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Abstract: The purpose of this study was to determine corneal permeability and uptake in rabbit,
porcine, and bovine corneas for twenty-five drugs using an N-in-1 (cassette) approach and relate these
parameters to drug physicochemical properties and tissue thickness through quantitative structure
permeability relationships (QSPRs). A twenty-five-drug cassette containing 3-blockers, NSAIDs, and
corticosteroids in solution at a micro-dose was exposed to the epithelial side of rabbit, porcine, or
bovine corneas mounted in a diffusion chamber, and the corneal drug permeability and tissue uptake
were monitored using an LC-MS/MS method. Data obtained were used to construct and evaluate
over 46,000 quantitative structure-permeability (QSPR) models using multiple linear regression, and
the best-fit models were cross-validated by Y-randomization. Drug permeability was generally higher
in rabbit cornea and comparable between bovine and porcine corneas. Permeability differences be-
tween species could be explained in part by differences in corneal thickness. Corneal uptake between
species correlated with a slope close to 1, indicating generally similar drug uptake per unit weight of
tissue. A high correlation was observed between bovine, porcine, and rabbit corneas for permeability
and between bovine and porcine corneas for uptake (R? > 0.94). MLR models indicated that drug char-
acteristics such as lipophilicity (LogD), heteroatom ratio (HR), nitrogen ratio (NR), hydrogen bond
acceptors (HBA), rotatable bonds (RB), index of refraction (IR), and tissue thickness (TT) are of great
influence on drug permeability and uptake. When data for all species along with thickness as a param-
eter was used in MLR, the best fit equation for permeability was Log (% transport/cm?- s) = 0.441
LogD — 8.29 IR + 8.357 NR — 0.279 HBA — 3.833 TT + 10.432 (R? = 0.826), and the best-fit equa-
tion for uptake was Log (%/g) = 0.387 LogD + 4.442 HR + 0.105 RB — 0.303 HBA — 2.235 TT + 1.422
(R? = 0.750). Thus, it is feasible to explain corneal drug delivery in three species using a single equation.

Keywords: 3-blockers; NSAIDs; corticosteroids; drug delivery; ocular delivery; drug permeability;
QSPR; MLR

1. Introduction

Ophthalmic drug products can be administered by systemic, periocular, intraocular,
or topical routes [1,2]. The oral route, a noninvasive, systemic route, although convenient
for dosing, is not a viable option for most ophthalmic drugs due to hepatic first-pass
metabolism, extensive drug dilution in the blood, and the presence of blood-tissue barri-
ers that limit ocular drug bioavailability. The blood—aqueous barrier, which limits drug
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transport from the systemic circulation to the anterior chamber [3], is constituted by the
tight junctions of the ciliary non-pigmented epithelium and the endothelial layers of the
iris and the inner wall of Schlemm’s canal. The blood-retina barrier, which limits drug
transport from the systemic circulation to the retina [4], is constituted by the tight junc-
tions of retinal endothelial cells (inner blood-retinal barrier) and retinal pigment epithelial
cells (outer blood-retinal barrier). Both blood-tissue barriers are mainly imposed by tight
junctions, with the blood-retinal barrier being more formidable, similar to the blood-brain
barrier [4]. While the periocular and intraocular routes are invasive, the topical route allows
noninvasive dosing to the eye.

The topical ophthalmic route, wherein the drug product is dosed noninvasively to
the ocular surface, is widely used in treating eye diseases afflicting the anterior segment
of the eye. Eye drops are the most commonly used topical ophthalmic drug products [5].
Although the eye is a readily accessible organ and eye drops are widely used, topical ocular
drug delivery remains limited and challenging. This is due to a series of anatomical and
physiological barriers of the eye, which can be broadly categorized as static or permeability
barriers and dynamic or fluid flow barriers that limit drug delivery [6]. Static barriers for
topical drug delivery to the anterior segment include the cornea and conjunctiva, espe-
cially tight junctions containing epithelial layers in these tissues. Dynamic barriers include
blinking, nasolacrimal drainage, and blood and lymphatic flows. Additionally, metabolic
barriers of eye tissues, including cytochrome P450 systems, proteases, and nucleases, may
degrade topically applied drugs. The above barriers, in particular nasolacrimal drainage
and epithelial permeability barriers, contribute the most towards low bioavailability of
drugs to the anterior segment of the eye. In general, much less than 10% of the topically
applied drug reaches intraocular tissues from an eye drop [7-10], and the bioavailability is
predicted to be 1 to 5% for lipophilic drugs and less than 0.5% for hydrophilic drugs [11].
Currently, there are no FDA-approved eye drops to treat back-of-the-eye diseases due to
inadequate delivery [5].

After topical administration of an eye drop in the precorneal area, it tends to accu-
mulate in the conjunctival cul-de-sac and mix with the lacrimal fluid [3,4,12]. In the time
interval between the administration and its complete drainage into the nasal cavity, the
drop is expected to spread on the eye surface by the blinking movement [13]. The lacrimal
fluid is composed of an external lipidic layer, a middle aqueous layer, and an internal
mucin layer, and the components include electrolytes, lipids, proteins, and glycoproteins
that may interact with drugs. The tear turnover time is about 1 to 2 min [14], and after
this time, the majority of the drug administered can be lost through the nasal cavity or the
conjunctiva into the systemic circulation [15].

The cornea is the main static barrier for drug absorption into the aqueous humor
following topical administration. It is highly specialized, with three key regions: epithelium,
stroma, and endothelium, which are lipophilic, hydrophilic, and lipophilic, respectively.
The epithelium is composed of five layers of epithelial cells with tight junctions that form
an important barrier to avoid fluid loss and pathogen penetration into the eye. Due to
their highly lipophilic character, hydrophilic drugs show limited permeability across the
corneal epithelium. Through this layer, drugs can permeate passively either between the
cells via the paracellular pathway or through the cell or transcellular pathway. While the
paracellular pathway prefers small hydrophilic drugs, the transcellular pathway prefers
small lipophilic drugs. The corneal stroma is a highly hydrophilic layer that behaves like
a liquid with a viscosity of about 1.5 times that of water for the diffusion of dextrans,
allowing a permeability of dextrans as large as 34 nm [2]. Stroma is rate limiting for the
transport of lipophilic drugs [11,16,17]. The endothelium, constituted by a leaky monolayer
of cells, is less of a barrier than the epithelium. The corneal penetration of drugs is limited
to compounds with a molecular weight typically lower than 500 Da; the average molecular
weight of approved topical ophthalmic drugs is 392 Da, with a range of 111 to 1811 Da [18].

Aqueous solutions usually have the simplest manufacturing process and may result
in high tissue concentrations since the soluble drug is at a molecular level and typically
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near the solubility limit of the drug. Corneal permeability is known to depend on drug
properties such as lipophilicity, molecular size, charge, and shape [6,16,19-21] as well as
formulation composition [9,22]. Understanding the factors affecting corneal permeability is
expected to benefit the development of eye drops with enhanced bioavailability.

For the evaluation of corneal permeability of drugs, rabbit, porcine, and bovine
corneas have been investigated [23,24], with rabbit being [23,25] the most commonly
used animal model due to extensive ocular pharmacokinetic data availability [25]. The
work herein employed the simultaneous analysis of 25 drug compounds of three different
pharmacological classes using an innovative LC-MS/MS method to determine their tissue
permeability and develop a predictive QSPR relationship of drug permeability in bovine,
porcine, and rabbit corneas.

2. Materials and Methods
2.1. Chemicals

Alprenolol hydrochloride, atenolol, betaxolol hydrochloride, bromfenac sodium, cal-
cium chloride, difluprednate, formic acid, flupirtine maleate, D-glucose, dimethyl sulfoxide
(DMSO), HEPES (4-(2-hydroxyethyl)-1-piperazinethanesulfonic acid), indoprofen, keto-
profen, magnesium chloride, magnesium sulfate, mefenamic acid, methanol, metoprolol
tartrate, nadolol, naproxen, nepafenac, pindolol, prednisolone, propranolol hydrochloride,
sotalol hydrochloride, timolol maleate, tolmetin sodium salt dihydrate, and triamcinolone
were purchased from Sigma-Aldrich, St. Louis, MO, USA. Acetonitrile, hydrochloric acid,
potassium chloride, potassium phosphate dibasic, sodium chloride, and sodium phosphate
dibasic were purchased from Fisher Scientific, Pittsburgh, PA, USA. Amfenac sodium
monohydrate was purchased from VWR International LLC, Radnor, PA, USA. Sodium
bicarbonate was purchased from Mallinckrodt Inc., Dublin, Leinster, Ireland. Budesonide,
fluocinolone acetonide, and triamcinolone hexacetonide were purchased from Spectrum
Chemical, New Brunswick, NJ, USA. Dexamethasone was purchased from Sigma-Aldrich,
St. Louis, MO, USA, and Shanxi Jinjin Chemical Co., Ltd., Hejin, Shanxi, China. Oxprenolol
hydrochloride was purchased from MP Biomedicals, Santa Ana, CA, USA. Dexamethasone-
4,6,21,21-d4 was purchased from CDN Isotopes, QC, Canada. Flupirtine-d4 hydrochlo-
ride and timolol-d5 maleate were purchased from Santa Cruz Biotechnology, Santa Cruz,
CA, USA.

2.2. Dosing Solution Preparation

The dosing solution was prepared from a drug cassette stock solution containing
25 drugs dissolved in DMSO at a final concentration of 200 ng uL.~!. To prepare the dosing
solution, 10 pL of the drug cassette stock solution was diluted to 10 mL in assay buffer
(NaCl 122.0 mM, NaHCO3 25.0 mM, MgSO4 1.2 mM, K2HPO4 0.4 mM, CaCl2 1.4 mM,
HEPES 10.0 mM and glucose 10.0 mM in water) (pH = 7.4) to achieve a final concentration
of 200 ng mL~ 1.

2.3. Tissue Preparation

Bovine and porcine corneas were collected from freshly excised eyes purchased from
local abattoirs (Elizabeth Locker Plant, Elizabeth, CO, USA). Freshly isolated rabbit corneas
were shipped overnight from Pel-Freez (Rogers, AR, USA). The eyes were immersed in
refrigerated HBSS solution during transport to the laboratory. The corneas were isolated
from the eyes and mounted in NaviCyte Vertical Ussing chambers (San Diego, CA, USA),
with their epithelial side facing the donor compartment.

2.4. Test Conditions

The dosing solution (1.5 mL) was placed in the donor side of the chambers, while
plain assay buffer (1.5 mL) was placed in the acceptor side of the chambers. Both solutions
and chambers were kept at 37 °C during the duration of the experiment (6 h). The aeration
of the medium was performed using 5% CO, and 95% air with slow bubbling. At 15, 30, 60,



Pharmaceutics 2023, 15, 1646

4 0f22

120, 180, 240, 300, and 360 min, 50 uL samples were withdrawn from the acceptor side of
the chambers, with immediate replacement of the volume with fresh assay buffer. Aliquots
of the donor solution were also withdrawn at the end of the study from the donor side of
the chambers. All samples were spiked with the internal standard solution immediately
after collection.

2.5. Permeability Evaluation

The drug amount in the samples was quantified using LC-MS/MS, with sample data
corrected for acceptor solution replenishment. Drug amounts in all samples were normal-
ized as percent values of the initial amount of drug quantified in the dosing solution. The
permeability of the drugs was compared using the apparent permeability coefficient [26]
(Papp), given by Equation (1):

(dm/dt) - Vo
A- mo

M

Popp =

where dm/dt is the derivative of the cumulative drug amount transported through the
tissue as a function of time, V) is the volume on the acceptor side, A is the contact area of
the tissue with the solutions, and my is the initial drug amount in the donor solution.
Permeability can be related to diffusivity [26] (Equation (2)) as follows:
p = Loerh 2)
k

where Py, is the apparent permeability coefficient, / is the tissue thickness, and k is the
partition coefficient of the drug between the tissue and dosing solution. Tissue thickness
was calculated from results reported in the literature by different groups for bovine, porcine,
and rabbit corneas (Table 1).

Table 1. Corneal thickness reported in the literature for each tissue tested.

Corneal Thickness (um)

Bovine Porcine Rabbit
800 [27] 950 [28] 480 [28]
1530 [28] 1188 [29] 370 [27]
1015 [30] 955 [31] 381 [32]
1024 [33] 850 [34] 500 [35]
1160 [36] 851 [37] 422 [38]
1105.8 * 958.8 * 430.6 *

* Average value.

Drug flux [39] across the tissues was also used to compare tissue permeability (Equation (3)):

 dm/dt
A

J ®)
where dm/dt is the derivative of the cumulative drug amount transported through the
tissue as a function of time, and A is the contact area of the tissue with the solutions.

2.6. Drug Extraction

To extract the drugs from the cornea, the method developed by Matter, Bourne, and
Kompella [40] was used. At the end of the experiment, the portion of the cornea exposed to
the donor and acceptor solutions was taken from the chambers and submitted to a liquid-
liquid extraction protocol before LC-MS/MS analysis. First, 50 &= 5 mg of each tissue was
placed into fresh tubes. Briefly, 100 uL of fresh PBS and 10 uL of the internal standard were
added to the tubes, and the content was homogenized using a glass-glass homogenizer.
The samples were subjected to three freeze—thaw cycles, using liquid nitrogen (—196 °C)
to freeze followed by room temperature thawing. Then, 300 uL of a solution of methanol
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and acetonitrile (2:1) was added to each tube, and after 30 min at room temperature, the
samples were vortexed for 10 min and sonicated for 5 min. Afterwards, the tubes were
centrifuged for 10 min, and the supernatant was collected into fresh tubes. The samples
were evaporated (Savant SpeedVac SC100, Holbrook, NY, USA) until the sample volumes
were less than 100 uL.

2.7. LC-MS/MS Analysis

For drug quantification, the method developed by Matter, Bourne, and Kompella [40]
was used. An AB Sciex Qtrap 4500/Shimadzu HPLC was used, and the mobile phase
consisted of a mixture of 0.1% formic acid in water (A) and 0.1% formic acid in 9:1 ace-
tonitrile:water (B). The gradient elution was performed at 40 °C as follows: 99.4% of
A (0-2 min), 94% of A (2.5 min), 47% of A (10.5 min), 6% of A (14 min), and 99.4% of A
(14.5-18 min) using a Phenomenex Kinetex column. In the MS detector, the following transi-
tions were monitored: 272.9/255 (sotalol), 267 /190 (atenolol), 249/116 (pindolol), 309.9 /254
(nadolol), 316.9/261 (timolol), 267.9/116 (metoprolol), 265.9/116 (oxprenolol), 304.9/196
(flupirtine), 395/375.1 (triamcinolone), 259.9/116 (propranolol), 249.9/116 (alprenolol),
308/116 (betaxolol), 361/343.1 (prednisolone), 254.8 /238 (nepafenac), 393/373.2 (dexam-
ethasone), 281.9/236 (indoprofen), 256/210 (amfenac), 453/433.2 (fluocinolone acetonide),
257.8/119 (tolmetin), 254.9/209 (ketoprofen), 231/185.1 (naproxen), 431/413.1 (budes-
onide), 333.8/316 (bromfenac), 509.1/303.1 (difluprednate), 241.9/224 (mefenamic acid)
and 533.2/415.1 (triamcinolone hexacetonide). The equipment was operated at 500 °C with
a spray voltage of 5 k and curtain and ion source gas pressures of 45 and 50 psi, respectively,
along with an entrance and collision cell exit potential of 10 and 14 V, respectively.

2.8. Multiple Linear Regression (MLR) Modelling

LC-MS/MS quantification data were used to obtain predictive linear models of cumu-
lative transport, permeability, and drug uptake for each tissue. Multiple linear regressions
were performed using the least squares method with Microsoft Excel® Professional 2016.
The following molecular descriptors were calculated for each drug with ACDLabs® (version
2019) and used as independent variables (Supplementary Materials Table S1): molecular
weight, number of hydrogen bond donors, number of hydrogen bond acceptors, number of
hydrogen bond donors and acceptors, total polar surface area, number of rotatable bonds,
carbon ratio, nitrogen ratio, nitric oxide ratio, heteroatom ratio, halogen ratio, number of
rings, number of aromatic rings, number of 5 atom rings, number of non-aromatic 6 atom
rings, log(BCF), parachor, index of refraction, surface tension, density, polarizability, molar
volume, molecular volume, molar refractivity, LogS, LogP, and LogD at pH 0of 7.2,7.3, 7.4,
7.5,and 7.6.

To select the best-fit models, all possible collinearity-free models with four, three, and
two independent variables were obtained, as described in Figure 1.

Only models presenting significant (p < 0.05) coefficients for all independent variables
were selected and evaluated by R?, adjusted R?, and F values.

Best-fit models for each of the three parameters evaluated were submitted to internal
cross-validation using the Q? coefficient. Once the applicability domain of the models was
defined [41], the Q? coefficient was obtained with Microsoft Excel® by sample splitting,
where ~20% of the samples constituted the test set. The splitting was repeated 1000 times
for each model. The coefficient calculation followed the relationship [42] described by
Equation (4):

g2 —1 - Uiy ] e 4)
[Z21 (9 = 54)? ] /e
where 14,5t and ny, refer to the number of samples in the test and training sets, respectively,
y represents the experimental value, § represents the predicted value, and y represents the
average value.
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33 descriptors used in the MLR P 46,904 possible models

A
r A\

4 X-variables (40,920)
3 X-variables (5456)

31 descriptors exhibited colinearities 2 X-variables (528)

(R coefficient between —0.5 and 0.5
for two descriptors)

'

Removal of 43,319 models containing colinearities

3585 tested models for 11 Y- variables for 3 tissues

Figure 1. Rationale for the obtaining of MLR models.

2.9. Bioavailability Estimation

Systemic and aqueous humor bioavailability values were calculated based on apparent
permeability coefficients measured in the porcine cornea in the present study and those
estimated for porcine conjunctiva. The conjunctival permeability was estimated using
regression models and equations developed for each drug class based on a correlation
of corneal and conjunctival permeability values reported in the literature [24,43]. In this
step, only experimental articles simultaneously reporting data from porcine cornea and
conjunctiva were considered.

Pgpp values through porcine cornea or conjunctiva were each used to calculate the clear-
ance through human tissues by multiplying the values with the human corneal (1.04 cm?)
or conjunctival (17.64 cm?) total surface areas, unlike a prior study reporting the follow-
ing equations, which used half of the conjunctival surface area [43]. From cornea and
conjunctiva, the clearance (uL min~!) into human aqueous humor and into human sys-
temic circulation were calculated, respectively. These values were then used to calculate
bioavailability using the following relationships [43]:

CLTopicul = CLcornea + CLConjunctiva + Qear ®)
CL
BAAqueous = M'loo (6)
CLTopicul
CLconjuncti
BAsystemic = —r 100 )

CLTopical
where CLrypic, represents the total clearance through the ocular surface, CLcopnea represents
the clearance through cornea, CLconjunctiva Tepresents the clearance through conjunctiva,
QTear represents the human tear flow rate (1.2 uL min~!) and the associated clearance [44],

BA aqueous represents the dose bioavailability in aqueous humor, and BAgystenic represents
the dose bioavailability in systemic circulation.
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2.10. Statistical Analysis

All the values are described as the mean =+ standard deviation. Comparisons between
groups were performed using a one-way ANOVA with GraphPad Prism 5.04, considering

o =0.05.

3. Results
3.1. Cumulative Transport and Permeability Coefficient

The values of cumulative transport found for the drugs evaluated are presented in
Figure 2.
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Figure 2. Cumulative transport, apparent permeability coefficient, and tissue uptake values.
Mean + STD is reported for 5 corneas.
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The 3-blockers were the drug class that showed the largest extent of transport across
all corneas. For bovine cornea, the extent of transport was given as metoprolol, oxprenolol,
and alprenolol > betaxolol > timolol and propranolol > pindolol > atenolol, nadolol, and
sotalol. The drug extent of transport across porcine cornea was lower than that of bovine
cornea, with alprenolol, metoprolol, and oxprenolol > betaxolol and propranolol > tim-
olol and pindolol > sotalol, atenolol, and nadolol. Rabbit cornea showed a higher ex-
tent of 3-blocker transport, with alprenolol > metoprolol, oxprenolol, propranolol, and
betaxolol > timolol > pindolol > sotalol, atenolol, and nadolol. No significant differences
were detected for sotalol, atenolol, or nadolol between the tissues, nor for pindolol between
bovine and porcine corneas.

For the steroids, the extent of transport through the bovine cornea was budesonide and
fluocinolone acetonide > dexamethasone and prednisolone > triamcinolone and difluprednate.
In porcine tissue, the rank order was budesonide and fluocinolone acetonide > triamcinolone,
dexamethasone, prednisolone, and difluprednate. In rabbit cornea, the extent of transport
was higher than that of bovine and porcine tissues, with the rank order being fluocinolone
acetonide and budesonide > triamcinolone, dexamethasone, and prednisolone > triamci-
nolone hexacetonide. No transport was detected for triamcinolone hexacetonide through
bovine or porcine corneas or for difluprednate through rabbit cornea. Bovine and porcine
corneas showed comparable results for all steroids. On the other hand, both tissues showed
significantly lower transport of dexamethasone, fluocinolone acetonide, prednisolone, and
budesonide than that observed in rabbit cornea.

In bovine cornea, the NSAIDs showed the extent of transport as nepafenac > flupir-
tine > mefenamic acid > indoprofen, tolmetin, ketoprofen, naproxen, and bromfenac.
Porcine cornea showed the extent of transport as nepafenac > flupirtine > indoprofen,
tolmetin, ketoprofen, naproxen, bromfenac, and mefenamic acid, with the overall extent
lower than half of that for bovine. Rabbit cornea showed a higher extent of transport than
that of bovine tissue, observed as nepafenac > flupirtine > indoprofen, tolmetin, ketoprofen,
naproxen, bromfenac, and mefenamic acid. Flupirtine and nepafenac transport through
porcine cornea was significantly lower than through bovine cornea, and both were lower
than those observed for rabbit cornea. Mefenamic acid transport was comparable between
bovine and porcine corneas but significantly lower than that observed for rabbit cornea.

Permeability coefficients for all drugs followed the same trends observed for cumula-
tive transport, including significant differences. Data are presented in Figure 2. Therefore,
differences between Pgp, of drugs will not be described here to avoid redundancy.

3.2. Tissue Uptake

The tissue uptake data is presented in Figure 2.

Besides cumulative transport, 3-blockers showed high uptake by the tissues. In bovine
cornea, the amounts detected were higher for propranolol, alprenolol, and betaxolol > pin-
dolol, timolol, metoprolol, and oxprenolol > sotalol, atenolol, and nadolol. In porcine
and rabbit corneas, the extent of (3-blocker uptake was propranolol > alprenolol and be-
taxolol > pindolol, timolol, metoprolol, and oxprenolol > sotalol, atenolol, and nadolol.
The extent of 3-blocker uptake was comparable between bovine and porcine corneas but
significantly lower for propranolol, alprenolol, and betaxolol in rabbit cornea.

The extent of steroid uptake by bovine cornea was observed as budesonide > all
the other steroids. In porcine cornea, steroid uptake was observed as budesonide > flu-
ocinolone acetonide > triamcinolone, dexamethasone, prednisolone, difluprednate, and
triamcinolone hexacetonide. Rabbit cornea showed an overall higher extent of steroid
uptake, with budesonide > fluocinolone acetonide > triamcinolone, dexamethasone, and
prednisolone > triamcinolone hexacetonide. No tissue uptake was quantifiable for di-
fluprednate in rabbit cornea. Bovine and porcine corneas showed comparable extents of
steroid uptake. Rabbit cornea showed higher fluocinolone acetonide uptake than bovine
cornea and, on the other hand, lower budesonide uptake than bovine and porcine corneas.



Pharmaceutics 2023, 15, 1646

9of22

Regarding bovine cornea, the extent of uptake of NSAIDs was nepafenac and mefe-
namic acid > flupirtine and naproxen > indoprofen, tolmetin, ketoprofen, and bromfenac.
In porcine cornea, the extent of uptake of NSAIDs was in the order: mefenamic acid > flupir-
tine, nepafenac, and naproxen > indoprofen, tolmetin, ketoprofen, and bromfenac. Rabbit
cornea showed a higher extent of uptake for the NSAIDs, with naproxen and mefenamic
acid > nepafenac and bromfenac > flupirtine, indoprofen, tolmetin, and ketoprofen. Rabbit
cornea showed higher uptake of naproxen and bromfenac than porcine cornea, which in
turn showed higher uptake of naproxen and mefenamic acid than bovine cornea. Rabbit
cornea showed higher uptake compared to bovine cornea regarding indoprofen, ketoprofen,
naproxen, bromfenac, and mefenamic acid.

3.3. Correlation Plots

Various correlations were verified by R?> determination, with the graphs and results
presented in Figure 3a,b.
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Figure 3. (a) Inter-species correlation plots for cumulative transport, Pgpp, and tissue uptake.
(b) Within species correlations for P, vs. cumulative transport, tissue uptake vs. cumulative
transport, and tissue uptake vs. Pgpp.

Bovine P,,, (cm s™) Rabbit P,, (cm s)

Bovine vs. porcine cornea showed a high correlation for cumulative transport (R? = 0.9797),
Papp (R? = 0.9789), and tissue uptake (R? = 0.9370), where the first two bovine corneas
showed higher values and the last, lower values. When correlated to rabbit cornea, bovine
and porcine corneas showed a high correlation for cumulative transport (R? = 0.9437
and 0.9492, respectively) and for Py (R2 = 0.9467 and 0.9496, respectively), with both
measurements showing higher values in rabbit cornea. However, bovine and porcine
corneas showed weak or good correlation, respectively, with rabbit cornea for tissue uptake
(R? = 0.5509 and 0.7064, respectively).

Tissue uptake did not show a high correlation with P, or cumulative transport in
bovine (R? = 0.5381 and 0.5209, respectively), porcine (R? = 0.4844 and 0.4677, respec-
tively), or rabbit (R? = 0.2437 and 0.2355, respectively) corneas. On the other hand, a
high correlation (R?> > 0.9990) was observed between Pgpp and cumulative transport for
all tissues.

The permeability and tissue uptake also showed good correlation with LogD at pH
7.4, following sigmoidal relationships, which are presented in Figure 4.
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To compare the behavior of the sigmoidal curves, Table 2 presents LogD7 4 values at
half-maximum for each parameter:

Table 2. LogDy7 4 at half-maximum of the sigmoidal curves obtained for permeability and tissue uptake.

Tissue Parameter LogD?7.4 at Half-Maximum
3-Blockers NSAIDs Corticosteroids
Bovine Papp (cm s~ 1) —0.3521 0.5118 2.145
Tissue uptake (% gfl) 0.2783 0.5068 5.61
Porcine Papp (cm s 1) —0.3327 0.4692 2.202
Tissue uptake (% g~1) 1.093 0.3586 243
Rabbit Papp (cm s 1) —0.3578 0.6092 2.023
Tissue uptake (% g~ ') 1.758 0.2055 2.204

3.4. MLR Modeling

The best-fit models obtained were ranked considering R? and Q? coefficients, and the
models with the best performance for each tissue are described in Table 3:

Table 3. Best-fit predictive models obtained for each tissue and each parameter evaluated.

Parameter Tissue Unit Coefficients R? Q?

(8.312) + (—0.236-HBA) + (7.254-NR) +

Permeability ~ Bovine Flux (log % s~!/cm?) (—7.192-IR) + (0.348-LogD7.4) 0.87 0.735
1 (—5.84) + (—0.101-HBDA) + (0.141-RB) +
Papp (log em s™7) (3.994-NR) + (0.274-LogD7.4) 0.812 0.632
1 (—24.374) + (—0.329-HBDA) + (8.346-Log MV) +
Papp (log cm s™) (14.591-NR) + (0.227-LogD7.4) 0722 0462
1 (—5.496) + (—0.061-HBDA) + (0.11-RB) +
Papp (log ems™) () 308.NR) + (0.245-LogD7.4) 0781 0537
Cumulative . . (179.182) + (—2.468-HBA) + (81.565-NR) +
transport Bovine Amount (%) (—106.291-IR) + (3.247-LogD7.4) 0.764 0.529
Amount (%) (—6.868) + (2.251-RB) + (2.282-LogD7.4) 0676  0.492
Porcine Amount (%) (142.4) + (—1.956-HBA) + (57.287-NR) + 075 0500

(—84.66-IR) + (2.559-LogD7.4)
Amount (%) (—6.025) + (1.754-RB) + (1.857-LogD7.4) 0.691 0.5
(253.788) + (—3.628-HBA) + (110.828-NR) +

Rabbit Amount (%) (—149.001-IR) + (5.481.LogD7.4) 0.801 0.617
Amount (%) (—7.379) + (3.048-RB) + (4.057-LogD7.4) 0.675 0.493
Tissue . o (0.763) + (—0.293-HBA) + (0.145-RB) + (5.139-HR)
uptake Bovine Amount (% g™") + (0.426 LogD7.4) 0.863 0.69
. o 1 (7.694) + (—2.834-Log MW) + (0.118-RB) +
Porcine Amount (% g™ ) (0.419-LogD7.4) 0.728 0.562
Rabbit Amount (% g 1) (223) + (~0.146-HBDA) + (0.041-RB) + 0.807  0.657

(2.376-NR) + (0.216-LogD7.4)

HBA: hydrogen bond acceptors; HBDA: hyd. bond donors + acceptors; NR: N ratio; RB: rotatable bonds; HR:
heteroatom ratio; IR: index of refraction; LogD: LogD at pH = 7.4; Log MV: log molar volume; Log MW: log
molecular weight.

Corneal thickness was considered a parameter to include the structure of the tissue
as an x-variable in modeling. Results showed that considering the nature of the tissue

in regression caused the resulting models to present higher robustness, as presented in
Table 4.



Pharmaceutics 2023, 15, 1646 13 of 22

3.5. Bioavailability Estimation

The regression equations (Table 5) used to estimate Py, values through the conjunctiva
had high coefficients of determination for all drug classes, and the values for clearance
obtained are presented in Figure 5.
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Figure 5. Calculated values of clearance through human cornea, human conjunctiva, and total topical
clearance. Mean =+ STD is reported for 5 estimates.
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The bioavailability values in aqueous humor and in systemic circulation are presented
in Figure 6. The magnitude is close to what is expected for ocular bioavailability, but
generally higher for conjunctiva based systemic bioavailability. The trends for different
drugs did not follow what is anticipated based on drug lipophilicity and literature reports,
consistent with the limitation of the bioavailability estimation methods in this study.
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Figure 6. The estimated bioavailability values in aqueous humor and in systemic circulation for the
human eye using porcine tissue permeability values. Mean & STD is reported for 5 estimates.
Table 4. Best-fit predictive models obtained for each parameter evaluated, considering tissue thickness.
Parameter Unit Model R? Q?
e 1,5 (3474) +(3.833TT) + (0.138-HBDA) + (—0.135-RB) +
Flux log %-s™" /cm (—5.07-NR) + (~0.375-LogD) 0.781 0.719
e i,o (—10.432) + (3.833-TT) + (0.279-HBA) + (—8.357-NR) +
Flux log %-s~" /cm (8.29-TR) + (—0.441-LogD) 0.826 0.780
B . (5.41) + (7.257-TT) + (0.086-HBDA) + (—0.151-RB) +
Fapp log cms (—3.872NR) + (—0.315-LogD) 0691 0608
P log em s (—9.001) + (7.256-TT) + (0.207-HBA) + (—7.687-NR) + 0716 0.650

(8.548-IR) + (—0.374-LogD)




Pharmaceutics 2023, 15, 1646

15 of 22

Table 4. Cont.

Parameter

Cumulative transport
Cumulative transport
Tissue uptake

Tissue uptake

Unit Model R? Q?
. (6.118) + (—84.079-TT) + (—1.383-HBA) + (2.093-RB) +
o (25.45-NR) + (3.029-LogD) 0.700 0.610
. (198.783) + (—84.079-TT) + (—2.685-HBA) + (83.227-NR) +
o (—113.318-IR) + (3.763-LogD) 0.734 0662
- (1.422) + (—2.235-TT) + (—0.303-HBA) + (0.105-RB) +
log % g (4.442-HR) + (0.387-LogD) 0.750 0.684
log % g1 (1.853) + (—2.235-TT) + (—0.13-HBDA) + (0.097-RB) + 0748 0678

(2.615-NR) + (0.308-LogD)

TT: tissue thickness; HBA: hydrogen bond acceptors; HBDA: hyd. bond donors + acceptors; NR: N ratio;
RB: rotatable bonds; HR: heteroatom ratio; IR: index of refraction; LogD: LogD at pH = 7.4.

Table 5. Models used to estimate conjunctival Papp values for porcine cornea.

Drug Class R? Model
(-blockers 0.934 PappConjunctiva = (10.141-PappCornea) + (—0.00000267)
NSAIDs 0.979 PappConjunctiva = (24.645-PappCornea) + (—0.00000633)
Corticosteroids 0.999 PappConjunctiva = (7.150- PP cormea) + (0.00000136)

4. Discussion

Rabbit cornea has been widely used in ocular research, with the permeation behavior
of many drugs well characterized, as summarized by Prausnitz and Noonan [45]. However,
the porcine cornea holds important similarities with the human cornea, suggesting that it
might be a more appropriate model to assess drug permeation. Van den Berghe, Guillet,
and Compan [28] compared the central corneal thickness and number of layers of the
epithelium of porcine, human, bovine, and rabbit corneas and indicated that porcine and
human corneas are similar in this regard, while the bovine cornea is much thicker with
more epithelial cell layers, and rabbit cornea is thinner with a similar number of cell layers
in the corneal epithelium. Greiner et al. [46] suggested that human and porcine corneas had
more comparable phosphate metabolism, relative to rabbit [47]. Porcine and rabbit corneas
have significantly higher collagen fibrillar diameter, interfibrillar distance, and interlamellar
distance compared to human cornea, but the magnitudes are of a similar order [48]. The
presence of a Bowman'’s layer in porcine cornea, previously an object of controversy among
specialists [49], has also been demonstrated in more recent studies [48,50], marking another
similarity with human, rabbit, and bovine corneas [51].

In this study, rabbit cornea showed higher transport and P, values than bovine and
porcine corneas, which had values closer to each other. This finding might be related to the
lower thickness of the rabbit cornea, which can deliver drugs to the anterior chamber faster
than thicker tissues. For all tissues, permeability was higher for drugs with intermediate
lipophilicity, mostly -blockers, flupirtine, and nepafenac. Permeability might also be
affected by drug ionization in the medium since charged molecules remain in the aqueous
medium to a greater degree. By observing data through this prism, we can notice that
the highest transported amounts were observed for drugs with a higher pKa, behaving
as weak bases that tend to be ionized at pH 7.4. For most drugs, the bovine and porcine
permeabilities were comparable. However, 3-blockers, flupirtine, and nepafenac showed
higher permeability through the bovine cornea. Differences have been reported in the
conformation of collagen packaging between these two tissues, with porcine displaying
more regular, approximately orthogonal layers and bovine displaying more randomly
interwoven layers [52]. These differences might also have a role in the behavior of the
cornea as a barrier since regular packaging may provide higher fiber density to the tissue,
thereby increasing barrier capacity.

Tissue uptake behaved like cumulative transport, with the influence of the epithelium
layer more noticeable. The lipophilic character of this layer increases the retention of
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lipophilic drugs, which was the case for all species. It is possible to notice that bovine
and porcine corneas showed higher uptake of drugs with intermediate lipophilicity, while
rabbit cornea showed higher uptake of drugs with higher lipophilicity. Rabbit cornea
has a lower thickness than the other tissues, with this difference observed mainly for the
hydrophilic stroma. Therefore, it is possible that in rabbit cornea, the lipophilic character of
the epithelium is more prominent, thus favoring the uptake of lipophilic drugs per unit of
tissue weight. On the other hand, for bovine and porcine corneas, the stroma might have a
higher influence, allowing for the uptake of less lipophilic drugs.

A high correlation was found between P, and cumulative transport for all species.
This correlation is expected since Pgpy, is obtained from the slope of the cumulative transport
curve, and all cumulative transport data were normalized to the percent of the initial
amount. The same degree of correlation was not observed between cumulative transport or
Pgpp and tissue uptake, with weak to no correlation observed for all species, which indicates
the influence of different factors on these two phenomena.

When comparing species, a high correlation was also found for cumulative transport
and P, between the species. A good to weak correlation was found between porcine or
bovine and rabbit for tissue uptake, although the uptake across species was similar based
on a slope close to 1. A high correlation was observed between bovine and porcine cornea
for this parameter. It is important to note that bovine and porcine corneas showed not
only a high correlation for the parameters measured but also that the correlation slopes
were close to 1, indicating that the values observed were of the same order. Generally, the
permeability differed between the species more than the tissue uptake, consistent with
differences in tissue thickness.

Pgpp and tissue uptake showed a good correlation with LogD7.4 (Figure 4), which was
the most relevant molecular descriptor indicated by modeling. The correlation followed a
sigmoidal relationship, also reported by some authors [17,53,54]. In this relationship, the
LogDy.4 value at half-maximum was taken as a comparison parameter (Table 2) and showed
that, for 3-blockers and steroids, optimal LogDy.4 values for tissue permeation were lower
than those for uptake. NSAIDs, on the other hand, showed the opposite behavior of f3-
blockers and steroids, with higher half-maximum LogDy.4 values for Py, than for tissue
uptake and higher maximum uptake for rabbit cornea. While permeability for the three
drug classes and uptake for NSAIDs appeared to reach a more definite maximum in all
species, tissue uptake of (3-blockers in all species and corticosteroids in bovine cornea
appeared to have more room for accumulation with a further increase in LogD beyond
what was tested. The lack of saturation of corticosteroid uptake in the bovine eye might be
due to the greater number of epithelial cell layers in this species. In general, the highest
uptake and permeability were observed for 3-blockers.

Data modeling using MLR provided models with a high degree (0.822 < R < 0.940)
of correlation for all parameters tested. For the permeability and cumulative transport
parameters, the best-fit models contained as x-variables the number of hydrogen bond
sites, the nitrogen atom ratio in the molecule, the number of rotatable bonds, the molar
volume, the index of refraction, and the LogD at a pH of 7.4. It is important to note that
for the permeability parameter, although the apparent permeability coefficient (Pyppy) was
calculated, better models were obtained with flux as the y-variable.

For permeability and cumulative transport models, the number of hydrogen bond
acceptor or donor sites is a variable frequently reported [55-57]. This parameter is directly
related to the degree of polarity of the molecule, and, therefore, these sites can limit to a
certain degree the permeation of a molecule through the barrier of the corneal epithelium,
which is strongly lipophilic.

The nitrogen atom ratio in the molecule can also be a factor of strong influence on
its permeability since these atoms can form polar groups in the molecule, participating
in the formation of hydrogen bonds. Furthermore, nitrogen atoms are often present in
these molecules as amine groups, which have a direct influence on the ionization state
of the molecules at the pH of the medium. The ionization of molecules is a determining
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factor for their permeability not only through the cornea but also through any biological
membrane [48].

The variable LogD at a pH of 7.4 was present in the most relevant models not only
for cumulative transport and permeability but also for tissue uptake, being identified as
the most relevant variable among those tested. Since LogD describes the octanol/water
partition coefficient at experimental pH, this variable combines the influence of molec-
ular structure and ionizable groups in its hydrophobicity, showing better experimental
applicability than LogP in this context.

The refractive index is defined as the ratio between the speed of light in each substance
and in a vacuum. The modification of the light speed when passing through a substance
is due to the interaction between the electric field of light and the electronic cloud of the
molecules. If the oscillation frequency of the incident light is like that of a particular atom,
group, or molecule, the greater the interaction between them, the greater the refraction of
light. Rocquefelte et al. [58] pointed out that the refractive index of a substance is closely
related to its mass density, electron density, and the presence of chromophore groups
and excitable electrons in the molecules. Several electron-dense groups are present in the
molecules studied and contribute to the refraction of light since, in addition to absorbing
radiation, these groups also enable greater attraction between drug molecules, such as
nitrogen and oxygen heteroatoms, amine, carboxyl, carbonyl, and hydroxyl groups, as well
as halogens.

Another factor that was shown to be relevant for the three tissues tested was the count
of rotatable bonds in the molecules. Rotatable bonds comprise any single bond, not in a ring,
bound to a nonterminal heavy (non-hydrogen and non-nitrogen) atom [59]. The influence
of this variable has been described by some authors as either limiting or contributing to
drug absorption, e.g., Veber et al. [59], Zakeri-Milani et al. [60], Iyer et al. [61], and Davis,
Gerry, and Tan [62]. Either way, the presence of rotatable bonds can lead to conformational
changes in the molecules, and these shape changes can determine the molecule’s ability to
pass through or be retained in densely packed barriers such as corneal epithelium [63].

Modeling results have indicated the influence of molar volume on permeability
through the cornea. This size-related descriptor has also been used [64,65] as a correc-
tion factor for permeability through other biological and artificial membranes, since size
may be a determinant property for permeability limited by porous structures.

Data modeling for the tissue uptake parameter showed the relevance of different
variables for the different tissues evaluated, although it is possible to highlight some
similarities between them. First, it is possible to verify the influence of the presence of polar
regions in the molecules, represented by the variables of hydrogen bond acceptor sites
for bovine and the sum of hydrogen bond donor and acceptor sites in the rabbit cornea,
as well as by the ratios of nitrogen and of heteroatoms in the molecules. The influence
of polarity is also represented by the variable LogD at pH 7.4 in all the models obtained.
Structural properties also had an influence on the uptake, as evidenced by the relevance of
rotatable bonds and molecular weight. It is important to notice that, regarding size-related
properties such as molar volume and molecular weight, the latter might account better for
the presence of oxygen and nitrogen atoms since these atoms might increase the molecular
weight without significantly altering the molar volume [66].

Bioavailability assessment represents a crucial step in drug feasibility evaluation.
When considering ocular drug delivery, bioavailability is restricted by barriers present in
the eye. For topical drug delivery to the anterior chamber, three main barriers may be
considered: blinking and tear fluid drainage, cornea, and conjunctiva, each presenting
unique absorption-limiting characteristics.

The conjunctival epithelium is composed of 2 to 3 stratified cell layers bound by tight
junctions, but different from corneal epithelium, conjunctiva presents a higher density of
pores ranging from 4.9 to 3.0 nm in diameter, thus permitting the paracellular absorption of
hydrophilic and large molecules, according to Lawrence and Miller [67]. These structural
properties make the conjunctiva more permeable than the cornea for many drug classes.
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However, the permeability properties of the conjunctiva depend on isolation and tissue
mounting techniques, with poor isolation techniques resulting in the loss of integrity of the
conjunctival barrier and the associated trans-tissue electrical resistance [68]. Thus, in vitro
studies are inherently limited. Although a precise prediction of the in vivo pharmacokinet-
ics of a drug will remain elusive, some useful information can be gathered from in vitro
permeability data. Assuming that conjunctival permeability predominantly accounts for
systemic availability while corneal permeability contributes predominantly to aqueous
humor bioavailability, we estimated the bioavailability for various drugs in this study. Our
estimates indicated that overall bioavailability in aqueous humor after corneal absorption
would be limited, with values ranging from 0.00 to 1.13%. The range observed is related
to corneal barrier properties and perm-selectivity, which allow restricted and differential
permeability to different compounds. Low aqueous humor bioavailability is expected for
most drugs administered topically due to corneal barrier properties discussed previously in
this article. It is apparent that systemic availability did not follow the previously reported
trend. A limitation of the present approach is that blink-induced rapid tear drainage was
not considered. Additionally, nasal absorption contributes 50% or more to the systemic
absorption of 3-blockers [15]. Thus, nasal permeability and blink-induced drainage rates
should be factored in to better estimate the systemic as well as topical bioavailability of
ophthalmic drugs. Further, most literature-reported permeabilities for the conjunctiva may
be overestimates due to improper tissue isolation, magnifying the conjunctival clearance of
drugs estimated in this study.

For 3-blockers, diffusion and partition coefficients in the conjunctiva are reportedly
higher than in the cornea [69]. Results indicated that systemic bioavailability would be
more than 96% for (3-blockers, except for sotalol, atenolol, and nadolol, hydrophilic 3-
blockers, which would be more susceptible to tear drainage but less permeable. This result
agrees with the ones by Lee, Kompella, and Lee [15], in which the authors describe lower
systemic bioavailability for hydrophilic 3-blockers such as atenolol (41%). The authors
also determined that nasal drainage contributes more to systemic absorption than the
conjunctival pathway for systemic absorption. Corticosteroids, however, being predomi-
nantly lipophilic, showed possibly more limited conjunctival absorption than 3-blockers,
reflected mainly in triamcinolone, difluprednate, and triamcinolone hexacetonide. It is
important to note that in rabbit conjunctival epithelial cells, the presence of p-glycoprotein
efflux pumps was reported, which might hinder the absorption of lipophilic drugs [70].
Such mechanisms are described also for human and rabbit corneas [71] and might also be
present in porcine cornea, thus explaining the lower slope observed for this drug class in
the model obtained (Table 5). NSAIDs, on the other hand, would benefit from the presence
of a sodium-dependent monocarboxylate transport process in the mucosal side of the
conjunctiva [72], which would facilitate absorption. The influence of this mechanism might
be reflected in the high model slope and bioavailability values found for this drug class,
with ketoprofen being the only NSAID with an estimated systemic bioavailability lower
than 80%.

5. Conclusions

Ex vivo corneal models for drug permeability are relevant in the preclinical stages of
drug evaluation to identify drug candidates or formulations with superior permeability
and to predict drug bioavailability in vivo. Different species have been used to evaluate
the permeation of drugs through the cornea, including rabbit, porcine, and bovine. The
present study compared the permeability of twenty-five drugs across the corneas of these
three species and developed predictive equations as well as interspecies correlations for
drug permeability and tissue uptake. This study established a single equation to predict
corneal drug delivery in multiple species based on tissue thickness and drug properties
such as lipophilicity and polar intermolecular interactions. Such equations help explain
species differences in drug permeability and delivery.
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A high correlation was observed between bovine, porcine, and rabbit corneas for
permeability, with the permeability being comparable for bovine and porcine eyes and
higher for the rabbit cornea. Permeability differences between species could be explained
in part by differences in corneal thickness. Although tissue uptakes in all three species
were similar, a high correlation was observed for tissue uptake between bovine and porcine
corneas. The correlations between the properties observed in bovine and porcine corneas
indicate that bovine cornea is acceptable for drug or formulation screening since it can
provide data like porcine tissues, which are reportedly similar to human corneal tissue.

Estimation of drug bioavailability using ex vivo data indicated that topical absorption
into aqueous humor would be limited for all drugs considered, with most of the dose being
absorbed into the systemic circulation. Although the order of magnitude of bioavailability
in aqueous humor may be comparable to literature-reported values, the trends may not be
as reported. There is room to improve bioavailability predictions.

Bovine cornea has significantly higher thickness [36] than porcine and rabbit corneas,
with more cell layers in the epithelium [28]. Stroma is also responsible for the higher
thickness of bovine cornea [33]. Bovine cornea was established as a model for ocular
irritancy by Gautheron et al. in 1992 [73], and in 1994 [74], it was assessed as a model for
permeability by the same group. However, since then, bovine cornea has been used mainly
for the evaluation of ocular irritancy. Thus, this work presents an important contribution to
the literature since it evaluated bovine corneal permeability and the uptake of several drugs.

Future studies will evaluate in vivo delivery of the cassette, the effect of the cassette
on barrier integrity, and enhance mathematical models to predict in vivo delivery based on
in vitro delivery.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/pharmaceutics15061646/s1, Table S1: Physicochemical properties
of drugs used in building quantitative structure-permeability relationships for bovine, porcine, and
rabbit corneas.

Author Contributions: Conceptualization, U.B.K.; Methodology, C.P.S., B.AM., M.A.P. and U.BK;
Software, C.P.S. and B.A.M.; Validation, C.P.S. and B.A.M.; Formal analysis, C.P.S., BAM., M.A P,
AS.-C.and U.B.K,; Investigation, C.P.S., B.A.M., A.S.-C. and U.B.K,; Resources, A.S.-C. and U.B.K,;
Data curation, B.A.M. and U.B.K.; Writing—original draft, C.P.S.; Writing—review & editing, U.B.K.,
C.PS.,, B.AM, AS.-C. and M.A P; Visualization, C.P.S. and U.B.K.; Supervision, U.B.K.; Project
administration, A.S.-C. and U.B.K.; Funding acquisition, A.S.-C. and U.B.K. All authors have read
and agreed to the published version of the manuscript.

Funding: This study was financed in part by the Coordenacao de Aperfeicoamento de Pessoal de
Nivel Superior—Brasil (CAPES)—Finance Code 001.

Institutional Review Board Statement: Not applicable.

Data Availability Statement: The data presented in this study are available within the article or in
the Supplementary Material.

Acknowledgments: The authors are thankful to Rachel R. Hartman for her data review and assistance
in the preparation of this manuscript.

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

1.  Gaballa, S.A.; Kompella, U.B.; Elgarhy, O.; Alqahtani, A.M.; Pierscionek, B.; Alany, R.G.; Abdelkader, H. Corticosteroids in
ophthalmology: Drug delivery innovations, pharmacology, clinical applications, and future perspectives. Drug Deliv. Transl. Res.
2021, 11, 866—893. [CrossRef] [PubMed]

2. Rajapakshal, A.; Fink, M.; Todd, B.A. Size-Dependent Diffusion of Dextrans in Excised Porcine Corneal Stroma. Mol. Cell. Biomech.

2015, 12, 215-230.

Ll

Coca-Prados, M. The blood-aqueous barrier in health and disease. J. Glaucoma 2014, 23, S36-S38. [CrossRef] [PubMed]
Cunha-Vaz, J.; Bernardes, R.; Lobo, C. Blood-retinal barrier. Eur. . Ophthalmol. 2011, 21 (Suppl. S6), S3-S9. [CrossRef] [PubMed]

5. Maurice, D.M. Drug delivery to the posterior segment from drops. Surv. Ophthalmol. 2002, 47 (Suppl. S1), S41-S52. [CrossRef]


https://www.mdpi.com/article/10.3390/pharmaceutics15061646/s1
https://www.mdpi.com/article/10.3390/pharmaceutics15061646/s1
https://doi.org/10.1007/s13346-020-00843-z
https://www.ncbi.nlm.nih.gov/pubmed/32901367
https://doi.org/10.1097/IJG.0000000000000107
https://www.ncbi.nlm.nih.gov/pubmed/25275903
https://doi.org/10.5301/EJO.2010.6049
https://www.ncbi.nlm.nih.gov/pubmed/23264323
https://doi.org/10.1016/S0039-6257(02)00326-0

Pharmaceutics 2023, 15, 1646 20 of 22

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Yavuz, B.; Kompella, U. Ocular Drug Delivery. In Handbook of Experimental Pharmacology; Springer: Berlin/Heidelberg, Germany,
2017; Volume 242, pp. 57-93. [CrossRef]

Tang-Liu, D.D.; Liu, S.; Neff, J.; Sandri, R. Disposition of levobunolol after an ophthalmic dose to rabbits. |. Pharm. Sci. 1987, 76,
780-783. [CrossRef]

Tang-Liu, D.D; Liu, S.S.; Weinkam, R.J. Ocular and systemic bioavailability of ophthalmic flurbiprofen. J. Pharm. Biopharm. 1984,
12, 611-626. [CrossRef]

Naageshwaran, V.; Ranta, V.P,; Toropainen, E.; Tuomainen, M.; Gum, G.; Xie, E.; Bhoopathy, S.; Urtti, A.; Del Amo, E.M. Topical
pharmacokinetics of dexamethasone suspensions in the rabbit eye: Bioavailability comparison. Int. J. Pharm. 2022, 615, 121515.
[CrossRef]

Fayyaz, A.; Ranta, V.P; Toropainen, E.; Vellonen, K.S.; Valtari, A.; Puranen, J.; Ruponen, M.; Gardner, I.; Urtti, A.; Jamei, M.; et al.
Topical ocular pharmacokinetics and bioavailability for a cocktail of atenolol, timolol and betaxolol in rabbits. Eur. ]. Pharm. Sci.
2020, 155, 105553. [CrossRef]

Zhang, W.; Prausnitz, M.R.; Edwards, A. Model of transient drug diffusion across cornea. J. Control Release 2004, 99, 241-258.
[CrossRef]

Tsubota, K. Tear dynamics and dry eye. Prog. Retin. Eye Res. 1998, 17, 565-596. [CrossRef]

Pflugfelder, S.C.; Stern, M.E. Biological functions of tear film. Exp. Eye Res. 2020, 197, 108115. [CrossRef]

Garaszczuk, LK.; Montes Mico, R.; Iskander, D.R.; Exposito, A.C. The tear turnover and tear clearance tests—A review. Expert. Rev.
Med. Devices 2018, 15, 219-229. [CrossRef]

Lee, Y.H.; Kompella, U.B.; Lee, V.H. Systemic absorption pathways of topically applied beta adrenergic antagonists in the
pigmented rabbit. Exp. Eye Res. 1993, 57, 341-349. [CrossRef]

Schoenwald, R.D.; Huang, H.S. Corneal penetration behavior of beta-blocking agents I: Physiochemical factors. J. Pharm. Sci.
1983, 72, 1266-1272. [CrossRef]

Huang, H.S.; Schoenwald, R.D.; Lach, J.L. Corneal penetration behavior of beta-blocking agents II: Assessment of barrier
contributions. J. Pharm. Sci. 1983, 72, 1272-1279. [CrossRef]

Karami, TK.; Hailu, S.; Feng, S.; Graham, R.; Gukasyan, H.]. Eyes on Lipinski’s Rule of Five: A New “Rule of Thumb” for
Physicochemical Design Space of Ophthalmic Drugs. . Ocul. Pharm. 2022, 38, 43-55. [CrossRef]

Grass, G.M.; Robinson, J.R. Mechanisms of corneal drug penetration I: In vivo and in vitro kinetics. J. Pharm. Sci. 1988, 77, 3-14.
[CrossRef]

Eller, M.G.; Schoenwald, R.D.; Dixson, J.A.; Segarra, T.; Barfknecht, C.F. Topical Carbonic Anhydrase Inhibitors III: Optimization
Model for Corneal Penetration of Ethoxzolamide Analogues. J. Pharm. Sci. 1985, 74, 155-160. [CrossRef]

Kidron, H.; Vellonen, K.S.; del Amo, E.M; Tissari, A.; Urtti, A. Prediction of the Corneal Permeability of Drug-Like Compounds.
Pharm. Res. 2010, 27, 1398-1407. [CrossRef]

Ashton, P.; Podder, S.K.; Lee, VH.L. Formulation influence on conjunctival penetration of 4-beta blockers in the pigmented
rabbit—A comparison with corneal penetration. Pharm. Res. 1991, 8, 1166-1174. [CrossRef] [PubMed]

Brock, D.J.; Kondow-McConaghy, H.; Allen, J.; Brkljaca, Z.; Kustigian, L.; Jiang, M.; Zhang, ].; Rye, H.; Vazdar, M.; Pellois, J.P.
Mechanism of Cell Penetration by Permeabilization of Late Endosomes: Interplay between a Multivalent TAT Peptide and
Bis(monoacylglycero)phosphate. Cell. Chem. Biol. 2020, 27, 1296-1307.1295. [CrossRef] [PubMed]

Loch, C.; Zakelj, S.; Kristl, A.; Nagel, S.; Guthoff, R.; Weitschies, W.; Seidlitz, A. Determination of permeability coefficients of
ophthalmic drugs through different layers of porcine, rabbit and bovine eyes. Eur. J. Pharm. Sci. 2012, 47, 131-138. [CrossRef]
[PubMed]

Chan, T.; Payor, S.; Holden, B.A. Corneal thickness profiles in rabbits using an ultrasonic pachometer. Investig. Ophthalmol. Vis.
Sci. 1983, 24, 1408-1410.

Missel, P.; Chastain, J.; Mitra, A.; Kompella, U.; Kansara, V.; Duvvuri, S.; Amrite, A.; Cheruvu, N. In vitro transport and
partitioning of AL-4940, active metabolite of angiostatic agent anecortave acetate, in ocular tissues of the posterior segment.
J. Ocul. Pharm. 2010, 26, 137-146. [CrossRef]

Oliveira, G.A.; Ducas Rdo, N.; Teixeira, G.C.; Batista, A.C.; Oliveira, D.P,; Valadares, M.C. Short Time Exposure (STE) test in
conjunction with Bovine Corneal Opacity and Permeability (BCOP) assay including histopathology to evaluate correspondence
with the Globally Harmonized System (GHS) eye irritation classification of textile dyes. Toxicol. Vitr. 2015, 29, 1283-1288.
[CrossRef]

Van den Berghe, C.; Guillet, M.C.; Compan, D. Performance of porcine corneal opacity and permeability assay to predict eye
irritation for water-soluble cosmetic ingredients. Toxicol. Vitr. 2005, 19, 823-830. [CrossRef]

Pescina, S.; Govoni, P.; Potenza, A.; Padula, C.; Santi, P.; Nicoli, S. Development of a convenient ex vivo model for the study of the
transcorneal permeation of drugs: Histological and permeability evaluation. J. Pharm. Sci. 2015, 104, 63-71. [CrossRef]
Doughty, M.].; Petrou, S.; Macmillan, H. Anatomy and morphology of the cornea of bovine eyes from a slaughterhouse. Can. J.
Zool. 1995, 73, 2159-2165. [CrossRef]

Elsheikh, A.; Alhasso, D. Mechanical anisotropy of porcine cornea and correlation with stromal microstructure. Exp. Eye Res.
2009, 88, 1084-1091. [CrossRef]

Li, H.E; Petroll, W.M.; Meller-Pedersen, T.; Maurer, ].K.; Cavanagh, H.D.; Jester, ].V. Epithelial and corneal thickness measurements
by in vivo confocal microscopy through focusing (CMTEF). Curr. Eye Res. 1997, 16, 214-221. [CrossRef]


https://doi.org/10.1007/164_2016_84
https://doi.org/10.1002/jps.2600761005
https://doi.org/10.1007/BF01059556
https://doi.org/10.1016/j.ijpharm.2022.121515
https://doi.org/10.1016/j.ejps.2020.105553
https://doi.org/10.1016/j.jconrel.2004.07.001
https://doi.org/10.1016/S1350-9462(98)00004-4
https://doi.org/10.1016/j.exer.2020.108115
https://doi.org/10.1080/17434440.2018.1435271
https://doi.org/10.1006/exer.1993.1133
https://doi.org/10.1002/jps.2600721108
https://doi.org/10.1002/jps.2600721108
https://doi.org/10.1089/jop.2021.0069
https://doi.org/10.1002/jps.2600770103
https://doi.org/10.1002/jps.2600740210
https://doi.org/10.1007/s11095-010-0132-8
https://doi.org/10.1023/A:1015810619869
https://www.ncbi.nlm.nih.gov/pubmed/1788163
https://doi.org/10.1016/j.chembiol.2020.07.015
https://www.ncbi.nlm.nih.gov/pubmed/32783962
https://doi.org/10.1016/j.ejps.2012.05.007
https://www.ncbi.nlm.nih.gov/pubmed/22659372
https://doi.org/10.1089/jop.2009.0132
https://doi.org/10.1016/j.tiv.2015.05.007
https://doi.org/10.1016/j.tiv.2005.04.006
https://doi.org/10.1002/jps.24231
https://doi.org/10.1139/z95-253
https://doi.org/10.1016/j.exer.2009.01.010
https://doi.org/10.1076/ceyr.16.3.214.15412

Pharmaceutics 2023, 15, 1646 21 of 22

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Kim, Y.L.; Walsh, J.T,, Jr.; Goldstick, T.K.; Glucksberg, M.R. Variation of corneal refractive index with hydration. Phys. Med. Biol.
2004, 49, 859-868. [CrossRef]

Wollensak, G.; Spoerl, E.; Seiler, T. Stress-strain measurements of human and porcine corneas after riboflavin-ultraviolet-A-
induced cross-linking. J. Cataract. Refract. Surg. 2003, 29, 1780-1785. [CrossRef]

Goskonda, V.R,; Hill, R.A.; Khan, M. A ; Reddy, I.K. Permeability of chemical delivery systems across rabbit corneal (SIRC) cell
line and isolated corneas: A comparative study. Pharm. Dev. Technol. 2000, 5, 409-416. [CrossRef]

Boyce, B.L.; Grazier, ] M.; Jones, R.E.; Nguyen, T.D. Full-field deformation of bovine cornea under constrained inflation conditions.
Biomaterials 2008, 29, 3896-3904. [CrossRef]

Wollensak, G.; Aurich, H.; Pham, D.T.; Wirbelauer, C. Hydration behavior of porcine cornea crosslinked with riboflavin and
ultraviolet A. J. Cataract. Refract. Surg. 2007, 33, 516-521. [CrossRef]

Wollensak, G.; JTomdina, E. Long-term biomechanical properties of rabbit cornea after photodynamic collagen crosslinking.
Acta Ophthalmol. 2009, 87, 48-51. [CrossRef]

Attama, A.A.; Reichl, S.; Miiller-Goymann, C.C. Diclofenac sodium delivery to the eye: In vitro evaluation of novel solid lipid
nanoparticle formulation using human cornea construct. Int. J. Pharm. 2008, 355, 307-313. [CrossRef]

Matter, B.; Bourne, D.W.A.; Kompella, U.B. A High-Throughput LC-MS/MS Method for the Simultaneous Quantification of
Twenty-Seven Drug Molecules in Ocular Tissues. Aaps PharmSciTech 2022, 23, 14. [CrossRef]

Roy, K.; Kar, S.; Ambure, P. On a simple approach for determining applicability domain of QSAR models. Chemom. Intell. Lab.
Syst. 2015, 145, 22-29. [CrossRef]

Consonni, V.; Ballabio, D.; Todeschini, R. Evaluation of model predictive ability by external validation techniques. J. Chemometr.
2010, 24, 194-201. [CrossRef]

Ramsay, E.; Del Amo, E.M.; Toropainen, E.; Tengvall-Unadike, U.; Ranta, V.P,; Urtti, A.; Ruponen, M. Corneal and conjunctival
drug permeability: Systematic comparison and pharmacokinetic impact in the eye. Eur. |. Pharm. Sci. 2018, 119, 83-89. [CrossRef]
[PubMed]

Lee, V.H.; Robinson, J.R. Topical ocular drug delivery: Recent developments and future challenges. |. Ocul. Pharm. 1986, 2, 67-108.
[CrossRef] [PubMed]

Prausnitz, M.R.; Noonan, J.S. Permeability of cornea, sclera, and conjunctiva: A literature analysis for drug delivery to the eye.
J. Pharm. Sci. 1998, 87, 1479-1488. [CrossRef] [PubMed]

Greiner, ].V.; Kopp, SJ.; Lass, ].H.; Gold, ].B.; Glonek, T. Metabolic compatibility of abattoir and human corneas: An ex vivo 31P
nuclear magnetic resonance spectroscopic study of intact tissues. Cornea 1993, 12, 461-465. [CrossRef]

Greiner, J.V,; Lass, J.H.; Glonek, T. Interspecies analysis of corneal phosphate metabolites. Exp. Eye Res. 1989, 49, 523-529.
[CrossRef]

Subasinghe, S.K.; Ogbuehi, K.C.; Mitchell, L.; Dias, G.J. Animal model with structural similarity to human corneal collagen
fibrillar arrangement. Anat. Sci. Int. 2021, 96, 286—293. [CrossRef]

Sanchez, I.; Martin, R.; Ussa, F.; Fernandez-Bueno, I. The parameters of the porcine eyeball. Graefes Arch. Clin. Exp. Ophthalmol.
2011, 249, 475-482. [CrossRef]

Hammond, G.M.; Young, R.D.; Muir, D.D.; Quantock, A.J. The microanatomy of Bowman’s layer in the cornea of the pig: Changes
in collagen fibril architecture at the corneoscleral limbus. Eur. J. Anat. 2020, 24, 399-406.

Hayashi, S.; Osawa, T.; Tohyama, K. Comparative observations on corneas, with special reference to Bowman'’s layer and
Descemet’s membrane in mammals and amphibians. ]. Morphol. 2002, 254, 247-258. [CrossRef]

Bueno, ].M.; Gualda, E.J.; Artal, P. Analysis of corneal stroma organization with wavefront optimized nonlinear microscopy.
Cornea 2011, 30, 692-701. [CrossRef]

Wang, W.; Sasaki, H.; Chien, D.S.; Lee, V.H. Lipophilicity influence on conjunctival drug penetration in the pigmented rabbit: A
comparison with corneal penetration. Curr. Eye Res. 1991, 10, 571-579. [CrossRef]

Toropainen, E.; Ranta, V.P; Vellonen, K.S.; Palmgrén, J.; Talvitie, A.; Laavola, M.; Suhonen, P.; Himéldinen, K.M.; Auriola, S.;
Urtti, A. Paracellular and passive transcellular permeability in immortalized human corneal epithelial cell culture model. Eur. J.
Pharm. Sci. 2003, 20, 99-106. [CrossRef]

Over, B.; Matsson, P; Tyrchan, C.; Artursson, P.; Doak, B.C.; Foley, M.A.; Hilgendorf, C.; Johnston, S.E.; Lee, M.D.; Lewis, R.J.; et al.
Structural and conformational determinants of macrocycle cell permeability. Nat. Chem. Biol. 2016, 12, 1065-1074. [CrossRef]
Diukendjieva, A.; Tsakovska, I.; Alov, P.; Pencheva, T.; Pajeva, I.; Worth, A.P.; Madden, J.C.; Cronin, M.T.D. Advances in the
prediction of gastrointestinal absorption: Quantitative Structure-Activity Relationship (QSAR) modelling of PAMPA permeability.
Comput. Toxicol. 2019, 10, 51-59. [CrossRef]

Janicka, M.; Sztanke, M.; Sztanke, K. Predicting the Blood-Brain Barrier Permeability of New Drug-Like Compounds via HPLC
with Various Stationary Phases. Molecules 2020, 25, 487. [CrossRef]

Rocquefelte, X.; Goubin, E; Koo, H.J.; Whangbo, M.H.; Jobic, S. Investigation of the origin of the empirical relationship between
refractive index and density on the basis of first principles calculations for the refractive indices of various TiO, phases. Inorg. Chem.
2004, 43, 2246-2251. [CrossRef]

Veber, D.E,; Johnson, S.R.; Cheng, H.Y.; Smith, B.R.; Ward, KW.; Kopple, K.D. Molecular properties that influence the oral
bioavailability of drug candidates. J. Med. Chem. 2002, 45, 2615-2623. [CrossRef]


https://doi.org/10.1088/0031-9155/49/5/015
https://doi.org/10.1016/S0886-3350(03)00407-3
https://doi.org/10.1081/PDT-100100557
https://doi.org/10.1016/j.biomaterials.2008.06.011
https://doi.org/10.1016/j.jcrs.2006.11.015
https://doi.org/10.1111/j.1755-3768.2008.01190.x
https://doi.org/10.1016/j.ijpharm.2007.12.007
https://doi.org/10.1208/s12249-022-02333-6
https://doi.org/10.1016/j.chemolab.2015.04.013
https://doi.org/10.1002/cem.1290
https://doi.org/10.1016/j.ejps.2018.03.034
https://www.ncbi.nlm.nih.gov/pubmed/29625211
https://doi.org/10.1089/jop.1986.2.67
https://www.ncbi.nlm.nih.gov/pubmed/3332284
https://doi.org/10.1021/js9802594
https://www.ncbi.nlm.nih.gov/pubmed/10189253
https://doi.org/10.1097/00003226-199311000-00001
https://doi.org/10.1016/S0014-4835(89)80051-X
https://doi.org/10.1007/s12565-020-00590-8
https://doi.org/10.1007/s00417-011-1617-9
https://doi.org/10.1002/jmor.10030
https://doi.org/10.1097/ICO.0b013e3182000f94
https://doi.org/10.3109/02713689109001766
https://doi.org/10.1016/S0928-0987(03)00173-8
https://doi.org/10.1038/nchembio.2203
https://doi.org/10.1016/j.comtox.2018.12.008
https://doi.org/10.3390/molecules25030487
https://doi.org/10.1021/ic035383r
https://doi.org/10.1021/jm020017n

Pharmaceutics 2023, 15, 1646 22 of 22

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

Zakeri, M.P,; Tajerzadeh, H.; Eslamboulchilar, Z.; Barzegar, S.; Valizadeh, H. The relation between molecular properties of drugs
and their transport across intestinal membrane. DARU J. Pharm. Sci. 2006, 14, 164-171.

Iyer, M.; Tseng, Y.J.; Senese, C.L.; Liu, J.Z.; Hopfinger, A.]. Prediction and mechanistic interpretation of human oral drug
absorption using MI-QSAR analysis. Mol. Pharm. 2007, 4, 218-231. [CrossRef]

Davis, T.D.; Gerry, C.J.; Tan, D.S. General platform for systematic quantitative evaluation of small-molecule permeability in
bacteria. ACS Chem. Biol. 2014, 9, 2535-2544. [CrossRef] [PubMed]

Suenderhauf, C.; Hammann, F; Huwyler, J]. Computational prediction of blood-brain barrier permeability using decision tree
induction. Molecules 2012, 17, 10429-10445. [CrossRef] [PubMed]

Genty, M.; Gonzalez, G.; Clere, C.; Desangle-Gouty, V.; Legendre, ].Y. Determination of the passive absorption through the rat
intestine using chromatographic indices and molar volume. Eur. J. Pharm. Sci. 2001, 12, 223-229. [CrossRef] [PubMed]

Yoon, C.H.; Shin, B.S.; Chang, H.S.; Kwon, L.S.; Kim, H.Y.; Yoo, S.E.; Yoo, S.D. Rapid screening of drug absorption potential
using the immobilized artificial membrane phosphatidylcholine column and molar volume. Chromatographia 2004, 60, 399-404.
[CrossRef]

Ghafourian, T.; Fooladi, S. The effect of structural QSAR parameters on skin penetration. Int. . Pharm. 2001, 217, 1-11. [CrossRef]
Lawrence, M.S.; Miller, J.W. Ocular tissue permeabilities. Int. Ophthalmol. Clin. 2004, 44, 53—-61. [CrossRef]

Kompella, U.B.; Kim, K.J.; Lee, V.H. Active chloride transport in the pigmented rabbit conjunctiva. Curr. Eye Res. 1993, 12,
1041-1048. [CrossRef]

Sasaki, H.; Igarashi, Y.; Nagano, T.; Yamamura, K.; Nishida, K.; Nakamura, J. Penetration of 3-blockers through ocular membranes
in albino rabbits. J. Pharm. Pharmacol. 1995, 47, 17-21. [CrossRef]

Saha, P; Yang, J.J.; Lee, V.H.L. Existence of a p-glycoprotein drug efflux pump in cultured rabbit conjunctival epithelial cells.
Investig. Ophthalmol. Vis. Sci. 1998, 39, 1221-1226.

Dey, S.; Gunda, S.; Mitra, A.K. Pharmacokinetics of erythromycin in rabbit corneas after single-dose infusion: Role of P-
glycoprotein as a barrier to in vivo ocular drug absorption. J. Pharmacol. Exp. Ther. 2004, 311, 246-255. [CrossRef]

Horibe, Y.; Hosoya, K.; Kim, K.J.; Lee, V.H.L. Carrier-mediated transport of monocarboxylate drugs in the pigmented rabbit
conjunctiva. Investig. Ophthalmol. Vis. Sci. 1998, 39, 1436-1443.

Gautheron, P,; Dukic, M.; Alix, D.; Sina, J.FE. Bovine corneal opacity and permeability test: An in vitro assay of ocular irritancy.
Fundam. Appl. Toxicol. 1992, 18, 442-449. [CrossRef]

Gautheron, P; Giroux, J.; Cottin, M.; Audegond, L.; Morilla, A.; Mayordomo-Blanco, L.; Tortajada, A.; Haynes, G.; Vericat, ] A,;
Pirovano, R.; et al. Interlaboratory assessment of the bovine corneal opacity and permeability (BCOP) assay. Toxicol. In Vitro 1994,
8, 381-392. [CrossRef]

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


https://doi.org/10.1021/mp0600900
https://doi.org/10.1021/cb5003015
https://www.ncbi.nlm.nih.gov/pubmed/25198656
https://doi.org/10.3390/molecules170910429
https://www.ncbi.nlm.nih.gov/pubmed/22941223
https://doi.org/10.1016/S0928-0987(00)00175-5
https://www.ncbi.nlm.nih.gov/pubmed/11113641
https://doi.org/10.1365/s10337-004-0410-x
https://doi.org/10.1016/S0378-5173(00)00687-6
https://doi.org/10.1097/00004397-200404430-00008
https://doi.org/10.3109/02713689309033501
https://doi.org/10.1111/j.2042-7158.1995.tb05726.x
https://doi.org/10.1124/jpet.104.069583
https://doi.org/10.1016/0272-0590(92)90142-5
https://doi.org/10.1016/0887-2333(94)90159-7

	Introduction 
	Materials and Methods 
	Chemicals 
	Dosing Solution Preparation 
	Tissue Preparation 
	Test Conditions 
	Permeability Evaluation 
	Drug Extraction 
	LC-MS/MS Analysis 
	Multiple Linear Regression (MLR) Modelling 
	Bioavailability Estimation 
	Statistical Analysis 

	Results 
	Cumulative Transport and Permeability Coefficient 
	Tissue Uptake 
	Correlation Plots 
	MLR Modeling 
	Bioavailability Estimation 

	Discussion 
	Conclusions 
	References

