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Abstract: The aim of the current research work was to prepare Car934-g-poly(acrylic acid) hydrogels
by the free-radical polymerization technique. Various concentrations of carbopol, acrylic acid and
ethylene glycol dimethacrylate were employed for the fabrication of Car934-g-poly(acrylic acid)
hydrogels. Fourier-transform infrared spectroscopy (FTIR), Thermogravimetric analysis (TGA),
Differential scanning calorimetry (DSC), Scanning electron microscope (SEM) and Powder X-ray
diffractometry (PXRD) studies were performed to know the structural arrangement, thermal stability,
physical appearance and amorphous network of developed hydrogels. FTIR analysis revealed that
carbopol reacted with acrylic acid during the process of polymerization and confirmed the grafting of
acrylic acid over the backbone of carbopol. TGA and DSC studies showed that developed hydrogels
were thermally stable. Surface morphology was analyzed by SEM, which confirmed a porous network
of hydrogels. PXRD analysis indicated that crystallinity of the drug was reduced by the amorphous
network of hydrogels. Furthermore, swelling studies for all developed hydrogels were performed at
both media, i.e., pH 1.2 and 7.4, and higher swelling was exhibited at pH 7.4. Sol-gel analysis was
performed to evaluate the soluble unreacted part of the fabricated hydrogels. Similarly, an in-vitro
study was conducted for all hydrogel formulations at both acidic (pH 1.2) and basic (pH 7.4) mediums,
and a greater drug release was observed at pH 7.4. Different kinetics such as zero-order, first-order,
the Higuchi model and the Korsmeyer-Peppas model were applied to know the mechanism of release
order of drugs from the hydrogels.

Keywords: hydrogels; carbopol; diclofenac sodium; in-vitro study

1. Introduction

Hydrogels are three-dimensional structures with the capability to absorb and hold a high quantity
of water without losing structural consistency [1]. Hydrogels are very stable by nature; due to which,
the solutions absorbed by hydrogels remain inside its network, even in the presence of any external
force [2]. Due to the presence of a high number of hydrophilic groups like -OH, -SO3H, -COOH,
-NH2, etc. on a polymer chain, a huge quantity of water is observed by hydrogels [3,4]. Similarly,
a significant role is played by these different hydrophilic groups of polymers in the formation of
noncovalent bonds of hydrogels with other numerous biological tissues like epithelial tissues and

Pharmaceuticals 2020, 13, 399; doi:10.3390/ph13110399 www.mdpi.com/journal/pharmaceuticals


http://www.mdpi.com/journal/pharmaceuticals
http://www.mdpi.com
https://orcid.org/0000-0001-8852-0534
https://orcid.org/0000-0001-7313-8500
http://www.mdpi.com/1424-8247/13/11/399?type=check_update&version=1
http://dx.doi.org/10.3390/ph13110399
http://www.mdpi.com/journal/pharmaceuticals

Pharmaceuticals 2020, 13, 399 20f17

mucous membranes [5]. Two types of crosslinking occur in hydrogels, i.e., (a) physical or (b) chemical,
which restricts the hydrogels from being dissolved even when holding a high concentration of water
or other fluids [6]. In physical hydrogels, crosslinking arises due to noncovalent bonding such as
hydrogen bonding amid the polar groups on the chains of the polymer, while, in chemical hydrogels,
crosslinking develops through covalent bonds among various functional groups on the chains of
the polymer enabled through distinct crosslinking agents [7]. While having distinct properties,
hydrogels are considered as a potential candidate for various biomedical applications, including drug
delivery and tissue engineering, due to their super-absorbency, softness, viscoelasticity, hydrophilicity,
biocompatibility and biodegradability. Prominently, minor damage to the tissue or minor toxicity is
caused by hydrogels. The reversible responses to various stimuli such as pH, temperature, electric field,
magnetic field, biological molecules and ionic strength of a solution is another astonishing property
of hydrogels [8,9] that enhances their importance further, particularly for widespread biomedical
applications [10].

Stimuli-sensitive hydrogels are a special type of hydrogel that are very sensitive by nature to certain
ecological changes, and responses are shown by either altering their volume or shape once visible to
a specific condition. The external stimulus may be physical, chemical or biological. The physical stimuli
include pressure, light, temperature, ultrasound, electric field and magnetic field, while chemical
stimuli are redox, ionic strength, pH, glucose and CO,, whereas biological stimuli are antigens,
glutathione, enzymes and DNA [11]. The most-studied hydrogels amid stimuli-responsive hydrogels
are pH-sensitive hydrogels. The rapid changes that are exhibited by stimuli-sensitive hydrogels are
shrinkage and swelling following exposure to a particular stimulus, leading to the transition of the
volume phase. The response rate of these types of hydrogels depends upon the shape, size, crosslinking
bulk, composition and number of ionic groups and is enhanced via an increase in the ionic group
number and pore size, as well as by reduction of their density of crosslinking and size [12].

Carbopol polymers prepare stimuli-responsive hydrogels that bring about changes in swelling
behavior when exposed to external stimuli such as temperature, pH, light or electric field [13-15].
Carbopol is also known as smart gels or environmentally responsive polymers [16,17]. Currently,
carbopol is considered as a suitable candidate for the preparation of different types of polymeric
systems, especially for controlled drug-delivery systems, and plays an important role in drug delivery to
a specific area of the body. In pH-sensitive hydrogel networks, carbopol delivers the maximum drug
in an alkaline medium because of its greater swelling at alkaline pH [18]. Acrylic acid is a soluble
polymer that has attracted attention because of its widespread biomedical and pharmaceutical
applications [19,20]. Acrylic acid is a pH-sensitive polymer used in stimuli-sensitive polymeric carrier
systems, especially in pH-sensitive hydrogels like carbopol, and has maximum swelling at alkaline pH
and, hence, releases the drug in a high concentration at alkaline pH [21].

Diclofenac sodium (DS) is prescribed mostly as a nonsteroidal anti-inflammatory drug (NSAID)
for inflammation and pain, acting as a modest, competitive and irreversible inhibitor of the enzyme
prostasin synthase [22]. Inhibition of the cyclooxygenase-2 (COX-2) enzyme with a higher potency
as compared to COX-1 is the one of the key benefits of diclofenac derivatives as compared to
other conventional NSAIDs. Besides efficient activity, DS has some disadvantages, such as its rapid
metabolism due to a short half-life, high protein binding and a very high pre-systemic metabolism.
These all generate the need for frequent high doses of DS, which further causes severe side effects like
cardiac, gastrointestinal, hepatic and renal adverse effects [23]. In order to overcome all these limitations,
Carbopol934-g-poly(acrylic acid) hydrogels were prepared to prolong the release of diclofenac
sodium in a controlled way. Different formulations with varying concentrations of constituents were
assessed and their various parameters evaluated. Different characterizations like Scanning electron
microscope (SEM), Fourier-transform infrared spectroscopy (FTIR), Thermogravimetric analysis(TGA),
Differential scanning calorimetry (DSC), and Powder X-ray diffractometry (PXRD) were performed in
order to know the various features of the developed hydrogels, while the swelling behavior of the
developed hydrogels was analyzed at various pH media concentrations systematically. This work also
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emphasized in-vitro drug release and kinetic modeling to analyze the percent drug release and order
release mechanism of the drug from the fabricated hydrogels.

2. Results and Discussion

2.1. Analysis of FTIR

The proposed chemical structure of Car934-g-poly (acrylic acid) hydrogel is shown in Figure 1.
The spectra of FTIR for DS, carbopol, acrylic acid (AA), unloaded Car934-g-poly (acrylic acid) hydrogels
and drug-loaded Car934-g-poly(acrylic acid) hydrogels are shown in Figure 2A-E, correspondingly.
FTIR spectrum of DS (Figure 2A) indicates COOH-stretching vibrations at the peak 3340 cm~!, while at
peaks 1650 and 3480 cm™!, C=C and N-H stretching are observed, correspondingly [24]. Swain et al.
(2015) reported the above peaks in his studies in the same range as in our studies [25].
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Figure 1. Proposed chemical structure of Car934-g-poly(acrylic acid) hydrogels.
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Figure 2. FTIR spectra of (A) DS, (B) carbopol, (C) AA, (D) unloaded Car934-g-poly(acrylic acid)
hydrogel and (E) loaded Car934-g-poly(acrylic acid) hydrogel.
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Likewise, the FTIR spectrum of carbopol (Figure 2B) indicates a stretching vibration of R-CH2
(alkyl group), OH (hydroxyl group) and C=0 at the characteristic peaks 3010, 2650 and 1690 cm™!,
respectively [24,26,27]. Prominent peaks of AA (Figure 2C) indicate the stretching vibration of -CH2
and —C—C at 2945 and 1560 cm~!, whereas the stretching vibration of -C=0 and ~C-O-C assigns
prominent bands at 1250 and 1180 em™~! [28].

The FTIR spectra of unloaded Car934-g-poly (acrylic acid) hydrogels (Figure 2D) specify a shift in
position of bands for different functional groups of carbopol and AA due to the electrostatic interactions
between them. The characteristic bands of carbopol at 3010 and 2650 cm™! are shifted to the 2950 and
2460 cm~! peaks of unloaded Car934-g-poly (acrylic acid) hydrogels. Similarly, 1560 and 1250 cm™!
bands of AA are modified to 1605 and 1330 cm ™!, respectively. Some peaks disappear, while new peaks
are formed. This change in the intensity of the carbopol and AA peaks indicates the development
of a new hydrogel network where the monomer is successfully grafted over the polymer backbone.
Similarly, as shown in Figure 2E, two characteristics peaks of the drug at 3340 and 3480 cm™! are
shifted to 2270 and 3250 cm~! in loaded Car934-g-poly(acrylic acid) hydrogels due to the stretching
vibration of the COOH and N-H functional groups. This all indicates that the drug is completely loaded
by the hydrogel network, and no interaction is formed between the drug and hydrogel contents [29].

2.2. Thermal Analysis

As shown in Figure 3A, a TGA of DS shows a loss of weight at three different steps. At the first
step, a 23% loss of weight is observed at the temperature range of 315-360 °C, followed by dehydration.
At the second step, a weight loss of 17% is observed as the temperature reaches 460 °C. The final step
is the pyrolysis of the drug, initiating from 460 °C until entirely paralyzed [30]. Similarly, the TGA
of carbopol (Figure 3B) assigns the weight loss at three different steps. Initially, a 10% weight loss is
observed at the temperature of 100 °C, followed by a loss of moisture; after this, as the temperature
rises and reaches 320 °C, a weight loss of 23% is detected because of decarboxylation, the development
of unsaturated structures and the polymer’s depolymerization; finally, carbopol degradation starts
from 400 °C until completely paralyzed [31].
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Figure 3. TGA of (A) DS, (B) carbopol and (C) Car934-g-poly(acrylic acid) hydrogel. DSC of (D) DS,

(E) carbopol and (F) Car934-g-poly(acrylic acid) hydrogel.
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As compared to the drug and carbopol, the stability of the developed hydrogel network is higher,
as shown in Figure 3C. It is clear from the thermogram of the developed hydrogels that the degradation
half-life of the developed hydrogels (t1/2 = 500 °C) is higher than the degradation lives of DS and
carbopol, i.e., DS (t1/2 = 360 °C) and carbopol (t1/2 = 320 °C), respectively. The initial weight loss
of Car934-g-poly(acrylic acid) hydrogels is 5% at 250 °C, followed by a weight loss of 25% as the
temperature reaches 370 °C and, finally, the weight loss of developed hydrogels starts from 500 °C
up to its entire degradation. The enhancement in thermal stability of the developed hydrogel can be
endorsed to crosslinking and grafting reactions [32].

The DSC of DS, carbopol and the Car934-g-poly (acrylic acid) hydrogel is shown in Figure 3D-F.
The DSC of DS (Figure 3D) indicates two endothermic peaks at 285 °C and 325 °C, respectively.
Likewise, at 295 °C and 347 °C, two exothermic peaks are observed, where the first peak indicates the
glass transition temperature and the second peak assigns the drug degradation. Shen, X. et al. (2011)
found an endothermic peak of DS at 285 °C [33].

The DSC of carbopol is shown in Figure 3E. Two endothermic peaks are observed at 65 °C and
232 °C. The first endothermic peak may be due to the evaporation of unbound water present in the
polymer backbone, while the latter peak may be assigned due to the formation of anhydrides in
carbopol [34]. Likewise, two exothermic peaks are observed at 93 °C and 225 °C [35], respectively.

The DSC of Car934-g-poly (acrylic acid) hydrogels (Figure 3F) indicates two endothermic peaks at
about 155 °C and 255 °C, followed by a loss of moisture of the polymer. Similarly, two endothermic peaks
are indicated at 280 °C and 310 °C, respectively, followed by a phase glass transition. This indicates
that developed hydrogels lead to thermal degradation in the range of 350-400 °C, although the thermal
stability of the developed hydrogels exhibits better stability than the individual components [36].

2.3. Scanning of Electron Microscopy (SEM) Analysis

The surface morphology of the Car934-g-poly (acrylic acid) hydrogels was carried out by scanning
electron microscopy. A sporous structure is seen in Figure 4, which determines the high swelling of
the developed hydrogels. The greater the porosity, the higher the amount of water penetrating the
hydrogel network and, thus, the higher the swelling of the hydrogels [37].
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Figure 4. Scanning electron microscopy of the Car934-g-poly(acrylic acid) hydrogels.

2.4. Powder X-Ray Diffractometry (PXRD) Analysis

In Figure 5A-C, a PXRD study of DS, drug-free Car934-g-poly (acrylic acid) hydrogels and
drug-loaded Car934-g-poly (acrylic acid) hydrogels is shown. Different peaks are shown by the PXRD
of DSat26 =13.32°,24.10°,29.30° and 35.40°, respectively, as indicated in Figure 5A, which demonstrates
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the drug crystalline nature. Figure 5B indicates the amorphous network of developed hydrogels.
Peaks of unloaded Car934-g-poly (acrylic acid) hydrogels are revealed at 26 = 15.21°, 21.51°, 28.48°
and 37.12°. Similarly, in Figure 5C, peaks of drug loaded hydrogels are observed at 26 = 13.43°,
19.87°,26.13° and 31.42°, which are nearly same as those of unloaded hydrogels. The small difference
is due to the encapsulation of the drug by the hydrogel network. Likewise, the intensity of all the
above-mentioned peaks of the drug are reduced in drug-loaded Car934-g-poly (acrylic acid) hydrogels,
which reveal the successful encapsulation of the drug by an amorphous network of hydrogels, as shown
in Figure 5C [38]. Naeem, F. et al. also reported the same results, which further supports our study [1].
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Figure 5. XRD of (A) DS, (B) unloaded Car934-g-poly(acrylic acid) hydrogel and (C) loaded Car934-g
-poly(acrylic acid) hydrogel.

2.5. Dynamic Swelling

2.5.1. Response of pH on Dynamic Swelling

The effect of pH on the dynamic swelling of Car934-g-poly (acrylic acid) hydrogels at pH 1.2 and
pH 7.4 is shown in Figure 6A,B. pH-dependent swelling is exhibited by all developed Car934-g-poly
(acrylic acid) hydrogels, with almost less swelling at pH 1.2, while, at pH 7.4, greater swelling is
observed. This absorptive behavior of water of the fabricated hydrogels at pH 1.2 is due to the
protonation of -COO groups into -COOH groups in an acidic environment, whereas deprotonation of
—COOH groups into -COO groups back occurs in a basic pH environment. Due to the high concentration
of -COOH in an acidic medium, Car934-g-poly (acrylic acid) hydrogels are not highly swelled. A high
concentration of COOH leads to an increase in hydrogen-bonding interactions among -COOH groups
that further increase the compatibility of gels due to a reduction in electrostatic repulsion among these
groups, whereas, in a basic medium of pH 7.4, an increase in concentration of -COO occurs, and this
further results in (i) an enhancement in electrostatic repulsion among -COO groups and (ii) a reduction
in the interaction of hydrogen bonding, thus developing hydrogel swelling more at a high pH (7.4) as
compared to a low pH (1.2) (p < 0.05) [39].
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Figure 6. (A) Effect of pH on dynamic swelling. (B) Dried and swelled forms of the Car934-g-poly(acrylic
acid) hydrogels. (C) Effects of carbopol, (D) Effects of AA and (E) EGDMA on the dynamic swelling of
the Car934-g-poly(acrylic acid) hydrogels.

2.5.2. Influence of Carbopol/AA/and Ethylene Glycol Dimethacrylate (EGDMA) on Swelling

The effects of carbopol, AA and EGDMA on the dynamic swelling of Car934-g-poly (acrylic acid)
hydrogels are shown in Figure 6C-E. The effect of carbopol on the dynamic swelling of developed
hydrogels is higher at a basic medium (pH 7.4) as compared to an acidic medium (pH 1.2). An increase
in the dynamic swelling of hydrogels is exhibited at both pH 1.2 and pH 7.4 as the composition of
carbopol increases by keeping the composition of the monomer and crosslinker constant (Figure 6C).
The swelling of fabricated hydrogels increases as the composition of carbopol increases because of the
high concentration of the carboxylic group in carbopol, which ionizes more at a higher pH and leads to
repulsion among the same group charges, and as a result, swelling is increased [40].

Similarly, by enhancing the composition of AA, an increase in swelling is detected (Figure 6D) at
both pH 1.2 and pH 7.4, respectively. The pKa value of AA is 4.2, so at a low pH, chains of AA are
collapsed; due to which, the swelling of the hydrogels at pH 1.2 is less than at pH 7.4. As the pH rises
beyond 6 and 8, carboxylate ions are produced by AA, leading to the repulsion of chains and exhibition
of higher swelling [41].

Unlikely carbopol and AA shrinkage in the swelling of developed hydrogels is observed at both
pH 1.2 and pH 7.4 as the composition of EGDMA is enhanced (Figure 6E). The reason being the highly
crosslinked density of the developed hydrogels retards the motility of the network chains, and hence,
swelling is decreased [42-44]. Another reason is the pore size of the hydrogels network. As the
composition of EGDMA increases, the pore size of the developed hydrogels is decreased due to the
high gel formation, and as a result, the swelling is decreased and vice versa [45].

2.6. Sol-Gel Alysis

The effects of the hydrogel contents on the gel fraction are revealed in Figure 7A-C. The gel
fraction increases as the concentration of carbopol increases (Figure 7A), while the remaining contents
stay constant. The increase in carbopol concentration results in an increase of reactive sites for the
polymerization reaction. The higher the carbopol concentration, the higher the reactive sites available
for monomer polymerization, and the greater the gel fraction [46]. Similarly, as the concentration
of AA increases, an increase in the gel fraction is observed (Figure 7B). Likewise, for carbopol and
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AA, an increase in the gel fraction is observed as an increase in the concentration of EGDMA occurs
(Figure 7C). The higher the EGDMA concentration, the greater the crosslinking density of the polymeric
network, and the greater the gel fraction [46,47]. The sol fraction is decreased with an increase in the
concentration of the polymer, and the monomer and crosslinker occurs, because the sol fraction is
inversely proportional to the gel fraction [48].
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Figure 7. Effects of (A) carbopol, (B) AA and (C) EGDMA on the gel fractions of the Car934-g-poly(acrylic
acid) hydrogels.

2.7. Drug Loading Analysis

A drug loading analysis was carried out for all developed Car934-g-poly (acrylic acid) hydrogels,
as shown in Figure 8A-C. The drug loading increases as the concentration of carbopol increases (Figure 8A).
Similarly, by enhancing the concentration of AA, an increase in drug loading is exhibited (Figure 8B).
However, contrary to the polymer and monomer, drug loading decreases as the concentration of EGDMA
increases (Figure 8C). Drug loading is directly related to the swelling of the hydrogel network; the higher
the swelling of the polymeric system, the higher the drug loading and vice versa [49].
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Figure 8. Effects of (A) carbopol, (B) AA and (C) EGDMA on the drug loading of the Car934-g
-poly(acrylic acid) hydrogels.

2.8. In-Vitro Drug Release Studies

2.8.1. Influence of pH on Drug Release

An in-vitro drug release study was conducted for all fabricated Car934-g-poly (acrylic acid)
hydrogels at both the acid (pH 1.2) and basic (pH 7.4) mediums, respectively. A high percent release of
the drug is observed at pH 7.4 as compared to that at pH 1.2, as shown in Figure 9A. The pH-dependent
drug release is due to the pH-dependent swelling of the fabricated hydrogels. Deprotonation of the
COOH groups of carbopol and the release of carboxylate ions in excess amounts by AA at higher pH
leads to a maximum swelling at pH 7.4, and as a result, a high percent release of drug is observed
at pH 7.4; thus, all formulations of the developed hydrogels show a pH-dependent percent drug
release [50]. The drug release rate in the pH 7.4 medium is significantly higher (p < 0.05) than that in
the pH 1.2 medium.
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Figure 9. (A) Effects of pH on the diclofenac sodium percent release from Car934-g-poly(acrylic acid)
hydrogels. (B) Effects of carbopol, (C) Effects of AA and (D) Effects of EGDMA on the diclofenac
sodium percent release.

2.8.2. Influence of Carbopol/AA/and EGDMA on Drug Release

As the concentration of carbopol increases, a slight decline in the percent of drug release from the
Car934-g-poly(acrylic acid) hydrogel is observed, as shown in Figure 9B. The reduction in the release
of the drug from carbopol is because of the formation of a tight, hard gel. As the drug penetrates the
hydrogel network, the viscosity of the system increases, and the drug does not easily come out of the
network, so the percent of the drug release decreases as the concentration of carbopol is enhanced [51].
Khan and Zhu et al. also found the same results [52]. Unlike carbopol, the drug release increases
as the concentration of AA increases (Figure 9C) while keeping the concentration of other contents
constant [53]. Like carbopol, due to the high gel fraction, an increase in EGDMA quantity and decrease
in the percent drug release is observed (Figure 9C) [54].

2.9. Release Kinetic of DS

Different kinetic modeling systems such as zero-order, first-order, Higuchi and Korsmeyer Peppas
were applied on all formulations to understand the release order of the drug from the Car934-g-poly
(acrylic acid) hydrogels, as shown in Table 1. The best fit model was chosen on the basis of the
closeness of the “r” value to 1. For most of the formulations, the values of were found higher for the
first-order equation as compared to the zero-order. The zero-order fails to discuss the release order of
the drug from the Car934-g-poly (acrylic acid) hydrogels. The “r” values for zero-order range between
0.6878 and 0.9647. Similarly, the “r” values for first-order are obtained in the range of 0.9118-0.9901.
A diffusion-controlled release mechanism of the drug was found from the “r” values of Higuchi models.
A diffusion-controlled system indicates linearity between the plot of the drug released and a square
root of the time for the release. All formulations of the developed hydrogels showed good fit with the

“u_ s “"_ 1

Korsmeyer-Peppas model. The “r” values of Korsmeyer-Peppas were higher than the “r” values of the

“"_ 1
r
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other respective models for most of the developed hydrogel formulations, which indicates that the
release order of the drug from the Car934-g-poly acrylic acid) hydrogels exhibits the Korsmeyer-Peppas
model. The “n” value determines the type of diffusion mechanism, i.e., Fickian diffusion mechanism
and non-Fickian diffusion mechanism or anomalous. If the value is n = 0.5, it indicates the Fickian
diffusion mechanism, whereas, if n > 0.5, it means the diffusion is non-Fickian or anomalous. The “n”
value for all formulations was in the range of 0.5129-0.7413, confirming non-Fickian or anomalous

diffusion, as shown in Table 1 [55,56].

Table 1. Kinetic modeling release of diclofenac sodium (DS) from the Car934-g-poly(acrylic acid) hydrogels.

Zero-Order  First-Order Higuchi Korsmeyer-Peppas

Formulation Code ) ) ) ) "
CAAF-1 0.7149 0.9308 0.8949 0.9595 0.5306
CAAF-2 0.8695 0.9631 0.9446 0.9601 0.5135
CAAF-3 0.9647 0.9901 0.9842 0.9838 0.5213
CAAF-4 0.7518 0.9118 0.9009 0.9604 0.5770
CAAF-5 0.7149 0.9308 0.8949 0.9595 0.5306
CAAF-6 0.6878 0.9522 0.8760 0.9424 0.5129
CAAF-7 0.7149 0.9308 0.8949 0.9595 0.5306
CAAF-8 0.9116 0.9669 0.9499 0.9818 0.6605
CAAF-9 0.9151 0.9635 0.9542 0.9877 0.7413

2

r*: regression coefficients; n: drug release exponent.

3. Materials and Methods

3.1. Materials

Diclofenac sodium and ethylene glycol dimethacrylate (EGDMA) were purchased from Alfa-Aesar
(Ward Hill, MA, USA). Carbopol 934 was obtained from Noveon, Inc (Cleveland, OH, USA). Acrylic acid
was procured from Acros (Carlsbad, CA USA). Similarly, ammonium peroxydisulfate was obtained
from Showa (Tokyo, Japan).

3.2. Methods

3.2.1. Fabrication of Car934-g-poly (acrylic acid) Hydrogels

Carbopol934-graft-poly (acrylic acid) (Car934-g-poly(acrylic acid acid; AA) added dropwise into
the polymer solution. The final step was the addition of the required quantity of crosslinker (EGDMA)
into the stirred mixture. The resultant solution was then transferred into glass tubes and kept in
a water bath at 55 °C for 2 h and 65 °C for 22 h. The cylindrical hydrogels were removed from the
glass tubes and cut into pieces of 5-mm and 8-mm thick)) hydrogels were prepared by the free-radical
polymerization technique. A specific amount of polymer (Carbopol934) was placed in a beaker, and
then, the required amount of deionized distilled water was added and stirred for 20 min at 50 °C
temperature. Nitrogen gas was used to purge the polymer solution for 20 min in order to remove any
dissolved oxygen. After that, initiator solution ammonium peroxydisulfate (APS) was poured into
the solution of the polymer, followed by a monomer solution (acrylic ness, respectively. A mixture of
ethanol and water (70:30) was used for washing the prepared gels to remove any unreacted component
from the gel. After the initial drying of gel discs for 24 h at room temperature, the discs were then
placed in an oven at a temperature of 40 °C for seven days; then, the dried hydrogels discs were used
for further studies. The various compositions of the developed hydrogels are given in Table 2.
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Table 2. Feed ratio scheme for the formulation of Car934-g-poly (acrylic acid) hydrogels.

Formulation Code Polymer Monomer Initiator Crosslinker
(Carbopol 934)  (Acrylic Acid) (APS) (EGDMA)
(100 g)

(g) (g) (g) (g)
CAAF-1 1.6 24 0.4 1.6
CAAF-2 24 24 0.4 1.6.
CAAF-3 3.2 24 0.4 1.6
CAAF-4 1.6 16 0.4 1.6
CAAF-5 1.6 24 0.4 1.6
CAAF-6 1.6 32 0.4 1.6
CAAF-7 1.6 24 0.4 1.6
CAAF-8 1.6 24 0.4 2.0
CAAF-9 1.6 24 0.4 24

One hundred milliliters of aqueous solution of each formulation containing a specific concentration of polymer,
monomer and crosslinker. APS: ammonium peroxydisulfate and EGDMA: ethylene glycol dimethacrylate.

3.2.2. FTIR Analysis

FTIR analysis was performed for the model drug, carbopol, acrylic acid, unloaded Carb934-g-poly
(acrylic acid) hydrogels and drug-loaded Car934-g-poly (acrylic acid) hydrogels. All the excipients
used in the preparation of hydrogels were crushed in a mortar and pestle to the desired size
thoroughly and then analyzed by Nicolet 380 FTIR (Thermo Fisher Scientific, MA, USA) in the range of
4000-500 cm™! [21].

3.2.3. Thermal Analysis

Thermogravimetric analysis (TGA) and differential scanning calorimetry (DSC) were performed
for DS, carbopol, and Car934-g-poly (acrylic acid) hydrogels while using PerkinElmer Simultaneous
Thermal Analyzer STA 8000 and PerkinElmer DSC 4000 (PerkinElmer Ltd., Buckinghamshire, UK)
respectively. All samples for thermal analysis were filtered by mesh size 40 to achieve the desired size
of the particle after crushing. For the analysis of TGA, a sample quantity was kept in the range of
(0.5-5 mg) and then put in an open pan connected to a microbalance. Heat for all samples was
maintained at 20 to 400 °C, and dry nitrogen was used throughout the TGA analysis. For the analysis
of DSC, precise quantities of the samples were taken in the range of (0.5-3 mg) into an aluminum pan
and then examined under nitrogen gas from 50 to 600 °C, with the heating rate kept at 20 °C/min [57].

3.2.4. Scanning Electron Microscopy (SEM) Analysis

SEM SU8010 (Hitachi, Tokyo, Japan) was performed for analysis of the surface morphology of the
developed hydrogels. All discs of hydrogel were cut into small slices and fixed on an aluminum stub
with double-adhesive tape. Gold was coated on the stubs by a gold sputter under argon atmosphere.
By the help of photomicrographs, the surface morphology of all samples was investigated [58].

3.2.5. PXRD Analysis

Powder X-ray diffractometry (PXRD) analysis was carried out for DS, unloaded Car934-g-poly
(acrylic acid) hydrogels and drug-loaded Car934-g-poly (acrylic acid) hydrogels at 25 °C by using
a XRD-6000 (Shimadzu, Kyoto, Japan). A plastic sample holder was used for holding samples, while,
for surface leveling, a glass slide was used. For analysis of samples, the theta (6) was maintained
between 10° to 60° at a rate of 2° 26/min at 25 °C [59].

3.2.6. Dynamic Swelling Studies

Dynamic swelling studies were carried out to evaluate the pH-sensitive nature of developed
hydrogels in both acidic and basic media. Weighed dried hydrogel discs were immersed in the
respective swelling media, i.e., pH 1.2 and pH 7.4, respectively. The samples were withdrawn at
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a specific interval of time, blotted with filter paper to eliminate the spare water and weighed again on
a weighing balance [60]. The following given equations were used for calculating dynamic swelling
(Equation (1)) and percentage swelling ratio (Equation (2)).

W
(q) = Wj (1)

where

q = dynamic swelling,
W = initial weight (before swelling)
and W, = final weight (after swelling) at time t.

M

M; — M,
R%) = —— 2 1 2
(SR%) N X100 @)

where

M; = weight of swollen hydrogels discs, while M, = weight of dry hydrogel discs.

3.2.7. Determination of Sol-Gel Fraction

Sol-gel studies were carried out for all fabricated formulations of Car934-g-poly (acrylic acid)
hydrogels. The sol portion is the soluble unreacted part of the developed hydrogels, and the Soxhlet
extraction method was used for the sol-gel analysis of hydrogels. A specific quantity of hydrogel
discs was placed in the Soxhlet apparatus, and the extraction process was continued in deionized
boiling water for 9 h. Thereafter, discs of hydrogels were placed in a vacuum oven for 4 days to dry
completely, and finally, dried discs of hydrogels were reweighed again for sol-gel determination [60].
The following given equations were used for determination of the sol fraction (Equation (3)) and gel
fraction (Equation (4)), respectively.

Wl—sz
2

Sol fraction % = 100 3)

Gel fraction = 100 — Sol fraction (4)

W1 = initial weight of hydrogels, and W2 = final weight of dried hydrogels.

3.2.8. Drug Loading

The diffusion and absorption method was used for the loading of DS into fabricated hydrogels [61].
Specific weighed quantities of dried hydrogels discs were submerged into 0.8% drug solution for 72 h
at 25 °C. After 72 h, the loaded hydrogel discs were washed by distilled water and left at 25 °C for
a short interval of time; then, the hydrogel discs were placed at 40 °C in an oven for further drying.
Drug loading estimation of loaded hydrogels was analyzed by two methods: (a) the extraction method,
where loaded hydrogels discs were submerged in 25-mL fresh phosphate buffer of pH 7.4. This process
was continued until all the entrapped drug was released from hydrogel discs. The collected samples
were then analyzed on UV-vis spectrophotometer (U-5100, 3]2-0014, Tokyo, Japan) at Amax 260 nm to
know the drug contents; and (b) the weight method, which was also used to analyze the quantity of
drug loaded in hydrogel discs [62,63], where drug loading of the developed hydrogels was calculated
by the given equations (Equations (5) and (6)).

Amount of drug = Wp — Wy 5)
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While, for the percent of drug loading, the equation is

Wp- W
Drug Loading % = 2= d %100 6)
Wa
where WD = weight of dried hydrogel discs after immersion in drug solution, and Wd = weight of
dried hydrogel discs before immersion in drug solution.

3.2.9. In-Vitro Study

An in-vitro study was performed for all developed hydrogels at both acidic and basic media,
i.e., simulated gastric fluid (pH 1.2) and simulated intestinal fluid (pH 7.4), respectively, in order to
know the pH-dependent release of DS from the Car934-g-poly (acrylic acid) hydrogel system. Loaded
hydrogel discs were assessed for analysis of DS in 900-mL buffer solutions at both media, i.e., pH 1.2
and 7.4 through a USP Dissolution Apparatus-1I at a temperature of 37 °C and 50 rpm. Weighed
quantities of loaded hydrogel discs were immersed in 900-mL buffer solutions of both pH 1.2 and 7.4.
A sample of 5 mL was withdrawn at a specific time interval, and the same amount of fresh buffer was
added to maintain the sink condition. The samples were then analyzed on UV-vis spectrophotometer
(U-5100, 3J2-0014, Tokyo, Japan) at 260 nm to evaluate the percent drug release [64].

3.2.10. Release Kinetics of SD

Evaluation of the order and release mechanisms of the drug from the developed hydrogels was
carried out by fitting the in-vitro release data of the drug in different kinetic models, such as the
zero-order (Equation (7)), first-order (Equation (8)), Higuchi (Equation (9)) and Korsmeyer-Peppas
models (Equation (10)) [65].

Zero-order kinetics Ft = Kt 7)

where Ft = fraction of drug released at time t, and Ky = zero-order release constant.
First-order kinetics In (1 — F) = Kt (8)
where F = fraction of drug released at time t, and K; = first-order release constant.
Higuchi Model F = K,t!/2 9)

where F = fraction of drug released at time t, and K, = Higuchi constant.
K - P Mdlﬂ—K’[n (10)
orsmeyer eppas Model == = K3

where M; = amount of absorbed water at any time t, Moo = mass or water uptake at equilibrium,
n = drug release exponent and K3 = kinetic constant.

3.2.11. Statistical Analysis

Statistical analysis was performed using a computer program, SPSS Statistic software 22.0 (IBM Corp,
Armonk, NY, USA). Differences between tests were tested using Student’s t-Test and were considered
statistically significant if the p-value was < 0.05.

4. Conclusions

In the current research work, Car934-g-poly (acrylic acid) hydrogels were prepared successfully
by the free-radical polymerization technique while using various compositions of carbopol, acrylic acid
and EGDMA. FTIR studies revealed the successful grafting of AA over the carbopol backbone; TGA and
DSC showed that prepared hydrogels were thermally stable; SEM indicated that a sporous structure
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of fabricated hydrogels provided high quantities of water for absorption, while PXRD showed that
crystallinity of the drug was reduced by the amorphous network of hydrogels. Higher swelling
was observed at pH 7.4 as compared to pH 1.2, and as a result, a high release of the drug was
observed at pH 7.4, indicating that developed hydrogel networks exhibit pH-dependent deliveries of
water-soluble drugs like diclofenac sodium. Thus, keeping in mind all the above-mentioned studies,
Car934-g-poly (acrylic acid) hydrogels are considered to be a suitable drug carrier system for the
delivery of aqueous-soluble drugs to a basic medium.
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