ppm phenothiazines
(96%, Thermofisher-scientific), magnesium sulphate anhydrous
(SRL), trimethylamines (>99.5%, Merck), SDS (sodium dodecyl
sulphate) (90%, Merck), hexadecane anhydrous (99%, Sigma
Aldrich, Germany), divinylbenzene (DVB) (Alfa-Aesar), ethyl
acetate, chloroform, and 1,4-dioxane (99% pure, Merck). 2,2-
Azobisisobutyronitrile (AIBN) (98%, SRL), dichloromethane,
n-hexane, hydrochloric acid, diethyl ether, dichloromethane,
sodium bisulphate, sodium chloride, toluene, DMSO-d¢, CdCl;,
phosphate buffered saline (PBS) (pH 7.4), isopropanol, phos-
photungstic acid, DNS (sodium chloride and dextrose injection
IP (0.9% and 5% w/v)) (Jedux), DMEM Cell Clone, fetal bovine
serum (Gibco), penicillin-streptomycin cocktail and gentamicin
(Himedia), methyl thiazole tetrazolium (MTT), DMSO (Merck),
DABCO (Sigma Aldrich), rhodamine B (Sigma), Hoechst 33258
(Cyamann), Nile red (SRL), Quanti blue (Invivogen), Griess
reagent (Biotium) and DAPI (Invitrogen). These chemicals were
used as received commercially. All samples were prepared using
ultrapure water (18.2 MQ cm) (Sisco Research Laboratories Pvt.
Ltd, Mumbai, India).
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2.2 Methods

Synthesis of the N-acryloyl glycine monomer (NAG). N-Acryloyl
glycine monomer was synthesized by modifying our previously
reported protocol.” In brief, two separate solutions were prepared:
solution ‘A’ consisting of 2 gm glycine dissolved in 2 M KOH and
solution ‘B> with ~3 g acryloyl chloride in 1,4-dioxane. Both
solutions were placed in an ice bath. Solution ‘B’ was then added
to solution ‘A’ dropwise, and then the pH of the mixture was
adjusted to 12 by adding KOH (2 M) dropwise. The new mixture
was stirred for 2 h at 600 rpm at room temperature (25 °C). Then,
the solution was washed thrice with ethyl acetate using a separating
funnel. Then, the obtained solution was saturated with excess
Na(l, and its pH was reduced to 2 using HCI (5 M). The aqueous
solution that was obtained was again washed with diethyl ether.
The organic layer of ethyl acetate was collected and dried with
MgSO, (anhydrous) and filtered. Then, the monomer was extracted
by vacuum evaporation through a rotary evaporator. Finally, ethyl
acetate and diethyl ether (1:1) were used to recrystallise the solid
N-acryloyl glycine monomer (NAG). The yield of the product was
obtained to be 63.75%.

Synthesis of glycine nanoparticles (GlyNPs). In brief,
N-acryloyl glycine monomer (500 mg) was taken in 4 mL
toluene. A 50 mg AIBN as a radical initiator, 30 uL hexadecane
as a co-stabilizer and 50 pL divinyl benzene (DVB) as a cross-
linking agent were added. Then, a solution of SDS (60 mg
dissolved in 2 mL H,0) was added. Finally, the mixture was
sonicated for 5 minutes at 25 °C (ultra-probe syndicator, 750 W,
30% power, 45 s of sonication followed by 15 s intervals) to
form the emulsion. Then, the emulsion was heated at 80-85 °C
for 12-18 h with continuous stirring at 600 rpm to ensure
complete polymerization. This process resulted in the for-
mation of stable nanoparticles. The obtained GlyNPs suspen-
sion was washed with water-ethanol mixture (50 : 50) repeatedly
(5-7 times) through centrifugation (15000 rpm at 4 °C) with a
45-minute cycle followed by lyophilization. Then, the solid
white sample was stored for further studies.

2.3 Characterization of the GlyNPs

The chemical functionality of the monomer and the polymers
was characterized through FTIR (Nicolet iS5, 4 Thermo Fisher
Scientific Inc., USA) (with KBr pellet), '"H-NMR and *C-NMR
(Model: AVH D 500 AVANCE III HD 500 MHz One Bay NMR
Spectrometer, BRUKER BioSpin International AG spectrometer,
solvent DMSO-dg).

The morphology and size of the polymer particles was checked
through HRTEM (Tecnai G2 20 TWIN, FEI Company of USA (S.E.A.)
PTE, LTD), AFM (NTEGRA Prima, NT-MDT Service & Logistics Ltd)
and dynamic light scattering (DLS; Nano-ZS ZEN3600, Malvern,
UK) at 25 °C. The zeta potential ({) was calculated with the
comprehensive option attached to the DLS.

2.4 Biological study of GlyNPs

All cell-based experiments were performed using RAW264.7
(monocyte macrophages) cell lines, and neural crest-originated
catecholamine PC12 cells (pheochromocytoma) were obtained
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from the National Centre for Cell Science, Pune, India. All cells
were cultured using DMEM-high glucose media (4.5 g L)
containing sodium pyruvate and sodium bicarbonate (Sigma-
Aldrich), supplemented with FBS (10 vol%) and penicillin
and streptomycin cocktail (1 vol%), in a CO, incubator at
37 °C with 5% CO,. Cell lines were cultured in tissue culture
T-75 flasks (gentix), and the culture medium was changed every
alternate day.

Cell culture and cell viability. In vitro cell viability of GlyNPs
was studied using RAW264.7 macrophages and PC-12 cell lines
with varying concentrations of NPs. Cell viability was studied
using an MTT assay. In brief, both the cell lines were seeded at
1 x 10" cells per well into a 96-well plate and kept for 24 h to
allow their adhesion to the walls. GlyNPs of varying concentra-
tions (10, 20, 40, 80, 100, 125, 150, 200 and 250) pg mL*
(dispersed in a complete culture medium) were added to each
well and incubated for 24 h. Then, the particle-treated media
was removed, and MTT solution (5 mg mL ") prepared in fresh
complete media was added, followed by 4 h incubation at 37 °C.
Finally, the MTT solution was removed, and then 100 pL of
DMSO in each well was added and incubated for 30 min.
Afterwards, it was incubated in the dark to dissolve the for-
mazan crystals. Finally, a microplate reader acquired the
absorbance at /max = 570 nm (Biotech). The percentage of cell
viability (%) was calculated using eqn (1).

OD (treatment)

% Cell viability = "OD (Control)

x 100 (1)

All the experiments were conducted in triplicate and repre-
sented with statistical errors.

Cellular uptake. To study the cellular uptake of GlyNPs, RAW
264.7 macrophages (1 x 10° per well) were used. Cells were
cultured on a lysine-coated glass coverslip with 2 mL of complete
media in a 6-well plate and incubated for 24 h to reach 70-80%
confluency with adhesion. The GlyNPs were stained with Nile red
for 24 h. Furthermore, the prepared GlyNPs stained with Nile red
taken in 100 ug mL ™" complete media were added to each well
and incubated for another 24 h. Then, the cells were washed
with PBS (pH 7.4) three times to remove any unbound GlyNPs.
Then, the cells were fixed with 400 pL of 4% paraformaldehyde
solution per well and kept for 30 min. Then, the cells were
stained with DAPI. Each coverslip was placed upon a glass slide
using the mounting agent Dabco. The images were acquired
through Confocal microscopy (Leica Super-resolution SP8 (BHU-
SATHI)) to observe the localization of the GlyNPs. Then, the
images were analysed using Image J Fiji Software.

2.5 In silico studies

To investigate the potential uses of GlyNPs, several in silico
studies were carried out. First, network pharmacology predictions
applying various important molecular targets associated with
anti-inflammatory capacity were identified. Next, molecular
docking was performed to examine the interactions between
the GlyNPs and the identified target proteins. Then, using the
computational results, we illuminated the potential mechanisms

This journal is © The Royal Society of Chemistry 2025
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Table 1 The forward and reverse primer sequences of all the genes used for RT-PCR

Marker Forward (5’ to 3') Reverse primer (3’ to 5') Amplicon size
IFN-y GAAAGGATGCATTCATG AAAATTCAAAATAGTGCT 205
IL-6 ACAAGAAAGACAAGCCAG GTCTATTCGACCTCAGTGT 145
TNF-o CCACAAGCAGGAATGAG AAAGACCTCCCTCTACAC 140
IL-10 AAAATAAGAGCAAGGC GTATGCAAATTCATTG 82
GAPDH TGGGAGTTGCTGTTGAAGCG GGTGGAAGAACTACAGT 103

of action, therapeutic efficacy, and specificity of the GlyNPs for
biological applications. All the software tools used for computa-
tional purposes are enlisted (in Table 1 with web references).

Network pharmacology. In our earlier report, glycine was
used to prepare NAGA (poly(N-acryloyl glycine)) NPs with a size
below 50 nm and used in wound healing and an anti-
inflammatory response was observed.”® In this alignment, we
have chosen rheumatoid arthritis (RA) as a model target for
inflammatory disease for the present study. Herein, the net-
work pharmacology approach has been utilized to understand
the potential target genes responsible for the inflammation. For
this purpose, we have used three separate databases: Gene-
Cards, DisGeNET, and MalaCards (Table S1, ESI{). Additionally,
common potential target genes for the illness were investigated
using a Venn diagram (Table S1, ESIt). To conduct a thorough
investigation into the potential modulatory effects of our GlyNPs
on proteins associated with rheumatoid arthritis, approximately
9076 target genes were selected. Then, the protein-protein inter-
actions (PPI) were analysed using the retrieval of the Interacting
Genes (STRING) database (Table S1, ESIt) in homo-sapiens speci-
fication. The PPI network was scrutinized using Cytoscape soft-
ware. Then, we examined the hub genes in the PPI network using
CytoHubba’s Maximal Clique Centrality (MCC) technique.”
All finalized gene sets were examined in shinyGO 0.80 to identify
the biological processes, molecular functions and KEGG pathways
impacted by compound-target interactions.

Molecular docking. The targeted gene was sorted out through
a network pharmacology approach, and a molecular docking
study was performed. The following are the major steps used
for docking.

(a) Protein preparation. For docking, the following receptors
were selected: COX2 (pdb id 6COX), NFxp (pdb id ILE5), IL-6
(pdb id 1ALU), IL-1B (pdb id 511B), TNF-o. (pdb id 2AZ5), iNOS
(pdb id 4NOS), TLR-4 (pdb id 2Z62), MAPK-14 (pdb id 4F9Y),
MAPK-8 (pdb id 4G1W), and STAT-1 (pdb id 3WWT). The 3D
structures of the chosen receptors were retrieved from the RCSB
protein Data Bank (https://www.rcsb.org/). Subsequently, water
molecules were removed using Autodock 4.2.6, adding polar
hydrogen and Kollman’s charges. The resulting proteins were
then saved in PDBQT format.

(b) Ligand preparation. Molecular docking studies were con-
ducted using AutoDock 4.2 software. For this study, the ligands
selected were N-acryloyl glycine. Their 3D structures were in
‘pdf format in PubChem (Table S1, ESIf). Furthermore,
‘pdbqt’ files for the ligands were generated by Open Babel,

This journal is © The Royal Society of Chemistry 2025

followed by Grid Generation and Docking Analysis. Following
the preparation of ligands and proteins, the molecular docking
was conducted using Autodock (4.2.6 software). A grid with
dimensions less than 1 A specific to X, Y, and Z coordinates was
established to encompass the protein, as done in the case of
blind docking. This grid was centred around the protein to
facilitate the most feasible docking conformations. Subse-
quently, the grid file was saved as a (.gpf) file. Then autogrid
was initiated. Then, docking calculations were performed using
the Lamarckian genetic algorithm (GA), fixing for 30 runs. The
files were saved as a ‘.pdf’; final docking results were obtained
after running the auto dock. dlg’ file format showed H-bonding,
binding energy and inhibition constants. The best docking
conformations of the ligands with the receptors were selected
based on the estimated binding energy (E;) and inhibition
constant (K;). The protein-ligand complex with the lowest
binding energy was extracted in the PDBQT format. Furthermore,
the interactions between ligands and proteins of these complexes
were extracted using LigPlot+, Autodock and ChimeraX in
2D and 3D.

2.6 Immunological studies

(a) Estimation of NF-kp LEVEL. NF-xf is an important
group of proteins that regulates various cellular functions and
inflammatory responses, and its deregulated activation contri-
butes to the pathogenesis of various inflammatory diseases.?®
To check the immune responses of GlyNPs, it is crucial to check
NF-kB levels. In brief: RAW 264.7 macrophages (1 x 10° number
of cells per well) were seeded in each well of a 96-well plate (A)
and cultured in complete media for 24 h (at 37 °C, with 5%
CO,). Then, 0.2 ung mL~" of LPS was added to each well and
incubated for another 24 h to induce inflammation. Subse-
quently, GlyNPs were added to each well (with different doses
such as 10, 20, 40, 100 and 150 pg mL™ ') and incubated
for another 24 h. After 24 h, the 96-well plate was centrifuged
at 960 rpm at 25 °C for 5 min to pellet debris. From each well of
plate A, 20 pL of the culture supernatant was transferred into a
new 96-well plate (B). Subsequently, 180 uL of the QUANTI-Blue
assay solution was added (initially pink), followed by incuba-
tion at 37 °C for 1 h (the solution was turned purple). Then, the
extent of SEAP expression level was calculated by measuring
the intensity of the solution using a spectrophotometer (SPARK,
TECAN, Méannedorf, Switzerland) at 630 nm.

(b) Estimation of the level of NO generation. The anti-
inflammatory property of the GlyNPs was estimated by measur-
ing the extent of NO (nitric oxide) produced using LPS-treated
RAW 264.7 macrophages. The lifetime of NO is very short in
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water since it converts rapidly from NO to nitrite. The extent of
NO produced was estimated for RAW 264.7 macrophages using
the Griess reagent. First, RAW264.7 cells (1 x 10° cells/200 uL)
were cultured in a 96-well plate and incubated in a CO, incubator
for 24 hours with a continuous supply of 5% CO,. Then, the cells
were treated with LPS (0.2 pg mL™" per well) to induce inflamma-
tion of the cells. The different extents of GlyNPs were added, and
the treatment was followed for 24 h. Then, 100 pL of supplement
was collected from each cell culture well, and 100 pL Griess
reagent was added to each plate. Then, the generation of NO
was quantified by measuring the absorption at . = 550 nm
using a microplate reader (Synergy H1, Biotech).

(c) Semi-quantitative real-time PCR (qRT-PCR) to estimate
gene expression level. Semi-quantitative RT-PCR experiments
were performed to determine the relative expression of genes
that were finalised using network pharmacology. The main
inflammation-related genes, such as TNF-a, IFN-y, IL-6 and
IL-10 with GAPDH as a control, were used as housekeeping
genes. RAW 264.7 cells were seeded in 12 healthy plates and,
other than control wells, treated with 100 pg mL ™" of GlyNPs
after being stimulated with LPS (0.2 pg mL™"). After 24 h, cells
treated with GlyNPs were used for mRNA isolation. The total
mRNA content was isolated using TRIZOL following the man-
ufacturer’s guidelines (Thermofisher). The RNA was quantified
by spectrophotometer. Furthermore, the cDNA was prepared
from RNA using a kit-based method (Thermo Fisher Scientific,
RevertAid H Minus First Strand cDNA Synthesis Kit). The
reverse transcription conditions were 95.0 °C for 2 min. For
RT enzyme activation, it was kept at 95.0 °C for 10 s. The
denaturation and melting were performed at 65.0-95.0 °C with
0.5 °C min~ " heating rate. The process was continued 39 times,
and the melting curve was acquired within 65.0 °C to 95.0 °C
(with 0.5 °C per 5 s heating rate). Briefly, 2 uL of cDNA
(100 ng uL™"), 1 pL of sense and antisense primer solutions
(0.4 mM), 12.5 uL of SYBR Premix Ex Taq master mix (Takara
Bio Inc.), and 9.5 pL of nuclease-free H,O were mixed to obtain
a final 25 pL reaction mixture in each reaction tube. A list of
primer sequences for RT-PCR that are mentioned in Table 1
was taken for each specific gene. The gene-specific primers
were amplified using a thermal cycler (Bio-Rad, Base Serial No.:
CT058999 Optical Head Serial No.: 785BR31742).

2.7 Animal model of pristane-induced RA

In vivo studies were performed according to the Institute
Animal Ethical Committee guidelines. A pristane-induced RA
model was developed for the study.>® A total of 9 Wistar rats
each of weight 185 £+ 5 gm were selected by a randomization
method for the experiment. All animals were acclimated to the
standard animal house environment for 7 days before initiation
of the experiments. After the acclimatization, the animals were
randomized into three groups based on body weight in indivi-
dual cages. Herein, three groups of rats were employed. The
first group of rats were treated with saline and referred to as
the sham group. The second and third groups of rats were
administered with 100 pL pristane (MP Biomedicals) through
intradermal injection in each paw to induce arthritis. The rats
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of the second group were kept without treatment, and the rats
of the third group were referred to as the treatment group.
GlyNPs treatment was performed after full arthritis induction,
which took 15 days to develop. The results obtained from the
treatment group of rats were compared with the sham and
positive control groups. The GlyNPs dose was decided as 2 mg kg™
of rat (effectively 360 &+ 10 pg GlyNPs) against inflammation (RA).

(a) Study the morphological changes: ankle and paw thick-
ness. Since the start date of the experiment, the morphological
changes of the paws of rats were measured to distinguish the
onset of arthritic morphology. Ankle and paw thicknesses were
measured with the help of a Vernier calliper with a periodical
time period. Ankle thickness is a major phenotypic indication
of RA. In RA, ankle thickness increases due to inflammation
and an increase/decrease in ankle thickness was measured
every two days. The results were compared with the sham and
positive control groups of rats.

(b) Autoimmune and inflammatory marker panel. To check
the levels of autoimmune and inflammatory markers at specific
time periods, such as day 0, day 15, and day 30, the blood samples
were collected from each rat group. To confirm the arthritis
induction, the RA factors were checked by turbidimetric immu-
noassay (Turbilyte RF). The C-reactive protein (CRP) level was
measured following the Immunoturbidimetry method (CRP Tur-
bilatex) as per the manufacturer’s protocol. Anti-double standard
(dsDNA IgG ELISA, SKU DD037G), antinuclear antibody (ANA)
(ANA Screen ELISA, SKU: AN033G) and anti-cyclic citrullinated
peptide (anti-CCP) (anti CP IgG ELISA Kit, diametra, DK0149) levels
were also measured according to the manufacturer’s instructions.
Uric acid levels were measured through the colourimetric test
(Beckman AU480). Inflammatory parameters such as TNF-o,
IL-1P and IL-6 in healthy and GlyNP-treated rats were checked by
the ELISA kit method as per the manufacturer’s protocol, before
(on the 15th day of RA) and after the 30th day (15 days of post-
treatment). The results were compared with the sham control and
positive control groups.

Biosafety/ethical permission. All the in vivo studies were
conducted according to the Institutional Animal Ethical Com-
mittee (IAEC) of Indian Institute of Technology (IIT), Banaras
Hindu University, Varanasi guidelines (Registration no. 2123/
GO/Re/S/21/CPCSEA) and approval (IAEC Approval No. IIT(BHU)/
IAEC/2024/11/028, dated 13/09/2024).

Statistical analysis. The statistical analyses used Origin 2021,
Student’s ¢test and one-way ANOVA. The data have been pre-
sented as mean + standard deviation (S.D.). Statistical signifi-
cance was calculated at a p-value of 0.05. Data was marked with
* for p < 0.05, “** for p < 0.01 and *** for p < 0.001.

3. Results

Synthesis and characterization of glycine monomer and
polymeric nanocapsules

As mentioned in the Method section, the GlyNPs have been
synthesized. In the first step, glycine and acryloyl chloride were

This journal is © The Royal Society of Chemistry 2025
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synthesized by mini emulsion polymerization, followed by a
modified method to the desired structure of the GlyNPs.>>>°
In the emulsion method, SDS, hexadecane, AIBN, and DVB are
used as stabilizers, co-stabilizers of the emulsion, free radical
initiators, and cross-linking agents, respectively. SDS and hexa-
decane were used to prevent the coalescence of the droplets and
GlyNPs.

The chemical functionalities of the ‘mers’ and polymer
particles were characterized through 'H-NMR, '*C-NMR
(400 MHz, and solvent DMSO-d) and FTIR. The characteristic
bands for glycine monomers are assigned as follows. "H-NMR
(0) (Fig S1, ESIf): 8.37 ppm (sec. amide), 6.29 ppm (gem,
-C(=0) N), 6.07 ppm (cis, -C(—O)N), 6.13 ppm (trans,
-C(=O0)N), 3.45 ppm (2H, d); *C NMR (9) (Fig. S2, ESI}):
171.66 ppm (-COOH), 165.79 ppm (amide -CO), 131.54 ppm,
131.31 ppm and 126.66 ppm (alkane adjacent to amide), and
41.37-39.05 ppm (aliphatic -CH). As shown in Fig. S1 and S2
(ESIY), the distinct bands assigned for glycine polymer are as
follows. "H-NMR (9) (Fig. S3, ESI{): 8.21 ppm (amide, 1H), 4.12-
4.00 ppm (-CH, adjacent to amide) and 3.92-2.47 ppm (alkane
-CH); >C NMR (0) (Fig. S4, ESIt): (40.04-39.04 ppm) splitting of
2° alkane. For the glycine monomer, the characteristic FTIR
bands obtained are at 3342 cm ' for the secondary amine
(-NH-) and overlapping broadband for hydroxyl (-OH),
2930 cm ™' for aliphatic stretching (-CH-), 2535 cm™ " for the
carbon-carbon double bond in conjugation with carbonyl
(=C-C0-), 1719 ecm™ " for the carbonyl (-CO) group attached

(a) —— Monomer
—— Polymer

3 R | "N aas'l
5 of 260 \ff Yy
1280 1112

607

1229

Transmittance (a.u.)
&% 3
& \
0

0
0
W
(=}
N
o
w
&

1719 1541

View Article Online

Journal of Materials Chemistry B

with a hydroxyl group, 1541 ecm™" for the (-CN-) amide band,
1450 cm ™ for the carbon-hydrogen aliphatic band (-C-H), and
1280 cm ! for the amide band (-CN-). GlyNPs show charac-
teristic bands at 3342 cm ! for secondary amine (-NH-) and
(-OH), 2930 cm ™" for aliphatic alkane stretching (-CH-, -CH,),
1701 cm™ " for the carbonyl of the acid (-COOH) and 1602 cm ™"
for the amide group (-CN) (Fig. 1(a)).

The morphology and particle size of the polymer particles
were studied through HRTEM (Fig. 1(b) and (c)) and AFM
(Fig. 1(f) and (g)). HRTEM results confirm that the sizes of
the GlyNPs are in the range of 180-280 nm in diameter
(Fig. 1(d)). Most of the particles are spherical in nature and
many of them are core-shell in nature. The light core and
darker shell structure are also observed for the hollow core-
shell structure of the polymer particles with a core size of 150
5 nm in diameter and a shell thickness of 65 + 5 nm (Fig. S5,
ESIY). It is also observed that the particles are porous in nature.
The white spots highlighted with red circles of the particles are
pores (HRTEM image, Fig. 1(c)). The average pore diameter is
calculated to be 4-5 nm (Fig. 1(e)). Furthermore, to confirm the
morphology of the particles, non-contact mode AFM was con-
ducted and the particle sizes were measured from topographic
2D images and 3D images, and the particle size is calculated
to be 137-150 nm in diameter (Fig. 1(f) and (g)), which is
matching well with the results obtained from HRTEM. Thus,
both the microscopy results revealed that the particles are
monodispersed in nature. The monodispersed nature of the
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(a) FTIR spectra showing the absorption band for the Gly monomers and polymers, (b) and (c) HRTEM images of GlyNPs at 0.5 pm and at 100 nm

scale; (d) particle size distribution calculated from HRTEM images taking 100 particles, (e) pore size distribution of the particles calculated from (c), (f) AFM
topography 2D image and (g) 3D AFM image; (h) plot for zeta potential results obtained from DLS and (i) hydrodynamic diameter of the polymeric
particles calculated from a Zetasizer. Particles are of size 180-20 nm. The pore size obtained to be avg. 4—5 nm in diameter (highlighted with a red circle).
(c) Zeta potential obtained to be —35.6 mV. Scale for the AFM image is in um.
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particles was also confirmed through DLS (particle size
~324 nm) (with PDI ~1.0) (Fig. 1(i)). This larger particle size
value from DLS is obtained due to the hydrodynamic diameter.
To confirm the colloidal stability of the polymeric particles, the
zeta potential ({) was measured, and the value obtained was
—35.6 mV, comprising the high colloidal stability of the poly-
meric particles (Fig. 1(h)).

Cell viability

The cell viability of the nanoparticles is crucial for their safe
therapeutic applications. Polymeric nanoparticles have unique
physicochemical properties that can lead to varying degrees of
cytotoxicity depending on their size, shape, and surface chem-
istry. Therefore, the cell viability of the nanoparticles on RAW
264.7 macrophages (Fig. 2(a)) and PC-12 (Fig. 2(b)) is performed
using an MTT assay, as mentioned in the Method section. RAW
264.7 cells, a murine macrophage cell line, are a useful model
for evaluating the interaction of nanoparticles with immune
cells. For inflammation and immunity, RAW 264.7 is the
primary cell line for understanding the cytotoxic effects, and
it can provide valuable insights into the biocompatibility and
safety of NPs.** To support the cell friendliness, viability was
further checked on PC-12 cells, and it is a widely used model
cell line for studying the effects of nanoparticles on neuronal
cells.®™ It is observed that with increasing the concentration
from 10 pg mL ™" to higher, the cell viability for both RAW 264.7
and PC-12 cells varied. Cells are viable even at 100 pug mL ™"
concentration of GlyNPs. We can assume that after 24 h of
treatment, the % of viability varied due to experiencing contact
inhibition by cells in the respective confined space. However,
for both the cell lines, GlyNPs are taken in different concentra-
tions such as 10, 20, 40, 80, 100, 125, 150, 200 and 250 pg mL™,
and the % viability values relative to the control groups are
found to be 91.4 + 2.9, 90.9 + 2.3, 86.2 + 1.8, 87.4 =+ 0.06,
79.6 £ 5.9, 80.2 £+ 1.3, 71.4 + 2.5, 66.01 £+ 2.4 and 65.3 £ 4.8,
respectively for RAW 264.7 macrophages. For PC-12 cells, the %
viability varied from 136 + 5.8, 134.72 £ 5.98, 119.38 £ 5.44,
111.57 + 5.33, 90.09 + 4, 88.71 + 4.38, 85.97 + 4.22, 82.52 +
4.11, respectively. At lower concentrations, the observed higher
viability of PC-12 cells compared to the control is attributed
to a potential stimulatory or protective effect of the GlyNPs.
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Fig. 2 The cell viability of GlyNPs with various concentrations. (a) Cell
viability results on RAW 264.7 macrophages and (b) viability on the PC-12
cell line. Data was marked with ™*" for p < 0.05, ** for p < 0.01 and
** for p < 0.001.
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The GlyNPs at lower concentrations promote cellular activity,
such as enhanced metabolic processes leading to increased
viability as well as enhance the cell proliferation.

However, at higher concentrations of GlyNPs, the compound
exceeds the threshold for such stimulatory effects and exhibits
excellent cytotoxic effects. These results confirm that the Gly
NPs are viable and suitable for therapeutic applications.

Cellular uptake of GlyNPs

The cellular uptake of NPs is a fundamental aspect of their
functionality in therapeutic applications with target specificity.
It influences the target efficiency of the therapeutic and safety
profiles. To check the cellular uptake of GlyNPs, it was stained
with Nile red and incubated with RAW 264.7 macrophages for
24 h with a non-toxic dose of 50 pg mL ™" followed by cell fixing
and staining with DAPI to detect the nucleus. Then the confocal
microscopy images of Nile red-GlyNPs were acquired (Fig. 3).
The DAPI-stained cell nucleus was identified using the blue
channel (dex = 405 nm) (Fig. 3(a1)-(a3)) and fluorescence
emission for the GlyNPs was observed using the red channel
(Zexec = 546 nm). The cellular uptake was qualitatively studied by
acquiring fluorescence images after 24 h of incubation with
Nile red-GlyNPs. From Fig. 3, it is clearly observed that GlyNPs
were taken up inside the cell in the cytoplasm within 24 h of
incubation. However, a considerable amount of uptake in the
nucleus is less evident (Fig. S6, ESIT). This selective internaliza-
tion suggested that the GlyNPs will further help to deliver
biomolecules or drugs inside the cells. As GlyNPs are showing
intracellular uptake, it is allowed to interact directly with the
internal cellular machinery, which can be leveraged for thera-
peutic purposes. The uptake of GlyNPs by the immune cells
(RAW 264.7) directs us to study their immune behaviour as they
may change signalling pathways leading to the reduction of
inflammation.

In silico study of GlyNPs

Network pharmacology. A network pharmacology study was
performed to finalise the targeted genes that are responsible for
RA following the steps mentioned in the Method section, and
the results are shown in Fig. 4(a)-(c). From this study, we have
confirmed the major targeted genes that are responsible for RA.
From the GeneCards we have selected 6029 genes, from the
MalaCards 313 genes and from DisGeNET we selected 2734
genes. With the help of Venny2.1.0, 218 common targets have
been finalized, as shown in Fig. 4(a). The finalized common
targets are considered in string tests for protein-protein inter-
action studies. The top 20 targets are taken for the network
string interaction study, and they have been ranked according
to the MCC method using Cytoskeleton software (Cytoscope3.10.2),
and the results are shown in Fig. 4(b). The top 20 targets with
their ranks are shown in Table S2 (ESIT), which included IFN-y,
IL-6, IL-10, IL1B, STAT-1, etc. targets for RA. In Fig. 4(b), the
important targets are coloured according to the heat map. The
red to yellow colour box of each target shows the intensity
of higher to lower interaction. The string database provides
a critical assessment and integration of protein-protein

This journal is © The Royal Society of Chemistry 2025
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Fig. 3 The cellular uptake of GlyNPs, studied through confocal microscopy, (al) 2D representation of the nucleus that is stained with DAPI, (a2) 3D
representation of al, (a3) 45° representation of cellular uptake where the Z axis shows the nucleus in 3D of the particles. (bl) 2D representation of GlyNPs
stained with Nile red, (b2) 3D representation of bl, (b3) 45° representation of cellular uptake, where the Z axis shows internalisation of particles. (c1) 2D
representation of GlyNPs stained with Nile red and the nucleus in blue colour, (c2) 3D representation of c1 and (c3) 45° representation of cellular uptake

where the Z axis shows the internalisation of the particles.

interactions including direct interaction among the ranked
targets (see Fig. 4(b)). Shiny Go results were used to finalize
the targeted genes to determine the underlying molecular
pathways and functional categories®® as is shown in Fig. 4(c).
These results revealed that the resulting genes are involved in
various biological processes, including RA. These results further
assured that the resulting genes are associated with the enrich-
ment of RA up to 30 fold (Fig. 4(c)). Furthermore, from these
targets, we have selected IL-6, IL-10, IL-1f3, and STAT1 for further
extensive docking, in vitro, and in vivo studies with other more
prominent inflammatory markers, and the results are shown in
the subsequent sections.

Molecular docking

Molecular docking is a critical computational technique for
determining the ligand’s optimal orientation and target protein
after binding to form a stable complex. The knowledge of
the binding modes has been utilized to calculate the binding
affinity of the two molecules.*®* The docking approach has been
utilized to rapidly screen vast databases of potential therapeutic
compounds in silico to determine the favourable domains that
are most likely to bind to proteins of interest.>**’

All the molecular docking studies were performed with
specific inflammation-targeted protein receptors based on the

This journal is © The Royal Society of Chemistry 2025

network pharmacology analysis and previously reported anti-
inflammatory activities. The blind docking results are obtained
for all the inflammation-based targeted proteins such as COX2,
NF«p, IL-6, IL-1 B, TNF-o, iNOS, TLR-4, MAPK 14, MAPK 8, and
STAT 1. For all the obtained results, the binding energy and
interactions are shown in more detail in Tables S3-S12 (ESIt).
Here, we have taken G1 (mer), G2 (dimer), G3 (trimer) and G4
(tetramer) of N-acryloyl glycine. We have used well-known anti-
inflammatory drugs aspirin and diclofenac as controls.

For primary inflammatory receptor COX2 (pdb id 6COX),
the binding energy values with aspirin and diclofenac are
calculated to be —5.37 and —5.11 kcal mol ™", respectively.
Aspirin forms H-bonds with the HIS90 residue and diclofenac
forms H-bonds with HIS90 and ARG513. Meanwhile, for G1, G2,
G3, and G4, the binding energy values obtained were —5.17,
—4.09, —3.39 and —3.54 kcal mol ', respectively. The H-bonds
are majorly formed with G1 at ASN87, HIS90 and ARG513
residues, for G2 at HIS90 and TYR91, for G3 at HIS90, ASN87
and TYR91, and for G4 at HIS90 and TYR91 (see Table S3, ESIf).
For primary inflammatory receptor NF-kf3, the binding energy
values with aspirin and diclofenac are calculated to be
—4.58 and —4.81 kcal mol™', respectively. Aspirin forms
H-bonds with ARG54 and LYS241 residues and diclofenac forms
H-bonds with LYS145 only. Whereas, for G1, G2, G3 and G4, the

J. Mater. Chem. B, 2025, 13, 3094-3113 | 3101
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utilizing three different databases represented by Venn diagram, (b) protein—protein interaction (PPI) network of the targeted proteins to understand the
relationships between the targets (the red to yellow colour box of each target shows the intensity of higher to lower interaction) and (c) Shiny Go
(lollipop) plot results obtained for the targeted genes involved in various biological processes including RA and their fold enrichment, (d) binding energy
results obtained from the docking for different genes with glycine and aspirin associated to RA and inflammation, and (e) a comparison with the inhibition
constant (K;) of aspirin and GlyNPs in terms of estimation inhibition obtained from molecular docking for different target genes resulting from network

pharmacology.

binding energy values were obtained to be —4.11, —5.04, —5.67
and —4.59 kcal mol ™', respectively. The H-bonds are majorly
formed with G1 at LYS114 and ASN136 residues, for G2 at
LYS145 and LYS203, for G3 at LYS145 and LYS2023, and for G4
at LYS144 and LYS203 (see Table S4, ESIt).

For primary inflammatory receptor IL-6, the binding energy
values with aspirin and diclofenac are calculated to be —5.54
and —6.74 kcal mol *, respectively. Aspirin forms H-bonds with
LYS27 and ARG30 residues and diclofenac forms H-bonds with
LYS27 only. Whereas, for G1, G2, G3 and G4, the binding energy
values obtained were —4.88, —5.73, —4.55 and —4.80 kcal mol %,
respectively. The H-bonds majorly formed with G1 at LYS27 and
ARG30 residues similar to the control drug aspirin. For G2, the
H-bonds majorly formed at ASP26 and LYS27 and ARG30, for G3
at LYS27 and ARG30, and for G4 at SER22, ASP26 and ARG182
(see Table S5, ESIT).

Similarly, it is found that IL-1 is also involved in the RA and
inflammation. From the docking study, the binding energy
values and the H-bond formation with different residues have
been investigated and the results are shown in Table S6 (ESIT).
The binding energy values with the aspirin and diclofenac
are calculated to be —4.62 and —4.95 kcal mol ™", respectively.
Aspirin forms H-bonds with VAL3 and LYS93/94 residues and
diclofenac forms H-bonds with LYS65 only. For G1, G2, G3 and

3102 | J Mater. Chem. B, 2025, 13, 3094-3113

G4, the binding energy values obtained were —4.53, —4.04,
—3.07 and —2.10 kcal mol ™", respectively. The H-bonds are
majorly formed with G1 at ARG4, PHE46 and LYS93 residues.
For G2, H-bonds prominently formed with ARG4, GLY49
and LYS93; for G3 with VAL3, GLN48 and LYS93; and for G4
at VAL3, GLN48 and LYS93/94 (see Table S6, ESIT). From these
results, it is clearly evident that the obtained results are
comparable to the aspirin and diclofenac.

The role of TNF-o in inflammation is well-known. The
docking study has also been performed for TNF-o, and the
results are shown in Table S6 (ESIt) in detail. The binding
energy values with aspirin and diclofenac are calculated to
be —5.59 and —4.89 kcal mol ', respectively. Aspirin forms
H-bonds with VAL74 and LYS112 residues and diclofenac forms
H-bonds with PRO70 and LYS112. For G1, G2, G3 and G4, the
binding energy values were obtained to be —4.22, —4.48, —2.69
and —3.35 kcal mol ', respectively. The H-bonds majorly
formed with G1 at PRO70 and LYS112 residues. For G2, the
H-bonds majorly formed at LYS112 only, for G3 at CYS69, and
for G4 at PRO70 and ARG103 (see Table S7, ESIt).

Inducible nitric oxide synthase (iNOS) is also a major
mediator of inflammation. The docking study for iNOS was
performed and the results are shown in Table S8 (ESIf) in
detail. The binding energy values with aspirin and diclofenac

This journal is © The Royal Society of Chemistry 2025
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are calculated to be —3.95 and —4.42 kcal mol ™", respectively.
Aspirin forms H-bonds with HIS84 and diclofenac with
the THR95 residue. For G1, G2, G3 and G4, the binding
energy values were obtained to be —4.27, —6.00, —4.57 and
—2.50 kecal mol™', respectively. The H-bonds predominantly
formed with G1 at HIS84, for G2 at HIS 84 and ARGS86, for G3 at
ARG86 and LYS103, and for G4 at ARG86, THR95 and ARG452
(see Table S8, ESIT). Therefore, the HIS84 residue interacts with
both the drugs and our GlyNPs.

Toll-like receptor (TLR4) possesses a central role in innate
immune signalling and inflammatory responses by modulating
the activity of transcription factors. A docking study has been
performed and the results are shown in Table S9 (ESIT). The
binding energy values with the aspirin and diclofenac are
calculated to be —4.42 and —4.7 kcal mol ™, respectively.
Aspirin forms H-bonds with the LYS47 and ILE48 residues;
for diclofenac, H-bonds formed only with LYS47. For G1, G2, G3
and G4, the binding energy values are calculated to be —3.88,
—3.62, —3.26 and —2.74 kcal mol?, respectively. The H-bonds
majorly formed for G1 at GLN281 and LYS254; for G2 at
LYS229; for G3 at SER251 and LYS 282, and for G4 at LYS229/
282 (see Table S9, ESIt).

Mitogen-activated protein kinase-14 (MAPK-14) (pdb id 4G1W)
has an important role in the production of various pro-inflam-
matory cytokines and is an immune responsive component.*® The
docking results are shown in Table S10 (ESIt). The binding energy
values with aspirin and diclofenac are calculated to be —6.14 and
—6.95 kecal mol™", respectively. Aspirin forms H-bonds with
LYS165 and diclofenac with the HIS126 residue. For G1, G2, G3
and G4, the binding energy values obtained were —4.56, —5.29,
—4.44 and —4.64 keal mol ™, respectively. The H-bonds majorly
formed for G1 at GLU160, G2 at HIS126, G3 at HIS126, and G4
at HIS126 sites (see Table S10, ESIY).

The final docking was performed with mitogen-activated
protein kinase-8 (MAPK-8) (pdb id 4G1W), which is involved
in the production of inflammatory cytokines. The docking
results are shown in Table S11 (ESIt). The binding energy
values with aspirin and diclofenac are calculated to be —4.66
and —4.12 kecal mol ™", respectively. Aspirin forms H-bonds with
LYS220 and diclofenac with LYS252. For G1, G2, G3 and G4, the
binding energy values obtained are —3.85, —3.08, —2.85 and
—2.49 kcal mol ™", respectively. The H-bonds majorly formed
with G1 at LYS203 and GLU204, and for G2, G3, and G4,
H-bonds majorly formed with TYR202 and LYS203 residue sites
(see Table S11, ESIT).

STAT1 is a key inflammatory gene responsible for inflam-
mation as it is resulted from our network pharmacology
analysis. The docking results are shown in Table S12 (ESIt). The
binding energy values with the aspirin and diclofenac are calcu-
lated to be —3.82 and —3.6 kcal mol ™", respectively. Aspirin forms
H-bonds with TYR68 and diclofenac with ARG84. For G1, G2, G3
and G4, the binding energy values obtained are —3.33, —3.57,
—2.36 and —1.16 keal mol ", respectively. The H-bonds majorly
formed with G1 at TYR106 and LYS110 residues. G2 has formed
H-bonds majorly at LYS110/114, for G3 at LYS40 and ARG113, and
for G4 at ARG113 sites (see Table S12, ESIY).
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Furthermore, the binding interactions with GlyNPs (poly-
mer, nanolattices) with 10 different selected targets are shown
in the form of 2D and 3D images (Fig. 5). From 2D images, the
residues in the hydrogen bonds are represented by green dotted
lines and hydrophobic interactions highlighted with red semi-
circles (Fig. 5). 3D images show the overall groove available and
pockets that interact with the ligands. This signalling activation
leads to the onset of various inflammatory diseases.

Therefore, the network pharmacology results provided
important information on the targets involved in the inflam-
mation and the effective interactions of the polymeric particles
synthesized in this work to reduce the inflammation. The
binding residues and the inhibition constants (K;) between
G1, G2, G3, G4 and reference drug molecules with the targets
are shown in (Tables S3-S12, ESIY) in detail.

Immunological responses of GlyNPs

Response of NF-kf levels with GlyNPs. NF-«f plays a central
role in regulating inflammatory responses, and its dis-regulated
activation contributes to the pathogenesis of various inflam-
matory diseases.>” Furthermore, the NF-kf is a key transcrip-
tion factor that induces the expression of pro-inflammatory
genes in both innate and adaptive immune cells.”®

A colorimetric-based assay for detecting NF-kf3 activation in
macrophages was used to address this issue. The results are
highlighted by activating the inflammation pathway with LPS
since it is a well-known inflammation inducer. The LPS treat-
ment upregulates NF-kf§ concerning the control condition. The
inflammatory modulation via the NF-xB pathway has been
compared by the response of macrophages, where other than
the control, all the treatment groups are prepared for inflamed
conditions with the help of LPS. The treatment condition is
tested with different concentrations of GlyNPs, such as 10, 20,
40, 100, and 150 pg mL ™. These concentrations were selected
based on cell viability results obtained on macrophages, as
shown in Fig. 2(a). The treatment with the GlyNPs shows
suppression in inflammation with different concentrations
(10, 20, 40, 100 and 150 pug mL™') and the values were
calculated to be 1.72 + 0.27, 1.70 £ 0.20, 1.32 £ 0.34, 1.15 +
0.17 and 1.14 =+ 0.14, respectively. It can be noted that, for the
LPS-treated sample, the value of NF-xf§ level obtained was
1.90 + 0.07 (for 0.2 pg mL "), which is higher than the value
obtained with GlyNPs. Therefore, in addition to NPs to LPS-
treated cells, the NF-kf levels varied, as shown in Fig. 6(a), and
it is concentration dependent. These results indicated that the
GlyNPs are an anti-inflammatory component (potential post-
biotics). From Fig. 6(a), it is evident that the results represented
here are statistically significant compared with the control for
LPS, 10 ug mL " and 20 pg mL ™" of GlyNPs. To identify and
confirm the underlying signalling pathways,?® GlyNPs are used
to reduce inflammation, so further study is required. However,
a decrease in NF-kf levels or activity would generally lead to
reduced inflammatory responses by reducing the production of
inflammatory mediators and generating inflammatory T cells.
Furthermore, it modulates immune regulation by altering Treg
cell development.*?
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In silico docking study to find out the molecular protein interactions with monomeric units of GlyNPs (G1). The interactions between polymer

domain (G1) and molecular protein targets of COX2, NF-«xB, IL-6, IL-1 B, TNF-a, iNOS, TLR-4, MAPK 14, MAPK 8, and STAT1 responsible for the
infammation are presented. The binding interactions are depicted in 2D and 3D formats. Within the 2D images, the presence of residues engaged in
hydrogen bonding is illustrated by green dotted lines, while hydrophobic interactions are emphasised with red hemi circles. 3D images comprehensively
depict available grooves and pockets interacting with the ligands. The ligplots (2D images) showing the interactions between G1 (polymeric unit,
monomer) with interacted residues along with binding energy in kcal mol™ and inhibition constants (K;). In the images, the red balls represent oxygen,
the black balls represent carbon, and the blue balls represent nitrogen atoms.

NO production by GlyNPs

NO is a signalling molecule that plays a key role in the
pathogenesis of inflammation and is involved in the generation
of inflammatory disorders.*®?° Therefore, NO inhibitors can be
an important therapeutic option in managing inflammatory
diseases.’®*! To address the role of GlyNPs on NO production,
macrophages (RAW 264.7 cells) were taken as model immune
cells. Then, its anti-inflammatory effect under normal physio-
logical conditions was determined with varying concentrations
such as 10, 20, 40, 100 and 150 pg mL~*. The production of
NO by RAW 264.7 cells (taking 1 x 10° number of cells per well)
was measured at Amax = 540 nm (absorption band) with the
help of Griess reagent, and the results are shown in Fig. 6(b).

3104 | J Mater. Chem. B, 2025, 13, 3094-3113

It is evident that with change in the doses of GlyNPs from 10,
20, 40, 100 and 150 pg mL™}, the extent of NO release changes
as 75.5%, 78.78%, 81.59%, 82.83% and 89.49%, respectively.
The release of NO for the control sample (only cells) is
considered 100%. Whereas, when the cells were treated with
0.2 ug mL~" LPS using the same number of cells, the NO release
enhanced to 104.83%. Thus, it is clearly evident that the rate of
release of NO can be modulated with the extent of doses of
GlyNPs used. Mechanistically, NO is produced in physiological
conditions by nitric oxide synthase,’> which converts into
nitric oxide radicals (NO*®) and can modulate inflammatory
diseases such as RA. Therefore, controlling the NO production
level with varying dosages of GlyNPs could be an alternate

This journal is © The Royal Society of Chemistry 2025
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In vitro immune response of GlyNPs and anti-inflammation behaviour studied for control cells, LPS-treated cells and cells treated with varying

concentrations of GlyNPs, (a) NF-«kf level study, (b) NO release and response study, and (c) study of the response of inflammatory markers (TNF-a, IFN-v,
IL-6 and IL-10) and the results are compared with the control (only cells, 1 x 10° cells per well) and cells treated with LPS. The standard deviation and the
significance of the results were estimated according to the procedure mentioned in the Method section (** for p < 0.01 and *** for p < 0.001).

strategy for treating inflammatory diseases such as rheumatoid
arthritis (RA).

Response of the immunological markers

Inflammation is induced in cells, and GlyNPs were used with
different concentrations (10, 20, 40, 100, and 150 pg mL™ ")
to check their effectiveness. The suppression of NF-kf3 and
NO levels is noticed with the change in the concentration.
Therefore, the effective dose is decided below 100 pg mL~" for
checking the status of the prominently involved immunological
markers. Therefore, the inflammatory markers such as IL-6,
IL-10, TNF-o and IFN-y have been checked, and the results are
shown in Fig. 6(c). RAW 264.7 cells (1 x 10° cells per well) were
treated with a selected effective dose of GlyNPs (50 ug mL ") for
24 h. Then with the help of triazole, the RNA was isolated. RNA
concentration was normalized with nuclease-free water for
cDNA synthesis, and RT-PCR experiments were performed as
mentioned in the Experimental section. The RT-PCR results are
shown in Fig. 6(c), with the genetic expression of inflammatory
markers for IL-6, IL-10, TNF-o and IFN-y. IL-6 plays an essential
role in cell signalling and acute inflammation, and it is
required for the rapid resolution of wound healing. From
Fig. 6(c), it is evident that the IL-6 level is decreased from the
control to GlyNP-treated sample. According to the heat map
gene expression results, there is a 3.237 fold reduction in IL-6,
comprising a quite excellent anti-inflammatory effect of the
GlyNPs. It is also noted that IL-10 is an anti-inflammatory
cytokine. It maintains the equilibrium for the immune
response, allowing the clearance of infections. Therefore, the
IL-10 expression levels were also calculated using the same
approach. From the relative normalized heat map gene expres-
sion results (Fig. 6(c)), it is clearly evident that there is a 3.377
fold reduction in IL-10 level, which comprises an excellent anti-
inflammatory effect of the GlyNPs. It can also be noted that the
IL-10 level possesses an M2-like macrophage phenotype that is
strongly suggested for particles’ (GlyNPs) anti-inflammatory
properties.*> Their values have been calculated under similar
experimental conditions to confirm the normalised gene expres-
sion levels of TNF-o. and IFN-y. From Fig. 6(c), it is evident that

This journal is © The Royal Society of Chemistry 2025

the TNF-o level decreased from control to GlyNP-treated cells by
2.991 fold; for IFN-y, it decreased by 3.469 fold. This reduction in
the expression of these cytokines can lead to the conclusion that
the GlyNPs are not only anti-inflammatory in nature, but can
also play an essential role in modulating the host’s innate
immunity. Therefore, these findings are crucial in reducing
inflammation by modulating immune response, such as in
RA.* However, the ratio in the expression of these cytokine
levels does not change significantly, showing a balanced
reduction in the expression of the overall cytokines, and the
results are statistically significant.

In vivo anti-inflammatory efficiency of GlyNPs on an RA model

Morphological changes: ankle and paw thickness with
treatment period. The ankle thickness usually increases due to
inflammation, a major phenotypic indication of the RA
condition. RA was induced to determine the impact of the
GlyNPs on inflammation, with the help of pristane according to
the method mentioned in the Experimental section. The treat-
ment has been performed and the results are shown in Fig. 7.
The ankle and paw thickness (mm) of each rat was measured
with a Vernier calliper on the Oth, 7th, 15th, 20th, 25th and 30th
day. The total in vivo treatment period is shown in Fig. 7(a).
After induction of pristane, it took 15 days to develop inflam-
mation (RA), as shown in Fig. 7(b). The GlyNPs doses were
induced on day 15 and day 22 for the treatment group of rats,
whereas for sham and positive control groups of rats no
treatment doses of GlyNPs were given. It is evident from
Fig. 7(b) that in the sham control group of rats, the paw
thickness varied from 3.01 £ 0.22 mm to 3.20 £ 0.20 from
the Oth day to the 30th day. For the positive control group
of rats (treated with pristane), the paw thickness (left leg)
increased from 3.43 + 0.30 mm (on the Oth day) to 5.55 +
0.30 mm (on the 15th day), and finally, on the 30th day, it is
calculated to be 5.32 &+ 0.11 mm. Meanwhile, for the treatment
group of rats, the paw thickness (left leg) changes from 5.37 +
0.59 mm (inflammation state) to 4.20 + 0.26 mm (inflamma-
tion reduced state). It can be noted that the paw thickness (left)
for the treatment group of rats from the Oth day to the 15th and
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30th-day changes from 4.20 + 0.61 mm to 5.37 + 0.59 mm
(inflammation state) and 4.20 + 0.26 mm (inflammation
reduced state), respectively. Thus, it is evident that the inflam-
mation in paw thickness for the treatment group of rats is
reduced by 95-99%. This means that the paw thickness has
come back to its initial stage. Similarly, the right paw thickness
for the treatment group of rats changed from 3.78 + 0.72
(0th day) to 5.6 &+ 0.24 mm (15th day, inflammation developed)
and 4.50 £ 0.26 (after treatment on the 30th day), respectively,
which represents a clear 80-90% reduction in inflamma-
tion after treatment. The detailed results are represented in
Fig. 7(b)-(d). Similar types of results are also obtained when we
studied the ankle thickness for the sham, positive control and
treatment group of rats (see Fig. 7(b), (e) and (f)). Therefore,
it can be concluded that the GlyNPs have an effective role
in reducing inflammation (RA) at the phenotypic level. The
camera photographs shown in Fig. 7(b) are clear evidences for
the same.

Autoimmune and inflammatory marker panel

As mentioned earlier, with the development of inflammation
(RA), various biochemical parameters associated with autoim-
munity can be changed. Therefore, studying these parameters
is crucial for sham, positive control and GlyNP-treated rats.
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Herein, we have studied the levels of the RA factor, anti-cyclic
citrullinated peptide (anti-CCP), antinuclear antibody (ANA),
anti-double stranded DNA antibodies (anti-dsDNA), CRP, and
uric acid levels on different days of treatment and the results
are shown in the subsequent sections (see Fig. 8(a)—(f)).

Rheumatoid factor (RF)

RF is an antibody made by our immune system and facilitates
the formation of immune complexes, which contribute to the
inflammatory characteristic of RA.*> Therefore, it is very impor-
tant to determine the RF levels of the rats used in the in vivo
anti-inflammation study for this work. Hence, the blood serum
samples were collected from GlyNP-treated, sham and positive
control rats to perform the RF test on day 0 (before inducing
pristane to develop RA), 15 (after RA developed and before
treatment started) and 30 (after 15 days of post-treatment).
Then, the RF values were calculated through the turbidimetric
immunoassay on the above-specified days, and the results are
shown in Fig. 8(a). The RF levels for all the sham control rats at
day Oth, day 15th and day 30th are found to be 1.7 + 0.26,
1.96 + 0.20 and 2.03 £ 0.15 IU mL™', respectively. For the
positive control group of rats, the RF levels are found to be
1.94 + 0.19, 5.56 & 0.25 and 4.03 + 0.35 IU mL~" on day 0,
day 15 and day 30, respectively. Whereas, for the treatment

This journal is © The Royal Society of Chemistry 2025


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4tb02012j

Open Access Article. Published on 23 January 2025. Downloaded on 2025-10-30 7:56:16 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

View Article Online

Paper Journal of Materials Chemistry B
| * % % — % % K
’ r ETTL 1.r CETR ki td 3.5, r Rk i *
; (@) **** ] (b) T —rx (c) N
-t —E' 3.0
] £ ;] .
£ 5% 25
2 51 = 4] £
— o —20
O 4] () 9
> —1 31 F
93 o |
< Q 2] o
& 21 O [
= (&)
11 g 1] 05
04 04 0.0
Day 0 Day 15 Day 30 Day 0 Day 15 Day 30
s * ! X kK = * % % |
A1.6- (d) —— _— ’\GA(f) wxk Sk k)
—El 141 = T
E 5]
=) E
~ T 44
< ks
zZ ©
o © 31
) 5
= £
c p= |
< o 11
)
0_
Day 0 Day 15 Day 30 Day 0 Day 15 Day 30 Day 0 Day 15 Day 30
[ sham Control [ Positive Control [l Gly NCs Treatment

Fig. 8 Study of the autoimmune and inflammatory marker levels. (a) RA level, (b) anti-CCP, (c) CRP level, (d) ANA level, (e) anti-dsDNA and (f) serum uric
acid levels obtained on day 0, 15 and 30. Statistical significance was calculated at a p-value of 0.05. Data was marked with *" for p < 0.05, **" forp < 0.01

and ***' for p < 0.001.

group of rats, the RF levels were calculated to be 2.1 &+ 0.1 and
5.5 + 0.4 IU mL ™" on day 0 (i.e. when no inflammation is there)
and on day 15 (when inflammation was developed). However,
after 15 days of post-treatment with GlyNPs (i.e., on the 30th
day), the RF level decreased to 2.66 & 0.77 IU mL™". This RF
level is almost in the order of the RF level of the sham control
group of rats. Therefore, the effectiveness of GlyNPs at the
onsite delivery shows wonderful results for the reduction of
inflammation and RA. Furthermore, the clinical significance of
the RF levels has been studied by the other diagnostic tests that
have been reported in the subsequent sections. However, the
reduction in the RF level for the positive control rats (rats with
RA developed but not treated with GlyNPs) from 5.56 + 0.25
and 4.03 £ 0.35 IU mL~" for day 15 and day 30, respectively,
signifies the autoimmune response of the body. In conclusion,
GlyNPs are effective in reducing RF levels and inflammation.

Anti-cyclic citrullinated peptide (anti-CCP)

High anti-CCP levels are usually common in severe RA. Further-
more, the increase in anti-CCP level is directly proportional to
the tissue and joint damage. Therefore, the detection of anti-
CCP levels is essential to determine the severity of inflamma-
tion as well as RA. Hence, the blood serum levels were collected
from all the rats under experiments to perform the anti-CCP
test on day 0 (before inducing pristane), 15 (after RA developed
and before the treatment started) and 30 (15 days post-
treatment). Then, the anti-CCP levels were calculated using

This journal is © The Royal Society of Chemistry 2025

the ELISA kit on the above-specified days, and the results are
shown in Fig. 8(b).

The anti-CCP levels for all the sham control rats at day 0, day
15 and day 30 are found to be 2.33 + 0.20 AU mL*, 2.53 £
0.40 AU mL™ " and 2.24 + 0.89 AU mL ™", respectively. For the
positive control group of rats, the anti-CCP levels were found to
be 2.06 + 0.40, 5.19 + 0.469 and 3.51 4 0.17 IU mL ™ * on day 0,
day 15 and day 30, respectively. Whereas, for the treatment
group of rats the anti-CCP levels were calculated to be 2.06 +
0.40 and 5.19 + 0.469 IU mL™' on day 0 (ie, when no
inflammation is there) and day 15 (when inflammation was
developed), respectively and after 15 days without GlyNP treat-
ment (ie., on 30th day), the anti-CCP level is decreased to
3.51 + 0.17 IU mL ", indicating the decrease in the severity of
RA due to autoimmunity. However, after 15 days of post-
treatment with GlyNPs (i.e., on the 30th day), the anti-CCP level
decreased to 0.920 + 0.31 IU mL~". This reduction in the anti-
CCP level gives strong evidence for the anti-inflammatory
activity of GlyNPs.

Effect of GlyNPs on CRP levels

CRP is an acute-phase reactant pentameric protein synthesized
by the liver and is directly related to the inflammation induced
by IL-6. It plays a crucial role in the body’s immune system
by binding to pathogens and damaging cells.*® In RA, CRP
serves as a biomarker for analysing its severity. The increase
in CRP levels can increase joint inflammation and damage the
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tissues.*” Therefore, the detection of CRP levels is essential to
find out the severity of inflammation as well as RA. To measure
the CRP levels, the blood serum samples from all the rats under
experiments were collected on day 0 (before inducing pristane),
15 (after RA developed and before the treatment started) and 30
(15 days post-treatment). The CRP levels were calculated using
the ELISA kit, as mentioned earlier, and the results are shown
in Fig. 8(c). It is clearly evident that for the sham control group
of rats, the CRP level changes from 0.28 + 0.02 to 0.38 £ 0.22
and 0.45 + 0.1 mg L ™" from day 0 to 15 and 30, respectively. For
the positive control group, the CRP level changes from 0.26 +
0.041 mg L™ " (on day Oth) to 1.93 & 0.37 mg L' (on day 15th),
that is, after pristane injection (RA development). Further, it is
noticed that for the positive control group of rats, the CRP level
reached 2.3 + 0.3 mg L™ on the 30th day, demonstrating the
increase in severity of inflammation of RA. Interestingly, after
15 days of immunization (post-treatment) with GlyNPs, the CRP
level for the treatment group of rats came down from 1.99 +
0.37 mg L' (from severe inflammation state, day 15 of RA) to
0.80 + 0.45 mg L™, which comprises strong evidence for the
anti-inflammatory and anti-RA potential of GlyNPs.

Antinuclear antibody (ANA) levels

Antinuclear antibody (ANA) testing is an important screening
tool for autoimmune conditions. ANA binds DNA or associated
nucleosome proteins.*® ANA correlates with elevated C-reactive
protein (CRP) levels and increased joint inflammation in RA
patients. Recent research highlights that ANA-positive patients
with RA have different clinical characteristics than their ANA-
negative patients. Significantly, a positive ANA level is asso-
ciated with RA, which can be reduced with anti-rheumatic
drugs.”® Hence, ANA levels were checked with the help of an
ELISA test on day 0, day 15 (inflammation achieved), and day 30
(treatment), and the results are shown in Fig. 8(d).

It is clearly evident that for all three groups of rats, the ANA
levels range between 0.22 + 0.15 AU mL ™" to 0.32 + 0.09 AU mL "
on day 0. On day 15, the ANA levels for the sham, positive
control and treatment group of rats were found to be 0.38 +
0.22 AUmL %, 1.19 + 0.18 AU mL * and 1.09 4+ 0.10 AU mL %,
respectively. On day 30, the ANF levels for the sham,
positive control and treatment group of rats are found
to be 0.28 £ 0.17 AU mL™', 0.92 4+ 0.08 AU mL™' and
0.37 4+ 0.024 AU mL™', respectively. Therefore, on treatment
with GlyNPs, the ANA level decreased approximately to a similar
value as on day 0. Whereas for the positive control, in the RA
developed rat group, it reduced only by ~20%, possibly due to
the natural immune response. Thus, it can be concluded that
the GlyNPs impact the reduction of the ANA levels as well as the
inflammation due to RA.

Anti-double-stranded DNA antibodies (anti-dsSDNA)

Anti-dsDNA is an antibody that targets double-stranded DNA
molecules in the nucleus of cells in the human body and is one
of the important antibodies for autoimmune disorders.>
Therefore, checking the anti-dsDNA antibody levels for RA
patients is very important. Various studies have reported that
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82.92% of RA patients tested positive for anti-dsDNA anti-
bodies.”® Furthermore, anti-dsDNA antibodies can be gener-
ated by anti-TNFo, which modulates inflammation status.’?
Hence, anti-dsDNA levels were checked with the help of an
ELISA test on day 0, day 15 (inflammation achieved), and day 30
(treatment), and the results are shown in Fig. 8(e). It is clearly
evident that the anti-dsDNA levels for days 0, 15 and 30
are found to be 8.81 + 0.65 IU mL ‘', 8.53 + 0.40 IU mL*!
and 8.93 & 0.33 IU mL™" for sham control, i.e., there is no
change in the values. The positive control rats’ value changed
from 11.95 4 0.38 IU mL™ " (15th day) to 10.71 + 0.22 IU mL ™"
for the 30th day (no treatment performed). However, for the
treatment group of rats, the anti-dsDNA level changes from
11.13 £ 0.14 TU mL™ " (15th day) to 8.46 4 0.52 IU mL " for the
30th day (on treatment with GlyNPs). This value is equal to the
anti-dsDNA level of the Oth day. Thus, this result is strong
evidence that GlyNPs effectively reduce inflammation.

Study of the uric acid levels

Uric acid is the final waste product of purine metabolism,
and it can lead to gout and kidney stones and potentially affect
joint health due to crystal formation in the joints.>® Increasing
uric acid levels contribute to inflammation, joint damage, and
RA. Hence, the uric acid levels were checked on day 0, day 15
(inflammation achieved), and day 30 (treatment), and the
results are shown in Fig. 8(f). The uric acid levels for all the
sham control rats at day 0, day 15 and day 30 are found to be
2.8 +0.52, 2.73 £ 0.35 and 2.43 + 0.92 mg dL ', respectively.
For the positive control group of rats, the uric acid levels are
calculated to be 2.76 & 0.30, 5.30 4 0.3 and 3.7 4 0.26 mg dL "
on day 0, day 15 and day 30, respectively. Whereas, for the
treatment group of rats, the uric acid levels were calculated
to be 2.66 =+ 0.41, 5.43 + 0.30, 3.1 + 0.20 mg dL™* on day 0
(i.e., when no inflammation is there) and day 15 (when inflam-
mation was developed), and on day 30 (means 15 days after
post-treatment), respectively. Therefore, after 15 days post-
treatment with GlyNPs (i.e., on the 30th day), the uric acid level
decreased almost to the level of day 0. In conclusion, this
radical change in the uric acid level makes strong evidence
for the anti-inflammatory and anti-RA activity of GlyNPs.

Inflammatory parameter in rats

IL-1B is a potent pro-inflammatory cytokine, and it is crucial
for host defence against infection and injuries® IL-1B also
serves an important role in the pathogenesis of inflammation
and RA.>>"°

TNF-u is a potent pro-inflammatory cytokine that modulates
facets of macrophage functions, and it is rapidly released after
trauma and chronic infections. It has been shown to be one
of the most abundant early inflamed tissues.”” Furthermore,
it can potentially trigger pathological implications, including
autoimmune illnesses.”® Therefore, it is very important to
determine the level of immune markers such as IL-1f, TNF-o
and IL-6 in healthy sham, positive control and GlyNP-treated
rats. To measure these parameters, the blood serum samples
from all the groups of rats were collected, and experiments were
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Fig. 9 Study of the in vivo immune cytokines to check the inflammatory parameters for the Sham, positive control and treatment group of rats: (a) IL-1f
Level, (b) IL-6 and (c) TNF-a level. This study was performed on the 30th day, i.e., after 15 days post-treatment.

performed through the ELISA kit, as mentioned in the Method
section. The results are shown in Fig. 9(a)-(c). It can be noted
that the IL-1B, TNF-o and IL-6 levels were measured on the 30th
day, i.e., 15 days post-treatment. It is evident from Fig. 9(a) that
the IL-1 levels in the control sham, positive control and GlyNP
treated group of rats are found to be 87.56 + 4.37,196.32 £ 9.81
and treatment 186.54 & 9.32 ng L™, respectively. The IL-6 levels
in the control sham, positive control and GlyNP-treated group
of rats observed to be 221.10 + 11.05, 615.42 + 30.77 and
treatment 411.46 + 20.57 ng L™, respectively (Fig. 9(b)). The
TNF-a levels, as shown in Fig. 9(c) for the sham control group,
positive control and GlyNP-treated group of rats, are found to
be 121.56 + 6.07, 547.22 + 27.36 and 311.20 £ 15.56 ng Lfl,
respectively. Thus, from all these results, it can be concluded
that the GlyNPs potentially reduce inflammation due to RA.

4. Discussion

Inflammatory diseases are very common nowadays due to
various reasons®>®® and patients suffer a lot, irrespective of
age.! Severe inflaimmation causes RA, inflaimmatory bowel
disease, psoriasis, and systemic lupus erythematosus.” The
inflammation can cause tissue injury, organ dysfunction, and
damage organs severely.>* Therefore, there is an urgent need to
develop new therapeutics and strategies to mitigate inflamma-
tory diseases and improve patients’ recovery outcomes from
the existing treatment options. Extensive research works using
inorganic nanoparticles, enzymes, nanobodies, PEGylates,
etc.">'7°" have been conducted. However, over the past three
decades, it has not gained remarkable advancements to cure
inflammatory disorders. Hence, the present state-of-the-art
work is very much promising in this challenging scenario.

In this work, we have developed porous GlyNPs of size 180-
250 nm with pore size of 4-5 nm in diameter using glycine and
acryloyl chloride (Fig. 1(a)-(g)). GlyNPs also exhibit colloidal
stability ({ = —35.6) (Fig. 1(h)). The advantage of these GlyNPs
is that they are biocompatible in a broad concentration range
(10-250 pg mL ') (tested on RAW 264.7 macrophages, immune
cells, Fig. 2(a), and PC-12 cells, neuronal cells, Fig. 2(b)). GlyNPs
are proliferative in nature at a low concentration, such as
80 pg mL ' (Fig. 2(b)). Based on the proliferative nature,
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polymeric nanoparticles of glycine have been used earlier for
wound healing and to reduce the inflammation of wounds only
by our research group where the nanoparticles were of size
below 50 nm.>® At lower concentrations, the observed higher
viability of PC-12 cells compared to the control is attributed
to a potential stimulatory and protective effect of GlyNPs. The
GlyNPs at lower concentrations promote cellular activity, such
as enhanced metabolic processes leading to increased viability
and enhanced cell proliferation (Fig. 2(b))®* resembling its suit-
ability for therapeutic applications. Usually, inorganic/metal
NPs below a size of 8 nm in diameter can be easily excreted
through the urinary tract.*> Charged NPs can circulate in the
blood for a longer period of time due to the coulombic
interactions.®® The advantages of using the amino acid poly-
meric nanoparticles are: (i) they are degradable in nature, and
(ii) their degraded products are not toxic (as we have reported
earlier for a similar type of polymer),** and (iii) the debris,
which could be excreted easily through the urinary tract.

Different types of nanoparticles can be internalized into the
cells (macrophages and endothelial cells) through various
processes, such as receptor-mediated or caveolin-mediated
endocytosis. The cellular internalization mechanisms strongly
depend on the type of nanoparticles, their size and shapes, and
surface properties.®> However, the actual mechanisms of inter-
nalization of nanoparticles are still elusive. In this study, we
have studied the cellular internalization of GlyNPs (Fig. 3)
through confocal microscopy, since the internalization of
these NPs regulates the secretion of inflammation-specific
markers®®®” such as IL-6, IL-1B, TNF-o, TLR-4, STAT-1, MAPK-8,
MAPK-14, iNOS, NF-kf3 and COX-2, that were identified from
Network pharmacology and through the in silico study (Fig. 4
and 5). To validate the secretion of inflammation-specific mar-
kers, we have performed in vitro study on the macrophages by
varying the concentrations of GlyNPs (Fig. 6) under a cell-based
inflammation model. The cell-based inflammation was generated
using LPS. The results show that the GlyNPs with different
concentrations regulate the secretion levels of NO, NF-kf3, INF-y,
IL-6, IL-10, and TNF-o,, comprising the reduction of inflammation
(Fig. 6).

To validate the therapeutic efficiency of GlyNPs, an RA
model has been developed with rats, and it is observed that
controlling the levels of IL-1, TNF-o and IL-6 within 15 days of
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post-treatment can reduce the inflammation. The autoimmune
and inflammatory markers such as (a) RA, (b) anti-CCP, (c) CRP,
(d) ANA, (e) anti-dsDNA and (f) serum uric acid levels observed
are reduced compared to the control and sham group of rats
within 15 days post-treatment. The results obtained are at a
statistically significant level (the statistical significance was
calculated at a p-value of 0.05. Data was marked with ** for
p < 0.05, ** for p < 0.01 and *** for p < 0.001). Thus,
GlyNPs provide excellent anti-inflammatory properties to
reduce the impact of RA. It can be noted that complicated
autoimmune diseases, such as RA, can cause severe articular
damage (cardiovascular problem) and reduce the life quality of
patients.*>®® Using GlyNP treatment, the patient’s life quality
can be improved, for which extensive clinical research is
required. A series of nanoparticles were used for the treatment
of inflammatory bowel disease.®>”® However, amino acid-based
nanoparticles or GlyNPs have never been used, which may have
better therapeutic efficiency. Psoriasis is an inflammatory
autoimmune disorder of the skin, and to treat psoriasis,
different nanoformulations (nanoparticles with drugs) were
used. The available treatment options for psoriasis are non-
specific and associated with systemic toxicity due to the drug
and their difficulty associated with deciding the doses.”*
GlyNPs could hold a predictable therapeutic option for treating
psoriasis since it is biocompatible, and no additional drugs
were used to reduce inflammation. However, the patients are
the crucial parameters and extensive research is required with
clinical trials. Since the GlyNPs are porous in nature (4-5 nm,
see Fig. 1(c) and (e)), many small anti-inflammatory drug mole-
cules can be loaded into them. Furthermore, GlyNPs can
be easily internalized by the cells (Fig. 3). These facilities of
GlyNPs could be advantageous for targeted delivery to the
inflammation-specific cells or to the macrophages to secrete
different levels of inflammatory markers and subsequently the
inflammation can be reduced through the synergetic effects
of GIlyNPs and anti-inflammatory drug molecules. Further
research has been considered to address all these issues and
establish great success with clinical significance.

5. Conclusions

Inflammation causes various diseases, including chronic tissue
injury, which demands medicines suitable for the existing
therapeutic options. In this work, glycine and acryloyl-based
polymeric nanoparticles, GlyNPs, have been synthesized, which
provide excellent anti-inflammatory properties. Detailed cell-
based studies conclude that these GlyNPs are biocompatible,
and studies on macrophages’ immunological response are
commendable. Network pharmacology and in silico studies
revealed that these GlyNPs possess target-specific immuno-
modulatory effects and potential for treating inflammatory
diseases. Additionally, RT-PCR analysis revealed the downregu-
lation of specified pro-inflammatory cytokines in support of the
anti-inflammatory activities of GlyNPs. Thus, network pharma-
cology, in silico, in vitro and in vivo studies revealed that GlyNPs
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are an excellent target-specific immunomodulatory agent, which
can also be potentially used for targeted drug delivery and could
be an alternate therapeutic for treating acute inflammatory
diseases like RA. Furthermore, a detailed study with extensive
sampling is required, followed by clinical trials. Any potential
anti-inflammatory drug can also be loaded in GlyNPs to form a
nanoformulation, which may synergistically reduce inflamma-
tion and be useful for treating various inflammatory diseases.
To address all the issues related to inflammation and to estab-
lish great success in treatment with clinical significance, further
research has been taken into consideration.
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