
biomolecules

Article

Co-Delivery of Imiquimod and Curcumin by
Nanoemugel for Improved Topical Delivery and
Reduced Psoriasis-Like Skin Lesions

Mohammed S. Algahtani 1 , Mohammad Zaki Ahmad 1 , Ihab Hamed Nourein 2

and Javed Ahmad 1,*
1 Department of Pharmaceutics, College of Pharmacy, Najran University, Najran 11001, Saudi Arabia;

msalqahtane@nu.edu.sa (M.S.A.); zaki.manipal@gmail.com (M.Z.A.)
2 Department of Clinical Laboratory (Histopathology and Cytology), College of Applied Medical Sciences,

Najran University, Najran 11001, Saudi Arabia; ihab213@gmail.com
* Correspondence: jaahmed@nu.edu.sa or jahmad18@gmail.com; Tel.: +966-17542-8744

Received: 13 May 2020; Accepted: 25 June 2020; Published: 27 June 2020
����������
�������

Abstract: The current investigation aimed to improve the topical efficacy of imiquimod in combination
with curcumin using the nanoemulsion-based delivery system through a combinatorial approach.
Co-delivery of curcumin acts as an adjuvant therapeutic and to minimize the adverse skin reactions
that are frequently associated with the topical therapy of imiquimod for the treatment of cutaneous
infections and basal cell carcinomas. The low-energy emulsification method was used for the
nano-encapsulation of imiquimod and curcumin in the nanodroplet oil phase, which was stabilized
using Tween 20 in an aqueous dispersion system. The weak base property of imiquimod helped to
increase its solubility in oleic acid compared with ethyl oleate, which indicates that fatty acids should
be preferred as the oil phase for the design of imiquimod-loaded topical nanoemulsion compared
with fatty acid esters. The phase diagram method was used to optimize the percentage composition of
the nanoemulsion formulation. The mean droplet size of the optimized nanoemulsion was 76.93 nm,
with a polydispersity index (PdI) value of 0.121 and zeta potential value of −20.5 mV. The optimized
imiquimod-loaded nanoemulsion was uniformly dispersed in carbopol 934 hydrogel to develop into
a nanoemulgel delivery system. The imiquimod nanoemulgel exhibited significant improvement
(p < 0.05) in skin permeability and deposition profile after topical application. The in vivo effectiveness
of the combination of imiquimod and curcumin nanoemulgel was compared to the imiquimod
nanoemulgel and imiquimod gel formulation through topical application for ten days in BALB/c
mice. The combination of curcumin with imiquimod in the nanoemulgel system prevented the
appearance of psoriasis-like symptoms compared with the imiquimod nanoemulgel and imiquimod
gel formulation entirely. Further, the imiquimod nanoemulgel as a mono-preparation slowed and
reduced the psoriasis-like skin reaction when compared with the conventional imiquimod gel, and that
was contributed to by the control release property of the nano-encapsulation approach.

Keywords: nanoemulsion; combinatorial; nanoemulgel; skin permeability; psoriasis-like symptom

1. Introduction

Imiquimod (IMQ) is a topical immunomodulator that aids in the treatment of superficial basal
cell carcinoma, genital warts, and actinic keratosis [1,2]. Indeed, its topical delivery is challenging for
formulation scientists due to the poor solubility of IMQ in most pharmaceutical solvents and low skin
penetration properties [2]. Despite the efficacy of IMQ, skin reaction and irritation is the commonly
reported adverse effect by 75% of patients with topically applied IMQ, resulting in interruptions
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during treatment [3]. Similarly, patients treated with IMQ can also have mild to severe skin reactions,
including pruritus, swelling, vesicles, erosions, erythema, exudation, and crusting [4,5].

Curcumin (CUR) is a polyphenolic compound of natural origin obtained from the rhizome of Curcuma
longa. It is widely reported for various therapeutic activities such as anti-inflammatory and anti-cancer
activity [6]. CUR modulates the cancer signaling pathway in different malignancies, including melanoma
cancer [7]. Besides, CUR increases the efficacy and reduces the adverse effects of various anti-cancer
therapeutics when used as an adjuvant/adjunct drug for the combinatorial delivery approach [7,8].

Currently, nanotechnology-mediated drug delivery is a leading approach to achieve controlled
drug release, co-delivery of primary and adjuvant therapeutics, protecting/minimizing the
drug-associated adverse events, and improving the overall drug biopharmaceutical performance [9,10].
For the topical route of administration, the nanocarrier-mediated delivery has a role in reducing the
skin irritation associated with the immediate release of some active pharmaceutical ingredients (APIs)
by controlling the rate of release [11,12] and enhancing the drug’s skin permeation [13] which results
in a more effective treatment outcome and less adverse effects.

Nanoemulsion (NE) as a drug delivery vehicle is a widely explored method to enhance the
biopharmaceutical performance of poorly soluble therapeutics for topical application. It is easy to process
and manufacture, with competitive stability thus generating further interest in the development of NE-based
topical formulations. NE consists of colloidal oil droplets, ranging in size between 20 and 200 nm, dispersed
in an immiscible aqueous medium [14]. Due to the low viscosity of NE, the direct topical application is
inconvenient for the patients; therefore, the incorporation of NE into a hydrogel system is favorable.

The encapsulation of IMQ within an NE system will allow a deeper skin permeation and protects
the skin from the direct contact of IMQ. Moreover, the incorporation of IMQ-loaded NE into hydrogel
systems (as a secondary vehicle) will result in the precise control of IMQ released from the NE system
and minimizes the IMQ-associated skin reactions [11].

This work aims to improve the topical delivery of IMQ and to reduce the associated adverse effect.
The IMQ-NE formulation was optimized to improve the topical delivery of IMQ. Further, CUR-NE was
added to the formulation in order to reduce the IMQ-associated skin reaction side effect. Both formulations
were incorporated in a hydrogel system to formulate a nanoemulgel (NEG) (schematic presentation of
the experimental methodology illustrated in Figure 1). This hydrogel system will hydrate the skin and
enhance the performance of the NE-mediated delivery of encapsulated therapeutics.
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2. Materials and Methods

2.1. Materials

IMQ (>98.0%) was purchased from Tokyo Chemical Industry, Japan. Oleic acid was purchased
from Loba Chem (Mumbai, India). Curcumin (>97.0%), cremophor EL, IPA (isopropyl alcohol),
and ethanol were purchased from Sigma Aldrich (Germany). Transcutol HP (diethylene glycol
monoethyl ether) was purchased from Gattefose (France). Captex®355 and capmul® MCM were
provided by Abitec Corporation (USA). Tween 80 (polyoxyethylene sorbitan monooleate), Tween
20 (polyoxyethylene sorbitan monolaurate), PG (propylene glycol), and PEG (polyethylene glycol)
400 were purchased from Merck (Schuchardh, Hokenbrunn, Germany). Water was obtained from a
Milli-Q-water purification system (Millipore, Billerica, MA, USA). All the other chemicals were of
analytical grade.

2.2. Formulation Design, Optimization and Characterization of Imiquimod Nanoemulsion

2.2.1. Solubility and Phase Behavior Study

In specific oils, surfactants, and co-surfactants, the solubility of IMQ was determined by the
addition of an excess of the drug to specified components (2 mL) in stopper vials separately and then
mixing with a vortex mixer. The samples were equilibrated in an isothermal water shaker (25 ± 0.5 ◦C)
for 48 h [15]. The equilibrated samples were centrifuged (3000 rpm for 15 min) and the supernatant
filtered using a membrane filter (0.45 µm membrane). The filtered samples were analyzed using a
UV–visible spectrophotometer at 226 nm.

The phase behavior study was carried out by the construction of phase diagrams [16]. For the
construction of phase diagrams, oil and a specific Smix ratio (1:1, 2:1, and 1:2) were uniformly mixed in
different ratios (such as 1:9, 2:8, and 3:7) to precisely outline the boundaries of the different phases
formed in the phase behavior study by addition of an aqueous phase. The clear, easily flowable,
and transparent formulation is visually observed during the phase behavior study and was designated
as the region of the NE phase in the phase diagram.

2.2.2. Thermodynamic Stability

The NE formulations selected from the phase diagram study were centrifuged at 3000 rpm for
30 min. Those formulations that did not show any phase separation were taken for a heating and
cooling cycle. Samples were subjected to three cycles between the temperatures of 4 and 45 ◦C for
48 h to induce stress conditions. Then, the stable formulations were subjected to freeze–thaw cycles.
Three freeze–thaw cycles between -21 and +25 ◦C were carried out to induce stress conditions [17]. The
thermodynamically stable NE formulations were selected for further characterization. The composition
of the formulations is shown in Table 1.

Table 1. Composition and characterization of different imiquimod nanoemulsions (IMQ-NE).

Formu-
Lation %Oil

%Smix
%Water %T η (cp) %Drug

Content

Mean
Droplet

Size (nm)
PDI ζ (mv)Tween

20 (%)
Trans-Cutol

HP (%)

NE1 15.0 18.33 36.67 30.0 93.18 ± 0.217 55.26 ± 0.81 99.73 ± 0.09 197.1 0.249 −10.9

NE2 10.0 20.0 40.0 30.0 98.51 ± 0.180 63.82 ± 0.62 99.30 ± 0.22 147.7 0.245 −35.8

NE3 15.0 36.67 18.33 30.0 91.07 ± 0.698 60.25 ± 0.64 99.83 ± 0.07 122.5 0.242 −26.2

NE4 10.0 40.0 20.0 30.0 98.88 ± 0.036 62.98 ± 0.65 99.24 ± 0.13 76.93 0.121 −20.5

2.2.3. Percentage Transmittance (%T)

The sample was diluted with distilled water (1:100) and mixed for one minute before analysis.
The %T was determined using a UV-spectrophotometer at a wavelength of 638.2 nm [14].
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2.2.4. Viscosity

The viscosity of the selected IMQ-NE was determined using a Bohlin rotational viscometer
(Bohlin Visco 88, Malvern Instruments Ltd., UK). The viscosity of the selected samples was calculated
without dilution at room temperature.

2.2.5. Drug Content Analysis

IMQ-NE formulations were diluted in methanol (100 µL of sample dilutes 1000-fold). The IMQ
content was quantified using a UV–visible spectrophotometer at 226 nm.

2.2.6. Analysis of Droplet Size Distribution and Zeta Potential

The droplet size and the zeta potential of IMQ-NE were determined by the dynamic light scattering
(DLS) technique using a Zetasizer (Nano ZS90, Malvern Instruments, UK). The samples were diluted
with distilled water (1:100) and mixed for one minute before analysis.

2.3. Preparation and Characterization of Curcumin Nanoemulsion

An accurately weighed quantity of CUR was completely dissolved with the help of vortex mixing
in a homogeneous phase of oil and Smix. After that, the aqueous phase was added and subjected to
vortex mixing for a few minutes to obtain a clear, transparent, stable, isotropic system in the form
of NE similar to the preparation of IMQ-NE described in Section 2.2. The curcumin nanoemulsion
(CUR-NE) was characterized for thermodynamic stability, %T, viscosity, drug content analysis, droplet
size distribution, and zeta potential, similar to the characterization of IMQ-NE described in Section 2.2.

2.4. In Vitro Drug Release Study

The in vitro release study of IMQ from the selected IMQ-NE formulation and IMQ aqueous
suspension were carried out (n = 3) using a dialysis tube (Spectra®dialysis tubing, USA) with a
molecular weight cut-off of 12-14 kD [18]. The dialysis tube was kept in diffusion media (500 mL of
phosphate buffer saline pH 7.4) containing 1% w/v albumin and 5% methyl alcohol as a co-solubilizer
to maintain sink conditions overnight to saturate the condition. The condition was controlled under
constant stirring at 37 ◦C. A 5 mL sample was collected at specified time intervals: 0, 0.25, 0.5, 1, 2, 4,
6, 8, 10, 12, and 24 h. Each sample was replaced by a fresh medium to maintain the sink conditions.
The concentration of IMQ in each sample was determined using a UV–visible spectrophotometer.
Furthermore, the release study of the combination of IMQ-NE and CUR-NE (mixed in a 1:1 ratio) was
also performed similarly.

2.5. Preparation and Characterization of Combination Nanoemulgel

IMQ containing NEG (IMQ-NEG) and IMQ, along with CUR as a combination NEG
(IMQ-CUR-NEG), were prepared. First, Carbopol® 934 (0.5% w/v) was dispersed into a small
portion of water with uniform homogenization. Then, For IMQ-NEG, IMQ-NE was incorporated into
the Carbopol 934 to give a final concentration of 0.5% IMQ in the gel. For IMQ-CUR-NEG, a mixture of
IMQ-NE and CUR-NE was added to dispersed Carbopol® 934 in a 1:1 ratio to give a final concentration
of 0.5% of IMQ and CUR in the gel.

The formulations were neutralized by adding 2–3 drops of triethanolamine, and the final pH was
adjusted to 5.5. Glycerol was added as a plasticizer in the hydrogel. It was kept overnight to remove
entrapped air and allow cross-linking of the polymer to convert it into a gel.

The IMQ-NEG and IMQ-CUR-NEG were characterized regarding their rheology, spreadability,
extrudability, content uniformity, and droplet size distribution as well as zeta potential.
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2.5.1. Rheology

The rheological properties of IMQ-NEG were studied using a rotational parallel plate viscometer
(Bohlin Visco 88, Malvern Instruments Ltd, UK) at 25 ± 0.5 ◦C. The shear-stress profile (15-200 to 200-15
Pa in 60 steps with 10 s equilibration time at each point) and the thixotropic behavior of IMQ-NEG
were determined [14]. The BohlinR6.51.03 software was used for the calculation.

2.5.2. Spreadability and Extrudability

The spreadability of the developed IMQ-NEG formulation was evaluated according to a reported
method with slight modifications [19]. The sample (500 mg of IMQ-NEG) was kept at the centre on an
acrylic plate, and another plate was put concentrically above it. The spreading diameter of IMQ-NEG
was measured. Further, weight was added gradually to the upper plate with a time interval of 60 s.
The spreadability factor (SF) was calculated by dividing the value of the maximum spread area by the
total weight added. Similarly, the extrudability of IMQ-NEG was evaluated using a method previously
described by Ahmad et al. 2019 [14]. An inflatable tube containing the sample (20 g IMQ-NEG)
was clamp at the crimped end to prevent any rollback of the sample. The IMQ-NEG was extruded
after the removal of the cap. To evaluate the extrudability characteristics of the prepared IMQ-NEG
formulations, we observed the force required to extrude a specified amount of gel in a definite time.

2.5.3. Drug Content Uniformity

To ensure the homogeneity of IMQ in the developed NEG formulation, an accurately weighed
quantity of the formulation (0.5 g) was taken from three different locations of IMQ-NEG. Each portion
of the sample was extracted with 1% albumin in methanol (10 mL) for 30 min. The extracted sample was
centrifuged (3000 rpm for 15 min) and the supernatant filtered for the content analysis of IMQ using a
UV–visible spectrophotometer. The analysis in terms of the average content and drug percentage was
carried out in triplicate [14].

2.5.4. pH Determination

The pH of IMQ-NEG was determined using a digital pH meter (Ezodo, PP201, Taiwan). For this,
IMQ-NEG (2.0 g) was dissolved in 25 mL of double-distilled water. The pH electrode was then dipped
into the dissolved NEG solution, and the constant reading was noted in triplicate.

2.6. Ex Vivo Skin Permeation and Deposition Study

2.6.1. Preparation of Rat Skin

Abdominal skin in full-thickness was obtained from male albino rats (weight 200–250 g). Skin
hair was carefully removed using an electric razor. The subcutaneous tissue was surgically removed,
and isopropyl alcohol was used to clean away adhered fat at the dermis side. Then, distilled water was
used to clean the skin and visually inspected for integrity and stored in a deep freezer until use [20,21].

2.6.2. Drug Permeation and Deposition in the Skin

Ex vivo skin permeation and deposition of IMQ from IMQ-NEG as well as IMQ and CUR from the
combination gel (IMQ-CUR-NEG) were studied using albino rat abdominal skin mounted in a Franz
diffusion cell. The diffusion area was 1.13 cm2, and the capacity of the receiver cell was 10 mL [22].

The receptor compartment was filled with phosphate buffer (pH 5.5) containing 1% w/v albumin
and 5% methyl alcohol as co-solubilizers. Water circulation in the external jacket of the diffusion cell
was used to maintain the temperature at 37±0.5ºC. The excised albino abdomen rat skin was mounted
between the donor and the receptor compartment and equilibrated at 37 ± 0.5 ◦C for a sufficient period
with constant stirring using a magnetic stirrer.
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The IMQ-CUR gel was prepared as a control sample where IMQ and CUR were dissolved in PG
and dispersed in carbopol gel (0.5% w/v). IMQ-CUR gel and IMQ-CUR-NEG were used to compare
the skin permeation and the deposition of IMQ and CUR from the IMQ-CUR-NEG formulation.

IMQ-CUR-NEG (2 g), IMQ-CUR gel (2 g), and IMQ-NEG (1 g) were introduced into the donor
compartment. In a series of time intervals (0, 1, 2, 3, 4, 6, 8, 10, 12, and 24 h), aliquots of 1 mL from each
receptor compartment were withdrawn and replaced with 1 mL of the receptor media [20]. The samples
were filtered and analyzed using a UV–visible spectrophotometer. The permeability coefficient (Kp),
flux (Jss), and enhancement ratio of drug penetration were calculated using a method described by
Alvarado et al. [23]. The intercepts of the steady state of the cumulative amount of drug permeated vs.
time plot on the x-axis corresponds to the lag time.

The amount of the drugs deposited on the skin layer was determined using the tape stripping
technique [24]. Excess drug on the skin surface was washed with PBS at the end of 24 h. Then, 19 mm
ScotchTM tape (3M, USA) was used for the tape stripping study. The first strips were discarded as
they may have contained the drug remaining on the skin surface after the washing step. The stratum
corneum was completely removed by stripping with tape for 15 times on the exposed skin surface. The
stripped tapes and the remaining skin samples were soaked in PBS pH 5.5 containing 1% w/v albumin
and 5% methanol overnight, followed by sonication for 60 min to extract the drugs. The extracted
samples were analyzed using a UV–visible spectrophotometer. The IMQ-CUR-NEG and IMQ-NEG
skin deposition parameters were compared with the IMQ-CUR gel in order to elucidate the effect of
the nanoemulsion on the penetration of IMQ and CUR into the skin.

2.7. In Vivo Study

2.7.1. Animals

The animal protocol to carry out the in vivo study was approved by the local institutional animal
ethical committee (Najran University, KSA; Ref. no: 23-8-1-19) and followed their guidelines to perform
the studies. Male BALB/c mice (6–8 weeks old, weighing 20–30 g) were used for the in vivo investigation
and kept under standard laboratory conditions. The animals were retained in polypropylene cages,
with free access to standard laboratory diet and water ad libitum.

2.7.2. Assessment of Psoriasis-Like Symptoms

Animals were divided into three groups, with four mice in each group (n = 4). Group I was treated
with IMQ gel, group II was treated with IMQ-NEG, and group III was treated with IMQ-CUR-NEG.
All the study groups (Group I, II, and III) received the therapy for 10 consecutive days. The 0.5% w/w
IMQ-gel, 0.5% w/w IMQ-NEG, and 0.5% w/w IMQ-CUR-NEG were applied at the amount of 250 mg
on the dorsal region of the shaven skin of the area of 6.0 cm2 of BALB/C mice with an application
frequency of two times a day.

2.7.3. Histopathology

The study was performed to determine the pathological changes after 10 days of skin application
of IMQ gel, IMQ-NEG, and IMQ-CUR-NEG. On day 11, the animals were culled, and skin samples
(treated area) were collected and fixed in 10% formalin. Later, the collected skin samples were
embedded in paraffin, and a microtome was used to prepare tissue sections. Besides, the tissues were
stained with hematoxylin and eosin, and the histopathological changes induced in formulation-treated
skin were observed under an inverted microscope (at 10×magnification).

2.8. Statistical Analysis

Values are expressed as mean ± SD. The data were analyzed using one-way ANOVA followed by
the Tukey post hoc test, with values p < 0.05 considered significant.
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3. Results and Discussion

3.1. Preparation and Characterization of IMQ-NE and CUR-NE

3.1.1. Solubility Study of IMQ-NE

The solubility studies of IMQ in different components of NE (oil, surfactant, co-surfactant) were
carried out at room temperature. The solubility of IMQ among the tested oil systems was found to be
maximum in oleic acid (111.3 ± 0.60 mg/g), followed by ethyl oleate (2.9 ± 0.2 mg/g), capmul® MCM
(1.02 ± 0.01 mg/g), and captex®355 (0.8 ± 0.01 mg/g) (Figure 2). The weak base property of IMQ helped
to increase its solubility in oleic acid oil and convert IMQ into the corresponding salt form [25,26].
Oleic acid is a monounsaturated omega-9 fatty acid with a long chain of 17-carbon atoms and terminal
carboxyl group. It is commonly found in various plant and animal products.Biomolecules 2020, 10, x FOR PEER REVIEW 8 of 19 
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Figure 2. Imiquimod solubility in different oils, surfactants, and co-surfactants (n = 3). Solubility
of imiquimod in oleic acid is significantly (p < 0.05) high compared with other oils, surfactants,
and co-surfactants.

Cremophor EL, Tween 20, Tween 80, PEG 400, PG, Transcutol HP, isopropyl alcohol, and ethanol
were tested as surfactant and co-surfactant phases to formulate IMQ-NE. IMQ exhibited moderate
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solubility in the surfactant and the co-surfactant phases. The best solubility of IMQ in the tested
surfactants and co-surfactants was in isopropyl alcohol (16.8 ± 0.23 mg/g), followed by PEG 400
(7.23 ± 0.05 mg/g), Cremophor EL (4.52 ± 0.03 mg/g), and Tween 20 (1.87 ± 0.01 mg/g). It exhibited
very low solubility in PG (0.73±0.02 mg/g), Tween 80 (0.65 ± 0.025 mg/g), and ethanol (0.23 ± 0.0 mg/g).

3.1.2. Optimization of IMQ-NE Exploiting Phase Behavior Study

The emulsification efficiency was assessed for the surfactants and co-surfactants with oleic acid as
the oil phase, which provided the maximum drug solubility. Cremophor EL and Tween 20 exhibited
significant emulsification efficiency (%T with 51.97 ± 0.44% and 57.29 ± 0.35%, respectively) for the oil
phase. However, Cremophor EL in combination with oleic formed a thicker-phase NE compared with
Tween 20. Therefore, Cremophor EL was excluded from the study.

Co-surfactants were needed in the formulation development of NE to improve the emulsification
efficiency of the surfactant and quickly yield NE by the low-energy emulsification method [23].
Different co-surfactants were mixed with Tween 20 to form the Smix phase. The addition of Transcutol
HP to Tween 20 exhibited greater emulsification efficiency (%T with 46.88 ± 0.41) for oleic acid when
compared with the other co-surfactants such as ethanol (39.88±0.18), IPA (39.01 ± 0.27), PG (38.96 ± 0.8),
and PEG 400 (37.77 ± 0.39). Therefore, Transcutol HP was chosen as the co-surfactant and was added
with the surfactant (Tween 20) in different ratios (1:1, 2:1, and 1:2), and aqueous titration was carried out
to determine the nano-emulsification region in the phase diagrams (Figure 3). Finally, the concentration
of oleic acid, Tween 20, and Transcutol HP were optimized from the phase diagram through a phase
behavior study based on the efficiency of the oil and Smix phases to incorporate the maximum quantity
of water to form a stable NE (Figure 3).
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The specific concentrations of the oil and Smix phases (as shown in Table 1) were uniformly mixed
to get a homogenous phase by vortex mixing. Accurate weight of IMQ was dissolved with the help
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of vortex mixing in the homogenous phase of oil and Smix. After that, the water phase was added,
and vortex mixing was carried out for a few minutes to get a clear, transparent, stable isotropic system
in the form of an NE with a drug loading concentration of 10 mg/mL.

3.1.3. Characterization of IMQ-NE

The NE formulations were subjected to thermodynamic stability tests to recognize and prevent
metastable formulations. They were subjected to heating–cooling cycles, centrifugation tests, and
freeze–thaw cycle stability tests. All the tested formulations passed the thermodynamic stability tests
with no physical changes such as creaming, cracking, and coalescence. The percent content of IMQ in
all the selected NE (NE1–NE4) was quantified by UV–visible spectrophotometric analysis. The IMQ
content was above 99% for all NE formulations (Table 1).

The spectrophotometric determination of %T showed optically clear NE formulations with oil
droplets in a very fine dispersion [27]. The NE compositions with a higher %T were expected to have a
droplet size in the nano-dimension. The %T was in the range of 91.07 ± 0.7 for NE3 and 98.88 ± 0.03
for NE4.

The viscosity measurement of the selected formulations (NE1–NE4) was carried out at ambient
temperature (25ºC). The viscosity measurement is presented in Table 1. The formulation NE2 exhibited
maximum viscosity (63.82 ± 0.62 cP), whereas NE1 exhibited minimum viscosity (55.26 ± 0.81 cP).
The viscosity of IMQ-loaded NE (NE1-NE4) remained constant with an increase in the rate of shear
(>15 s−1) and exhibited Newtonian fluid behavior [28]. This is indicative of the unrestricted flow of
droplets in the direction of the shearing force [29].

For the optimum topical drug delivery using an NE formulation, NE globules should have a large
surface area to volume ratio with a polydispersity index (PdI) value less than 1 [30,31]. The smallest oil
droplet size (76.93 nm) was in NE4, and the largest oil droplet size (197.1 nm) was in NE1. An increase
in oil droplet size was correlated with an increase in the oleic acid concentration (10% to 15%) and a
decrease in the surfactant concentration (seen with a change in the Smix ratio 2:1 to 1:2), as shown
in Table 1. This finding indicates that the Smix ratio has a significant influence on the droplet size
of IMQ-NE. It also emphasizes that the surfactant concentration is responsible for the changes in oil
droplet size, while the co-surfactant concentration is responsible for the PdI of the NE droplets.

The surface charge magnitude has a direct impact on the stability of NE since electrical repulsive
forces between NE droplets minimize the chance of coalescence [32,33]. The droplet surface of the
selected formulations (NE1–NE4) showed a negative zeta potential (Table 1). The NE2 formulation
showed the highest negative charge (−35.8), while the NE1 formulation showed the lowest negative
charge (10.9) (Table 1). The presence of anionic groups in fatty acids and glycols in the NE components
led to this negative charge [33]. NE globules with a negative surface charge are capable of deeper skin
penetration by keeping the droplet size at its minimum [34,35].

The droplet size, PdI, and zeta potential characterizations helped with the selection of the optimum
formulation to proceed with the in vitro and in vivo studies. The results of NE4 were found to be very
promising for IMQ skin delivery due to the droplet size dimension < 100 nm with PdI < 0.2. The NE4
showed more precision and uniformity in the droplet size distribution (76.93 nm) and had the lowest
PdI (0.121) (Figure 4a). NE4 had a highly negative surface charge with a zeta potential value of−20.5 mV
(Figure 4b). This suggests that the NE4 formulation has the least chance of flocculation/coalescence
or Ostwald ripening [33,34,36]. NE4 was selected for the in vitro release studies as well as for the
incorporation of the NE4 formulation into a hydrogel system.

3.1.4. Characterization of CUR-NE

CUR-NE was prepared with a drug loading concentration of 15 mg/mL and characterized
for thermodynamic stability (passed all the stress tests for stability), %T (99.12 ± 0.21), viscosity
(125.48 ± 1.54 cP), %drug content analysis (99.26 ± 0.13), droplet size distribution (10.57 nm with PdI
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0.094), and zeta potential (−18.7 mV), similar to what was carried out for IMQ-NE in the previous
investigation of our research lab [37].Biomolecules 2020, 10, x FOR PEER REVIEW 11 of 19 
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3.2. In Vitro Drug Release Study

The in vitro release of IMQ from the optimized formulation (NE4) was carried out using the
dialysis bag technique. The release study (n = 3) was carried out for 24 h. The release of IMQ from the
IMQ-NE formulation was compared to the release of IMQ from aqueous suspension. The release of
IMQ from IMQ-NE formulation exceeded the IMQ release from the aqueous suspension (Figure 5).
After 24 h, only around 11% of the IMQ was released from the aqueous suspension, while 92% of IMQ
was released from IMQ-NE (Figure 5).

As the aim of this work was to formulate a combined formulation for the co-delivery of IMQ
and CUR through the NEG system, the release of IMQ and CUR from the combined formulation
system (IMQ-NE mixed with CUR-NE in 1:1 ratio) was evaluated. The combination of the two NE
formulations (IMQ-NE and CUR-NE) did not affect the release of IMQ (92.84 ± 0.27%) and CUR
(83.94 ± 0.13) (Figure 5).
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(CUR)-NE) and CUR from IMQ-CUR-NE in comparison to aqueous suspension of IMQ.

The different kinetic models, such as zero order, first order, Higuchi, and Korsmeyer–Peppas
were applied to predict the release kinetics and the diffusion behavior of IMQ from IMQ-NE and
IMQ-CUR-NE and CUR from IMQ-CUR-NE (Table 2) [23]. The best-fitting release kinetic model
was indicated by the value of the correlation coefficient (r2) (Table 2). Overall, the best curve
fitting representing the IMQ and CUR release from the respective NE formulation followed the
Korsmeyer–Peppas model (highest value of r2) with Fickian diffusion (n < 0.45), as shown in Table 2.
This indicates the minimal possible interaction between the drug molecules and NE components [38].

Table 2. In vitro drug release kinetics of IMQ and CUR from NE formulations.

Figure Korsmeyer-Peppas Model Zero-Order First-Order Higuchi Model

r2 n r2 r2 r2

IMQ-NE 0.9986 0.35 0.9863 0.9855 0.9707
IMQ from IMQ-CUR-NE 0.9963 0.344 0.9792 0.9800 0.9724
CUR from IMQ-CUR-NE 0.9934 0.290 0.9258 0.9843 0.9846
IMQ aqueous suspension 0.9258 0.48 0.7896 0.9807 0.8844

3.3. Preparation and Characterization of IMQ-NEG and IMQ-CUR-NEG

IMQ-NEG was prepared by dispersing IMQ-NE in 0.5% w/v Carbopol®934 gel to obtain a 0.5%
w/w concentration of IMQ in the gel. IMQ-CUR-NEG also was prepared by dispersing IMQ-NE and
CUR-NE in a 1:1 ratio in 0.5% w/v Carbopol®934 gel to obtain a 0.5% w/w concentration of IMQ and
CUR. The effect of IMQ-NE incorporation into the hydrogel system in terms of its mean droplet size
and PdI was evaluated. The results showed no significant change in the mean droplet size (78.39 nm)
or PdI (0.254) after the incorporation of IMQ-NE into the gel system.
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Figure 6a shows the rheological profile (viscosity versus shear rate; shear rate versus shear stress) of
the placebo gel (without the incorporation of IMQ-NE and CUR-NE), IMQ-NEG, and IMQ-CUR-NEG.
All samples exhibited similar rheological behavior. The rheological behavior of the placebo gel,
IMQ-NEG, and IMQ-CUR-NEG underwent gel-to-sol transformation and exhibited shear-thinning
on the application of shear stress (Figure 6a). However, gel recovery was slow upon the removal
of stress, suggesting non-Newtonian and pseudoplastic behavior (shear-thinning) with thixotropic
properties [39]. Such rheological behaviors of NEG are convenient for topical application [40].
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Figure 6. (a) Rheological behavior of placebo gel, IMQ-NEG, and IMQ-CUR-NEG. (b) The spreadability
factors of the placebo gel, IMQ-NEG, and IMQ-CUR-NEG are nearly equal and the difference in the
value of the spreadability factor between these three gels was found to be statistically insignificant
(p > 0.05) (n = 3).

The spreading factor is an important quality control test for the topical application of semisolid
preparations [41]. The spreading factors of the placebo gel (0.82 ± 0.02 cm2/g), IMQ-NEG
(0.85 ± 0.04 cm2/g), and IMQ-CUR-NEG (0.87 ± 0.02 cm2/g) were found to be equivalent and did not
differ (Figure 6b). Further, all formulations exhibited good extrudability from the container tube for
patient-friendly applications. The drug content uniformity of IMQ and CUR in the NEG formulations
was ≈99% (Table 3).

The optimum pH range for the topical application of a semisolid formulation should be in the
range of 5–6 to minimize skin irritation [42]. The pH of IMQ-NEG and IMQ-CUR-NEG was in the
range of 5.5, which is close to the pH of the acid mantle of human skin, which should not induce
skin irritation.
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Table 3. Characterization of different gel formulations (IMQ-NEG, IMQ-CUR-NEG, and IMQ-CUR gel).

Parameters IMQ-NEG IMQ-CUR-NEG IMQ-CUR Gel

Spreadability factor (cm2/g) 0.85 ± 0.04 0.87 ± 0.02 -

Drug content uniformity(mg) 99.8 ± 0.1
99.48 ± 0.01 -

98.85 ± 0.01 (CUR) -

pH 5.54 ± 0.03 5.51 ± 0.02 -

Drug deposited in skin (µg/cm2) 1205.190 ± 21.40
1367.646 ± 13.21 243.01 ± 5.90

5178.442 ± 22.23 (CUR) 570.86 ± 12.01 (CUR)

Cumulative amount of drug
permeated (µg) 1.14 ± 0.01

1.34 ± 0.02 0.123 ± 0.01

989.333 ± 3.97 (CUR) 226.853 ± 0.98 (CUR)

Jss (µg/cm2 .h) * 0.042 ± 0.01
0.071 ± 0.01 0.004 ± 0.001

36.47 ± 0.01 (CUR) 8.365 ± 0.03 (CUR)

Lag time (h) 0.72 ± 0.016
0.934 ± 0.01 2.92 ± 0.02

0.668 ± 0.01 (CUR) 1.70 ± 0.06 (CUR)

Permeability coefficient
(Kp x 10-3) ** 0.0047

0.0806 0.45

3.04 (CUR) 0.7 (CUR)

ER *** 9.54 ± 0.79
16.19 ± 1.36 1

4.36 ± 0.03 (CUR) 1

* Jss = transdermal flux, calculated from the cumulative amount of drug permeated vs. time. ** Permeability
coefficient was calculated as Kp = Jss /C0 (C0 = the initial drug concentration in the donor compartment). *** ER =
enhancement ratio, ratio of transdermal flux from nanoemulgel to gel.

3.4. Ex Vivo Skin Permeation and Deposition Study

The ex vivo drug permeation and deposition studies were performed on excised albino rat skin
mounted in a Franz diffusion cell. The skin deposition of IMQ from IMQ-NEG was 1205.2 ± 21.4 µg/cm2

and from IMQ-CUR-NEG was 1367.6 ± 13.2 µg/cm2, which is about five-fold higher than the skin
deposition of IMQ deposited from the IMQ-CUR gel (243.01 ± 5 µg/cm2) (Table 3). CUR skin deposition
from IMQ-CUR-NEG was 5178.4 ± 22 µg/cm2, about nine-fold higher than CUR deposition from the
IMQ-CUR gel (570.9 ± 1 µg/cm2) (Table 3). The cumulative amount of drug permeated vs. time plot is
illustrated in Supplementary Figure S1.

The percutaneous drug flux (Jss) of the IMQ from IMQ-NEG (0.042 ± 0.01) and IMQ-CUR-NEG
(0.071 ± 0.01) was about ten-fold the Jss of IMQ from the IMQ-CUR gel (0.004 ± 0.001) (Table 3). The
Jss of the CUR from IMQ-CUR-NEG (36.47±0.01) was four-fold higher than the Jss of CUR from the
IMQ-CUR gel (8.365 ± 0.03).

The permeability coefficient (Kp) of the IMQ from IMQ-NEG (0.0047 x 10-3) and IMQ-CUR-NEG
(0.0806 x 10-3) was significantly higher than the Kp of IMQ from the IMQ-CUR gel (0.45 x 10-6) (Table 3).
The Kp of CUR from IMQ-CUR-NEG (3.04 x 10-3) was significantly higher than the Kp of CUR from
the IMQ-CUR gel (0.7 x 10-3). Therefore, the permeation enhancement ratios (ER) of IMQ obtained
from IMQ-NEG and IMQ-CUR-NEG were 9.54 and 16.19, respectively. Further, the enhancement ratio
of CUR obtained from IMQ-CUR-NEG was found to be 4.36.

3.5. In Vivo Study

IMQ is a widely used drug for the treatment of different types of skin cancer and known to
induce psoriasis-like symptoms in BALB/c mice [1,3]. The aim here was to enhance the transdermal
delivery of IMQ using NEG, as well as to reduce the reported skin irritation induced by IMQ through
the co-delivery of IMQ with CUR in NEG. The effectiveness of the IMQ-CUR-NEG formulation was
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compared to the IMQ gel and IMQ-NEG formulation after topical application. Figure 7 shows the
development of psoriasis-like symptoms during the experimental period.
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Figure 7. Assessment of psoriasis-like symptoms after the topical application of IMQ gel, IMQ-NEG,
and IMQ-CUR-NEG for ten days.

Psoriasis-like symptoms like scaling, redness, and skin thickening started to appear on BALB/c
mice treated with IMQ gel from the second day and progressively worsened until the tenth day of
the experiment (Figure 7). BALB/c mice treated with IMQ-NEG exhibited the delayed appearance
of psoriasis-like symptoms (Figure 7). These delayed symptoms are correlated with the controlled
release of IMQ from the IMQ-NEG formulation. BALB/c mice treated with IMQ-CUR-NEG did not
exhibit any significant appearance of psoriasis-like symptoms like scaling, redness, and skin thickening
(Figure 7). The disappearance of psoriasis-like symptoms was correlated with the anti-psoriatic activity
of CUR [43].

The BALB/c mice were sacrificed on day 11. The treated skin area was collected for histopathology.
Figure 8 shows samples of skin that had been treated with the IMQ gel, IMQ-NEG, and IMQ-CUR-NEG
as well as the untreated skin sample. The untreated skin shows a regular epidermis and dermis.
The skin treated with the IMQ gel shows hyperkeratosis, parakeratosis, acanthosis, and epidermal
infiltrates. The skin treated by IMQ-NEG showed similar signs but less thickening of the epidermis
layer compared with the skin treated with the IMQ gel. Further, a few irregularities were noticed
in the epidermis layer of the skin treated with IMQ-NEG. The skin treated with IMQ-CUR-NEG
showed similar characteristics to the untreated normal skin, and insignificant infiltrates were observed
(Figure 8).

The histopathology results are in parallel with the in vivo results. The application of the IMQ
gel induced aggressive psoriasis-like symptoms (Figures 7 and 8), which is related to the immediate
release of IMQ, leading to the commonly associated skin irritation [3,5]. The controlled release of IMQ
from IMQ-NEG reduced and delayed this skin irritation (Figures 7 and 8). The co-delivery of IMQ
with CUR in IMQ-CUR-NEG resulted in healthy skin with no irritation, similar to the untreated skin.
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IMQ is amongst the most commonly used chemotherapeutic agents for skin cancer [44,45].
Furthermore, interconnected pathways observed in cancer pathophysiology minimize the feasibility
of monotherapy. Indeed, the use of combination therapy has been demonstrated to be effective in
preliminary clinical trials. CUR in combination is suggested to improve the therapeutic effectiveness
of chemotherapeutics by inhibiting the ABC efflux transports in conjunction with other medications.
Besides, it was also advocated that CUR in combination with another therapeutics arrests the
progression of the cell cycle, induces apoptosis, inhibits the expression of anti-apoptotic proteins,
inhibits the multiple cell survival signaling pathways and their cross-communication, and influences
the modulation of immune responses [6,44,46]. In addition, it has been widely investigated and is
emerging as a topical therapeutic for different types of skin cancer [45,46]. All of these properties make
CUR a promising chemo-sensitizing agent in skin cancer for combination therapy with IMQ [44]. The
in vivo results of the IMQ-CUR-NEG combined formulation after topical administration in BALB/c
mice showed that CUR helps to modulate the immune responses induced by IMQ and neutralizes its
psoriasis-like effects on skin after topical application.

4. Conclusions

The use of oleic acid (fatty acid) successfully increases the nanoencapsulation of the weakly
basic imiquimod to formulate a nanoemulsion system for controlled topical delivery through the
skin. The combinatorial approach with CUR was found to be effective in preventing the adverse
skin reactions that are frequently associated with the topical use of imiquimod. This result likely
occurs due to the encapsulation of imiquimod into the nanoemulgel delivery system, which resulted in
controlled drug release when in contact with the skin as well as the co-delivery of curcumin leading to
the complete suppression of psoriasis-like symptoms after the topical application.

Supplementary Materials: The following are available online at http://www.mdpi.com/2218-273X/10/7/968/s1,
Figure S1: (a) Cumulative amount of IMQ permeated from IMQ-NEG, IMQ-CUR-NEG and IME-CUR gel (n = 3).
(b) Cumulative amount of CUR permeated from IMQ-CUR-NEG and IME-CUR gel (n = 3)

http://www.mdpi.com/2218-273X/10/7/968/s1


Biomolecules 2020, 10, 968 16 of 18

Author Contributions: Conceptualization, M.S.A. and J.A.; methodology, M.Z.A., J.A. and I.H.N.; software,
M.Z.A. and J.A.; validation, M.S.A., M.Z.A. and J.A.; formal analysis, M.Z.A. and I.H.N.; investigation, M.Z.A.,
I.H.N. and J.A.; resources, M.S.A.; data curation, M.S.A. and J.A.; writing—original draft preparation, M.Z.A. and
J.A.; writing—review and editing, M.S.A. and J.A.; visualization, M.S.A., M.Z.A. and J.A.; supervision, M.S.A. and
J.A. All authors have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Acknowledgments: The authors are thankful to Najran University, KSA for providing necessary research facilities
to carry out the study.

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

References

1. Venturini, C.G.; Bruinsmann, F.A.; Contri, R.V.; Fonseca, F.N.; Frank, L.A.; D’Amore, C.M.; Raffin, R.P.;
Buffon, A.; Pohlmann, A.R.; Guterres, S.S. Co-encapsulation of imiquimod and copaiba oil in novel
nanostructured systems: Promising formulations against skin carcinoma. Eur. J. Pharm. Sci. 2015, 79, 36–43.
[CrossRef] [PubMed]

2. Telò, I.; Favero, E.D.; Cantù, L.; Frattini, N.; Pescina, S.; Padula, C.; Santi, P.; Sonvico, F.; Nicoli, S. Gel-like
TPGS-Based Microemulsions for Imiquimod Dermal Delivery: Role of Mesostructure on the Uptake and
Distribution into the Skin. Mol. Pharm. 2017, 14, 3281–3289. [CrossRef] [PubMed]

3. Wagstaff, A.J.; Perry, C.M. Topical imiquimod: A review of its use in the management of anogenital warts,
actinic keratoses, basal cell carcinoma and other skin lesions. Drugs 2007, 67, 2187–2210. [CrossRef] [PubMed]

4. Micali, G.; Lacarrubba, F.; Dinotta, F.; Massimino, D.; Nasca, M.R. Treating skin cancer with topical cream.
Expert Opin. Pharmacother. 2010, 11, 1515–1527. [CrossRef] [PubMed]

5. IMIQUIMOD CREAM. Available online: https://www.bad.org.uk/shared/get-file.ashx?id=209&itemtype=

document (accessed on 5 April 2020).
6. Ahmad, M.Z.; Akhter, S.; Mohsin, N.; Abdel-Wahab, B.A.; Ahmad, J.; Warsi, M.H.; Rahman, M.; Mallick, N.;

Ahmad, F.J. Transformation of curcumin from food additive to multifunctional medicine: Nanotechnology
bridging the gap. Curr. Drug Discov. Technol. 2014, 11, 197–213. [CrossRef] [PubMed]

7. Bashang, H.; Tamma, S. The use of curcumin as an effective adjuvant to cancer therapy: A short review.
Biotechnol. Appl. Biochem. 2019. [CrossRef]

8. Liu, Z.; Huang, P.; Law, S.; Tian, H.; Leung, W.; Xu, C. Preventive Effect of Curcumin Against
Chemotherapy-Induced Side-Effects. Front. Pharmacol. 2018, 9, 1374. [CrossRef]

9. Farokhzad, O.C.; Langer, R. Impact of nanotechnology on drug delivery. ACS Nano 2009, 3, 16–20. [CrossRef]
10. Borgheti-Cardoso, L.N.; Viegas, J.S.R.; Silvestrini, A.V.P.; Caron, A.L.; Praça, F.G.; Kravicz, M.; Bentley, M.

Nanotechnology approaches in the current therapy of skin cancer. Adv. Drug Deliv. Rev. 2020. [CrossRef]
11. Contri, R.V.; Frank, L.A.; Kaiser, M.; Pohlmann, A.R.; Guterres, S.S. The use of nanoencapsulation to decrease

human skin irritation caused by capsaicinoids. Int. J. Nanomed. 2014, 9, 951–962. [CrossRef]
12. Pople, P.V.; Singh, K.K. Targeting tacrolimus to deeper layers of skin with improved safety for treatment of

atopic dermatitis. Int. J. Pharm. 2010, 398, 165–178. [CrossRef]
13. Fontana, M.C.; Rezer, J.F.; Coradini, K.; Leal, D.B.; Beck, R.C. Improved efficacy in the treatment of contact

dermatitis in rats by a dermatological nanomedicine containing clobetasol propionate. Eur. J. Pharm.
Biopharm. 2011, 79, 241–249. [CrossRef] [PubMed]

14. Ahmad, J.; Gautam, A.; Komath, S.; Bano, M.; Garg, A.; Jain, K. Topical Nano-emulgel for Skin Disorders:
Formulation Approach and Characterization. Recent Pat. Anti Infect. Drug Discov. 2019, 14, 36–48. [CrossRef]
[PubMed]

15. Xi, J.; Chang, Q.; Chan, C.K.; Meng, Z.Y.; Wang, G.N.; Sun, J.B.; Wang, Y.T.; Tong, H.H.; Zheng, Y. Formulation
development and bioavailability evaluation of a self-nanoemulsified drug delivery system of oleanolic acid.
AAPS Pharmscitech 2009, 10, 172–182. [CrossRef] [PubMed]

16. Chen, H.; Chang, X.; Weng, T.; Zhao, X.; Gao, Z.; Yang, Y.; Xu, H.; Yang, X. A study of microemulsion systems
for transdermal delivery of triptolide. J. Control Release 2004, 98, 427–436. [CrossRef] [PubMed]

17. Magalhaes, N.S.; Cave, G.; Seiller, M.; Benita, S. The stability and in vitro release kinetics of a clofibride
emulsion. Int. J. Pharm. 1991, 76, 225–237. [CrossRef]

http://dx.doi.org/10.1016/j.ejps.2015.08.016
http://www.ncbi.nlm.nih.gov/pubmed/26342772
http://dx.doi.org/10.1021/acs.molpharmaceut.7b00348
http://www.ncbi.nlm.nih.gov/pubmed/28825487
http://dx.doi.org/10.2165/00003495-200767150-00006
http://www.ncbi.nlm.nih.gov/pubmed/17927284
http://dx.doi.org/10.1517/14656566.2010.481284
http://www.ncbi.nlm.nih.gov/pubmed/20408746
https://www.bad.org.uk/shared/get-file.ashx?id=209&itemtype=document
https://www.bad.org.uk/shared/get-file.ashx?id=209&itemtype=document
http://dx.doi.org/10.2174/1570163811666140616153436
http://www.ncbi.nlm.nih.gov/pubmed/24934264
http://dx.doi.org/10.1002/bab.1836
http://dx.doi.org/10.3389/fphar.2018.01374
http://dx.doi.org/10.1021/nn900002m
http://dx.doi.org/10.1016/j.addr.2020.02.005
http://dx.doi.org/10.2147/ijn.S56579
http://dx.doi.org/10.1016/j.ijpharm.2010.07.008
http://dx.doi.org/10.1016/j.ejpb.2011.05.002
http://www.ncbi.nlm.nih.gov/pubmed/21605671
http://dx.doi.org/10.2174/1574891X14666181129115213
http://www.ncbi.nlm.nih.gov/pubmed/30488798
http://dx.doi.org/10.1208/s12249-009-9190-9
http://www.ncbi.nlm.nih.gov/pubmed/19224372
http://dx.doi.org/10.1016/j.jconrel.2004.06.001
http://www.ncbi.nlm.nih.gov/pubmed/15312998
http://dx.doi.org/10.1016/0378-5173(91)90275-S


Biomolecules 2020, 10, 968 17 of 18

18. Zhang, P.; Liu, Y.; Feng, N.; Xu, J. Preparation and evaluation of self-microemulsifying drug delivery system
of oridonin. Int. J. Pharm. 2008, 355, 269–276. [CrossRef]

19. Jain, A.; Doppalapudi, S.; Domb, A.J.; Khan, W. Tacrolimus and curcumin co-loaded liposphere gel:
Synergistic combination towards management of psoriasis. J. Control Release 2016, 243, 132–145. [CrossRef]

20. Thomas, L.; Zakir, F.; Mirza, M.A.; Anwer, M.K.; Ahmad, F.J.; Iqbal, Z. Development of Curcumin loaded
chitosan polymer based nanoemulsion gel: In vitro, ex vivo evaluation and in vivo wound healing studies.
Int. J. Biol. Macromol. 2017, 101, 569–579. [CrossRef]

21. Shakeel, F.; Baboota, S.; Ahuja, A.; Ali, J.; Aqil, M.; Shafiq, S. Nanoemulsions as vehicles for transdermal
delivery of aceclofenac. AAPS Pharmscitech 2007, 8, E104. [CrossRef]

22. Algahtani, M.S.; Ahmad, M.Z.; Ahmad, J. Nanoemulgel for Improved Topical Delivery of Retinyl Palmitate:
Formulation Design and Stability Evaluation. Nanomaterials 2020, 10, 848. [CrossRef]

23. Alvarado, H.L.; Abrego, G.; Souto, E.B.; Garduño-Ramirez, M.L.; Clares, B.; García, M.L.; Calpena, A.C.
Nanoemulsions for dermal controlled release of oleanolic and ursolic acids: In vitro, ex vivo and in vivo
characterization. Colloids Surf. B Biointerfaces 2015, 130, 40–47. [CrossRef] [PubMed]

24. Kaur, A.; Katiyar, S.S.; Kushwah, V.; Jain, S. Nanoemulsion loaded gel for topical co-delivery of clobitasol
propionate and calcipotriol in psoriasis. Nanomedicine 2017, 13, 1473–1482. [CrossRef] [PubMed]

25. Chollet, J.L.; Jozwiakowski, M.J.; Phares, K.R.; Reiter, M.J.; Roddy, P.J.; Schultz, H.J.; Ta, Q.V.; Tomai, M.A.
Development of a topically active imiquimod formulation. Pharm. Dev. Technol. 1999, 4, 35–43. [CrossRef]

26. Telò, I.; Pescina, S.; Padula, C.; Santi, P.; Nicoli, S. Mechanisms of imiquimod skin penetration. Int. J. Pharm.
2016, 511, 516–523. [CrossRef] [PubMed]

27. Ahmad, J.; Mir, S.R.; Kohli, K.; Chuttani, K.; Mishra, A.K.; Panda, A.K.; Amin, S. Solid-nanoemulsion
preconcentrate for oral delivery of paclitaxel: Formulation design, biodistribution, and γ scintigraphy
imaging. BioMed Res. Int. 2014, 2014, 984756. [CrossRef] [PubMed]

28. Jain, G.; Khar, R.K.; Ahmad, F.J. Theory and Practice of Physical Pharmacy-E-Book; Elsevier Health Sciences:
Amsterdam, The Netherlands, 2013.

29. Teo, S.Y.; Lee, S.Y.; Ong, H.L.; Ong, C.L.; Gan, S.N.; Rathbone, M.J.; Coombes, A.G. Evaluation of biosourced
alkyd nanoemulsions as drug carriers. J. Nanomater. 2015, 2015. [CrossRef]

30. Fernández Campos, F.; Calpena Campmany, A.C.; Rodríguez Delgado, G.; López Serrano, O.; Clares
Naveros, B. Development and characterization of a novel nystatin-loaded nanoemulsion for the buccal
treatment of candidosis: Ultrastructural effects and release studies. J. Pharm. Sci. 2012, 101, 3739–3752.
[CrossRef]

31. Garduño-Ramírez, M.L.; Clares, B.; Domínguez-Villegas, V.; Peraire, C.; Ruiz, M.A.; García, M.L.; Calpena, A.C.
Skin permeation of cacalol, cacalone and 6-epi-cacalone sesquiterpenes from a nanoemulsion. Nat. Prod.
Commun. 2012, 7, 821–823. [CrossRef]

32. Sobhani, H.; Tarighi, P.; Ostad, S.N.; Shafaati, A.; Nafissi-Varcheh, N.; Aboofazeli, R. Formulation Development
and Toxicity Assessment of Triacetin Mediated Nanoemulsions as Novel Delivery Systems for Rapamycin.
Iran. J. Pharm. Res. IJPR 2015, 14, 3–21.

33. Bali, V.; Ali, M.; Ali, J. Nanocarrier for the enhanced bioavailability of a cardiovascular agent: In vitro,
pharmacodynamic, pharmacokinetic and stability assessment. Int. J. Pharm. 2011, 403, 46–56. [CrossRef]

34. Khurana, S.; Jain, N.K.; Bedi, P.M. Nanoemulsion based gel for transdermal delivery of meloxicam:
Physico-chemical, mechanistic investigation. Life Sci. 2013, 92, 383–392. [CrossRef] [PubMed]

35. Rai, V.K.; Mishra, N.; Yadav, K.S.; Yadav, N.P. Nanoemulsion as pharmaceutical carrier for dermal and
transdermal drug delivery: Formulation development, stability issues, basic considerations and applications.
J. Control Release 2018, 270, 203–225. [CrossRef] [PubMed]

36. Klang, V.; Matsko, N.B.; Valenta, C.; Hofer, F. Electron microscopy of nanoemulsions: An essential tool for
characterisation and stability assessment. Micron 2012, 43, 85–103. [CrossRef] [PubMed]

37. Algahtani, M.S.; Ahmad, M.Z.; Ahmad, J. Nanoemulsion loaded polymeric hydrogel for topical delivery of
curcumin in psoriasis. J. Drug Deliv. Sci. Tec. 2020, in press. [CrossRef]

38. Rodríguez-Burneo, N.; Busquets, M.A.; Estelrich, J. Magnetic Nanoemulsions: Comparison between
Nanoemulsions Formed by Ultrasonication and by Spontaneous Emulsification. Nanomaterials 2017, 7, 190.
[CrossRef]

http://dx.doi.org/10.1016/j.ijpharm.2007.12.026
http://dx.doi.org/10.1016/j.jconrel.2016.10.004
http://dx.doi.org/10.1016/j.ijbiomac.2017.03.066
http://dx.doi.org/10.1208/pt0804104
http://dx.doi.org/10.3390/nano10050848
http://dx.doi.org/10.1016/j.colsurfb.2015.03.062
http://www.ncbi.nlm.nih.gov/pubmed/25899842
http://dx.doi.org/10.1016/j.nano.2017.02.009
http://www.ncbi.nlm.nih.gov/pubmed/28259803
http://dx.doi.org/10.1080/10837459908984222
http://dx.doi.org/10.1016/j.ijpharm.2016.07.043
http://www.ncbi.nlm.nih.gov/pubmed/27452419
http://dx.doi.org/10.1155/2014/984756
http://www.ncbi.nlm.nih.gov/pubmed/25114933
http://dx.doi.org/10.1155/2015/537598
http://dx.doi.org/10.1002/jps.23249
http://dx.doi.org/10.1177/1934578X1200700703
http://dx.doi.org/10.1016/j.ijpharm.2010.10.018
http://dx.doi.org/10.1016/j.lfs.2013.01.005
http://www.ncbi.nlm.nih.gov/pubmed/23353874
http://dx.doi.org/10.1016/j.jconrel.2017.11.049
http://www.ncbi.nlm.nih.gov/pubmed/29199062
http://dx.doi.org/10.1016/j.micron.2011.07.014
http://www.ncbi.nlm.nih.gov/pubmed/21839644
http://dx.doi.org/10.1016/j.jddst.2020.101847
http://dx.doi.org/10.3390/nano7070190


Biomolecules 2020, 10, 968 18 of 18

39. Sinko, P.J.; Singh, Y. Martin’s Physical Pharmacy and Pharmaceutical Sciences: Physical Chemical and
Biopharmaceutical Principles in the Pharmaceutical Sciences; Walter Kluer: Alphen aan den Rijn,
The Netherlands, 2011.

40. Lee, C.H.; Moturi, V.; Lee, Y. Thixotropic property in pharmaceutical formulations. J. Control Release 2009,
136, 88–98. [CrossRef]

41. Chen, M.X.; Alexander, K.S.; Baki, G. Formulation and Evaluation of Antibacterial Creams and Gels
Containing Metal Ions for Topical Application. J. Pharm. 2016, 2016, 5754349. [CrossRef]

42. Elmataeeshy, M.E.; Sokar, M.S.; Bahey-El-Din, M.; Shaker, D.S. Enhanced transdermal permeability of
Terbinafine through novel nanoemulgel formulation; Development, in vitro and in vivo characterization.
Future J. Pharm. Sci. 2018, 4, 18–28. [CrossRef]

43. Sun, J.; Zhao, Y.; Hu, J. Curcumin inhibits imiquimod-induced psoriasis-like inflammation by inhibiting
IL-1beta and IL-6 production in mice. PLoS ONE 2013, 8, e67078. [CrossRef]

44. Batra, H.; Pawar, S.; Bahl, D. Curcumin in combination with anti-cancer drugs: A nanomedicine review.
Pharmacol. Res. 2019, 139, 91–105. [CrossRef]

45. Cullen, J.K.; Simmons, J.L.; Parsons, P.G.; Boyle, G.M. Topical treatments for skin cancer. Adv. Drug Deliv.
Rev. 2019. [CrossRef] [PubMed]

46. Lelli, D.; Pedone, C.; Sahebkar, A. Curcumin and treatment of melanoma: The potential role of microRNAs.
Biomed. Pharmacother. 2017, 88, 832–834. [CrossRef] [PubMed]

© 2020 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 (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.jconrel.2009.02.013
http://dx.doi.org/10.1155/2016/5754349
http://dx.doi.org/10.1016/j.fjps.2017.07.003
http://dx.doi.org/10.1371/journal.pone.0067078
http://dx.doi.org/10.1016/j.phrs.2018.11.005
http://dx.doi.org/10.1016/j.addr.2019.11.002
http://www.ncbi.nlm.nih.gov/pubmed/31705912
http://dx.doi.org/10.1016/j.biopha.2017.01.078
http://www.ncbi.nlm.nih.gov/pubmed/28167449
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Formulation Design, Optimization and Characterization of Imiquimod Nanoemulsion 
	Solubility and Phase Behavior Study 
	Thermodynamic Stability 
	Percentage Transmittance (%T) 
	Viscosity 
	Drug Content Analysis 
	Analysis of Droplet Size Distribution and Zeta Potential 

	Preparation and Characterization of Curcumin Nanoemulsion 
	In Vitro Drug Release Study 
	Preparation and Characterization of Combination Nanoemulgel 
	Rheology 
	Spreadability and Extrudability 
	Drug Content Uniformity 
	pH Determination 

	Ex Vivo Skin Permeation and Deposition Study 
	Preparation of Rat Skin 
	Drug Permeation and Deposition in the Skin 

	In Vivo Study 
	Animals 
	Assessment of Psoriasis-Like Symptoms 
	Histopathology 

	Statistical Analysis 

	Results and Discussion 
	Preparation and Characterization of IMQ-NE and CUR-NE 
	Solubility Study of IMQ-NE 
	Optimization of IMQ-NE Exploiting Phase Behavior Study 
	Characterization of IMQ-NE 
	Characterization of CUR-NE 

	In Vitro Drug Release Study 
	Preparation and Characterization of IMQ-NEG and IMQ-CUR-NEG 
	Ex Vivo Skin Permeation and Deposition Study 
	In Vivo Study 

	Conclusions 
	References

