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Description

OBJECT OF THE INVENTION

[0001] The presentinvention relates to the formulation
of liposomal vesicles in aqueous solutions with tear film
characteristics. The presentinvention describes a formu-
lation of liposomes in aqueous vehicles which contain
mucin or substances similarto mucin, mucomimetic sub-
stances or polymers with mucoadhesive properties
which, at the temperature of the corneal surface, have
characteristics similarto the precorneal film of the human
eye. Said preparation can be used to replace the natural
film and as medicinal preparation in some ocular pathol-
ogies such as the case of dry eye syndrome.

[0002] Thisinventionisapplicabletothe areas of phar-
macy and medicine.

STATE OF THE ART

[0003] The ocular surface is known to be formed by
the conjunctival epithelium, the accessory lactimal
glands andthe meibomian glands. Said surface is coated
by a continuous film, with a thickness of approximately
10 wm, called precorneal film or tear film. Until a few
years ago, the theoretical structure, generally accepted,
included three types of components (lipid, serum-aque-
ous, mucinous) distributed in three layers: lipid, aqueous
and mucinous (lbrahim H, Buri P, Gurny R. Pharm Acta
Helv 1988, 63: 146-53).

[0004] Recentstudiesconsiderthatthe precornealfim
is a structure formed by the aqueous-protein and muci-
nous components combined to form a hydrated gel. In
turn, this gel would be protected by a film of lipid charac-
ter, whose components would be mainly produced by the
meibomian glands and whose function would be to pre-
vent the evaporation of the tear and improve the stability
of the tear film (Pflugfelder SC, Solomon A, Stern ME.
Cornea 2000; 19 (5): 644-649. McCulley JP, Shine W.
Tr Am Ophth Soc 1997; 95: 79-93).

[0005] In accordance with the proposed model, the
precorneal film would consist of two phases:

- Hydrophilic polar phase, in contact with the aqueous-
mucinous layer which is composed of phospholipids,
sphingomyelin, ceramides and cerebrosides.

- Hydrophobic non-polar phase in contact with the at-
mosphere and composed of non-polar lipids such as
wax esters, cholesterol esters, triglycerides, free fat-
ty acids and hydrocarbons.

[0006] The fraction of phospholipids represents ap-
proximately between 1-5% of the total of lipid secretion,
the greatest concentration being phosphatidylcholine
(PC) with a percentage close to 40% of the total phos-
pholipids. Other phospholipids, such as phosphatidyleth-
anolamine appear in a percentage of 18%, the remainder
(atotal of 10) being found in a range between 3 and 9%.
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Probably, thisfraction produces a reduction inthe surface
tension of the aqueous phase, facilitating the extensibility
of the precorneal film during the blinking movement.
[0007] The usual treatment of dry eye consists of re-
lieving the symptoms by applying tear replacements top-
ically. The typical composition of these preparations in-
cludes polymeric solutions such as that included in US
patent 4,973,580 (Babiole) in which the ophthalmic for-
mulation includes hyaluronic acid using hydrogen perox-
ide as preservative. Formulations are also disclosed
wherein components similar to tear film are provided
such as hypotonic lecithin solutions including viscosity
agents derivedfrom cellulose as appearsinthe US patent
no. 4,421,748 (Trager). The use of phospholipids for the
treatment of dry eye appear in various patents. Emulsion-
type systems including positively-charged phospholipids
such as those described in the following are disclosed:
US patent 4,914,088 (1990) (Korb:); 5,278,151 (1994)
(Korb:); 5,371,108 (1994) (Korb:); 5,294,607 (1994)
(Korb:). Likewise, positively-charged liposomes are dis-
closed (US patent no. 4,804,539 (Guo) (1989) and US
patent no. 4,818,537 (Guo) wherein positively-charged
liposomes are used which are suspended in aqueous
solutions containing high-viscosity polymers such as hy-
droxyethyl cellulose, methylcellulose, hydroxypropyl cel-
lulose and vinyl derivatives such as polyvinylpyrrolidone,
polyvinyl alcohol and their mixtures. They also include
emulsions containing phospholipids, non-polar oils and
emulsifiers such as US patent no. 6,656,460 (Benita).
[0008] In none of these patents does there appear the
use of neutral or negatively-charged liposomes that are
destabilized at the temperature of the precorneal film nor
are they associated with mucin or with mucoadhesive
substances or similar to mucin or mucomimetic as is the
case of the invention described below.

DESCRIPTION OF THE INVENTION

[0009] The method object of the invention described
hereinrelatestothe preparation of apharmaceutical form
which acts as replacement of the precorneal film. The
formulation incorporates liposomal vesicles of phosphol-
ipids as hydrophilic polar phase and non-polar lipids, both
vehiculized in agueous solutions which contain mucin or
substances with mucomimetic substances or mucoad-
hesive polymers. The most relevant advantages of this
invention consist of the use of phosphatidylcholine whose
transition temperature is lower than the temperature of
the corneal surface and also incorporates mucoadhesive
and/or mucomimetic polymers or substances (mucin or
polymers such as hyaluronic acid, cellulose derivatives,
chondroitin sulphate, chitosan, colominic acid, thiolic de-
rivatives or other similar components).

[0010] The components of the formulation and specif-
ically the phospholipids which compose the liposomes
are going to permit the formation, on the corneal surface,
after the destabilization of the liposomal vesicles, of a
water soluble monomolecular film which acts by prevent-
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ing the evaporation of the aqueous phase and, further-
more, the surface tension ofthe latter will decrease which
favours its rapid extensibility. The liposomes are pre-
pared with phosphatidylcholine obtained from soy leci-
thin as majority component, cholesterol and a-tocophe-
rol. Phosphatidylcholine contains acyl residues of fatty
acids having a transition temperature lower than the tem-
perature of the corneal surface, which guarantees the
rapid formation of the film on the aqueous phase, once
applied to the corneal surface. Cholesterol, for its part,
stabilizes this film on reducing the fluidity of the matrix
formed by the polyunsaturated residues of phosphatidyl-
choline. Finally, a-tocopherol ensures the chemical sta-
bility of the double bonds avoiding possible peroxidation.
[0011] The liposomes are vehiculized in aqueous so-
lution containing an isotonizing agent (trehalose, sodium
chloride, glucose...) to achieve the suitable osmolarity
accordingtoitsclinical use. The solutions can be isotonic,
or hypotonic. Once formed, the liposomes are incorpo-
rated in aqueous solutions which contain one or several
substances or polymers with mucoadhesive or mucomi-
metic characteristics with the purpose of producing an
increase in the permanence time of the formulation and
of the components of the destabilizing components on
the ocular surface. Thus, the maintenance of the new
film is favoured once formed and the aqueous evapora-
tion of the corneal surface is avoided. The concentrations
of this last component will depend on the desired final
viscosity in the formulation, of its interaction with the mu-
cin, of its surface tension and of the expected rheological
composition after its administration. Proteins are also in-
cluded in the formulation in order to favour the stability
of the film formed and improve its lubricating properties.
These proteins are found in the natural tears and can be
a-macroglobulin, lysozyme, lipocalin and lactoferrin.
[0012] To this formulation it is possible to add different
components, in their majority components of natural tear
film, which improve the characteristics of the formation
and permanence of the precorneal film and/or which act
as re-ephithelizers, anti-infammatory agents and anti-
oxidants of the ocular surface, and/or favouring corneal
and conjunctival epithelial differentiation. Within these
substances we have:

- Mucoadhesive polymers such as hyaluronic acid,
cellulose derivatives, chondroitin sulphate, chitosan,
colominic acid, thiolic derivatives (or another similar
component).

- Neutral lipids and low polarity lipids such as waxes,
cholesterol esters, triglycerides, free fatty acids and
hydrocarbons.

- Vitamin A.

- Sodium, potassium, calcium, chloride and bicarbo-
nate ions.

- Albumin or pre-albumin.

- Immunoglobin A (IGA).

- Epithelial growth factor (EGF).

- Beta transforming growth factor (THF-B).
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- Acidic fibroblast growth factor (aFGF).

- Basic fibroblast growth factor (bFGF).

- Antiproteases such as macroglobulin.

- Neural factors such as substance P and insulinlike
growth factor.

- Antibacterial agents such as Ig G, lysozyme and
complement.

- Long-chain fatty acids such as gadoleic, palmitic,
palmitoleic, stearic, oleic, linoleic, arachidic, lino-
lenic, eicosenoic, lignoceric, lactic and myristic acid.
- Hydrophilic lipids such as phospholipids, sphingo-
myelin, ceramides and cerebrosides.

EMBODIMENT OF THE INVENTION

[0013] The present invention, which relates to the for-
mulation of liposomal vesicles in aqueous solutions with
characteristics of tear film, is additionally illustrated by
the following examples, which are not limitative of their
scope, which is defined by the attached note of claims.
[0014] The liposomal vesicles object of the invention
were performed according to the classic Bangham meth-
od. To do this phosphatidylcholine, cholesterol and a-
tocopherol (in different proportions) were dissolved in
chloroform producing a final end concentration of phos-
phatidylcholine of 8mg/ml. Once this solution is saturated
with nitrogen it was introduced in the volumetric flask of
the rotovaporat atemperature of 30-350C with moderate
vacuum. After evaporating the solvent, a fine lipid film
was formed on the walls which was then hydrated. The
hydration phase was carried out with anaqueous solution
saturated with nitrogen which contained the isotonizing
agent at a temperature of 370C, using glass pearls which
duetoshear produced the formation of multilamellar ves-
icles. The final concentration of phosphatidylcholine was
adjusted in accordance with the volume ofthe isotonizing
vehicle.

[0015] After two hours of rest and in the absence of
light, sonication of the dispersion was performed main-
tainingthe producttemperature between 5 and 100C with
crushed ice. The preparation finalized performing 5 runs
of the dispersion through 0.8 um filters.

[0016] The mucin or mucoadhesive and/or mucomi-
metic substance was adding on diluting the liposomes to
the desired final concentration. The final concentrations
ofthe liposomesin the polymeric solution may range from
1 mg/ml to 40 mg/ml.

[0017] The other possible components are added, in
accordance with their physicochemical characteristics,
with the isotonizing agent or with the mucomimetic sub-
stances.

[0018] The baseliposomes were prepared from phos-
phatidylcholine from soy, and cholesterol (8:1) and they
were reconstituted with water and hypotonic solutions of
sodium chloride. The influence of the sonication process
on the end size of the vesicles was studied comparing
the use of an ultrasound probe during 2.5 min and an
ultrasound bath during 15 min (Fig. 1). The yield of the
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preparation process of the lipid vesicles, in both cases,
was over 90%.

[0019] The dispersions of the liposomes in water at a
PC concentration of 20 mg/ml had pH values between
6.9 and 7.2. The average particle diameters for the dif-
ferent batches prepared with ultrasound bath varied from
392 to 478 nm. The percentage of particles over 1 um
was, in all cases, under 2%.

[0020] Measurements of surface tension was carried
out with solutions of different liposome concentrations,
obtaining the date in Figure 2.

[0021] Cellviability tests were carried out with aqueous
hypotonic solutions of base liposomes and base lipo-
somes with vitamin E in cell cultures of macrophages.
To study the cytotoxicity, the reduction technique was
used, on a mitochondrial level, of the bromide salt of 3
(4,5- dimethylthiazol- 2- yl)- 2,5- diphenyltetrazolium
(MTT) to a coloured product (formazan) (Mossman T.J.
Immum Methods 1983, 65:55-63). Peritoneal macro-
phages obtained from male Swiss mice were used. The
cells were exposed to formulations which contained
aqueous hypotonic solutions of base liposomes. As neg-
ative control, culture medium was used and as positive
control 0.005% benzalkonium chloride. The solutions
were incubated at 370C for 1 and 4 hours. The results
obtained demonstrated an optimum tolerance for the
base liposomes with and without vitamin E (Figures 3
and 4).

BRIEF DESCRIPTION OF THE FIGURES

[0022]
Figure 1:  Influence of the sonication process on the
final size of the vesicles comparing the use
of an ultrasound probe during 2.5 minutes
(-#-) and an ultrasound bath during 15 min-
utes (-M-). The frequency of each class is
represented, expressed in percentage,
compared with the average size thereof in
pm.

Surface tension of the aqueous dispersion
of liposomes (MN/m) in accordance with its
concentration. The concentration of the li-
posomes in the solution is expressed in
phosphatidylcholine concentration (mM).
Cell viability (%) with aqueous hypotonic so-
lutions of base liposomes with (l) and with-
out (OJ) vitamin E incubated at 370C for 1
hour. Two concentrations of liposomes are
studied (20 and 40 mg/ml) and two controls,
one positive (0.005% benzalkonium chlo-
ride) and another negative (culture medi-
um).

Cell viability (%) with aqueous hypotonic so-
lutions of base liposomes with (l) and with-
out (OJ) vitamin E incubated at 370C for 4
hours. Two concentrations of liposomes are

Figure 2:

Figure 3:

Figure 4:
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studied (20 and 40 mg/ml) and two controls,
one positive (0.005% benzalkonium chlo-
ride) and another negative (culture medi-
um).

Claims

1. Ophthalmic composition intended to act as replace-
ment of the precorneal film, characterized in that
it contains liposomal vesicles of neutral or negative-
ly-charged phospholipids as hydrophilic polar phase
and non-polar lipids, both vehiculized in aqueous so-
lutions which contain mucin or substances with prop-
erties similar to mucin or mucoadhesive polymers.

2. The ophthalmic composition of claim 1 which con-
tains mucoadhesive polymers such as hyaluronic
acid, cellulose derivatives, chondroitin sulphate, chi-
tosan, colominic acid, thiolic derivatives (or another
similar component).

3. The ophthalmic composition of claim 1 which con-
tains a substance with mucomimetic properties.

4. The ophthalmic composition of claim 1 which con-
tains neutral lipids and low-polarity lipids such as
waxes, cholesterol esters, triglycerides, free fatty ac-
ids and hydrocarbons.

5. The ophthalmic composition of claim 1 which con-
tains lipocalins.

6. The ophthalmic composition of claim 1 which con-
tains vitamin A.

7. The ophthalmic composition of claim 1 which con-
tains sodium, potassium, calcium, chloride and bi-
carbonate ions

8. The ophthalmic composition of claim 1 which con-
tains vitamin C.

9. The ophthalmic composition of claim 1 which con-
tains lactoferrin.

10. The ophthalmic composition of claim 1 which con-
tains albumin or pre-albumin.

11. The ophthalmic composition of claim 1 which con-
tains immunoglobulin A (IGA).

12. The ophthalmic composition of claim 1 which con-
tains epithelial growth factor (EGF).

13. The ophthalmic composition of claim 1 which con-
tains beta transforming growth factor (TGF-).
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The ophthalmic compaosition of claim 1 which con-
tains acidic fibroblast growth factor (aFGF).

The ophthalmic compaosition of claim 1 which con-
tains basic fibroblast growth factor (bFGF).

The ophthalmic compaosition of claim 1 which con-
tains antiproteases such as macroglobulin.

The ophthalmic compaosition of claim 1 which con-
tains neural factors such as substance P and insulin
like growth factor.

The ophthalmic compaosition of claim 1 which con-
tains antibacterial agents such as Ig G, lysozyme
and complement.

The ophthalmic compaosition of claim 1 which con-
tains long-chain fatty acids such as gadoleic, palmit-
ic, palmitoleic, stearic, oleic, linoleic, arachidic, lino-
lenic, eicosenoic, lignoceric, lactic and myristic acid.

The ophthalmic compaosition of claim 1 which con-
tains hydrophilic lipids such as phospholipids, sphin-
gomyelin, ceramides and cerebrosides.

Use, in accordance with the preceding claims, of
these medicinal preparations in determined pathol-
ogies such as the case of dry eye syndrome.

10

15

20

25

30

35

40

45

50

55



EP 2 016 937 A1

FIG. 1
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FIG. 2
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