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Abstract: In the present study, erythromycin (EM)-loaded nanostructured lipid carriers (NLCs) were
prepared by the emulsification and ultra-sonication method. EM-NLCs were optimized by central
composite design using the lipid (A), pluronic F127 (B) and sonication time (C) as independent
variables. Their effects were evaluated on particle size (Y1) and entrapment efficiency (Yy). The
optimized formulation (EM-NLCs-opt) showed a particle size of 169.6 + 4.8 nm and entrapment
efficiency of 81.7 + 1.4%. EM-NLCs-opt further transformed into an in-situ gel system by using
the carbopol 940 and chitosan blend as a gelling agent. The optimized EM-NLCs in situ gel (EM-
NLCs-opt-1G4) showed quick gelation and were found to be stable for more than 24 h. EM-NLCs-
opt-IG4 showed prolonged drug release compared to EM in situ gel. It also revealed significant high
permeation (56.72%) and flux (1.51-fold) than EM in situ gel. The irritation and hydration study results
depicted no damage to the goat cornea. HET-CAM results also confirmed its non-irritant potential
(zero score). EM-NLCs-opt-IG4 was found to be isotonic and also showed significantly (p < 0.05)
higher antimicrobial activity than EM in situ gel. The findings of the study concluded that NLCs
laden in situ gel is an alternative delivery of erythromycin for the treatment of bacterial conjunctivitis.

Keywords: erythromycin; ocular delivery; nanostructured lipid carrier; corneal permeation;
antibacterial study

1. Introduction

The eye is the most sensitive organ of the body and problems associated with the eye
directly affect vision. Most ocular illnesses, such as bacterial conjunctivitis, sympathetic
ophthalmia, uveitis and retinal disease, are treated by the conventional ophthalmic eye
drop. However, the eye drop has drawbacks, such as less ocular residence time and quick
elimination from the ocular region. Only 5% of the administered dose is available for
pharmacological activity due to the elimination of the administered dose in 2 min from
the corneal surface by blinking, dilution with tear fluid, as well nasolacrimal drainage
duct [1,2]. Therefore, efforts have been taken to enhance the ocular residence time, in
order to achieve drug permeability. Viscous preparation, such as with conventional gel and
ointment, enhances residence time on the eye surface, but has drawbacks such as stickiness,
blurred vision, reflex blinking, as well as irritation [3,4]. The novel approach to developing
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a formulation with reduced administration frequency and greater residence time leads to
an increase in patient compliance. Different novel formulations, including nanostructured
lipid carriers (NLCs) [5], liposomes [6], niosomes [7], ocular inserts containing nanoparti-
cles [8] and in situ gel systems [9], have been reported to increase bioavailability as well as
therapeutic efficacy. These formulations have been reported to increase drug accumulation
and retention at the target site [10].

Among these formulations, NLCs are widely reported ophthalmic formulations, due
to their stability in the physiological environment. They consist of biocompatible solid
and liquid lipids, as well as surfactants. They are also reported for high drug load without
drug leakage [5], which enhances drug release and bioavailability [11]. Various studies
published on ocular NLCs report a high corneal contact time in comparison to pure drug
solution [5,12-14]. They report a significant enhancement in corneal permeation and a
decrease in ocular clearance. The incorporation of NLCs into an in-situ gel system (stimuli
sensitive agent) can further improve drug release, contact time, and minimize toxicity
and stability. Research regarding the ciprofloxacin moxifloxacin and sertaconazole in situ
gel system report prolonged release, residence time and increases in bioavailability and
antimicrobial activity [15-17].

Erythromycin (EM) is a macrolide category antibiotic having broad-spectrum antimi-
crobial activity. It penetrates the bacterial cell membrane, binds to the ribosome (50s)
reversibly, and stops protein synthesis. EM is also administered new-born babies to prevent
ocular infection [18,19].

CP is polyacrylic acid in nature, biocompatible, non-toxic and a good bioadhesive
polymer able to easily transform to gel from the sol system in a pH environment [20]. It
also binds to the mucin by hydrogen bond and electrostatic force and improves ocular
residence time [21]. Despite possessing outstanding, mucoadhesive properties, it may
produce irritation and may damage the ocular tissue [21]. Therefore, a combination of
CP with CS overcomes this limitation [22]. CS is a natural, biocompatible, biodegradable,
bioadhesive polymer, and also exhibits antimicrobial activity [23,24]. There is no early
research reporting on the EM-NLCs in situ gel system using the polymer blend CP and CS.

The present research is designed to develop EM-NLCs in situ gel using polymers
such as carbopol (CP) and chitosan (CS) in different ratios. EM-NLCs were optimized by
central composite experiment design using the solid lipid, liquid lipid and surfactant. The
optimized formulation (EM-NLCs-opt) was further loaded into an in-situ gel (IG) system
and then evaluated for gelling capacity, clarity, viscosity and pH. Finally, it was evaluated
for in vitro drug release, mucoadhesive study, trans-corneal permeation, hydration study;,
ocular irritation, isotonicity and antimicrobial study.

2. Materials

Erythromycin (EM) was procured from Envee Drugs Pvt Ltd. (Gandhinagar, India)
from India. Stearic acid, Compritol 888, Isopropyl myristate, Myristic acid, Lauric acid and
Cetyl palmitate Pluronic F127, tween 20, Cremophor EL, Bile Salt, Span 20, chitosan and
acetonitrile dialysis bag (MWCO 12kDa) were procured from Sigma Aldrich (St. Louis, MO,
USA). Oleic acid, Peceol, sesame oil, Soya oil, olive oil, and coconut oil were procured from
Loba Chemie (Mumbai, India). Carbopol 940 was obtained from Acros Organic (Newark,
NJ, USA). Other chemicals used for study are analytical grade.

3. Experimental
3.1. Screening of Excipients

Selection of solid lipid, liquid lipid and surfactant was carried out based on the
maximum solubility of EM. The excess amount of EM was dissolved in melted solid lipids
(2 mL of stearic acid, compritol 888, isopropyl myristate, myristic acid, lauric acid and
cetyl palmitate). The mixture was vortexed (2 min) and kept in a water bath shaker for
72 h to achieve supersaturation. The different liquid lipids—oleic acid, peceol, sesame oil,
soya oil, olive oil, and coconut oil (1 mL) were taken in glass vials. The excess amount of
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EM was added to each oil and vortexed for 5 min. Then, it was kept in an orbital shaker
for 72 h at room temperature. Selection of surfactants was carried by adding the excess
amount of EM to different surfactants, pluronic F127, tween 20, cremophor EL, bile salt, and
span 20 (1 mL), vortexed and then kept in an orbital shaker for 72 h. All the tested samples
were centrifuged at 6000 rpm for 30 min to separate the insoluble EM. The supernatant was
collected and analysed for drug concentration by UV-Visible spectrophotometer (Genesys
10S UV-Vis, Thermo-scientific, Waltham, MA, USA) at 280 nm.

3.2. Selection Solid and Liquid Lipid Ratio by Miscibility

The selected solid and liquid lipids were mixed in different ratios (9:1, 8:2, 7:3, 6:4, 5:5)
and miscibility was evaluated visually. The mixture was heated at 60 °C for 25 min and
kept aside for cooling to room temperature. The mixture was assessed visually for phase
separation and turbidity [25].

3.3. Optimization

The optimization of EM-NLCs was performed by using central composite design (CCD;
Design—Expert® software, version 8.0.6, Stat-Ease, Minneapolis, MN, USA) to evaluate the
influence of independent parameters (lipid, surfactant, sonication time) on dependent
parameters particle size (nm, PS) and entrapment efficiency (%, EE). CCD is a type of
factorial or fractional factorial design with centre points, amplified with a group of axial
points (also called star points). CCD works on the principal of 8 factorial points, 6-star
points, and 6 replicated centre points (for the statistical assessment), which were used for
optimization [26]. As shown in Table 1, lipid (%, A), surfactant (%, B) and sonication time
(min, C) were chosen as independent factors and their effect was observed on PS (nm, Y1)
and EE (%, Y;). The design depicted the total number of runs of 2k + 2k + n, where k is
the number of independent variables and n is the number of repetitions of experiments at
the centre point [27]. For the prediction of the best formulation, the fitness of the model
due to the analysis of variance was detected among the linear, two-factor (2F) interaction
model and quadratic model [28]. For optimization, the focus was made to maximize the
correlation coefficient value (Rz), i.e.,, multiple correlation coefficient, predicted correlation
coefficient and adjusted correlation coefficient. The optimization was made by the point
prediction method using the desirability function to obtain the minimum PS and maximum
EE. The effect of selected independent factors on the dependent factors was assessed by the
3D images and polynomial equations obtained from the software [29]. The mathematical
format of the polynomial equation was represented by equation (1):

Y =Bo+PB1A+BrB+BsC+P1o AB+ P13 AC + B3 BC + P11 A% + B BZ + B33 C2 (1)

Y, representing the theoretical value, (3¢ is the intercept, 31, B2, B3, represents the
model coefficient. The statistical tests such as ANOVA and lack of fit test were carried out
to determine the statistically significant model.

3.4. Formulation of Erythromycin Nanostructured Lipid Carrier (EM-NLCs)

EM-NLCs were prepared by the previously reported emulsification ultra-sonication
method with slight modification [30]. The detailed composition of the formulations (EM-
NLCs1—EM-NLCs20) is shown in Table 2. The solid lipid was melted at 80 °C (5 °C
above the melting point). The liquid lipid and EM were added into melted solid lipid to
form a homogenous mixture. Separately, a hot aqueous surfactant solution was prepared
and heated to the same temperature (85 °C). The surfactant solution was added to the
molten lipid mixture with continuous stirring to form the pre-emulsion. The prepared
pre-emulsion homogenized (IKA T50 digital Homogenizer, Germany) at 7000 rpm for
2 min and then subjected to ultrasound using a probe sonicator (Qsonica-500 Sonicator,
Newtown, CT, USA). The formed nanoemulsion was transferred to glass vials and kept at
room temperature (25 °C) for recrystallization to form NLCs. The prepared EM-NLCs were
stored in the vial for further characterization.
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Table 1. Independent factors and their levels with the dependent factors used in the central
composite design.

Independent Units Levels Star Points
Factors Low (—1) Medium (0)  High (+1) —(—1.68)  +0t(+1.68)
Lipid (A) (%) 2 4 6 0.64 7.36
Surfactant (B) (%) 2 3.5 5 0.98 6.02
Sonication time (C) (min) 2.5 5 7.5 0.8 9.2
Dependent factors Goals
Particle size (nm) Minimum
EntljaPment (%) Maximum
efficiency

Table 2. Composition of various batches and their predicted values obtained from central composite
design along with their experimental values of EM-NLCs.

Formulation Lipid (%) Surffctant S.onicatif)n Particle Size Eg ft;iacli)emn:;t
(%) Time (min) (nm) (%)
A B C Yq Y,
EM-NLCs1 2 2 2.5 239.2 +5.2 735+ 12
EM-NLCs2 6 2 2.5 350.6 4.2 694+ 13
EM-NLCs3 2 5 2.5 2195+ 6.2 715+ 1.6
EM-NLCs4 6 5 2.5 261.5+49 875 +£22
EM-NLCs5 2 2 7.5 199.7 £ 3.7 785+ 15
EM-NLCs6 6 2 7.5 3194+ 76 765+ 19
EM-NLCs7 2 5 7.5 122.6 = 6.1 705+ 14
EM-NLCs8 6 5 7.5 2013+ 7.2 845+ 1.6
EM-NLCs9 0.64 3.5 5 140.6 £ 34 705+ 1.7
EM-NLCs10 7.36 3.5 5 285.3 + 6.2 845+19
EM-NLCs11 4 0.9 5 3469 +7.9 735+ 14
EM-NLCs12 4 6 5 1773 £5.2 802 +1.6
EM-NLCs13 4 3.5 0.8 2874 + 6.3 765+ 1.8
EM-NLCs14 4 3.5 9.2 1775 +5.3 785+ 14
* EM-NLCs15 4 3.5 5 195.5 + 3.6 82.6 1.2
* EM-NLC16 4 3.5 5 1955 £ 3.6 826 +1.2
* EM-NLC17 4 3.5 5 195.5 + 3.6 82.6 1.2
* EM-NLC18 4 3.5 5 195.5 + 3.6 82.6 1.2
* EM-NLC19 4 3.5 5 1955 £ 3.6 826 +t1.2
* EM-NLC20 4 3.5 5 195.5 + 3.6 82.6 1.2

* Centre point having same composition.

3.5. Characterization
3.5.1. NLCs Evaluation

The particle size (PS), polydispersibility index (PDI), and zeta potential (ZP) were
measured by the size analyzer (Malvern zeta sizer, Malvern, UK). The diluted samples
(100-fold) were placed into the cuvette and analysed for PS and PDI. ZP was measured
by taking the samples into a cuvette having an electrode. Each sample was analysed in
triplicate and data were shown as mean + SD.

3.5.2. Entrapment Efficiency (EE)

The entrapment efficiency of EM-NLCs was analysed by the indirect method. The
prepared EM-NLCs were filled into a centrifugation tube and centrifuged at 10,000 rpm into
a centrifuge (Hettich, Tuttlingen, Germany). The supernatant was separated, and the EM
content was analysed by UV spectrophotometer (Genesys 10S UV-Vis, Thermo-scientific,
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Waltham, MA, USA) at 280 nm. Then, the amount of EM entrapped into NLCs formulation
was calculated by the below formula:

Total EM — Unentrapped EM y

EE(%) = Total EM

100 @)

3.5.3. Development of In Situ Gel of EM-NLCs (EM-NLCs-1G)

CCD optimized composition (EM-NLCs-IG) was converted to in situ gel (EM-NLCs-
IG) by using the polymer blend chitosan and Carbopol 940. The fixed concentration of
chitosan (0.4% w/v) was transferred to acetate buffer (pH 4.5) and kept overnight with
stirring. The various concentrations of carbopol solution were prepared by dispersing in
distilled water, as shown in Table 3. The chitosan solution (0.4% w/v) was added to carbopol
solution and mixed to obtain a homogeneous dispersion. Finally, the lyophilized EM-NLCs
(0.5%) were dispersed into carbopol-chitosan solution and stored for further study.

Table 3. Regression values of the selected responses during optimization.

Y; (Particle Size, nm)
Model

SD R? Adjusted R>  Predicted R? p-Value
Linear 31.8 7909 0.7517 0.6648 0.0073
2FI 29.8 8496 0.7802 0.5737 0.0198
Quadratic 11.6 0.9827 0.9671 0.8997 0.0001
Y> (Entrapment efficiency, %)
Linear 4.29 0.4887 0.3929 0.1700 <0.0001
2FI 2.32 0.7512 0.6364 0.2857 <0.0001
Quadratic 0.71 0.9913 0.9836 0.9252 <0.0011

3.5.4. Gelling Strength and Viscosity

The gelling strength of EM-NLCs-IG was evaluated using simulated tear fluid (STFE,
sodium chloride, sodium bicarbonate, and dehydrated calcium chloride). STF (2 mL) was
taken into a glass vial and a drop of EM-NLCs-IG (sol form) was added. The temperature
was maintained at 37 £ 0.5 °C and visually evaluated for gelling time, as well as to convert
again into sol form [31]. The viscosity of EM-NLCs-IG was analysed by the Brookfield
viscometer (Fungilab, Barcelona, Spain) at 20 rpm.

3.5.5. Clarity, Optical Transmittance and pH Determination

The clarity of ophthalmic preparation was necessary due to the presence of visible
particles that irritate the ocular tissue. The clarity was examined visually by keeping the
sample behind the white backboard in sol as well as gel state. The transmitting of EM-
NLCs-IG was examined by UV spectrophotometer at 480 nm using STF as blank. The pH
of EM-NLCs-1Gs was measured by pH meter (Digital pH meter, Hicon, New Delhi, India).

3.5.6. In Vitro Drug Release

The in vitro release of EM from EM-NLCs-opt, EM-NLCs-opt-IG4 and EM in situ
gel (EM-IG) having the same dose of EM were analysed by the pre-treated dialysis bag
method. The samples (1 mL; 0.5%) were transferred to a dialysis bag (molecular weight
cut off, 12-14,000 kDa, Sigma Aldrich, St. Louis, MO, USA) and immersed into STF
(100 mL), as release media. The release assembly was fixed on the thermostat magnetic
stirrer with 100 rpm and a temperature of 37 &= 0.5 °C. At a predetermined interval, 2 mL
of release media was taken and replaced with fresh STF to maintain the concentration
gradient. The released content was assessed on the UV-Vis spectrophotometer at 280 nm
after appropriated dilution. The release value of the optimized EM-NLCs-opt-IG4 was
fitted into various kinetic release models for finding the release pattern of EM.
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3.5.7. Mucoadhesive Study

The mucoadhesive potential of EM-NLCs-opt-IG4 was performed by the physical
balance method using goat cornea [32,33]. The freshly excised goat cornea was collected
from the slaughterhouse and washed to remove adhered materials. Then, it was attached to
the backside of the physical balance pan and fixed to the sample holder. The temperature
was maintained at 37 = 0.5 °C for the whole study. The sample was transferred to the
sample holder and kept for a few minutes to attach to the cornea. The weight was added to
the second pan of physical balance until the cornea was separated from the EM-NLCs-opt-
IG4. The weight at which the sample separated from the balance is noted and bioadhesive
potential was calculated by the given formula and denoted by dyne/cm?.

3.5.8. Ex Vivo Goat Corneal Permeation

The freshly excised goat cornea was used for the permeation study and the result
was compared to the amount of EM permeated from EM-NLCs-opt, EM-NLCs-opt-1G and
EM-IG. The fresh eyeball was collected from a local slaughterhouse and stored in 0.9%
NaCl solution at 4 °C. The cornea was separated with the sclera and washed with STF.
The cornea was mounted between the donor and acceptor compartment of the diffusion
cell (Franz diffusion, Logan FDC-6, Hudson, NJ, USA). The receptor media (STF) was
filled to the acceptor compartment and the temperature was maintained at 37 & 0.5 °C.
The samples (equivalent to 0.5% EM) were filled into the donor compartment and at a
definite time, the permeated sample (1 mL) was collected. The same volume of fresh
blank STF was added to maintain the uniform volume. The sample was filleted through a
filter (0.45 um), diluted and then injected (20 pL) into the HPLC column for the analysis
using the previously developed HPLC method [34]. HPLC instrument (HPLC, Auto
sampler, Shimadzu LC10AD, Kyoto, Japan) with C18 column, mobile phase system 0.02 M
potassium phosphate buffer and acetonitrile (60:40), a flow rate of 0.75 mL/min and
detection at 254 nm was employed for the evaluation. The amount of drug permeated and
flux was calculated.

3.5.9. Histopathological Examination

This study was carried out to observe any alteration in the internal corneal structure
with the tested samples compared with the positive control. The tissue was treated similar
to the ex vivo corneal permeation study for EM-NLCs-opt-IG4, negative control (0.9% NaCl)
and positive control (1% w/v; SLS). The cornea was collected and stored in formalin solution
(0.8%, v/v). The cornea was fixed into the solid block using paraffin after dehydration
with alcohol. The microtome cutter was used to cut the cross-section and further stained
with haematoxylin and eosin dye. The image was captured with a Motic digital optical
microscope at 40 x magnification.

3.5.10. Corneal Hydration

The corneal hydration test was performed to determine the ocular tolerance of the
cornea [35]. The goat cornea was taken after the permeation study and the initial weight
was taken (W1, wet weight). Then, it was placed into a hot air oven at 60 °C for 72 h and
again weighted (W;, dry weight). The corneal hydration (%) was calculated as per the
given equation (Equation (3))

W1 -Ww2

Corneal hydration (%) = —wz X 100 (©)]

3.5.11. HET-CAM Irritation Study

HET-CAM study is an in vitro method used to determine the irritation potential of
the selected formulation (EM-NLCs-opt-IG4) and the result was compared with normal
saline (negative control) and 0.1 N NaOH (positive control). The study was performed on
chorioallantoic membrane (CAM) of a hen’s egg, which is similar to the blood capillary
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of the eye [36]. The fertilized eggs were collected from a local poultry farm and placed
in a box with the air chamber in an upward position. The eggs were incubated for nine
days at 37 £ 1 °C and 50 + 1% RH (Orbital incubator, Thermo Fisher Scientific, Waltham,
MA, USA). On the 10th day, the eggs were removed from the incubator and shell was
removed using forceps. The normal saline was added to remove white membrane without
damaging the CAM. The samples of EM-NLCs-opt-IG4, negative control and positive
control were added and the irritation scores were noted at a different time from the scale
(0-0.9 non-irritant; 1-1.99 mild irritant; 2-2.99 moderate irritant; 3-<3 severe irritant) [37].

3.5.12. Sterility and Isotonicity Evaluation

Sterility was evaluated by using fluid thioglycollate and soybean casein digest medium.
The fluid thioglycollate and soybean casein digest medium were prepared and sterilized
at 121 °C for 15 min in an autoclave. The sample (EM-NLCs-opt-IG4) was inoculated in
both mediums under aseptic conditions then incubated for 14 days and evaluated under
aseptic conditions for turbidity and precipitation. Isotonicity of the EM-NLCs-opt-1G4
was evaluated on the goat blood sample and the result was compared with normal saline
(0.9% NaCl). A drop of blood was taken on a glass slide and mixed with EM-NLCs-opt-1G4
and normal saline. The smear was prepared on a glass slide and further stained with
Leishman'’s stain. The slide was kept aside to air-dry and the damage in red blood cells
was observed under the microscope [38].

3.5.13. Antibacterial Activity

The antimicrobial susceptibility test of the developed formulation (EM-NLCs-opt,
EM-NLCs-opt-1G4, EM-IG4) was evaluated by disk diffusion method on Gram-positive
(Staphylococcus aureus) and Gram-negative (Escherichia coli) in nutrient agar medium. The
bacterial strain was grown on the sterile Luria Bertani broth. The nutrient agar medium was
prepared and sterilized at 121 °C. The bacterial culture of both microorganisms (100 uL,
10° CFU/mL) was mixed with the agar medium (10 mL), transferred into a Petri dish
under aseptic conditions, and kept for solidification without any agitation. The samples
(EM-NLCs-opt-IG4 and EM-IG) were soaked into a disk and placed in a Petri plate under
aseptic conditions. The plate was placed into the incubator for 24 h in an inverted position
and the zone of inhibition was measured for each sample by the graduated scale and the
result was compared.

4. Result and Discussion
4.1. Screening of Solid and Liquid Lipid

The screening of solid lipid, liquid lipid and surfactant were performed for the selec-
tion of lipid and surfactant based on the maximum solubility, and results are expressed
graphically in Figure 1. The solubility order of EM in solid lipids was found to be as
stearic acid > compritol 888 > isopropyl myristate > myristic acid > lauric acid > cetyl
palmitate (Figure 1A). The maximum solubility of EM was found to be in stearic acid
(95.5 £ 9.5 mg/mL). EM showed solubility order in different liquid lipids as oleic acid
> peceol > sesame oil > soya 0il > olive o0il > coconut oil (Figure 1B). The maximum sol-
ubility of EM was found to be in oleic acid (73.63 =+ 3.65 mg/mL). Figure 1C shows the
solubility of EM in various surfactants in order as pluronic F127 > tween 20 > cremophor
EL > bile salt > span 20. The maximum solubility of EM was found in pluronic F127 as
97.87 £ 8.81 mg/mL. So, finally, stearic acid, oleic acid and pluronic F127 were selected as
the final ingredients for the formulation of NLCs.
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Figure 1. Solubility of EM in various solid lipids (A), liquid lipids (B), and surfactant (C). The study
performed in triplicate and data shown as mean =+ SD.

4.2. Selection Solid and Liquid Lipid Ratio by Miscibility

The solid (stearic acid) and liquid lipid (oleic acid) were mixed in various ratios (9:1,
8:2,7:3, 6:4, 5:5) and visually observed for phase separation and turbidity. The final ratio
of solid and liquid lipid at 6:4 exhibited no phase separation, turbidity as well as did not
show any separated oil droplets on the filter paper.

4.3. Optimization

The formulation design is an important factor to consider the effect of factors, in
addition to the interactions. In the present study, lipid (%, A), surfactant (%, B) and
sonication time (min, C) were chosen as independent factors and their effect was observed
on PS (nm, Y1) and EE (%, Y») (Table 2).

4.4. Effect of Variables on Size (Y1)

As shown in Table 2, the PS for different formulations were found in the range of
122.6 £+ 6.1 nm (EM-NLCs?) to 350.6 & 4.2 nm (EM-NLCs2). The lowest PS was found
using lipid (6%), surfactant (2%) and sonication time (2.5 min). The highest PS shown by the
formulation with lipid composition (2%), surfactant (5%) and sonication time (7.5 min). The
result exhibited a significant variation in PS after varying the composition. The used three
factors showed a considerable effect on the PS. The three-dimensional response surface plot
(Figure 2A) and polynomial Equation (4) depicted the effect of independent variables on
the PS (Y1). The factors, i.e., lipid (A) showed a positive effect, surfactant (B) and sonication
time (C) showed a negative effect on the PS. The increase in PS was observed with the
increase in lipid content, as shown in EM-NLCs1 to EM-NLCs2 (Table 2). This might be
due to the presence of excess lipids, which increase the viscosity of the dispersion [27].
The other reason may be incomplete emulsification, which may be responsible for the
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aggregation of the particle due to the lack of surfactant. The surfactant (B) demonstrated a
negative effect on PS due to the reduction in interfacial tension between the aqueous and
lipid phase, resulting in the reduction of PS (EM-NLCs1-EM-NLCs3). A similar type of
finding was reported by Yang et al. in their research [39]. The third factor sonication time
(C) also showed a negative effect. On increasing the duration of sonication, the PS of NLCs
was decreased (EM-NLCs1- EM-NLCs5). This might be due to the increase in the energy
to the system, which is responsible for the prevention of particle agglomeration [40]. The
combined effect of the factors also depicted a significant effect on the PS. The second-order
polynomial generated for PS is given below:

Particle size (Y1) = 195.43 + 42.85A — 40.95B — 30.95C — 17.55AB + 6.88AC — 14.55BC + 6.63A% + 24.01B? + 13.53C> 4)

260
B: Surfactant Conc

6% C: Sonication Time
20 7%

B: Surfactant Cone

Figure 2. 3D response surface plot showing effect of factors lipid (A), surfactant (B) and sonication
time (C) on the particle size (Y1).

The data were fitted to various design models and the best fit model was found to be
quadratic. The regression value (R? = 0.9827) was found to be maximum for this model. The
lack of fit was found to be insignificant (p = 0.6787). The regression values of the selected
responses during optimization were given in Table 3. The regression coefficient (R?) of this
equation was found to be 0.9827, indicating the good correlation between response and
selected factors.

4.5. Effect of Variables on Encapsulation Efficiency

As shown in Table 2, the EE for different formulations was found in the range of
69.4 £+ 1.3% (EM-NLCs2) to 87.5 £ 2.2% (EM-NLCs4). The minimum encapsulation is
shown by the composition lipid (6%), surfactant (2%) and sonication time (2.5 min), and
the maximum is shown by the composition lipid (6%), surfactant (5%) and sonication time
(2.5 min). The result exhibited a significant variation in the encapsulation efficiency after
varying the NLCs composition. The three-dimensional response surface plot (Figure 3) and
the polynomial Equation (5) depicted the effect of independent variables on the EE (Y3).
The factors lipid (A), surfactant (B) and sonication time (C) showed a positive influence
on the encapsulation efficiency. The increase in lipid concentration led to an increase in
EE, as depicted in formulations EM-NLCs7 and EM-NLCsS, at a fixed level of surfactant
(B) and sonication time (C). The possible reason for this effect is the availability of more
space to accommodate the lipophilic drug within the NLCs. However, if the amount of
lipid was increased beyond an optimum value (or insufficient amount of surfactant), the
EE decreased, as found in EM-NLCs1 and EM-NLCs2 [40]. Similarly, in the presence of
sufficient lipid with increased surfactant concentration, the EE also increased (EM-NLCs1
and EM-NLCs 14). This might be due to the higher solubility of the drug in the lipid
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and the presence of sufficient surfactant. On the other hand, at lower lipid content, the
reverse results will cause a reduction in EE (EM-NLCs1 and EM-NLCs3). This effect may
be due to the leakage of a drug into the external phase, reducing the EE. The third factor
sonication time depicted the enhancement in EE at longer sonication duration (EM-NLCs1
and EM-NLCs5). This might be due to the high energy provided by sonication helping to
prevent the drug from leaching from the NLCs system, thus increasing the EE [27]. The
second-order polynomial generated for entrapment efficiency was found to be:

Entrapment efficiency (Y;) = 82.61 + 4.00A + 1.93B + 0.92C + 3.61AB — 1.14AC — 2.14BC — 1.88A% — 2.11B% — 1.88C> 5)

B: Surfactant Conc

26

A: Lipid Conc C: Sonication Time *® A Lipid Cone

C: Sonication Time 3% 280 B: Surfactant Cone

250 200

Figure 3. 3D response surface plot showing effect of factors lipid (A), surfactant (B) and sonication
time (C) on the encapsulation efficiency (Y5).

The independent variables exhibited a positive effect on entrapment efficiency (Y5)
with the quadratic (R? = 0.9913) model as the best fit model. The lack of fit was found to be
insignificant (p = 0.6171) with F-value of 2.67. The regression values of the all model for
each response are shown in Table 3. The regression coefficient (R?) of the quadratic model
was found to be 0.9913, indicating the good correlation between response and selected
factors. A close agreement in the regression value was observed for the actual and predicted
quadratic model.

4.6. Point Prediction

The optimized formulation (EM-NLCs-opt) was selected from the point prediction
method after slight modification in the independent variables and their effect was observed
on PS (Y1) and EE (Y3), as shown in Table 4. The optimum composition of EM-NLCs-opt
formulation is found as lipid (3.5%), surfactant (4%) and sonication time (5.5 min). The
actual value of PS and EE of EM-NLCs-opt formulation was found to be 169.6 £ 4.8 nm
(Figure 4A), and 81.7 & 1.4%, respectively. The predicted PS and EE were found to be
167.4 nm and 83.8%, respectively. The close agreement between the practical and predicted
value confirms the validation of the model. PDI (0.14) and ZP (—23 mV) values of the
optimized formulation were found under the standard limit. The practical value of PDI
(<0.5) and ZP (£30 mV) indicates that prepared NLCs have shown homogeneous distribu-
tion and high stability. The value lower and greater than the standard gives the unstable
composition. The morphology of EM-NLCs-opt was evaluated by TEM and the image
showed spherical shape particles with uniform distribution (Figure 4B). There was no
aggregation observed, which further supports the PDI evaluation.
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Table 4. Point prediction optimization by central composite design.
Actual Value Predicted Value
Formulations Lipid: Surfactant: Sonication Time
Yl (nm) Yz (0/0) Yl (nm) Yz (o/o)
EM-NLC-opt 3.5:4:5.5 169.6 £4.8 81.7+t14 167.4 83.8
A Size Distribution by Intensity EWR 4
: " i
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Figure 4. (A). Particle size and (B). TEM image of EM-NLCs-opt.
4.7. Development of EM-NLCs In Situ Gel
The optimized formulation (EM-NLCs-opt) was converted to in situ gel (EM-NLCs-
opt-1G) using different concentrations of carbopol and a fixed concentration of chitosan.
The prepared gels were evaluated for different parameters to select the optimum gelling
agent concentration (Table 5).
Table 5. Physicochemical parameter evaluation of EM-NLCs in situ gel system. The study performed
in triplicate and data shown as mean =+ SD.
Cod Carbopol Chitosan pH Optical Drug Gelling Viscosity (cP)
ode (%) (%) Transmittance (%)  Content (%) Strength Solution With STF
EM-NLCs- 0.1 0.4 6.54 + 0.4 948 +1.1 98.7 £3.1 - 62+1.1 105 £ 2.1
opt2-IG1
EM-NLCs- 0.2 0.4 6.43 + 0.6 95.8 +0.8 98.8 £ 2.1 + 385 +£37 1413 +£24
opt2-1G2
EM-NLCs- 0.3 0.4 6.24 +0.2 95.7 £ 1.1 982 +27 ++ 504 £ 1.7 176.4 £ 2.5
opt2-IG3
EM-NLCs- 0.4 0.4 6.16 0.2 98.5+ 0.4 99.6 £3.7 +++ 874423 2163 £1.3
opt2-1G4
EM-NLCs- 05 0.4 602 +07 9.6 + 0.9 99.6 + 1.4 - 985421 2548+ 11
opt2-1G5

(=) no gel formation, (+) gel formation in 3 min and disappeared <10 min, (++) gel formation in <5 s and
disappeared after 2 h, (+++) gel formation in <5 s and stable for >24 h, (++++) gel formation in <5 s, hard gel and
stable for >24 h.

4.8. Characterization of EM-NLCs In Situ Gel
4.8.1. Gelling Strength

Gelling strength is an important parameter for the in situ gel system as it directly
influences the residence time in the ocular region. It is indicated by gel formation on contact
with STF at physiological pH and remains stable for a long time. The gelling capacity of
different EM-NLCs-IG formulations is shown in Table 5. The different concentrations of
gelling agents (carbopol and chitosan) were used to prepare EM-NLCs-opt-IG1 to EM-
NLCs-opt-IG5 and the gelling strength was represented by the negative and positive signs.
EM-NLCs-opt-IG1 showed no gelation, EM-NLCs-opt-IG2, EM-NLCs-opt-IG3 indicates
slight gelation but have different gelation times. EM-NLCs-opt-IG2 showed gelation time
of 3 min but disappeared after a few minutes (<10 min) and EM-NLCs-opt-IG3 showed
gelation quickly (5 s) and stable for 2 h. However, EM-NLCs-opt-1G4 exhibited quick
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gelation (5 s) and were stable for more than 24 h and EM-NLCs-opt-IG5 depicted the
gelation time (<5 s), and it forms the thick gel and was found stable for more than 24 h.
From the result, it was observed that with the increase in the concentration of carbopol the
gelling power increases. Gel formation took place by electrostatic repulsion between an
ionic functional group of polymers (pH-sensitive) on increasing the pH when in contact
with tear fluid [41,42].

4.8.2. Viscosity Measurement

Due to the high shear rate during the blinking (0.03 S~!) of the eyelid, most of the
administered formulation dose was eliminated from the cul-de-sac [43]. So, the optimum
viscosity of the in situ gel system needed was not affected by the shear rate and tear fluid
flow. Viscosity also influenced the gelling strength and residence time, in addition to
prolonged releases. The result of the viscosity of EM-NLCs-opt-IGs formulations in normal
and physiological conditions (STF) is shown in Table 5. The result of the study showed that
the viscosity of formulation increases with the increase in carbopol concentration at a fixed
chitosan concentration in both conditions (normal and STF). The viscosity of EM-NLCs-
opt-1G4 prepared with carbopol (0.4%) and chitosan (0.4%) increased after adding it into
STE, due to the crosslinking of the polymer with the ion present in STF [44]. The EM-NLCs-
opt-1G4 exhibited the viscosity of 216.32 & 1.35 cp with STF, and the gel remained stable
for more than 24 h, hence it was selected as the optimized formulation.

4.8.3. In Vitro Drug Release Study

The comparative drug release study of EM-NLCs-opt, EM-NLCs-opt-1G4 and EM-IG
was performed, and the result is shown graphically in Figure 5. The release order of EM
was found as EM-NLCs-opt (65.3 £ 3.9%) > EM-NLCs-opt-1G4 (56.6 £ 4.4%) > EM-in situ
gel (27.32 &+ 4.1%) in 6 h. However, EM-NLCs-opt, EM-NLCs-opt-1G4, EM-IG exhibited
sustained release, i.e., 91.3 = 3.8%, 76.3 + 4.5% and 41.2 & 5.1% in 24 h. The formulation
EM-NLCs-opt showed a higher EM release than EM-NLCs-opt-IG4. This may be due to
surface deposition of EM on the surface of NLCs, as well as the direct contact of EM-NLCs
with release media. However, EM-NLCs-opt-IG4 showed slightly lower EM release than
EM-NLCs-opt due to the presence of an extra layer of gelling agent on the NLCs. The drug
(EM) needs to cross the gel matrix, so the lesser EM releases. The slower release of EM
is ideal for the ophthalmic topical formulation, which helps to achieve better therapeutic
activity. EM-NLCs-opt and EM-NLCs-opt-IG4 showed significantly higher release of EM
due to the increase in the solubility of EM in the presence of the lipid and surfactant. The
drug release from EM-IG was found to be significantly low due to the poor solubility of EM,
high viscosity, and formation of insoluble gel matrix hindering the release of EM in STF
media [45]. The release data of the EM-NLCs-opt-1G4 were fitted in different kinetic models
to determine the best fit model. The regression coefficient (RZ) of kinetic model, i.e., zero-
order (R? = 0.7039), first-order (R? = 0.8435), Higuchi (R% = 0.8887), Korsmeyer—Peppas
model (R? = 0.9269) and Hixon—Crowell model (R? = 0.8185). The maximum R? value
was found to be for the Korsmeyer—Peppas model and considered as the best fit model.
The n = 0.48 (0.43 < n < 0.85) indicated non-Fickian diffusion (anomalous) mechanism of
drug release [46].

4.8.4. Mucoadhesive Study

The mucoadhesive force of EM-NLCs-opt-IG4 was determined by the physical balance
method and the value was found to be 1087.38 dyne/cm?. The value was found to be signif-
icantly higher than the tear film shear force (150 dyne/cm?). The high mucoadhesiveness
of EM-NLCs-opt-1G4 is due to the combination of gelling polymers (carbopol and chitosan).
It indicates that EM-NLCs-opt-IG4 have a high residence time and are not eliminated by
tear fluid flow and blinking.
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Figure 5. Invitro drug release profile of EM-NLCs-opt, EM-NLCs-opt-IG4, and EM-in situ gel
(EM-IG). The study performed in triplicate and data shown as mean =+ SD.

4.8.5. Ex Vivo Corneal Permeation Study

Figure 6 shows the ex-vivo permeation result of the EM-NLCs-opt, EM-NLCs-opt-1G4
and EM-IG on goat cornea. EM corneal permeation (%) was found to be 68.2 £ 5.4% from
EM-NLCs-opt, 56.7 £ 4.5% from EM-NLCs-opt-IG4 and 37.6 + 4.5% from EM-IG. The
highly significant (p < 0.001) permeation was achieved from EM-NLCs-opt and EM-NLCs-
opt-IG4 than EM-IG. A significant (p < 0.05) difference was observed between EM-NLCs-opt
and EM-NLCs-opt-IG4. The permeation data was also used to calculate the flux. The result
showed the flux value of 172.15 g cm =2 /h from EM-NLCs-opt, 143.24 pug cm~2/h from
EM-NLCs-opt-IG4 and 94.91 pg cm~2/h from EM-IG. EM-NLCs-opt-IG4 exhibited lesser
permeation and flux than EM-NLCs-opt due to the formation of a gel network matrix in
STF. However, EM-NLCs-opt-1G4 exhibited significant (p < 0.05) high permeation and flux
than EM-IG. The high permeation and flux of EM-NLCs-opt-IG4 than EM-IG is due to
nano-metric size, presence of surfactant (helps to solubilize), presence chitosan (bioadhesive
polymer) and carbopol (helps to open the tight junction of lipid membrane). The corneal
permeation enhances due to the increase in residence time and prevents the loss of drugs by
tear fluid. It can also develop a film over corneal epithelium and release the drug slowly [47].
Nano-size range of particles can be internalized in the carnal cell by a receptor-mediated
endocytosis uptake mechanism that can increase the permeation [16].

4.8.6. Histopathological Examination

Histopathology study on goat cornea showed the cornea treated with EM-NLCs-opt-
IG4 and negative control (0.9% NaCl) had typical corneal structures (Figure 7A,B), and cells
retained their normal morphology. It was concluded that, upon treatment, the epidermal
layer remains unchanged. The cornea treated with the positive control (1% w/v; SLS)
showed damage to the destruction of corneal epithelial cells (Figure 7C). Finally, based
on histopathology study, it was established that the EM-NLCs-opt-IG4 was found safe for
ocular delivery.
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Figure 6. Ex vivo corneal permeation of EM-NLCs-opt, EM-NLCs-opt-IG4 and EM-In situ gel (EM-IG).
The study performed in triplicate and data shown as mean =+ SD.
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Figure 7. Histopathological image of (A). EM-NLCs-opt-IG4, (B). Negative control (0.9% NaCl)
and (C). Positive control as SLS (1% w/v).

4.8.7. Corneal Hydration

This study determined the damage in goat cornea after the application of the formula-
tion. EM-NLCs-opt-IG4 treated cornea showed a hydration value of 79.34% after the study.
The value was found to be within the standard limit of 75-80% [48]. So, from the study, we
can say that the developed formulation was found to be safe for ocular administration.

4.8.8. HET CAM Irritation Study

HET-CAM (irritation) study was performed for EM-NLCs-opt-IG4, normal saline
(0.9% NaCl, negative control) and positive control 0.1N sodium hydroxide) using a fertil-
ized hen egg’s (Figure 8). The developed CAM after incubation is similar to the artery and
vein of an eye. EM-NLCs-opt-IG4 and normal saline-treated CAM showed no irritation.
There was no haemorrhage and bleeding from the artery and vein of CAM (no breaking)
observed in 5 min. and the score was found to be closer to zero. In addition, the positive
control (0.1N NaOH) treated CAM depicted a score of 6 and indicated haemorrhage of
artery and vein of CAM in 5 min. So, the positive control treated CAM is considered a
severe irritant. The study revealed that the developed EM-NLCs-opt-1G4 formulation was
found to be non-irritant and safe for ophthalmic administration.
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Figure 8. HET-CAM image of (A). EM-NLCs-opt-IG4, (B). Negative control (0.9% NaCl) and (C).
Positive control (0.1 N NaOH).

4.8.9. Sterility and Isotonicity Study

The sterility test was performed to evaluate the microbial growth in EM-NLCs-opt-
IG4. The sterility study result showed no microbial growth in fluid thioglycolate and
soybean casing digest media after placing the formulation for 14 days. Figure 9 depicted
the isotonicity test of EM-NLCs-opt-IG4 and the result compared with the normal saline
(0.9% NaCl). No damage in red blood cells was observed (shrinking and swelling) after
treatment with EM-NLCs-opt-IG4. The result was found to be the same for normal saline-
treated cells. From the study, it can be revealed that EM-NLCs-opt-1G4 formulation was
found to be isotonic.

Figure 9. Isotonicity image of EM-NLCs-opt-IG4 and normal saline treated blood cells.

4.8.10. Antimicrobial Activity

Antibacterial evaluation study EM-NLCs-opt-IG4 and normal EM-IG were assessed on
Gram-positive bacteria (S. aureus) and Gram-negative (E. coli) bacterial the using cup plate
method and data was depicted in Figure 10. EM-NLCs-opt-IG4 exhibited ZOI of 16 + 1 mm
(12 h) and 19 £ 1 mm (24 h) against S. aureus. EM-IG showed ZOI of 10 & 1 mm (12 h)
and 13 £ 2 mm (24 h) against S. aureus. However, EM-NLCs-opt-IG4 showed ZOI against
E. coliis of 17 =1 mm and 21 + 2 mm in 12 h and 24 h, respectively. Furthermore, EM-IG
showed ZOI against E. coliis 11 & 1 mm and 14 + 2 mm in 12 h and 24 h, respectively. The
results revealed that EM-NLCs-opt-1G4 exhibited significantly (p < 0.001) higher activity
than EM-IG due to more solubility of EM in the NLCs gel system due to the presence of the
lipid and surfactant. This may enhance the permeation to cell wall of bacteria and inhibited
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protein synthesis by arresting ribosome. It was also observed that EM is more effective in
Gram-negative bacteria than Gram-positive bacteria.
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Figure 10. Comparative antimicrobial results of EM-in situ gel (EM-IG) and EM-NLCs-opt-IG4
against S. aureus and E. coli at 12 h and 24 h study. The study performed in triplicate and data shown
as mean £ SD. *** p < 0.001 considered as highly significant than EM in situ gel.

5. Conclusions

Erythromycin loaded NLCs were successfully prepared by the emulsification ultrason-
ication method and further optimized by central composite design using lipid (stearic acid+
oleic acid), surfactant (Pluronic F127) and sonication time. EM-NLCs-opt showed nano-
metric size with high entrapment efficiency. EM-NLCs-opt formulation was successfully
incorporated in situ gel using pH-sensitive carbopol 940 and chitosan. EM-NLCs-opt-1G4
showed frequent gelation, stable for more than 24 h and also depicted significantly en-
hanced bioadhesion. EM-NLCs-opt-IG4 showed a sustained release profile with high ex
vivo goat permeation than EM in situ gel. It also exhibited good tolerability and irritation
established by the hydration study, histopathology and HET-CAM test. EM-NLCs-opt-1G4
showed better antimicrobial activity due to the nano-size of the NLCs and high release of
EM. It was concluded that NLCs incorporated in situ gel are a better alternative carrier for
the improvement of precorneal residence time and therapeutic efficacy.
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