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Abstract: Glaucoma is a wide-spread eye disease caused by elevated intraocular pressure. Uncon-
trolled, this pressure may lead to damages to the optic nerve. Prostaglandin analogues, such as
latanoprost and travoprost (which are water-insoluble active substances), are the most used class
of active pharmaceutical ingredient. To administer them as eye drops, preservatives, such as benza-
lkonium chloride, are used as solubilizers. The latter is known to cause a local inflammation when
used chronically and is not recommended for patients with ocular surface disorders. In this work, we
sought to use polysorbate 80 (PS80) as a solubilizing agent simultaneously with sodium hyaluronate
(NaHA) as a thickener and cytoprotective agent for the corneal surface. The first part of this study
assessed the compatibility of the excipients with the active substance, using physicochemical methods
such as spectra fluorescence and differential scanning calorimetry (DSC), as well as the solubilization
mechanism of PS80 regarding prostaglandin analogues using nuclear magnetic resonance (NMR).
The second part evaluated the stability of a formula candidate, its viscosity upon instillation, and its
pharmacokinetic profile in rabbits as compared to the commercially approved medicine Travatan®.
The results show that sodium hyaluronate is inert with respect to travoprost, while PS80 successfully
solubilizes it, meaning that benzalkonium chloride is no longer required. Moreover, the pharmacoki-
netic profiles of the rabbits showed that the original formula described in the present study enhanced
the ocular bioavailability of the drug, making it a promising product to control intraocular pressure
with a potential reduced dosage of travoprost, therefore minimizing its related side effects.

Keywords: ophthalmic drug delivery; prostaglandin analogues; micellar solubilization; bioavailabil-
ity enhancement; sodium hyaluronate; polysorbate

1. Introduction

Primary open-angle glaucoma (POAG) is the second leading cause of blindness, affect-
ing over 50 million people worldwide [1,2]. POAG is mainly induced by the accumulation
of aqueous humour in the anterior chamber of the eye, causing elevated intraocular pres-
sure (IOP). The increase in IOP causes mechanical stress to the posterior segment of the eye,
and is correlated to retinal ganglion cell death [3]. POAG is insidious, as it is painless, i.e.,
the patients do not feel symptoms until damage is already done to the optic nerve fibers,
resulting in irreversible vision loss [4,5]. Therefore, management of IOP is essential for the
wellbeing of POAG patients.
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Various pharmacological agents exist, either reducing aqueous humour production
(beta-blockers, alpha agonists, carbonic anhydrase inhibitors) or enhancing its elimination
(prostaglandin analogues, muscarinic agonists) [6,7]. Today, the two most effective phar-
macological classes are beta-blockers and prostaglandin analogues, which both present
some drawbacks [7,8]. On one hand, beta-blockers are contraindicated for patients with
asthma or with a history of cardiac disease. On the other hand, prostaglandin analogues
rely on preservatives, such as benzalkonium chloride (BAK) or polyquaternium, for their
solubilization which can cause redness of the eye as well as corneal inflammation upon
repeated administration [7,9–14]. The choice of treatment in the first intention is left to the
practitioner, often leading to the use of prostaglandin analogues [8,15].

With current packaging technologies, such as single-dose or preservative-free eye
drops (PFED) in multidose bottles, the use of preservatives is outdated. In terms of
efficacy, PFED formulations are not inferior to formulas containing BAK [13]. Therefore,
prostaglandin analogues are reformulated without the use of preservatives as stabilizers and
solubilizers [10,16], often using ricin oil or propylene glycol as cosolvent [12]. Indeed, PFED
formulations were shown to have a better ocular tolerance, especially regarding surface
parameters such as an increased tear break-up time or less burning/stinging sensation
upon instillation [11–13]. Better ocular tolerance is particularly important as it will lead to
a better patient adherence and a more successful management of the IOP, hence delaying
onset of irreversible symptoms such as vision loss. Polysorbate 80 (PS80) is a surfactant
used in the commercial eye-drops Restasis® as a solubilizer for cyclosporine [17,18], it
could be used as a substitute for BAK and potentially be better tolerated than both BAK
and ricin oil, as brought to light by Fukuda et al. during in vitro/in vivo studies [19,20].

Another key excipient identified for the development of a prostaglandin analogue
formulation is sodium hyaluronate (NaHA). Indeed, this high molecular weight polymer
has two interesting features. First, it can increase the viscosity of the final formulation which
is considered an asset for ocular drug delivery, as it can compensate for the fast clearance
of the tear film [21]. Secondly, NaHA has been proven to have a cytoprotective effect on
the corneal surface [22–24], which can be altered by prostaglandin analogue treatment [25].
Therefore, the aim of this work is to evaluate PS80 as a solubilizing agent for prostaglandin
analogues, coupled with NaHA for its cytoprotective and thickening effects.

2. Materials and Methods
2.1. Materials

Pyrene 98% purity was purchased from Acros Organics (Illkirch, France). Latanoprost
and travoprost were kindly provided by Sanofi Chinoin (Budapest, Hungary). High
molecular weight sodium hyaluronate (NaHA) SZE grade, with an intrinsic viscosity of
2.5 m3/kg was purchased from Shiseido CO., LTD. (Kakegawa-shi, Japan). Polysorbate
80 (PS80), Protasorb™ O-20-NF, was purchased from Protameen Chemicals (Totowa, NJ,
USA). NMR Deuterium oxide (D2O) 99.8% purity was purchased from Carlo Erba reagents
S.A.S. (Milano, Italy). Sodium dihydrogenphosphate (NaH2PO4), disodium hydrogen
phosphate (Na2HPO4), sodium chloride (NaCl), calcium chloride dihydrate (CaCl2·2H2O),
magnesium chloride (MgCl2), potassium chloride (KCl), sodium bicarbonate (NaHCO3),
and acetonitrile were purchased from Sigma Aldrich (Saint-Quentin Fallavier, France).
Travatan® commercial solution was purchased from Alcon® (Hünenberg, Switzerland).

2.2. Fluorescence Spectroscopy

Pyrene is a lipophilic fluorescent probe often used to determine the critical micel-
lar concentration (CMC) of surfactants. Indeed, it has the interesting feature of being
sensitive to the polarity of its environment and partitioning into micelles leading to an
hyperchromicity [26]. First, 40 mg of pyrene were dissolved into 10 mL of ethanol, this
solution was diluted in water to achieve a stock solution with a concentration of 7.5 µM.
This stock solution was used as solvent to prepare PS80 and NaHA solutions of different
concentrations in triplicate. Fluorescence measurements were performed using a Varian
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Cary Eclipse fluorescence spectrophotometer and processed with the Cary Eclipse software
version 1.1.132 (Agilent Technologies, Santa Clara, CA, USA). The data were acquired using
an excitation wavelength of 230 nm with a 20 nm slit and by recording an emission scan
from 350 to 450 nm with a 2.5 nm slit. Peaks 1 and 3, used to determine the fluorescence
ratio I1/I3, were at approximately 372 and 383 nm, respectively. PS80 CMC was determined
using a sigmoidal non-linear variable slope regression performed using GraphPad Prism
version 8.0.2 for windows (GraphPad Software, San Diego, CA, USA). CMC was considered
as the abscissa of the point at which the top of the sigmoid and the tangent to the inflection
point crossed.

2.3. Differential Scanning Calorimetry (DSC)

The differential scanning calorimetry (DSC) studies were performed using a DSC
3 thermal analysis device (Mettler-Toledo GmbH, Greinfensee, Switzerland) calibrated
upstream with high-purity zinc (99.99%, Tfus = 419.6 ± 0.7 ◦C, ∆fusH = 107.5 ± 3.2 J.g−1),
high-purity indium (99.99%, Tfus = 156.6 ± 0.3 ◦C, ∆fusH = 28.45 ± 0.60 J.g−1) and controlled
with both, and Milli-Q water (Merck Millipore, Burlington, MA, USA). Each sample was
introduced in a 100 µL aluminum pan which was hermetically sealed afterwards. The
conditions of the sample preparation, as well as the applied temperature program, were
strictly identical to avoid any thermal history dependence of the samples. The cycle,
performed twice on each sample, was freezing from ambient temperature to −80 ◦C at
a rate of 5 ◦C/min, then holding for 3 min at −80 ◦C, then heating to 25 ◦C, at a rate of
5 ◦C/min under a 60 mL/min dry air flow. Travoprost, NaHA and PS80 were analyzed
either alone or as binary drug:excipient blends at different weight ratios (1:3, 1:1 and
3:1, respectively). Measurements were performed on 3 independent samples (n = 3).
Thermogram evaluation was performed using STARe version 16.30 (Mettler-Toledo GmbH,
Greinfensee, Switzerland).

2.4. Nuclear Magnetic Resonance (NMR) Spectroscopy

As the pharmacological class lead, Latanoprost was used for the NMR studies to
better transpose results to other prostaglandin analogues. NMR analysis solutions of PS80,
latanoprost, as well as 50:50 mixtures, were prepared in D2O. Firstly, 1 mg of liquid raw
material or mixture was weighed in a 1.5 mL Eppendorf tube. Secondly, 0.6 mL of D2O was
added before vortexing for 2 min. Samples were left resting for 24 h at ambient temperature
then vortexed again 2 min prior to transferring into NMR tubes. NMR acquisition was
performed using a Bruker NMR Spectrometer (Bruker, Fällanden, Switzerland) operating
at a 1H Larmor frequency of 600 MHz, at 25 ◦C, using a BBI probe. Data were treated
using the software Bruker TopSpin version 4.0.9. Samples were studied by one dimensional
1H NMR, as well as 1H-1H correlation spectroscopy (COSY) and 1H-13C heteronuclear
single-quantum coherence spectroscopy (HSQC) for signal attribution. Next, 2D rotating
frame Overhauser effect spectroscopy (ROESY) experiments were performed to assess
intermolecular hydrogen proximity with a mixing time of 600 ms, a recovery delay of
1.5 s, and 256 time increments with 320 scans per increment. The 1H NMR spectra were
referenced to the resonance line of HOD at 4.70 ppm.

2.5. Preparation of the Eye Drops

The preservative-free eye drops (PFED) were prepared by a two-step method as
described in the patent US 2014 0228364A1 [27]. First, 400 mg of sodium dihydrogen
phosphate, 474 mg of disodium hydrogen phosphate and 473 mg of sodium chloride were
dissolved in 100 mL of water for injection. Then, 30 mL of this buffer was used to solubilize
100 mg of NaHA, under magnetic stirring for at least 6 h. Four mg of travoprost and 100 mg
of PS80 were added to the NaHA solution and mixed for 30 min until complete dissolution.
The last 70 mL of the phosphate buffer were added to this travoprost solution and mixed
for 90 min. Finally, pH was adjusted to 6.7 with 0.5 M NaOH or HCl and the solution
was filtered through a 0.22 µm polyethersulfone (PES) membrane. Final concentrations
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were 40 µg/mL of travoprost, and 1 mg/mL of sodium hyaluronate and PS80, as shown in
Table 1.

Table 1. Final composition of the preservative-free eye drops, NaHA: Sodium Hyaluronate, PS80:
Polysorbate 80.

Component Composition for 100 mL Composition in % w/v

Travoprost 4 mg 0.004
NaHA 100 mg 0.1
PS80 100 mg 0.1

NaH2PO4 400 mg 0.4
Na2HPO4 474 mg 0.474

Sodium Chloride 473 mg 0.473
Water for injection QSP 100 mL QSP 100

2.6. Stability Study
2.6.1. Design of the Study

The PFED formulation and the comparator were stored in climatic chambers at differ-
ent temperatures (2–8 ◦C, 25 ◦C and 40 ◦C), protected from daylight. The solutions were
assayed by HPLC-UV. Travoprost content, 5,6-trans isomer, 15-keto derivative, and total
impurities were used to assess the stability of the eye drops in accordance with the USP
monograph for travoprost ophthalmic solutions [28].

2.6.2. Travoprost HPLC-UV Assay

Samples were diluted at 1:2 in acetonitrile and filtered through a 0.22 µm PTFE
syringe filter prior to analysis. Analysis was performed with an HP Agilent 1100 series
HPLC system (Santa Clara, CA, USA) and a Raptor C18 5 µm 4.6 × 150 mm column
purchased from Restek (Center county, PA, USA). HPLC was carried out at 40 ◦C with a
mobile phase flow rate of 1 mL/min. The mobile phase composition was a gradient of
Acetonitrile/Phosphate buffer 10 mM pH 3 from 38/62 to 50/50 v/v from 0 to 26 min,
then held at 50/50 v/v from 26 to 29 min, and finally going back to 38/62 v/v from 29 to
40 min. The detection wavelength was set at 200 nm. The calibration curve ranged from 5
to 25 µg/mL. Linearity was assessed by a coefficient of determination R2 > 0.995, as well as
a back-calculated bias of less than 5% for each concentration point of the standard curve.
Accuracy was evaluated by a recovery of control samples at a target concentration between
95 and 105%. Precision was confirmed with a coefficient of variation inferior to 3% for
control samples. Repeatability of injection was inferior to 0.4%.

2.7. Rheological Studies

Dynamic viscosity, η, was measured for the PFED formulation and Travatan®. In order
to have a more biorelevant measure, samples were diluted in simulated tear fluid (STF),
mimicking the dilution upon instillation. A Sample:STF ratio of 30:7 was used [29–31]. The
composition of STF used is detailed in Table 2 below [32,33].

Table 2. Composition of simulated tear fluid (STF) used to mimic lacrimal dilution upon instillation.

Component Composition for 100 mL

CaCl2.2H2O 8 mg
MgCl2 5 mg

KCl 138 mg
NaCl 670 mg

NaHCO3 200 mg
Water for injection QSP 100 mL

Rotational measurements were carried out on a controlled shear rate MCR102 Rheome-
ter and data were analyzed using the Rheocompass™ software version 1.25 (Anton Paar,
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Graz, Austria). A stainless-steel cone-plate geometry (1◦ angle, 50 mm diameter, 100 µm
gap) was used. Measurements were performed at physiological eye temperature (35 ◦C)
for a shear rate ranging from 1 to 3000 s−1. Results are presented as the mean ± SD of
6 independent experiments.

2.8. In Vivo Studies
2.8.1. Design of the Study

The ocular pharmacokinetic study was performed with 42 pigmented Dutch Belted
female rabbits, aged 12 to 14 weeks and separated into two groups, one treated with
Travatan® and one treated with PFED. Instillation of 30 µL was completed in both eyes
at t = 0 h then, at times 0.25, 0.5, 1, 1.5, 2, 3 and 4 h, three rabbits were euthanized and
the aqueous humour (AH), cornea, and iris-ciliary body (ICB) were dissected and assayed
for travoprost acid, the active moiety. Cornea, iris and conjunctivae of each eye were
examined and rated using the Draize’s scale [34]. At each point the mean and standard
deviation of 6 eyes was represented. To assess the difference between PFED and Travatan®

,
an unpaired t-test with Welch’s correction was performed using GraphPad Prism version
8.0.2 for windows (GraphPad Software, San Diego, CA, USA). The area under curve (AUC)
was calculated from 0.25 to 4 h using the linear-up log-down trapezoidal rule [35]. The
elimination half-life (t1/2) for cornea and aqueous humour was determined with the log-
linear regression of the tissue concentrations–time curve terminal phase. Composition of
Travatan® is presented in Table 3 below.

Table 3. Composition of commercial product Travatan®, ND: Non-disclosed.

Component Composition in % w/v

Active Pharmaceutical Ingredient
Travoprost 0.004

Excipients with known effect
Polyquaternium-1 0.001
Propylene glycol 0.00075

Polyoxyethylene hydrogenated castor oil 40 (HCO-40) 0.0002
Other excipients

Boric acid, Mannitol, NaCl ND
Purified Water QSP 100 mL

2.8.2. Travoprost acid RRLC-MS/MS Assay

Travoprost acid was quantified in rabbit cornea, iris-ciliary body and aqueous humour
using an RRLC-MS/MS method. Travoprost acid was extracted from the samples using
ethyl acetate, the obtained solution was dried and reconstituted in 50/50 methanol/water.
Chromatographic separation was performed on a Halo C18 2.7 µm 2.1 × 100 mm column
(Interchim, San Diego, CA, USA) using an Agilent 1200 series rapid-resolution liquid
chromatography (RR-LC) system (Santa Clara, CA, USA). A 10 µL sample was injected
and eluted using a mobile phase composed of 40/60 formic acid 0.1% and a mix of ace-
tonitrile/methanol 350/200 v/v at a 0.2 mL/min flow rate. Mass spectrometry detection
was performed using an Agilent triple quadrupole 6410 (Santa Clara, CA, USA) with a
capillary voltage of 4 kV, a nebulization pressure of 20 psi and a drying gas at 350 ◦C with
a 7 mL/min flow. Calibration curves ranged from 0.05 to 10 ng/10 µL injected, with a
coefficient of determination R2 > 0.998.

3. Results
3.1. Preformulation Studies
3.1.1. Fluorescence Spectroscopy

Pyrene was chosen as a probe to evaluate the micelle formation of the pharmaceutical
compounds of interest. Indeed, the fluorescence emission signal of pyrene at the 383 nm
wavelength (peak 3) varied according to the polarity of its micro-environment, while the sig-
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nal at 372 nm (peak 1) remained constant. Therefore, taking the ratio between the intensity
at these two wavelengths gave an idea of pyrene microenvironment polarity. When pyrene
was in a polar environment (e.g., water) the ratio of fluorescence between the peaks 1 and 3
(I1/I3) was higher than when in a non-polar environment (e.g., inside micelles) (Figure 1A).
Accordingly, pyrene was used as a fluorescent probe in the presence of increasing amounts
of excipients to evaluate micelle formation and hydrophobic interactions (Figure 1B).
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Figure 1. (A) Emission scan of pyrene in absence of surfactants (in water) or in presence of surfactants
above the CMC (in micelles) showing the change in I1 and I3 ratio. (B) I1/I3 fluorescence ratio
as a function of the concentration NaHA (N) and PS80 (•) with the graphical illustration for the
determination of the CMC.

On one hand, fluorescence studies showed that an increasing amount of NaHA did
not display any interaction with pyrene, with the I1/I3 ratio remaining unchanged over
the range of studied NaHA concentrations. On the other hand, the decrease in I1/I3
fluorescence ratio with increasing amounts of PS80 testified to micelle formation. The CMC
was the concentration at which the pyrene started to be encapsulated, so the concentration
at which the I1/I3 fluorescence ratio began to decrease. PS80 CMC was determined to
be 0.019 mg/mL (0.015 mM) using the parameters of the sigmoidal fit with R2 = 0.9628.
Hence, PS80 can be used as a solubilizer for water-insoluble drugs at concentrations above
0.019 mg/mL.

3.1.2. Differential Scanning Calorimetry Studies

The physicochemical interactions between NaHA and travoprost, or PS80 and travo-
prost, were then investigated using differential scanning calorimetry (DSC). This widespread
method allows the assessment of heat capacity change during the second-order phase tran-
sition. Differences in samples’ thermal behaviors when studied separately or as a mixture
can provide some relevant information in regard to physicochemical interactions [36]. The
thermograms obtained during the calorimetric study are presented in Figure 2.
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Figure 2. DSC Heating curves of Travoprost:Excipient mixtures with ratios from top to bottom: 1:0,
3:1, 1:1, 1:3 and 0:1 for (A) NaHA and (B) PS80, the glass transition with relaxation of travoprost is
marked by a star. Displayed thermograms were shifted for clarity.

A thermal event upon heating for the travoprost is displayed at around −22 ◦C (ratio
1:0). The latter event was found to be reversible, as it remained identical after applying twice
the same heating setpoint range to each sample and a corresponding event occurred during
the cooling process (Supplementary Figure S1). The shape of the signal was characteristic
of a glass transition (with an associated glass transition temperature, namely Tg, that could
be determined at the inflexion point of the downward part of the curve) with relaxation
(the small endothermal peak observed after the glass transition) rather than a melting
peak, as there was no return to the baseline, resulting in a change in the heat capacity
(∆Cp) after the transition. In addition, varying rates of cooling (20, 10 and 5 K/min) did
not impact the presence of a relaxation peak (Supplementary Figure S2). Mixtures of
travoprost with NaHA (Figure 2A) displayed a glass transition with decreasing intensity
when increasing the excipient content. This can be explained by a dilution effect as the ∆Cp
relative to the mass of travoprost remained constant as well as the Tg (Table 4). On the
other hand, thermograms in the presence of PS80 showed a shift in the Tg, from −22 to
−58 ◦C (Figure 2B) when increasing the excipient content. This shift and the increase in
∆Cp in presence of increasing amounts of PS80 both testify to physicochemical interactions
between travoprost and PS80. The latter results are confirmed by the endothermic signal
of PS80 that shifted towards lower temperatures with the higher content of travoprost
(Figure 2B), otherwise known as the eutectic effect [37,38].

Table 4. Parameters after “parallel tangents method” (examples of this method presented Supple-
mentary Figure S3) applied to the events of interest for mixtures of Travoprost:Excipient. Tg: Glass
Transition temperature, ∆Cp: Change in heat capacity normalized to travoprost content, n = 3.

Mass Ratio
Sodium Hyaluronate Polysorbate 80

Tg (◦C) ∆Cp (J/g/K) Tg (◦C) ∆Cp (J/g/K)

1:0 −21.9 ± 0.6 −0.57 ± 0.05 −21.9 ± 0.6 −0.57 ± 0.05
3:1 −20.3 ± 0.6 −0.58 ± 0.06 −44.2 ± 0.7 −1.32 ± 0.06
1:1 −21.4 ± 0.6 −0.60 ± 0.05 −54.4 ± 0.6 −2.04 ± 0.06
1:3 −22.3 ± 0.7 −0.55 ± 0.05 −58.8 ± 0.7 −2.96 ± 0.07
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3.1.3. NMR Spectroscopy

To go deeper in the interaction study between prostaglandin analogues and PS80,
NMR spectroscopy was used. First, one dimensional 1H and 2D COSY, HSQC, and ROESY
were used to assign 1H signals of latanoprost and PS80 in their free forms. Then, 2D
COSY and ROESY experiments were performed on latanoprost:PS80 mixtures to determine
spatially close 1H and supramolecular association.

NMR spectra for latanoprost and PS80, as well as their molecular structures are pre-
sented in Figure 3. below. 1H signal attributions for latanoprost and PS80 are summarized
in Table 5 below.
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Table 5. 1H NMR signal attribution for PS80 and Latanoprost in D2O in regard of the molecular
structure shown in Figure 3.

Polysorbate 80

δ (ppm) 5.32 4.20 3.69 2.31 2.02 1.58 1.28 0.88

Attribution d h g f c e b a

Latanoprost

δ (ppm) 7.36–7.26 5.56 5.45 4.16 3.88 2.67 2.32 1.56 1.22

Attribution L1–2 L3 L4 L5 L5 L9 L8 L6 L7

There are different ways for 1H to be close to one another and display a dipolar
coupling in ROESY. First, they are close on the backbone of a single molecule. In this case
a scalar coupling can be seen on the 2D COSY experiments as well. Next, if a dipolar
coupling is shown on the ROESY experiments but there is no scalar coupling on the 2D
COSY it can be protons from the same molecule, either intramolecular or intermolecular in
a self-assembly. This phenomenon can be seen on the ROESY of samples containing PS80
or latanoprost alone. Finally, dipolar couplings seen only on the ROESY of the mixture
highlight 1H proximity to the two kinds of molecules in the mixture.

The ROESY acquisition of a latanoprost:PS80 mixture is presented in Figure 4. In red
are the dipolar couplings of the ROESY that were not observed in the COSY of the mixture
nor the ROESY of latanoprost or PS80 alone. This analysis clearly shows a coupling of the
aromatic cycle (L1–2) and the ester (L8) from latanoprost with the long alkyl chain (b) of
PS80, as well as a coupling between the cyclopentyl (L5) of latanoprost with the ester (e)
of PS80.

Pharmaceutics 2022, 14, x 10 of 18 
 

 

 

Figure 4. ROESY experiment of the latanoprost:PS80 mixtures, highlighted in red are the dipolar 

couplings not shown in the ROESY of either the latanoprost or PS80 alone. 

3.2. Formulation Studies 

Preliminary formulation tests were conducted to determine optimal PS80 concentra-

tion in the final product. A 1 mg/mL concentration was kept as it was the lowest concen-

tration enabling satisfactory solubilization of travoprost, as well as limiting its non-spe-

cific adsorption on sterile PES filters (data not show). A 1 mg/mL sodium hyaluronate 

concentration was used based on prior knowledge. Phosphate buffer was added to the 

formula to maintain pH at an eye-compatible value of 6.7 and NaCl was added to reach 

isotonic conditions. This formulation is further referred as PFED for the rest of the study 

below. 

3.2.1. Stability Study 

As recommended by the ICH Q1A(R2), the stability of drug products must be evalu-

ated to ensure their safe and efficient use. The stability of PFED was compared to the 

commercial product Travatan®  under accelerated (40 °C) and long-term (25 °C or 2–8 °C) 

conditions for 12 months, looking for a loss in travoprost content or an increase in degra-

dation products. During the entirety of the stability studies, the amount of 15-keto deriv-

ative remained below the limit of detection for both PFED and the comparator. In contrast, 

the 5,6-trans isomer and the total impurities were quantifiable but persisted within the 

acceptance criteria of the USP monograph for travoprost ophthalmic solutions (Figure 

5A,B). The storage of PFED formulation at 40 °C showed a decrease in content after 3 

months (Figure 5C) while Travatan®  remained stable for up to 12 months. However, PFED 

remained stable for 12 months at an ambient temperature, meeting the claims of the com-

parator, Travatan® . 

Figure 4. ROESY experiment of the latanoprost:PS80 mixtures, highlighted in red are the dipolar
couplings not shown in the ROESY of either the latanoprost or PS80 alone.



Pharmaceutics 2022, 14, 453 10 of 17

3.2. Formulation Studies

Preliminary formulation tests were conducted to determine optimal PS80 concentration
in the final product. A 1 mg/mL concentration was kept as it was the lowest concentration
enabling satisfactory solubilization of travoprost, as well as limiting its non-specific adsorp-
tion on sterile PES filters (data not show). A 1 mg/mL sodium hyaluronate concentration
was used based on prior knowledge. Phosphate buffer was added to the formula to maintain
pH at an eye-compatible value of 6.7 and NaCl was added to reach isotonic conditions. This
formulation is further referred as PFED for the rest of the study below.

3.2.1. Stability Study

As recommended by the ICH Q1A(R2), the stability of drug products must be eval-
uated to ensure their safe and efficient use. The stability of PFED was compared to the
commercial product Travatan® under accelerated (40 ◦C) and long-term (25 ◦C or 2–8 ◦C)
conditions for 12 months, looking for a loss in travoprost content or an increase in degrada-
tion products. During the entirety of the stability studies, the amount of 15-keto derivative
remained below the limit of detection for both PFED and the comparator. In contrast, the 5,6-
trans isomer and the total impurities were quantifiable but persisted within the acceptance
criteria of the USP monograph for travoprost ophthalmic solutions (Figure 5A,B). The stor-
age of PFED formulation at 40 ◦C showed a decrease in content after 3 months (Figure 5C)
while Travatan® remained stable for up to 12 months. However, PFED remained stable for
12 months at an ambient temperature, meeting the claims of the comparator, Travatan®.
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Figure 5. Dosage over time of (A) 5,6-Trans isomer, (B) total impurities, (C) travoprost, in both the
comparator, Travatan®, (in orange) at 25 ◦C and 40 ◦C and the PFED (in blue) at 2–8 ◦C, 25 ◦C and
40 ◦C. NLT: not less than; NMT: not more than; PFED: preservative-free eye drops; USP: United States
Pharmacopoeia.
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3.2.2. Rheological Studies

The rheological behavior of both PFED and Travatan®, after the simulation of instilla-
tion dilution, was studied. The flow curves are presented in Figure 6 for both the PFED
formula and Travatan® after a dilution in STF at 35 ◦C. This flow curve gives an idea of both
resting rheological properties and properties under shear stimulation. For Travatan®, the
viscosity was low and remained quite constant over the shear rate range, at 0.9 mPa·s. This
result is close to the dynamic viscosity of water and has the same Newtonian behavior. On
the other hand, PFED had a higher viscosity, starting with a Newtonian plateau at 5.1 mPa·s
and then displaying a shear-thinning behavior starting at approximately 100 s−1, reaching
a final viscosity of 3.1 mPa·s at a shear rate of 3000 s−1. In other words, after instillation,
PFED had a 5-fold higher dynamic viscosity than Travatan® when resting, which makes it
less prone to draining into the lacrimal duct.
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Figure 6. Flow curves of preservative-free eye drops (PFED) and Travatan® after dilution in simulated
tear fluid (STF) at a 30:7 ratio, results are presented as mean ± SD of 6 independent experiments.

3.2.3. Pharmacokinetic Study

A pharmacokinetic study was performed on rabbits to evaluate the ocular distribution
of travoprost acid (active moiety of travoprost) after the single instillation of PFED or
Travatan®. Animal body weights recorded at baseline and day of euthanasia were within a
normal range, no abnormal behavior or unhealthy signs were reported during the in-life
part of the study. Ocular tolerance evaluated by the Draize’s scale were similar at baseline
and after both treatments for cornea and conjunctiva.

After single instillation, the amount of travoprost acid in the cornea reached a max-
imum for the first timepoint studied (Tmax = 0.25 h), with a Cmax of 568 and 1331 ng/g
for the comparator Travatan® and PFED (Table 6). From there, the kinetic decreased with
comparable elimination t1/2 of 1.04 and 1.05 h, respectively, consequently showing that the
difference observed in AUC0.25–4 h was primarily due to a difference in the early absorption
rate of both products (Figure 7A). Consequently, the amount of travoprost acid in the
aqueous humour was greater for PFED than for Travatan® with, for each, AUC0.25–4 h of 151
and 68 ng/mL·h as it was related to the uptake of travoprost acid in the cornea. Similarly,
the amount of travoprost acid reaching the iris-ciliary body increased 3.2 times with PFED
compared to the Travatan®, with AUC0.25–4 h of 68 and 21 ng/g·h, respectively (Table 6).
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Table 6. Pharmacokinetic parameters observed after single instillation. AH: aqueous humour; AUC:
area under curve; Cmax: maximal concentration reached; ICB: iris-ciliary body; PFED: preservative-
free eye drops; t1/2: elimination half-life; Tmax: time for maximal concentration; N/A: calculation of
t1/2 was not relevant for ICB data. Results are presented as mean ± SD.

Pharmacokinetic
Parameters Travatan® PFED

Cornea AH ICB Cornea AH ICB

AUC0.25–4 h (ng/g·h) 568 ± 40 68 ± 7 21 ± 4 1331 ± 88 151 ± 10 68 ± 7
Tmax (h) 0.25 1.5 1.5 0.25 1.0 0.25

Cmax (ng/g) 574 ± 99 29 ± 6 15 ± 3 1260 ± 275 58 ± 9 41 ± 7
t1/2 (h) 1.04 ± 0.1 1.27 ± 0.3 N/A 1.05 ± 0.2 2.34 ± 0.5 N/A
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Figure 7. RRLC-MS Dosage of travoprost acid after a single instillation to rabbits, presented as
mean ± SD (n = 6) over time. (A) in cornea, (B) in aqueous humour, (C) in iris-ciliary body. PFED:
preservative-free eye drops; * p-value < 0.01%, ** p-value < 0.001%.

4. Discussion

We presented, in the first part of this article, preformulation studies regarding the key
excipients of the formula NaHA and PS80, and the active substance. To begin, we chose
pyrene as a fluorescent probe because its LogP is 6.0 [39]. Indeed, it was interesting to mimic
the behavior of lipophilic drugs such as prostaglandin analogues. This first study showed
that the excipient NaHA did not exhibit any affinity for it, therefore showing its lack of
physicochemical interaction with liposoluble drugs. This finding was further confirmed by
the DSC studies. Indeed, no shifts in the Tg of travoprost occurred with varying ratios of
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NaHA:Travoprost. This method has been successfully used to predict the compatibility of
components within pharmaceutical mixtures [40–42]. As no incompatibility was brought
to light between travoprost and NaHA, the latter was further used in the final PFED
formulation.

On the other hand, for PS80, the fluorescence studies showed a decrease in the I1/I3
ratio with increasing PS80 concentrations. The determined CMC of PS80 was approximately
0.019 mg/mL (or 0.015 mM), which is consistent with the literature, ranging from 0.018 mM,
determined by surface tension measurement [43], to 0.015 mM obtained with a fluorescence-
based method using the derivative pyrene-3-carboxaldehyde [44]. Therefore, the observed
effect can be attributed to PS80 micelles formation, into which pyrene is integrated, showing
PS80 potential to solubilize lipophilic drugs given concentrations higher than the CMC.

Furthermore, DSC studies showed a clear effect of the presence of PS80 on the thermal
events. The shift in Tg towards lower values of temperature was similar to the effect of
plasticizers in a polymer melt, which testifies to a miscibility of the different molecules
as well as an improvement in solubility [45,46]. This demonstrated a physicochemical
interaction between PS80 and prostaglandin analogues. This result is in accordance with
the eutectic effect that was highlighted in the Results section, related to PS80 thermal
behavior when mixed with travoprost. PS80 is a non-ionic surfactant, meaning it has
both a lipophilic and a hydrophilic moiety. When its concentration is high enough it
self-assembles into micelles, grouping the lipophilic parts in its core and exposing the
hydrophilic fragment to the surrounding water [47].

This was further clarified by the NMR studies. Indeed, NMR has previously been used
to assess the molecular organization between prostaglandin analogues and solubilizers such
as cyclodextrins [48] or other surfactants [10]. The orientation suggested in this work seems
to be similar to the one explicated by Ochiai et al., suggesting that in micelles of BAK and
PEG-Stearate the latanoprost is encapsulated in the hydrophobic core with a preferential
orientation, presenting the cyclopentyl fragment towards the hydrophilic parts of the
surfactants, therefore limiting its exposure to water [10]. Besides, NMR studies conducted
with NaHA and latanoprost did not display physicochemical interactions in solution.

In the second part of this work, we studied a final product: PFED containing travoprost
as an active substance, solubilized and stabilized by PS80, with NaHA as a thickener and
potential cytoprotective agent. PS80 has already been used in eye drops as a solubilizer for
cyclosporine [18], and this work confirmed its potential to further solubilize prostaglandin
analogues in drug delivery while maintaining stability in solution.

According to the ICH guideline Q1A(R2) on stability studies for drug products, a
period of 12 months is the minimum that has to be covered at room temperature (25 ◦C) at
the time of submission [49]. As the stability results at 40 ◦C at 12 months were not within
the USP criteria, the stability studies at room temperature were the bare minimum for a
submission, but would have to be continued for longer periods of time to secure long-
term stability data. So far, however, the PS80 and NaHA seem to be satisfying excipients
regarding the travoprost stability at room temperature.

Rotational rheological studies were performed to assess the dynamic viscosity of PFED
and Travatan® upon instillation. Travatan® exhibited a Newtonian-like behavior with a
constant viscosity over the shear rate range analyzed. The mean viscosity of 0.9 mPa·s at
35 ◦C was slightly higher than pure water at this temperature (0.7 mPa·s) [50]. Therefore,
it is expected that, upon instillation, Travatan® will rapidly mix with tear fluid [51–53].
The first challenge in ocular drug delivery is to overcome the high clearance of lacrimal
fluid upon instillation. It has been reported that the tear fluid is entirely renewed within
2–3 min under physiological conditions, therefore leading to a fast clearance of the eye
drops [54,55]. On the other hand, an increase in viscosity, as displayed for PFED, can
lengthen the residence time of the eye drop on the ocular surface [30,55–57]. Indeed, NaHA
was added to the eye drop formulation to thicken the solution. As expected, adding a high
molecular weight polymer increased the viscosity at low shear and turned the solution into
a shear-thinning fluid [58,59].
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The in vivo studies conducted on rabbits exhibited an increase in AUC for the three
studied structures of the eye, cornea, AH, and ICB. AUC represents the total drug exposure
over the studied period. In our study, this improvement in AUC seemed to be linked to a
greater absorption of travoprost, as the elimination constants were similar for the PFED and
the comparator. This greater AUC observed after single-drop instillation of PFED related to
Travatan® (between 2.2- and 3.2-fold for the AH and the ICB, respectively) could be linked
to its rheological behavior. As it was discussed for dry eye formulations containing 0.1%
NaHA [60], the rheological properties of the final dosage can improve its in vivo residence
time, therefore extending the exposure time of the cornea to the drug product [30,52,53].
Another mechanism could be involved into this enhanced ocular bioavailability. Indeed,
PS80 has been reported to improve travoprost uptake in vivo in rabbits in a nano-emulsion
drug formulation compared to Travatan® [61]. Further studies, such as a permeability
study or an evaluation of the residence time, could unveil the relative contribution of these
two mechanisms on the AUC increase. With such an increase in ocular bioavailability,
the therapeutic dose of travoprost could potentially be lowered [62,63]; therefore, limiting
systemic exposition and side effects while maintaining the therapeutic effect.

5. Conclusions

In this work, PS80 and sodium hyaluronate were assessed as excipients in a preservative-
free formulation of travoprost. PS80 was demonstrated to be a successful option to sol-
ubilize and stabilize travoprost in aqueous solution, while NaHA did not display any
physicochemical interactions with travoprost and enhanced the rheological behavior of
the formula. Therefore, we showed that NaHA is a good candidate as a thickener and a
cytoprotective agent. The final product was stable for at least a year at room temperature
and outperformed the comparator in terms of ocular bioavailability. These encouraging
results demonstrate the potential of such a drug delivery system. However, further studies
should be performed in order to evaluate the origin of the increase in ocular bioavailability,
and identify whether it is caused by an extended residence time on the ocular surface, or a
permeation enhancement caused by PS80. Ultimately, trying to lower the dose to reach the
same therapeutic effect or ocular bioavailability as the comparator while reducing the risk
of side effects could be greatly beneficial to patients, and improve their adherence as well
as disease control.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/pharmaceutics14020453/s1. Figure S1: reversibility of thermal events; Figure S2: Influence of
cooling speed in DSC; Figure S3: Illustration of “parallel tangents” method for DSC events integration.
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AH Aqueous Humour
AUC Area Under Curve
BAK Benzalkonium Chloride
CMC Critical Micellar Concentration
DSC Differential Scanning Calorimetry
ICB Iris-Ciliary Body
NaHA Sodium Hyaluronate
NMR Nuclear Magnetic Resonance
PFED Preservative-Free Eye Drop
POAG Primary open-angle glaucoma
PS80 Polysorbate 80

References
1. Tham, Y.-C.; Li, X.; Wong, T.Y.; Quigley, H.A.; Aung, T.; Cheng, C.-Y. Global Prevalence of Glaucoma and Projections of Glaucoma

Burden through 2040. Ophthalmology 2014, 121, 2081–2090. [CrossRef] [PubMed]
2. Cook, C.; Foster, P. Epidemiology of Glaucoma: What’s New? Can. J. Ophthalmol. 2012, 47, 223–226. [CrossRef] [PubMed]
3. Weinreb, R.N.; Aung, T.; Medeiros, F.A. The Pathophysiology and Treatment of Glaucoma: A Review. JAMA 2014, 311, 1901.

[CrossRef] [PubMed]
4. Burgoyne, C.F.; Crawford Downs, J.; Bellezza, A.J.; Francis Suh, J.-K.; Hart, R.T. The Optic Nerve Head as a Biomechanical

Structure: A New Paradigm for Understanding the Role of IOP-Related Stress and Strain in the Pathophysiology of Glaucomatous
Optic Nerve Head Damage. Prog. Retin. Eye Res. 2005, 24, 39–73. [CrossRef]

5. Fechtner, R.D.; Weinreb, R.N. Mechanisms of Optic Nerve Damage in Primary Open Angle Glaucoma. Surv. Ophthalmol. 1994, 39,
23–42. [CrossRef]

6. McLaren, N.C.; Moroi, S.E. Clinical Implications of Pharmacogenetics for Glaucoma Therapeutics. Pharm. J. 2003, 3, 197–201.
[CrossRef]

7. Yadav, K.S.; Rajpurohit, R.; Sharma, S. Glaucoma: Current Treatment and Impact of Advanced Drug Delivery Systems. Life Sci.
2019, 221, 362–376. [CrossRef] [PubMed]

8. Alexander, C.L.; Miller, S.J.; Abel, S.R. Prostaglandin Analog Treatment of Glaucoma and Ocular Hypertension. Ann. Pharmacother.
2002, 36, 504–511. [CrossRef]

9. Vaede, D.; Baudouin, C.; Warnet, J.-M.; Brignole-Baudouin, F. Les conservateurs des collyres: Vers une prise de conscience de leur
toxicité. J. Fr. Ophtalmol. 2010, 33, 505–524. [CrossRef]

10. Ochiai, A.; Danjo, K. The Stabilization Mechanism of Latanoprost. Int. J. Pharm. 2011, 410, 23–30. [CrossRef] [PubMed]
11. Thygesen, J. Glaucoma Therapy: Preservative-Free for All? Clin. Ophthalmol. 2018, 12, 707–717. [CrossRef] [PubMed]
12. Hommer, A.; Schmidl, D.; Kromus, M.; Bata, A.M.; Fondi, K.; Werkmeister, R.M.; Baar, C.; Schmetterer, L.; Garhöfer, G. Effect of

Changing from Preserved Prostaglandins to Preservative-Free Tafluprost in Patients with Glaucoma on Tear Film Thickness. Eur.
J. Ophthalmol. 2018, 28, 385–392. [CrossRef] [PubMed]

13. Kasai, H.; Aoyama, Y.; Kurasawa, T.; Imamura, T.; Tsuruma, K.; Hara, H.; Hirata, H.; Yamamoto, T. Comparison of Efficacy and
Safety Evaluation of Latanoprost Formulations with and without Benzalkonium Chloride. Pharmacol. Pharm. 2013, 04, 377–384.
[CrossRef]

14. Kahook, M.Y.; Noecker, R.J. Comparison of Corneal and Conjunctival Changes After Dosing of Travoprost Preserved With SofZia,
Latanoprost With 0.02% Benzalkonium Chloride, and Preservative-Free Artificial Tears. Cornea 2008, 27, 339–343. [CrossRef]
[PubMed]

15. Symes, R.J.; Mikelberg, F.S. Normal Tension Glaucoma Management: A Survey of Contemporary Practice. Can. J. Ophthalmol.
2017, 52, 361–365. [CrossRef]

16. Lavik, E.; Kuehn, M.H.; Kwon, Y.H. Novel Drug Delivery Systems for Glaucoma. Eye 2011, 25, 578–586. [CrossRef]
17. Mah, F.; Milner, M.; Yiu, S.; Donnenfeld, E.; Conway, T.M.; Hollander, D.A. PERSIST: Physician’s Evaluation of Restasis®

Satisfaction in Second Trial of Topical Cyclosporine Ophthalmic Emulsion 0.05% for Dry Eye: A Retrospective Review. Clin.
Ophthalmol. 2012, 6, 1971–1976. [CrossRef]

18. Di Napoli, G. Compositions for Ophtalmic Use Containing Cyclosporin, Hyaluronic Acid and Polysorbate. European Patent No.
EP 1 142 566 B1, 1 October 2003.

19. Fukuda, M.; Shibata, S.; Shibata, N.; Hagihara, K.; Yaguchi, H.; Osada, H.; Takahashi, N.; Kubo, E.; Sasaki, H. Safety Comparison of
Additives in Antiglaucoma Prostaglandin (PG) Analog Ophthalmic Formulations. Clin. Ophthalmol. 2013, 7, 515–520. [CrossRef]

20. Younis, H.S.; Shawer, M.; Palacio, K.; Gukasyan, H.J.; Stevens, G.J.; Evering, W. An Assessment of the Ocular Safety of Inactive
Excipients Following Sub-Tenon Injection in Rabbits. J. Ocul. Pharmacol. Ther. 2008, 24, 206–216. [CrossRef]

21. Singh, M.; Bharadwaj, S.; Lee, K.E.; Kang, S.G. Therapeutic Nanoemulsions in Ophthalmic Drug Administration: Concept
in Formulations and Characterization Techniques for Ocular Drug Delivery. J. Control. Release 2020, 328, 895–916. [CrossRef]
[PubMed]

http://doi.org/10.1016/j.ophtha.2014.05.013
http://www.ncbi.nlm.nih.gov/pubmed/24974815
http://doi.org/10.1016/j.jcjo.2012.02.003
http://www.ncbi.nlm.nih.gov/pubmed/22687296
http://doi.org/10.1001/jama.2014.3192
http://www.ncbi.nlm.nih.gov/pubmed/24825645
http://doi.org/10.1016/j.preteyeres.2004.06.001
http://doi.org/10.1016/S0039-6257(05)80042-6
http://doi.org/10.1038/sj.tpj.6500181
http://doi.org/10.1016/j.lfs.2019.02.029
http://www.ncbi.nlm.nih.gov/pubmed/30797820
http://doi.org/10.1345/aph.1A178
http://doi.org/10.1016/j.jfo.2010.06.018
http://doi.org/10.1016/j.ijpharm.2011.03.006
http://www.ncbi.nlm.nih.gov/pubmed/21397673
http://doi.org/10.2147/OPTH.S150816
http://www.ncbi.nlm.nih.gov/pubmed/29713138
http://doi.org/10.1177/1120672117753703
http://www.ncbi.nlm.nih.gov/pubmed/29592773
http://doi.org/10.4236/pp.2013.44054
http://doi.org/10.1097/ICO.0b013e31815cf651
http://www.ncbi.nlm.nih.gov/pubmed/18362664
http://doi.org/10.1016/j.jcjo.2016.12.008
http://doi.org/10.1038/eye.2011.82
http://doi.org/10.2147/OPTH.S30261
http://doi.org/10.2147/OPTH.S40147
http://doi.org/10.1089/jop.2007.0099
http://doi.org/10.1016/j.jconrel.2020.10.025
http://www.ncbi.nlm.nih.gov/pubmed/33069743


Pharmaceutics 2022, 14, 453 16 of 17

22. Debbasch, C.; Warnet, J.-M.; Baudouin, C. Cytoprotective Effects of Hyaluronic Acid and Carbomer 934P in Ocular Surface
Epithelial Cells. Investig. Ophthalmol. Vis. Sci. 2002, 43, 3409–3415.

23. Miyata, K.; Maruoka, S.; Nakahara, M.; Otani, S.; Nejima, R.; Samejima, T.; Amano, S. Corneal Endothelial Cell Protection during
Phacoemulsification: Low- versus High-Molecular-Weight Sodium Hyaluronate. J. Cataract Refract. Surg. 2002, 28, 1557–1560.
[CrossRef]

24. Zhong, J.; Deng, Y.; Tian, B.; Wang, B.; Sun, Y.; Huang, H.; Chen, L.; Ling, S.; Yuan, J. Hyaluronate Acid-Dependent Protection and
Enhanced Corneal Wound Healing against Oxidative Damage in Corneal Epithelial Cells. J. Ophthalmol. 2016, 2016, e6538051.
[CrossRef]

25. Lopilly Park, H.-Y.; Kim, J.H.; Lee, K.M.; Park, C.K. Effect of Prostaglandin Analogues on Tear Proteomics and Expression of
Cytokines and Matrix Metalloproteinases in the Conjunctiva and Cornea. Exp. Eye Res. 2012, 94, 13–21. [CrossRef] [PubMed]

26. Goddard, E.D.; Turro, N.J.; Kuo, P.L.; Ananthapadmanabhan, K.P. Fluorescence Probes for Critical Micelle Concentration
Determination. Langmuir 1985, 1, 352–355. [CrossRef]

27. Reda, H.S. Ophthalmic Compositions Comprising Prostaglandin F2 Alpha Derivatives and Hyaluronic Acid. U.S. Patent No.
US20140228364A1, 14 August 2014.

28. United States Pharmacopeial Convention Travoprost Ophthalmic Solution—Monograph. In The United States Pharmacopeia 41, The
National Formulary 36; USP: Rockville, MD, USA, 2018; pp. 4174–4176. ISBN 978-936424-70-2.

29. Kotreka, U.K.; Davis, V.L.; Adeyeye, M.C. Development of Topical Ophthalmic In Situ Gel-Forming Estradiol Delivery System
Intended for the Prevention of Age-Related Cataracts. PLoS ONE 2017, 12, e0172306. [CrossRef]

30. Destruel, P.-L.; Zeng, N.; Seguin, J.; Douat, S.; Rosa, F.; Brignole-Baudouin, F.; Dufaÿ, S.; Dufaÿ-Wojcicki, A.; Maury, M.; Mignet,
N.; et al. Novel in Situ Gelling Ophthalmic Drug Delivery System Based on Gellan Gum and Hydroxyethylcellulose: Innovative
Rheological Characterization, in Vitro and in Vivo Evidence of a Sustained Precorneal Retention Time. Int. J. Pharm. 2020, 574,
118734. [CrossRef] [PubMed]

31. Kumar, S.; Karki, R.; Meena, M.; Prakash, T.; Rajeswari, T.; Goli, D. Reduction in Drop Size of Ophthalmic Topical Drop
Preparations and the Impact of Treatment. J. Adv. Pharm. Technol. Res. 2011, 2, 192–194. [CrossRef]

32. Paulsson, M.; Hägerström, H.; Edsman, K. Rheological Studies of the Gelation of Deacetylated Gellan Gum (Gelrite) in Physiolog-
ical Conditions. Eur. J. Pharm. Sci. 1999, 9, 99–105. [CrossRef]

33. Bright, A.M.; Tighe, B.J. The Composition and Interfacial Properties of Tears, Tear Substitutes and Tear Models. J. Br. Contact Lens
Assoc. 1993, 16, 57–66. [CrossRef]

34. Draize, J.H.; Woodard, G.; Calvery, H.O. Methods for the Study of Irritation and Toxicity of Substances Applied Topically to the
Skin and Mucous Membranes. J. Pharmacol. Exp. Ther. 1944, 82, 377–390.

35. Bourget, P.; Delouis, J.M. Review of a technic for the estimation of area under the concentration curve in pharmacokinetic analysis.
Therapie 1993, 48, 1–5. [PubMed]

36. Sarpietro, M.G.; Pitarresi, G.; Ottimo, S.; Giuffrida, M.C.; Ognibene, M.C.; Fiorica, C.; Giammona, G.; Castelli, F. Interaction
between Drug Loaded Polyaspartamide-Polylactide-Polysorbate Based Micelles and Cell Membrane Models: A Calorimetric
Study. Mol. Pharm. 2011, 8, 642–650. [CrossRef] [PubMed]

37. Corvis, Y.; Négrier, P.; Espeau, P. Physicochemical Stability of Solid Dispersions of Enantiomeric or Racemic Ibuprofen in Stearic
Acid. J. Pharm. Sci. 2011, 100, 5235–5243. [CrossRef] [PubMed]

38. Silva, J.M.; Pereira, C.V.; Mano, F.; Silva, E.; Castro, V.I.B.; Sá-Nogueira, I.; Reis, R.L.; Paiva, A.; Matias, A.A.; Duarte, A.R.C.
Therapeutic Role of Deep Eutectic Solvents Based on Menthol and Saturated Fatty Acids on Wound Healing. ACS Appl. Bio Mater.
2019, 2, 4346–4355. [CrossRef] [PubMed]

39. de Maagd, P.G.-J.; Sinnige, T.L.; Schrap, S.M.; Opperhuizen, A.; Sum, D.T.H.M. Sorption Coefficients of Polycyclic Aromatic
Hydrocarbons for Two Lake Sediments: Influence of the Bactericide Sodium Azide. Environ. Toxicol. Chem. 1998, 17, 1899–1907.
[CrossRef]

40. Rojek, B.; Wesolowski, M. DSC Supported by Factor Analysis as a Reliable Tool for Compatibility Study in Pharmaceutical
Mixtures. J. Therm. Anal. Calorim. 2019, 138, 4531–4539. [CrossRef]

41. da Silva, E.P.; Pereira, M.A.V.; de Barros Lima, I.P.; Lima, N.G.P.B.; Barbosa, E.G.; Aragão, C.F.S.; Gomes, A.P.B. Compatibility
Study between Atorvastatin and Excipients Using DSC and FTIR. J. Therm. Anal. Calorim. 2016, 123, 933–939. [CrossRef]

42. Pani, N.R.; Nath, L.K.; Acharya, S.; Bhuniya, B. Application of DSC, IST, and FTIR Study in the Compatibility Testing of
Nateglinide with Different Pharmaceutical Excipients. J. Therm. Anal. Calorim. 2011, 108, 219–226. [CrossRef]

43. Patist, A.; Bhagwat, S.S.; Penfield, K.W.; Aikens, P.; Shah, D.O. On the Measurement of Critical Micelle Concentrations of Pure
and Technical-Grade Nonionic Surfactants. J. Surfact. Deterg. 2000, 3, 53–58. [CrossRef]

44. Mahmood, M.E. Effect of Temperature Changes on Critical Micelle Concentration for Tween Series Surfactant. Glob. J. Sci. Front.
Res. 2013, 13, 1–7.

45. Sanyang, M.L.; Sapuan, S.M.; Jawaid, M.; Ishak, M.R.; Sahari, J. Effect of Plasticizer Type and Concentration on Physical Properties
of Biodegradable Films Based on Sugar Palm (Arenga Pinnata) Starch for Food Packaging. J. Food Sci. Technol. 2016, 53, 326–336.
[CrossRef] [PubMed]

46. Löf, D.; Niemiec, A.; Schillen, K.; Loh, W.; Olofsson, G. A Calorimetry and Light Scattering Study of the Formation and Shape
Transition of Mixed Micelles of EO20PO68EO20 Triblock Copolymer (P123) and Nonionic Surfactant (C12EO6). J. Phys. Chem. B
2007, 111, 5911–5920. [CrossRef] [PubMed]

http://doi.org/10.1016/S0886-3350(02)01540-7
http://doi.org/10.1155/2016/6538051
http://doi.org/10.1016/j.exer.2011.10.017
http://www.ncbi.nlm.nih.gov/pubmed/22067128
http://doi.org/10.1021/la00063a015
http://doi.org/10.1371/journal.pone.0172306
http://doi.org/10.1016/j.ijpharm.2019.118734
http://www.ncbi.nlm.nih.gov/pubmed/31705970
http://doi.org/10.4103/2231-4040.85540
http://doi.org/10.1016/S0928-0987(99)00051-2
http://doi.org/10.1016/0141-7037(93)80023-7
http://www.ncbi.nlm.nih.gov/pubmed/8356539
http://doi.org/10.1021/mp100445k
http://www.ncbi.nlm.nih.gov/pubmed/21517047
http://doi.org/10.1002/jps.22727
http://www.ncbi.nlm.nih.gov/pubmed/21905027
http://doi.org/10.1021/acsabm.9b00598
http://www.ncbi.nlm.nih.gov/pubmed/32030369
http://doi.org/10.1002/etc.5620171002
http://doi.org/10.1007/s10973-019-08223-7
http://doi.org/10.1007/s10973-015-5077-z
http://doi.org/10.1007/s10973-011-1299-x
http://doi.org/10.1007/s11743-000-0113-4
http://doi.org/10.1007/s13197-015-2009-7
http://www.ncbi.nlm.nih.gov/pubmed/26787952
http://doi.org/10.1021/jp071101n
http://www.ncbi.nlm.nih.gov/pubmed/17488116


Pharmaceutics 2022, 14, 453 17 of 17

47. Wan, L.S.C.; Lee, P.F.S. CMC of Polysorbates. J. Pharm. Sci. 1974, 63, 136–137. [CrossRef] [PubMed]
48. Rodriguez-Aller, M.; Guinchard, S.; Guillarme, D.; Pupier, M.; Jeannerat, D.; Rivara-Minten, E.; Veuthey, J.-L.; Gurny, R. New

Prostaglandin Analog Formulation for Glaucoma Treatment Containing Cyclodextrins for Improved Stability, Solubility and
Ocular Tolerance. Eur. J. Pharm. Biopharm. 2015, 95, 203–214. [CrossRef]

49. Q1A(R2) Stability Testing Of New Drug Substances And Products. In ICH Harmonised Tripartie Guidelines; International Conference
on Harmonisation of Technical Requirements for Registration of Pharmaceuticals for Human Use (ICH) (Ed.) Brill|Nijhoff:
Leiden, The Netherlands, 2003; pp. 1041–1053. ISBN 978-90-04-16330-0.

50. Korson, L.; Drost-Hansen, W.; Millero, F.J. Viscosity of Water at Various Temperatures. J. Phys. Chem. 1969, 73, 34–39. [CrossRef]
51. Doshi, U.; Xu, J. Effect of Viscosity, Surface Tension and Mucoadhesion on Ocular Residence Time of Lubricant Eye Drops. Invest.

Ophthalmol. Vis. Sci. 2009, 50, 4641.
52. Zhu, H.; Chauhan, A. Effect of Viscosity on Tear Drainage and Ocular Residence Time. Optom. Vis. Sci. 2008, 85, 715–725.

[CrossRef]
53. Melis-Decerf, C.; van Ooteghem, M. An in Vitro Method Simulating Drug Release from Viscous Eye Drops in Rabbit and Man. J.

Pharm. Pharmacol. 1979, 31, 12–15. [CrossRef]
54. Gaudana, R.; Ananthula, H.K.; Parenky, A.; Mitra, A.K. Ocular Drug Delivery. AAPS J. 2010, 12, 348–360. [CrossRef]
55. Molokhia, S.A.; Thomas, S.C.; Garff, K.J.; Mandell, K.J.; Wirostko, B.M. Anterior Eye Segment Drug Delivery Systems: Current

Treatments and Future Challenges. J. Ocul. Pharmacol. 2013, 29, 92–105. [CrossRef] [PubMed]
56. Destruel, P.-L.; Zeng, N.; Brignole-Baudouin, F.; Douat, S.; Seguin, J.; Olivier, E.; Dutot, M.; Rat, P.; Dufaÿ, S.; Dufaÿ-Wojcicki, A.;

et al. In Situ Gelling Ophthalmic Drug Delivery System for the Optimization of Diagnostic and Preoperative Mydriasis: In Vitro
Drug Release, Cytotoxicity and Mydriasis Pharmacodynamics. Pharmaceutics 2020, 12, 360. [CrossRef] [PubMed]

57. Al-Kinani, A.A.; Zidan, G.; Elsaid, N.; Seyfoddin, A.; Alani, A.W.G.; Alany, R.G. Ophthalmic Gels: Past, Present and Future. Adv.
Drug Deliv. Rev. 2018, 126, 113–126. [CrossRef]

58. Oerther, S. Hyaluronate-Alginate Combination for the Preparation of New Biomaterials: Investigation of the Behaviour in
Aqueous Solutions. Biochim. Biophys. Acta 1999, 1426, 185–194. [CrossRef]

59. Ryder, J.F.; Yeomans, J.M. Shear Thinning in Dilute Polymer Solutions. J. Chem. Phys. 2006, 125, 194906. [CrossRef]
60. Becker, L.C.; Bergfeld, W.F.; Belsito, D.V.; Klaassen, C.D.; Marks, J.G.; Shank, R.C.; Slaga, T.J.; Snyder, P.W.; Cosmetic Ingredient

Review Expert, P.; Andersen, F.A. Final Report of the Safety Assessment of Hyaluronic Acid, Potassium Hyaluronate, and Sodium
Hyaluronate. Int. J. Toxicol. 2009, 28, 5–67. [CrossRef]

61. Ismail, A.; Nasr, M.; Sammour, O. Nanoemulsion as a Feasible and Biocompatible Carrier for Ocular Delivery of Travoprost:
Improved Pharmacokinetic/Pharmacodynamic Properties. Int. J. Pharm. 2020, 583, 119402. [CrossRef]

62. Scholten, E.M.; Cremers, S.C.L.M.; Schoemaker, R.I.K.C.; Rowshani, A.T.; van Kan, E.J.; den Hartigh, J.A.N.; Paul, L.C.; de Fijter,
J.W. AUC-Guided Dosing of Tacrolimus Prevents Progressive Systemic Overexposure in Renal Transplant Recipients. Kidney Int.
2005, 67, 2440–2447. [CrossRef]

63. Duffull, S.B.; Robinson, B.A. Clinical Pharmacokinetics and Dose Optimisation of Carboplatin. Clin. Pharmacokinet. 1997, 33,
161–183. [CrossRef]

http://doi.org/10.1002/jps.2600630136
http://www.ncbi.nlm.nih.gov/pubmed/4811269
http://doi.org/10.1016/j.ejpb.2015.04.032
http://doi.org/10.1021/j100721a006
http://doi.org/10.1097/OPX.0b013e3181824dc4
http://doi.org/10.1111/j.2042-7158.1979.tb13412.x
http://doi.org/10.1208/s12248-010-9183-3
http://doi.org/10.1089/jop.2012.0241
http://www.ncbi.nlm.nih.gov/pubmed/23485091
http://doi.org/10.3390/pharmaceutics12040360
http://www.ncbi.nlm.nih.gov/pubmed/32326492
http://doi.org/10.1016/j.addr.2017.12.017
http://doi.org/10.1016/S0304-4165(98)00155-X
http://doi.org/10.1063/1.2387948
http://doi.org/10.1177/1091581809337738
http://doi.org/10.1016/j.ijpharm.2020.119402
http://doi.org/10.1111/j.1523-1755.2005.00352.x
http://doi.org/10.2165/00003088-199733030-00002

	Introduction 
	Materials and Methods 
	Materials 
	Fluorescence Spectroscopy 
	Differential Scanning Calorimetry (DSC) 
	Nuclear Magnetic Resonance (NMR) Spectroscopy 
	Preparation of the Eye Drops 
	Stability Study 
	Design of the Study 
	Travoprost HPLC-UV Assay 

	Rheological Studies 
	In Vivo Studies 
	Design of the Study 
	Travoprost acid RRLC-MS/MS Assay 


	Results 
	Preformulation Studies 
	Fluorescence Spectroscopy 
	Differential Scanning Calorimetry Studies 
	NMR Spectroscopy 

	Formulation Studies 
	Stability Study 
	Rheological Studies 
	Pharmacokinetic Study 


	Discussion 
	Conclusions 
	References

