Article

Formulation Development and In Vitro/In Vivo
Characterization of Methotrexate-Loaded Nanoemulsion Gel
Formulations for Enhanced Topical Delivery

Muhammad Shahid Latif 1

and Saeed Ahmad *

check for
updates

Citation: Latif, M.S.; Nawaz, A.;
Asmari, M.; Uddin, J.; Ullah, H.;
Ahmad, S. Formulation Development
and In Vitro/In Vivo
Characterization of Methotrexate-
Loaded Nanoemulsion Gel
Formulations for Enhanced Topical
Delivery. Gels 2023, 9, 3.

https:/ /doi.org/10.3390/ gels9010003

Academic Editors: John G. Hardy
and Melike Firlak

Received: 8 November 2022
Revised: 11 December 2022
Accepted: 13 December 2022
Published: 22 December 2022

Copyright: © 2022 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

, Asif Nawaz 1*{), Mufarreh Asmari 2, Jalal Uddin 2(%, Hidayat Ullah 3

Advanced Drug Delivery Lab, Gomal Centre of Pharmaceutical Sciences, Faculty of Pharmacy,
Gomal University, Dera Ismail Khan 29050, Pakistan

Department of Pharmaceutical Chemistry, College of Pharmacy, King Khalid University,

Asir 61421, Saudi Arabia

Institute of Chemical Sciences, Gomal University, Dera Ismail Khan 29050, Pakistan

Institute of Biotechnology and Microbiology, Bacha Khan University, Charsadda 24460, Pakistan
*  Correspondence: asifnawaz676@gmail.com

Abstract: Methotrexate-loaded oil-in-water nanoemulsion formulations were prepared using the high
shear homogenization technique. A drug excipient study (ATR-FTIR) was carried out to investigate
the compatibility between the drug, the polymers, and its admixtures. The thermal stability of
the nanoemulsion formulations was evaluated by subjecting them to a heating and cooling cycle.
The prepared nanoemulsion formulations (FNE1 to FNE6) were evaluated for particle size, PDI
value, and entrapment efficiency (EE). They were analyzed for morphological information using
transmission electron microscopy. The drug (methotrexate)-loaded nanoemulsion formulations
(FNE2, FNE4, and FNE6) were then converted into nanoemulsion gel formulations by adding 1%
chitosan (polymer) as a gelling agent. The nanoemulsion gel formulations (FNEG2, FNEG4, and
FNEGS6) were investigated for physicochemical parameters, viscosity, spreadability, extrudability,
drug content, and skin irritation. Various penetration enhancers (olive oil, clove, and almond oil)
were employed to examine the potency of the prepared nanoemulsion gel formulations. In vitro drug
release, ex vivo permeation, skin drug retention, and stability tests were carried out for evaluation
of the prepared nanoemulsion gel formulations (FNEG2, FNEG4, and FNEG6). The data obtained
from the in vitro study were subjected to the kinetic model, and the Korsemeyer-Peppas model was
best fitted to the data. The nanoemulsion gel formulation FNEG6 showed the maximum controlled
drug release and followed an anomalous, non-Fickian release mechanism. The use of almond oil
in the preparation of the nanoemulsion gel formulation FNEG6 helped the penetration of the drug
across stratum corneum and the restructuring of the properties of skin and resulted in a higher
penetration and retention of methotrexate in a deeper layer of the skin. The current study concluded
that the methotrexate-loaded nanoemulsion gel formulation FNEG6 showed the best optimum release,
permeation, and retention results as compared to the available oral tablets” formulations, followed
by a low serum concentration and the maximum drug retention, which is beneficial in treating skin
infections and reducing systemic toxicity.

Keywords: methotrexate; nanoemulsion gel; olive oil; almond oil; clove oil; chitosan; topical
drug delivery

1. Introduction

Topical drug delivery is also known as a skin drug-delivery system. Skin is the
superficial and largest part of the body [1]. Topical drug delivery is used to treat various
skin infections locally [2]. There are many advantages of topical drug-delivery systems,
they offer better patient compliance, are easy to apply over a larger surface area, and avoid
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first pass metabolism and gastrointestinal irritations. Topical drug delivery is easy for
application over the skin and offers quick therapy termination in the case of any side effects
appearing. This system lowers the daily dose of medications and avoids fluctuations in
drug plasma concentration [3].

However, topical drug delivery possess some disadvantages, such as causing skin
irritation, contact dermatitis, rashes, itchiness, and low permeation of the drug across
skin [4]. The outer layer of the skin is comprised of the stratum corneum, a rigid horny
layer that protects our body against foreign invaders and is the main barrier against the
penetration of the drug into a deeper layer of the skin [5]. Formulations such as noisome,
liposomes, solid lipid nanoparticles, and nanostructured lipid carriers could be used as
alternatives for the effective and safe use of medication. However, these formulations also
have certain limitations [6].

Methotrexate is an anti-cancerous drug used for different types of autoimmune dis-
eases, such as rheumatoid arthritis, psoriasis, and different types of cancers. Methotrexate
possesses anti-inflammatory, immune-suppressive, and cytotoxic properties to produce
therapeutic benefits [7]. The toxicity of methotrexate has been depicted in the renal, pul-
monary, bone marrow, and liver systems [8]. The topical use of methotrexate is challenging,
because methotrexate disassociates at the body’s pH.

Nanodermatology is a promising and significant field in the management and treat-
ment of various skin infections [9]. The skin acts a first mechanical barrier against the
transdermal application of medication. In order to enhance a drug’s permeation across
the skin, various chemical enhancers can be used in the drug’s formulations. These en-
hancers interact with the skin components and facilitate the permeation of the drug across
the stratum corneum layer of the skin [10]. Different studies have shown that the use of
penetration enhancers enhanced skin permeation as well as retention across skin [11].

Olive oil is a liquid fat that is found in olives. It exhibited antioxidant and anti-
inflammatory activities and is widely used in topical formulations for the management and
treatment of various skin infections [12]. Olive oil increases dihydroquercetin distribution
in the skin and is used as a penetration enhancer in topical formulations [13]. Almond
oil is found in the dried kernels of almonds. It is used in the formulation of perfume,
cosmetics, and aromatherapy. Almond oil is comprised of oleic and linoleic essential fatty
acids, which contribute as a good penetration properties for the skin [14]. Clove oil belongs
to essential oil and is found in clove trees. The concept behind the transdermal penetration
enhancement of clove oil is that clove oil disrupts the structured properties of stratum
corneum lipids with a concurrent increase in intercellular diffusion [15].

Nowadays, scientists have developed a greater attention toward developing nanoemul-
sion gel formulations for treating various skin infections [16]. Nanoemulsion gel formula-
tions facilitate a drug’s release onto the skin by offering a drug reservoir that influences
the drug to release from the inner phase to the outer phase [17]. The network polymer
and crosslink density have a direct influence on the drug release [18]. The ability of the
drug to permeate through the skin barrier (stratum corneum) and the drug’s affinity to
diffuse out from its vehicle have a greater influence regarding the drug’s permeation over
the skin [19]. Oily droplets from the gel network are released from the nanoemulsion gel
formulations [20]. The oil droplets” penetration into the skin barrier (stratum corneum)
takes place. The drug will then be directly delivered without transfer via a nanoemulsion
hydrophilic phase.

Nanoemulsion gel formulations exhibit higher viscosity as compared to nanoemulsion
formulations and inhibit the absorption of the drug [21]. Nanoemulsion gel formulations
offer maximum drug retention in the deeper layers of the skin and inhibit the absorption of
the drug into the blood stream, allowing for more effectiveness in the deeper layers of the
skin [22]. The present study was aimed at formulating a stable oil-in-water methotrexate-
loaded nanoemulsion. One percent chitosan was used for converting the nanoemulsion
into nanoemulsion gel formulations. The formulated nanoemulsion gel was formulated for
a deeper dermal deposition of methotrexate for the local treatment of skin diseases.
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2. Results and Discussion
2.1. ATR FTIR Study

An ATR-FTIR study of pure methotrexate, polymers, excipients, and methotrexate-
loaded nanoemulsion formulations (FNE1-FINE6) was carried out for evaluating the purity
of drug and to rule out any incompatibilities between the drug (MTX), the polymers, and
the excipients used in the preparation of the MTX-loaded nanoemulsion formulations
(FNE1-FNE6). The ATR-FTIR spectrum of methotrexate exhibited its characteristics bands
at 3450 cm~!, which were attributed to the O-H stretched band from the carboxyl group,
and a band appearing at 3080 cm ! was attributed to the primary amine (N-H stretched
band). Bands appearing in the range of 1600 cm ! to 1670 cm~! were attributed to the
stretched carboxylic group (C=0), and the spectrum appearing at a range of 1500 cm ™! to
1550 cm ! was attributed to the formation of an amide group [23] overlapping aromatic
stretched spectra (-C=C). Bands appearing at a range of 1200 cm~! to 1400 cm~! were
attributed to carboxylic groups’ stretching (-C-O). Bands appearing at 930 cm ! were
attributed to hydroxyl band (O-H), and the band appearing at 820 cm~! was attributed
to aromatic rings. The present study revealed that the drug (MTX), surfactant (PEG-400),
co-surfactant (Tween-80), and natural oils (clove oil, almond oil and olive oil) used in
the preparation of the nanoemulsion formulation showed no sort of incompatibilities or
interactions. The prepared MTX-loaded nanoemulsion formulation (FNE1-FNE6) showed
its original and characteristic peaks to be preserved, and no significant change was observed
in the prepared formulation’s spectrum (Figure 1).
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Figure 1. ATR FTIR spectra of (a) methotrexate, (b) chitosan, (c) FNE1, (d) FNE2, (e) ENES3, (f) FNE4,
() FNES, (h) FNE6.
2.2. Thermodynamic Stability Analysis of Nanoemulsion Formulations

The prepared MTX-loaded nanoemulsion formulations (FNE1-FNE6) were evaluated
for thermodynamic evaluation under stressed conditions. Different parameters (color, odor,
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phase separation, centrifugation, and thermodynamics) were evaluated for the prepared
formulations. The present study depicted that the MTX-loaded nanoemulsion formulations
passed the thermodynamic evaluation test and proved to be stable for further use (Table 1).

Table 1. Thermodynamics stability analysis of nanoemulsion formulations (FNE1-FNE6).

Characteristics
ECode Odor Phase Separation Centrifugation Thermodynamics
4+2°C 40+2°C 4+2°C 40+2°C 4+2°C 40+2°C 4+2°C 40+2°C 4+2°C 40+£2°C

FNE1 Pale Pale No No No No Stable Stable Passed Passed
yellow yellow change change

FNE2 Pale Pale No No No No Stable Stable Passed Passed
yellow yellow change change

FNE3 Pale Pale Mo Mo No No Stable Stable Passed ~ Passed
yellow yellow change change

FNE4 Dark Dark No No No No Stable Stable Passed Passed
brown brown change change

FNE5 Pale Pale No No No No Stable Stable Passed Passed
yellow yellow change change

FNE6 Light Light No No No No Stable Stable Passed Passed
brown brown change change

2.3. Organoleptic Analysis of Prepared Nanoemulsion

The prepared nanoemulsions were physically evaluated and found to be transparent
and clear, with excellent homogeneity (Figure 2). The pH of the methotrexate-loaded
nanoemulsion formulations ranged between 5.48 & 0.41 and 5.72 4 0.21. This is acceptable
for application as a transdermal system. The pH values for the blank nanoemulsion formu-
lations as well as for the methotrexate-loaded nanoemulsion formulations are expressed in
Table 2. The pH exhibited by the prepared formulations (FNE1—-FNE6) showed a value
within the acceptable range of the skin (Table 2).

Figure 2. Organoleptic analysis of methotrexate-loaded nanoemulsion.
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Table 2. Organoleptic analysis of prepared nanoemulsion formulations (FNE1-FNES6).
Parameters FNE1 FNE2 FNE3 FNE4 FNE5 FNE6
Physical Appearance Transparent Transparent Transparent Transparent Transparent Transparent
Clarity Clear Clear Clear Clear Clear Clear
pH 548 £ 041 572 £0.21 551 £0.32 5.63 £0.25 559 £0.13 5.64 £ 0.44
Homogeneity Excellent Excellent Excellent Excellent Excellent Excellent
Data expressed as mean =+ SD, (1 = 3).
2.4. Particle Size, Polydispersity Index, and Zeta Potential
The prepared nanoemulsion formulations (FNE1-FNE6) exhibited a globule size
ranging from 18.71 £ 3.45 nm to 28.58 & 4.31 nm. The PDI value of the prepared na-
noemulsion formulations ranged between 0.251 %+ 0.04 and 0.732 £ 0.04. The zeta potential
value of all formulated nanoemulsion formulations ranged between —8.59 + 0.17 mV
and —13.4 £+ 0.22 mV (Table 3). The zeta size of MTX-loaded nanoemulsion formulations
(FNE2, FNE4 and FNES6) has been showed in Figure 3.
Table 3. Physicochemical characteristics of methotrexate nanoemulsions.
. . Zeta Entrapment Drug
F.Code Particle Size PDI Potential (mV) Efficiency (%) Content (%)
FNE1 18.71 = 3.45 0.386 & 0.03 -11.6 = 0.15 0.0 0.0
FNE2 20.81 +£2.87 0.617 £ 0.01 —933£0.24 76.87 £1.9 872£0.71
FNE3 28.83 +4.23 0.732 £ 0.04 -13.4+£0.22 0.0 0.0
FNE4 17.52 +5.13 0.391 £ 0.02 —-8.59 +0.17 7538 £2.3 86.1 & 0.36
FNE5 16.76 + 2.48 0.251 £ 0.04 —132+£043 0.0 0.0
FNE6 28.58 £+ 4.31 0.699 £ 0.03 —9.44 + 0.52 7812 £ 1.6 91.5 £0.52

Data expressed as mean =+ SD, (1 = 3).

2.5. Entrapment Efficiency and Drug Content Evaluation

The prepared MTX-loaded nanoemulsion formulations (FNE1-FNE6) showed an av-
erage entrapment efficiency ranging between 75.38 &+ 2.3% and 76.87 & 1.9%. The drug
solubility and compatibility with the oil phase and the excipients used in the preparation of
the formulations have a great impact on the entrapment efficiency and drug content values.
The present study depicted good agreement between the drug compatibility and the oil
phase and the excipients used in the preparation of the MTX-loaded nanoemulsion for-
mulations. The prepared MTX-loaded nanoemulsion formulations exhibited a percentage
entrapment efficiency ranging between 75.38 £ 2.3 % and 78.12 & 1.6 % and a percentage
drug content value ranging between 86.1 £ 0.36 % and 91.5 £ 0.52 % (Table 3).

2.6. Transmission Electron Microscopy

Morphological evaluation of the prepared MTX-loaded nanoemulsion formulations
was carried out using transmission electron microscopy [24]. The TEM study depicted
that the prepared MTX-loaded nanoemulsion formulations were dispersed uniformly. The
shape of the prepared formulations was spherical and well-defined. The TEM study de-
picted that formulations FNE2, FNE4, and FNE6 showed an even and uniform distribution
of the drug (MTX). The addition of natural oils (clove oil, almond o0il, and olive oil) in
the preparation of the MTX-loaded nanoemulsion formulation is in good agreement, be-
cause these natural oils have the best penetrative ability. They alter the barrier nature
(stratum corneum) of the skin and allow for the maximum amount of the drug to penetrate
into the deeper layer of the skin, whereby this deeper layer acts as reservoir for drug
accumulation and treats the topical infection locally. The addition of chitosan with the
MTX-loaded nanoemulsion gel formulations further produced a gel-layer structure and
offered a controlled drug release from the formulations. Moreover, the spherical shape of
the prepared formulations aids in squeezing from the pores of the skin, thereby promoting
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maximum skin permeability. The TEM images of the prepared MTX-loaded nanoemulsion
formulations are shown below in Figure 4a—c.
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Figure 3. Zeta size of (a), FNE2, (b), FNE4, and (c) FNE6.

Figure 4. TEM images of the methotrexate-loaded nanoemulsion formulations: (a) FNE2, (b) FNE4,
and (c) FNE6.
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2.7. Preparation of Methotrexate Nanoemulsion Gel

Nanoemulsion gel formulations were clear, bio-adhesive, and non-irritating formu-
lations. The prepared MTX-loaded nanoemulsion formulations were converted into na-
noemulsion gel formulations using 1% chitosan (w/w) as a gel-forming base [25].

2.8. Characterization of MTX-Loaded Nanoemulsion Gel Formulations
2.8.1. pH, Rheological Behavior, and Assay of Gel Formulations

The prepared nanoemulsion gel formulations showed pH values of FNEG2; 5.42 + 0.25,
FNEG4; 5.61 £ 0.31 and FNEGS6; 5.53 + 0.42, respectively (Table 4). The pH values of the
prepared hydrogel formulations were in accordance with the skin’s pH. The pH values of
the prepared formulations were best suited for topical application without causing any
sort of skin irritation [26]. Viscosity is a crucial factor in the preparation of transdermal
drug delivery. The viscosity of the topical preparation has a direct impact on drug release,
spreadability, stability, and ease of application over the body [27]. The use of polymers and
excipients used in the formulations of topical applications also influences their viscosity.
The viscosity of the nanoemulsion gel formulations FNEG2, FNEG4, and FNEG6 showed
an insignificant difference; this is because the amount of chitosan was kept constant in
all the formulations (p > 0.05). However, a slight increase in the viscosity of FNEG2
was observed; this might be due to the higher viscosity of the oil (olive oil) used in the
formulation. The prepared nanoemulsion gel formulations exhibited viscosities of FNEG2;
9986 £ 13.5, FNEG4; 9843 + 12.3 and FNEG6; 9812 + 13.1 cps, respectively, at a constant
shear speed (40 rpm). Non-Newtonian pseudoplastic flow behavior was observed in the
prepared nanoemulsion gel formulations, and this is advantageous in topical preparations
for maximum coverage when applied over the skin [28].

Table 4. Physicochemical characteristics of methotrexate nanoemulsion gel formulations.

Viscosity Spreadability i1 Drug Skin
F. Code pH (Centipoise) (g cm/s) Extrudability Content (%) Irritation
FNEG2 542 4+ 0.25 9986 + 13.5 20.13 £1.23 88.27 £ 0.54 93.12 £ 0.45 Nil
FNEG4 5.61 +0.31 9843 £+ 12.3 20.82 +1.45 85.43 +0.34 95.36 & 0.52 Nil
FNEG6 553 £+ 0.42 9812 +13.1 21.46 £1.65 87.15+£0.27 94.61 £+ 0.63 Nil

Data were expressed as mean =+ SD, (1 = 3).

2.8.2. Spreadability

The therapeutic efficacy of the topical preparation depends on its spreadability. The
spread of the topical application over the skin surface is known as spreadability. The
optimum spreadability facilitates the topical preparation in coming out of its container
with small shear stress. The topical formulation’s spreadability is influenced by low
and high temperatures. The spreadability of the topical preparations increases with an
increase in temperature, and the viscosity deceases with a decrease in temperature. The
prepared methotrexate-loaded nanoemulsion gel formulations showed spreadability values
of FNEG2; 9986 + 13.5, FNEG4; 9843 + 12.3 and FNEG6; 21.46 + 1.65 g cm/s, respectively
(Table 4). The prepared formulations showed an insignificant difference (p > 0.05). This
might be due to the fact that the amounts of surfactant and co-surfactant used in the
formulation of the nanoemulsion gels were kept constant.

2.8.3. Extrudability and Drug Content

The extrusion of the prepared topical application from the tube is known as extrudabil-
ity. The esomeprazole-loaded nanoemulsion gel formulations exhibited an acceptable abil-
ity to extrude out from the tube. They showed extrudability values of FNEG2; 88.27 + 0.54,
FNEG4; 85.43 & 0.34 and FNEG6; 87.15 + 0.27, respectively (Table 4). The results were in
an acceptable range. The prepared formulations were homogeneous in nature, clear, and
showed a high drug content of FNEG2; 93.12 + 0.45%, FNEG4; 95.36 + 0.52% and FNEG®;
94.61 £ 0.63%, respectively (Table 4).
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2.9. Skin Irritation Test
The skin irritation potential study was carried out for all prepared methotrexate-loaded
nanoemulsion gel formulations (Table 4). The formulations did not cause any symptoms
of inflammation, swelling, or any other changes on the skin. Hence, the study indicated
that the methotrexate-loaded nanoemulsion gel formulations were nonirritating and can be
used for topical applications (Figure 5).
4
- *
3.3 S
= 3
= g
B
S 2 mFNEG 4
vz
£ 12 = FNEG 6
k=
= 1
= ® Formalin (Control)
05
0

Erythema Edema

Figure 5. Skin irritation studies: erythema and edema. Data expressed as mean + SD; 1 = 3. One-way
ANOVA followed by post hoc Tukey test; * p < 0.05).

2.10. In Vitro Drug Release Study

This study was carried out to evaluate the drug release profile of prepared nanoemul-
sion gel formulations. The aliquots were analyzed by UV visible spectrophotometer at
Amax 303 nm. A Franz diffusion cell was used for evaluating the in vitro drug release
behavior of the prepared formulations. The receptor medium was filled with freshly pre-
pared phosphate buffer solution (pH 5.5) in a simulation of the skin pH. The temperature
of the receptor medium was kept at 32 £ 0.5 °C. Tuffryn membrane (diameter 2.5 mm
and pore size 0.45 um) was placed in between the donor and receptor compartment. The
methotrexate-loaded nanoemulsion gel formulations FNEG2, FNEG4, and FNEG6 were
placed in the donor compartment, and methotrexate solution was also placed in the donor
compartment and served as the control group. In the first two hours, the prepared gel for-
mulations exhibited a burst drug release. The burst release within the initial 2 h is useful, as
in the case of treating skin infections. The prepared nanoemulsion gel formulations showed
releases in descending order: FNEGS6 (89.72 £ 1.3%) > FNEG2 (85.61 + 1.4%) > FNEG4
(80.72 = 1.5%) (ANOVA, p < 0.05). The drug release is regulated by the interactions of the
drug, the surfactants, and the drug partitioning between the aqueous and oil phases. The
nanoemulsion gel formulations must attain a smaller globule size for achieving the maxi-
mum amount of drug release. The prepared nanoemulsion gel formulations showed drug
release in a regulated manner. They exhibited a reliable, effective, and simple approach for
attaining a controlled drug release (Figure 6).
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Figure 6. In vitro drug release of methotrexate-loaded nanoemulsion gel formulations. Data are
expressed as mean + SD; nn = 3. One-way ANOVA followed by post hoc Tukey test (p < 0.05), FNEG2,
FNEG4, and FNEG6 (* p < 0.05).

2.11. Drug Release Kinetics

A different kinetic model was used for investigating the release behavior of the
prepared nanoemulsion gel formulations, and the Korsmeyer-Peppas model was best fitted
to the data (Table 5). A linear equation was exhibited by the formulated gel formulations.
An anomalous, non-Fickian release mechanism was observed for the methotrexate-loaded
nanoemulsion gel formulations. The value of ‘n” obtained ranged between 0.583 and 0.732.

Table 5. Kinetic profiling of methotrexate-loaded nanoemulsion gel formulations.

Korsmeyer Model
E.Code
K + SD R? n Release Mechanism
FNEG2 1.874 + 1.039 0.963 0.732 Non Fickian Diffusion
FNEG4 1.561 + 2.861 0.921 0.646 Non Fickian Diffusion
FNEG6 2.571 4+ 0.005 0.944 0.583 Non Fickian Diffusion

2.12. In Vitro Skin Permeation of Methotrexate-loaded Nanoemulsion Gel Formulations

In vitro permeation studies were carried out for evaluating the skin permeation of
the methotrexate-loaded nanoemulsion gel formulations. The prepared nanoemulsion
gel formulations were evaluated for in vitro skin permeation using a Franz diffusion cell.
Methotrexate solution was used as a control group. The skin permeation evaluation of
the prepared nanoemulsion gel formulation is depicted in Figure 7. Permeation profiles
were used to evaluate the total amount of methotrexate that penetrated the skin after
24 h, as well as the permeation flux and enhancement ratio. After 24 h, the cumulative
quantity of methotrexate that permeated from the prepared nanoemulsion gel formula-
tions and methotrexate solution (control) was evaluated. The permeation value of FNEG6
(47.37 + 3.1 ug/cm?) was substantially greater than that which penetrated from the FNEG2
(43.21 £33 ug/ cm?) and FNEG4 (39.42 4+ 3.5 ng/ cm?) (ANOVA, p < 0.01), respectively,
whereas the methotrexate solution (control) showed the least permeation up to 4 h. Further-
more, the formulation FNEG6 (2.124 + 0.34 pg/cm?/h) showed the maximum flux value
as compared to FNEG2 (1.971 £ 0.21 pg/cm?/h) and FNEG4 (2.016 4 0.28 ug/cm?/h). The
order of improvement in skin permeation was FNEG6 > FNEG2 > FNEG4. Furthermore, the
addition of natural oils (olive oil, clove oil, and almond oil) to the formulations also effects
the permeation of methotrexate from the prepared nanoemulsion gel formulations. Among
all the formulations, FNEGS6, containing almond oil, exhibited the maximum amount of
methotrexate, since almond oil is renowned for its rich concentrations of oleic and linoleic
essential fatty acids, which help to give it unequalled penetrative and restructuring proper-
ties and result in enhanced skin penetration. The methotrexate drug belongs to BCS class
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IV drugs, and the concentration of oleic acid was found to be a good enhancer for these
drugs for transdermal application.

60 -
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*
——FNEG 6

=== Control MTX Sol:

Cumalative Drug Permeated

\
0 T T T T T T T 1

0 3 6 9 12 15 18 21 4
Time (b)

Figure 7. Ex vivo permeation of methotrexate-loaded nanoemulsion gel formulations. Data are
expressed as mean + SD; 1 = 3. One-way ANOVA followed by post hoc Tukey test (p < 0.05), FNEG 2,
FNEG 4, and FNEG 6 (* p < 0.05).

2.13. Drug Retention Analysis

The methotrexate-loaded nanoemulsion gel formulations were investigated for methotrex-
ate retention in the deeper layer of the skin. The study showed that formulation FNEG6
(23.10 £ 1.32 pug/cm?) showed an increased drug retention value as compared to FNEG2
(16.21 £ 1.54 ug/ cm?) and FNEG4 (13.29 + 1.61 ug/ cm?), whereas the methotrexate solu-
tion (control) showed the minimum amount of drug retention (3.2 4 1.21 pg/cm?) (ANOVA,
p < 0.01). The reason for this might be due to the presence of natural oils (olive oil, clove
oil, and almond oil) in the preparation of the nanoemulsion gel formulations. The study
revealed that FNEG6 showed the maximum amount of drug retention in the dermis layer of
the skin. The reason for this might be due to the presence of almond oil, which is comprised
of oleic and linoleic essential fatty acids. The almond oil alters the barrier nature of the
stratum corneum and facilitates the methotrexate (BCS class IV) drug in breeching the
stratum corneum, resulting in the maximum accumulation of drug in the deeper layer of
the skin (Figure 8).
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Figure 8. Amount of drug retained (ug/cm?) in dermal layer of skin (* p < 0.01 vs. FNEG 2, FNEG 4,
and FNEG 6).
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2.14. In Vivo Studies

In vivo studies were carried out for the prepared nanoemulsion gel formulations
(FNEG2, FNEG4, and FNEGS6). They were evaluated for a serum comparative bioavailabil-
ity study. The prepared nanoemulsion gel formulations were investigated for the various
parameters Cmax, tmax, AUC, t1/2 kel, and MRT (Table 6). They were evaluated for time
and mean plasma concentration, as shown in Table 6, and on the basis of MRT, AUCy.;, and
biological half-life values, the methotrexate-loaded nanoemulsion gel formulations were
ranked as FNEG6 > FNEG4 > FNEG2. The FNEG6 showed 9.1 £ 0.21(ng/mL) plasma
levels, as compared to FNEG4 (8.7 & 0.34 pug/mL) and FNEG2 (8.1 £ 0.13 pg/mL), respec-
tively (Table 6). The prepared nanoemulsion gel formulations are advantageous for various
skin diseases. Methotrexate, when used topically, showed the minimum drug permeation
and the maximum drug retention in the deeper layer of the skin. This accumulation of drug
in the deeper layer is beneficial in treating skin infection locally. The current study showed
low plasma residual concentrations from the prepared nanoemulsion gel formulations’
results in minimizing systemic side effects. The calculated values showed that the biological
half-life (t'/2) of the methotrexate drug in rabbits increased from 4-10 h~! and ranged
between 14.9 £ 1.98 to 15.8 £ 1.78. As a result, the drug delivered by the nanoemulsion gel
formulation will remain for a prolonged period of time.

Table 6. Pharmacokinetic parameters of methotrexate from methotrexate-loaded nanoemulsion gel
formulations upon administration to skin in rabbits up to 24 h.

Parameters FNEG2 FNEG4 FNEG6
Cmax (pug/mL) 8.1+£0.13 8.7+0.34 9.1+£0.21
Tmax (h) 12 12 12

K (h71) 0.040 £ 0.005 0.036 £ 0.003 0.031 4+ 0.002

t % 149 4+ 1.98 154 +2.14 158 £ 1.78

AUC 0-t (ung/mL.h) 159.2 + 18.2 165.5 + 19.6 173.8+ 21.7
MRT (h) 11.69 + 0.26 11.82 +0.19 12.10 4+ 0.32

Cmax, peak plasma concentration of drug; Tmax, time at which Cmax was observed; K, elimination rate constant;

t %, elimination half-life; AUC 0-t, area under the plasma concentration time curve from 0 h to time t; MRT, mean
residence time.

The methotrexate-loaded nanoemulsion gel formulations showed a lower elimina-
tion rate constant: FNEG6 (0.031 =+ 0.002 h~!) < FNEG4 (0.036 + 0.003 h~!) < FNEG2
(0.040 4 0.005 h~!) and a prolonged mean residence time: FNEG6 (9.1 &+ 0.21 h) > FNEG4
(8.7 £ 0.34 h) > FNEGS6 (8.1 £ 0.13 h), both of which support the drug’s extended activity
from the nanoemulsion gel formulations. The increased bioavailability of the medica-
tions is also shown by the increased AUC value attained with the nanoemulsion gel
formulations FNEG6 (173.8 &£ 21.7 pg/mL-h) > FNEG4 (165.5 £ 19.6 ng/mL-h) > FNEG2
(159.2 £ 18.2 pg/mL-h). The reason for this might be attributed to the hepatic first pass
effect being bypassed and stomach degradation being avoided. The study depicted that
FNEG6 showed the best in vivo results, and it can be used as a suitable candidate for
treating skin diseases topically (Figure 9).

2.15. Stability Determination

The prepared nanoemulsion gel formulations were kept for stability tests. The for-
mulation (FNEG6) was evaluated for pH, PDI, surface charge, and changes in droplet size
(Table 7). There was no change in the clarity of the nanoemulsion gel formulation, and no
phase separation was observed after 60 days of storage in the stated conditions. The stabil-
ity study depicted that the prepared nanoemulsion gel formulations were physically and
chemically stable. There was no change observed in the pH of the prepared nanoemulsion
gel formulation; however, a slight increase in the globule size was observed. This slight
increase might be due to the presence of the gelling agent (chitosan) and the increased
kinetic energy of the globules that might lead to random globule collision and aggregation.
The methotrexate-loaded nanoemulsion gels formulations passed the stability test, which
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showed that this formulation is stable at the stated temperatures and is safe to preserve for
a longer period of time.

=
*

Average Drug Retention %
O = 0 W s W N 0 0 O

FNEG 2 FNEG 4 FNEG 6

Figure 9. Methotrexate concentrations in the dermal layer of skin from methotrexate-loaded na-
noemulsion gel formulations (FNEG2, FNEG4, and FNEGS), respectively, calculated from in vivo
studies (* p < 0.001).

Table 7. Storage stability of methotrexate nanoemulsion gel formulation (FNEG6) at refrigerated and
accelerated temperatures for 60 days.

Temperature
Parameters
4+2°C 40+2°C
Particle size 24.76 +4.12 24.21 +3.98
PDI 0.29 £ 0.35 0.27 £0.19
Zeta potential (mV) —3.81 £4.21 —3.86 +3.29
pH 6.14 £+ 0.32 6.31 £0.16
Phase separation Nil Nil
Clarity Transparent and clear Transparent and clear
Drug content (%) £ SD 97.21 + 0.32 97.10 + 0.12
Color change No change No change

Data expressed as mean £ SD (n = 3).

3. Conclusions

This current study depicted that the prepared nanoemulsion gel formulations were
the most suitable candidates used topically. In topical administration therapy, the stratum
corneum is the main challenging barrier. The methotrexate-loaded nanoemulsion gel formu-
lations containing various natural oils were used as penetration enhancers. The prepared
nanoemulsion gel formulation FNEG6 showed the best physicochemical properties. The
in vitro release study of formulation FNEG6 showed the maximum controlled drug release.
The use of almond oil in the preparation of the nanoemulsion gel formulation FNEG6
helps in the penetration of the drug across the stratum corneum and in restructuring the
properties of skin, resulting in a higher penetration and the retention of methotrexate
in the deeper layer of the skin. The prepared nanoemulsion gel formulations depicted
the best optimum release, permeation, and retention results as compared to the available
oral tablets” formulations. The prepared nanoemulsion gel formulations depicted low
serum concentrations and the maximum drug retention, which is beneficial in treating skin
infections and reducing systemic toxicity.
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4. Materials and Methods
4.1. Materials

Methotrexate (Sigma-Aldrich, Inc., St. Louis, MO, USA, +1-314-771-5765) was used as
the model drug. Tween-80 and PEG 400 (Dow Chemical Company, 693 Washington St #627,
Midland, MI 48640, USA) were used in the preparation of the nanoemulsion gels. Chitosan
(MW:3000), and triethanolamine (Sigma-Aldrich, Inc., St. Louis, MO, USA, +1-314-771-5765)
were used as gelling agents in the preparation of the nanoemulsion gels. Olive oil, clove oil,
and almond oil (Marhaba Industries, Lahore, Pakistan) were used as penetration enhancers
in the nanoemulsion gels. The chemicals used in the preparation of nanoemulsion gel
formulations were of analytical grade.

4.2. Preparation of Methotrexate O/W Nanoemulsion

The high shear homogenization method was carried out for the preparation of the
methotrexate-loaded oil-in-water nanoemulsion. The formulation was comprised of two
phases, i.e., an oil phase comprised of olive 0il, clove 0il, and almond oil, and an aqueous
phase comprised of methotrexate, tween 80, PEG 400, and distilled water. The oil phase
and the aqueous phase were placed in a water bath for 30 min at 70 °C. The nanoemulsion
was prepared by subjecting the oil phase drop wise into the aqueous phase. The final
preparations were placed on a magnetic stirrer until a clear and uniform emulsion was
observed. In order to remove entrapped air bubbles, the prepared emulsion was placed in
a sonicator for 10 min. The clear emulsion was carried out to a high shear homogenization
(Daihan, Yongin, Republic of Korea) at 10,000 rpm for 15 min. The same process was carried
out for all nanoemulsion formulations (Table 8) [29].

Table 8. Composition of 0.25% w/w methotrexate nanoemulsion formulation (FNE1-FNE6).

Water Phase Qil Phase
F. Code Drug MTX Tween 80 Distilled . . . .
©) () PEG 400 (g) Water Olive Oil (g) Clove Oil(g)  Almond Oil (g)
FNE1 0.0 5 5 Q.S 75 0.0 0.0
FNE2 0.25 5 5 Q.S 75 0.0 0.0
FNE3 0.0 5 5 Q.S 0.0 7.5 0.0
FNE4 0.25 5 5 Q.S 0.0 7.5 0.0
FNE5 0.0 5 5 Q.S 0.0 0.0 75
FNE6 0.25 5 5 Q.S 0.0 0.0 75

4.3. ATR FTIR Study

The drug, polymers, and excipients were observed in an ATR-FTIR analysis. The
obtained ATR-FTIR analysis of the drug, polymers, and excipients, as well as the admixtures
(FNE1-FNES6), was evaluated for possible incompatibilities. The ingredients used in the
preparation of the formulations (FNE1-FNE6) were placed over the diamond crystal of
an FTIR machine, and the knob of the apparatus was pressed. A total scan resolution of
4000 and 600 cm ™! was used for spectrum evaluation [30].

4.4. Thermodynamic Stability Analysis of Optimized Nanoemulsion Formulations

The thermodynamic stability analysis of the methotrexate-loaded nanoemulsion for-
mulations was carried out by placing them room temperature and storing at —20 °C for
24 h. The prepared formulations returned to their original state within a time period of just
2-3 min, showing the better stability of the formulations. Triplicate readings were obtained
as mean £ SD [31]. Centrifugation of the prepared nanoemulsion formulations was carried
out at 10,000 rpm for 10 min. Phase separation and turbidity were evaluated in the prepared
nanoemulsion formulations (FNE1-FNES6) [32]. The process of a heating and cooling cycle
was also carried out for the prepared nanoemulsion formulations. For determination of the
cooling stability of the formulations, the refrigerator was set at a temperature of 4 °C, and
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for the heating cycle, the temperature was set at 45 °C [33]. The thermodynamic stability
study was conducted for 48 h, and results were obtained as mean + SD.

4.5. Characterization of Prepared Methotrexate Nanoemulsion Formulations
4.5.1. Size, Polydispersity Index, and Zeta Potential

The particle size and particle size distribution of the prepared nanoemulsion formula-
tions were evaluated using a zeta sizer Nano ZS 90 (Malvern Instruments; Worcestershire,
UK). Uniform dispersion was obtained by mixing 10 uL of the prepared nanoemulsion
formulation and deionized water to make the final volume of 5 mL. Triplicate readings for
the diluted formulations were obtained at a temperature of 25 £ 0.1 °C [34].

4.5.2. Physicochemical Assessment of Nanoemulsion Preparations

A calibrated pH meter (InoLab®, Bremen, Germany) was used for the determination
of the pH values of the prepared nanoemulsion formulations. The results were obtained as
mean =+ SD [35]. A UV visible spectrophotometer (UV- 1601, SHIMADZU, Kyoto, Japan)
was used for evaluating the drug content of the prepared nanoemulsion formulations
(FNE1-FNES6). An aliquot of 2 mL was obtained from the formulations and was poured
into an eppendorf tube. The eppendorf tube was kept for centrifugation at 10,000 rpm
for 10 min. After proper centrifugation, the collected supernatant was obtained and
diluted with phosphate buffer solution (pH 7.4). The collected sample was placed over a
magnetic stirrer for 10 min. A UV visible spectrophotometer was used for evaluation of the
collected samples at Amax of 303 nm. One mL of methanol and sediment was incorporated
to extract the entrapped methotrexate in the prepared nanoemulsion formulations, and
phosphate buffer (pH 7.4) was used for dilution of the obtained aliquots. A UV visible
spectrophotometer was used for the evaluation of absorbance at Apax of 303 nm. The
supernatant and sediment drug loading were used for evaluation of the drug content [36].

Drug content for the prepared formulations was evaluated using the following equation:

Drug Content = Drug in supernatant + Drug in sediment (1)

4.5.3. Entrapment Efficiency (EE)

Centrifugation was carried out for the prepared nanoemulsion formulations (FNE1-
FNES6). The temperature was set at 20 °C to obtain separation between the nanoemulsion
formulations. A UV visible spectrophotometer was used for evaluation of the separated
filtrate at Amax 303 nm. Phosphate buffer (pH 7.4) was used for the construction of the
standard curve of methotrexate. The results were collected as mean + SD. The blank
nanoemulsion formulations were used as control formulations. The amount of the drug
(methotrexate) initially added to the nanoemulsion formulations was subtracted from the
free drug (methotrexate) in the filtrate.

The following equation was used for the evaluation of entrapment efficiency [37]:

Drug EE = [(Added Drug — Free Drug)/(Drug added)] x 100 2)

4.5.4. Nanoemulsion Transmission Electron Microscopy

TEM (TECNAI G? (200 kV) HR-TEM from the FEI company, Hillsboro, Oregon,
United States) was carried out for investigating the structure of the nanoemulsion formula-
tions. The prepared nanoemulsion formulations were centrifuged at 12,000 rpm for 5 min,
and the aqueous phase was separated. The sediments were mixed with a few drops of
osmium tetra oxide (OTO) and fixed at 8 °C for 2 h. An amount of 0.1 M phosphate buffer
was used for a washing medium. Acetone was added for dehydration of the samples. The
collected sample was kept over carbon film (400 mesh), and images were magnified at
2500% at an accelerated voltage of 8.0 KV [38].
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4.6. Preparation of Methotrexate Nanoemulsion Gel

Water-soluble chitosan (MW: 3000) was used for the preparation of the nanoemulsion
gel formulations. One percent (w/w) chitosan gel solution was used to convert the na-
noemulsion formulations to nanoemulsion gel formulations. The chitosan gel was prepared
by dispersing 1 g of chitosan into 100 mL distal water containing 1% acetic acid. The
prepared gel was kept overnight before incorporating into the nanoemulsion formula-
tions. A few drops of triethanolamine were also added to the dispersion to produce the
nanoemulsion gel formulations and to neutralize the pH of the prepared nanoemulsion
gel formulations [39]. The formulations were placed in a sonicator for the removal of
entrapped air. Table 9 demonstrates the compositions of the MTX-loaded nanoemulsion
gel formulations.

Table 9. Preparation of methotrexate-loaded nanoemulsion gel formulations (w/w, %).

E. Code Prepared M.T X Chitosan Triethanolamine Distilled Water
Nanoemulsion

FNEG2 50 1 1 48

FNEG4 50 1 1 48

FNEG6 50 1 1 48

4.7. Characterization of Nanoemulsion Gel Formulations
4.7.1. Organoleptic Appearance and Homogeneity

The clarity, appearance, and homogeneity of the methotrexate-loaded nanoemulsion
gel formulations were evaluated visually. A small quantity of the nanoemulsion gel formu-
lations was taken in between the thumb and index finger for evaluating homogeneity [23].

4.7.2. pH and Rheological Study

The pH of the prepared formulations was evaluated using a calibrated pH meter
(InoLab®, Bremen, Germany). The pH meter was calibrated using standard buffer solution,
and 1 g of the prepared gel formulations was incorporated into 25 mL of distilled water [40].
A Brookfield viscometer was used for the evaluation of the rheological characteristics of
the prepared gel formulations. A spindle no. 64 was used for evaluating the viscosity of
the prepared nanoemulsion gel formulations [41].

4.7.3. Spreadability

A drag and slip apparatus was used for evaluation of the spreadability of the prepared
nanoemulsion gel formulations. This apparatus was made of wood containing a pulley. It
was comprised of two glass slides: one glass was fixed, and the other glass was allowed to
move. A weighted amount (2 g) of the prepared nanoemulsion gel formulation was placed
in between the glass slides, and a measured amount of weight (50 g) was placed on the
upper glass slide. The time for the upper glass to cover a distance of 8 cm was noted [42].
Triplicate results were observed as mean + SD.

The prepared nanoemulsion formulations were evaluated for spreadability using the
following equation:

S=MxL/T (©)]

where S represents the spreadability of the nanoemulsion gel formulation, M represents the
weight of the upper glass slide, L represents the glass slide’s length, and T represents the
total time required to reach a distance of 8 cm.

4.7 4. Extrudability

Aluminum collapsible tubes were used for evaluating the extrudability of the prepared
nanoemulsion formulations. The aluminum collapsible tubes were filled with 20 g of the
prepared gel formulation. The caps of the tubes were removed, and the tubes were gently
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pressed. The prepared gel formulations were squeezed out of the tubes until the pressure
dissipated. Triplicate results were observed as mean + SD [43].

The extrudability of the prepared nanoemulsion formulations was evaluated using
the following formula:

Extrudability = Weight applied to extrude gel/Area (cm?) 4)

4.7.5. Drug Content

The drug content was evaluated by placing 1 g of the prepared nanoemulsion gel
formulation into 100 mL of phosphate buffer solution. A UV visible spectrophotometer
(UV- 1601, SHIMADZU, Kyoto, Japan) was used for evaluating the drug content of the
prepared nanoemulsion gel formulations at a wavelength of 303 nm [44].

4.8. Skin Irritation Test

This test was performed for all the prepared nanoemulsion gel formulations. The
NOC was approved by the Gomal Centre of Pharmaceutical Science, Faculty of Pharmacy,
Gomal University, Dera Ismail Khan, KP, Pakistan. Male healthy albino rabbits weighing
2-2.5 kg were used in this study. The rabbits were provided with the standard recom-
mended food [45]. They were kept at room temperature (25 =+ 2 °C). Relative humidity
was controlled at 50 £ 10%. The rabbits were divided into 3 groups. Group 1 was left
untreated and served as the control group. Group 2 rabbits were treated with the prepared
nanoemulsion gel formulations, and group 3 rabbits were treated with a standard irritant
formalin. The skin irritation score was performed visually. Skin irritation was evaluated as
follows: “0” represents no skin irritation, “1” represents slight skin irritation, “2” represents
well-defined skin irritation, “3” represents moderate skin irritation, and “4” represents scar
formations [46].

4.9. In Vitro Release and Kinteic Profiling

The in vitro release behavior of the prepared nanoemulsion gel formulations was
evaluated using a Franz diffusion cell apparatus (Perme-Gear, Hellertown, PA, USA). The
partitioning of the donor and receptor compartment was carried out using a Tuffryn mem-
brane (artificial membrane) with a pore size 0.45 um. Fresh phosphate buffer (pH 5.5)
was used in the receptor compartment as a simulation of skin pH. The temperature was
maintained at 32 & 2 °C as a simulation to skin temperature. From the receptor compart-
ment, 1 mL sample was collected, and 1 mL fresh buffer solution (pH 5.5) was added to
the receptor compartment in order to maintain a sink condition. The collected samples
were analyzed at Apmax 303 using a UV visible spectrophotometer. Triplicate results were
observed as mean + SD.

The data obtained from the in vitro release study were fitted in a power law equation:

Mt/Moo = k t° 5)

where Mt/Moco represents the release of the drug, k represents the power constant, and n
represents the exponent of diffusion. The n value showed drug transport behavior [31].

4.10. Ex Vivo Permeation

This study was performed in the Advance Drug Delivery Lab (ADDL), Gomal Centre
of Pharmaceutical Science (GCPS), Faculty of Pharmacy, Gomal University, Dera Ismail
Khan, KP, Pakistan. Male healthy albino rabbits of 2-2.5 kg weight were used in this
study. The rabbits were fed with the standard recommended food [24] and kept at room
temperature (25 £ 2 °C). Relative humidity was controlled at 50 + 10%. An overdose of
a ketamine and xylazine injection was used to sacrifice rabbits, and then the skin of the
rabbits was surgically excised. The adhered fats from the skin were removed by placing the
skin in warm water for 10 to 15 s. The excised skin was cleaned with 0.9% sodium chloride
solution and placed at —20 £ 1 °C until further use [24].
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A Franz diffusion cell apparatus was used for investigating the ex vivo permeation
behavior of the methotrexate from the prepared nanoemulsion gel formulations. Fresh
phosphate buffer (pH 7.4) was used in the receptor compartment that was simulated to
blood pH. The temperature of the compartments was maintained at 37 + 1 °C, in a simu-
lation of body temperature. Magnetic stirrer beads were rotated over fixed 100 rpm. The
methotrexate-loaded nanoemulsion gel formulation (500 mg) was placed in the donor com-
partment, and excised skin was placed in between the donor and the receptor compartment.
An aliquot of 2ml was obtained from the receptor compartment, and freshly prepared buffer
solution (pH 7.4) was replaced in the receptor compartment to maintain the sink condition.
After pre-determined time intervals, the collected aliquots were sprectrophotometrically
evaluated using a UV visible spectrophotometer at a 303 nm wavelength [47].

4.11. Skin Drug Retention Analysis

After the completion of the ex vivo permeation study, the prepared nanoemulsion
gel formulations were observed for skin drug retention analysis. The skin was removed
carefully from Franz diffusion cells. The skin was cleaned with phosphate buffer solution,
dried, and cut into small pieces. It was kept in phosphate buffer solution (pH 7.4) and
stirred for 24 h. Methanol was added for the extraction of the retained skin drug. The
samples were centrifuged at 10,000 rpm for 10 min. The collected aliquots were evalu-
ated spectrophotometrically at Amax 303 nm. The results were obtained in triplicate as
mean + SD [48].

4.12. In Vivo Studies

For in vivo study, proper approval was given from GCPS, Faculty of Pharmacy, Gomal
University, Dera Ismail Khan, KP, Pakistan. Male healthy rabbits weighing 2-2.5 kg were
used for the in vivo studies. The rabbits selected for the in vivo study were given the
standard food and were maintained at room temperature with relative humidity [31].
An injected solution of ketamine and xylazine was used as anesthesia. After proper
anesthetization, the backs of the rabbits were shaved with the help of an electric trimmer.
The rabbis were categorized into three various groups. Each group consisted of 3 rabbits.
The prepared methotrexate-loaded nanoemulsion gel formulation (FNEG 2) was applied to
Group A; the formulation (FNEG 4) was applied to group B; and the formulation (FNEG 6)
was applied to Group C, respectively. From all the rabbits, a 0.5 mL blood sample was
collected. Methanol was added to the blood samples, and centrifugation was carried out
at 10,000 rpm for 5 min. The HPLC method was employed for evaluating drug plasma
content. The supernatant was filtered and dissolved in 0.5 mL the HPLC mobile phase pH
6 (0.2 M Nap,HPO,4 and 0.2 M citric acid; 2:1) and acetonitrile in 90:10 v/v. The rabbits were
sacrificed by injecting them with an overdose of ketamine and xylazine (i.m). The obtained
skin was cleaned and washed with 0.9% sodium chloride solution. The obtained skin was
cut into small pieces. The skin was further placed in distilled water for 24 h. The obtained
filtrate was analyzed for residual drug concentrations using HPLC [49].

4.13. Stability Studies

The prepared nanoemulsion formulations were subjected for stability tests at various
conditions. The stability studies were carried out for a time period of 60 days. The
formulations were placed in a glass container in the refrigerator at 4 &+ 1 °C and at an
accelerated temperature 40 £ 2 °C. After pre-determined time intervals on day 0, 7, 14,
28, and 60, the formulations were evaluated for physical changes, clarity, color, phase
separation, particle size, pH, zeta potential, drug content, and poly-dispersity [50].

4.14. Statistical Analysis

Statistical analysis was carried out using a student’s t-test or ANOVA. A p-value < 0.05
was considered significant, and all the tests were evaluated in triplicate and interpreted
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as mean & SD, (n = 3). SPSS software version-18 was used for analyzing statistical data
(SPSS Inc., Chicago, IL, USA).
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