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Abstract: Propranolol is the first-line drug for managing migraine attacks. D-limonene is a citrus
oil known for its neuroprotective mechanism. Thus, the current work aims to design a thermo-
responsive intranasal limonene-based microemulsion mucoadhesive nanogel to improve propranolol
efficacy. Microemulsion was fabricated using limonene and Gelucire® as the oily phase, Labrasol®,
Labrafil®, and deionized water as the aqueous phase, and was characterized regarding its physic-
ochemical features. The microemulsion was loaded in thermo-responsive nanogel and evaluated
regarding its physical and chemical properties, in vitro release, and ex vivo permeability through
sheep nasal tissues. Its safety profile was assessed via histopathological examination, and its ca-
pability to deliver propranolol effectively to rats’ brains was examined using brain biodistribution
analysis. Limonene-based microemulsion was of 133.7 & 0.513 nm diametric size with unimodal size
distribution and spheroidal shape. The nanogel showed ideal characteristics with good mucoadhesive
properties and in vitro controlled release with 1.43-fold enhancement in ex vivo nasal permeability
compared with the control gel. Furthermore, it displayed a safe profile as elucidated by the nasal
histopathological features. The nanogel was able to improve propranolol brain availability with Cmax
970.3 £ 43.94 ng /g significantly higher than the control group (277.7 £ 29.71 ng/g) and with 382.4 %
relative central availability, which confirms its potential for migraine management.

Keywords: brain distribution; BBB; limonene; microemulsion; thermo-sensitive; mucoadhesion;
nanogel; nanocarriers; propranolol

1. Introduction

According to the World Health Organization (WHO), neurological diseases are the
most hazardous to public health worldwide [1]. Global Burden of Disease (GBD) stated
that neurological disorders are the second leading cause of death after cardiac diseases
and the main cause of infirmity, affecting approximately 276 million people [2]. Migraine
is one of the most common central nervous system (CNS) diseases, characterized by
severe pain or a pulsing sensation in one side of the head. It is sometimes accompanied
by photophobia, hyperacusis, neurological visual symptoms such as aura, nausea, and
vomiting, and the symptoms may last for hours to days. Rather than a vascular headache,
migraine was classified recently as a variable, complex disorder of central nervous system
function, involving simultaneous alteration in the function of multiple CNS and peripheral
nervous components [3].
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Efficacious management of migraine requires the elimination of exacerbating factors
including stress and inadequate sleep, in addition to acute treatment and preventive ap-
proaches. Acute treatment includes triptans, non-steroidal anti-inflammatory drugs, and
anti-emetics that are used to reduce the symptoms of migraine attacks [3]. Beta-blockers
continue to be a standard therapy for chronic migraine prevention along with acute treat-
ment. Beta-blockers can restrict blood flow to the brain by reducing blood vessel dilation,
and they inhibit the nervous system’s electrical activity by making the nervous system less
excitable. In addition, they can stabilize serotonin levels in the brain, fluctuations of which
are associated with migraine [4]. Among the studied beta-blockers, propranolol (PRO) is
considered the most effective in preventing migraine attacks and has been given the highest
rating by the Canadian Headache Society (CHS), American Headache Society / American
Association of Neurology (AAN/AHS), and the European Federation of Neurological
Societies (EFNS) guidelines [5]. Commercially, propranolol is available as tablets and
intravenous injections. Low oral bioavailability, hepatic first-pass metabolism, and frequent
dosing are the foremost barriers to conventional delivery of PRO [6]. It was reported that
PRO has a systemic bioavailability between 15 and 23% and time to peak plasma level Tinax
range between 1 and 2 h after oral administration, which can vary up to 7-fold depending
on patient hepatic metabolic activity [7]. Furthermore, biological barriers limit the benefits
of propranolol for managing migraine disorder, specifically the blood-brain barrier (BBB),
since it hinders PRO passage from the blood to the brain and thus reduces its therapeutic
efficacy. Therefore, to overcome the challenges of drug delivery to the brain and design a
potent therapeutic strategy, thermo-responsive nanogel has been developed for intranasal
delivery of drugs facing the BBB [8].

Temperature- or thermo-responsive nanogel is a modern dosage form that displays
sol-gel transition after administration into the body cavity in response to physiological
environmental changes. Different smart thermosensitive polymers are utilized for nasal
nanogel fabrication. Among them, poloxamer 407 copolymer, known commercially as
Pluronic®F 127 (P-407), is widely used owing to its ability to transform from solution into a
semi-solid gel (sol-gel) at lower concentrations near body temperature [9]. Furthermore,
P-407 is well known for its safe nature, local inertia, and prolongation of drug residence
time, that enables it to be a suitable candidate for intranasal, ocular, and inner ear drug
delivery [10-12]. Usually, P-407 is used in combination with other polymers such as
chitosan since it easily loses its structural integrity when exposed to aqueous solutions [13].
Chitosan occurs naturally as a cationic linear polysaccharide with a unique ability to
form polyelectrolyte complexes due to the presence of an amine group, making it an
appropriate component for nanogel formation. Positively charged chitosan can interact
with the negatively charged nasal mucosa to form a viscous gel with ideal mucoadhesive
properties that ameliorate the drug’s nasal retention. Additionally, it can open the epithelial
cell lining tight junction, thus promoting paracellular drug transport [14].

Despite the strong points of the nose-to-brain drug delivery system, the smaller surface
area of the nasal cavity compared to the oral one limits the molecules” absorption. Further-
more, the thin lining of mucous surrounding the nasal cavity has inherent lipophilicity,
allowing only the transport of small lipophilic species [15]. In this context, a suitable design
of drug nanocarrier loaded within thermo-responsive nanogel has become essential to
attain the desired therapeutic effect in the brain. Microemulsions (MEs) have drawn unique
attention due to their nanometric globule size, good solubilizing properties, and their
potential to incorporate both lipophilic and hydrophilic drug molecules, in addition to their
capability to boost drug permeation via biological membranes and prevent degradation by
enzymes [16]. Recently, the concept of “essential oils”-based MEs has gained importance
amongst researchers worldwide. These oils can enrich drug delivery systems with their
intrinsic properties [17]. Limonene oil, for example, is a member of the terpene family that
shows various biological properties such as anti-inflammatory, anti-cancer, antioxidant,
and gastroprotective characteristics. There are many studies further demonstrating that
limonene can be used as an adjuvant to modern therapeutic drugs to slow the course of
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neurological disease [18]. It was demonstrated that limonene limited the spread of nerve
injury that amplified mechanical hyperalgesia in mice that received glycoprotein [19]. These
data illustrate the ability of limonene to control migraine attack by reducing hyperalgesia.
In view of this, the current work aims to design a microemulsion-based thermo-
responsive mucoadhesive nanogel, taking advantage of limonene oil as a component of the
microemulsion oily phase, and using poloxamer-407 and chitosan as thermosensitive and
mucoadhesive polymers, respectively, to achieve maximum propranolol nasal permeation
and brain biodistribution, aiming to influence chronic migraine. The optimized in situ
nanogel was fabricated and assessed regarding its gelation temperature and time, pH, rheo-
logical properties, mucoadhesive strength, in vitro release, and ex vivo permeation through
sheep nasal tissue using diffusion cells. Additionally, the in situ nanogel safety profile was
addressed through histopathological examination. Finally, a study of brain availability was
performed using Wistar rat model to evaluate the potency of such formulation to deliver
propranolol through the nasal mucosal membrane and across the blood-brain barrier.

2. Results and Discussion
2.1. Fabrication and Characterization of Propranolol-Loaded Limonene-Based Microemulsion

Recently, the applications of nanotechnology in drug delivery systems have been
expanded with revolutionary effects in the medical and pharmaceutical fields. A break-
through in nanotechnology has been made possible by lipid-based nanocarriers due to their
impressive properties, including biocompatibility, low toxicity, and high versatility [20-22].
Furthermore, lipid-based nanocarriers can be used to empower the therapeutic potential of
active pharmaceutical ingredients that have biopharmaceutical limitations exemplified by
poor aqueous solubility, first-pass metabolism, or low stability. Lipid-based nanocarriers
include different types of vehicles among which microemulsion is of great interest since it
is based on nano-droplet adsorption that can form a reservoir and limit drug drainage [23].
ME is a thermodynamically stable system, composed of oil, water, surfactant, and most of
the time co-surfactant that decreases its surface tension. In the present work, limonene oil
was incorporated with Gelucire® as the oily phase, along with Labrasol® and Labrafil® as
surfactant and co-surfactant, respectively, to design a nanosized microemulsion by sponta-
neous emulsification technique where propranolol was dissolved in the aqueous phase due
to its hydrophilic nature. Limonene, a member of the terpene family, is a natural and safe
oil that shows various biological properties including its ability to control migraine attacks
by reducing hyperalgesia [18]. Moreover, essential oils, including limonene, are consid-
ered as penetration enhancers that boost drug permeation through biological barriers [24];
thus, limonene oil was selected as a lipid phase component. The prepared PRO-loaded
limonene-based ME system was characterized based on its diametric size, polydispersity
index (PDI), surface charge, entrapment efficiency, drug loading, surface morphology, and
the characteristics of propranolol within the system.

As illustrated in Figure 1, PRO-loaded limonene-based ME showed a nanometric
size (133.7 £ 0.513 nm) and small PDI value (0.112 & 0.009) due to the inclusion of high
Labrasol® and Labrafil® concentrations that raised the entropy of the microemulsion system
and decreased the oil/water interfacial tension, which in turn reduced the system’s free
energy. The globule size and PDI are important factors for pharmaceutical nanocarriers to
bypass biological barriers. Nanosized globules exhibit, in general, a large interfacial surface
area that boosts drug permeation through blood-brain barrier [25]. Furthermore, when
the nanocarriers’ size is within the range of the gaps of the capillary endothelium present
in the basement membrane, the nanocarriers can efficiently pass through the biological
barrier [26]. The unimodal particle size distribution of the lipid-based nanovehicles can be
detected by PDI, in which homogeneity reflects complete solubilization and incorporation
of the different components including the drug, and hence, maximizes drug loading,
minimizes the probability of agglomeration, and ameliorates therapeutic efficacy [27].
Relatedly, research performed by Katare et al. proved that microemulsions were able to
significantly advance the delivery of Rivastigmine to the brain compared with the control
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formulation, which was linked to more efficient paracellular and transcellular transport of

the microemulsions across the blood-brain barrier [28].
QB+ T T s

o7 ARSI FR—  SORTUR— S TR— A—

) T e Ty (e S

T TIPS T S I S

Bl b A & SN o

Intensity (percent)

0.1 1 10 100 1000
Size (d.nm)

Figure 1. Particle size distribution of propranolol-loaded limonene-based microemulsion.

Zeta potential is an important criterion owing to its ability to reflect the physical stabil-
ity of PRO-loaded limonene-based ME nano-system, in which surface charge values around
£30 mV can offer a large, packed energy barrier which limits globules’ coalescence [29].
Nevertheless, the nanoparticle charge cannot forecast the actual stability profile since the
values are solely experience-based [30]. The prepared system showed a negative surface
charge with a value of —7.2 £ 1.04 mV, which is considered relatively low. Labrasol®, a
non-ionic surfactant, caused a transfer of the share plan located in the electrical double
layers, resulting in the nanocarrier’s charge reduction [31]. On the other hand, the emul-
sifier can form a thick film around the oil nano-globules, forming a physical barrier and
thus stabilizing the system via steric hindrance rather than electrostatic repulsion [30]. Lin
et al. pointed out that the prepared liposomes were sterically stabilized due to the pres-
ence of the polymer chain on the liposomes surface rather than the electrostatic effect [32].
Waulff-Perez et al. also drew similar conclusions and stated that inclusion of Pluronic
as a non-ionic surfactant in submicron emulsions produced steric hindrance around the
nano-droplets and minimized the metabolic degradation of these systems under duodenal
and intravenous conditions [33].

Entrapment efficiency (EE) refers to the percentage of the drug encapsulated within
the nanocarrier, whereas drug loading (DL) capacity is the amount of drug loaded per
unit weight of the formulation, revealing the weight percentage of the particle due to the
encapsulated drug. Both parameters indicate the effectiveness of drug incorporation into
the carrier and are important when assessing the physical properties of microemulsion [34].
Moreover, high EE and DL influence greatly the rate of drug release and guarantee maxi-
mum efficacy of the encapsulated drug at lower doses compared to their free counterpart
administration, thereby reducing the drug’s toxic side effects. The prepared ME sys-
tem showed high entrapment efficiency (81.9 £ 3.02%) and high drug loading capacity
(117 4 0.74 mg-g~!). Such high EE and DL are presumably ascribed to the suitable co-
ordination between the drug and the ME components, confirming that propranolol is
well-solubilized and entrapped within the microemulsion system with a minimum chance
of undesirable leakage [35].

Morphological and structural features of PRO-loaded limonene-based ME were ex-
amined utilizing TEM, as shown in Figure 2A. The micrograph displayed separate nano-
droplets with smooth spherical outlines. Most ME droplets had a diametric size in the
range of 150 nm, verifying the data recorded by the Malvern Zetasizer. Likewise, pre-
pared retinoic acid-loaded ME in a previous study displayed separate nano-droplets with
smooth outlines [36].
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Figure 2. Characteristics of propranolol-loaded limonene-based microemulsion system. (A) Transmis-
sion electron microscopical image of the optimized propranolol-loaded limonene-based microemul-
sion system, and (B) Fourier transform infrared spectra of (a) propranolol, (b) physical mixture of ME
components, and (c) propranolol-loaded limonene-based ME.

The FTIR spectra of the raw drug, propranolol-loaded limonene-based MEs, and their
physical mixture are elucidated in Figure 2B and were utilized to detect chemical compati-
bility in terms of any possible interaction between excipients and drug. The spectrum of the
pure propranolol drug (Figure 2B-a) revealed a characteristic peak corresponding to a sec-
ondary amine -N-H stretch at 3202 cm~1, C-H stretch at 2950 cm 1, and an aryl C=C stretch
at 1590 cm 1. Moreover, a peak at 1200 cm is attributed to aryl O-CH, asymmetric stretch-
ing and another peak at 1010 corresponds to aryl O-CH, symmetric stretching. Finally, a
peak was observed at 780 cm ! due to alpha-substituted naphthalene [37]. For PRO-loaded
limonene-based MEs and its physical mixture, the FTIR spectra revealed that the charac-
teristic functional groups of PRO were retained, with no new peaks/bands appearance.
As a result, the presence of other excipients, such as limonene, Gelucire®, Labrasol®, and
Labrafil®, had no effect on the main propranolol peaks. This means there were no chemical
changes or interactions between the drug and the excipients that were utilized.

2.2. Fabrication and Characterization of Thermo-Responsive Nanogel

Thermo-responsive nanogel responds to temperature change and is converted from sol
to gel form. Thus, it represents an attractive approach that reduces the administrated dose
outflow through mucociliary clearance, promotes the molecules’ retention in the nasal cav-
ity, controls drug release, and enhances its absorption. It is constituted of thermosensitive
polymers that display a sol-gel transformation temperature range between 28 and 36 °C.
This is known as the lower critical solution temperature below which hydrogen bonds
between the polymer hydrophilic group and water molecules boost polymer chain dissolu-
tion, allowing the system to remain in the liquid state. As the temperature increases above
this range, the hydrogen bond dissociates, resulting in hydrophobic interaction that favors
sol-gel transformation [38]. Poloxamer gelation mechanism is correlated with the intrinsic
micellar behavior changes and micelles entanglement at body temperature that shifts the
methyl group orientation, resulting in water expulsion from the micelles core. Nevertheless,
low viscosity, poor mechanical properties, weak bioadhesion, and rapid erosion limit polox-
amer application and require its combination with other polymers such as chitosan [8].
Chitosan is a cationic linear polysaccharide derived from crustacean shells solubilized in
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acidic media, resulting in the formation of positively charged molecules via amine group
protonation within its structure, making it able to form polyelectrolyte complexes [8].

Thermo-responsive nanogel was characterized regarding its gelation temperature,
time, strength, surface pH, viscosity, and mucoadhesion properties to ensure its safe and ef-
fective profile. The reported temperature in human nasal tissues ranged from 30.2 = 1.7 °C
to 34.4 & 1.1 °C [39]. The formulation remains in the liquid state at temperatures below
30 °C, causing drainage from the nasal cavity, and the gel forms at temperatures above
34 °C, making it difficult to prepare and administer. In the same manner, short gelling
time in the nasal cavity is important to avoid rapid clearance of the liquid formulation
and to augment the drug’s residence time in the nasal tissues. Thus, twelve different
preparations with different poloxamer and chitosan concentrations were prepared (Table 1),
from which the optimized formula (F10) with 26 % w/w poloxamer and 1% w/w chitosan
was selected for further evaluation, displaying sol-gel phase transition in the temperature
range of 30-34 °C with the shortest gelling time. It was clear from the obtained data that
a fundamental role is played by chitosan for a rapid and effectual gelling process. This
is because there are numerous amino groups (-NH;) and hydroxyl groups (-OH) along
the chitosan chains that can be used as cross-linkable functional groups to react with
poloxamer functional groups to promote in situ hydrogel formation even in the absence of
cross linkers [40].

Table 1. Gelation temperature and gelation time* of the prepared formulations.

Formulation Code Gelation Temperature °C Gelation Time (Seconds)
F1 >36 ND **
F2 >36 ND **
F3 >36 ND **
F4 >36 ND **
F5 35.5 55
Fé6 349 49
F7 36.3 52
F8 34.6 48
F9 324 25
F10 33.3 35
F11 29.5 15
F12 28 IN*

* Gelation time was measured at 34 £+ 0.5 °C; ** IN: instantaneous, and ND: not determined since gelation
temperatures were above the accepted range.

Gel strength is another important factor to be considered when developing a thermo-
responsive semi-solid nasal formulation. Since the gel strength is reflected by the time
needed by a weight placed on the top of the gel to pass from the gel surface to the bottom
of a cylinder [41], gels that take less than 25 s may erode rapidly since they cannot maintain
their integrity for sufficient time; on the other hand, gels with strength values greater than
50 s may irritate the mucosal surface due to their stiffness [42]. The optimally prepared gel,
F10, revealed an acceptable strength of value 42 s.

The selected PRO in situ nanogel had a pH value of 6.08 & 0.01. This value indicates
that the prepared gel should not cause irritation when applied to the nasal mucosa [43].
Moreover, PRO in situ nanogel displayed a good flow before gelation as shown by its
viscosity value, which was in the range of 507 £ 52 cpr at 25 £ 0.5 °C. After gelation,
there was a significant increase in the viscosity (2308 £ 125 cpr) at 34 £ 0.5 °C. At low
temperatures, the polymeric molecules are hydrated, and there is little interaction between
them excluding entanglement. At 34 °C, the polymer chains start to lose their water
content, and polymer—polymer interaction starts to take place, resulting in an infinite
network structure, which was detected experimentally via the elevation in gel viscosity [44].
Additionally, the drug content of the freshly prepared formulation was found to be about
89 £ 2.3%, confirming the adequacy of the employed preparation technique which led
to complete homogeneity and miscibility between the gel components in addition to the
negligible loss of propranolol during preparation.
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To screen formulations for ex vivo experiments, mucoadhesion is frequently studied
in vitro by investigating the possible interactions between the formulation and mucin on a
molecular or colloidal scale. The mucoadhesive property of nasal gel refers to the adhesion
between the drug carrier and the mucus layer that lines the epithelial cell and/or soft
tissue mucosa. Mucoadhesion augments the formulation’s residence time in the nasal
cavity [42]. As a result, the mucin particle technique was selected in the current study. The
change in the mucin particle charge in the presence of a specific polymeric solution was
determined and applied as a reference for the mucoadhesive strength assessment [44]. In
the current study, the fabricated mucin suspension revealed a negative zeta potential value
of —10.3 mV. This negative value is correlated with mucin carboxyl groups’ ionization, as
previously reported. The inclusion of the prepared gel resulted in a significant decrease in
the mucin zeta potential value (—3.9 mV), reflecting the interaction and the adhesion of
chitosan on the surface of the mucin particles and thus revealing mucoadhesive properties.
Similarly, Lin et al. deduced that the change in zeta potential of original mucin particles
resulted from the adsorption of the polymer on the surface of the mucin particles, which
changed the characteristics of the latter [45].

2.3. In-Vitro Release and Ex-Vivo Permeation

Drug absorption and therapeutic response are dependent on the drug release pro-
file from in situ nanogels. Thereby, in situ nasal gel formulations must be meticulously
formulated so that the desired drug is released across the nasal mucosa by prolonging
the residence time in the nasal cavity. As illustrated in Figure 3A, both the control gel
and the PRO-loaded ME in situ nanogel showed controlled release over 4 h. Almost 95%
of propranolol was released from the gels within 4 h. The mean release time of PRO-
loaded ME in situ nanogel was 1.48 & 0.1 h, which was longer than that of the control gel
(1.21 4 0.07 h). The release efficiency at 3 h (RE3%) of PRO release from the microemulsion-
based formulation in situ was 50.42%, significantly lower than that of the control (60.6%).
The observed sustained release of both gels contributes to the gel structure that acts as
a resistive obstacle to PRO release. Thus, the small number of water channels and high
density of the three-dimensional network in the gel structure resulted in prolonged drug
release. In addition, at the gelation temperature, the presence of poloxamer in the gel base
improved the entanglement, which resulted in high gel strength and led to prolonged drug
release. The slower release rate of the prepared PRO-loaded ME-based in situ nanogel in
comparison to the control could be linked to the fact that propranolol should first cross the
aqueous layer of the microemulsion system then diffuse through the viscous gel structure.
A similar observation was reported in the study by Patel et al. in which loteprednol-loaded
nanoemulsion in situ nanogel illustrated a prolongation in MRT reflecting a controlled
release manner [46]. The slope value ‘n’ of the Korsmeyer—Peppas model confirms the
release mechanism. The release component of the in situ gel was found to be 0.79, indicating
that the release followed an anomalous model and demonstrating that a combination of
diffusion and erosion controlled propranolol release from the polymer matrix.

Fabricating a potential drug carrier requires the use of valid ex vivo models in the
early stages of formulation development, with such methods being cheaper, easier, faster,
and facing fewer ethical issues than in vivo testing. Because sheep nasal mucosa has
similar permeation characteristics to that of humans, it can be used as an ex vivo model
for assessing nasal drug permeation [47]. Moreover, it has been documented that sheep
nasal mucosa has similar transporter expression, metabolism, and trans-epithelial electrical
resistance values to human nasal mucosa [48]. Additionally, it was demonstrated in a
study by Gerber et al. that the respiratory epithelial tissue of the sheep shares many
common features with the human RPMI 2650 nasal epithelial cell line in terms of drug
permeation [49]. Therefore, in the current work, the ex vivo permeation test was conducted
on fresh excised sheep nasal mucosa tissue.
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Figure 3. In vitro release pattern (A) and ex vivo permeation behavior (B) of limonene-based mi-
croemulsion thermo-responsive in situ nanogel through a synthetic semi-permeable membrane and
sheep nasal tissue, respectively.

In general, there was low correlation between the in vitro release and ex vivo perme-
ation behaviors of both gels, which could be attributed to the differences in nature between
the synthetic and the biological membranes. This observation was similar to other previous
studies [50-52]. Permeation through nasal mucosa was slower for both gels compared with
that through cellulose membrane, because of the major barriers exerted by the biological
membrane. In contrast to the in vitro release study, propranolol-loaded limonene-based
microemulsion in situ nanogel showed enhanced permeation compared with the control
gel, as shown in Figure 3B. Based on the cumulative propranolol permeation through the
first 4 h (Qgp,), microemulsion-based in situ nanogel displayed a statistically significant
improvement in nasal permeation with respect to the control in situ nanogel. It was ob-
served that more than 600 pg/cm? of propranolol from the ME-based in situ nanogel was
permeated through the sheep nasal tissue over 4 h. In contrast, the cumulative amount
of propranolol permeated from the control gel was about 400 pg/cm?, as illustrated in
Figure 3B and Table 2. Furthermore, the steady-state flux (Jss) and nasal permeability coeffi-
cient (Py) were around 1.26-fold higher than those of the control in situ nanogel (p < 0.05).
Additionally, ME-based in-situ nanogel enhanced propranolol permeation by 1.43 times
compared with the control gel, indicating that the ME system had a significant major effect
on propranolol nasal permeability. This could be explained by the similarity in lipid nature
between the nasal endothelium and epithelium layers and the microemulsion components,
which facilitated the drug permeation through sheep nasal tissue more than the control gel.
Lipid-based nanocarriers, in general, can also ameliorate drug internalization by phospho-
lipids that are predominant in endothelial and epithelium cells, through lipid exchange and
fusion processes, thus improving nasal permeation [53]. Thereby, the lipophilic structure
of the microemulsion system made it more permeable in the lipophilic layers of the nasal
tissue which do not exist in the synthetic membrane. Another factor to be considered is the
role of penetration enhancement of ME components. The inclusion of limonene, a terpene
penetration enhancer, within the microemulsion system resulted in transient alteration in
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the intercellular ordered structure of the epithelium lipidic layers, thus ameliorating their
fluidity [54]. The effect of permeation enhancers appeared obvious in the investigation
of Khan et al. in which the presence of anethole in lipidic vesicles significantly boosted
ursolic acid permeation through goat nasal mucosa due to its penetration enhancement
characteristics in comparison with the control gel [52]. Labrasol® influences the tight
junction permeability which could also contribute to the enhanced nasal permeation of
propranolol [55]. Moreover, the nano-sized vehicles expanded the surface area available for
propranolol permeation through nasal mucosa, in addition to their ability to transport the
drug through the epithelium cells via paracellular or transcellular pathways, particularly
endocytosis [56]. These factors played a role in enhancing the drug permeation through
biological membranes compared with the synthetic ones.

Table 2. Nasal permeation parameters of propranolol-loaded limonene-based microemulsion thermo-
responsive nanogel and the control gel *.

Formula # Qqp (ug/em?) #Jss (ug/cm?-min) #Poy (cm?/min)
ME-based nanogel 603.55 + 91 & 1.56 + 0.9 & 0.156 + 0.03 &
Control gel 4203 + 64 124404 0.124 + 0.05

* Values are expressed as mean £ SD; (n = 3). # Qgp, Jss, and Py are the cumulative amount of propranolol

permeated at 4 h, steady-state flux, and nasal permeability coefficient, respectively. © the mean difference is
significant at p < 0.05 compared to the control.

2.4. In-Vivo Evaluation
2.4.1. Histopathological Examination

For accurate evaluation of propranolol-loaded limonene-based microemulsion in situ
nanogel safety profile, the histopathological assessment was performed on excised nasal
tissue after formulation exposure for six hours. As depicted in Figure 4, the essential
features of the sheep nasal respiratory tissues were preserved in the tissue that received the
prepared nanogel (Figure 4B), with intact tissue and without any abnormalities, damage,
or irritation in the different tissue barriers compared to the control group (Figure 4A). In
contrast, the positive control group (Figure 4C) underwent significant changes, specifically
epithelium disruption and complete loss in the pseudostratified columnar epithelium layer.
This indicates that propranolol-loaded limonene-based microemulsion in situ nanogel can
be considered safe with respect to its use for nasal administration.

T ¢
: ;

Figure 4. Essential histopathological features of the sheep nasal respiratory tissues. The nasal
respiratory tissues of (A) the control group and (B) the group that received limonene-based in situ
nanogel show (a) the classical pseudostratified columnar epithelium layer ciliated with goblet cells
(indicated with arrows) and (b) covered from the top with cilia that contain mucosa, opposite to the
(C) positive treated control group that shows a complete loss of this layer. Different groups show
(c) the seromucous glands which secrete their content consisting of mucous and glandular secretions
onto the surface the epithelium, to capture bacteria and foreign substances, (d) the connective tissues
which surround the mucous glands, and (e) the line of sinusoidal spaces in the endothelium which is
normally filled with (f) blood that spreads in between the epithelium.
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2.4.2. Brain Uptake Study

To assess the in vivo effectiveness of PRO-loaded limonene-based ME in situ nanogel
and the brain biodistribution after intranasal administration, PRO concentration in the brain
tissues was determined after oral administration of PRO solution (20 mg/kg) and intranasal
administration of PRO-loaded ME in situ nanogel (20 mg/kg). Organ pharmacokinetic
parameters were computed by a non-compartmental pharmacokinetic analysis of drug
concentrations in the brain up to 7 h post-dosing. Propranolol concentrations, including
Cmax, in the brains of the group that received the intranasal gel were significantly higher
than those of the oral group at all time points, as illustrated in Figure 5. The AUC g_z, of
the intranasal treated groups was 4884.15 + 74.90 ng-h/g, significantly higher than that of
the oral treated group which was 1518.35 & 91.78 ng-h/g, with p-value < 0.001 (Table 3).
Additionally, t; /, (4.27 £ 1.3) of the intranasal group appeared to be 1.5 times longer than
that of the oral group, indicating that the extended retention time in vivo was linked to
the adhesive feature of the in situ nanogel. Furthermore, the relative brain availability
of the prepared in situ nanogel compared to the oral solution was 382.4%, indicating the
ameliorated brain-targeting features of ME-based in situ nanogel. These results cohere with
those of the Parashar et al. study in which the nasal administration of lamotrigine-loaded
in situ nanogel significantly enhanced the brain availability of the drug compared to its
oral suspension [57].

1200 -

1000 - —o— Nasalin-situ nanogel

—8— Oral drug solution

Propranolol concentration in brain

Time (hour)

Figure 5. Propranolol behavior in the brain with respect to time after optimized limonene-based
microemulsion in situ gel and oral drug solution at a dose of 20 mg/kg (mean values & SD (1 = 4)).

Table 3. Pharmacokinetic parameters of propranolol in the brain after oral solution and intranasal
microemulsion-based in situ nanogel administration.

Pharmacokinetic Parameters * Prop(lgl;;l([){loitzll;tion Pl(’;’gtrrzr:;g;ll I;I{:r:f)el
Crmax (ng/8) 277.7 £29.71 970.3 & 43.94
AUCy_y (ng-h/g) 1518.35 +91.78 4884.15 + 74.90
AUCp_ (ng-h/g) 1829.25 £ 98.01 6995.15 + 77.39
Ke (h™1) 0.369521 + 0.001 0.25775 + 0.003
Tmax (h) 1.89 1.75
ty/2 (h) 1.87 £ 0.8 2.69 £ 1.02
Relative availability (%) - 382.4

* Data are mean values & SD (n = 4).

As revealed by the pharmacokinetic study, intranasal ME-based in situ nanogel sig-
nificantly improved the pharmacokinetic profile of propranolol and augmented its brain
availability compared to the oral formulation. This can be explained by the fact that the
intranasal route bypasses the hepatic pre-systemic metabolism of propranolol, whereas the
oral formulation was unable to protect propranolol from its in vivo metabolic fate, hence it
could not reach the brain tissue sufficiently [8].
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Once the drug reaches the nasal cavity, it experiences two main fates. It undergoes
mucociliary clearance in the vestibular region, and hence the mucoadhesive in situ nanogel
is used to reduce this clearance mechanism to reach the nasal posterior region. In the latter
region, molecules pass from the nasal cavity into the brain following two main pathways;
the first is the systemic pathway where the molecules are absorbed into the systemic circu-
lation through the blood vessels of the respiratory epithelium and cross the blood-brain
barrier to reach the brain [58] or through the neuronal pathways where the mechanisms
of this pathway can follow many scenarios [57]. It was reported that the nanovehicles can
be taken up by trigeminal neurons present in the respiratory epithelium and transported
directly into the pons and cerebrum of the brain [59]. In another scenario, nanovehicles
can pass through the olfactory region where the drug interacts with the olfactory receptor
neurons and moves toward the lamina propria and the brain through the intracellular trans-
port mechanism [60]. In the intracellular transport mechanism, only nanometric vehicles
can pass from the olfactory and respiratory epithelium to olfactory sensory neurons and
peripheral trigeminal neurons, respectively, through endocytosis. The absorbed molecules
can then move through different brain regions through the transcellular pathway which
is responsible for the delivery of small lipophilic molecules. This mechanism depends
greatly on the size of molecules since it occurs through passive diffusion or endocytosis
that requires a nanometric size range [61]. This could be related to the fact that the en-
dothelial cells of the brain are enriched with clathrin vesicles that allow only species below
200 nm to be endocytosed [62]. Thus, owing to many features, limonene-based ME in
situ nanogel is considered as an ideal candidate for brain targeting. The microemulsion
system offered a sustained drug release profile, as revealed by the ex vivo permeation study,
slowing down the absorption rate and increasing the opportunities for nose-to-brain drug
transport [63]. It was stated further that the combination of nanovehicle and mucoadhesive
in situ nanogel minimizes the chance of mucociliary clearance and increases the formula
residence time [64]. In the current study, the inclusion of poloxamer not only promoted
the gelation of the formulation at the nasal site, hence elongating the contact time, but
also reduced the mucus viscosity and elasticity due to its surfactant properties, leading to
lipidic membrane perturbation and improved nasal carrier absorption. In the same manner,
positively charged chitosan can interact with the negatively charged nasal mucosa to form
a highly viscous gel with ideal bioadhesive characteristics, which in turns ensures the inti-
mate contact between limonene-based microemulsion and nasal tissue, thus augmenting
carrier permeation. Furthermore, it is well documented that chitosan can open the tight
junctions present within the epithelial cell lining of the nasal cavity, thereby enhancing
the drug’s paracellular diffusion [65]. Additionally, the nanometric size of the fabricated
microemulsion allows the drug to be transferred from nasal cavity through the olfactory
and trigeminal regions to different brain sites by endocytosis [66].

Moreover, the improved brain targeting of propranolol can also be linked to the mi-
croemulsion components, namely, lipid and surfactant moieties. In general, transcellular
diffusion allows lipophilic nanocarriers to cross the blood-brain barrier, with the rule being
that the more lipophilic the molecules, the greater their diffusion into the brain [67]. The
inclusion of limonene, a lipophilic terpene with permeation enhancement characteristics,
within the microemulsion system resulted in further increasing the fluidity of the nasal
and brain lipid bilayers because of the transient alteration in their intercellular ordered
structures [54]. On the other side, drugs are delivered into the lumen of cells by transporters
which are present in nasal tissues as part of the biological defense barriers, thus restricting
drug absorption. The well-known P-glycoprotein (P-gp) is a transporter which exists abun-
dantly in the olfactory submucosa region and on ciliated epithelia, as well as in caveolae of
endothelial cells of the blood-brain barrier [68]. It was reported that Labrasol® can inhibit
P-gp activity by changing the membrane’s lipid integrity resulting in an interruption in the
cell membrane hydrophobic environment, thus restricting P-gp function and improving
drug permeation into the brain [69].
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2.5. Stability Study

The chemical and physical stability of the fabricated in situ nanogel were assessed at
two different temperatures. The gel displayed insignificant differences in the parameters
assessed. There was no change in its appearance or viscosity before and after gelation of
the formulation under the storage conditions for 3 months. Additionally, the gelation tem-
perature and time did not vary significantly and were comparable to the values observed
for the fresh formula. Further, there was an insignificant decrease in drug content from
89 &£ 2.3% to 88 £ 79% after three months. Hence, it can be deduced that the prepared in
situ nanogel displays sufficient stability for three months.

3. Conclusions

Propranolol-loaded limonene-based microemulsion (ME) was successfully prepared
using limonene and Gelucire® as an oily phase and Labrasol®, Labrafil®, and deionized
water as an aqueous phase. The prepared ME displayed acceptable physicochemical
properties including nanometric size (133.7 £ 0.513 nm), narrow PDI (0.112 £ 0.009), and
nano-globules with spherical morphological structure. The thermo-responsive microemul-
sion nanogel was prepared with thermosensitive and mucoadhesive polymers, namely
poloxamer and chitosan. The formulated nanogel showed ideal characteristics and was able
to ameliorate the ex vivo permeation of propranolol through sheep nasal tissue with a safe
profile, as revealed by the histopathological assessment. The brain uptake study revealed
that the formulated in situ nanogel can cross the blood-brain barrier, which boosted direct
delivery of propranolol to the brain through the nasal route resulting in improved brain
availability compared to its oral counterpart. Therefore, it is evident that limonene-based
ME in situ nanogel is a conspicuous drug delivery platform for migraine management
which can overcome the hepatic first-pass metabolism of propranolol.

4. Materials and Methods
4.1. Materials

(R)-(+)-Limonene, deacetylated chitin (high molecular weight) chitosan, Poly(ethyleneglycol)-
block-poly(propylene-glycol)-block-poly(ethylenegl col)(Poloxamer 407), and (%)-propranolol
hydrochloride were obtained from Sigma Co. (Sigma-Aldrich, Steinheim, Switzerland).
Lauroyl polyoxyl-32 glycerides (Gelucire® 44/14), PEG-8 caprylocaproyl macrogol-8 glyc-
erides (Labrasol®), and oleoyl polyoxyl-6 glycerides (Labrafil® M 1944 CS) were kindly
gifted by Gattefose Co. (Lyon, France). Analytical grade solvents and chemicals were used
throughout the investigation.

4.2. Methods
4.2.1. Fabrication and Characterization of Propranolol-Loaded Limonene-Based
Microemulsion System (PRO-ME)

The microemulsion system was prepared as described in our previous study [70].
Briefly, equal concentrations of Gelucire® and limonene oil were mixed at 47 + 2 °C for
15 min on a magnetic stirrer (Model KS4L, Falc, Quasi N Co., Ltd., Singapore). Propranolol
was dissolved in the aqueous phase consisting of 44.9 % w/w Labrasol® (surfactant),
11.3% w/w Labrafil® (co-surfactant), and 0.4 mL deionized water. Under the same stirring
conditions, the aqueous phase was then added slowly to the warm oily phase and mixed
for another 15 min.

The droplet size, polydispersity index (PDI), and zeta potential of the PRO-ME system
were measured utilizing Zetasizer 2000 device (Malvern Instruments, Malvern, UK). The
system was diluted 100 times with deionized water before being measured at ambient
temperature and at a scattering angle of 90 degree [71].

For determining the entrapment efficiency (EE), PRO-ME was centrifuged for 40 min
at 20,000 rpm using a high-speed centrifuge (Sigma- 4L42, Sigma Laboratory Centrifuges,
Osteride am Harz, Germany). The supernatant was removed using a micropipette and
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filtrated before being diluted using methanol to determine free PRO. Entrapment efficiency
was computed by the following equation [72]:

BE(%) — (Total amount of drug — Free drug in the supernatant) < 100 )
o Total amount of drug

To determine loading capacity, 5 g samples of microemulsion systems were fabricated,
with 0.75 g of PRO guaranteed in each formulation. According to the equation below,
PRO concentration was computed spectrophotometrically, followed by determining PRO
loading within the formulation [73]:

Loaded drug(mg)

Drug loading =
rug loading Total amount of formulation(g)

@

Morphological and structural clarification and the size of propranolol-loaded limonene-
based ME were determined via transmission electron microscopy (TEM) (JOE JEM LK
200 electron microscope, Tokyo, Japan). The ME system was diluted with deionized wa-
ter before a drop of the diluted system was placed on a copper grid. The excess of the
sample was removed using a filter paper where the tested sample was then stained with
uranyl acetate [74].

Fourier transform infrared spectroscopy (FTIR) was applied to assess the state of
propranolol and the possible interaction between PRO and the microemulsion components.
FTIR spectrometer was used to record FTIR for PRO, physical mixture, and the prepared
PRO-loaded limonene-based MEs at room temperature (Bruker Vector 42, Billerica, MA,
USA). Dry potassium bromide was mixed with the samples which were then compressed
into a disc and scanned over a range of 4000 cm ! [75].

4.2.2. Fabrication of Thermo-Responsive Nanogel

The prepared propranolol-loaded limonene-based microemulsion system was con-
verted into nanogel using polymeric dispersion. Different chitosan weights were allowed
to swell in 1% v/v acetic acid where the optimized fabricated PRO-ME system was added
slowly under a constant stirring rate on a hot magnetic stirrer until a homogeneous mixture
was obtained [76]. The preparation was cooled to 4 °C before the addition of poloxamer-407
powder. The final preparations were stored at low temperature (<3 °C) for 48 h to ensure
the complete solubilization of poloxamer-407 [77]. A small amount of triethanolamine
(TEA) was added to neutralize the pH of the formulated nanogels. Meanwhile, the control
gel was simply prepared by mixing a specific volume of cold chitosan dispersion with
poloxamer-407 dispersion containing the equivalent amount of propranolol. As shown
in Table 4, twelve formulations were prepared which were composed of PRO-ME with
different ratios of chitosan (0.5-2% w/w) and poloxamer-407 (20-26% w/w).

Table 4. Thermo-responsive microemulsion nanogel compositions *.

Formulation Poloxamer (%ow/w) Chitosan (%w/w)
F1 20 0.5
F2 20 1
F3 20 2
F4 22 0.5
F5 22 1
F6 22 2
F7 24 0.5
F8 24 1
F9 24 2

F10 26 0.5
F11 26 1
F12 26 2

* Microemulsion components: 21.9% limonene, 21.9% Gelucire®, 44.9% w/w Labrasol®, 11.3% w/w Labrafil®, and
0.4 mL deionized water.
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4.2.3. Preparation and Characterization of Thermo-Responsive Nanogel
Sol-Gel Transition Temperature, Gelation Time, and Gelation Strength

Gelation temperature of the designed-in situ nanogels was determined as conducted
in a previous study [78], where 4 mL of the cold preparation was transferred into a glass
vial, sealed with parafilm, and immersed completely in a thermostated bath adjusted to
a temperature of 5 == 1 °C. The bath temperature was then raised gradually at a rate of
0.5 °C/min. The samples were examined to determine gelation temperature when the
meniscus was static on slanting by 90 °C [78].

The gelation time was calculated by immersing the glass vial containing 10 mL of the
cold prepared samples and a magnetic bar into a water bath maintained at 34 + 1 °C under
constant stirring (30 rpm). Gelation time was recorded as the time at which the magnetic
bar stopped [42]. The optimal formulation was selected based on the results of the previous
experiment’s determinations and was subjected to further evaluation including gelation
strength, pH, viscosity, and drug content.

Gelation strength of the selected formulation was evaluated according to the Saudagar
et al. [79] technique with a slight modification. A specific weight of the optimized formula
was transferred into a graduated cylinder and left until the sample was completely jellified.
A weight of 2 g was then placed on the gel surface using a thread. The time taken for the
weight to pass from the gel surface to the bottom of the cylinder reflects the gel strength.

pH, Viscosity, and Drug Content Estimation

A calibrated digital pH meter (SkY 14500V Martni Instruments Co., Ltd., Beijing,
China) was used to measure the pH of the selected in situ nanogel at room temperature
(25 £ 0.2 °C). The in situ nanogel’s viscosity was determined using a Brookfield viscometer
(DV-K-Pro, Brookfield, Middleborogh, LN, USA). Gel viscosity was determined at 10 rpm
before and after gelation [80]. Estimation of the drug content was further performed
by diluting 1 mL of fabricated formulation in 100 mL of deionized water followed by
spectrophotometric analysis [81].

Mucoadhesive Strength

The mucin particle technique was employed to assess the mucoadhesive strength
of propranolol-loaded limonene-based ME in situ nanogel. Bovine mucin was dissolved
in phosphate buffer solution (pH = 6.8) to prepare mucin solution. Then, 150 mg of the
prepared in situ nanogel was added to 10 mL of the prepared mucin solution and mixed
well using a vortex mixer. After incubation for 48 h, the zeta potential of the previously
prepared suspension was computed and compared with the zeta potential of the raw
bovine mucin suspension. The value change in zeta potential was used to determine the
mucoadhesive strength of the investigated in situ nanogel [39].

In-Vitro Release Study

The prepared ME-based and control gels (5 mL each) were placed into dialysis bags
with semi-permeable membranes (pre-soaked overnight in phosphate buffer) and im-
mersed into the vessels of the USP dissolution apparatus (Model DT 720, Erweka Ltd.,
PittlerstrafSe, Germany) containing phosphate buffer solution (pH.6.8). The bags were
immersed under conditions of 34 & 0.5 °C temperature with paddle stirring at 100 rpm.
Aliquots were withdrawn at regular time intervals and the sink condition was maintained
by adding the same volume of the release medium [82]. The withdrawn aliquots were
spectrophotometrically assayed for their propranolol content.

Based on the following equations, percentage dissolution efficiency (DE%) and mean
dissolution time (MT) were computed to compare PRO release from the in situ nanogel

and the control.
2y % dt x 100
DEY% = 41— 3)
Y100 X (t2 —t1)
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Y tmia AC
Y AC

DE is calculated by measuring the area under the release curve between two different
times which are expressed as ¢; and t,. Y190 represents the maximum percentage of drug
release between these two points. y is computed as the percentage of the drug released at a
specific time (t), with t; = 0 and #, = 6 h where 70 to 90% of propranolol was released.

MDT is used in assaying dissolution profiles, in which 7 is the number of release
sample times, i is the sample number, t,,;; is the mid-point time computed by (t; + t;_1)/2,
and AC is the additional concentration of the released drug between i and i — 1.

The release exponent (1) value of the Korsmeyer-Peppas model was determined to
describe the mechanism release of the drug from the polymer-based preparation.

MDT = 4)

4.2.4. Ex-Vivo Permeation Study
Preparation of Sheep Nasal Mucosa

Freshly excised sheep nasal mucosa was collected from a local farm. Figure 6 depicts
the steps of the nasal tissue excision technique. As soon as the sheep was slaughtered,
the mucosa was carefully removed without the septum and immersed instantly in cold
phosphate buffer saline (PBS, pH 6.4) for 30 min to keep the excised nasal tissues viable
throughout the experiment. An ex vivo permeation study of PRO-loaded ME in situ nanogel
through sheep nasal mucosa was conducted using Franz diffusion cells. Mucosal specimens
of 0.10 cm thickness and 3.2 cm? effective areas were utilized for the ex vivo permeation
study. In each diffusion cell, the tissue was placed with the mucosa surface facing the donor
chamber and the serosal side facing the receptor chamber. The permeability experiment
was started by filling the receptor chamber with warm simulated nasal electrolyte solution
(SNES) (electrolyte solution consisting of calcium, potassium, and sodium salts of pH 6.5).
The Franz cells were placed in a water bath at 34 £ 0.5 °C and at 200 rpm. Before loading
the in situ nanogels, the mucosa was allowed to stabilize for 15 min [83].

Figure 6. The various steps of the excision of the sheep nasal mucosa. (A) An incision anterior to the
eyes was adapted to remove the front part of the sheep’s upper jaw as framed by a and b, followed by
skin removal via dissection. (B) The septum was removed after bisecting the snout along the septal
midline. (C) Following the separation into two halves, a vertical incision was performed via the snout
lateral to detach the conchae, followed by another incision across the conchae to enhance the removal
of nasal mucosa tissue. (D) Finally, strips were cut from the obtained sheep nasal tissue specimens.
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Intranasal Propranolol Delivery

The permeation through the nasal mucosa was studied throughout a period of 6 h
after topical exposure of the tested formulation. On the surface of the nasal mucosa, 100 pL
of PRO-loaded ME and the control in situ gels (equivalent to 5 mg PRO) were applied.
SNES samples were withdrawn at definite time intervals from the receptor chamber and
replaced with an equal volume of fresh SNES to maintain sink condition. The samples were
quantified spectrophotometrically at 290 nm. The cumulative amount of drug permeated
(Qn), steady-state flux (Jss), trans-nasal permeability coefficient (Pe¢), and enhancement
factor (ER) were computed according to the following equations:

Qn = V:Cyp) + Z);jf Vs(x —1)Cr(x—1) (5)
(/)
Jos = ©®)
Pegt = {:i: @)
_ ]ss (TeSt)
ER= Jss(Control) ®

where V;: the reservoir compartment volume (mL), Vs: the sample collected volume (mL)
at the nth time point, n: the sampling time point, C,,: propranolol concentration in
the receiver compartment at the nth time point (ng/mL), Q: the amount of transported
drug, A: the exposed area of permeation (0.635 cm?), and Cy: initial donor concentration
for propranolol.

4.2.5. Assessment of Local Toxicity of the In Situ Nanogel through
Histopathological Examination

Histopathological assessment was performed after 6 h of treatment of nasal mucosa
with the prepared in situ nanogel, obtained in a similar method to that mentioned in
Section 2.4.2. to identify any pathological alteration in tissue and/or cell morphology
and organization. The formulations were tested on three nasal tissue samples: untreated
mucosa served as the negative control, mucosa treated with 0.1 mL of 38% v /v nitric acid
served as the positive control, and the third mucosa was treated with the prepared thermo-
responsive microemulsion-based nanogel. Mucosal tissues first underwent the fixation step
using a 10% formaldehyde-based solution, and were then embedded in paraffin, sectioned
through the microtome, and placed on microscopical slides. The slides were then dried
to remove moisture and de-waxed using xylene. The latter was removed using alcohol
and the tissues were hydrated with distilled water. The slides were then stained with
hematoxylin and the excess background stain was removed using weak alcohol. Finally,
the slides were stained with an alcoholic solution of eosin where a thin layer of polystyrene
mountant was applied, followed by a glass coverslip [84].

4.2.6. Brain Uptake Study
Experimental Animal

The brain biodistribution study was conducted in albino Wistar rats, which weighed
between 130 and 150 g. Rats were obtained from the Faculty of Pharmacy animal house at
Beirut Arab University (BAU) in Lebanon. Under standard animal housing conditions, they
were kept in polyacrylic cages throughout the experiments. The rats were supplied with
water and standard laboratory chow. As authenticated by the Ministry of Public Health,
animals were handled according to the Institutional Animal Care and Use Guidelines
(IACUG) at BAU, Lebanon. All experiments at Beirut Arab University were approved by
the Investigation Review Board (IRB), number 2023-H-0088-P-R-0531.
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Intranasal and Oral Administration

The pharmacokinetic evaluation was carried out according to the guidelines for the
care and use of laboratory animals.

Rats were divided into two groups, each group of 16 rats. In the first group, rats
were anesthetized before administration using thiopental through intraperitoneal injection
(60 mg/kg i.p.). The selected dose of thiopental has been reported as optimal to invoke the
comparable depth of anesthesia assessed by muscle reflex tests. Thiopental was dissolved in
0.9% NaCl and injected at a volume of 1 mL/kg 15 min before the experiment. Animals were
fixed and cold formulations (equivalent to 20 mg/kg) were instilled through a polyurethane
tube attached to a micropipette. The tubes were inserted about 12 mm deep into one of the
nostrils, enabling the delivery of the gels toward the roof of the nasal cavity. Rats remained
fixed to ensure complete gelation of the in situ nanogels. The second group received an
oral propranolol solution using an oral gavage technique [85].

At a predetermined interval (8 h), rats were sacrificed, and brain samples were har-
vested and washed with 0.9% sodium chloride solution, dried on tissue paper, and weighed.
Then, organs were placed in a glass beaker where phosphate buffer saline of pH 6.8 was
added, and the brains were homogenized using a homogenizer. Homogenates were stored
at —70 =+ 2 °C for further analysis.

Extraction of Propranolol from Brain Tissues

Frozen samples were thawed at room temperature (25 £ 2 °C), and 200 pL of samples
were added to test tubes followed by the addition of 400 uL of acetonitrile. Tested samples
were vortexed for 20 min, then transferred to Eppendorf tubes, and centrifuged at 8500 rpm
for 20 min at 5 & 2 °C to precipitate the proteins. The precipitates were discarded and 100 pL
samples of the clear supernatants were transferred to clean dry vials, filtered, sonicated,
and assayed with reverse-phase high-performance liquid chromatography [57].

HPLC Analysis

An Agilent C18 column (250 x 4.7 mm LD), autosampler, pump, and photodiode array
detector were utilized for the quantitative analysis (Waldbronn, Germany). After eluting
the isocratic mobile phase consisting of acetonitrile and phosphate buffer of pH 4.5 (35:65)
at room temperature (25 & 0.5 °C), the column effluent was detected at 214 nm wavelength.
The retention time of propranolol was found to be 6.5 min. PRO concentration was
calculated using a calibration curve plotting the peak area versus concentration [86].

Brain Pharmacokinetics

The pharmacokinetic parameters of propranolol in the brain were determined by
applying a non-compartmental approach and Kinetica 4.4.1 SPSS 15 software®. The maxi-
mum PRO concentration (Cpnax, g/mL) and the time at which Cax was achieved (Tmax,
hours) were calculated using the concentration—time curve. The linear trapezoidal rule
was applied to compute the area under the concentration—time curve from zero to the
last analyzed point (AUC(_7, g-h/mL), and cp/k was added to obtain AUC(_.,, where cp
is the last measured concentration and k is the elimination rate constant. The first-order
formulation was used to calculate T /» [87].

4.2.7. Stability Study

The stability of the optimal limonene-based thermo-responsive nanogel was evaluated
at temperatures of 25 + 2 °C (65 &+ 5% RH) and at 3 & 2 °C (50 £ 5% RH) for 12 weeks,
according to the ICH guidelines [88]. Samples were stored in glass vials and covered tightly
with parafilm. Every four weeks, samples were assessed for appearance, pH, viscosity,
gelation temperature and time, and drug content.
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4.2.8. Statistical Analysis

Except for in vivo experiment (brain distribution study), which was expressed as mean
SEM (standard error of the mean), the results from various in vitro and ex vivo tests were
expressed as mean standard deviation (SD) and were analyzed utilizing a one-way analysis
of variance (ANOVA) test, followed by a post-hoc Tukey test. When p-values were less
than 0.05, the results were considered statistically significant. For statistical analysis, the
Statistical Package for the Social Sciences (SPSS) version 22 (IBM, New York, NY, USA)
was utilized.

Author Contributions: Conceptualization, writing—review, editing, project administration and supervi-
sion, M.M.M.; methodology, KK.A., S.D. and R.E.M,; software, investigation, and writing—original draft
preparation, K.K.A.; validation, formal analysis, resources, data curation and visualization, M.M.M.
and K.K.A. All authors have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: The animal study protocol was approved by the Institutional
Review Board of Beirut Arab University (number: 2023-H-0088-P-R-0531).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available upon request from the
corresponding author.

Acknowledgments: The drawing of the rat in the graphical abstract has been originally created by
Gill Brown http://www.neuroscience-graphicdesign.com/ (accessed on 1 June 2023).

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

References

1. Sim, T.M,; Tarini, D.; Dheen, S.T.; Bay, B.H.; Srinivasan, D.K. Nanoparticle-Based Technology Approaches to the Management of
Neurological Disorders. Int. ]. Mol. Sci. 2020, 21, 6070. [CrossRef]

2. Carroll, WM. The Global Burden of Neurological Disorders. Lancet Neurol. 2019, 18, 418-419. [CrossRef]

3. Charles, A. The Pathophysiology of Migraine: Implications for Clinical Management. Lancet Neurol. 2018, 17, 174-182. [CrossRef]
[PubMed]

4. Joshi, S.; Tepper, S.J.; Lucas, S.; Rasmussen, S.; Nelson, R. A Narrative Review of the Importance of Pharmacokinetics and
Drug-Drug Interactions of Preventive Therapies in Migraine Management. Headache 2021, 61, 838-853. [CrossRef]

5. Danesh, A.; Gottschalk, P.C.H. Beta-Blockers for Migraine Prevention: A Review Article. Curr. Treat. Options Neurol. 2019, 21, 20.
[CrossRef] [PubMed]

6. Jovanovi¢, M.; Tomi¢, N.; Cviji¢, S.; Stojanovi¢, D.; Ibri¢, S.; Uskokovi¢, P. Mucoadhesive Gelatin Buccal Films with Propranolol
Hydrochloride: Evaluation of Mechanical, Mucoadhesive, and Biopharmaceutical Properties. Pharmaceutics 2021, 13, 273.
[CrossRef]

7. Mohamad, S.A.; Salem, H.; Yassin, H.A.; Mansour, H.F. Bucco-Adhesive Film as a Pediatric Proper Dosage Form for Systemic
Delivery of Propranolol Hydrochloride: In-Vitro and in-Vivo Evaluation. Drug Des. Devel. Ther. 2020, 14, 4277-4289. [CrossRef]

8.  Agrawal, M,; Saraf, S.; Saraf, S.; Dubey, S.K,; Puri, A.; Gupta, U.; Kesharwani, P.; Ravichandiran, V.; Kumar, P.; Naidu, V.G.M,;
et al. Stimuli-Responsive in Situ Gelling System for Nose-to-Brain Drug Delivery. J. Control. Release 2020, 327, 235-265. [CrossRef]
[PubMed]

9. Wang, X; Liu, G.; Ma, J.; Guo, S.; Gao, L;; Jia, Y.; Li, X.; Zhang, Q. In Situ Gel-Forming System: An Attractive Alternative for
Nasal Drug Delivery. Crit. Rev. Ther. Drug Carr. Syst. 2013, 30, 411-434. [CrossRef]

10. Jagdale, S.; Shewale, N.; Kuchekar, B.S. Optimization of Thermoreversible in Situ Nasal Gel of Timolol Maleate. Scientifica 2016,
2016, 6401267. [CrossRef]

11. Mehanna, M.M.; Mneimneh, A.T.; Abed El Jalil, K. Levofloxacin-Loaded Naturally Occurring Monoterpene-Based Nanoemulgel:
A Feasible Efficient System to Circumvent MRSA Ocular Infections. Drug Dev. Ind. Pharm. 2020, 46, 1787-1799. [CrossRef]

12.  Liao, A.H.; Shih, C.P; Li, M.W,; Lin, Y.C.; Chuang, H.C.; Wang, C.H. Development of Thermosensitive Poloxamer 407-Based
Microbubble Gel with Ultrasound Mediation for Inner Ear Drug Delivery. Drug Deliv. 2021, 28, 1256-1271. [CrossRef]

13. Fathalla, Z.; Mustafa, WW.; Abdelkader, H.; Moharram, H.; Sabry, A.M.; Alany, R.G. Hybrid Thermosensitive-Mucoadhesive in
Situ Forming Gels for Enhanced Corneal Wound Healing Effect of L-Carnosine. Drug Deliv. 2022, 29, 374-385. [CrossRef]

14. Elkomy, M.H.; Ali, A.A.; Eid, H.M. Chitosan on the Surface of Nanoparticles for Enhanced Drug Delivery: A Comprehensive
Review. J. Control. Release 2022, 351, 923-940. [CrossRef]

15. Trevino, J.T.; Quispe, R.C.; Khan, F; Novak, V. Non-Invasive Strategies for Nose-to-Brain Drug Delivery. J. Clin. Trials 2020, 10, 439.


http://www.neuroscience-graphicdesign.com/
https://doi.org/10.3390/ijms21176070
https://doi.org/10.1016/S1474-4422(19)30029-8
https://doi.org/10.1016/S1474-4422(17)30435-0
https://www.ncbi.nlm.nih.gov/pubmed/29229375
https://doi.org/10.1111/head.14135
https://doi.org/10.1007/s11940-019-0556-3
https://www.ncbi.nlm.nih.gov/pubmed/30903383
https://doi.org/10.3390/pharmaceutics13020273
https://doi.org/10.2147/DDDT.S267317
https://doi.org/10.1016/j.jconrel.2020.07.044
https://www.ncbi.nlm.nih.gov/pubmed/32739524
https://doi.org/10.1615/CritRevTherDrugCarrierSyst.2013007362
https://doi.org/10.1155/2016/6401267
https://doi.org/10.1080/03639045.2020.1821048
https://doi.org/10.1080/10717544.2021.1938758
https://doi.org/10.1080/10717544.2021.2023236
https://doi.org/10.1016/j.jconrel.2022.10.005

Gels 2023, 9, 491 19 of 21

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Froelich, A.; Osmatek, T.; Jadach, B.; Puri, V.; Michniak-Kohn, B. Microemulsion-Based Media in Nose-to-Brain Drug Delivery.
Pharmaceutics 2021, 13, 201. [CrossRef]

Thakur, D.; Kaur, G.; Puri, A.; Nanda, R. Therapeutic Potential of Essential Oil Based Microemulsions: Reviewing State-of-the-Art.
Curr. Drug Deliv. 2021, 18, 1218-1233. [CrossRef]

Eddin, L.B.; Jha, N.K.; Meeran, M.EN.; Kesari, K.K.; Beiram, R.; Ojha, S. Neuroprotective Potential of Limonene and Limonene
Containing Natural Products. Molecules 2021, 4535, 4535. [CrossRef]

Piccinelli, A.C.; Morato, PN.; Dos Santos Barbosa, M.; Croda, J.; Sampson, J.; Kong, X.; Konkiewitz, E.C.; Ziff, E.B.; Amaya-Farfan,
J.; Kassuya, C.A.L. Limonene Reduces Hyperalgesia Induced by Gp120 and Cytokines by Modulation of IL-1 $ and Protein
Expression in Spinal Cord of Mice. Life Sci. 2017, 174, 28-34. [CrossRef]

Mehanna, M.M.; Abla, K.K. SiRNA Nanohybrid Systems: False Hope or Feasible Answer in Cancer Management. Ther. Deliv.
2022, 13, 109-133. [CrossRef]

Alwattar, ] K.; Mneimneh, A.T.; Abla, KK.; Mehanna, M.M.; Allam, A.N. Smart Stimuli-Responsive Liposomal Nanohybrid
Systems: A Critical Review of Theranostic Behavior in Cancer. Pharmaceutics 2021, 13, 355. [CrossRef]

Abla, K.K.; Mneimneh, A.T.; Allam, A.N.; Mehanna, M.M. Application of Box-Behnken Design in the Preparation, Optimization,
and In-Vivo Pharmacokinetic Evaluation of Oral Tadalafil-Loaded Niosomal Film. Pharmaceutics 2023, 15, 173. [CrossRef]
Nayak, K.; Choudhari, M.V,; Bagul, S.; Chavan, T.A.; Misra, M. Ocular Drug Delivery Systems. In Developments in Biomedical
Engineering and Bioelectronics; Academic Press: Cambridge, MA, USA, 2021; pp. 515-566, ISBN 25897527.

Agatonovic-Kustrin, S.; Chan, C.K.Y.; Gegechkori, V.; Morton, D.W. Models for Skin and Brain Penetration of Major Components
from Essential Oils Used in Aromatherapy for Dementia Patients. J. Biomol. Struct. Dyn. 2020, 38, 2402-2411. [CrossRef]
Gorantla, S.; Rapalli, V.K.,; Waghule, T.; Singh, PP; Dubey, S.K,; Saha, R.N.; Singhvi, G. Nanocarriers for Ocular Drug Delivery:
Current Status and Translational Opportunity. RSC Adv. 2020, 10, 27835-27855. [CrossRef]

Wang, X.; Cui, X.; Zhao, Y.; Chen, C. Nano-Bio Interactions: The Implication of Size-Dependent Biological Effects of Nanomaterials.
Sci. China Life Sci. 2020, 63, 1168-1182. [CrossRef]

Clares, B.; Calpena, A,; Parra, A.; Abrego, G.; Alvarado, H.; Fangueiro, J.; Souto, E. Nanoemulsions (NEs), Liposomes (LPs) and
Solid Lipid Nanoparticles (SLNs) for Retinyl Palmitate: Effect on Skin Permeation. Int. J. Pharm. 2014, 473, 591-598. [CrossRef]
Katare, Y.K.; Daya, R.P; Sookram Gray, C.; Luckham, R.E.; Bhandari, J.; Chauhan, A.S.; Mishra, R.K. Brain Targeting of a Water
Insoluble Antipsychotic Drug Haloperidol via the Intranasal Route Using PAMAM Dendrimer. Mol. Pharm. 2015, 12, 3380-3388.
[CrossRef]

Sherif, S.; Bendas, E.; Badawy, S. The Clinical Efficacy of Cosmeceutical Application of Liquid Crystalline Nanostructured
Dispersions of Alpha Lipoic Acid as Anti-Wrinkle. Eur. J. Pharm. Biopharm. 2014, 86, 251-259. [CrossRef]

Mohyeldin, S.M.; Mehanna, M.M.; Elgindy, N.A. Superiority of Liquid Crystalline Cubic Nanocarriers as Hormonal Transdermal
Vehicle: Comparative Human Skin Permeation-Supported Evidence. Expert Opin. Drug Deliv. 2016, 13, 1049-1064. [CrossRef]
Sis, H.; Birinci, M. Effect of Nonionic and Ionic Surfactants on Zeta Potential and Dispersion Properties of Carbon Black Powders.
Colloids Surfaces A Physicochem. Eng. Asp. 2009, 341, 60-67. [CrossRef]

Lin, W.; Kampf, N.; Goldberg, R.; Driver, M.].; Klein, ]J. Poly-Phosphocholinated Liposomes Form Stable Superlubrication Vectors.
Langmuir 2019, 35, 6048-6054. [CrossRef]

Waulff-Pérez, M.; de Vicente, J.; Martin-Rodriguez, A.; Galvez-Ruiz, M.]. Controlling Lipolysis through Steric Surfactants: New
Insights on the Controlled Degradation of Submicron Emulsions after Oral and Intravenous Administration. Int. J. Pharm. 2012,
423,161-166. [CrossRef]

Shewaiter, M.A.; Hammady, T.M.; El-Gindy, A.; Hammadi, S.H.; Gad, S. Formulation and Characterization of Lefluno-
mide/Diclofenac Sodium Microemulsion Base-Gel for the Transdermal Treatment of Inflammatory Joint Diseases. . Drug
Deliv. Sci. Technol. 2021, 61, 102110. [CrossRef]

Li, Y;; Ruan, S.; Wang, Z.; Feng, N.; Zhang, Y. Hyaluronic Acid Coating Reduces the Leakage of Melittin Encapsulated in
Liposomes and Increases Targeted Delivery to Melanoma Cells. Pharmaceutics 2021, 13, 1235. [CrossRef]

Subongkot, T.; Ngawhirunpat, T. Development of a Novel Microemulsion for Oral Absorption Enhancement of All-Trans Retinoic
Acid. Int. ]. Nanomedicine 2017, 12, 5585-5599. [CrossRef]

Meka, V.S.; Nali, S.R.; Songa, A.S.; Battu, J.R.; Kolapalli, V.R.M. Statistical Optimization of a Novel Excipient (CMEC) Based
Gastro Retentive Floating Tablets of Propranolol HCl and Its in Vivo Buoyancy Characterization in Healthy Human Volunteers.
DARU J. Pharm. Sci. 2012, 20, 21. [CrossRef]

Irimia, T.; Dinu-Pirvu, C.E.; Ghica, M.V,; Lupuleasa, D.; Muntean, D.L.; Udeanu, D.I; Popa, L. Chitosan-Based in Situ Gels for
Ocular Delivery of Therapeutics: A State-of-the-Art Review. Mar. Drugs 2018, 16, 373. [CrossRef]

Ahmed, T.A ; El-Say, KM.; Ahmed, O.A.A.; Aljaeid, B.M. Superiority of Tpgs-Loaded Micelles in the Brain Delivery of Vinpocetine
via Administration of Thermosensitive Intranasal Gel. Int. J. Nanomed. 2019, 14, 5555-5567. [CrossRef]

Liu, L.; Gao, Q.; Lu, X.; Zhou, H. In Situ Forming Hydrogels Based on Chitosan for Drug Delivery and Tissue Regeneration. Asian
J. Pharm. Sci. 2016, 11, 673-683. [CrossRef]

Sindhoor, S.M.; Priya, S.; Maxwell, A. Formulation and Evaluation of Novel in Situ Gel of Lafutidine for Gastro Retentive Drug
Delivery. Asian J. Pharm. Clin. Res. 2018, 11, 88. [CrossRef]

Mura, P.; Mennini, N.; Nativi, C.; Richichi, B. In Situ Mucoadhesive-Thermosensitive Liposomal Gel as a Novel Vehicle for Nasal
Extended Delivery of Opiorphin. Eur. J. Pharm. Biopharm. 2018, 122, 54—61. [CrossRef]


https://doi.org/10.3390/pharmaceutics13020201
https://doi.org/10.2174/1567201818666210217161240
https://doi.org/10.3390/molecules26154535
https://doi.org/10.1016/j.lfs.2016.11.017
https://doi.org/10.4155/tde-2021-0068
https://doi.org/10.3390/pharmaceutics13030355
https://doi.org/10.3390/pharmaceutics15010173
https://doi.org/10.1080/07391102.2019.1633408
https://doi.org/10.1039/D0RA04971A
https://doi.org/10.1007/s11427-020-1725-0
https://doi.org/10.1016/j.ijpharm.2014.08.001
https://doi.org/10.1021/acs.molpharmaceut.5b00402
https://doi.org/10.1016/j.ejpb.2013.09.008
https://doi.org/10.1080/17425247.2016.1182490
https://doi.org/10.1016/j.colsurfa.2009.03.039
https://doi.org/10.1021/acs.langmuir.9b00610
https://doi.org/10.1016/j.ijpharm.2011.12.025
https://doi.org/10.1016/j.jddst.2020.102110
https://doi.org/10.3390/pharmaceutics13081235
https://doi.org/10.2147/IJN.S142503
https://doi.org/10.1186/2008-2231-20-21
https://doi.org/10.3390/md16100373
https://doi.org/10.2147/IJN.S213086
https://doi.org/10.1016/j.ajps.2016.07.001
https://doi.org/10.22159/ajpcr.2018.v11i8.25582
https://doi.org/10.1016/j.ejpb.2017.10.008

Gels 2023, 9, 491 20 of 21

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

Kaur, P; Garg, T; Rath, G.; Goyal, A K. In Situ Nasal Gel Drug Delivery: A Novel Approach for Brain Targeting through the
Mucosal Membrane. Artif. Cells Nanomed. Biotechnol. 2016, 44, 1167-1176. [CrossRef] [PubMed]

Ahmed, T.A; Badr-Eldin, S.M.; Ahmed, O.A.A.; Aldawsari, H. Intranasal Optimized Solid Lipid Nanoparticles Loaded in Situ
Gel for Enhancing Trans-Mucosal Delivery of Simvastatin. J. Drug Deliv. Sci. Technol. 2018, 48, 499-508. [CrossRef]

Pai, R.V.; Monpara, ].D.; Vavia, PR. Exploring Molecular Dynamics Simulation to Predict Binding with Ocular Mucin: An in Silico
Approach for Screening Mucoadhesive Materials for Ocular Retentive Delivery Systems. J. Control. Release 2019, 309, 190-202.
[CrossRef]

Patel, N.; Nakrani, H.; Raval, M.; Sheth, N. Development of Loteprednol Etabonate-Loaded Cationic Nanoemulsified in-Situ
Ophthalmic Gel for Sustained Delivery and Enhanced Ocular Bioavailability. Drug Deliv. 2016, 23, 3712-3723. [CrossRef]
Salade, L.; Wauthoz, N.; Goole, J.; Amighi, K. How to Characterize a Nasal Product. The State of the Art of in Vitro and Ex Vivo
Specific Methods. Int. J. Pharm. 2019, 561, 47-65. [CrossRef] [PubMed]

Kim, D.-D. In Vitro Cellular Models for Nasal Drug Absorption Studies BI—Drug Absorption Studies: In Situ, In Vitro and In Silico
Models; Ehrhardt, C., Kim, K.-J., Eds.; Springer US: Boston, MA, USA, 2008; pp. 216-234. ISBN 9780387749013.

Gerber, W,; Svitina, H.; Steyn, D.; Peterson, B.; Kotzé, A.; Weldon, C.; Hamman, J.H. Comparison of RPMI 2650 Cell Layers and
Excised Sheep Nasal Epithelial Tissues in Terms of Nasal Drug Delivery and Immunocytochemistry Properties. J. Pharmacol.
Toxicol. Methods 2022, 113, 107131. [CrossRef]

Tas, C.; Ozkan, Y.; Okyar, A.; Savaser, A. In Vitro and Ex Vivo Permeation Studies of Etodolac from Hydrophilic Gels and Effect of
Terpenes as Enhancers. Drug Deliv. 2007, 14, 453-459. [CrossRef] [PubMed]

Bekhet, M.A.; Ali, A.A.; Kharshoum, R.M.; El-Ela, EI.A.; Salem, H.F. Intranasal Niosomal In Situ Gel As A Novel Strategy for
Improving Citicoline Efficacy and Brain Delivery in Treatment of Epilepsy: In Vitro and Ex Vivo Characterization and In Vivo
Pharmacodynamics Investigation. J. Pharm. Sci. 2022, 111, 2258-2269. [CrossRef]

Khan, K.; Aqil, M.; Imam, S.S.; Ahad, A.; Moolakkadath, T.; Sultana, Y.; Mujeeb, M. Ursolic Acid Loaded Intra Nasal Nano
Lipid Vesicles for Brain Tumour: Formulation, Optimization, in-Vivo Brain/Plasma Distribution Study and Histopathological
Assessment. Biomed. Pharmacother. 2018, 106, 1578-1585. [CrossRef]

Waheed, S.; Li, Z.; Zhang, E; Chiarini, A.; Armato, U.; Wu, J. Engineering Nano-Drug Biointerface to Overcome Biological Barriers
toward Precision Drug Delivery. . Nanobiotechnology 2022, 20, 395. [CrossRef]

Younes, N.E,; Abdel-halim, S.A; Elassasy, A.I. Corneal Targeted Sertaconazole Nitrate Loaded Cubosomes: Preparation, Statistical
Optimization, in Vitro Characterization, Ex Vivo Permeation and in Vivo Studies. Int. |. Pharm. 2018, 553, 386-397. [CrossRef]
[PubMed]

Bayanati, M.; Khosroshahi, A.G.; Alvandi, M.; Mahboobian, M.M. Fabrication of a Thermosensitive in Situ Gel Nanoemulsion for
Nose to Brain Delivery of Temozolomide. J. Nanomater. 2021, 2021, 1546798. [CrossRef]

Abdulla, N.A.; Balata, G.F; El-ghamry, H.A.; Gomaa, E. Intranasal Delivery of Clozapine Using Nanoemulsion-Based in-Situ
Gels: An Approach for Bioavailability Enhancement. Saudi Pharm. J. 2021, 29, 1466-1485. [CrossRef]

Parashar, P.; Diwaker, N.; Kanoujia, J.; Singh, M.; Yadav, A ; Singh, L; Saraf, S.A. In Situ Gel of Lamotrigine for Augmented Brain
Delivery: Development Characterization and Pharmacokinetic Evaluation. J. Pharm. Investig. 2020, 50, 95-105. [CrossRef]
Singh, A.P,; Saraf, S.K.; Saraf, S.A. SLN Approach for Nose-to-Brain Delivery of Alprazolam. Drug Deliv. Transl. Res. 2012, 2,
498-507. [CrossRef]

Crowe, T.P; Greenlee, M.H.W.; Kanthasamy, A.G.; Hsu, W.H. Mechanism of Intranasal Drug Delivery Directly to the Brain. Life
Sci. 2018, 195, 44-52. [CrossRef]

Emad, N.A.; Ahmed, B.; Alhalmi, A.; Alzobaidi, N.; Al-Kubati, S.S. Recent Progress in Nanocarriers for Direct Nose to Brain Drug
Delivery. |. Drug Deliv. Sci. Technol. 2021, 64, 102642. [CrossRef]

Agrawal, M; Saraf, S.; Saraf, S.; Antimisiaris, S.G.; Chougule, M.B.; Shoyele, S.A.; Alexander, A. Nose-to-Brain Drug Delivery: An
Update on Clinical Challenges and Progress towards Approval of Anti-Alzheimer Drugs. J. Control. Release 2018, 281, 139-177.
[CrossRef]

Cena, V.; Jativa, P. Nanoparticle Crossing of Blood-Brain Barrier: A Road to New Therapeutic Approaches to Central Nervous
System Diseases. Nanomedicine 2018, 13, 1513-1516. [CrossRef]

Feng, Y.; He, H.; Li, F; Lu, Y; Qi, J.; Wu, W. An Update on the Role of Nanovehicles in Nose-to-Brain Drug Delivery. Drug Discov.
Today 2018, 23, 1079-1088. [CrossRef] [PubMed]

Formica, M.L.; Real, D.A.; Picchio, M.L.; Catlin, E.; Donnelly, R.F.; Paredes, A.J. On a Highway to the Brain: A Review on
Nose-to-Brain Drug Delivery Using Nanoparticles. Appl. Mater. Today 2022, 29, 101631. [CrossRef]

Huang, T.W.; Li, S.T.; Young, T.H. Chitosan-Hyaluronan: Promotion of Mucociliary Differentiation of Respiratory Epithelial Cells
and Development of Olfactory Receptor Neurons. Artif. Cells Nanomed. Biotechnol. 2019, 47, 564-570. [CrossRef] [PubMed]

Lee, D.; Minko, T. Nanotherapeutics for Nose-to-Brain Drug Delivery: An Approach to Bypass the Blood Brain Barrier. Pharma-
ceutics 2021, 13, 2049. [CrossRef] [PubMed]

Gabal, Y.M.; Kamel, A.O.; Sammour, O.A; Elshafeey, A.H. Effect of Surface Charge on the Brain Delivery of Nanostructured
Lipid Carriers in Situ Gels via the Nasal Route. Int. |. Pharm. 2014, 473, 442-457. [CrossRef]

Fan, Y.; Chen, M.; Zhang, J.; Maincent, P; Xia, X.; Wu, W. Updated Progress of Nanocarrier-Based Intranasal Drug Delivery
Systems for Treatment of Brain Diseases. Crit. Rev. Ther. Drug Carr. Syst. 2018, 35, 433—468. [CrossRef]


https://doi.org/10.3109/21691401.2015.1012260
https://www.ncbi.nlm.nih.gov/pubmed/25749276
https://doi.org/10.1016/j.jddst.2018.10.027
https://doi.org/10.1016/j.jconrel.2019.07.037
https://doi.org/10.1080/10717544.2016.1223225
https://doi.org/10.1016/j.ijpharm.2019.02.026
https://www.ncbi.nlm.nih.gov/pubmed/30822505
https://doi.org/10.1016/j.vascn.2021.107131
https://doi.org/10.1080/10717540701603746
https://www.ncbi.nlm.nih.gov/pubmed/17994363
https://doi.org/10.1016/j.xphs.2022.02.012
https://doi.org/10.1016/j.biopha.2018.07.127
https://doi.org/10.1186/s12951-022-01605-4
https://doi.org/10.1016/j.ijpharm.2018.10.057
https://www.ncbi.nlm.nih.gov/pubmed/30393167
https://doi.org/10.1155/2021/1546798
https://doi.org/10.1016/j.jsps.2021.11.006
https://doi.org/10.1007/s40005-019-00436-0
https://doi.org/10.1007/s13346-012-0110-2
https://doi.org/10.1016/j.lfs.2017.12.025
https://doi.org/10.1016/j.jddst.2021.102642
https://doi.org/10.1016/j.jconrel.2018.05.011
https://doi.org/10.2217/nnm-2018-0139
https://doi.org/10.1016/j.drudis.2018.01.005
https://www.ncbi.nlm.nih.gov/pubmed/29330120
https://doi.org/10.1016/j.apmt.2022.101631
https://doi.org/10.1080/21691401.2019.1579732
https://www.ncbi.nlm.nih.gov/pubmed/30857434
https://doi.org/10.3390/pharmaceutics13122049
https://www.ncbi.nlm.nih.gov/pubmed/34959331
https://doi.org/10.1016/j.ijpharm.2014.07.025
https://doi.org/10.1615/CritRevTherDrugCarrierSyst.2018024697

Gels 2023, 9, 491 21 of 21

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

Akhtar, N.; Ahad, A.; Khar, RK.; Jaggi, M.; Aqil, M,; Igbal, Z.; Ahmad, FJ.; Talegaonkar, S. The Emerging Role of P-Glycoprotein
Inhibitors in Drug Delivery: A Patent Review. Expert Opin. Ther. Pat. 2011, 21, 561-576. [CrossRef]

Mehanna, M.M.; Abla, K.K.; Elmaradny, H.A. Tailored Limonene-Based Nanosized Microemulsion: Formulation, Physicochemical
Characterization and in-Vivo Skin Irritation Assessment. Adv. Pharm. Bull. 2020, 11, 274-285. [CrossRef]

Mehanna, M.M.; Abla, KK.; Domiati, S.; Elmaradny, H. Superiority of Microemulsion-Based Hydrogel for Non-Steroidal Anti-
Inflammatory Drug Transdermal Delivery: A Comparative Safety and Anti-Nociceptive Efficacy Study. Int. J. Pharm. 2022, 622, 121830.
[CrossRef]

Rizwanullah, M.; Amin, S.; Ahmad, J. Improved Pharmacokinetics and Antihyperlipidemic Efficacy of Rosuvastatin-Loaded
Nanostructured Lipid Carriers. . Drug Target. 2017, 25, 58-74. [CrossRef]

Xin, Y,; Yun, S.; Yuhe, L.; Yinxue, M.; Shurui, N.; Yue, Z.; Kunming, Q.; Weidong, L. Development of Licorice Flavonoids
Loaded Microemulsion for Transdermal Delivery Using CCD-Optimal Experimental Approach: Formulation Development and
Characterization. Front. Nanotechnol. 2021, 3, 748791. [CrossRef]

Huang, W.; Dou, H.; Wu, H.; Sun, Z.; Wang, H.; Huang, L. Preparation and Characterisation of Nobiletin-Loaded Nanostructured
Lipid Carriers. J. Nanomater. 2017, 2017, 2898342. [CrossRef]

Eldeeb, A.E.; Salah, S.; Ghorab, M. Formulation and Evaluation of Cubosomes Drug Delivery System for Treatment of Glaucoma:
Ex-Vivo Permeation and in-Vivo Pharmacodynamic Study. J. Drug Deliv. Sci. Technol. 2019, 52, 236-247. [CrossRef]

Khan, A.; Aqil, M,; Imam, S.S.; Ahad, A.; Sultana, Y.; Ali, A.; Khan, K. Temozolomide Loaded Nano Lipid Based Chitosan
Hydrogel for Nose to Brain Delivery: Characterization, Nasal Absorption, Histopathology and Cell Line Study. Int. ]. Biol.
Macromol. 2018, 116, 1260-1267. [CrossRef]

Ahmad, N.; Ahmad, R; Ahmad, EJ.; Ahmad, W.; Alam, M.A.; Amir, M.; Ali, A. Poloxamer-Chitosan-Based Naringenin
Nanoformulation Used in Brain Targeting for the Treatment of Cerebral Ischemia. Saudi J. Biol. Sci. 2020, 27, 500-517. [CrossRef]
Hosny, K.M.; Rizg, W.Y.; Khallaf, R.A. Preparation and Optimization of in Situ Gel Loaded with Rosuvastatin-Ellagic Acid
Nanotransfersomes to Enhance the Anti-Proliferative Activity. Pharmaceutics 2020, 12, 263. [CrossRef] [PubMed]

Saudagar, R.B.; Khandbahale, S.V. Formulation Development and Evaluation of Nasal In-Situ Gel of Fluticasone Propionate. Int.
J. Curr. Pharm. Res. 2017, 9, 45-54. [CrossRef]

Hosny, K. M.; Hassan, A.H. Intranasal in Situ Gel Loaded with Saquinavir Mesylate Nanosized Microemulsion: Preparation,
Characterization, and in Vivo Evaluation. Int. J. Pharm. 2014, 475, 191-197. [CrossRef]

Mandal, S.; Thimmasetty, M.K.; Prabhushankar, G.; Geetha, M. Formulation and Evaluation of an in Situ Gel-Forming Ophthalmic
Formulation of Moxifloxacin Hydrochloride. Int. |. Pharm. Investig. 2012, 2, 78-82. [CrossRef]

Nair, A.B.; Chaudhary, S.; Jacob, S.; Patel, D.; Shinu, P.; Shah, H.; Chaudhary, A.; Aldhubiab, B.; Almugbil, R.M.; Alnaim, A.S,;
et al. Intranasal Administration of Dolutegravir-Loaded Nanoemulsion-Based In Situ Gel for Enhanced Bioavailability and Direct
Brain Targeting. Gels 2023, 9, 130. [CrossRef]

Pund, S.; Rasve, G.; Borade, G. Ex Vivo Permeation Characteristics of Venlafaxine through Sheep Nasal Mucosa. Eur. ]. Pharm. Sci.
2013, 48, 195-201. [CrossRef] [PubMed]

Galgatte, U.C.; Kumbhar, A.B.; Chaudhari, P.D. Development of in Situ Gel for Nasal Delivery: Design, Optimization, in Vitro
and in Vivo Evaluation. Drug Deliv. 2014, 21, 62-73. [CrossRef]

Fahmy, U.A.; Ahmed, O.A.A.; Badr-Eldin, S.M.; Aldawsari, H.M.; Okbazghi, S.Z.; Awan, Z.A.; Bakhrebah, M.A.; Alomary, M.N.;
Abdulaal, W.H.; Medina, C.; et al. Development and Validation of HPLC Method for Determination of Modafinil in Human
Plasma. Int. J. Nanomed. 2020, 15, 5253-5264. [CrossRef] [PubMed]

Damle Mrinalini, C.; Deosthali Ajinkya, A. Development and Validation of HPLC Method for Determination of Modafinil in
Human Plasma. Int. . Pharm. Technol. 2016, 8, 11932-11942.

Eissa, E.M.; Elkomy, M.H.; Eid, H.M.; Ali, A.A.; Abourehab, M.A.S.; Alsubaiyel, A.M.; Naguib, I.A.; Alsalahat, I.; Hassan, A.H.
Intranasal Delivery of Granisetron to the Brain via Nanostructured Cubosomes-Based In Situ Gel for Improved Management of
Chemotherapy-Induced Emesis. Pharmaceutics 2022, 14, 1374. [CrossRef] [PubMed]

Nair, A.B.; Chaudhary, S.; Shah, H.; Jacob, S.; Mewada, V.; Shinu, P,; Shah, J. Intranasal Delivery of Darunavir-Loaded Mucoadhe-
sive In Situ Gel: Experimental Design, In Vitro Evaluation, and Pharmacokinetic Studies. Gels 2022, 8, 342. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1517/13543776.2011.561784
https://doi.org/10.34172/apb.2021.040
https://doi.org/10.1016/j.ijpharm.2022.121830
https://doi.org/10.1080/1061186X.2016.1191080
https://doi.org/10.3389/fnano.2021.748791
https://doi.org/10.1155/2017/2898342
https://doi.org/10.1016/j.jddst.2019.04.036
https://doi.org/10.1016/j.ijbiomac.2018.05.079
https://doi.org/10.1016/j.sjbs.2019.11.008
https://doi.org/10.3390/pharmaceutics12030263
https://www.ncbi.nlm.nih.gov/pubmed/32183144
https://doi.org/10.22159/ijcpr.2017v9i5.22135
https://doi.org/10.1016/j.ijpharm.2014.08.064
https://doi.org/10.4103/2230-973X.100042
https://doi.org/10.3390/gels9020130
https://doi.org/10.1016/j.ejps.2012.10.029
https://www.ncbi.nlm.nih.gov/pubmed/23159662
https://doi.org/10.3109/10717544.2013.849778
https://doi.org/10.2147/IJN.S258791
https://www.ncbi.nlm.nih.gov/pubmed/32801690
https://doi.org/10.3390/pharmaceutics14071374
https://www.ncbi.nlm.nih.gov/pubmed/35890270
https://doi.org/10.3390/gels8060342

	Introduction 
	Results and Discussion 
	Fabrication and Characterization of Propranolol-Loaded Limonene-Based Microemulsion 
	Fabrication and Characterization of Thermo-Responsive Nanogel 
	In-Vitro Release and Ex-Vivo Permeation 
	In-Vivo Evaluation 
	Histopathological Examination 
	Brain Uptake Study 

	Stability Study 

	Conclusions 
	Materials and Methods 
	Materials 
	Methods 
	Fabrication and Characterization of Propranolol-Loaded Limonene-Based Microemulsion System (PRO-ME) 
	Fabrication of Thermo-Responsive Nanogel 
	Preparation and Characterization of Thermo-Responsive Nanogel 
	Ex-Vivo Permeation Study 
	Assessment of Local Toxicity of the In Situ Nanogel through Histopathological Examination 
	Brain Uptake Study 
	Stability Study 
	Statistical Analysis 


	References

