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Abstract

We evaluated the cytotoxic effects of four prostaglandin analogs (PGAs) used to treat glau-
coma. First we established primary cultures of conjunctival stromal cells from healthy do-
nors. Then cell cultures were incubated with different concentrations (0, 0.1, 1, 5, 25, 50 and
100%) of commercial formulations of bimatoprost, tafluprost, travoprost and latanoprost for
increasing periods (5 and 30 min, 1 h, 6 h and 24 h) and cell survival was assessed with
three different methods: WST-1, MTT and calcein/AM-ethidium homodimer-1 assays. Our
results showed that all PGAs were associated with a certain level of cell damage, which cor-
related significantly with the concentration of PGA used, and to a lesser extent with culture
time. Tafluprost tended to be less toxic than bimatoprost, travoprost and latanoprost after all
culture periods. The results for WST-1, MTT and calcein/AM-ethidium homodimer-1 corre-
lated closely. When the average lethal dose 50 was calculated, we found that the most cyto-
toxic drug was latanoprost, whereas tafluprost was the most sparing of the ocular surface in
vitro. These results indicate the need to design novel PGAs with high effectiveness but free
from the cytotoxic effects that we found, or at least to obtain drugs that are functional at low
dosages. The fact that the commercial formulation of tafluprost used in this work was pre-
servative-free may support the current tendency to eliminate preservatives from eye drops
for clinical use.

Introduction

Glaucoma is the second most frequent cause of blindness worldwide, with over 11 million
cases attributed to this disease [1,2]. Progression can be slowed by reducing intraocular pres-
sure (IOP) pharmacologically [3,4]. Some of the most popular and efficient drugs for the treat-
ment of glaucoma are prostaglandin analogs (PGAs). These drugs are currently considered the
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first line of treatment for glaucoma because of their efficacy and safety [5]. PGAs act primarily
by enhancing uveoscleral outflow of the aqueous humor, and thereby decreasing IOP [6-8].
Four different PGAs are currently available in Europe for clinical use: travoprost, latanoprost,
bimatoprost and tafluprost. However, the effect of these drugs on human cells are not

well known.

In most cases chronic treatment with one or several drugs is necessary for the efficient con-
trol of IOP. Although most treatments are free from severe systemic effects, the chronic use of
these drugs may be associated with local side effects in the long term. In this regard, several
studies reported that the use of PGAs may lead to conjunctival hyperemia [9-11], increased
iris pigmentation [12-14], changes in the biomechanical properties of the cornea [15], eye sur-
face inflammation, dry eye syndrome and failure of filtration surgery [16-18]. However, the di-
rect cytotoxic effects of PGAs for clinical use have not been fully established.

A number of studies have determined the cytotoxic effects of several PGAs and other oph-
thalmic agents. Most of these studies were done with animal cells [19,20] or immortalized
human cell lines [21-24], and very few studies used normal human cells isolated from the con-
junctiva [25,26]. In addition, very few studies have compared all four PGAs currently available
in Europe [27]. Therefore, we lack sufficient knowledge about how the various PGAs may affect
the ocular surface.

In this study we evaluated the cytotoxic effects of four PGAs on normal human conjunctival
cell cultures at different concentrations and times, using three methods to determine the bio-
safety levels of the drugs used most commonly to control IOP.

Materials and Methods
Conjunctival stromal cell cultures

Primary cultures of human conjunctival stromal cells were established from small surgical bi-
opsies obtained from 3 healthy donors undergoing eye surgery (i.e. strabismus or retinal de-
tachment surgery) who had not been previously treated with eye drops. Average age of the
donors was 50 years. Cells were isolated from tissue biopsies using a 2% (w/v) solution of type I
collagenase from Clostridium hystoliticum (Gibco BRL Life Technologies Ref. 17100-017,
Karlsruhe, Germany), corresponding to approximately 100 U/ml. Briefly, biopsies were incu-
bated in the collagenase solution at 37C for 4-6 h until complete dissociation with slight agita-
tion. Detached cells were then harvested by centrifugation, supernatant was discarded and the
cell pellet was resuspended in DMEM with 10% fetal calf serum as culture medium (Sigma-Al-
drich ref. D5796, Saint-Quentin-Fallavier, France) and transferred to culture flasks. Cells were
cultivated at 37C in a 5% CO, atmosphere using the same culture medium, and subconfluent
cells were subcultured to new culture flasks using trypsin-EDTA solution (Sigma-Aldrich ref.
T3924) until passage 6. All experiments were carried out on subconfluent cells corresponding
to cell passages 3 to 6. All donors gave their written consent to participate in the study, and this
study was approved by the San Cecilio University Hospital research and ethics committee.

Study groups

Commercially available formulations of the four PGAs that are currently approved for clinical
use were assayed in this work: 0.03% bimatoprost with 0.005% benzalkonium chloride (BAK)
(Lumigan, Allergan, Irvine, CA), 0.005% latanoprost with 0.02% BAK (Xalatan, Pfizer, New
York, NY); 0.0015% tafluprost without preservatives (Saflutan, Merck, Kenilworth, NJ), and
0.015% travoprost with 0.04% BAK (Travatan, Alcon Laboratories, Fort Worth, TX). For each
product we studied 6 different concentrations of the commercial formulation diluted in culture
medium: 100%, 50%, 25%, 5%, 1% and 0.1%. As a negative control for cytotoxicity, cells were
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incubated in DMEM culture medium, and as a positive control, 1% Triton-X100 was used. In
all cases, 10,000 cells were subcultured in each well of a 96-well plate. Once the cells attached to
the culture surface 24 h later, the culture medium was removed and 100 pL of each PGA dilu-
tion was added to each well. Therefore, 0.01 pl of each dilution were used per cultured cell.
Then all cell viability assays were carried out after 5 different incubation times: 5 and 30 min
and 1, 6 and 24 h. All experiments were done in triplicate (3 different cell cultures from 3
donors).

Determination of cell viability and functional status with WST-1 assays

Cell viability and functional status were determined with the Water-Soluble Tetrazolium Salt-1
(WST-1) colorimetric assay on conjunctival cells incubated on different PGA dilutions for dif-
ferent times (Cell Proliferation Reagent WST-1, Roche Diagnostics, Indianapolis, IN). WST-1
is a tetrazolium dye containing an electron coupling reagent that is cleaved by the mitochondri-
al dehydrogenase enzyme to a formazan dye. Therefore, the amount of formazan dye formed
correlates directly with the number of metabolically active cells in the culture. For this analysis,
each well containing the cells was washed twice in PBS, and then 100 pL of DMEM and 10 uL
of the cell proliferation reagent WST-1 were added to each well. This mixture was incubated
for 4 h at 37°C in a cell culture incubator. Then the plates were agitated for 1 min and absor-
bance at 450 nm was quantified in a spectrophotometer.

Determination of cell viability and functional status with MTT assays

To determine cell viability and function with MTT, each well was washed twice in PBS. Then
100 uL DMEM and 10 uL MTT labeling agent were added to each well. This mixture was incu-
bated for 4 h at 37°C in a cell culture incubator. Then 100 pL solubilization solution was added
per well and the plates were incubated overnight to allow formazan crystals to solubilize. Final-
ly, absorbance was quantified at 550 nm in a spectrophotometer. This colorimetric nonradioac-
tive assay is based on the metabolic bromide reduction of 3-(4,5-dimethylthiazol-2-yl)-
2,5-diphenyl tetrazol (MTT) by functional cells, and is used to determine mitochondrial

cell function.

Determination of cell viability and functional status with a dual
cytoplasmic and nuclear calcein/AM-ethidium homodimer-1 assay
(LIVE/DEAD)

To simultaneously analyze cell function based on cytoplasmic metabolism and cell viability
based on cell membrane integrity, we used the calcein/AM-ethidium homodimer-1 Viability/
Cytotoxicity assay kit (LIVE/DEAD, Life Technologies, Carlsbad, CA). For this assay, 20,000
cells were cultured on chamber slides (Lab-Tek Chamber Slides, Nunc, Roskilde, Denmark)
and allowed to attach to the slides for 24 h. Then the culture medium was removed and 500 pL
of each PGA dilution was added to each chamber. After incubation times of 5 and 30 min, 1, 6
and 24 h, the supernatant was removed and the cells were washed twice with PBS and stained
with the LIVE/DEAD assay reagents (calcein/AM and ethidium homodimer-1) (Invitrogen,
Carlsbad, CA) according to protocols supplied by Invitrogen. Finally, the number of live
(green) and dead (red) cells was determined with a fluorescence microscope, and the percent-
age of live and dead cells was calculated for each study group. For each culture condition, three
determinations were done.
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Statistical analysis

First the dose of each PGA able to reduce cell viability or cell function by 50% was calculated
for each compound and each culture period, and an average value was obtained for each PGA
(average lethal dose 50, LD50).

Pair-wise comparisons between two study groups (two different PGAs for each incubation
time) were done with the Wilcoxon nonparametric test to evaluate the statistical significance of
differences between groups. The Kendall tau correlation test was used to establish correlations
between variables (times, concentrations and cell viability as determined by the different
methods).

A p value of 0.05 was considered statistically significant, and all tests were two-tailed. The
SPSS v. 16.00 application was used for all statistical analysis.

Results

Cytotoxic effects of PGAs determined by WST-1 assays

Our analysis of cytotoxic cell damage induced by the four PGAs showed that all eye drop for-
mulations had some degree of cytotoxicity. When we compared the metabolic activity of cells
incubated with the different drugs to negative controls without PGA using the WST-1 method,
we found a statistically significant decrease in cell activity and viability at all incubation times
(5and 30 min, 1, 6 and 24 h) (Table 1 and Fig 1). However, comparisons with positive controls
showed that the cytotoxic effects of 0.03% bimatoprost and latanoprost did not differ from
those induced by Triton X-100, which was toxic to cells at all incubation times. Similarly, travo-
prost was highly toxic to conjunctival cells after incubation for 30 min to 24 h, but was

Table 1. Statistical p values (Wilcoxon nonparametric test) for comparisons of the results with the WST-1 assay.

WST-1 Bimatoprost Tafluprost Travoprost Latanoprost Positive control Negative control
5 min Bimatoprost - 0.120 0.604 0.000* 0.002* 0.033*
Tafluprost 0.120 - 0.002* 0.000* 0.006* 0.006*
Travoprost 0.604 0.002* - 0.000* 0.002* 0.004*
Latanoprost 0.000* 0.000* 0.000* - 0.002* 0.937
30 min Bimatoprost - 0.000* 0.460 0.000* 0.000* 0.219
Tafluprost 0.000* - 0.000* 0.037* 0.006* 0.000*
Travoprost 0.460 0.000* - 0.002* 0.000% 0.061
Latanoprost 0.000* 0.037* 0.002* - 0.000% 0.031*
1h Bimatoprost - 0.683 0.074 0.003* 0.000% 0.535
Tafluprost 0.683 - 0.029* 0.000* 0.000% 0.000*
Travoprost 0.074 0.029* - 0.000* 0.000* 0.623
Latanoprost 0.003* 0.000* 0.000* - 0.000* 0.134
6h Bimatoprost - 0.306 0.179 0.737 0.002* 0.002*
Tafluprost 0.306 - 0.001* 0.000* 0.002* 0.002*
Travoprost 0.179 0.001* - 0.900 0.002* 0.002*
Latanoprost 0.737 0.000* 0.900 - 0.002* 0.388
24 h Bimatoprost - 0.318 0.116 0.000* 0.000% 0.157
Tafluprost 0.318 - 0.012* 0.001* 0.000% 0.003*
Travoprost 0.116 0.012* - 0.000* 0.000% 0.016*
Latanoprost 0.000* 0.001* 0.000* - 0.000% 0.760

* Statistically significant p values

doi:10.1371/journal.pone.0129419.t001
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Fig 1. Average cell viability and functional status according to the WST-1 assay in conjunctival cells incubated with different PGA dilutions for
different times. NC: negative controls for cytotoxicity; PC: positive controls for cytotoxicity.

doi:10.1371/journal.pone.0129419.g001

significantly less toxic than the positive control at 5 min. In contrast, tafluprost was more toxic
that the control (drug-free) culture medium but significantly less cytotoxic than the control
Triton X-100. As shown in Table 2, statistical analysis revealed that the effect of all four PGAs
was different, although some similarities were found between specific drugs, especially latano-
prost and tafluprost. A statistically significant negative correlation was found between cell via-
bility as determined by WST-1 assays and incubation time (p = 0.001, r = —0.222), drug
concentration (p = 0.000, r = —0.470) and the specific PGA used (p = 0.028, r = —0.150). Inter-
estingly, our WST-1 results correlated positively with those obtained with the MTT assay
(p=0.000, r =0.551) and the LIVE/DEAD assay (p = 0.000, r = 0.512).

Calculation of the average LD50 showed that the most cytotoxic drug was latanoprost,
which decreased cell viability and metabolism to 50% of the control value at a concentration of
just 8.08% of the commercial product. In contrast, the least cytotoxic PGA was tafluprost,
which reduced cell activity and viability by 50% at an average concentration of 36.77%

(Table 2).

Cytotoxic effects of PGAs determined by MTT assays

The MTT assay showed that most PGAs reduced cell mitochondrial activity after all incubation
periods except for bimatoprost (at 5 and 60 min) and tafluprost (at 5 min and 24 h) (Table 3
and Fig 2). Comparisons of the cytotoxic effects of all four PGAs to the positive control for
mortality showed that treatment with bimatoprost, travoprost and latanoprost reduced cell
metabolic activity to levels similar to those of the Triton X-100 control at 30 and 60 min, 6 h
and 24 h, suggesting that these drugs were as cytotoxic as the control after these periods. How-
ever, cells treated with tafluprost for 5, 30 and 60 min, 6 h and 24 h and with bimatoprost and
latanoprost for 5 min showed significantly different MTT activity levels compared to the posi-
tive control. In addition, statistical comparisons of the four PGAs showed that tafluprost was

Table 2. Average lethal dose 50 (LD50) for each prostaglandin analog and each assay.

WST-1 MTT LIVE/DEAD
Bimatoprost 16.98% 18.36% 32.56%
Tafluprost 36.77% 51.45% 77.06%
Travoprost 17.15% 14.52% 32.08%
Latanoprost 8.08% 8.52% 31.36%

doi:10.1371/journal.pone.0129419.t002
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Table 3. Statistical p values (Wilcoxon nonparametric test) for comparisons of the results with the MTT assay.

MTT Bimatoprost Tafluprost Travoprost Latanoprost Positive control Negative control
5 min Bimatoprost - 0.000* 0.573 0.209 0.065 0.003*
Tafluprost 0.000* - 0.000* 0.000* 0.117 0.003*
Travoprost 0.573 0.000* - 0.322 0.002* 0.013*
Latanoprost 0.209 0.000* 0.322 = 0.003* 0.003*
30 min Bimatoprost - 0.003* 0.068 0.001* 0.592 0.002*
Tafluprost 0.003* - 0.000* 0.000* 0.002* 0.002*
Travoprost 0.068 0.000* - 0.001* 0.637 0.002*
Latanoprost 0.000* 0.000* 0.001* - 0.454 0.002*
1h Bimatoprost - 0.000* 0.931 0.068 0.001* 0.002*
Tafluprost 0.000* - 0.000* 0.008* 0.180 0.000*
Travoprost 0.931 0.000* - 0.198 0.002* 0.003*
Latanoprost 0.068 0.008* 0.198 - 0.000* 0.486
6h Bimatoprost - 0.000* 0.001* 0.122 0.001* 0.001*
Tafluprost 0.000* - 0.000* 0.000* 0.975 0.005*
Travoprost 0.001* 0.000* - 0.033* 0.001* 0.001*
Latanoprost 0.122 0.000* 0.033* - 0.001* 0.002*
24 h Bimatoprost = 0.206 0.116 0.000* 0.000* 0.157
Tafluprost 0.206 - 0.011* 0.000* 0.011* 0.003*
Travoprost 0.116 0.011* - 0.000* 0.000* 0.016*
Latanoprost 0.000* 0.000* 0.000* - 0.000* 0.760

* Statistically significant p values

doi:10.1371/journal.pone.0129419.1003

significantly different from the other three PGAs after most incubation periods. A statistically
significant negative correlation was found between cell viability as determined by MTT assays
and PGA concentration (p = 0.000, r = —0.485), and between viability and the specific type of
PGA (p =0.001, r = -0.219), but no such correlation was found between viability and incuba-
tion time. The results for the MTT assay correlated positively with those for the WST-1 assay
(p =0.000, r = 0.551) and the LIVE/DEAD assay (p = 0.000, r = 0.353).

The average LD50 with the MTT method indicated that the most cytotoxic drug was latano-
prost, which decreased cell viability and metabolism to 50% of the control value at a concentra-
tion of 8.52% of the commercial product. The least cytotoxic PGA was tafluprost, which reduced
cell activity and viability by 50% at an average concentration of 51.45% (Table 2).

MTT 5 min MTT 30 min MTT 1h
100 100 100
280 80 80
g 60 60 60
= a0 a0
8 20 20 20
X o 0 0 L L
NC 01% 1% 5% 25% 50% 100% NC 01% 1% 5% 25% 50% 100% PC NC 0.1% 1% 5% 25% 50% 100% PC
MTT 6h MTT 24h
100 100
£ 80 80 = BIMATOPROST
8 60 60 = TAFLUPROST
>
= 40 40 TRAVOPROST
; 20 20 ® LATANOPROST
0 0
NC 0.1% 1% 5% 25% 50% 100% NC 0.1% 1% 5% 25% 50% 100%

Fig 2. Average cell viability and functional status according to the MTT assay in conjunctival cells incubated with different PGA dilutions for
different times. NC: negative controls for cytotoxicity; PC: positive controls for cytotoxicity.

doi:10.1371/journal.pone.0129419.9002
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Table 4. Statistical p values (Wilcoxon nonparametric test) for comparisons of the results with the LIVE/DEAD assay.

LIVE/DEAD Bimatoprost Tafluprost Travoprost Latanoprost Positive control Negative control
5 min Bimatoprost - 0.002* 0.028* 0.005* 0.002* 0.002*
Tafluprost 0.002* — 0.028* 0.099 0.002* 0.002*
Travoprost 0.028* 0.028* - 0.875 0.002* 0.002*
Latanoprost 0.005* 0.099 0.875 = 0.002* 0.002*
30 min Bimatoprost - 0.099 0.331 0.035* 0.002* 0.026*
Tafluprost 0.099 - 0.049* 0.271 0.002* 0.002*
Travoprost 0.331 0.049* - 0.331 0.002* 0.005*
Latanoprost 0.035* 0.271 0.331 - 0.005* 0.011*
1h Bimatoprost - 0.028* 0.011* 0.506 0.002* 0.011*
Tafluprost 0.028* - 0.012* 0.049* 0.002* 0.002*
Travoprost 0.011* 0.012* - 0.878 0.002* 0.011*
Latanoprost 0.506 0.049* 0.878 - 0.002* 0.005*
6h Bimatoprost - 0.099 0.574 0.074 0.002* 0.005*
Tafluprost 0.099 - 0.157 0.023* 0.002* 0.002*
Travoprost 0.574 0.157 - 0.011* 0.005* 0.011*
Latanoprost 0.074 0.023* 0.011* - 0.002* 0.026*
24 h Bimatoprost = 0.574 0.026* 0.113 0.002* 0.026*
Tafluprost 0.574 - 0.021* 0.012* 0.002* 0.005*
Travoprost 0.026* 0.021* - 0.916 0.002* 0.026*
Latanoprost 0.113 0.012* 0.916 - 0.002* 0.026*

* Statistically significant p values

doi:10.1371/journal.pone.0129419.1004

Cytotoxic effects of PGAs determined by LIVE/DEAD assays

When we analyzed cell viability with the dual cytoplasmic and nuclear cell viability and cell
function assay LIVE/DEAD, we found that the results for the PGAs differed significantly from
the positive and negative controls, suggesting that all PGAs altered cell viability, albeit to a less-
er extent than the Triton X-100 control after all periods (Table 4 and Figs 3 and 4). Our com-
parison of the cytotoxic effects of the four PGAs showed that tafluprost tended to result in the
highest levels of cell viability and function, especially at the highest doses, although the differ-
ences between incubation periods were not statistically significant. Statistically significant

LIVE/DEAD 5 min LIVE/DEAD 30 min LIVE/DEAD 1 h
100 100 100
Z80 80 80
S 60 60 60
e
e 40 40
g 20 20 20
B & 0 0 .|
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100 - - 100
=
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240 40 TRAVOPROST
[
o 20 20 I H LATANOPROST
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Fig 3. Average cell viability and functional status according to the LIVE/DEAD assay in conjunctival cells incubated with different PGA dilutions
for different times. NC: negative controls for cytotoxicity; PC: positive controls for cytotoxicity.

doi:10.1371/journal.pone.0129419.9003
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Fig 4. lllustrative images corresponding to the analysis of cell viability and functional status according to the LIVE/DEAD assay in conjunctival
cells incubated with different PGAs dilution for different times. A: negative controls for cytotoxicity; B: positive controls for cytotoxicity; C: cells incubated
with a 25% concentration of bimatoprost for 1 h; D: cells incubated with a 25% concentration of tafluprost for 1 h; E: cells incubated with a 25% concentration
of travoprost for 1 h; F: cells incubated with a 25% concentration of latanoprost for 1 h. Scale bars: 100 um.

doi:10.1371/journal.pone.0129419.9004

negative correlations were found between cell viability determined by LIVE/DEAD and incu-
bation time (p = 0.000, r = —0.366), and between viability and the concentration of PGA

(p =0.000, r = —0.451), although no such correlation was found between viability and the type
of PGA used. These results correlated positively with those obtained with the WST-1 assay

(p =0.000, r = 0.512) and the MTT assay (p = 0.000, r = 0.353).

The average LD50 for the LIVE/DEAD assay confirmed that the PGA formulation with the
weakest cytotoxic effect was tafluprost (a 77.06% concentration led to 50% cell death), whereas
the average LD50 for the rest of the cytotoxic agents ranged between 31.36% and 32.56%
(Table 2).

Discussion

Glaucoma is a chronic disease that often requires years or decades of medical treatment. For
this reason, the effects of drugs used on the ocular surface must be determined in normal
human cells and with an array of methods and techniques, and additional studies to compare
the four PGAs currently approved for clinical use are needed. Whereas most previous studies
used immortalized cell lines to study cell viability [22,28], we used primary cultures of human
conjunctival cells isolated from normal donors in material obtained during routine ophthalmic
surgical procedures. Normal cells represent a much more physiological system that yields re-
sults which can be more directly extrapolated to the clinical situation than those obtained with
immortalized cell lines, which usually have important genetic abnormalities [29].

Strikingly, our results revealed that all PGAs were cytotoxic to cultured conjunctival cells, al-
though we found significant differences among the four PGAs analyzed here. As expected, our
results showed that both the concentration and the incubation period had crucial effects on cell
viability, and cells incubated with high concentrations of PGA for longer periods showed the
greatest cell damage. Interestingly, the cytotoxic effect of concentration was more important
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that incubation time, with a clearer negative correlation in all three methods used here. These
results are in agreement with previous reports suggesting that concentration had a greater ef-
fect than incubation time in several cell types incubated with different drugs [24,30]. Together,
the results indicate a need to design novel PGAs with high effectiveness but free from the cyto-
toxic effects that we found, or at least to obtain drugs that are functional at low dosages. Care
should be taken before extrapolating the results to in vivo situations, since the concentration of
each drug and the volume per cell used in the present work could be different to real in

vivo environment.

Regarding incubation time, several studies reported that the half-life of this type of eye drops
is very short [31,32]. We determined the cytotoxic effects of all four PGAs after short periods
(5 min, 30 min and 1 h) to reproduce the pharmacokinetics of these compounds. In addition, to
better characterize these PGAs, we also analyzed their effects after longer periods (6 h and 24 h).
Although these long incubation times may not reproduce the usual clinical situation, it is impor-
tant to determine the effects of these commonly used drugs after longer periods which mimic the
situation most patients face when they need to use these eye drops for long-term treatment.

In general, our results show that the PGA associated with the best cell viability was taflu-
prost. We note that this is the only one of the four compounds evaluated here that is preserva-
tive-free, whereas the other PGAs contain BAK in their formulation. To reproduce the clinical
situation more accurately, we always used commercially available products without separating
the active components from the preservatives. Our results should therefore be interpreted with
due caution. Ophthalmic eye drops commonly contain BAK, a preservative with established
cytotoxicity and side effects both in vivo and in vitro. It is considered a stimulating factor re-
sponsible for inflammation [33], and the long-term use of anti-glaucoma medication with
BAK has been shown to induce histopathological changes on the ocular surface. These dose-de-
pendent toxic effects were detected with very low concentrations [24]. BAK has also been im-
plicated in conjunctival allergy, dry eye disease and failure of glaucoma surgery [34-36]. These
side effects may be partially responsible for the cytotoxicity of three of the PGAs analyzed here,
and support the current trend to omit this preservative from commercial eye drop formula-
tions. In fact, some PGAs have been modified to remove BAK from their composition. As alter-
natives, new preservatives have been developed such as SofZia or Polyquad, which seem to be
less harmful to the eye [25,37]. It would be informative to compare the results of our study
with PGAs containing these new preservatives. Moreover, some commercial formulations have
been introduced on the market without preservatives, e.g. 0.03% bimatoprost and 0.005% lata-
noprost. Fewer local side effects would be expected with these products, so compliance with
treatment may be better, and the patients’ quality of life may be improved [38,39]. Interesting-
ly, the composition of one of the PGAs (bimatoprost) was changed to reduce the amount of ac-
tive component from 0.03% to 0.01%, and the concentration of BAK was increased from
0.005% to 0.02% in order to increase the effective concentration of PGA able to reach the inter-
nal tissues of the eye. The cytotoxic effects of this formulation should be stigated further.

In summary, we evaluated the cytotoxic effects of four major PGAs by using a combination
of three different methods. Our results showed a very good correlation among all three meth-
ods and point to the need for novel PGA formulations that are more sparing of the ocular sur-
face. If our results are confirmed by further studies, new clinical protocols based on the use of
lower dosages of these PGAs should be explored.

Acknowledgments

This study was supported by the Spanish Plan Nacional de Investigacién Cientifica,
Desarrollo e Innovacién Tecnoldgica (I+D+I) from the Spanish Ministry of Economy and

PLOS ONE | DOI:10.1371/journal.pone.0129419 June 12,2015 9/12



@’PLOS ‘ ONE

Prostaglandins and Eye Surface Cells

Competitiveness (Instituto de Salud Carlos III), grants FIS PI11/1582 and FIS P114/0955 (co-fi-
nanced by FEDER funds, European Union) and by Grant P10-CTS-6060 from the Consejeria
de Economia, Innovacién, Ciencia y Empleo, Junta de Andalucia, Spain (Proyectos de Excelen-
cia). This work is part of the PhD thesis prepared by F. Pérez-Roca. We thank K. Shashok for
improving the use of English in the manuscript.

Author Contributions

Conceived and designed the experiments: FPR ERM IG AC MA. Performed the experiments:
FPR ERM ACO MAMP. Analyzed the data: ACO VC AIOP. Contributed reagents/materials/
analysis tools: FPR ERM ISM. Wrote the paper: FPR AC MA.

References

1.

10.

11.

12

13.

14.

15.

Quigley HA, Broman AT. The number of people with glaucoma worldwide in 2010 and 2020. The British
journal of ophthalmology. 2006; 90: 262—267. doi: 10.1136/bj0.2005.081224 PMID: 16488940

Radcliffe NM. The impact of timolol maleate on the ocular tolerability of fixed-combination glaucoma
therapies. Clinical ophthalmology. 2014; 8: 2541-2549. doi: 10.2147/OPTH.S76053 PMID: 25540579

Leske MC, Heijl A, Hussein M, Bengtsson B, Hyman L, Komaroff E, et al. Factors for glaucoma progres-
sion and the effect of treatment: the early manifest glaucoma trial. Archives of ophthalmology. 2003;
121:48-56. PMID: 12523884

Schmidl D, Schmetterer L, Garhofer G, Popa-Cherecheanu A. Pharmacotherapy of glaucoma. Journal
of ocular pharmacology and therapeutics: the official journal of the Association for Ocular Pharmacolo-
gy and Therapeutics. 2015; 31: 63—77. doi: 10.1089/jop.2014.0067 PMID: 25587905

Bean GW, Camras CB. Commercially available prostaglandin analogs for the reduction of intraocular
pressure: similarities and differences. Survey of ophthalmology. 2008; 53 Suppl1: S69-84. doi: 10.
1016/j.survophthal.2008.08.012 PMID: 19038626

Crawford K, Kaufman PL. Pilocarpine antagonizes prostaglandin F2 alpha-induced ocular hypotension
in monkeys. Evidence for enhancement of Uveoscleral outflow by prostaglandin F2 alpha. Archives of
ophthalmology. 1987; 105: 1112-1116. PMID: 3477218

Toris CB, Gabelt BT, Kaufman PL. Update on the mechanism of action of topical prostaglandins for in-
traocular pressure reduction. Survey of ophthalmology. 2008; 53 Suppl1: S107—120. doi: 10.1016/j.
survophthal.2008.08.010 PMID: 19038618

Schachtschabel U, Lindsey JD, Weinreb RN. The mechanism of action of prostaglandins on uveoscl-
eral outflow. Current opinion in ophthalmology. 2000; 11: 112—-115. PMID: 10848216

Abelson MB, Mroz M, Rosner SA, Dirks MS, Hirabayashi D. Multicenter, open-label evaluation of hy-
peremia associated with use of bimatoprost in adults with open-angle glaucoma or ocular hypertension.
Advances in therapy. 2003; 20: 1-13. PMID: 12772813

Feldman RM. Conjunctival hyperemia and the use of topical prostaglandins in glaucoma and ocular hy-
pertension. Journal of ocular pharmacology and therapeutics: the official journal of the Association for
Ocular Pharmacology and Therapeutics. 2003; 19: 23—35. doi: 10.1089/108076803762718088 PMID:
12648301

Stewart WC, Kolker AE, Stewart JA, Leech J, Jackson AL. Conjunctival hyperemia in healthy subjects
after short-term dosing with latanoprost, bimatoprost, and travoprost. American journal of ophthalmolo-
gy. 2003; 135: 314-320. PMID: 12614748

Dutkiewicz R, Albert DM, Levin LA. Effects of latanoprost on tyrosinase activity and mitotic index of cul-
tured melanoma lines. Exp Eye Res. 2000; 70: 563-569. doi: 10.1006/exer.1999.0819 PMID:
10870514

Hu DN, Stjernschantz J, McCormick SA. Effect of prostaglandins A(2), E(1), F(2 alpha)and latanoprost
on cultured human iridal melanocytes. Exp Eye Res. 2000; 70: 113—120. doi: 10.1006/exer.1999.0760
PMID: 10644427

Lindquist NG, Larsson BS, Stjernschantz J. Increased pigmentation of iridial melanocytes in primates
induced by a prostaglandin analogue. Exp Eye Res. 1999; 69: 431-436. doi: 10.1006/exer.1999.0718
PMID: 10504276

Bolivar G, Sanchez-Barahona C, Teus M, Castejon MA, Paz-Moreno-Arrones J, Gutierrez-Ortiz C,
et al. Effect of topical prostaglandin analogues on corneal hysteresis. Acta ophthalmologica. 2015. doi:
10.1111/a0s.12689

PLOS ONE | DOI:10.1371/journal.pone.0129419 June 12,2015 10/12


http://dx.doi.org/10.1136/bjo.2005.081224
http://www.ncbi.nlm.nih.gov/pubmed/16488940
http://dx.doi.org/10.2147/OPTH.S76053
http://www.ncbi.nlm.nih.gov/pubmed/25540579
http://www.ncbi.nlm.nih.gov/pubmed/12523884
http://dx.doi.org/10.1089/jop.2014.0067
http://www.ncbi.nlm.nih.gov/pubmed/25587905
http://dx.doi.org/10.1016/j.survophthal.2008.08.012
http://dx.doi.org/10.1016/j.survophthal.2008.08.012
http://www.ncbi.nlm.nih.gov/pubmed/19038626
http://www.ncbi.nlm.nih.gov/pubmed/3477218
http://dx.doi.org/10.1016/j.survophthal.2008.08.010
http://dx.doi.org/10.1016/j.survophthal.2008.08.010
http://www.ncbi.nlm.nih.gov/pubmed/19038618
http://www.ncbi.nlm.nih.gov/pubmed/10848216
http://www.ncbi.nlm.nih.gov/pubmed/12772813
http://dx.doi.org/10.1089/108076803762718088
http://www.ncbi.nlm.nih.gov/pubmed/12648301
http://www.ncbi.nlm.nih.gov/pubmed/12614748
http://dx.doi.org/10.1006/exer.1999.0819
http://www.ncbi.nlm.nih.gov/pubmed/10870514
http://dx.doi.org/10.1006/exer.1999.0760
http://www.ncbi.nlm.nih.gov/pubmed/10644427
http://dx.doi.org/10.1006/exer.1999.0718
http://www.ncbi.nlm.nih.gov/pubmed/10504276
http://dx.doi.org/10.1111/aos.12689

@’PLOS ‘ ONE

Prostaglandins and Eye Surface Cells

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Netland PA, Landry T, Sullivan EK, Andrew R, Silver L, Weiner A, et al. Travoprost compared with lata-
noprost and timolol in patients with open-angle glaucoma or ocular hypertension. American journal of
ophthalmology. 2001; 132: 472—484. PMID: 11589866

Baudouin C, Hamard P, Liang H, Creuzot-Garcher C, Bensoussan L, Brignole F. Conjunctival epithelial
cell expression of interleukins and inflammatory markers in glaucoma patients treated over the long
term. Ophthalmology. 2004; 111: 2186-2192. doi: 10.1016/j.ophtha.2004.06.023 PMID: 15582072

Broadway DC, Grierson |, O'Brien C, Hitchings RA. Adverse effects of topical antiglaucoma medication.
Il. The outcome of filtration surgery. Archives of ophthalmology. 1994; 112: 1446—1454. PMID:
7980134

Liang H, Baudouin C, Pauly A, Brignole-Baudouin F. Conjunctival and corneal reactions in rabbits fol-
lowing short- and repeated exposure to preservative-free tafluprost, commercially available latanoprost
and 0.02% benzalkonium chloride. The British journal of ophthalmology. 2008; 92: 1275-1282. doi: 10.
1136/bjo.2008.138768 PMID: 18723745

Noecker RJ, Herrygers LA, Anwaruddin R. Corneal and conjunctival changes caused by commonly
used glaucoma medications. Cornea. 2004; 23: 490—496. PMID: 15220734

Brasnu E, Brignole-Baudouin F, Riancho L, Guenoun JM, Warnet JM, Baudouin C. In vitro effects of
preservative-free tafluprost and preserved latanoprost, travoprost, and bimatoprost in a conjunctival ep-
ithelial cell line. Current eye research. 2008; 33: 303—312. doi: 10.1080/02713680801971857 PMID:
18398704

Guenoun JM, Baudouin C, Rat P, Pauly A, Warnet JM, Brignole-Baudouin F. In vitro comparison of
cytoprotective and antioxidative effects of latanoprost, travoprost, and bimatoprost on conjunctiva-de-
rived epithelial cells. Invest Ophthalmol Vis Sci. 2005; 46: 4594—-4599. doi: 10.1167/iovs.05-0776
PMID: 16303954

Pisella PJ, Fillacier K, Elena PP, Debbasch C, Baudouin C. Comparison of the effects of preserved and
unpreserved formulations of timolol on the ocular surface of albino rabbits. Ophthalmic Res. 2000; 32:
3-8. doi: 55579. PMID: 10657748

De Saint Jean M, Brignole F, Bringuier AF, Bauchet A, Feldmann G, Baudouin C. Effects of benzalko-
nium chloride on growth and survival of Chang conjunctival cells. Invest Ophthalmol Vis Sci. 1999; 40:
619-630. PMID: 10067965

Brignole-Baudouin F, Riancho L, Liang H, Baudouin C. Comparative in vitro toxicology study of travo-
prost polyquad-preserved, travoprost BAK-preserved, and latanoprost BAK-preserved ophthalmic so-
lutions on human conjunctival epithelial cells. Current eye research. 2011; 36: 979-988. doi: 10.3109/
02713683.2011.578781 PMID: 21999224

Kim EJ, Kim YH, Kang SH, Lee KW, Park YJ. In vitro effects of preservative-free and preserved prosta-
glandin analogs on primary cultured human conjunctival fibroblast cells. Korean journal of ophthalmolo-
gy: KJO. 2013; 27: 446—-4583. doi: 10.3341/kj0.2013.27.6.446 PMID: 24311931

Pellinen P, Huhtala A, Tolonen A, Lokkila J, Maenpaa J, Uusitalo H. The cytotoxic effects of preserved
and preservative-free prostaglandin analogs on human corneal and conjunctival epithelium in vitro and
the distribution of benzalkonium chloride homologs in ocular surface tissues in vivo. Current eye re-
search. 2012; 37: 145—-154. doi: 10.3109/02713683.2011.626909 PMID: 22049909

Brasnu E, Brignole-Baudouin F, Riancho L, Warnet JM, Baudouin C. Comparative study on the cytotox-
ic effects of benzalkonium chloride on the Wong-Kilbourne derivative of Chang conjunctival and IOBA-
NHC cell lines. Molecular vision. 2008; 14: 394-402. PMID: 18334956

Spittel H, Kubek F, Kreskowski K, Ziegler M, Klein E, Hamid AB, et al. Mitotic stability of small supernu-
merary marker chromosomes: a study based on 93 immortalized cell lines. Cytogenetic and genome
research. 2014; 142: 151-160. doi: 10.1159/000360776 PMID: 24714101

Oliveira AC, Rodriguez IA, Garzon |, Martin-Piedra MA, Alfonso-Rodriguez CA, Garcia JM, et al. An
early and late cytotoxicity evaluation of lidocaine on human oral mucosa fibroblasts. Experimental biolo-
gy and medicine. 2014; 239: 71-82. doi: 10.1177/1535370213503274 PMID: 24131541

Sjoquist B, Basu S, Byding P, Bergh K, Stjernschantz J. The pharmacokinetics of a new antiglaucoma
drug, latanoprost, in the rabbit. Drug metabolism and disposition: the biological fate of chemicals. 1998;
26: 745-754. PMID: 9698288

Bourlais CL, Acar L, Zia H, Sado PA, Needham T, Leverge R. Ophthalmic drug delivery systems—re-
cent advances. Progress in retinal and eye research. 1998; 17: 33-58. PMID: 9537794

Michee S, Brignole-Baudouin F, Riancho L, Rostene W, Baudouin C, Labbe A. Effects of benzalkonium
chloride on THP-1 differentiated macrophages in vitro. PLoS One. 2013; 8: €72459. doi: 10.1371/
journal.pone.0072459 PMID: 23991114

Pisella PJ, Pouliquen P, Baudouin C. Prevalence of ocular symptoms and signs with preserved and
preservative free glaucoma medication. The British journal of ophthalmology. 2002; 86: 418—423.
PMID: 11914211

PLOS ONE | DOI:10.1371/journal.pone.0129419 June 12,2015 11/12


http://www.ncbi.nlm.nih.gov/pubmed/11589866
http://dx.doi.org/10.1016/j.ophtha.2004.06.023
http://www.ncbi.nlm.nih.gov/pubmed/15582072
http://www.ncbi.nlm.nih.gov/pubmed/7980134
http://dx.doi.org/10.1136/bjo.2008.138768
http://dx.doi.org/10.1136/bjo.2008.138768
http://www.ncbi.nlm.nih.gov/pubmed/18723745
http://www.ncbi.nlm.nih.gov/pubmed/15220734
http://dx.doi.org/10.1080/02713680801971857
http://www.ncbi.nlm.nih.gov/pubmed/18398704
http://dx.doi.org/10.1167/iovs.05-0776
http://www.ncbi.nlm.nih.gov/pubmed/16303954
http://www.ncbi.nlm.nih.gov/pubmed/10657748
http://www.ncbi.nlm.nih.gov/pubmed/10067965
http://dx.doi.org/10.3109/02713683.2011.578781
http://dx.doi.org/10.3109/02713683.2011.578781
http://www.ncbi.nlm.nih.gov/pubmed/21999224
http://dx.doi.org/10.3341/kjo.2013.27.6.446
http://www.ncbi.nlm.nih.gov/pubmed/24311931
http://dx.doi.org/10.3109/02713683.2011.626909
http://www.ncbi.nlm.nih.gov/pubmed/22049909
http://www.ncbi.nlm.nih.gov/pubmed/18334956
http://dx.doi.org/10.1159/000360776
http://www.ncbi.nlm.nih.gov/pubmed/24714101
http://dx.doi.org/10.1177/1535370213503274
http://www.ncbi.nlm.nih.gov/pubmed/24131541
http://www.ncbi.nlm.nih.gov/pubmed/9698288
http://www.ncbi.nlm.nih.gov/pubmed/9537794
http://dx.doi.org/10.1371/journal.pone.0072459
http://dx.doi.org/10.1371/journal.pone.0072459
http://www.ncbi.nlm.nih.gov/pubmed/23991114
http://www.ncbi.nlm.nih.gov/pubmed/11914211

@’PLOS ‘ ONE

Prostaglandins and Eye Surface Cells

35.

36.

37.

38.

39.

Jaenen N, Baudouin C, Pouliquen P, Manni G, Figueiredo A, Zeyen T. Ocular symptoms and signs with
preserved and preservative-free glaucoma medications. European journal of ophthalmology. 2007; 17:
341-349. PMID: 17534814

Baudouin C, Labbe A, Liang H, Pauly A, Brignole-Baudouin F. Preservatives in eyedrops: the good, the
bad and the ugly. Progress in retinal and eye research. 2010; 29: 312—-334. doi: 10.1016/j.preteyeres.
2010.08.001 PMID: 20302969

Yamazaki S, Nanno M, Kimura T, Suzumura H, Yoshikawa K. Effects of switching to SofZia-preserved
travoprost in patients who presented with superficial punctate keratopathy while under treatment with
latanoprost. Japanese journal of ophthalmology. 2010; 54: 7—14. doi: 10.1007/s10384-009-0754-8
PMID: 20151269

Stalmans |, Sunaric Megevand G, Cordeiro MF, Hommer A, Rossetti L, Goni F, et al. Preservative-free
treatment in glaucoma: who, when, and why. European journal of ophthalmology. 2013; 23: 518-525.
doi: 10.5301/ej0.5000270 PMID: 23483513

Alm A. Latanoprost in the treatment of glaucoma. Clinical ophthalmology. 2014; 8: 1967—-1985. doi: 10.
2147/OPTH.S59162 PMID: 25328381

PLOS ONE | DOI:10.1371/journal.pone.0129419 June 12,2015 12/12


http://www.ncbi.nlm.nih.gov/pubmed/17534814
http://dx.doi.org/10.1016/j.preteyeres.2010.03.001
http://dx.doi.org/10.1016/j.preteyeres.2010.03.001
http://www.ncbi.nlm.nih.gov/pubmed/20302969
http://dx.doi.org/10.1007/s10384-009-0754-8
http://www.ncbi.nlm.nih.gov/pubmed/20151269
http://dx.doi.org/10.5301/ejo.5000270
http://www.ncbi.nlm.nih.gov/pubmed/23483513
http://dx.doi.org/10.2147/OPTH.S59162
http://dx.doi.org/10.2147/OPTH.S59162
http://www.ncbi.nlm.nih.gov/pubmed/25328381

