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Abstract: The aim of the current investigation was based on the development of pH-responsive
hydrogels of chondroitin sulfate, carbopol, and polyvinyl alcohol polymerized with acrylic acid in the
presence of ammonium persulfate and ethylene glycol dimethylacrylate for controlled drug delivery.
A free radical polymerization technique was used for the preparation of these pH-responsive hydro-
gels. The gel fraction of the prepared hydrogels was increased with the increase in the chondroitin
sulfate, carbopol, polyvinyl alcohol, and acrylic acid content, while the sol-fraction was decreased.
Swelling and drug release studies were performed in various pH conditions. Greater swelling and
drug release were observed at high pH values (pH 4.6 and 7.4) as compared to low pH value (pH 1.2),
representing the pH-responsive nature of the synthesized hydrogels. Porosity and drug loading were
increased with the incorporation of high concentrations of hydrogel contents except polyvinyl alcohol,
which showed reverse effects. Similarly, biodegradation study reported a slow degradation rate of
the prepared hydrogels with the increase in hydrogel constituents. Cytotoxicity study proved the safe
use of developed hydrogels as no toxic effect was shown on T84 human colon cancer cells. Similarly,
various characterizations, including Fourier transform infrared spectroscopy, thermogravimetric
analysis, differential scanning calorimetry, X-ray diffraction, and scanning electron microscopy, were
performed for prepared hydrogels. Hence, we could demonstrate that the prepared hydrogels can be
used as a promising drug carrier for the controlled delivery of drugs.

Keywords: hydrogels; swelling; in vitro drug release; biodegradation; cytotoxicity study

1. Introduction

Non-steroidal anti-inflammatory drugs (NSAIDs) are considered the most suitable
candidates for the synthesis of controlled release preparations, especially through the oral
route. However, several authors have reported severe adverse effects of NSAIDs on the
gastric mucosa. Due to short biological half-lives, multiple administrations of NSAIDs are
required daily [1]. Diclofenac sodium (DS) is a potent non-steroidal anti-inflammatory drug
with pronounced analgesic properties. It is recommended for the long-term management
of osteoarthritis, rheumatoid arthritis, and ankylosing spondylitis. The reported biological
half-life of DS is 60-120 min [2]. Due to multiple intakes of DS, certain severe side effects,
including ulceration, bleeding, or perforation of intestinal wall, are commonly observed [3].
Due to its short biological half-life, multiple intakes, and associated adverse effects, DS
is considered as an ideal candidate for controlled drug delivery. Hence, due to good
biocompatibility, biodegradability, stability, and low toxicity, hydrogels are considered as
a one of the most promising carriers for the controlled delivery of therapeutic agents [4,5].
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Hydrogels are three-dimensional polymeric networks that have the capability to con-
vey and release drugs on targeted sites [6]. Hydrogels are such materials that not only
absorb a high quantity of water but also retain their integrity within water for a long
period of time [7-13]. Hydrogels are valuable due to their ease of preparation, small size,
mouldability, immunity to electromagnetic radiation, biodegradability, and biocompatibil-
ity [14]. Due to these unique properties, researchers have been taking great interest in the
preparation of especially stimuli-responsive hydrogels for the last couple of decades [15].
Due to different stimuli, such as pH, electromagnetic radiation, temperature, ionic strength,
and nature of swelling reagents, the responsive nature of stimuli-sensitive hydrogels is
exhibited. Swelling at various pH values is shown by pH-responsive hydrogels due to
the presence of acidic or basic pendent groups. Water absorbing and swelling capability
of hydrogels are dependent on hydrophilic groups, including CONH,, OH, SO3H, and
CONH [16]. Hydrogels protect the proteins, drugs, and peptides from unfriendly environ-
ments [17]. Therefore, due to such beneficial characteristics, hydrogels can be employed in
oral delivery of therapeutic agents [18].

Chondroitin sulfate (CS) is the main structural component in connective tissues and
cartilages. A compressive strength is given by CS to connective tissues by regulating its
water content. CS has unique characteristics, including absorption of water in high quantity,
biodegradability, and multifunctionality, which are suitable for different bio-applications.
Furthermore, the existence of active functional groups, such as COO and SOs3, provides access
to biological functionalities, currently exploited in in vivo cartilage repair applications [19].
Carbopol-934 (CP) is a high-molecular-weight synthetic polymer. It consists of long chains
of acrylic acid, which is employed commonly for the preparation of drug delivery systems
because of its high biodegradability, aqueous-solubility, and bio-adhesiveness [20]. Polyvinyl
alcohol (PVA) is also one of the most commonly used synthetic polymers in biomedical and
pharmaceutical fields. Furthermore, due to high mechanical characteristics, PVA supports cell
adhesion, propagation, and migration [21]. Acrylic acid (Aa)-based hydrogels have unique
features, such as high hydrophilicity and stimuli-responsive behavior, due to the presence
of a high number of carboxyl groups. These groups lead to ionization, and, as a result,
polymer chains are relaxed. Thus, maximum swelling of hydrogel is achieved. The swelling
and de-swelling of Aa-based hydrogels are dependent on the pH and ionic strength of the
environment; thus, they are used widely in microdevices and sensors. Furthermore, Aa is
commonly used as mucoadhesives for delivery of drugs and surface coatings for biomedical
devices because of its excellent biocompatibility [22].

The novelty of the present investigation is based on the incorporation of the pH-
sensitive reagents, which enabled the prepared hydrogel to sustain the release of the DS
for an extended period of time. The developed hydrogel shows low swelling and drug
release at pH 1.2 while high at 4.6 and especially at pH 7.4, thus not only protecting the
gastrointestinal tract (GI) from the severe adverse effects of the drug but also keeping the
drug away from the acidic environment of the stomach. Due to the incorporation of both
natural and synthetic polymers, the safety and mechanical strength of the fabricated hydro-
gel are increased, as shown by cytotoxicity and biodegradation studies. Thus, the results
show that the novel prepared pH-responsive network of hydrogel could be considered as
a suitable drug carrier for the controlled release of drugs.

2. Materials and Methods
2.1. Materials

Ethylene glycol dimethylacrylate (EGDMA) (purity = 98%) and DS were purchased
from Alfa-Aesar (Ward Hill, MA, USA). CS (purity = 90%) was acquired from Sigma-Aldrich
(St. Louis, MO, USA). Ammonium persulfate (APS) (purity = 98%) and Aa (purity = 98%
extra pure) were obtained from Showa (Osaka, Japan) and Acros (Carlsbad, CA, USA),
respectively. PVA (MW = 130,000, 99+% hydrolyzed) was procured from Sigma-Aldrich
(Chemie Gmbh, Riedstr, Steinheim, Germany), while CP (purity = 99%) was obtained from
Noveon, Inc (Cleveland, OH, USA).
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2.2. Synthesis of CS/CP/PVAcPAa Hydrogels

Various feed ratios of CS, CP, PVA, and Aa were crosslinked by EGDMA in the presence
of APS for the development of chondroitin sulfate/carbopo-934/polyvinyl alcohol-co-
poly(acrylic acid) (CS/CP/PVAcPAa) hydrogels via a free radical polymerization technique.
Hence, weighed quantity of CS, CP, and PVA was taken and dissolved in a specific volume
of deionized distilled water at a temperature of 50 and 80 °C with 50 rpm. Similarly, APS
was dissolved in deionized distilled water. Aa and EGDMA were already available in
solution form. Initially, CP solution was poured into CS solution. APS solution was added
slowly into the PVA solution, which was added later into the mixture of CS and CP. Aa
was added dropwise into the polymers mixture. Finally, EGDMA was poured into the
mixture of polymers and monomer. The whole mixture was kept on stirring for 15 min.
A transparent solution was formed, which was purged by a nitrogen gas to remove any
dissolved oxygen. The solution was transferred into the glass molds, which were placed
in water bath at 55 °C for initial 2 h. The temperature was increased from 55 to 60 °C
for the next 24 h. The prepared gel was cut into 6 mm and 8 mm discs, respectively. The
prepared discs of gel were washed by a mixture of water and ethanol (50:50 v/v) in order
to remove any attached impurity to the surface of the discs. The discs were subjected to
atmospheric temperature for 24 h. After that, the discs were placed in a vacuum oven at
40 °C for complete dryness. The various combinations of polymers and monomer for the
various formulations of prepared hydrogels are given in Table 1, while proposed chemical
structure is shown in Figure 1.

Table 1. Feed ratio scheme for formulation of CS/CP/PVAcPAa hydrogels.

Polymer Polymer Polymer Monomer
E Code CS Ccp PVA Aa
g/100 g g/100 g g/100 g g/100 g
KF-1 0.2 0.8 0.6 20
KF-2 0.4 0.8 0.6 20
KEF-3 0.6 0.8 0.6 20
KF-4 0.4 0.4 0.6 20
KF-5 0.4 0.6 0.6 20
KF-6 0.4 0.8 0.6 20
KF-7 0.4 0.8 0.2 20
KF-8 0.4 0.8 0.4 20
KF-9 0.4 0.8 0.6 20
KF-10 0.4 0.8 0.6 16
KF-11 0.4 0.8 0.6 20
KF-12 0.4 0.8 0.6 24

A constant concentration of initiator APS (0.4 g/100 g) and cross-linker EGDMA (0.8 g/100 g) was used in
all formulations.

2.3. Fourier Transform Infrared Spectroscopy (FTIR)

FTIR spectra of CS, CP, PVA, Aa, DS, unloaded, and drug-loaded hydrogels were
recorded. Initially, all samples were crushed and grounded thoroughly by using pestle and
mortar. Attenuated total reflectance FTIR (Thermo Fisher Scientific, Ishioka, Japan) was
employed for spectral analysis in the range of 4000-500 cm~! [23].

2.4. Thermogravimetric Analysis (TGA)

The thermal stability of hydrogel constituents and fabricated hydrogels was investi-
gated by TGA (PerkinElmer Simultaneous Thermal Analyzer STA 8000). Grounded samples
(0.5 to 5 mg) were placed in a platinum pan, which was attached with a microbalance. TGA
was operated within temperature range of 40-600 °C with a flow rate of 20 °C/min under
constant flow of nitrogen gas [24].
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Figure 1. Proposed chemical structure of CS/CP/PVAcPAa hydrogel.

2.5. Differential Scanning Calorimetry (DSC)

The fusion heat of CS, CP, PVA, and CS/CP/PVAcPAa hydrogel was measured by
DSC (PerkinElmer DSC 4000) analysis. Samples (0.5 to 5 mg) were taken and placed in
a platinum pan connected with microbalance. Scanning of all samples was carried out from
50-400 °C with a heating rate of 20 °C/min under dry nitrogen flow of 20 mL/min [25].

2.6. X-ray Diffraction Studies

The crystallinity of CS, CP, PVA, DS, unloaded, and drug-loaded CS/CP/PVAcPAa
hydrogel was evaluated by XRD ((XRD-6000, Shimadzu, Tokyo, Japan). A specific amount
of sample was taken and placed in plastic sample holder. A flat glass slide was used for
smoothing the surface of sample. XRD analysis was performed within the range of 10-60°
with an angle of 26 2° /min [26].

2.7. Scanning Electron Microscopy (SEM)

The surface configuration of the developed polymeric hydrogel was examined by
SEM (JSM-5300 model, JEOL, Tokyo, Japan). The sample of hydrogel was mounted on
aluminum point by the help of sticky tape. A layer of gold was coated with the aid of gold
sputter coater in an inert environment using vacuum evaporator. Photomicrographs were
captured, and, thus, the surface morphology was analyzed [27].

2.8. Sol-Gel Fraction

Sol and gel fraction was used to estimate the fraction of reactants consumed in the
development of hydrogels. Hence, a weighed dried disc of hydrogel was placed in Soxhlet
apparatus for extraction process while using boiling water. The extraction process was
carried out for 12 h. After that, the extracted disc of hydrogel was taken out and placed
in a vacuum oven at 40 °C for complete dryness. The dried extracted disc was weighed
again [28]. Sol and gel fraction was estimated by using the given formula:

H; — H

o x 100 1)

Sol fraction % =
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Gel fraction = 100 — Sol fraction 2)

H;j represents the initial weight of the dried disc of the hydrogel, while H; indicates
the final weight after the extraction process.

2.9. Porosity Study

The penetration ability of the fluid through the CS/CP/PVAcPAa hydrogel was
determined by porosity study. Hence, solvent displacement method was performed in
order to determine the porosity of the prepared hydrogels. Absolute ethanol was used as
a displacement solvent. Dried disc of accurate weight of the hydrogel (M;) was immersed
in absolute ethanol for 72 h. After achieving equilibrium swelling, disc was taken out,
blotted with filter paper, and then weighed again (M;) on weighing balance [29]. Porosity
percent of all formulations was determined by the given formula:

M, — My
2
X100 3)

(%) Porosity =
p indicates the density of absolute ethanol and V represents the swelling volume of
hydrogel discs.

2.10. Biodegradation Study

The biodegradation of prepared hydrogels was carried out in phosphate buffer solu-
tion of pH 7.4 at body temperature °C. Hence, hydrogel formulation of precise weight was
immersed in a buffer solution of pH 7.4 at various intervals of time, i.e., 1, 3, 5, 7, 10, and
14 days. After that, the hydrogel formulation was removed and placed in a vacuum oven
at 40 °C for dryness [30]. Biodegradation rate of the hydrogel formulation was estimated
by the given formula:

AL Ay
= A

Z represents the degradation; A indicates the weight of dried hydrogel formulation;
while A; is the weight of hydrogel formulation after immersion at time (t).

4 (4)

2.11. Swelling Study

The swelling of developed hydrogel was investigated in three different pH values,
ie,pH1.2,4.6,and 7.4, at body temperature. Hence, dried hydrogel samples of accurate
weight were immersed in the respective buffer solutions. After specific time intervals, the
samples were removed, blotted with filter paper, and weighed again. This process was
continued until an equilibrium weight of hydrogel was achieved [31]. Swelling of hydrogel
was determined by the given formula:

(q) = =2 5)

= E
q shows the dynamic swelling, K; represents the initial weight of dried disc of the
hydrogel before swelling, whereas K; reveals the final weight after swelling at time t.

2.12. Polymer Volume Fraction

The fraction of polymer of the fabricated hydrogel in swelled state was determined by
polymer volume fraction. It is represented by K. Equilibrium volume swelling (Veq) data of
the fabricated hydrogel were employed for the estimation of the polymer volume fraction
inpH 1.2, 4.6, and 7.4, respectively [32]. Hence, polymer volume fraction was estimated by
the given formula:

K=— ©)
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2.13. Drug Loading

Drug loading study was carried out for all formulations of CS/CP/PVAcPAa hydrogel
by diffusion method. Therefore, weighed dried hydrogel formulations were submerged
in 1% DS solution of phosphate buffer pH 7.4 for 5 days. After that, the hydrogel for-
mulations were taken out after attaining equilibrium swelling and loading. The surface
entrapped drug was removed by washing the hydrogel formulations with deionized dis-
tilled water. The loaded hydrogel formulations were placed at 40 °C in a vacuum oven till
dried completely.

The estimation of loaded drug by the hydrogel formulation was determined by ex-
traction and weighed methods. In extraction method, a 25 mL phosphate buffer solution
of pH 7.4 was taken within weighed loaded hydrogel formulations that were immersed.
Samples were collected after specific time intervals and medium was replenished by same
fresh medium. This act was continued till the entire drug was removed completely from the
loaded formulations of hydrogel. After that, the collected samples were analyzed by using
UV-Vis spectrophotometer (U-5100, 3]2-0014, Tokyo, Japan) at Amax 260 nm in triplicate.

Weight method is another method used for the determination of drug-loaded contents
by the developed hydrogel. Thus, in this procedure, the weight of unloaded hydrogel
formulation was subtracted from the weight of loaded hydrogel formulation [33]. The
determination of loaded drug by the developed hydrogel formulation was performed by
the given formula:

Drug-loaded =P, — Pyp ?)

Pr, shows the weight of drug-loaded hydrogel formulation, whereas Py, represents
the weight of unloaded hydrogel formulation [34].

2.14. Drug Release Studies

The pH-dependent release of drug from the developed hydrogels and commercial
product Cataflam (25 mg, Novartis, Basel, Switzerland) was investigated in three various
buffer solutions of pH 1.2, 4.6, and 7.4, respectively. Previously, Cataflam and weighed
drug-loaded formulations of hydrogel were immersed in 900 mL respective buffer solutions
while using a USP dissolution apparatus type II (Sr8plus Dissolution Test Station, Hanson
Research, Chatsworth, CA, USA) at 37 £ 0.5 °C. Aliquots of 5 mL were withdrawn periodi-
cally and replenished with same fresh buffer solution of the same concentration to maintain
the sink conditions. Collected samples were filtered, diluted, and then analyzed on UV-Vis
spectrophotometer (U-5100, 3J2-0014, Tokyo, Japan) in triplicate at Amax 260 nm [35].

2.15. Kinetic Modeling

Different kinetic models, including zero-order kinetics, first-order kinetics, Higuchi
model, and Korsmeyer-Peppas model, were used for the determination of drug release
mechanism and other various parameters of the developed hydrogel. Drug release data of
the developed hydrogel were used for the interpretation of order and mechanism of drug
from the fabricated hydrogel [36].

2.16. Cytotoxicity Study

The cytotoxicity evaluation of the CS/CP/PVAcPAa hydrogel was analyzed by a Cell
Counting Kit-8 (CCK-8) assay. Hence, inoculation of T84 (human colon cancer cells) cells
was performed in 96-well plates (1 x 10° cells/well) at body temperature. After 24 h,
medium was replaced by fresh cell cultural medium comprising hydrogel formulation
within a concentration range of 5-40 mg/mL. After that, addition of 10 uL of CCKS solution
per well was carried out and then plate incubation was performed again for 2 h at 37 °C.
Finally, absorbance was detected at 450 nm while using microplate Spectrophotometer
(Epoch, BioTek, Winooski, VT, USA) [37]. Cell viability was determined by the given formula:

(ODsample — ODglank)/ (ODcontrol — ODBglank) % 100 8)
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2.17. Statistical Analysis

SPSS Statistic software 22.0 (IBM Corp, Armonk, NY, USA was employed for the
Statistical analysis. The difference between the experiments was determined by using
Student’s t-test. The results obtained were statistically considered significant because of the
p-value, which was found less than 0.05.

3. Results and Discussion
3.1. Synthesis of CS/CP/PVAcPAa Hydrogels

A series of CS/CP/PVAcPAa hydrogel formulations were prepared by the free radical
polymerization technique. The main purpose of incorporation of the various concentrations
of CS, CP, and PVA with Aa was to evaluate the effects of the reagents on developed
hydrogel systems. Hence, a number of studies were carried out for the developed hydro-
gels. Due to the usage of pH-sensitive polymers and monomer, the pH-sensitivity of the
fabricated hydrogel was increased, and, as a result, maximum swelling and drug release
were achieved at a high pH value. The pH-sensitive prepared hydrogels not only sustained
the release of the DS but also protected the stomach from the adverse effects of the DS. The
physical appearance of the prepared hydrogel is shown in Figure 2.

Figure 2. Physical appearance of CS/CP/PVAcPAa hydrogel.

3.2. FTIR

The structural arrangements of hydrogel ingredients and its formulation were eval-
uated by FTIR analysis as indicated in Figure 3. The FTIR spectra of CS indicated the
existence of OH and N-H stretching by a peak at 3351 cm ™!, where the N-H stretching
overlapped the OH stretching. An amide group was observed at 1612 cm ™!, while bands
at 1369 and 1408 were assigned to stretching vibration of O-H and C-O, indicating the exis-
tence of a carboxyl group. The stretching vibration of S=O groups was depicted by a peak
at 1230, which is a prominent band of CS. Similarly, the stretching vibration of C-O was
observed at 1032 cm~!. Same peaks of CS were observed by Crispim and co-workers [38],
which further supports our finding. The FTIR spectra of CP presented stretching vibrations
of OH and C=0 by peaks at 2570 and 1690 cm~!, whereas the band at 2932 cm ™! indicated
R-CHj; stretching vibration, respectively [39]. Likewise, PVA presented its FTIR spectra by
peaks at 3398 cm ! and 2962, revealing the existence of O-H and ~CH, group stretching
vibrations. Deformation of -OH was observed by a band at 1449 cm 1 [40]. Aa indicated
its FTIR spectra by peaks at 2969 and 1712, which were attributed to stretching vibrations of
—-CHj- and carboxyl group. C=0 and C-C stretching were confirmed by peaks at 1642 and
1304 cm ™!, respectively. Similarly, a band at 1168 cm~! indicated the stretching vibration
of C-O [41]. The FTIR spectra of CS/CP/PVAcPAa hydrogel confirmed the presence of
various peaks of the polymers and monomer with altered intensity. The prominent peaks
of CS at 1369, 1612 cm ! and CP at 1690, 2932 cm ! were moved to 1382, 1590, 1650, and
2950 cm ™! peaks of the developed hydrogel. Similarly, distinct peaks of PVA and Aa were
changed from 1449, 3398 cm~! and 1304, 1642 cm~! to 1480, 3408, 1345, and 1612 cm™!
peaks of the fabricated hydrogel. This all indicated the synthesis of the polymeric network
of the hydrogel. The FTIR spectra of DS are shown in Figure 3. DS indicated a distinctive
band at 3338 cm !, revealing the stretching vibration of COOH. Similarly, peaks at 1612
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and 3412 cm ™! indicated C=C and N-H stretching vibrations [42]. Certain peaks of DS
were changed slightly in loaded hydrogel formulation due to encapsulation of DS by the
fabricated network of hydrogel, as indicated in Figure 3. The distinct peaks of DS were
changed from 1612 and 3414 cm™~! to 1590 and 3430 cm ! peaks of the loaded hydrogel
formulation. This all indicated the successful loading of DS by the developed hydrogel
without any interaction with hydrogel contents [43].

CsS

W/—WWVM“'
CP,

T e

Beia PVA

2 N ! _-\..
g Aa /

=

=

=

=

ot WWM

Drug loaded hydrogel

4000 3500 3000 2500 2000 1500 1000 500
Wavenumber cm !

Figure 3. FTIR spectra of CS, CP, PVA, Aa, the unloaded hydrogel, DS, and the drug-loaded hydrogel.

3.3. TGA

TGA was performed for CS, CP, PVA, and the developed hydrogel to know their
thermal stability with the increase in the temperature, as shown in Figure 4. The weight
loss of CS occurred dramatically in three different stages. Initially, weight loss of 8% was
detected during the first stage within a temperature range of 80-205 °C. During the second
stage, further weight loss of 37% was detected as the temperature approached 260 °C.
At the third stage, a loss of 18% in weight was observed at 450 °C. Further increase in
temperature led to the entire degradation of CS. The weight loss of CS may be correlated
with the degradation of carboxylate and sulfonate functional groups [44]. The TGA of
CP presented a weight loss of 5% with the increase in temperature up to 250 °C during
the first stage. Similarly, 18% and 54% weight loss was detected at temperatures of 305
and 480 °C during the second and third stage of degradation [45]. In the case of PVA
TGA, initially, a negligible loss of 4% in weight was detected at 250 °C during the first
stage. An increase in temperature up to 303 and 470 °C resulted in weight loss of 62%
and 10%, respectively, during the second and third stages of degradation [46]. Similarly,
weight loss of the developed hydrogel occurred in three different stages. Initially, during
the first stage of degradation, 3% loss in weight was detected as the temperature reached
200 °C. Further degradation of 27% in the weight of the prepared hydrogel was observed
as the temperature approached 303 °C during the second stage. Finally, a weight loss of
42% was observed at 495 °C during the third stage, and, after that, entire degradation
started, which may be correlated with the decompositions of functional groups of polymers.
Comparing the thermal stability of the polymers with the prepared hydrogel, we can see
that the thermal stability of the developed hydrogel was higher than its unreacted polymers
contents. This increase in thermal stability of the hydrogel is basically increased in the
thermal stability of CS, CP, and PVA after the crosslinking and polymerization process.
Barkat and coworkers prepared pH-responsive polyethylene glycol-co-poly (methacrylic
acid) hydrogels and reported an increase in thermal stability of the polymer after the
crosslinking and polymerization process [47].
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Figure 4. TGA of CS, CP, PVA, and CS/CP/PVAcPAa hydrogel.

3.4. DSC

The thermal stability of the polymers and fabricated hydrogel was also investigated
by DSC, as indicated in Figure 5. The DSC of CS revealed an endothermic peak within
a temperature range of 50-70 °C, which may be correlated with a possible change in
polymeric chain or loss of volatile constituents. The degradation of CS was exhibited by
a strong and broad exothermic peak within a temperature range of 80-150 °C. Another
endothermic peak of CS was observed at 255 °C [48]. The DSC of CP depicted a sharp
endothermic peak at 50-90 °C, which represented the initial moisture loss of the CP;
subsequently, a glass transition temperature Tg peak was observed at 248 °C [39,49].
Similarly, the DSC of PVA revealed exothermic peaks at 245 and 298 °C, representing
its decomposition. The glass transition temperature (Tg) of the PVA was observed at
53 °C. Aminabhavi and his co-workers reported the same peaks of PVA [50], which further
supports our findings. Three exothermic peaks were depicted by the DSC of developed
hydrogels at 200, 258, and 308 °C, demonstrating the exothermic peaks of CS and PVA
moved from 70, 245, and 298 °C, respectively. The increase in the exothermic peaks of
polymers in the developed hydrogel indicated greater constancy and thermal stability of the
prepared hydrogel. Similarly, an endothermic peak was observed at 298 °C, representing
the shifted endothermic peaks of CS at 255 to 298 °C of the prepared hydrogel. Thus, we
can conclude from the discussion that the prepared hydrogel exhibited greater thermal
stability as compared to unreacted polymers. Singh et al. (2019) synthesized antibiotic
loaded hydrogel and reported high thermal stability of the prepared hydrogels as compared
to their unreacted contents [51], which further supports our investigations.

e —
pvan/ \ _

Hydrogel

Heat Flow (mW)

S0 100 150 200 50 300 aso 400
Temperature (°C)

Figure 5. DSC of CS, CP, PVA, and CS/CP/PVAcPAa hydrogel.
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3.5. X-ray Diffraction Studies

The crystallinity of CS, CP, PVA, unloaded CS/CP/PVAcPAa hydrogel, DS, and
drug-loaded Cp/PVA-g-PAa hydrogel was determined by XRD analysis as indicated in
Figure 6. The XRD of CS revealed small crystalline peaks by 20 = 22.62°, 27.43°, and
40.72°, while CP depicted its crystallinity by 20 = 22.34°,25.13°, and 38.10°, respectively.
Similarly, PVA indicated its high intense crystalline peaks by 20 = 19.41°, 21.92°, and 41.25°,
respectively [52]. Due to successful crosslinking among hydrogel contents, the small intense
and high crystalline peaks of CS, CP, and PVA were decreased to low intensity peaks, as
observed in the XRD of unloaded CS/CP/PVAcPAa hydrogel. Lee and coworkers prepared
polymeric networks of hydrogels and reported a decrease in the crystallinity of the reacted
ingredients by the developed hydrogel [53]. Likewise, the XRD of DS indicated crystallinity
by 26 =18.40°, 20.90°, 26.12°, 38.60°, and 41.04°, respectively. After the loading of DS by
the formulated hydrogel, the crystalline peaks of DS were reduced to low intensity peaks,
which demonstrated the amorphous nature of the CS/CP/PVAcPAa hydrogel. Comparing
the XRD pattern of both unloaded and loaded hydrogel, a small change in the peaks
position of the loaded hydrogels was observed due to the encapsulation of the DS, while
the rest of the network of both unloaded and loaded hydrogel was the same. The PXRD of
both unloaded and drug-loaded Cp/PVA-g-PAa hydrogel was almost the same [54].
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Figure 6. XRD of CS, CP, PVA, CS/CP/PVAcPAa hydrogel, DS, and drug-loaded CS/CP/PVAcPAa
hydrogel.

3.6. SEM

The microstructures and surface morphology of CS/CP/PVAcPAa hydrogel were
investigated by SEM at different magnifications, as shown in Figure 7. Porosity and water
retention capability of the hydrogel were evaluated by SEM. A rough surface with micro-
spaces through which water absorption and drug entrapment occurred was revealed by
SEM images. The water absorption occurred through the micropores of the hydrogel, and,
as a result, swelling of hydrogel was exhibited. Due to swelling, entrapment of the drug
occurred. Furthermore, DS was entrapped easily by the formulated hydrogel because of
the irregular surface and presence of pores. Thus, due to the existence of pores, which
led to high swelling and drug loading, the prepared hydrogel could act as a suitable drug
carrier for the controlled drug delivery systems. Ali and co-workers prepared acrylic
acid/ethylene glycol dimethacrylate-based hydrogel and reported a rough surface with
micro-pores for absorption of water [55], which further supports our findings.
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Figure 7. SEM of CS/CP/PVAcPAa hydrogel at different magnifications.

3.7. Sol-Gel Fraction

Sol-gel analysis was performed in order to know the soluble uncross-linked and
insoluble crosslinked fraction of prepared hydrogels. Sol fraction, which is the soluble and
uncross-linked fraction of the hydrogel, has an inverse relationship with the crosslinked
insoluble gel fraction. Increase and decrease in gel fraction leads to decrease and increase in
sol fraction. The sol and gel fractions were influenced by the use of various concentrations
of CS, CP, PVA, and Aa, as shown in Figure 8. The sol fraction was decreased, whereas
the gel fraction was increased with the enhancement in the concentrations of CS and CP.
Due to high concentrations of CS and CP, a high number of free radicals were produced
during the process of polymerization, which play an important role in crosslinking and
grafting of contents. Thus, a fast polymerization reaction occurred among the hydrogel
constituents due to the presence of a high number of free radicals, which led to a high gel
and low sol fraction. Similarly, an increase in the gel and a decrease in the sol fraction was
observed with the incorporation of high concentrations of PVA and Aa because high free
radicals were available for the crosslinking and polymerization process, which led to high
gel fraction and vice versa. Bashir and coworkers prepared Galantamine hydrobromide
loaded hydrogels and reported an increase in gel and a decrease in sol fraction with the
increase in the concentrations of hydrogel constituents [56].
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Figure 8. Effect of (A) CS, (B) CP, (C) PVA, and (D) Aa on sol-gel fraction and porosity of
CS/CP/PVAcPAa hydrogel.
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3.8. Porosity Study

The main purpose of this study was to evaluate the penetration capability of a fluid
through the fabricated hydrogels. Hence, the effects of various concentrations of CS, CP,
PVA, and Aa on the pore size of the hydrogel were evaluated, as shown in Figure 8. Increase
in porosity was observed with the increasing concentrations of CS, CP, and Aa. During
the polymerization process, the viscosity of the mixture was increased due to the usage of
high concentrations of CS, CP, and Aa. This viscous mixture restricted the evaporation of
bubbles, due to which interconnected channels were produced, which led to an increase
in the porosity of the hydrogels. Thus, an increase in porosity was observed with the
incorporation of high concentrations of CS, CP, and Aa. Contrary to CS, CP, and Aa,
a reduction in porosity was observed as the concentration of PVA was increased. A hard and
bulk network of hydrogel was developed with the incorporation of high concentrations of
PVA, which retarded the motility of the hydrogel networks, and, thus, a decrease in porosity
was observed. A key role is played by porosity in swelling, loading, and release of the drug
from the fabricated hydrogels. Generally, it is assumed that the higher the pore size of the
hydrogel, the greater the swelling, loading, and release of the drug and vice versa [57].

3.9. Biodegradation Study

The degradation rate of the CS/CP/PVAcPAa hydrogel was determined by biodegra-
dation study, as shown in Figure 9. The degradation rate of the prepared hydrogel was
affected greatly by the different concentrations of the CS, CP, PVA, and Aa. The degradation
of the developed hydrogel was found slow as the concentration of CS, CP, and PVA was
increased. The possible reason may be correlated with the generation of free radicals, which
led to high gelation, and, as a result, a strong crosslinked hydrogel network was formed.
Thus, due to strong crosslinking among hydrogel contents, the bulk density of the hydrogel
increased, due to which slow degradation of the hydrogel occurred. Similarly, incorpora-
tion of a high concentration of Aa with polymers contents led to a slow degradation of
the hydrogel. Due to a high concentration of Aa, the polymerization reaction occurred
very rapidly, and, as a result, high gelation was achieved. This crosslinking increased
the mechanical strength of the hydrogel networks, and, thus, a slow degradation of the
hydrogel was observed. Mohamed et al. (2015) prepared chitosan/PVA-based hydrogels
and reported a slow degradation rate of the prepared hydrogel as the feed ratios of the
hydrogel contents were increased [58].
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Figure 9. Effect of (A) CS (KF-1-3), (B) CP (KF-4-6), (C) PVA (KF-7-9), and (D) Aa (KF-10-12) on
biodegradation of CS/CP/PVAcPAa hydrogel.
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3.10. Swelling Study
3.10.1. Effect of pH

Swelling study was conducted with the purpose to determine the pH-responsive
nature of the developed hydrogel in three different pH values, i.e.,, pH 1.2, 4.6, and 7.4, as
shown in Figure 10A. The fabricated hydrogel was affected highly by the pH of the medium
as low swelling was observed at pH 1.2 as compared to pH 4.6 and 7.4, respectively. The
low swelling at pH 1.2 yet high swelling at pH 4.6 and especially at pH 7.4 was due to the
protonation and deprotonation of the functional groups of the pH-sensitive polymers (i.e.,
CS, CP, and PVA) and monomer Aa. CS, CP, and Aa contain COOH functional groups,
which protonate at a low pH and deprotonate at high pH values due to their pKa values.
Similarly, PVA contains OH functional groups, which protonate and deprotonate at low
and high pH values. At pH 1.2, the functional groups of polymers and monomer formed
conjugates with counter ions through strong hydrogen bonding, due to which the charge
density of the same groups was decreased. Therefore, low swelling was achieved at pH 1.2.
On the other hand, the change in the pH of the medium from 1.2 to 4.6 and 7.4 led to high
charge density of the same groups, which resulted in generation of strong electrostatic
repulsive forces. These forces caused repulsion of the same charged functional groups, and,
thus, high swelling was observed at pH 4.6 and especially at pH 7.4 [59].
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Figure 10. Effect of (A) pH, (B) CS, (C) CP, (D) Aa, and (E) PVA on dynamic swelling of
CS/CP/PVAcPAa hydrogel.

3.10.2. Effect of CS/CP/PVA/ and Aa

As with pH, swelling of the hydrogel was also influenced by the incorporation of
various concentrations of polymers and monomer. An increase in swelling was observed
with the enhancement of the concentrations of CS, CP, and Aa, as shown in Figure 10B-D.
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Due to the presence of COOH, SO3, and OH groups of CS, as well as COOH groups of CP
and Aa, the hydrophilicity of the hydrogel networks was increased, which caused high
swelling of the hydrogel. Thus, an increase in swelling was exhibited as the concentration
of CS, CP, and Aa was increased and vice versa [60-63]. Contrary to CS, CP, and Aa,
a high crosslinked hard network of the hydrogel was developed with the incorporation
of a high concentration of PVA (Figure 10E), which retards the flexibility of the prepared
hydrogel. Therefore, a decline in swelling was observed as the concentration of PVA was
increased [64].

3.11. Polymer Volume Fraction

The fraction of polymer in the swollen state of the prepared hydrogel was evaluated by
polymer volume fraction study in three altered pH values of 1.2, 4.6, and 7.4, as indicated
in Table 2. At pH 1.2, a greater polymer volume fraction was achieved, while, at pH 4.6
and 7.4, a low polymer volume fraction was obtained. The polymer volume fraction of
the developed hydrogel was influenced by the various concentrations of the incorporated
polymers and monomer contents. A reduction in polymer volume was observed with the
increase in the concentrations of CS, CP, and Aa, which may be related with the maximum
swelling of the developed hydrogel due to the usage of high concentrations of CS, CP, and
Aa. On other hand, the polymer volume fraction was increased as the concentration of
PVA was increased. Due to the inverse relation between the swelling and polymer volume
fraction, a decrease in one content leads to an increase in the other and vice versa. The low
polymer volume fraction at pH 4.6 and 7.4 and high at pH 1.2 represented low swelling of
the prepared hydrogel at low pH value compared to high pH values [32].

Table 2. Polymer volume fraction and drug loading of CS/CP/PVAcPAa hydrogels.

Formulation Polymer Volume Fraction Drug-Loaded (mg)/450 mg of Dry Gel
Code pH1.2 pH4.6 pH74 Weight Method Extraction Method
KF-1 0.303 0.166 0.071 1522 +£0.3 150.6 + 0.2
KEF-2 0.277 0.136 0.062 1784 £0.2 1772 £ 04
KF-3 0.256 0.125 0.058 19414+ 04 1932403
KF-4 0.318 0.174 0.076 1433 £ 0.6 1421+ 05
KF-5 0.284 0.146 0.067 164.6 £ 0.1 162.8 £0.1
KF-6 0.277 0.136 0.062 178.4 +£0.2 1772 £ 04
KF-7 0.208 0.105 0.053 205.1 £0.6 2034 +£0.1
KF-8 0.250 0.130 0.059 187.2 £ 0.5 1853 £0.3
KF-9 0.277 0.136 0.062 178.4 +£0.2 1772 £ 04
KF-10 0.312 0.172 0.074 146.1 + 0.4 1444+ 05
KF-11 0.277 0.136 0.062 1784 £0.2 1772 +£0.2
KF-12 0.225 0.096 0.046 219.6 £0.1 209.1+04

3.12. Drug Loading

The drug loading by the fabricated hydrogel is totally dependent on swelling, which
directly relies on the porosity of the hydrogel. In other words, the higher the porosity,
the greater the swelling, and, thus, the higher the drug loading by the prepared hydrogel
and vice versa. As with porosity and swelling, drug loading was also affected by the
various concentrations of incorporated polymers and monomer, as shown in Table 2. Due
to maximum swelling, high drug loading was observed with the enhancement in CS, CP,
and Aa concentrations. Meanwhile, in the case of high concentration of PVA, drug loading
was decreased due to the formation of a high bulk network of hydrogel, which restricted
the water penetration into the hydrogel network. The pore size of the developed hydrogel
was decreased due to high concentration of PVA, and, thus, low swelling was exhibited,
which led to low drug loading [65].
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3.13. Drug Release Studies
3.13.1. Effect of pH

A pH-dependent drug release was observed by the fabricated hydrogels in three differ-
ent pH values, as shown in Figure 11A. A high drug release was observed at pH 4.6 and 7.4,
while, in the case of pH 1.2, almost low drug release was perceived, which demonstrated the
pH-responsive nature of the developed hydrogels. Due to the deprotonation of functional
groups of CS, CP, PVA, and Aa at pH 4.6 and 7.4, high charge density was generated, and,
as a result, strong electrostatic repulsive forces were produced, which caused repulsion of
the same charged groups. Thus, an increase in swelling and drug release was perceived
at pH 4.6 and 7.4. Unlikely, due to protonation of functional groups of the polymers and
monomer at low pH value, almost low drug release was detected at pH 1.2 [66]. As with
the developed hydrogel, drug release studies were conducted for commercial product
Cataflam in pH 1.2, 4.6, and 7.4, as shown in Figure 11B. A drug release of 90% and 96%
was observed within the initial 5 h and 3 h at pH 4.6 and 7 4, respectively. Similarly, 80%
release of drug was detected at pH 1.2 within initial 12 h. Comparing the percent drug
release of the developed hydrogel with Cataflam, we can demonstrate that drug release was
sustained for a prolonged time by the prepared hydrogels as compared to the commercial
product. Thus, prepared hydrogel networks could be considered as a suitable drug carrier
for the controlled delivery of drugs.
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Figure 11. Effect of pH on drug release from (A) CS/CP/PVAcPAa hydrogel, (B) Cataflam, and effect
of (C) CS, (D) Aa, (E) CP, and (F) PVA on drug release from CS/CP/PVAcPAa hydrogel.
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3.13.2. Effect of CS/CP/PVA/ and Aa

Drug release was affected by the various concentrations of incorporated hydrogel
contents. An increase in the release of the drug from the fabricated hydrogel was observed
as the concentration of CS and Aa increased (Figure 11C,D). The reason may be the hy-
drophilic nature of the CS and Aa due to the presence of COOH, SO3, and OH groups,
which generated highly as the concentration of CS and Aa increased. These all resulted in
an increase in the hydrophilicity of the hydrogels, and, thus, increase in drug release was
achieved [67,68]. Contrary to CS and Aa, a decline in the release of drug was perceived with
the increasing concentration of CP and PVA (Figure 11E,F). The viscosity of the hydrogel
network increased due to the loading of greater drug with high incorporated CP concen-
tration, which slowly and gradually released the drug and vice versa [69]. Similarly, high
concentration of PVA restricted enough penetration of water into the hydrogel network,
due to which low swelling, loading, and almost low release of the drug were observed [70].

3.14. Kinetic Modeling

Different kinetic models were used, such as zero-order, first order, Higuchi, and
Korsmeyer-Peppas.

The release mechanism of the drug from the prepared hydrogels was investigated by
fitting the release data on kinetic models. Zero-order failed to discuss the release order
of the drug from the developed hydrogels, whereas first order of kinetics was followed
by all formulations due to the closeness of their “r” values to 1. Further, values of
the Higuchi model demonstrated a controlled drug release from the prepared polymeric
networks of hydrogel. The Korsmeyer-Peppas model explained the “n” diffusion exponent,
which defines the mechanism of drug release from the prepared hydrogels, and “n” value
demonstrated the type of diffusion. If 0.45 < n, then diffusion will be Fickian diffusion,
and, if 0.45 < n < 0.89, then diffusion will be non-Fickian (anomalous) transport analogous
to coupled diffusion/polymer relaxation [71]. Further, “n” values of all formulations of
the fabricated hydrogels are shown in Table 3, which were found within the range of
0.5012-0.6187, representing a non-Fickian diffusion [72].

“"_ 17
r

Table 3. Kinetic modeling of DS release from CS/CP/PVAcPAa hydrogels.

E Code Zero;(z)rder First ?rder Higt;chi K;)rsmeyer—Peppas
r r r n
KE-1 0.9321 0.9943 0.9860 0.9132 0.5278
KF-2 0.9672 0.9987 0.9665 0.9240 0.5460
KF-3 0.9080 0.9812 0.9792 0.9429 0.5193
KF-4 0.9731 0.9889 0.9812 0.9782 0.5012
KF-5 0.9187 0.9973 0.9932 0.9672 0.5567
KF-6 0.9672 0.9987 0.9665 0.9240 0.5460
KE-7 0.9874 0.9894 0.9710 0.9621 0.6064
KF-8 0.9656 0.9950 0.9903 0.9893 0.5864
KF-9 0.9672 0.9987 0.9665 0.9240 0.5460
KF-10 0.9939 0.9991 0.9845 0.9782 0.6187
KF-11 0.9672 0.9987 0.9665 0.9240 0.5460
KF-12 0.9757 0.9884 0.9863 0.9824 0.5983

3.15. Cytotoxicity Study

The toxicity of the prepared hydrogel was investigated by cytotoxicity study. Cytotox-
icity is the key study conducted for the detection of toxic effects of the proposed materials
used in different pharmaceutical and biomedical fields. In the present investigation, vi-
ability of human colon cancer cells (T84) was examined on prepared hydrogels by the
MTT cytotoxicity assay. The literature demonstrated that, if the cell viability of a material
is greater than 70% as compared to the blank sample, then the material is non-cytotoxic.
The prepared hydrogels were found safe for clinical purpose as no cytotoxic effect was
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shown by the prepared hydrogels at different concentrations because the cell viability for
the fabricated hydrogels was found to be greater than 94% after incubation for 24 h, as
indicated in Figure 12. Therefore, we can conclude that the developed hydrogels are safe
and can be employed for clinical purposes in the near future [73].
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Figure 12. Cytotoxic testing of control and treated groups (CS/CP/PVAcPAa hydrogel).

4. Conclusions

A new polymeric pH-responsive hydrogel based on the CS/CP/PVA polymerized
with Aa was prepared by the free radical polymerization technique for the oral controlled
delivery of DS. The polymeric hydrogels presented various gel fractions, porosity, swelling,
loading, and drug release depending on the concentration of CS, CP, PVA, and Aa. Increases
in the gel fraction, porosity, swelling, loading, and drug release were observed with
the increasing concentration of CS and Aa. PVA increased the gel fraction, while other
parameters were decreased with its high concentration. CP decreased the drug release
only, while the effects on other studies were same as like CS and Aa with its increased
concentrations. Due to the usage of pH-sensitive polymers and monomer, the pH-sensitivity
of the hydrogel networks was increased, and, thus, the maximum swelling and drug release
were observed at pH 4.6 and 7.4 as compared to pH 1.2. Similarly, the degradation rate
was slowed with the increment in the concentrations of polymers and monomer because
a compatible crosslinked network was formed with the usage of high incorporated CS,
CP, PVA, and Aa content. The cytotoxicity study revealed no toxic effect of the prepared
hydrogels on human colon cancer cells (T84); thus, it was found to be safe and could
be used on a clinical basis in the future as well. Likewise, FTIR confirmed the presence
of the functional groups of the reagents in the prepared hydrogel, which indicated the
development of a new polymeric network of hydrogel. TGA and DSC indicated high
thermal stability of the prepared hydrogel as compared to its pure polymers. XRD presented
a decrease in the crystallinity of the drug and polymers. SEM confirmed a hard surface
with micropores through which penetration of water occurred. Conclusively, these pH-
responsive hydrogels not only protect the drug from the acidic environment of the stomach
but also protect the stomach from the adverse effects of the drug. Therefore, the prepared
hydrogels could lead to a successful application for oral controlled drug delivery.

Author Contributions: Conceptualization, M.U.M. and P-C.W.; methodology, M.S.; validation,
P-C.W.; investigation, M.S.; resources, M.S.; data curation, M.S., ].-Y.L., M.-C.H. and I.-H.C.; writing—
original draft preparation, M.S.; writing—review and editing, P-C.W.; visualization, M.U.M.; supervi-
sion, P.-C.W.; project administration, P.-C.W.; funding acquisition, P-C.W. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was funded by the National Science Council of Taiwan (MOST 110-2320-B-
037-014-MY?2).

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



Pharmaceutics 2022, 14, 1864 18 of 20

References

1. Barakat, N.S.; Ahmad, A.A. Diclofenac sodium loaded-cellulose acetate butyrate: Effect of processing variables on microparticles
properties, drug release kinetics and ulcerogenic activity. J. Microencapsul. 2008, 25, 31-45. [CrossRef] [PubMed]

2. Todd, P.A.; Sorkin, E.M. Diclofenac sodium. Drugs 1988, 35, 244-285. [CrossRef] [PubMed]

3. Gohel, M.; Amin, A .F. Formulation optimization of controlled release diclofenac sodium microspheres using factorial design.
J. Control. Release 1998, 51, 115-122. [CrossRef]

4. Mamidi, N.; Delgadillo, R.M.V. Design, fabrication and drug release potential of dual stimuli-responsive composite hydrogel
nanoparticle interfaces. Colloids Surf. B Biointerfaces 2021, 204, 111819. [CrossRef] [PubMed]

5. Mamidi, N.; Velasco Delgadillo, R.M.; Barrera, E.V. Covalently Functionalized Carbon Nano-Onions Integrated Gelatin Methacry-
loyl Nanocomposite Hydrogel Containing y-Cyclodextrin as Drug Carrier for High-Performance pH-Triggered Drug Release.
Pharmaceuticals 2021, 14, 291. [CrossRef]

6. Gong, C.; Wang, C.; Wang, Y.; Wu, Q.; Zhang, D.; Luo, E; Qian, Z. Efficient inhibition of colorectal peritoneal carcinomatosis by
drug loaded micelles in thermosensitive hydrogel composites. Nanoscale 2012, 4, 3095-3104. [CrossRef]

7.  Hoare, TR.; Kohane, D.S. Hydrogels in drug delivery: Progress and challenges. Polymer 2008, 49, 1993—-2007. [CrossRef]

8. Suhail, M.; Rosenholm, ].M.; Minhas, M.U.; Badshah, S.F.; Naeem, A.; Khan, K.U.; Fahad, M. Nanogels as drug-delivery systems:
A comprehensive overview. Ther. Deliv. 2019, 10, 697-717. [CrossRef]

9.  Suzuki, A.; Tanaka, T. Phase transition in polymer gels induced by visible light. Nature 1990, 346, 345-347. [CrossRef]

10. Miyata, T.; Uragami, T.; Nakamae, K. Biomolecule-sensitive hydrogels. Adv. Drug Deliv. Rev. 2002, 54, 79-98. [CrossRef]

11. Miyata, T.; Asami, N.; Uragami, T. A reversibly antigen-responsive hydrogel. Nature 1999, 399, 766-769. [CrossRef] [PubMed]

12.  Li, X.;; Mya, K.Y;; Ni, X,; He, C.; Leong, KW.; Li, ]. Dynamic and static light scattering studies on self-aggregation behavior of
biodegradable amphiphilic poly (ethylene oxide)— Poly [(R)-3-hydroxybutyrate]— Poly (ethylene oxide) triblock copolymers in
aqueous solution. J. Phys. Chem. B 2006, 110, 5920-5926. [CrossRef] [PubMed]

13.  Loh, X.J.; Tan, Y.X;; Li, Z.; Teo, L.S.; Goh, S.H.; Li, ]. Biodegradable thermogelling poly (ester urethane) s consisting of poly (lactic
acid)-thermodynamics of micellization and hydrolytic degradation. Biomaterials 2008, 29, 2164-2172. [CrossRef] [PubMed]

14.  Zhao, Y.; Lei, M.; Liu, S.-X.; Zhao, Q. Smart hydrogel-based optical fiber SPR sensor for pH measurements. Sens. Actuators B
Chem. 2018, 261, 226-232. [CrossRef]

15. Peppas, N. Fundamentals on pH-and temperature-sensitive delivery systems. PAPERBACK APV 1993, 33, 41.

16. Bait, N.; Grassl, B.; Benaboura, A. Dynamic Rheology Study of In-situ Gelation Process of Polyacrylamide-Montmorillonite
Composite Hydrogels. In International Symposium on Materials and Sustainable Development; Springer: Cham, Switzerland, 2017;
pp. 378-384.

17.  Peppas, N.; Torres-Lugo, M.; Pacheco-Gomez, J.; Foss, A.; Huang, Y.; Ichikawa, H.; Leobandung, W. Intelligent hydrogels and
their biotechnological and separation applications. In Radiation Synthesis of Intelligent Hydrogels and Membranes for Separation
Purposes; IAEA: Vienna, Austria, 2000; pp. 1-14.

18. Putnam, D.A ; Shiah, J.-G.; Kopecek, ]. Intracellularly biorecognizable derivatives of 5-fluorouracil: Implications for site-specific
delivery in the human condition. Biochem. Pharmacol. 1996, 52, 957-962. [CrossRef]

19. Oprea, A.-M.; Ciolacu, D.; Neamtu, A.; Mungiu, O.C.; Stoica, B.; Vasile, C. Cellulose/chondroitin sulfate hydrogels: Synthesis,
drug loading/release properties and biocompatibility. Cellul. Chem. Technol. 2010, 44, 369.

20. Nikumbh, K.V,; Sevankar, S.G.; Patil, M.P. Formulation development, in vitro and in vivo evaluation of microemulsion-based gel
loaded with ketoprofen. Drug Deliv. 2015, 22, 509-515. [CrossRef]

21. Kamoun, E.A; Loutfy, S.A.; Hussein, Y.; Kenawy, E.-R.S. Recent advances in PVA-polysaccharide based hydrogels and electrospun
nanofibers in biomedical applications: A review. Int. . Biol. Macromol. 2021, 187, 755-768. [CrossRef]

22. Cozens, E.J.; Roohpour, N.; Gautrot, ].E. Comparative adhesion of chemically and physically crosslinked poly (acrylic acid)-based
hydrogels to soft tissues. Eur. Polym. J. 2021, 146, 110250. [CrossRef]

23. Sohail, M.; Ahmad, M.; Minhas, M.U.; Ali, L.; Khalid, I.; Rashid, H. Controlled delivery of valsartan by cross-linked polymeric
matrices: Synthesis, in vitro and in vivo evaluation. Int. J. Pharm. 2015, 487, 110-119. [CrossRef] [PubMed]

24. Mahmood, S.; Buabeid, M.A; Ullah, K.; Murtaza, G.; Mannan, A.; Khan, S.A. Synthesis, Characterization and Safety Profiling of
Eudragit-Based pH-Responsive Hydrogels: A Promising Platform for Colonic Delivery of Losartan Potassium. Curr. Drug Deliv.
2019, 16, 548-564. [CrossRef] [PubMed]

25. Ullah, K.; Sohail, M.; Buabeid, M.A.; Murtaza, G.; Ullah, A.; Rashid, H.; Khan, M.A.; Khan, S.A. Pectin-based (LA-co-MAA)
semi-IPNS as a potential biomaterial for colonic delivery of oxaliplatin. Int. J. Pharm. 2019, 569, 118557. [CrossRef] [PubMed]

26. Ullah, K,; Sohail, M.; Mannan, A.; Rashid, H.; Shah, A.; Murtaza, G.; Khan, S.A. Facile Synthesis of Chitosan Based-(AMPS-co-AA)
Semi-IPNs as a Potential Drug Carrier: Enzymatic Degradation, Cytotoxicity, and Preliminary Safety Evaluation. Curr. Drug
Deliv. 2019, 16, 242-253. [CrossRef] [PubMed]

27. Sarfraz, RM.; Khan, H.U.; Mahmood, A.; Ahmad, M.; Maheen, S.; Sher, M. Formulation and evaluation of mouth disintegrating
tablets of atenolol and atorvastatin. Indian J. Pharm. Sci. 2015, 77, 83-90. [CrossRef] [PubMed]

28. Ullah, K; Khan, S.A; Murtaza, G.; Sohail, M.; Azizullah; Manan, A.; Afzal, A. Gelatin-based hydrogels as potential biomaterials

for colonic delivery of oxaliplatin. Int. J. Pharm. 2019, 556, 236—245. [CrossRef]


http://doi.org/10.1080/02652040701747928
http://www.ncbi.nlm.nih.gov/pubmed/18188730
http://doi.org/10.2165/00003495-198835030-00004
http://www.ncbi.nlm.nih.gov/pubmed/3286213
http://doi.org/10.1016/S0168-3659(97)00102-8
http://doi.org/10.1016/j.colsurfb.2021.111819
http://www.ncbi.nlm.nih.gov/pubmed/33964528
http://doi.org/10.3390/ph14040291
http://doi.org/10.1039/c2nr30278k
http://doi.org/10.1016/j.polymer.2008.01.027
http://doi.org/10.4155/tde-2019-0010
http://doi.org/10.1038/346345a0
http://doi.org/10.1016/S0169-409X(01)00241-1
http://doi.org/10.1038/21619
http://www.ncbi.nlm.nih.gov/pubmed/10391240
http://doi.org/10.1021/jp057004g
http://www.ncbi.nlm.nih.gov/pubmed/16553399
http://doi.org/10.1016/j.biomaterials.2008.01.016
http://www.ncbi.nlm.nih.gov/pubmed/18276002
http://doi.org/10.1016/j.snb.2018.01.120
http://doi.org/10.1016/0006-2952(96)00410-8
http://doi.org/10.3109/10717544.2013.859186
http://doi.org/10.1016/j.ijbiomac.2021.08.002
http://doi.org/10.1016/j.eurpolymj.2020.110250
http://doi.org/10.1016/j.ijpharm.2015.04.013
http://www.ncbi.nlm.nih.gov/pubmed/25865571
http://doi.org/10.2174/1567201816666190208165511
http://www.ncbi.nlm.nih.gov/pubmed/31577200
http://doi.org/10.1016/j.ijpharm.2019.118557
http://www.ncbi.nlm.nih.gov/pubmed/31377405
http://doi.org/10.2174/1567201815666181024152101
http://www.ncbi.nlm.nih.gov/pubmed/30360742
http://doi.org/10.4103/0250-474X.151602
http://www.ncbi.nlm.nih.gov/pubmed/25767322
http://doi.org/10.1016/j.ijpharm.2018.12.020

Pharmaceutics 2022, 14, 1864 19 of 20

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

Zia, M.A.; Sohail, M.; Minhas, M.U.; Sarfraz, R.M.; Khan, S.; de Matas, M.; Hussain, Z.; Abbasi, M.; Shah, S.A.; Kousar, M.; et al.
HEMA based pH-sensitive semi IPN microgels for oral delivery; a rationale approach for ketoprofen. Drug Dev. Ind. Pharm. 2020,
46, 272-282. [CrossRef]

de Souza Costa-Junior, E.; Pereira, M.M.; Mansur, H.S. Properties and biocompatibility of chitosan films modified by blending
with PVA and chemically crosslinked. J. Mater. Sci. Mater. Med. 2009, 20, 553-561. [CrossRef]

ljaz, H.; Tulain, U.R.; Azam, F.; Qureshi, J. Thiolation of arabinoxylan and its application in the fabrication of pH-sensitive
thiolated arabinoxylan grafted acrylic acid copolymer. Drug Dev. Ind. Pharm. 2019, 45, 754-766. [CrossRef]

Badshah, S.F.; Akhtar, N.; Minhas, M.U.; Khan, K.U.; Khan, S.; Abdullah, O.; Naeem, A. Porous and highly responsive cross-linked
-cyclodextrin based nanomatrices for improvement in drug dissolution and absorption. Life Sci. 2021, 267, 118931. [CrossRef]
Khan, S.; Ranjha, N.M. Effect of degree of cross-linking on swelling and on drug release of low viscous chitosan/poly(vinyl
alcohol) hydrogels. Polym. Bull. 2014, 71, 2133-2158. [CrossRef]

Suhail, M.; Chiu, I.-H.; Hung, M.-C.; Vu, Q.L.; Lin, I.; Wu, P--C. In Vitro Evaluation of Smart and pH-Sensitive Chondroitin
Sulfate/Sodium Polystyrene Sulfonate Hydrogels for Controlled Drug Delivery. Gels 2022, 8, 406. [CrossRef] [PubMed]
Hussain, A.; Khalid, S.H.; Qadir, M.I; Massud, A.; Ali, M.; Khan, L.U.; Saleem, M.; Igbal, M.S.; Asghar, S.; Gul, H. Water uptake
and drug release behaviour of methyl methacrylate-co-itaconic acid [P(MMA /IA)] hydrogels cross-linked with methylene
bis-acrylamide. J. Drug Deliv. Sci. Technol. 2011, 21, 249-255. [CrossRef]

Peppas, N.A.; Sahlin, J.J. A simple equation for the description of solute release. III. Coupling of diffusion and relaxation. Int. J.
Pharm. 1989, 57, 169-172. [CrossRef]

Yu, Z.; Chen, F; Qi, X,; Dong, Y.; Zhang, Y.; Ge, Z.; Cai, G.; Zhang, X. Epidermal growth factor receptor aptamer-conjugated
polymer-lipid hybrid nanoparticles enhance salinomycin delivery to osteosarcoma and cancer stem cells. Exp. Ther. Med. 2018, 15,
1247-1256. [CrossRef]

Crispim, E.; Piai, J.; Fajardo, A.; Ramos, E.; Nakamura, T.; Nakamura, C.; Rubira, A.; Muniz, E. Hydrogels based on chemically
modified poly (vinyl alcohol)(PVA-GMA) and PVA-GMA /chondroitin sulfate: Preparation and characterization. Express Polym.
Lett. 2012, 6, 383-395. [CrossRef]

Sarfraz, R.M.; Khan, M.U.; Mahmood, A.; Akram, M.R.; Minhas, M.U.; Qaisar, M.N.; Ali, M.R.; Ahmad, H.; Zaman, M. Synthesis
of co-polymeric network of carbopol-g-methacrylic acid nanogels drug carrier system for gastro-protective delivery of ketoprofen
and its evaluation. Polym.-Plast. Technol. Mater. 2020, 59, 1109-1123. [CrossRef]

Minhas, M.U.; Ahmad, M.; Alj, L.; Sohail, M. Synthesis of chemically cross-linked polyvinyl alcohol-co-poly (methacrylic acid)
hydrogels by copolymerization; a potential graft-polymeric carrier for oral delivery of 5-fluorouracil. DARU ]. Pharm. Sci. 2013,
21, 44. [CrossRef]

Wang, L.; Wang, Z.; Zhang, X.; Shen, J.; Chi, L.; Fuchs, H. A new approach for the fabrication of an alternating multilayer film
of poly (4-vinylpyridine) and poly (acrylic acid) based on hydrogen bonding. Macromol. Rapid Commun. 1997, 18, 509-514.
[CrossRef]

Agnihotri, S.M.; Vavia, PR. Diclofenac-loaded biopolymeric nanosuspensions for ophthalmic application. Nanomedicine 2009, 5,
90-95. [CrossRef]

Khalid, I.; Ahmad, M.; Minhas, M.; Barkat, K.; Sohail, M. Cross-Linked Sodium Alginate-g-poly(Acrylic Acid) Structure:
A Potential Hydrogel Network for Controlled Delivery of Loxoprofen Sodium. Adv. Polym. Technol. 2018, 37, 985-995. [CrossRef]
Wang, L.E; Shen, S.S.; Lu, S.C. Synthesis and characterization of chondroitin sulfate-methacrylate hydrogels. Carbohydr. Polym.
2003, 52, 389-396. [CrossRef]

Loh, G.O.K;; Tan, Y.T.F; Peh, K.K. Hydrophilic polymer solubilization on norfloxacin solubility in preparation of solid dispersion.
Powder Technol. 2014, 256, 462-469. [CrossRef]

Arndt, K.E; Richter, A.; Ludwig, S.; Zimmermann, J.; Kressler, J.; Kuckling, D.; Adler, H.]J. Poly (vinyl alcohol)/poly (acrylic
acid) hydrogels: FTI-IR spectroscopic characterization of crosslinking reaction and work at transition point. Acta Polym. 1999, 50,
383-390. [CrossRef]

Barkat, K.; Ahmad, M.; Usman Minhas, M.; Khalid, I.; Nasir, B. Development and characterization of pH-responsive polyethylene
glycol-co-poly (methacrylic acid) polymeric network system for colon target delivery of oxaliplatin: Its acute oral toxicity study.
Adv. Polym. Technol. 2018, 37, 1806-1822. [CrossRef]

Amrutkar, ].R.; Gattani, S.G. Chitosan-chondroitin sulfate based matrix tablets for colon specific delivery of indomethacin. AAPS
Pharmscitech 2009, 10, 670-677. [CrossRef]

Suhail, M.; Hsieh, Y.-H.; Shao, Y.-F; Minhas, M.U.; Wu, P.-C. Formulation and in-vitro characterization of pH-responsive
semi-interpenetrating polymer network hydrogels for controlled release of ketorolac tromethamine. Gels 2021, 7, 167. [CrossRef]
[PubMed]

Aminabhavi, TM.; Naik, H.G. Pervaporation separation of water/dimethylformamide mixtures using poly(vinyl alcohol)-g-
polyacrylamide copolymeric membranes. J. Appl. Polym. Sci. 2002, 83, 273-282. [CrossRef]

Singh, B.; Dhiman, A. Functionalization of carbopol with NVP for designing antibiotic drug loaded hydrogel dressings for better
wound management. J. Pharm. Biopharm. Res. 2019, 1, 1-14. [CrossRef]

Hua, S.; Ma, H.; Li, X,; Yang, H.; Wang, A. pH-sensitive sodium alginate/poly (vinyl alcohol) hydrogel beads prepared by
combined Ca2+ crosslinking and freeze-thawing cycles for controlled release of diclofenac sodium. Int. J. Biol. Macromol. 2010, 46,
517-523. [CrossRef]


http://doi.org/10.1080/03639045.2020.1716378
http://doi.org/10.1007/s10856-008-3627-7
http://doi.org/10.1080/03639045.2019.1569041
http://doi.org/10.1016/j.lfs.2020.118931
http://doi.org/10.1007/s00289-014-1178-2
http://doi.org/10.3390/gels8070406
http://www.ncbi.nlm.nih.gov/pubmed/35877491
http://doi.org/10.1016/S1773-2247(11)50034-6
http://doi.org/10.1016/0378-5173(89)90306-2
http://doi.org/10.3892/etm.2017.5578
http://doi.org/10.3144/expresspolymlett.2012.41
http://doi.org/10.1080/25740881.2020.1719148
http://doi.org/10.1186/2008-2231-21-44
http://doi.org/10.1002/marc.1997.030180609
http://doi.org/10.1016/j.nano.2008.07.003
http://doi.org/10.1002/adv.21747
http://doi.org/10.1016/S0144-8617(02)00328-4
http://doi.org/10.1016/j.powtec.2014.01.089
http://doi.org/10.1002/(SICI)1521-4044(19991201)50:11/12&lt;383::AID-APOL383&gt;3.0.CO;2-Z
http://doi.org/10.1002/adv.21840
http://doi.org/10.1208/s12249-009-9253-y
http://doi.org/10.3390/gels7040167
http://www.ncbi.nlm.nih.gov/pubmed/34698162
http://doi.org/10.1002/app.2242
http://doi.org/10.25082/JPBR.2019.01.001
http://doi.org/10.1016/j.ijbiomac.2010.03.004

Pharmaceutics 2022, 14, 1864 20 of 20

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

Lee, C.-T.; Huang, C.-P,; Lee, Y.-D. Synthesis and characterizations of amphiphilic poly (l-lactide)-grafted chondroitin sulfate
copolymer and its application as drug carrier. Biomol. Eng. 2007, 24, 131-139. [CrossRef] [PubMed]

Suhail, M.; Li, X.-R;; Liu, J.-Y.; Hsieh, W.-C.; Lin, Y.-W.; Wu, P-C. Fabrication of alginate based microgels for drug-sustained
release: In-vitro and in-vivo evaluation. Int. J. Biol. Macromol. 2021, 192, 958-966. [CrossRef] [PubMed]

Ali, L.; Ahmad, M.; Usman, M.; Yousuf, M. Controlled release of highly water-soluble antidepressant from hybrid copolymer
poly vinyl alcohol hydrogels. Polym. Bull. 2014, 71, 31-46. [CrossRef]

Bashir, S.; Zafar, N.; Lebaz, N.; Mahmood, A.; Elaissari, A. Hydroxypropyl methylcellulose-based hydrogel copolymeric for
controlled delivery of galantamine hydrobromide in Dementia. Processes 2020, 8, 1350. [CrossRef]

Sarika, PR.; James, N.R.; kumar P.R., A.; Raj, D.K. Preparation, characterization and biological evaluation of curcumin loaded
alginate aldehyde-gelatin nanogels. Mater. Sci. Eng. C Mater. Biol. Appl. 2016, 68, 251-257.

Mohamed, R.R.; Elella, M.H.A.; Sabaa, M.W. Synthesis, characterization and applications of N-quaternized chitosan/poly (vinyl
alcohol) hydrogels. Int. J. Biol. Macromol. 2015, 80, 149-161. [CrossRef] [PubMed]

Hu, X.B. Synthesis and properties of silk sericin-g-poly(acrylic acid-co-acrylamide) superabsorbent hydrogel. Polym. Bull. 2011,
66, 447-462. [CrossRef]

Barkat, K.; Ahmad, M.; Minhas, M.U.; Khalid, I.; Malik, N.S. Chondroitin sulfate-based smart hydrogels for targeted delivery of
oxaliplatin in colorectal cancer: Preparation, characterization and toxicity evaluation. Polym. Bull. 2020, 77, 6271-6297. [CrossRef]
Sullad, A.G.; Manjeshwar, L.S.; Aminabhavi, T.M. Novel pH-Sensitive Hydrogels Prepared from the Blends of Poly(vinyl alcohol)
with Acrylic Acid-graft-Guar Gum Matrixes for Isoniazid Delivery. Ind. Eng. Chem. Res. 2010, 49, 7323-7329. [CrossRef]
Sharmin, N.; Al-Mamun, M; Jalil, R.-U. A novel method to study the effect of PH and excipients on water uptake and swelling
behaviour of carbopol polymers. Bangl. Pharm. J. 2010, 3, 1-7.

Sanli, O.; Ay, N.; Isiklan, N. Release characteristics of diclofenac sodium from poly (vinyl alcohol)/sodium alginate and poly
(vinyl alcohol)-grafted-poly (acrylamide)/sodium alginate blend beads. Eur. J. Pharm. Biopharm. 2007, 65, 204-214. [CrossRef]
[PubMed]

Shukla, S.; Bajpai, A.K.; Kulkarni, R.A. Preparation, characterization, and water-sorption study of polyvinyl alcohol based
hydrogels with grafted hydrophilic and hydrophobic segments. J. Appl. Polym. Sci. 2005, 95, 1129-1142. [CrossRef]

Murthy, P.S.K.; Mohan, Y.M.; Sreeramulu, J.; Raju, K.M. Semi-IPNs of starch and poly(acrylamide-co-sodium methacrylate):
Preparation, swelling and diffusion characteristics evaluation. React. Funct. Polym. 2006, 66, 1482-1493. [CrossRef]

Al-Tabakha, M.M.; Khan, S.A.; Ashames, A.; Ullah, H.; Ullah, K.; Murtaza, G.; Hassan, N. Synthesis, Characterization and Safety
Evaluation of Sericin-Based Hydrogels for Controlled Delivery of Acyclovir. Pharmaceuticals 2021, 14, 234. [CrossRef]

Khalid, I.; Ahmad, M.; Minhas, M.U.; Barkat, K. Synthesis and evaluation of chondroitin sulfate based hydrogels of loxoprofen
with adjustable properties as controlled release carriers. Carbohydr. Polym. 2018, 181, 1169-1179. [CrossRef]

Ilgin, P.; Ozay, H.; Ozay, O. Synthesis and characterization of pH responsive alginate based-hydrogels as oral drug delivery
carrier. J. Polym. Res. 2020, 27, 1-11. [CrossRef]

Khan, G.M.; Zhu, ].-B. Studies on drug release kinetics from ibuprofen—carbomer hydrophilic matrix tablets: Influence of
co-excipients on release rate of the drug. J. Control. Release 1999, 57, 197-203. [CrossRef]

Abdullah, O.; Minhas, M.U.; Ahmad, M.; Ahmad, S.; Barkat, K.; Ahmad, A. Synthesis, optimization, and evaluation of polyvinyl
alcohol-based hydrogels as controlled combinatorial drug delivery system for colon cancer. Adv. Polym. Technol. 2018, 37,
3348-3363. [CrossRef]

Siepmann, J.; Peppas, N.A. Modeling of drug release from delivery systems based on hydroxypropyl methylcellulose (HPMC).
Adv. Drug Deliv. Rev. 2012, 64, 163-174. [CrossRef]

Korsmeyer, RW.; Gurny, R.; Doelker, E.; Buri, P.; Peppas, N.A. Mechanisms of potassium chloride release from compressed,
hydrophilic, polymeric matrices: Effect of entrapped air. J. Pharm. Sci. 1983, 72, 1189-1191. [CrossRef]

Jankaew, R.; Rodkate, N.; Lamlertthon, S.; Rutnakornpituk, B.; Wichai, U.; Ross, G.; Rutnakornpituk, M. “Smart” carboxymethyl-
chitosan hydrogels crosslinked with poly (N-isopropylacrylamide) and poly (acrylic acid) for controlled drug release. Polym. Test.
2015, 42, 26-36. [CrossRef]


http://doi.org/10.1016/j.bioeng.2006.05.010
http://www.ncbi.nlm.nih.gov/pubmed/16835016
http://doi.org/10.1016/j.ijbiomac.2021.10.054
http://www.ncbi.nlm.nih.gov/pubmed/34656537
http://doi.org/10.1007/s00289-013-1043-8
http://doi.org/10.3390/pr8111350
http://doi.org/10.1016/j.ijbiomac.2015.06.041
http://www.ncbi.nlm.nih.gov/pubmed/26116385
http://doi.org/10.1007/s00289-010-0285-y
http://doi.org/10.1007/s00289-019-03062-w
http://doi.org/10.1021/ie100389v
http://doi.org/10.1016/j.ejpb.2006.08.004
http://www.ncbi.nlm.nih.gov/pubmed/16996255
http://doi.org/10.1002/app.21344
http://doi.org/10.1016/j.reactfunctpolym.2006.04.010
http://doi.org/10.3390/ph14030234
http://doi.org/10.1016/j.carbpol.2017.10.092
http://doi.org/10.1007/s10965-020-02231-0
http://doi.org/10.1016/S0168-3659(98)00122-9
http://doi.org/10.1002/adv.22119
http://doi.org/10.1016/j.addr.2012.09.028
http://doi.org/10.1002/jps.2600721021
http://doi.org/10.1016/j.polymertesting.2014.12.010

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis of CS/CP/PVAcPAa Hydrogels 
	Fourier Transform Infrared Spectroscopy (FTIR) 
	Thermogravimetric Analysis (TGA) 
	Differential Scanning Calorimetry (DSC) 
	X-ray Diffraction Studies 
	Scanning Electron Microscopy (SEM) 
	Sol–Gel Fraction 
	Porosity Study 
	Biodegradation Study 
	Swelling Study 
	Polymer Volume Fraction 
	Drug Loading 
	Drug Release Studies 
	Kinetic Modeling 
	Cytotoxicity Study 
	Statistical Analysis 

	Results and Discussion 
	Synthesis of CS/CP/PVAcPAa Hydrogels 
	FTIR 
	TGA 
	DSC 
	X-ray Diffraction Studies 
	SEM 
	Sol–Gel Fraction 
	Porosity Study 
	Biodegradation Study 
	Swelling Study 
	Effect of pH 
	Effect of CS/CP/PVA/ and Aa 

	Polymer Volume Fraction 
	Drug Loading 
	Drug Release Studies 
	Effect of pH 
	Effect of CS/CP/PVA/ and Aa 

	Kinetic Modeling 
	Cytotoxicity Study 

	Conclusions 
	References

