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ELASTIN STABILIZATION OF CONNECTIVE
TISSUE

RELATED APPLICATIONS

The present application is a continuation of U.S. patent
application Ser. No. 11/827,121 filed Jul. 10, 2007, now U.S.
Pat. No. 7,713,543 entitled “Elastin Stabilization of Connec-
tive Tissue”, incorporated herein by reference, which is a
continuation of U.S. patent application Ser. No. 11/387,454,
filed Mar. 23, 2006, now U.S. Pat. No. 7,252,834, incorpo-
rated herein by reference, which has a priority date based on
Provisional Application Ser. No. 60/674,631, which was filed
on Apr. 25, 2005.

FEDERALLY SPONSORED RESEARCH AND
DEVELOPMENT

The United States Government may have rights to this
invention pursuant to National Institutes of Health Grant No.
HL-61652.

BACKGROUND OF THE INVENTION

One of the most common results of the degradation of
vasculature is aneurysm. By definition, the term “aneurysm”
is simply an abnormal widening or ballooning at the wall of a
blood vessel. This condition can be devastating due to the
potential for rupture or dissection that can lead to massive
bleeding, stroke, or hemorrhagic shock, and can be fatal in an
estimated 80% of cases. Aneurysms can be caused by any of
a large class of degenerative diseases and pathologies includ-
ing atherosclerotic disease, defects in arterial components,
genetic susceptibilities, and high blood pressure, among oth-
ers, and can develop silently over a period of years. The
hallmarks of aneurysms include enzymatic degradation of
vascular structural proteins such as elastin, inflammatory
infiltrates, calcification, and eventual overall destruction of
the vascular architecture. For example, FIG. 1 graphically
illustrates the difference in elastin content between a healthy
aorta and an aneurysmal aorta. As can be seen, elastin content
of the damaged structure is 70% less than that of the healthy
structure.

Current methods of treatment for diagnosed aneurysms are
limited to invasive surgical techniques. After initial diagnosis
of a small aneurysm, the most common medical approach is
to follow up the development of the aneurysm and after reach-
ing a pre-determined size (e.g., about 5 cm in diameter),
surgical treatment is applied. Current surgical treatments are
limited to either an endovascular stent graft repair or option-
ally complete replacement of the diseased vessel with a vas-
cular graft. While such surgical treatments can save lives and
improve quality of life for those suffering aneurysm, dangers
beyond those of the surgery itself'still exist for the patient due
to possible post-surgery complications (e.g., neurological
injuries, bleeding, or stroke) as well as device-related com-
plications (e.g., thrombosis, leakage, or failure). Moreover,
depending upon the location of the aneurysm, the danger of
an invasive surgical procedure may outweigh the possible
benefits of the procedure, for instance in the case of an aneu-
rysm deep in the brain, leaving the sufferer with very little in
the way of treatment options. Moreover, surgical treatments
may not always provide a permanent solution, as vascular
grafts can loosen and dislodge should the aneurysm progress
following the corrective surgery.

Aneurysm is not the only condition for which enzymatic
degradation of structural proteins is a hallmark. Other condi-
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tions in which structural protein degradation appears to play
a key role include Marfan syndrome, supravalvular aortic
stenosis, and chronic obstructive pulmonary disease (COPD).
For those afflicted, such conditions lead to, at the very least, a
lowered quality of life and often, premature death.

Phenolic compounds are a diverse group of materials that
have been recognized for use in a wide variety of applications.
For instance, they naturally occur in many plants, and are
often a component of the human diet. Phenolic compounds
have been examined in depth for efficacy as free radical
scavengers and neutralizers, for instance in topical skin appli-
cations and in food supplements. Phenolic compounds are
also believed to prevent cross-linking of cell membranes
found in certain inflammatory conditions and are believed to
affect the expressions of specific genes due to their modula-
tion of free radicals and other oxidative species (see, e.g., U.S.
Pat. No. 6,437,004 to Perricone).

What are needed in the art are treatment protocols and
compositions for stabilization of the organs and tissues
affected by degenerative conditions such as aneurysm. In
particular, treatment protocols utilizing phenolic compounds
could provide a safe, less invasive route for the stabilization of
the structural architecture in order to temper growth and/or
development of such conditions.

SUMMARY OF THE INVENTION

In one embodiment, the present invention is directed to a
method for stabilizing connective tissue containing elastin.
For instance, the method can include applying a phenolic
compound directly to connective tissue. Phenolic compounds
for use in the disclosed methods include a hydrophobic core
and at least one phenolic group joined to the hydrophobic
core.

In one preferred embodiment, the connective tissue tar-
geted by the protocol can be a component of a blood vessel.
For instance, the method can be utilized to treat arteries, and
in one particular embodiment, the aorta.

Methods of the invention can include providing a phenolic
compound in a suitable drug delivery vehicle such as, for
example, a sustained release drug delivery vehicle. In one
embodiment, a drug delivery vehicle, e.g., a microencapsu-
lation, a hydrogel, an implantable device such as a stent, a
patch, a vascular graft, or the like, can be located adjacent to
the connective tissue for direct delivery of the phenolic com-
pound to the tissue.

In other embodiments, other delivery methods and devices
may be used. For instance, a composition including a phe-
nolic compound and a parenterally acceptable carrier can be
injected directly into the connective tissue. In yet another
embodiment, the disclosed compounds can be delivered to
the connective tissue of a blood vessel wall via intravenous
delivery.

Methods and compositions described herein can be benefi-
cially utilized in one embodiment for in vivo therapeutic or
prophylactic treatments, and in one particular embodiment,
for treatment of aneurysmal blood vessels.

The present invention is also directed to compositions that
can be used in the methods. For instance, compositions of the
invention can include between about 0.0001 w/v % and about
10 w/v % of a phenolic compound and a parenterally accept-
able carrier. In general, the composition can have a pH
between about 4 and about 9, for instance between about 5.5
and about 7.
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In one preferred embodiment, the phenolic compound can
be a tannin or a tannin derivative. For instance, the phenolic
compound can be pentagalloylglucose.

BRIEF DESCRIPTION OF THE FIGURES

A full and enabling disclosure of the present invention,
including the best mode thereof, to one of ordinary skill in the
art, is set forth more particularly in the remainder of the
specification, including reference to the accompanying draw-
ings in which:

FIG. 1 is a graphical representation of the difference in
elastin content of a healthy aorta and an aneurysmal aorta in
an animal model;

FIG. 2 illustrates the chemical structure of tannic acid, with
pentagalloylglucose highlighted by the circle;

FIG. 3 schematically illustrates exemplary delivery meth-
ods for phenolic compounds according to certain embodi-
ments of the present invention including perivascular delivery
(FIG. 3A) and endovascular delivery (FIG. 3B);

FIGS. 4A-4D show stained aortic tissue sections described
in the example section illustrating stabilization of elastin of
the connective tissue in the presence of elastase;

FIG. 5A illustrates the procedures used for examination of
the opening angle of a section of porcine aorta and as
described in the example section;

FIG. 5B graphically illustrates the results of the determi-
nation of the opening angle of the sections of porcine aorta;

FIG. 5C includes photographs of the porcine aorta sections
showing recoil evaluation of treated and control tissue
samples;

FIGS. 6A-6E are digital photographs showing results for
the live/dead assay of treated tissue samples as described in
the example section;

FIG. 7 is a graphic representation showing the kinetics of
the binding of tannic acid to pure aortic elastin;

FIG. 8 graphically illustrates the increase in diameter upon
injury of rat aortas (no treatment) and illustrates the signifi-
cant reduction in aneurysm for aortas treated with a phenolic
compound as herein described;

FIG. 9 illustrates the percentage increase in diameter for
the control aortas and the treated aortas of FIG. 8;

FIG. 10A graphically illustrates the elastin content of the
control aortas and the treated aortas of FIG. 8;

FIGS. 10B and 10C illustrate a control aorta and a treated
aorta following Verhoeff van Giesson staining; and

FIG. 11 compares the results following extraction of phe-
nolic compounds from treated tissue immediately following
treatment as herein described in situ and 28 days in vivo
following treatment.

DETAILED DESCRIPTION OF THE INVENTION

Reference now will be made in detail to embodiments of
the invention, one or more examples of which are set forth
below. Each example is provided by way of explanation of the
invention, not limitation of the invention. In fact, it will be
apparent to those skilled in the art that various modifications
and variations can be made in the present invention without
departing from the scope or spirit of the invention. For
instance, features illustrated or described as part of one
embodiment, can be used on another embodiment to yield a
still further embodiment.

The present invention is generally directed to methods and
phenolic compounds that can be beneficially utilized for sta-
bilization of connective tissue. In particular, the presently
disclosed methods and compounds can stabilize the elastin
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4

component of connective tissue, and thereby prevent the deg-
radation of the structural architecture of the connective tissue.
For instance, the disclosed methods can be utilized to prevent
the structural breakdown of organs incorporating the targeted
connective tissue, e.g., blood vessels. In one particular
embodiment, the materials and methods disclosed herein can
be utilized in the treatment of chronic connective tissue
degenerative conditions. For instance, the invention can be
directed to in vivo treatment methods and compositions. Con-
nective tissue targeted by the process can be stabilized so as to
be less susceptible to protein degradation that can be brought
about due to any of a variety of mechanisms and/or conditions
including, for example, those associated with aneurysm, ath-
erosclerotic disease, genetic susceptibilities, blunt force
injury, Marfan’s syndrome, and the like.

Connective tissue is the framework upon which the other
types of tissue, i.e., epithelial, muscle, and nervous tissues,
are supported. Connective tissue generally includes indi-
vidual cells not directly attached to one another and held
within the extracellular matrix. The extracellular matrix, in
turn, includes the ground substance (e.g., the minerals of
bone, the plasma of blood, etc.) and the fibrous component
including collagen fibers and elastin fibers. Connective tissue
can assume widely divergent architectures, ranging from
blood, in which the fibrous component is absent and the
ground substance is fluid, to dense connective tissue, which
includes a relatively high proportion of extracellular fibers
(e.g., collagen) and may contain little of the other connective
tissue components. There are many specialized types of con-
nective tissue, one example being elastic tissue, in which
elastic fibers are the major component of the tissue and the
amount of factors commonly found in other types of connec-
tive tissue, such as collagen and proteoglycans, may be mini-
mal.

The compounds and processes disclosed herein are
directed to stabilization of the elastin component of connec-
tive tissue, and in one particular embodiment, stabilization of
the elastin component of vasculature. It should be understood
that while the invention is directed in one particular embodi-
ment to the stabilization of blood vessels susceptible to the
formation of aneurysms, in other embodiments other organs,
other diseases and/or other conditions can be treated. In par-
ticular, the disclosed treatment agents and treatment proto-
cols are applicable to any animal or human connective tissue
that include an elastin component.

Elastin is the protein constituent of connective tissue
responsible for the elasticity and recoil of the tissue. More-
over, elastin is quite abundant in connective tissue. In fact,
elastin is the most abundant extracellular matrix protein
found in the aortic wall. Elastin polypeptide chains are natu-
rally cross-linked together to form rubber-like, elastic fibers.
Unlike collagen, elastin molecules can uncoil into a more
extended conformation when the fiber is stretched and will
recoil spontaneously as soon as the stretching force is relaxed.
Elastin degeneration in connective tissue pathology is gener-
ally caused by enzymes including elastase enzymes and
matrix metalloproteinase (MMP) enzymes that can be
secreted by vascular cells as well as by infiltrating inflamma-
tory cells. While many aspects of the methods and schemes of
various enzymes leading to elastin degradation remain
unknown, in general, it is believed that most enzymes attack
and bind the protein at a site away from the crosslinks.

According to the present invention, degradation of connec-
tive tissue can be prevented or slowed through the stabiliza-
tion of the elastin component of the tissue with a phenolic
compound. In particular, it is believed that any of a number of
natural and synthetic phenolic compounds can bind elastin
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and thereby protect elastin from degradation, for instance due
to the action of elastin degrading enzymes. Accordingly, in
one embodiment, the present invention is directed to methods
and compounds that can inhibit enzyme-catalyzed degrada-
tion of elastin, and in particular elastase and/or MMP cata-
lyzed degradation of elastin.

Phenolic compounds encompassed by the present inven-
tion include any compound that includes at least one phenolic
group bound to a hydrophobic core. While not wishing to be
bound by any particular theory, it is believed that interaction
between the phenolic compound and elastin proteins include
aspects involving both the hydroxyl group as well as the
hydrophobic core of the molecules. In particular, it is believed
that phenolic compounds can stabilize elastin proteins
through both steric means and bond formation and thereby
protect sites on the protein susceptible to enzyme-mediated
(e.g., elastase or MMP-mediated) cleavage. Specifically, it is
believed that hydroxyl groups of a phenolic compound can
bind elastin multivalently, for instance via hydrogen bond
formation with amino acid residues such as polar amino acid
residues including methionine, glycine and proline, such that
multiple proteins can interact with a single molecule to create
a three-dimensional cross-link structure involving multiple
elastin molecules. Moreover, in certain embodiments, the
phenolic compounds of the present invention can include one
or more double bonds, with which the phenolic compounds
can covalently bind to the elastin, forming an even stronger
and more permanent protective association between the phe-
nolic compound and the elastin of the connective tissue. In
addition, the large hydrophobic regions of the elastin protein,
which are believed to contain sites susceptible to elastase-
mediated cleavage, are also believed to contain sites of asso-
ciation between the hydrophobic core of the phenolic com-
pound and the protein. Thus, the association between the
phenolic compound and the protein molecules are believed to
protect specific binding sites on the protein targeted by
enzymes through the association of the protein with the
hydrophobic core and can also sterically hinder the degrada-
tion of the protein through the development of the large three
dimensional cross-link structure.

Phenolic compounds encompassed by the present inven-
tion include materials including a hydrophobic core and one
or more phenol groups extending from the hydrophobic por-
tion of the molecule. For instance, exemplary phenolic com-
pounds of the invention can include, but are not limited to,
flavonoids and their derivatives (e.g., anthocyanins, querce-
tin), flavolignans, phenolic rhizomes, flavan-3-ols including
(+)-catechin and (-)-epicatechin, other tannins and deriva-
tives thereof (such as tannic acid, pentagalloylglucose,
nobotanin, epigallocatechin gallate, and gallotannins),
ellagic acid, procyanidins, and the like.

Phenolic compounds of'the invention include synthetic and
natural phenolic compounds. For example, natural phenolic
compounds can include those found in extracts from natural
plant-based sources such as extracts of olive oil (e.g.,
hydroxytyrosol (3,4-dihydroxyphenylethanol) and oleu-
ropein, extracts of cocoa bean that can contain epicatechin
and analogous compounds, extracts of Camellia including C.
senensis (green tea) and C. assaimic, extracts of licorice, sea
whip, aloe vera, chamomile, and the like.

In one preferred embodiment, the phenolic compounds of
the invention can be tannins and derivatives thereof. Tannins
can be found in many plant species. For example, the tea plant
(Camellia sinensis) has a naturally high tannin content. Green
tea leaves are a major plant source of tannins, as they not only
contain the tannic and gallic acid groups, but also prodel-
phinidin, a proanthocyanidin. Tannins are also found in wine,
particularly red wine as well as in grape skins and seeds.
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Pomegranates also contain a diverse array of tannins, particu-
larly hydrolysable tannins.

Tannic acid, the structure of which is illustrated in FIG. 2,
is a common naturally derived tannin. Tannic acid, as a cross-
linking agent, is similar in many properties to that of many
fixatives often used in the preparation and formation of
xenograft or allograft tissue implants, for instance glutaral-
dehyde fixatives. Moreover, tannic acid can interact with
other connective tissue components as well as elastin, and
thus can stabilize additional components of the targeted con-
nective tissue in the disclosed processes, in addition to the
elastin component. For instance, tannic acid is capable of
cross-linking glycosaminoglycan polysaccharides as well as
other connective tissue components.

In one embodiment, the present invention is directed to
utilization of the disclosed agents for stabilization of connec-
tive tissue in vivo. Accordingly, in such embodiments, bio-
compatibility and cytotoxicity of the agents can be of impor-
tance in preparation of therapeutics including the disclosed
compounds. At one time, tannic acid-containing preparations
were suspected of causing hepatoxicity. This toxicity has
since been primarily attributed to poor purity of the prepara-
tions and the inclusion of toxic gallic acid residues in the
compositions. Accordingly, in one embodiment, the present
invention is directed to compositions including high purity
tannic acid, with little or no free gallic acid residue included
in the compositions. For example, in one embodiment, the
compositions of the present invention can include less than
about 5% free gallic acid residue in the preparation. In one
embodiment, the compositions of the present invention can
include between about 1% and about 5% free gallic acid
residue in the composition.

In one preferred embodiment of the present invention,
compositions are disclosed comprising an effective amount
of pentagalloylglucose (PGG). PGG, which is the portion of
a tannic acid molecule enclosed in the circle in FIG. 2,
includes the hydrophobic core of tannic acid as well as mul-
tiple phenolic hydroxy groups, but does not posses the outer
gallic acid residues and the hydrolyzable ester bonds associ-
ated with tannic acid. Thus, the possibility of release of free
gallic acid residues over the course of a long-term application
process can be prevented in one embodiment of the invention
through utilization of a compound having no gallic acid resi-
dues, such as PGG, as the selected agent.

In general, the phenolic compounds described herein can
be provided as a biocompatible composition. For instance,
compositions disclosed herein can include one or more phe-
nolic compounds in a concentration that can vary over a wide
range, with a preferred concentration generally depending on
the particular application, the delivery site targeted by the
phenolic compound and the mode that will be used in the
delivery process. For example, in one embodiment, a compo-
sition of the invention can include one or more phenolic
compounds at a concentration from about 0.0001% to about
10%. (Unless otherwise noted, all concentrations reported
herein are weight/volume percentages.) It should be noted,
however, that while these exemplary concentrations are effec-
tive in certain embodiments, the invention encompasses com-
positions comprising a wider range of phenolic compound
concentrations. For example, actual concentrations used may
be influenced by the organ targeted by the procedure, size of
the targeted area, desired incubation time, and preferred pH,
in addition to delivery mode, as mentioned above. In one
embodiment of the present invention, the disclosed compo-
sitions can include concentrations of a phenolic compound
ranging from about 0.1% to about 1%.
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In one embodiment, the phenolic compounds can be pro-
vided in pharmaceutically acceptable formulations using for-
mulation methods known to those of ordinary skill in the art.
These formulations can generally be administered by stan-
dard routes. For example, the formulations may be adminis-
tered in one embodiment directly to connective tissue, for
instance through exposure of the connective tissue and direct
application thereto, or via direct injection of the formulation
to the targeted connective tissue. In other embodiments, how-
ever, the formulations may be administered indirectly to the
targeted tissue.

The formulations can be delivered intravenously in a sys-
temic delivery protocol. For example, osmotic mini-pumps
may be used to provide controlled delivery of high concen-
trations of the treatment agents through cannulae to the site of
interest, such as directly into a targeted blood vessel. In situ
polymerizable hydrogels, as are generally known to those of
skill in the art, and discussed further below, are another
example of a delivery vehicle that can be utilized in a delivery
protocol, for instance in an intravenous delivery directly to
targeted cannulae. Once delivered to the targeted blood vessel
by any suitable method as is accepted in the art, the phenolic
compound can penetrate the vessel wall and stabilize the
connective tissue of the vessel. For instance, when delivered
to the connective tissue from the lumen of a blood vessel, the
phenolic compounds disclosed herein penetrate the endothe-
lium of the vessel wall to contact the elastin of the connective
tissue and stabilize the structure architecture.

Compositions of the present invention can include addi-
tional agents, in addition to the phenolic compounds. Such
agents can be active agents, providing direct benefit to the
tissue in addition to the stabilization provided by the phenolic
compound, or may be supporting agents, improving delivery,
compatibility, or reactivity of other agents in the composition.
For example, in one embodiment, the compositions can
include glutaraldehyde. Glutaraldehyde, when targeted to
connective tissue, can form covalent cross-links between free
amines in proteins in order to further stabilize the tissue. If
desired, the composition can incorporate a gallic acid scav-
enger, for example ascorbic acid or glutathione, so as to
prevent the release of free gallic acid residues.

The phenolic compounds can be combined with any of a
number of possible lipid-lowering medications so as to pre-
vent the development of calcified lipid deposits or arterioscle-
rosis plaques that can often be found in conjunction with
aneurysm formation.

A phenolic composition of the invention can include one or
more buffers as are generally known in the art. For example,
a composition including one or more phenolic compounds
and having a pH from about 4.0 to about 9.0 may be formu-
lated with inclusion of a biocompatible bufter such as dis-
tilled water, saline, phosphate buffers, borate buffers,
HEPES, PIPES, and MOPSO. In one embodiment, a compo-
sition of the invention may be formulated to have a pH of
between about 5.5 and about 7.4.

Compositions for parenteral delivery, e.g., via injection,
can include pharmaceutically acceptable sterile aqueous or
nonaqueous solutions, dispersions, suspensions or emulsions
as well as sterile powders for reconstitution into sterile inject-
able solutions or dispersions just prior to use. Examples of
suitable aqueous and nonaqueous carriers, diluents, solvents
or vehicles include water, ethanol, polyols (e.g., glycerol,
propylene glycol, polyethylene glycol and the like), car-
boxymethylcellulose and suitable mixtures thereof, veg-
etable oils (e.g., olive oil) and injectable organic esters such as
ethyl oleate. In addition, the composition can contain minor
amounts of auxiliary substances such as wetting or emulsify-
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ing agents, pH buffering agents and the like that can enhance
the effectiveness of the phenolic compound. Proper fluidity
may be maintained, for example, by the use of coating mate-
rials such as lecithin, by the maintenance of the required
particle size in the case of dispersions and by the use of
surfactants. These compositions may also contain adjuvants
such as preservatives, wetting agents, emulsifying agents and
dispersing agents.

Prevention of the action of microorganisms may be
ensured by the inclusion of various antibacterial and antifun-
gal agents such as paraben, chlorobutanol, phenol, sorbic acid
and the like. It may also be desirable to include isotonic agents
such as sugars, sodium chloride and the like.

In one embodiment, the compositions can include pharma-
ceutically acceptable salts of the components therein, e.g.,
those that may be derived from inorganic or organic acids.
Pharmaceutically acceptable salts are well known in the art.
For example, S. M. Berge, et al. describes pharmaceutically
acceptable salts in detail in J. Pharmaceutical Sciences
(1977)66:1 et seq., which is incorporated herein by reference.
Pharmaceutically acceptable salts include the acid addition
salts that are formed with inorganic acids such as, for
example, hydrochloric or phosphoric acids, or such organic
acids as acetic, tartaric, mandelic and the like. Salts formed
with free carboxyl groups can also be derived from inorganic
bases such as, for example, sodium, potassium, ammonium,
calcium or ferric hydroxides, and such organic bases as iso-
propylamine, trimethylamine, 2-ethylamino ethanol, histi-
dine, procaine and the like. The salts may be prepared in situ
during the final isolation and purification of the compounds of
the invention or separately via reaction of a free base function
with a suitable organic acid. Representative acid addition
salts include, but are not limited to acetate, adipate, alginate,
citrate, aspartate, benzoate, benzenesulfonate, bisulfate,
butyrate, camphorate, camphorsulfonate, digluconate, glyc-
erophosphate, hemisulfate, heptonoate, hexanoate, fumarate,
hydrochloride,  hydrobromide,  hydroiodide,  2-hy-
droxymethanesulfonate (isethionate), lactate, maleate, meth-
anesulfonate, nicotinate, 2-naphthalenesulfonate, oxalate,
pamoate, pectinate, persulfate, 3-phenylpropionate, picrate,
pivalate, propionate, succinate, tartate, thiocyanate, phos-
phate, glutamate, bicarbonate, p-toluenesulfonate and unde-
canoate. Also, the basic nitrogen-containing groups can be
quaternized with such agents as lower alkyl halides such as
methyl, ethyl, propyl, and butyl chlorides, bromides and
iodides; dialkyl sulfates like dimethyl, diethyl, dibutyl, and
diamyl sulfates; long chain halides such as decyl, lauryl,
myristyl and stearyl chlorides, bromides and iodides; aryla-
Ikyl halides like benzyl and phenethyl bromides and others.
Water or oil-soluble or dispersible products are thereby
obtained. Examples of acids which may be employed to form
pharmaceutically acceptable acid addition salts include such
inorganic acids as hydrochloric acid, hydrobromic acid, sul-
phuric acid and phosphoric acid and such organic acids as
oxalic acid, maleic acid, succinic acid and citric acid.

In one embodiment the method can include use of timed
release or sustained release delivery systems as are generally
known in the art. Such systems can be desirable, for instance,
in situations where long term delivery of the agents to a
particular organ or vascular location is desired. According to
this particular embodiment, a sustained-release matrix can
include a matrix made of materials, usually polymers, which
are degradable by enzymatic or acid/base hydrolysis or by
dissolution. Once located at or near the target tissue, e.g.,
inserted into the body, for instance in the form of a patchor a
stent such as those further described below, such a matrix can
be acted upon by enzymes and body fluids. The sustained-
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release matrix can be chosen from biocompatible materials
such as liposomes, polylactides (polylactic acid), polygly-
colide (polymer of glycolic acid), polylactide co-glycolide
(co-polymers of lactic acid and glycolic acid) polyanhy-
drides, poly(ortho)esters, polyproteins, hyaluronic acid, col-
lagen, chondroitin sulfate, carboxylic acids, fatty acids, phos-
pholipids, polysaccharides, nucleic acids, polyamino acids,
amino acids such as phenylalanine, tyrosine, isoleucine, poly-
nucleotides, polyvinyl propylene, polyvinylpyrrolidone and
silicone. Possible biodegradable polymers and their use are
described, for example, in detail in Brem et al. (1991, J.
Neurosurg. 74:441-6), which is hereby incorporated by ref-
erence in its entirety.

When an effective amount of the agents of the present
invention are administered by intravenous or subcutaneous
injection, the compositions can generally be in the form of a
pyrogen-free, parenterally acceptable aqueous solution. The
preparation of such parenterally acceptable solutions, having
due regard to pH, isotonicity, stability, and the like, is within
the skill in the art. A preferred pharmaceutical composition
for intravenous, cutaneous, or subcutaneous injection can
contain, in addition to the phenolic compound of the present
invention, an isotonic vehicle such as Sodium Chloride Injec-
tion, Ringer’s Injection, Dextrose Injection, Dextrose and
Sodium Chloride Injection, Lactated Ringer’s Injection, or
other vehicle as known in the art. The treatment composition
of the present invention may also contain stabilizers, preser-
vatives, antioxidants, or other additives known to those of
skill in the art.

The dosage of the disclosed treatment agents of the present
invention can depend on the disease state or particular con-
dition being treated and other clinical factors such as weight
and condition of the human or animal and the route of admin-
istration of the compound. The disclosed treatment agents can
be administered between several times per day to a single
treatment protocol. Optionally, treatment agents could be
delivered according to the disclosed process either acutely,
during a one-time intervention, or chronically, for instance
using multiple administrations or optionally a single admin-
istration of a timed or sustained releases system. It is to be
understood that the present invention has application for both
human and veterinary use. The methods of the present inven-
tion contemplate single as well as multiple administrations,
given either simultaneously or over an extended period of
time. In addition, the disclosed treatment agents can be
administered in conjunction with other forms of therapy, e.g.,
surgical endovascular stent graft repair or replacement of an
excessively damaged area of vasculature.

In one embodiment, a composition including one or more
phenolic compounds can be targeted to a specific site, such as
to a diagnosed aneurysm in vivo, using a minimally invasive
procedure to provide long-term delivery of the treatment
agent locally from a biocompatible implantable device. For
example, FIG. 3 schematically illustrates possible perivascu-
lar (FIG. 3A) and endovascular (FIG. 3B) routes of delivery,
either of which could be utilized for local targeted delivery of
the disclosed treatment agents, for instance to a diagnosed
aneurysm.

Perivascular delivery technologies suitable for use in the
present invention are generally known to those of skill in the
art, and thus need not be explained at length herein. For
instance, exemplary known perivascular drug delivery tech-
nologies include those described by Chen, et al. (U.S. patent
Application Publication No. 2005/0079202) and Nathan
(U.S. Patent Application Publication No. 2003/0228364),
both of which are incorporated herein by reference. These
exemplary perivascular delivery systems include a polymeric
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delivery vehicle that can be injected or directly placed, for
instance via surgery, at a particular location so as to provide
controlled release of the phenolic compound encapsulated or
otherwise loaded therein over a period of time.

A phenolic compound of the invention can be loaded in a
drug delivery vehicle via encapsulation, coating, infusion, or
any other loading mechanism as is known in the art.

Prolonged absorption of an injectable pharmaceutical form
may be brought about by the inclusion of agents, such as
aluminum monostearate and gelatin, which can delay absorp-
tion. For example, injectable depot forms can be made by
forming microencapsule matrices including the phenolic
compound loaded in the matrix formed of biodegradable
polymers such as polylactide-polyglycolide, poly(orthoe-
sters) and poly(anhydrides). Depending upon the ratio of
therapeutic agent to polymer and the nature of the particular
polymer employed, the rate of drug release can be controlled.
Depotinjectable formulations can also be prepared by entrap-
ping the therapeutic agents in liposomes or microemulsions
which are compatible with body tissues. The injectable for-
mulations may be sterilized, for example, by filtration
through a bacterial-retaining filter or by incorporating steril-
izing agents in the form of sterile solid compositions which
can be dissolved or dispersed in sterile water or other sterile
injectable media just prior to use.

Many endovascular drug delivery methods are likewise
known in the art. For example, DiCarlo, et al. (U.S. Pat. No.
6,929,626, incorporated herein by reference) describe an
intraluminally placeable tubular device that can be located
within the lumen of a blood vessel and coated or otherwise
loaded with a drug, e.g., the phenolic compounds described
herein. The tubular member includes yarns interconnected in
a pattern defining opposed interior and exterior textile sur-
faces. At least one of the textile surfaces is the body fluid-
contacting luminal surface or the body lumen-contacting
exterior surface.

Wu, et al. (U.S. Pat. No. 6,979,347, incorporated herein by
reference) describe an apparatus and associated method for
delivering a therapeutic substance such as the phenolic com-
pounds of the present invention, to a vascular lumen. Specifi-
cally, an implantable prosthesis, such as a stent, can be uti-
lized that has grooves or trenches formed thereon. The
grooves are formed on specific regions of the stent struts to
increase the flexibility of the stent. The grooves also provide
a location for carrying the phenolic compound for delivery
from the device following implantation. For example, the
phenolic compound, or a composition thereof, can be depos-
ited directly in to the grooves using conventional spray or
modified dip techniques.

In another embodiment, the disclosed agents can be tar-
geted to connective tissue by use of a hydrogel delivery
vehicle. Hydrogels are herein defined to include polymeric
matrices that can be highly hydrated while maintaining struc-
tural stability. Suitable hydrogel matrices can include un-
crosslinked and crosslinked hydrogels. In addition,
crosslinked hydrogel delivery vehicles of the invention can
optionally include hydrolyzable portions, such that the matrix
can be degradable when utilized in an aqueous environment,
e.g., in vivo. For example, the delivery vehicle can include a
cross-linked hydrogel including a hydrolyzable cross-linking
agent, such as polylactic acid, and can be degradable in vivo.

Hydrogel delivery vehicles of the present invention can
include natural polymers such as glycosaminoglycans,
polysaccharides, proteins, and the like, as well as synthetic
polymers, as are generally known in the art. A non-limiting
list of hydrophilic polymeric materials that can be utilized in
forming hydrogels of the present invention can include dex-
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tran, hyaluronic acid, chitin, heparin, collagen, elastin, kera-
tin, albumin, polymers and copolymers of lactic acid, glycolic
acid, carboxymethyl cellulose, polyacrylates, polymethacry-
lates, epoxides, silicones, polyols such as polypropylene gly-
col, polyvinyl alcohol and polyethylene glycol and their
derivatives, alginates such as sodium alginate or crosslinked
alginate gum, polycaprolactone, polyanhydride, pectin, gela-
tin, crosslinked proteins peptides and polysaccharides, and
the like.

Hydrogels of the present invention can be formed accord-
ing to any method as is generally known in the art. For
instance, the hydrogel can self-assemble upon contact of the
various components or upon contact in conjunction with the
presence of particular environmental conditions (such as tem-
perature or pH). Alternatively, assembly can be induced
according to any known method following combination of the
components. For example, step-wise or chain polymerization
of multifunctional monomers, oligomers, or macromers can
be induced via photopolymerization, temperature dependent
polymerization, and/or chemically activated polymerization.
Optionally, the hydrogel can be polymerized in the presence
of an initiator. For example, in one embodiment, the hydrogel
can be photopolymerized in the presence of a suitable initia-
tor such as Irgacure® or Darocur® photoinitiators available
from Ciba Specialty Chemicals. In another embodiment, a
cationic initiator can be present. For example, a polyvalent
elemental cation such as Ca®*, Mg>*, AI>*, La**, or Mn** can
be used. In another embodiment, a polycationic polypeptide
such as polylysine or polyarginine can be utilized as an ini-
tiator.

The components of the hydrogel delivery vehicle can also
be designed so as to provide a self-assembling delivery
vehicle. For example, a hydrogel precursor can be adminis-
tered to a subject, and the hydrogel matrix can self-assemble
at physiological conditions following administration of the
precursor. For instance, the hydrogel precursor can include
self-assembling biopolymers such as collagens, laminins,
pro-elastin peptides, and the like. Optionally, a self-assem-
bling hydrogel precursor can include synthetic polymers that
can array themselves according to domains, as is generally
known in the art. For example, hydrophilic, relatively charge-
neutral synthetic polypeptides such as polyglycine or polyl-
ysine can be modified to function in this capacity. Polypep-
tides can be crosslinked by using carboxy-activating
crosslinking agents such as water-soluble carbodiimides.
Such cross-linking agents can be used to attach self-assem-
bling proteins or other self-assembling macromolecules to
the polypeptides. One example of this approach includes
formation of a carbodiimide linkage of collagen or laminin
with polylysine. Other hydroxylated entities can be linked in
a similar manner. For example, in one embodiment, polyvinyl
alcohol can be linked with polypeptides using an epoxy-
activation approach or crosslinked via polymerizable meth-
acrylate groups along its side chains, as is known in the art.

In another embodiment, a self-assembling hydrogel can be
generated by use of precursors that have been derivatized to
contain favorably reactive groups. For example, a hydrogel of
this type could be assembled using a first precursor deriva-
tized with a particular reactive moiety and a second precursor
derivatized with or comprising a second moiety that can pref-
erentially react with the first moiety on the first precursor.
Likewise, other such hydrogels could be generated using such
reactive pairs wherein the two moieties that react to form the
bond are each conjugated to the same or a different type of
polymer. For example, the pairs can be antibody-antigen pairs
or avidin-biotin (e.g. streptavidin-biotin).
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In other embodiments a hydrogel delivery vehicle need not
be a self-assembling matrix. For example, in other embodi-
ments a hydrogel matrix foruse in vivo can be administered to
a patient according to a suitable administration method (e.g.,
percutaneously) following assembly of the hydrogel. In other
embodiments of the invention, the disclosed systems can be
utilized in ex vivo applications, for example in tissue engi-
neering applications, and as such, the carrier matrix of the
invention need not be a self-assembling matrix.

The delivery vehicles of the present invention can include
a combination of one or more delivery vehicles. For instance,
a hydrogel delivery vehicle can be combined with a patch, a
stent, a perforated balloon, a vascular graft, or any other
suitable device, for delivery of the disclosed agents to con-
nective tissue.

Delivery vehicles of the invention can also include vascular
grafts. For example, an allograft, xenograft or autologous
graft can be associated with a phenolic compound as herein
described prior to implantation. For example, the vascular
graft can be coated with a phenolic compound or a composi-
tion including a phenolic compound as herein described. In
another embodiment, a vascular graft can be associated with
a hydrogel delivery vehicle or a non-hydrogel polymeric
delivery vehicle such as those described above that has in turn
been loaded with the phenolic compound. During implanta-
tion, the vascular graft can be located in association with the
targeted connective tissue, and thus serve to deliver the phe-
nolic compound to the tissue.

Reference now will be made to exemplary embodiments of
the invention set forth below. Each example is provided by
way of explanation of the invention, not as a limitation of the
invention. In fact, it will be apparent to those skilled in the art
that various modifications and variations may be made of this
invention without departing from the scope or spirit of the
invention.

EXAMPLES

Materials utilized in all examples were obtained as follows:
Tannic acid, glutaraldehyde (50% solution), and other high
purity chemicals were obtained from Sigma-Aldrich (St.
Louis, Mo.). Diethyl ether was obtained from Acros Organics
(Morris Plains, N.J.). Ethyl acetate was acquired from EM
Science (Gibbstown, N.J.). High purity porcine pancreatic
elastase (135 U/mg) was purchased from Elastin Products
Company, Inc. (Owensville, Mo.). Dulbecco’s modified
eagle media (DMEM) and fetal bovine serum (FBS) were
obtained from Cellgro (Herndon, Va.). Penicillin-streptomy-
cin for cell culture was obtained from Invitrogen (Carlsban,
Calif.). CellTiter 96® AQ,,.,.. One Solution Reagent (for
MTS) was from Promega (Madison, Wis.). The LIVE/
DEAD® Viability/Cytoxicity Kit was obtained from Molecu-
lar Probes (Eugene, Oreg.).

Ascending porcine aorta (supravalvular segments,
approximately 3 cm in length) were collected fresh from
USDA-approved slaughterhouses and transported on ice.
Aortawas cleaned of fat and extraneous tissue, rinsed exhaus-
tively in cold physiological saline, and cut into various shapes
appropriate for each example.

Example 1

Fresh porcine aorta was cut into approximately 4 mmx4
mm squares and treated with 0.3% tannic acid (TA) (1.76
mM) in 50 mM HEPES (Na,HPO,) buffered saline at pH 5.5
for 4 days at room temperature. A control sample was treated
in mM Hepes buffered saline at pHS5.5. Samples were then
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rinsed three times (1 hour each) in 100 mI, ddH,O at room
temperature and lyophilized to record dry weight. Samples
(about 15-25 mg dry weight), both control and TA treated,
were incubated with 1.0 mL pure elastase (20 units/ml, in 100
mM Tris, 1 mM CaCl,, 0.02% NaN,, pH 7.8 buffer) at 37° C.
for 48 hours with orbital shaking at 650 rpm. Samples were
then centrifuged (10000 rpm, 10 min. 4° C.) and supernatants
retained to assess enzyme activity. Tissue samples were again
rinsed three times (1 hour each) in 100 mI, ddH,O at room
temperature and lyophilized to record dry weight after
elastase, and the percent of digested tissue was calculated.
Elastin degradation was assessed by measuring mass loss (dry
weight before and after elastase contact) and by preparation
of histological slides stained with an elastin-specific stain
(Voerhoft van Gieson stain).

Upon assessment, the control samples were found to have
lost almost 80% of the mass (average, 79.74%, n=6), while
the TA pre-treated samples lost only 4-5% of the mass (aver-
age 4.33%, n=6). Histology showed that elastin fibers were
completely digested by elastase in the control samples, while
in TA pre-treated samples, elastin fibers were fully preserved,
as can be seen in FIGS. 4A-4D, which illustrate the results of
the histology study. FIGS. 4A-4D show aortic tissue sections
stained with Voerhoff van Gieson stain, which reveals elastin
fibers as dark ribbons. In particular, FIGS. 4A and 4B show
the fresh control aorta before and after the procedure, respec-
tively, and FIGS. 4C and 4D illustrate the TA pre-treated
samples before and after the procedure, respectively. As can
be seen, elastin was completely digested by the elastase in the
control aorta (FIG. 4B), as compared to full preservation of
the elastin the TA pre-treated aorta (FIG. 4D). The arrows in
the Figures point to locales including the preserved elastin
(FIGS. 4A, 4C, and 4D) and the digested elastin (FIG. 4B).

Example 2

Fresh porcine aorta was cut across the diameter into con-
tinuous rings approximately 1 cm in height as illustrated in
FIG. 5A and treated with glutaraldehyde (Glut treatment).
For this treatment, aortic ring samples were first fixed with
0.6% glutaraldehyde in 50 mM Hepes buffered saline, pH 7.4,
overnight at room temperatures, followed by 0.2% glutaral-
dehyde in the same buffer for 7 days at room temperatures.

A portion of the Glut-treated rings were then treated with
0.3% pentagalloylglucose (PGG). PGG was first prepared
from TA as outlined by Hagerman, et al. (Hagerman A. E.,
Zhao Y., and Johanson J., “Methods for determination of
condensed and hydrolyzable tannins,” Shahadi, F., Ed., Anti-
nutrients and Phytochemicals in Foods, Washington, D.C.,
American Chemical Society, p. 209-222 (1997)). Specifi-
cally, TA was methanolyzed using a solution of methanol and
acetate buffer. After methanolysis, the methanol was removed
by rotary evaporation and replaced with ddH,O. A series of
separate extractions involving diethyl ether and ethyl acetate,
along with rinses of dilute methanol and ddH,O was per-
formed to purify the PGG. The resulting precipitate was cen-
trifuged and lyophilized to form a solid. The purity of PGG
was confirmed by MALDI mass spectroscopy and NMR. A
portion of the Glut-treated tissue was then treated with PGG
in the same buffer for 4 days (Glut/PGG treatment, marked as
PGG on FIG. 5).

Another Glut-treated sample was treated with TA accord-
ing to the same procedure (Glut/TA treatment, marked as TA
on FIG. 5), and a control sample was treated in only the buffer
(marked as Fresh on FIG. 5).

Samples were then tested for ability to recoil using opening
angle measurements. Specifically, each ring was placed in a
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dish of water (enough to completely cover the tissue) with the
cross section of the aorta facing upward, allowing free move-
ment of the sample. The rings were then cut once in the radial
direction, allowed to relax and open for 15 minutes, and then
digitally photographed. These digital photographs were
imported into Adobe® Photoshop® 7.0 and lines were cre-
ated for each sample between the tip of the cut edges and the
midpoint of the luminal wall opposite the location of the
radial cut, as shown in the Glut sample photograph in FIG.
5C. Using these lines, the opening angles of the aortic rings
were calculated. Results are illustrated in FIG. 5B and Table
1, below, including standard error of the mean (SEM) values.

To evaluate mechanical properties, aorta was cut to form
dumbbell shapes approximately 40 mm in length, approxi-
mately 10 mm wide at each end, and approximately 5 mm
wide at the center, with the long axis of the dumbbell shape
being parallel to the circumferential direction of the aorta.
Tensile properties of the samples were tested using standard
stress/strain analysis on a Synergie 100 testing apparatus
(MTS Systems Corporation, Eden Prairie, Minn.) operated at
a constant uniaxial velocity of 0.2 mm/sec using a 10-Newton
load cell to determine elastic modulus of the samples. Elastic
modulus was calculated as the slope of the stress-strain curve
between 0 and 5% strain. Results are shown below in Table 1.

TABLE 1
Mean opening

angle SEM Mean Elastic SEM
Pre-treatment (degrees) (m=5) Modulus (kPa) (n=4)
Control 177.50 11.0 0.16 0.01
Glut 359 33 1.28 0.04
Glut/TA 11.8 0.7 4.85 0.30
Glut/PGG 5.9 0.7 4.61 0.40

As can be seen, Glut/TA and Glut/PGG treated rings exhib-
ited much smaller opening angles, indicating that tannic acid
interacted with the elastin component and did not fully allow
recoil to occur. Similarly, the calculated elastic modulus was
increased following treatment with tannic acid and PGG.
These results suggest that the tannins bind strongly to the
elastic components of the tissue and in doing so stiffen and
strengthen the tissue.

Example 3

Fresh porcine aorta was treated with Glut, Glut/TA, or
Glut/PGG, as described above. After thorough rinsing (3%, 1
hr. each, 100 mLL ddH,0), samples were orbitally shaken at
120 rpm 37° C. for 14 days in a PBS/azide buffer, pH7 .4, for
extraction of soluble, cytotoxic compounds (50 mL per 6
tissues samples, each 4 mmx4 mm).

Rat skin fibroblasts were seeded onto 24-well plates (50,
000 cells/well) in 1 mI. DMEM supplemented with 10% FBS
and 1% penicillin-streptomycin. Cells were maintained in a
humidified incubator at 37° C. with 10% CO,. After 24 hours,
the media was removed and replaced with one of the PBS/
azide solutions diluted 10-fold in fresh media. As control, a
sample was held in buffer alone (negative control) and also in
a 70% ethanol solution (positive control). Effectively, 100 ul.
of the “test solution” was added to 900 pL. of media for each
well (except in the case of ethanol, in which no media was
added). The cells were incubated with these solutions for 2
hours and then rinsed with 1 mL. PBS. Viability of the cells
was then assessed using a qualitative LIVE/DEAD® staining
fluorescent stain. In addition, a quantitative measurement,
MTS, was used to measure the activity of cell enzymes.
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Specifically, the reagent was diluted 5-fold in media, then
applied to the cells for 90 minutes. A portion of the resulting
solutions (100 pper well) was transferred to a 96-well plate
and read at an absorbance of 490 nm. Samples were blanked
to a well containing media and MTS reagent with no cells.

Micrographs of cells introduced to LIVE/DEAD® were
taken 45 minutes after exposure. Results are shown in FIGS.
6A-6F, in which living cells appear as light spots on the dark
background, and dead cells appear as darker gray spots. As
can be seen with reference to the Figures, cells exposed to
extracts from Glut (FIG. 6B) and Glut/PGG-treated (FIG.
6A) tissue remained viable after 2 hours of exposure. In
addition, it appeared that the small concentration of azide had
little or no effect on cytotoxicity in this time frame, as sug-
gested by the presence of live cells in the PBS/azide group
(FIG. 6D). However, cells that were introduced to extracts
from Glut/TA-treated aorta experienced a notable amount of
cell death (about 40%, FIG. 6C). As expected, the EtOH
negative control left essentially no viable cells (FIG. 6E).

Quantitative results from the MTS assay are given below in
Table 2. These results suggest that phenolic tannins are gen-
erally not cytotoxic, but PGG appears to be less cytotoxic than
TA.

TABLE 2

Viability Viability SEM
Pre-treatment (live/dead assay) (MTS assay) (n=3)
Glut 100% 1.04
Glut/PGG 100% 0.94 0.03
Glut/TA 60% 0.53 0.06
EtOH 0% 0.03 0.02
PBS/azide 100% 1.04 0.00

Example 4

Ascending porcine aorta was collected fresh at a slaugh-
terhouse and transported to the laboratory on ice. After clean-
ing fat and adherent tissues, aorta was cut into 2x4 mm strips
and thoroughly rinsed in cold saline. Aortic elastin was puri-
fied by a sequence of extractions. Specifically, aortic strips
were suspended in 100 mM sodium hydroxide (60 strips in
100 mL) and incubated for 14 hours at 37° C. with collage-
nase (0.5 units/mg wet tissue) in 50 mM Tris buffer, 10 mM
calcium chloride, pH 8.0. The collagenase preparation was
pre-adsorbed with elastin fibers to remove residual elastolytic
activities. The final digestion step completely removed
residual collagen, leaving pure aortic elastin.

The pure aortic elastin strips were placed in 2 mL
microfuge tubes and suspended in 1.5 mL of an 8 mg % TA
solution prepared in a 50 mM disodium hydrogen phosphate,
0.9% sodium chloride buffer, pH 5.5. A second group con-
sisted of pure aortic elastin suspended in a solution containing
8 mg % TA and 16 mg % Glut in the same buffer. As controls,
TA solution and the mixture of TA and Glut were incubated
without elastin samples. Samples were incubated at room
temperature and at defined time intervals (0, 20, 40, 60, 120,
360 minutes and 24 hours), samples were retrieved and ana-
lyzed for TA content in solution. Specifically, samples were
mixed with a tungstate/phosphomolybdate reagent followed
by addition of a saturated sodium carbonate solution and
ddH20. After 10 minutes at room temperature, OD at 760 nm
was measured in a microplate spectrophotometer. Standard
curves were constructed with TA in the range 0of 0-8 mg % and
with TA (0-8 mg %) in mixtures with Glut (16 mg %). Glut
interference with the TA color reaction was minimal (no
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statistical differences found for all data points). Finally, the
elastin strops were rinsed in ddH2O and lyophilized. The
amount of TA bound to pure aortic elastin was calculated
from the differences between initial TA concentration in solu-
tion and concentration of TA in solution after incubation with
elastin strops and were expresses as micrograms of TA bound
by 1 mg dry elastin. All samples were assayed in triplicate.

Results are graphically illustrated in FIG. 7. As can be seen
with reference to the figure, levels of TA in control solutions
incubated without elastin remained constant throughout the
study, indicating that the solutions were stable. However,
within 1 hour of incubation with elastin, the amount of TA in
solution decreased by about 50%, decreasing to 10% after 6
hours, and to less than 3.5% of initial TA at 24 hours, clearly
indicating binding of TA to elastin. The kinetics shows arapid
binding within the first 6 hours, leveling off at about 3 mg of
TA/mg dry elastin. The binding rate of TA from mixtures of
TA and Glut was found to be higher that that of TA alone,
suggesting that Glut may facilitate or accelerate binding of
TA to elastin.

Example 5

In vivo use of the disclosed agents was examined. The
aneurysm model used was based on the perivascular applica-
tion of a high concentration calcium chloride (CaCl,) solu-
tion, a method originally used to induce aneurysms in rabbit
carotid arteries (see, Gertz S D, Kurgan A, Fisenberg D. J Clin
Invest 1988; 81(3):649-656.) and has more recently been used
on abdominal aorta of rodents. (See, e.g., Freestone T., et al.,
Arterioscler Thromb Vasc Biol 1995; 15(8):1145-1151. Free-
stone T., et al., Arterioscler Thromb Vasc Biol 1997; 17(1):
10-17. Tambiah J., et al. BrJ Surg 2001; 88(7):935-940.) This
model results in a localized mild insult to the arterial tissue. In
most studies, a significant increase in aortic diameter (indica-
tive of aneurysm formation) was observed after 3 to 6 weeks
post-injury. For this example, the CaCl,-based chemical
injury was performed on rat aorta.

Adult male Sprague-Dawley rats were placed under gen-
eral anesthesia (2% to 3% isoflurane), allowing for a midline
incision along the abdomen in order to expose the infrarenal
abdominal aorta. Once exposed, the abdominal aorta was
treated with 0.03% PGG solution in saline for 15 minutes
using astrip (1.5 cmx0.5 cm) of presoaked 8-ply sterile cotton
gauze. The area was then briefly rinsed with saline, allowing
induction of chemical injury (0.5 M CaCl,, delivered with
gauze for 15 minutes). As controls, rat aortas were treated
with physiological saline for 15 minutes, rinsed, and then
subjected to calcium chloride. After treating with CaCl,, the
gauze was removed and the abdominal cavity was closed with
subcutaneous suture, followed by surgical staples. The rats
were anesthetized after 28 days, at which point the abdominal
aorta was again exposed. Digital photographs (before PGG
application at day 0, as well as after 28 days) were used to
measure percent increases in diameter after the 28 day period
for each rat. Aortic tissue was collected for analysis.

FIG. 8 graphically illustrates the absolute change in diam-
eter of the aortic segments (n=12 per group). As can be seen,
in the control aortas, the increase in diameter of the aortic
segments was about 530 um. In the PGG-treated segments, in
contrast, the increase was about 100 um, and the differences
were found to be statistically significant. FIG. 9 inset photo-
graphs show an example of a control aorta, pre-injury, a
control aorta 28 days post-injury, and a PGG-treated aorta, 28
days post-injury. FIG. 9 graphically shows the results accord-
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ing to the percentage change in diameter of the segments—
greater than 40% for the control, and less than 10% for the
PGG-treated aortas.

Following superficial examination of the aortic segments,
the segments were analyzed via desmosine analysis for elas-
tin content. According to the analysis protocol, higher des-
mosine content implies lower elastin degradation. The results
are illustrated in FIG. 10. As can be seen with reference to the
Figure, the control included about 750 pmol desmosine/mg
protein, while the PTT-treated aortas included about 1350
pmol desmosine/mg protein. FIGS. 10B and 10C illustrate a
control aorta and a treated aorta, respectively, following Ver-
hoeff van Giesson staining, which stains elastin black. As can
be seen the control aorta has very little elastin, while the
treated aorta has retained elastin (shown by the black staining
of the elastic fibers in the figures).

Vessels were also analyzed to determine the long-term
binding of the tannins with the tissue. Tannins were extracted
from explanted aorta immediately after treatment (labeled
PGG in situ on FIG. 11) and measured levels were compared
to those obtained from aorta explanted 28 days following
PGG treatment (labeled PGG in vivo on FIG. 11). As can be
seen, while the level of tannins found in the tissue dropped
somewhat over time, from about 1.8 ug PGG/mg dry tissue to
about 1.3 ng PGG/mg dry tissue, a larger percentage of the
tannins remained bound to the tissue in vivo for the extended
period.

It will be appreciated that the foregoing examples, given
for purposes of illustration, are not to be construed as limiting
the scope of this invention. Although only a few exemplary
embodiments of this invention have been described in detail
above, those skilled in the art will readily appreciate that
many modifications are possible in the exemplary embodi-
ments without materially departing from the novel teachings
and advantages of this invention. Accordingly, all such modi-
fications are intended to be included within the scope of this
invention which is defined in the following claims and all
equivalents thereto. Further, it is recognized that many
embodiments can be conceived that do not achieve all of the
advantages of some embodiments, yet the absence of a par-
ticular advantage shall not be construed to necessarily mean
that such an embodiment is outside the scope of the present
invention.

What is claimed is:

1. A leaky balloon for repair of aneurysm of a blood vessel
in a living subject comprising a balloon element and a thera-
peutic composition contained in the balloon element,

wherein the balloon element comprises a membrane that

allows the therapeutic composition to leak from the bal-
loon element to access the aneurysm,

wherein the therapeutic composition is substantially free of

unbound gallic acid and has a pH between about 4 and
about 9, and

wherein the therapeutic composition comprises a phenolic

compound having a plurality of phenolic groups at an
effective concentration that crosslinks elastin in the
blood vessel in vivo to stabilize the blood vessel.
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2. The leaky balloon of claim 1 wherein the phenolic com-
pound is a flavonoid or a flavonoid derivative, a flavolignan or
a flavolignan derivative, a phenolic rhizome or a phenolic
rhizome derivative, a flavan-3-ol or a flavan-3-ol derivative, a
tannin or a tannin derivative, an ellagic acid or an ellagic acid
derivative, a procyanidin or a procyanidin derivative, proan-
throcyanidin, anthocyanins, quercetin, (+)-catechin, (-)-epi-
catechin, nobotanin, epigallocatechin gallate, gallotannins,
hydroxytyrosol (3,4-dihydroxy phenylethanol), oleuropein,
prodelphinidin, a combination thereof, or a pharmaceutically
acceptable salt thereof.

3. The leaky balloon of claim 1 wherein the phenolic com-
pound comprises tannic acid or an analog of tannic acid,
pentagalloylglucose or an analog of pentagalloylglucose, a
combination thereof, or a pharmaceutically acceptable salt
thereof.

4. The leaky balloon of claim 1 wherein the therapeutic
composition comprises about 0.0001 w/v % and about 10
w/v % of the phenolic compound.

5. The leaky balloon of claim 1 wherein the phenolic com-
pound stabilizes the elastin of the blood vessel through cross
linking with the elastin protein.

6. The leaky balloon of claim 1 wherein the therapeutic
composition further comprises a drug delivery vehicle com-
prising a sustained release drug delivery vehicle, a hydrogel,
a perivascular drug delivery vehicle, an endovascular drug
delivery vehicle, or a combination thereof.

7. The leaky balloon of claim 6 wherein the drug delivery
vehicle comprises a hydrogel comprising glycosaminogly-
cans, polysaccharides, proteins, dextran, hyaluronic acid,
chitin, heparin, collagen, elastin, keratin, albumin, polymers
and copolymers of lactic acid, glycolic acid, carboxymethyl
cellulose, polyacrylates, polymethacrylates, epoxides, sili-
cones, polyols such as polypropylene glycol, polyvinyl alco-
hol and polyethylene glycol and their derivatives, alginates
such as sodium alginate or crosslinked alginate gum, polyca-
prolactone, polyanhydride, pectin, gelatin, crosslinked pro-
teins peptides and polysaccharides, or a combination thereof.

8. The leaky balloon of claim 6 wherein the therapeutic
composition is encapsulated in a drug delivery vehicle.

9. The leaky balloon of claim 6 wherein the drug delivery
vehicle is biodegradable.

10. A method of repairing aneurysm in a blood vessel of a
living subject using the leaky balloon of claim 1, the method
comprising,

deploying the leaky balloon at the aneurysm in the blood

vessel, and

eluting the therapeutic composition from the leaky balloon

to stabilize the blood vessel at the aneurysm.

11. The method of claim 10 further comprising treating the
blood vessel before, during, or after the deployment of the
leaky balloon with glutaraldehyde.

12. The method of claim 10 wherein the aneurysm is
treated with the leaky balloon multiple times.

13. The method of claim 10 wherein the leaky balloon is
deployed in the aneurysm for sufficient period of time to
allow the phenolic compound to cross link the elastin of the
blood vessel.
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