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Abstract

Objectives Flavonoids are a common group of plant polyphenols that give colour
and flavour to fruits and vegetables. In recent years, flavonoids have gained importance
in the pharmaceutical field through their beneficial effects on human health and are
widely available as nutritional supplements. Several pharmacological actions of the biofla-
vonoids may be useful in the prevention or treatment of ocular diseases responsible
for vision loss such as diabetic retinopathy, macular degeneration and cataract. This
review aims to summarize the potential therapeutic applications of various bioflavonoids
in different ocular diseases and also discusses delivery of these agents to the ocular
tissues.

Key findings It is apparent that the flavonoids are capable of acting on various mecha-
nisms or aetiological factors responsible for the development of different sight threatening
ocular diseases. From a drug delivery perspective, ocular bioavailability depends on the
physicochemical and biopharmaceutical characteristics of the selected flavonoids and very
importantly the route of administration.

Summary The potential therapeutic applications of various bioflavonoids in ocular dis-
eases is reviewed and the delivery of these agents to the ocular tissues is discussed. Whereas
oral administration of bioflavonoids may demonstrate some pharmacological activity in the
outer sections of the posterior ocular segment, protection of the retinal ganglionic cells in
vivo may be limited by this delivery route. Systemic or local administration of these agents
may yield much higher and effective concentrations of the parent bioflavonoids in the ocular
tissues and at much lower doses.

Keywords anti-angiogenic; anti-inflammatory; antioxidant; flavonoids; ocular drug
delivery

Introduction

The eye, the organ of sight, has a very unique structural and biochemical organization. Age
and certain disease conditions, however, can affect the function of this vital organ. A report
from the World Health Organization (WHO) in 2002 estimated that approximately 161
million people were suffering from visual impairment worldwide, out of which 37 million
face blindness and 124 million suffer from low vision. Age seems to be a causative factor in
blindness as 82% of the population with blindness are aged above 50 years.!" In the USA,
in 2002, among civilian non-institutionalized adults, 19.1 million people were suffering
from visual impairment including 0.3% with blindness.” Although blindness is necessarily
associated with ageing, cataract is still the leading cause of blindness followed by refractive
error, glaucoma, age-related macular degeneration, trachoma, childhood blindness and dia-
betic retinopathy (Figure 1).['

Over the last century, flavonoids or bioflavonoids have been identified as the most
common group of plant polyphenols that give colour and flavour to fruits and vegetables.
They are secondary metabolites in plants and their biosynthesis takes place via the shikimate
and arogenate pathways. In plants, flavonoids occur as the glycosides (with attached sugar)
or occasionally as the aglycones. Initially they were considered as vitamins and the term
‘vitamin P’ was coined to describe them; however, subsequently this term was discontinued.
Flavonoids play an important role in plant physiology, including pigmentation, flavour,
growth and reproduction. Furthermore, these molecules also provide resistance against
pathogens.™
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Figure 1 Proportion (percentage) of cases of blindness by major ocular
diseases. Courtesy of World Health Organization."! AMD, age-related
macular degeneration.

The common structural feature of the flavonoids is the
flavone nucleus (2-phenyl chromone or 2-phenyl benzopy-
rone), characterized by a C¢-C;-Cg carbon skeleton with the Cg
component being aromatic in nature (Figure 2). This basic
skeleton may contain numerous substituent groups: (1)
hydroxyl groups, generally present at the 4’, 5 and 7 positions;
(2) sugars, generally linked with the hydroxyl group positioned
at 7; and (3) methyl and isopentyl units. Hydroxyl groups and
sugars impart hydrophilicity, while methyl groups and isopen-
tyl units impart lipophilicity to the flavonoids. Until now, more
than 8000 polyphenolic compounds have been identified and
these flavonoids can be classified into different subclasses,
which include flavones, flavonols, flavanones, flavanols, antho-
cyanins and isoflavones (Figure 2, Table 1).

Flavonoids have gained prominence in the pharmaceutical
arena by virtue of their therapeutically beneficial properties.
Bioflavonoids possess antioxidant, anti-angiogenic or anti-
inflammatory activity and are also capable of reducing fluid
retention and strengthening capillary walls. Interestingly, the
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aetiology of most ocular diseases involves free-radical-
mediated oxidative damage, hypoxia, decreased blood supply
to ocular tissues and, in certain conditions, angiogenesis,
increased vascular permeability and leakage of vascular con-
tents.”® Thus, select bioflavonoids may be effective in the
prevention or treatment of ocular diseases (e.g. diabetic retin-
opathy, macular degeneration and cataract) that lead to vision
loss if left untreated.

This review summarizes different factors associated with
the initiation and progression of some of these conditions, the
potential therapeutic role of the flavonoids and ocular drug
delivery aspects.

Ocular diseases/disorders

The following section briefly describes the pathophysiology
of various ocular diseases and pathways that can be targeted
by the flavonoids.

Cataract

Multiple mechanisms have been proposed with respect to the
development of a cataractous lens such as non-enzymatic
glycation, oxidative stress and the polyol pathway.*'%
There is a body of evidence which suggests that H,O, and
hydroxyl radicals, the most reactive and damaging free radi-
cals, contribute to cataract formation. When compared with
normal eyes, significantly higher amounts of these free radi-
cals were found in the cataractous lens and in the aqueous
humour. Additionally, glutathione reductase activity was
found to be inversely proportional to the severity of cataract
formation.” In the case of the polyol pathway, when hyper-
glycaemia occurs, glucose is converted to sorbitol by aldose
reductase. The sorbitol thus produced does not cross cell
membranes easily and accumulates in the cells, causing a
disturbance in homoeostasis. Intralenticular accumulation of

Flavones
(2-phenylchromen-4-one)

Flavanols
(2-phenyl-3,4-dihydro-2H-chromen-3-ol)

Flavanones
(2,3-dihydro-2-phenylchromen-4-one)

Flavonols
(3-hydroxy-2-phenylchromen-4-one)

Figure 2 Basic chemical structures of different flavonoid classes.

Isoflavones
(2,3-dihydro-3-phenylchromen-4-one)
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Table 1 Major flavonoid classes: examples under each category with their substituent groups

Flavonoid class Example Substituent groups
3 5 7 3 4 5 Others

Flavones Apigenin H OH OH H OH H

Luteolin H OH OH OH OH H

Chrysin H OH OH H H H

Baicalein H OH OH H H H 6=0H

Nobiletin H OCH; OCH; OCH; OCH; H 6, 8 = OCHj3

Wogonin H OH OH H H H 8 = OCH;
Flavanols Epicatechin H OH OH OH OH H R=H

ECG H OH OH OH OH H R = Gallate

EGCG H OH OH OH OH OH R = Gallate
Flavanones Naringenin H OH OH H OH H

Naringin H OH O-Rha H OH H

Taxifolin OH OH OH OH OH H

Eriodictyol H OH OH OH OH H

Diosmin - OH O-Rha OH OCH; H

Hesperetin H OH OH OH OCH; H

Hesperidin H OH O-Rha OH OCH; H

Linarin - OH O-Rha H OCH; H

Isorhoifolin - OH O-Rha H OH H
Flavonols Kaempferol OH OH OH H OH H

Galangin OH OH OH H H H

Morin OH OH OH H OH H

Myricetin OH OH OH OH OH OH 2’=0H

Quercetin OH OH OH OH OH H

Fisetin OH H OH OH OH H

Quercetrin O-Rha OH OH OH OH H
Isoflavones Daidzein H H OH H OH H

Genistein H OH OH H OH H

Puerarin H H OH H OH H 8 = O-Glucosyl
Anthocyanidins Cyanidin OH OH OH OH OH H

Delphinidin OH OH OH OH OH OH

Malvidin OH OH OH OCH; OH OCHj3

Petunidin OH OH OH OH OH OCH;

ECG, epicatechin-3-gallate; ECGC, epigallocatechin-3-gallate; Rha, rhamnoglucose.

polyols has long been suggested to be a major factor in acute
models of sugar cataract.!"”

Diabetic retinopathy

Diabetes is considered to be the primary causative factor in the
development of diabetic retinopathy. The disease can be
broadly categorized into three stages: background diabetic
retinopathy, pre-proliferative diabetic retinopathy and pro-
liferative diabetic retinopathy. In the first stage of diabetic
retinopathy, hyperglycaemia initiates thickening of capillary
basement membrane and causes death of pericytes that support
the vessel wall. Following this, microaneurysms and vascular
leakage take place leading to blockage of retinal capillaries and
induction of local hypoxia. Subsequently, endothelial cells die
resulting in closure of capillaries and increased areas of non-
perfusion. Pre-proliferative diabetic retinopathy is identifiable
by the areas of increased retinal hypoxia and multiple haem-
orrhages because of loss of vascular patency. Increased areas of
non-perfusion stimulates the generation of angiogenic factors
leading to the formation of new blood vessels, a characteristic
feature of proliferative diabetic retinopathy. Subsequently
retinal detachment may take place, causing vision loss or

blindness. Hyperglycaemia and hypoxia are the two principal
factors in the initiation and progression of diabetic retinopathy.
Production of a variety of local agents in the ocular tissues,
such as vascular endothelial growth factor (VEGF), prostag-
landins, cyclooxygenase-2 (COX-2) and nitric oxide (NO), is
indicated in the process, all of which contribute to vascular
permeability and angiogenesis."'?!

Age-related macular degeneration

Age-related macular degeneration (AMD) is another leading
cause of vision impairment and blindness, especially in
western countries."*! The well-known risk factor for AMD is
age. Retinal tissues most affected in this disease are the pho-
toreceptors and the retinal pigmented epithelium (RPE).
There are two types of AMD: an atrophic form, which is
associated with pigmentary changes in the macula without
haemorrhage or scar formation, and disciform macular
degeneration, which is characterized by exudative mound
formation and sub and intraretinal haemorrhage. However,
leakage of plasma from small blood vessels in the macula
following breakdown of the blood-retinal barrier can lead to
macular oedema and can endanger vision. Besides age,
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macular pigmentary change, hypertension, smoking and
obesity are other risk factors. Importantly, in AMD, like in
diabetic macular oedema, free radicals and reactive oxygen
intermediates (ROI) are implicated in the initiation and pro-
gression of the disease.#'%

Glaucoma

Glaucoma is a complex disease that can damage the optic
nerve of the eye, leading to vision loss and blindness. It is
often called the ‘silent blinder’, since many people are incog-
nizant about the presence of the disease. It is prevalent in
almost all age groups; however, it most affects the elderly.
There are different types of glaucoma — the most common
ones are primary open-angle glaucoma (POAG) and primary
angle-closure glaucoma (PACG), normal tension glaucoma
and the less common types are congenital glaucoma and sec-
ondary open-angle glaucoma. Conventionally, POAG has
been characterized as a disease of elevated intra-ocular pres-
sure. However, recent scientific evidence suggests that both
vascular and biochemical factors are also involved. It is now
defined as group of ocular diseases that may cause changes in
the optic nerve head, visual field, or both.!'>!¢

Recent evidence also suggests that reactive oxygen species
(ROS) play a significant role in the pathogenesis of POAG.
Oxidative damage to the epithelial tissue regulating aqueous
humour outflow (i.e. the trabecular meshwork) is significantly
higher in glaucoma patients than in normotensive subjects.
Moreover, oxidative damage to the retinal cells and neuronal
cells of the optic nerve can also lead to POAG.""®!

In glaucoma patients, the average blood flow to various
ocular tissues, such as iris, choroid, retina and optic nerve, is
reduced. This reduction in blood flow is more noticeable in
normal tension glaucoma than in high-tension glaucoma.
Decreased ocular blood flow can lead to glaucomatous optic
neuropathy (GON).['"1"!

Dry eye syndrome

The international dry eye workshop in 2007 described dry eye
as a ‘multifactorial disease of the tears and ocular surface that
results in symptoms of discomfort, visual disturbance, and
tear film instability with potential damage to the ocular
surface. This syndrome is most prevalent among the elderly
and is accompanied by increased osmolarity of the tear film
and inflammation of the ocular surface’.”” It has been classi-
fied into aqueous tear deficient dry eye and evaporative dry
eye and there are additional subclasses under each category.

Dry eye is generally associated with inflammation of the
surface of the eye, the lachrymal gland or the conjunctiva
and any disease that changes the composition of tears. In dry
eye syndrome, whatever may be the initial cause, chronic
dryness of the surface of the eye leads to neurogenic inflam-
mation, subsequent to activation of T cells and release of
inflammatory cytokines into the lachrymal glands, tear fluid
and conjunctiva. In later stages, these inflammatory media-
tors may even cause gradual dysfunction and destruction of
the lachrymal glands and impairment of conjunctival epithe-
lium. Thus, lachrymal glands are deprived of normal trophic
stimulation required for regular maintenance. Once the
disease is initiated, inflammation becomes the key mecha-
nism of ocular surface injury. Recent evidence also suggests
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a role for oxidative stress in the primary initiating events that
lead to the corneal, conjunctival and lachrymal gland injury.
Thus, oxidative stress with associated inflammatory process
can trigger this disease state.”*"

Pharmacological actions of flavonoids

The following section briefly describes various pharmacologi-
cal activities of the bioflavonoids, which can be useful in the
prevention or treatment of different ocular diseases.

Antioxidant activity

A number of flavonoids have been documented as potential
antioxidants and include quercetin, apigenin, hesperidin, hes-
peretin, luteolin, epigallocatechin gallate, epicatechin gallate,
rutin, cyanidin, naringenin, myricetin, chrysin, eriodictyol
and kaempferol.”>?* These compounds exhibit their antioxi-
dant activity through different mechanisms.

By scavenging the free radicals directly

Because of their low redox potential (i.e. high reactivity of the
hydroxyl groups) flavonoids are able to reduce the highly
oxidizing free radicals (e.g. superoxide, peroxyl, alkoxyl and
hydroxyl), resulting in more stable, less reactive radicals.?*!

By inhibiting nitric oxide production
Nitric oxide (NO) is produced by several types of cells,
including endothelial cells and macrophages. The constitutive
production of NO is necessary to maintain the dilation of
blood vessels. However, inducible nitric oxide synthase
(iINOS) is responsible for the production of higher concentra-
tions of NO during oxidative damage. NO reacts with free
radicals and generates the highly reactive and damaging
peroxynitrite. Flavonoids, through their free radical scav-
enging properties, can prevent the generation of peroxyni-
trite.”! Moreover, the flavonoids appear to be capable of
inhibiting iNOS directly and thus decrease production of
NO.[25728|

By inhibiting certain enzymes

Flavonoids have been reported to inhibit the enzymes respon-
sible for the production of superoxide anions such as xanthine
oxidase and protein kinase C. Some flavonoids are also
capable of inhibiting cyclooxygenase, lipoxygenase, microso-
mal monooxygenase, glutathione S-transferase, mitochon-
drial succinoxidase and NADH oxidase, all involved in ROS
generation.”!

By chelating trace elements

Trace elements (e.g. free iron and copper) are potential
enhancers of ROS generation and also play an important role
in oxygen metabolism. Certain flavonoids are capable of
chelating these trace elements and thereby prevent the gen-
eration of ROS.™

Effect on ocular blood flow

A decrease in ocular blood flow can lead to diseases such as
glaucoma, diabetic retinopathy and macular degeneration.””
Literature suggests a significant effect of bioflavonoids on
ocular blood flow."*? In 1996, Liu et al. reported that
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hesperetin was able to increase the blood flow in the iris,
ciliary body and choroid."? Further investigations using
different flavonoids revealed that this activity is dependent
on the number of hydroxyl groups present in the flavones
and flavanones and on dihydrogenation of the flavone
molecules (Figure 2).2%¥33 Topical administration of the
flavonoids in rabbits suggested that flavonoids with two
hydroxyl groups (e.g. hesperidin and naringin) had very
little, or no, effect on blood flow, while those compounds
with three hydroxyl groups (e.g. hesperetin and naringenin)
exhibited highest activity with respect to increasing ocular
blood flow. With flavanones containing four hydroxyl groups
(e.g. rutin) a mixed effect was observed (i.e. blood flow
increased at some time points and decreased at other time
points). Interestingly, compounds with five hydroxyl groups,
e.g. quercetin, had a negative effect on ocular blood flow. A
significant improvement in ocular blood flow was also
attained when the flavones were dehydrogenated to the fla-
vanones. Additionally, compounds that increased blood flow
also caused a marked increase in retinal function recovery
following ischaemic insult.*'**

Ginkgo biloba extract (GBE), which contains approxi-
mately 25% flavone glycosides, was also found to increase
blood flow in the ophthalmic artery, in healthy humans, when
administered orally at a dose of 40 mg three times a day for
two days.”> No effect was observed on arterial blood pres-
sure, heart rate or intra-ocular pressure. However, Wimpiss-
inger et al. recently reported that a single administration of
240 mg GBE did not produce significant changes in the ocular
and systemic haemodynamic parameters compared with
placebo-treated group.™

In another study, administration of the food supplement
Mirtogenol (Mirtoselect and Picnogenol), which contains
anthocyanosides, to 38 asymptomatic subjects with intraocu-
lar hypertension resulted in a significant improvement in
ocular blood flow (central retinal, ophthalmic and posterior
ciliary arteries) and reduced the intra-ocular pressure.””!

Effect on oxidative damage to the retinal cells

The ability of the flavonoids to protect the retinal ganglion
cells (RGC) from oxidative stress-induced death, in vitro,
was investigated by Maher and Hanneken.*® Oxidative
stress was induced by three different methods: glutathione
depletion, t-butyl peroxide (~BOOH) treatment and H,O,
treatment. Some of the flavones (baicalein and luteolin),
flavonols  (3,6-dihydroxyflavone,  3,7-dihydroxyflavone,
galangin, fisetin and quercetin) and flavanones (eriodictyol)
were found to be effective in preventing retinal cell death
induced by the above three methods of oxidative stress. A
few others were effective against either two or one of the
oxidative stress induction methods. However, some fla-
vonoids (myricetin and epigallocatechin gallate (EGCGQG))
were completely ineffective. The differences in activity were
attributed to the ability of the flavonoids to induce the
biosynthesis of glutathione and to prevent the accumulation
of ROS.

In another in-vitro study by the same authors, ischaemia
was induced in the rat retinal ganglion cell line, RGC-5,
using iodoacetic acid (IAA), and the protective effect of
different flavonoids was investigated.” Several of the
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neuroprotective flavonoids (3,6 dihydroxyflavone, 3,7 dihy-
droxyflavone, galangin, baicalein, luteolin, fisetin, quercetin
and eriodictyol) were effective in preventing ischaemia-
induced cell death. Interestingly, the classical antioxidants
(vitamin E, vitamin C, trolox and resveratrol) demonstrated
weak protection against IAA-induced toxicity. Another
clinically significant observation made by the authors of
this study was that the flavonoids were effective even when
they were administered subsequent to the ischaemic insult to
the RGC. The neuroprotective function of the flavonoids, in
this study, was attributed to several mechanisms, such as
prevention of ROS accumulation, inhibition of calcium
influx and induction of the expression and activity of
phase-II detoxification proteins.

Hanneken et al. evaluated the ability of specific dietary
and synthetic flavonoids to protect ARPE-19 and human
RPE cells from oxidative stress-induced death in vitro.*
Oxidative stress was induced by treatment with t-BOOH or
H,0,. It was found that some of the flavonoids exhibited
good efficacy, high potency and low toxicity in RPE cells.
Dietary flavonoids with good efficacy include fisetin, luteo-
lin, quercetin, eriodictyol, baicalein, galangin and EGCG
and synthetic flavonoids include 3,6-dihydroxy flavonol, and
3,7-dihydroxy flavonol. Structure—activity studies revealed
that minor differences in the structures made a dramatic dif-
ference to the efficacy. For example, luteolin is very effec-
tive while apigenin is not and the only difference in their
structure is a single hydroxyl group in the B ring (Figure 2).
Additionally, it was observed that the effective flavonoids
were hydrophobic in nature and mostly belonged to the
flavone and flavonol class. Importantly, some of the fla-
vonoids tested (quercetin, fisetin, luteolin and eriodictyol)
were observed to be effective even after the RPE cells were
exposed to oxidative stress, but before cell death occurred.
The authors suggested that the flavonoids were probably
acting through the inhibition of ROS accumulation and
through induction of transcription factor Nrf2 (nuclear eryth-
roid 2 p45-related factor 2), and its downstream phase-2
gene, heme-oxygenase 1, in human RPE cells.*! Similar
mechanisms in the protection of the ARPE-19 cells by eri-
odictyol were suggested by Johnson er al.*!

Protection of retinal cells against oxidative stress and
ischaemia/reperfusion in vivo were reported for baicalein™”
and EGCG."** Also, pretreatment with GBE in drinking
water was able to protect the retinal ganglion cells in a rat
model of chronic glaucoma.” High levels of NO mediate
glutamate-induced neurotoxicity following interaction with
oxygen radicals. The flavonoid content of GBE was reported
to strongly inhibit NO free radicals. Thus GBE’s flavonoid
content can be effectively used for the treatment of
glaucoma.

The retinal neuroprotective effect of various flavonoids
studied to date, along with their effective and lethal concen-
trations, is summarized in Table 2.

Effect on angiogenesis and vascular leakage

Angiogenesis is the process of formation of new blood
vessels and is characterized by early degradation of the
extracellular matrix followed by migration and proliferation
of the endothelial cells and, finally, maturation of the new
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Table 2 The protective effect of various flavonoids on retinal cell lines against oxidative stress-induced cell death in terms of effective (EC50) and

lethal (LD50) concentrations

Flavonoid Common name ARPE-191* RPE15914! RGC-5™ RGC-50%
1
s EC50 (um) LD50 EC50 (um) LD50 EC50 (um) ECso (um)
— ) ()
t-BOOH H,0, t-BOOH H,0, IAA  Post-IAA  Glutamate t-BOOH
plus BSO

Flavone Apigenin No No <50 - - 15 No
Baicalein 14 No 84 8 21 >>100 35 8 3 10
Luteolin 14 9 104 2 3 >50 3.5 7.5 2 7

Flavonol Galangin 32 31 112 26 61 70 7.5 30 10 50
Fisetin 15 11 101 3 5 >50 8 17 15 10
Kaempferol No No ~50 ~50 No ~50 1 No
Quercetin 18 19 230 6 11 >50 14 24 17 18
Myricetin No No >50 >50 No >>50 No -

Isoflavone Genistein No No >>50 No No >50 100 No

Flavanone Naringenin No No >>50 No No >>50 No -
Eriodictyol 6 17 153 7 11 >100 20 34 5 25
Hesperetin 50 -

Flavanol Catechin No No >50 No No >>50 No -
Epicatechin No No >50 No No >>50 50 No
Epicatechin-3-gallate No No >50 22 30 >100 No -

Anthocyanidin ~ Cyanidin No No >100 No No >50 No

No, little or no efficacy up to 50 um; t-BOOH: tert-butyl hydroperoxide; H,O,, hydrogen peroxide; IAA, idoacetic acid; BSO, buthionine sulphoximine.

blood vessels. Several factors are associated with the
pathophysiology of angiogenesis (e.g. matrix metallopro-
teases (MMP-2 and MMP-9) and pro-angiogenic factors
expressed in response to local injury, ischaemia or inflam-
mation, such as hypoxia-inducible factor-1o (HIF-1¢), epi-
dermal growth factor (EGF), vascular endothelial growth
factor (VEGF), tumour necrosis factor-o (TNF-¢) and inter-
leukin (IL)-1, 6 and 8 and others.**”" The newly formed
blood vessels are leaky in nature and this hyperpermeability
causes interstitial oedema, which leads to physical compres-
sion of the capillaries resulting in a no-reflow phenomenon.
Retinal vascular hyperpermeability is observed in the later
stages of diabetic retinopathy and age-related macular
degeneration.® Thus, treatment with agents capable of
decreasing capillary hyperpermeability and inhibiting angio-
genesis is highly desired. Some flavonoids have been
reported to possess these properties.

The micronized purified flavonoid fraction (Daflon
500 mg) (MPFF) and its individual flavonoid components
(diosmin, hesperidin, linarin and isorhoifolin) were evaluated
for their anti-leakage effect in a hamster cheek-pouch model,
where hyperpermeability was induced by ischaemia—
reperfusion. The activity displayed by hesperidin, linarin and
isorhoifolin was similar to, or greater than, that of diosmin,
the major component (90%) of MPFE. MPFF activity was
greater than that of any single flavonoid, indicating synergetic
activity."® Furthermore, recently, it has been reported that
hesperidin (at concentrations of 10 and 100 uM) is capable of
inhibiting the expression of hypoxia-inducible factor-1c¢
(HIF-1¢) and inflammatory cytokine production in the human
mast cell line (HMC-1) in addition to inhibition of TNF-a.
HIF-1o is an important mediator of the inflammatory
response and one of the major transcriptional activators of

vascular endothelial growth factor (VEGF) gene expression,
playing a critical role in the process of angiogenesis.™”!

Zou and Chiou demonstrated the ability of apigenin to
inhibit the process of angiogenesis in vitro and in vivo.™
Apigenin inhibited the proliferation of human umbilical vein
endothelial cells (HUVECSs) and also choroidal endothelial
cells (CEQC), in vitro, through the degradation of HIF-1«
protein and inhibition of VEGF expression. Moreover, at
doses of 15 and 30 mg/kg (intraperitoneal administration),
apigenin exhibited a similar anti-angiogenic activity in a
laser-induced rat model of choroidal neovascularization
(CNV). In an in-vitro study, homoisoflavanone was also found
to inhibit CNV. It was demonstrated that this flavonoid inhib-
its expression of fibroblast growth factor (FGF-2), responsible
for the blood vessel growth in CNV, induced tube formation
and cell invasion of HUVECs.P!

Quercetin, abundantly found in red wine, grapes and other
fruits, also inhibited retinal and choroidal angiogenesis, in the
rhesus choroid-retina endothelial cell line, RF/6A. Quercetin
prevented endothelial cell proliferation, migration and tube
formation in a dose-dependent manner.”” Quercetin’s anti-
angiogenic activity was thought to be mediated through the
inhibition of MMP-2 activation.”” Other reports also
substantiate the anti-angiogenic activity of quercetin.?*%!
However, it has also been reported that one of the metabolites
of quercetin has an opposite effect. Quercetin and quercetin-
3’-glucuronide were found to inhibit the VEGF receptor-2 but
quercetin-3’-sulfate stimulated the VEGF receptor-2.%

EGCG, a catechin component of green tea, is another
potent inhibitor of angiogenesis. EGCG was reported to
inhibit angiogenesis by inhibiting HIF-1or protein expres-
sion® and, in turn, VEGF expression.””* Jung et al.
observed that treatment with EGCG (intraperitoneal
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administration) in nude mice decreased tumour growth,
microvessel density and tumour cell proliferation. However,
the authors reported that other tea catechins such as (—)-
epigallocatechin (EGC), (—)-epicatechin gallate (ECG) and
(-)-epicatechin (EC) were ineffective in vitro against Erk1/2
(extracellularly regulated kinase-1 and -2; important media-
tors in the up-regulation of VEGF expression) activation,
whereas EGCG inhibited Erkl/2 activation in a dose-
dependent manner.”” Several other flavonoids, such as
delphinidin,  silibinin,’"”  kaempferol,®  fisetin,® %
luteolin/®®®*! and chrysin,'**%! are also reported to be anti-
angiogenic.

Recently, the effect of the number of hydroxyl groups on
the B-ring (Figure 2) of the flavonoid nucleus on anti-
angiogenic properties has been investigated. Quercetin,
kaempferol, galagin and myrecitin were studied with regard to
angiogenesis and cell adhesion inhibition in HUVECs.
However, a correlation between the number of hydroxyl
groups and VEGF inhibitory potential could not be estab-
lished.!"

Anti-inflammatory activity

Some flavonoids have been reported to inhibit several
mediators that are activated in certain inflammatory condi-
tions, such as NO, prostanoids, leukotrienes, cytokines and
adhesion molecules. NO is produced from L-arginine by
three NOS enzymes: endothelial NOS (eNOS), neuronal
NOS (nNOS) and inducible NOS (iNOS). iNOS is respon-
sible for the production of larger amounts of NO for longer
durations. Prostanoids and luekotrienes are also involved in
inflammation. Prostaglandins and thromboxane A2 are pro-
duced by the cyclooxygenases (COX-1, COX-2 and COX-
3). Generally, COX-1 is expressed in most tissues (acting in
response to hormones and other stimuli) whereas COX-2 is
highly expressed in inflammatory cells. Leukotrienes are
generated by lipooxygenases (LOX) and 5- and 12-LOXs
are associated with the inflammatory processes. Moreover,
different cytokines are involved in inflammation and can
be pro-inflammatory (IL-1f8, IL-2, IL-6, interferon-y or
TNF-¢f) or anti-inflammatory (IL-10, TGF-f). Adhesion
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molecules also play a role in inflammation; blood vessel
endothelial cells characteristically respond to pro-
inflammatory stimuli and recruit leukocytes by selectively
expressing adhesion molecules on the surface, such as vas-
cular cell adhesion molecules (VCAM-1), intercellular adhe-
sion mole- cules (ICAM-1) and endothelial cell selectin
(E-selectin).! Flavonoids can act on multiple pathways in
the inflammation process (Table 3).

Baicalein has been reported to exert anti-inflammatory
effects.” In a study by Yang er al., treatment with baicalein
reduced the inflammatory process in a diabetic retinopathy rat
model.® This was evident from a decreased secretion of
inflammatory (IL-18 and IL-1f) or cytotoxic factors (TNF-q),
or both. In another study Nakamura et al. studied the anti-
inflammatory effects of baicalin, baicalein and wogonin on
ARPE-19 cell line."” It was found that baicalin did not sup-
press IL-1B-induced IL-6 and IL-8 production, but baicalein
and wogonin significantly suppressed IL-6 and IL-8 produc-
tion. In addition, nuclear factor-kappaB binding activity was
not suppressed by baicalin and baicalein, but was suppressed
by wogonin.

Naringin and naringenin were able to suppress uveitis in
rats induced by foot-pad injection of lipopolysaccharide.” To
see the effect of these two compounds, they were adminis-
tered intravenously (0.4, 4 and 40 ug/kg) at three different
time points, simultaneously, 30 min before and 30 min after
injection of the lipopolysaccharide. At the end of 24 h,
aqueous humour was collected and prostaglandin E2 and
nitric oxide were estimated. It was found that both compounds
decreased the levels of prostaglandin E2 and nitric oxide,
compared with a control group, in a dose-dependent manner.

Aldose reductase inhibitory activity

In diabetic patients, hyperglycaemia is also observed in the
aqueous humour. Sugars can passively diffuse into the lens
where aldose reductase converts glucose to sorbitol or galac-
tose to galactilol. These polyols, thus generated at high levels,
cannot diffuse out of the lens passively and either accumulate,
or are converted to fructose. Therefore an osmotic gradient
is generated, inducing diffusion of water into the lens.

Table 3 General mechanisms by which various flavonoids exert their anti-inflammatory activity

S. No. Target pathway Flavonoid
1 Inhibition of iNOS expression Quercetin'?”
Quercetin gallate!®
Baicalin, baicalein'®'
Hesperidin!**!
2 Inhibition of COX-2 expression Hesperidin!?*83
Quercetin, kaempferol, genistein, resveratrol'®!
3 Inhibition of COX-2 and iNOS expression Hesperidin!**)
Quercetin, galangin, apigenin, naringenin'®’!
Quercetin®®
4 Inhibition of VCAM-1 Hesperidin®”!
5 Inhibition of VCAM-1, ICAM-1, E-selectin Quercetin and kaempferol®®!
6 Inhibition of TNF-¢, IL-1p, IL-6 and IL-8 Fisetin, quercetin, rutin'®”!
7 TNF-¢ and IL-6 Myricetin!*"!

iNOS, inducible nitric oxide synthase; COX, cyclooxygenase; VCAM-1, vascular cell adhesion molecule-1; ICAM-1, intercellular adhesion
molecule-1; E-selectin, endothelial cell selectin; TNF-¢, tumour necrosis factor-¢; IL, interleukin.
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The resultant swelling and electrolyte imbalance leads to cata-
ract formation.!"*"!

Several flavonoids are reported to inhibit the enzyme
aldose reductase. Quercitrin is the most promising aldose
reductase inhibitor and is used as a positive control in many
studies. Additionally, a number of other flavonoids, including
luteolin, luteolin-7-b-glucoside, nepetin and its 7-glucoside,
nepitrin, kaempferol, kaempferol 3-O-glucuronic acid, eriod-
ictyol 7-O-glucuronide and hesperidin, were also found to be
effective.'®71]

A comprehensive tabulation of various published reports
investigating the potential benefits of different bioflavonoids,
particularly those dealing with ocular manifestations, is pre-
sented in Table 4.

Ocular drug delivery

From the above discussion it is apparent that flavonoids hold
immense potential in the prevention or treatment of several
sight-threatening eye diseases or disorders. However, drug
delivery to the ocular tissues is a challenging task.’” Drug
delivery to the target site can be attempted through topical,
periocular, intravitreal, systemic or oral routes of adminis-
tration depending on the physicochemical properties of the
molecule.

Topical application is the most favoured for ocular condi-
tions and involves application of solution, suspension or oint-
ment formulations into the cul-de-sac of the eye. The topical
route is mainly used to deliver drugs to the anterior segment of
the eye. However, several factors, such as formulation
(aqueous solubility and stability) and perme-ability/delivery
(precorneal drainage, corneal ultrastructure and drainage
through the conjunctival vasculature or nasolachrymal duct)
issues, limit bioavailability of the administered drug by this
route.”" Periocular administration is the more effective,
minimally invasive, route of drug administration for the
posterior segment of the eye and includes subconjunctival,
subtenon, retrobulbar, peribulbar and posterior juxtascleral
routes. The physical barriers associated with this route are the
sclera, choroid-Bruch’s membrane and RPE. Systemic or oral
administration is another option for delivering therapeutic
agents to the ocular tissues. However, this route is challenged
by several physiological barriers (blood—ocular barrier
(BOB), blood—retinal barrier (BRB)), and involves unneces-
sary systemic exposure to the drug. Intravitreal administra-
tion, which delivers the drug directly into the vitreous
humour, is very effective but is invasive in nature.

Physicochemical properties of drug molecules play a very
important role in determining ocular bioavailability follow-
ing topical application. In general there exists a parabolic
relationship between the oil-water partition coefficient and
corneal bioavailability.” Maximum corneal permeability
was observed for compounds with log octanol-water parti-
tion coefficient (logP) in the range of 2-3, for a series of
steroids tested." Thus, for efficient ocular tissue perme-
ation, compounds should be neither too lipophilic nor too
hydrophilic.”™ Among the different flavonoids tested, agly-
cones are more lipophilic than their corresponding conju-
gates. LogP was found to be highly variable within the
flavonoid subclass”™ and mostly range between —1.11 and
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3.22. While considering drug delivery aspects, solubility
issues are additional parameters encountered. Solubility of
the flavonoids depends to a large extent on the form in which
they are available; compounds with one or more sugar moi-
eties are more polar while the aglycones are less polar, with
the highly alkylated flavonoids being lipid soluble.® Besides
solubility and logP, the three-dimensional configuration, iso-
meric structure, number of ring substituents, interaction with
membrane influx and efflux transporters, molecular weight
and hydrogen bond donors/acceptors of the molecule are
other important determinants of ocular tissue diffusion of the
flavonoids.

To date, only a few studies have investigated delivery of
flavonoids to the eye. The following section briefly discusses
some of these reports.

A pH-responsive in-situ gelling system for puerarin was
developed by Wu et al. to improve the precorneal residence
time and thus bioavailability of the drug.”” Two polymers,
carbopol 980NF and HPMC E4M, were used to develop the
formulation. Based on gelling capability, pH, transparency,
viscosity and in-vitro release profiles, a formulation contain-
ing 0.1% (w/v) carbopol and 0.4% (w/v) HPMC E4M was
identified as an optimized formulation. Bioavailability from
this formulation, following topical application, was evaluated
in vivo in rabbits. Puerarin eye drops containing 4% PVP was
used as a control. The pH-triggered in-situ gelling formulation
yielded a 2.17-fold greater AUCy..4, than the aqueous solution.
The authors also evaluated the in-vitro permeability of
puerarin across the rabbit cornea and it was found that
an aqueous peurarin solution containing 5% hydroxypropyl
beta-cyclodextrin (HP-b-CD) exhibited a 2.5-fold higher
permeability than 4% PVP solution.

Based on the same concept of increasing precorneal
residence time of the drug, another thermosensitive and
mucoadhesive in-situ gelling system for puerarin was devel-
oped by Qi er al.”™ Using a two-factor, five-level central com-
posite design, a formulation containing 21% (w/v) poloxamer
P407 and 5% (w/v) poloxamer P188 (F1) was considered to
be ideal. The formulation exhibited a gelation temperature of
34.8°C on dilution with artificial tear fluid. To improve the
mucoadhesive properties of the above formulation, 0.1%
(w/v) (F2) and 0.2% (w/v) (F3) carbopol 1342P NF was
incorporated. These formulations were evaluated in vivo in
rabbits, in addition to other control formulations like aqueous
solution of the drug in HP-b-CD (F4) and in 0.2% carbopol
1342 NF (F5). The concentration of puerarin in tear fluids and
intra-ocular pressure-lowering effect of the drug were evalu-
ated. The AUC of the drug in tears was 4.43 and 5.26 times
higher for F2 and F3, respectively, compared with F4. All the
formulations were observed to decrease the intra-ocular pres-
sure (a maximum drop of about 4-5 mmHg); however, the
effect of F2 and F3 lasted for 24 h compared with 8 h with F4
and 8-24 h for F1 and F5.

Zhang et al. studied the pharmacokinetics of topically
applied baicalein in rabbits.”” Two formulations of 1% (w/v)
baicalein were tested; drug suspension and solution in 10%
HP-B-CD. Drug concentrations in aqueous humour and
cornea were determined at 5, 10, 20, 30, 45, 60, 90 and
120 min post dosing. Baicalein-HP-b-CD demonstrated a 2.1-
fold higher bioavailability than the suspension formulation.



959

Soumyajit Majumdar and Ramesh Srirangam

Bioflavonoids in ocular disorders

(ponunuo))

uorsnjrador/eruoeyost
PUE SSAIIS QAIIBPIXO WOIJ SUOINAU [eunal 0 uondaoid papraoid HHHF
901 aAnd9j01d
© JunseS3ns ‘uoneIpelr AN I9Je AJANOR [[90 PUR JUNOD [[2D Y} PAseaIdul HDHOF
Ayanoe pue uoissardxo
3SBYIUAS 9pIX0 JIIu [euoinau Sunenuane £q Ajqeqoid 9,01 Aerewrxoidde
AQ I WoIj yIeap [[29 UOI3ueS [eurial pasealdsp juauneanaid HHHyg

S[190 ¢-gHTH UT SO%H Aq pasned yjeap [[o0 jsurede pajojord HHOH

BUNRI AY) 0] J[NSul paonput Y31 Jo $3109JJ9 aanedau passaiddns HHOF
S[1eo [erpeyide sua uewny

PaINI[No JO uonBIpLLI A() 1) AJI[IQRIA [[90 PUB JUNOD [[2D Y} Pasearoul DHOH
¢-X0D Jo

uorssardxa pue ‘uoneande JYJVIA ‘uononpoid (O paonpur-yA () pqIyur HHOH

surajordodiy [eunar jo a3ewep Yy passarddns uryoare)
uruoSom Aq
pessarddns sem yorym ‘Ayranoe Surpulq geddey-qN ssexddns jou pip uropesreq
pue urfesreq ‘uononpoid g-1 pue 9-1 pessairddns Apueoyusis ‘uruoSom pue
‘uroresreq nq ‘uononpoid g- pue 9-J padnpur ‘1-[ ssaiddns jou pip ureoreg
K1AT)oR JUBpIXOTIUE
Jo sue) ur HOHNHF 0) JUIMAINb 9q 0) punoj sem uredreq ‘saIpnys uoneprxorod
pidiy uy “1ouuEw Juepuadop 9sOp B U S[[90 G-DO)Y UO [EMBIPYIIM WNISS pue
aprxorad uaSoipAy Y31 Jo ynsur aaneSau ay) pajenuane Apueoyrudis uredreg
paloagjeun sem I £q pasned
SYNYw g-osedsed pue ¢-osedsed ur asea1our ay) I10Admoy ¢(Y]) uorsnjradax
JeTIIORYOST AQ POONPUI $109JJ9 Y JO ISOW PAYIQIYUI A[[eonsne)s uljesreq
SBUT)oI O1JOqRIp UI SSO[ U0INnau pue Ajreuriouqe
Ie[noseA PAYIQIYUI PUe ‘UonNoUNJsAp [0 IO[[NJAl PUB UONBANOR [BI[SOIOTW
Kq pazeioeIeyd ‘sosse001d ATojewtueyUI JIGIYUL O} 9[qe Sem JUouIjeaI) ure[edreq
uorsuadsns urapeoreq ured yim paredwod towny
snoanbe ayy ur ApIqe[reaeorq Jouadns payqIUxa uonNn[os qO-g-dH:uR[eIrRg

QUIT [[99 ¢-DDY pue siey
QUIL [ 61-HddV

I 2y} 210J2q SjeI
IRISIA\ O[ew) Ut uonod(ur reruojradenuy

(g-dd'TH) S[19d [erpayiide sud| uewng
Kep/3y/3w (o ‘s1el Ul uonensIUIWpeE [BI0
s[[9o [erPyItds sus| urwiny paimn))

outl 1199 61-3dAY

(Uou0d WU §) SAIBUATOWOY [BUNAT QUIIOJ

QUIT [[99 61-AdIV

(Wrl 01-1°0)
Ul (6-DD¥Y) §-[199 UoIFuES [eunay

SJeI Ul eunaI oy}

0} J[NSUT JTWABYDST I3)je pue 210jaq Isn
uonensurwpe (/8w ¢g1) resuojradenuy

[9pou JeI PAdNpUI SAJAQRIP
B ul (Aep/3y/3w ()G1) uonensmuIwupe eI

syqqex ur (A/m 9,1) uonensurwpe [eordoy,

[p¢/PUNIAI UO 109JJ9 9ANOI0I]
(96181199 [eI[aYIIdo
JuowSid [euIial UO 193] 2A11)0I]

ce1dl1 SUIMO[OF S[[20
uor[Sue3 [BUIAI UO J09JJ 2A1II)0I]
E_Emoumonm paonpur ssamns
QATIBPIXO ISUTESE 109JJ9 A1I)0IJ
| vaommﬁmﬁ 10ydodar0joyd
paonput 1y31| uo 109Jj9 Junenuany
5651192 [e1[PyIIda sud| uewny
POJRIPELIT A[] UO JO91J9 9A130)0I]
[pPSRwep
PaonpuI-YA () UO JO9J 9AT}O)0I]
12/A1O1X0) [RUNAI padnpul
ojewre)n(S jsurede J005J0 9A10)0IJ

1go/A1TANOR I0TRWWRUI-NUY

12199
[euI}21 3y} 0 J[NSUI JANBPIXO pue
OIWABYDST JSUTESE J09JJO IANUAAIJ

JUOTIRWIUIRJUT UO JO9JJH
6/ APTS
KN[IQR[IRABOLQ PUB OIOUIOJRULIRYJ

(89!

(5003
Jreqes uryoyeooresidg
Je[es
uryodredo[esidg-(—)

unydle)

uruosSom
pue UIo[edIRq ‘UredTRg

urpedreq

uroesTeyg
(urprarew
pue urprunjod

dev ‘atoydorony utosnjodiy oy £q S[[90 HJY Ut pajentur aulf (o2 ‘utprue£o ‘urprurydiop)

sassaoo1d aaneprxoojoyd Surssarddns £q syueprxonue se 9AIS UBD SUIUBAIOYIUY (61-9dY¥V) ereyide juswSid [eunar uewny (1619213 uBpIXONUY surueAooyjuy
(e BW T PUE
71 Jo suonensiurwpe [elo oidnnuw pue
UOISTA JYSIU UO J991J JUBIYIUSISUI PBY ABD B 9JIM] SOPISOUBAIOUIUR [13W 9 Pue $Z ‘7] JO suonensIUIUpE

Jo (w g pue 1) suonensmuiwpe [elo [dnnw pue (Sw 9¢—g[) d3uIg [BI0 9[SUIS {SIAQIUN[OA [BULIOU SUNOX UOISIA JYSIU U0 1939 sapisouekooyuy
uonensurwpe ‘d'1 pue ‘A'T 3UIMO[[0] SULIOJ uonensIurupe

10BIUT UT SANSST) JR[NO0 UT PANQLISIP PUB PAqIOSqe 2I0M SUTUBAIOTUE JUBLINOYOR[ -d'1 pue "A'T ‘[eI0 Sjel pue sjqqey] 10g/ATIQR[IBABOIG TR[NOQ) surue£ooyuy

3sop/uoneNSIuImpe
DUIIYU] JO dInoa/pasn [Ppour Jo 3dA]J, Apmys jo adA], prouoAef

SI9PIOSIP IO SASBISIP Je[Nd0 JO juawijeal) Jo ﬁOEGO\VOHQ 9} Ul SPIOUOARPOIQ JUSISJJIP JO asn ~.Nﬂ:®aom Y wﬁﬁﬁwﬂm®>ﬁﬁ 9Jep 0] INO PALLIBD SAIPN)S SNOLIBA JO MITAJL ®>Mmﬁ®£®HQEOU ¥ 9|qeL



951-965

62:

’

Journal of Pharmacy and Pharmacology 2010

960

199JJ9 JUBOYIUSIS B MOYS Jou PIp W ¢°() pue
Sw $¢("( "UONEISUITP [EUT)T JTWBYDST PAONPUI dY) WOIJ SALd oY) pajodjoxd
pue uone[Kioydsoyd aursoiA} ur asearour ay) pAIqIyur (SW 4'¢) U)SIUALD)
peap onoydode juenbasqns pue uoniqyur Yymoi3 pasned WiT ()G ‘uonerajrjord
[199 payquyur w o “sisodode paonpur pue ImMOIS [[00 HJY PAANQIYUI UIISIUSL
Ayjedounar onoqeIp JO [opowW [BWIUR UB UI dFeyed[
Ie[noseA [eUr)ol padnpal A[JuedyIuSIs ure)siuos Jo uonensmuIupe [elo droIy)
Juopuadop uonENUAIUOD sem AJANDY ‘PAIIQIYUI Sem
uorssa1dxa JOHA pue [-JIH P oao-eIxodAy ‘uraisiuas yim juauneanaid 101y
Jouuew juapuadap-asop
® Ul ‘UOTJBZLIB[NOSEAOSU [BUNAI JO JuawdO[oAdp 9y UT PABIIPUI “10JIB]
IMoI3 1Se[qOIqY OIseq JO uoIssaIdXa Ay} paonpal urd)sIuad Yim juauleanald
JouuewW JUIPUIdOp-9SOp B UI ‘UONBZLIE[NOSEAOU [BUNAI JO Judwdo[odp
oY} U pajedIpur ‘g-J JO uoIssaIdxo oY) poonpar urasIues YIIm JuouneonaId
uorssar3oxd
Kefop pIp Inq ‘UonEWLIO JoeIeIed juorald A[e1o[dwod 0) 9[qe JoU SeAM UIQISIUD)
S[[99 ¢g-THH Ul A)1ANOR JuepIxonue PAJIqIYXd OS[e UI)SIUIn)
“IouURW JUIPUAdOp-9sOp B UI AJIAIOR 9SBIONPAI 9SOP[E PAYIGIYUI UIA)STUID)

ur[odN| pue urdlsIues Aq POMO[[0) 199JJ0 1SAZUOMNS Y} PAIQIYXI UNISL]
SSOI)S QATIEPIXO PAONPUI-A )
ur VA pue geddey-gN Suneanoe Aq A)1anoe o1uagoreied-nue pajiqIyxe unashy
Kmfur
JTWARYDST WOIJ BUNAI Y} P33odjoid APuadyje 19/ qOH JoSuaArdS [BIIpeT 931]
UI[0JIXe] < uIjodIn| < unadronb < [oA1o1poro
JO IOpIO Ay} UI 9q 0) PUNOJ sem KJIANOE JUEPIXONUY
uonooId wiey-1I0ys i uey) Jojeard Apueoyrudis sem uonodoord
wId)-3u0] paonpul [0AIDIPOLIF "SSAIS JANEPIXO Jsurede g4y Sunoojoid ur o[o1
jueoyrudis e Aefd surejord asayy, ‘[-(OON) 2seionpaloprxo suoumnb pue [-(OH)
9seuagAx0-oway ‘surajold g-oseyd pue gJIN 99npurl 0] QR SeM [0AIDIPOLI
saryedounar
aAneIoordosea I9Y10 JO Juaunear) Ay} Ul [nJasn aq Aew pue (AND)
UONBZIIB[NOSEAOU [EPIOIOYD JO J0JIqIYUI Judjod € 9q 0) punoj sem uronsa(g
3y/Sw O] JO 9SOP Y} IOJ SSAUIANIIJJO WNWIXBW YIIM SISOP
€ [[® e S[edIpel 921J [AX0IPAY JO S[AJ] Pasea1ddp Apueoyrusis pue 3y/Sw (0|
Je A[UO XOpUul 9YO0IIS JO ISBAIOUI AY) PasiaAal Apuedoyrusis Jw oOg uopge
QATIRJJ0 9q
0) punoj arom (unoouAw pue are[[es uryooresoreside ‘uryoareooresido) Suu-)
JNEWOIRUOU PUB W)SAS Sull-g [o[[e3oIAd & Sururejuod sjueprxornue srjouayd

sisojdode
10ydada10joyd 9ATIEPIXO PIdNPUI-INS Y} pajenua)e uondsfur snjoq [3urs y

[juonensiunwpe eruojLadenuy

BUNQI JBl oY) ul Amnfur Y[ JO [OPOA
[-dd¥

‘Quip (190 TerRyida juswdid [eunar jey
wmiqyy pe

ooy yurm /3w OO¢ pue OGT ‘SIer duaqer(
tsorzon (AT 00T

pue 001 ‘0S) AUl [[99 61-AdYV

toon1(NTT 00T

puE 001 “0S ‘0T 01) AUl [19 G[-AdAY
(wrf 00T ‘001

‘0$) urf [[99 g -erayiida JuowSid feunay
(3y/8w ) syed Qew J[Npe Ul s)orIRIRd

PaonpuI-3s0joe[e3 AIBIAIp JO [OpOW [BWIUY

(€d-a'TH) 2ur] [[99 [erpayido uewngy
[wy/3u | pue ¢'() ‘PIOUOAR] SUIUIRIUOD
uors[nuoor jo uonedrdde [eordog,

QUIT [[99 +0/10VYS
AT3Y/5W 00T
‘RUT)AI 18D UI padnpul Amnfur orweryds|

S[[25 [eunalI paImn)

Qul[ [[99 61-Hd IV

(A1
1 1/wn 1°0) ‘Ayredouror Jo [opow aSNOJN
uoIsn[I20
pnoIed 1J9[ 210Joq SABp 9 10J ‘3
/3w G pue 00 ‘00C “AInfur ¥ yim [1q100
(30910
PIMOYS S0P T [) SIQQRI JAISU)OULIOU
Ul SPIOUOAR]J JO UOTRIISTUTWPE SNOUSARIIU]
Areaniaenur pajaafur sem (A[oanoadsax
IQUIBYD SNOAMIA UT WIT G pue
001) DDOF pue opissnidonu wnIpos
JO UONBUIQUIOD © JO [17 G ‘STl IRISIA\

orAyredounaioania
aanerajijold uo 1039

oniqesurad
Te[NOSEA [RUNAI UO 109)JH

co1/UONBZLIB[NOSBAOU
[RUNAI U0 199JJ9 AATIOAN0IJ

JJoRIRIED UO 1091
tso AMADOR

£1071qIyuI 95RIONPAI ASOP[Y
zo]UOLEZLIE[NOSEAOSU

[PAWI0D UO 103JJ]

1ss1SI™
[erPYIdo SUS] UO 1991J9 JUBPIXONUY

[vor

[zonAIMLUL [BUNSI U0 1931J3 9A1I09101]

HonAATIOR JUBpIXONUY

[p1SI99
AdY U0 199330 2An0)01d wIIe)-3uoT

HooreerAdIEdounar Ul 199139 9A109101d
[0g BTWISRYDST UL UOTIOR SATIO0I]

86199039 SULIDMOT JOT

(16UONBISUSZp [eUnAI
PIONPUI-UONIEPIXO Jsurede uorooid

UrQ)SIuan)
UI[o9IN| ‘UIAISIuas ‘UNASL]
unoesty

(192 953)
JoBIX3 BQO[Iq 0IYUID)

urjojIxe) pue unadionb
‘urjon| ‘foA3o1porrg

[oA1potrg

urensaq

(urpuradsay pue
uIwsoIp) Sw 0Q§ uoped

ERLIERE) L1y |

Jsop/uoneIjsuIuIpe
JO 9noa/pasn Ppowr Jo 3dAT,

Apmjs Jo adAj,

prouoAe[y

(ponunuo)) g s|qey



961

Soumyajit Majumdar and Ramesh Srirangam

Bioflavonoids in ocular disorders

-assaxd

Ie[noo-enur ‘JOI S[[9d [BI[YIOPUd UIdA [BDI[IquN Uewny ‘SOFANH ‘oseury urajord pajeanoe uafoiuw VA geddey-100ey resfonu ‘geddey-qN ‘urynopojur -y ‘feouojuradenur d'1 ‘snouaaenur “A'T

(S[re3op 103 1X0) 99s) paIpnIs
sem A)1Anoe £1031QIYUI 9SBIONPAI 9SOP[E PUE dINoNNs oY) udamiaq diysuoneoy
(s[re1ap I0J 1X9) 9y} I9JoI) PAJEPION[d SeM J[NSUT OTWIRYIST
SuIMO[[0] UONOUNJ [BUIAI UO SPIOUOAR] SNOLIBA Jo diysuone[ar AJIANoe—aInjonng
(srejop J10j 1x9) Y} JoJaI) PAJEPION[d Sem MO[ POO[q JB[NJ0 dY) ASBAIOUT
0) SPIOUOAB SNOLIEA JO AJTATIOR 0} 3oadsar yym drysuonefar A)anoe—arnonns
QATIORYJ
SSOT YonuI 919M PIOE JTuaS0IO[Yd pue Uryodedrdo(+) Searoym ) nsul SAIEPIXO
0) Jouid unaorenb yym pajean-aid sem sud| ay) uaym Jo ‘aprxorad uaSoipAy
M I10U50) WINIPIW 2INI[NO A} UI PAIBGNOUT USYM JATIOR SEM UIdIIINQ)
uoneoyroedo SUS[ pue Xngul wnId[ed pue wnipos (W' OOg)
paonpuI-{Qty panquyut (Wrf O1) yoq unadianb [Ayow-0-,¢ pue unedrand)
W7 68°06 JO OSA'T UB WIM SOFTH 03 A1X0) sem
uned1onb ‘suonenuasuod 1YY 18 10AdMOH “(A/A %]) OSINA JO $1991J9 O1X0)
) pasIaAdl pue sOHTH Pa3vatold ‘(Wi [°()) UOBIUIOUOD MO] B JB ‘UI9dIaNn()
Kyanoe unf-o
/SINS JO uUonIqIyuI oY) BIA ‘UONBULIOJ JORILIED UI 901 JUBDYIUSIS B SBY [YoIym
‘1-2d£) uage[[05 JO 2sBAIDAP PAONPUI-COTH PUR -A (] B YIOq PAIGIYUI unadIang)
JouuewW JUIPUIdOp-9SOp B UL 04714 Ul DUIISIUIS
Ie[n[[oo pue oSewep dANEPIX0 WOoIJ S[[9d ¥ 109301d 031 o[qe sem uredIanf)
sown
SNOLIBA & MO[J POO[q [EPIOIOYD JO ISBAIOUL Pajrewl pamoys ‘(HOHDHD-
s paymnsqnsip urrerond) g 1dooxe ‘SOANRALIOP S)I [[e pue uLIeIong
(eydre1-4IH pue ADHA) $103oe} sisauagorue jo
uorssaidxa oy Sunendar Aq ‘syer ur 109139 2A1199101d JuBOYIUSIS $1IOX uLIRIANg
Ky1anoe ay) pajensuowdap (‘A1) asop /31 O Aemonted ‘uorssaidxa
ON Pue zgnd Suissaiddns £q Kyanoe AJojewwepgul-nue pAIQIYX Yog
K)101%0)
paonpur Y31y anjq jsureSe oAnde A[100d sem [01oJdUIORY PUB QATIOIFAUT SEM
unaoxanb nq Ayrorxoy paonpur (urosnjodi jo aroydoiony Jofew e) g7y Isurede
uonodjold 9,001 Arerewrxordde pojiqiyxe [oreydwory pue unadIonb ‘UNAOLIAA

mop poolq Ie[noo Suraoxdwr pue JOI Surjjonuod £q ewoone[3 onewojdwAs
Surdo[oAap Jo YSH Y} ULIOMO] J0J [NJISn ST [OUITOMITW [IIM JUSUWIBAIL],

oapa ul ‘SOHANH

JO UONRISTW [[90 PUE UOTIBWLIOJ 9qN) PAYIqIYUT A[9ATIOQ]JO QUOUBABJOSIOWOH
-a3eyea[ Areqjides pue AND poonpal AJuedyrusIs dUOUBABHOSIOWOH

eunar 1deoxa sanssn) 242 [[& UT MO[J POO[q JB[NOO paseaoul unaradsoy

Hd¥-proioyds
pUE BIJ[OS ‘BOUIOD OYI[ SANSST) Ie[noo ssorde Suneaurrad jo o[qedes st urprradso

ey

uonensturwpe [eordo) j1qqey

(ocy[PPOW PAIM[NO ULSIO SUI[ 1Y

SUQ[ 18y

SUI[ 19 H'TH

aury [0
(ITH) Tereyide suap uewny paminy

S[[29 g4y Uewny parmyny)

uoneorjdde 1eordo) ‘syey
syey

UOENSTUTWPE "A'T ‘STey

QuI[ [[99 [eUI}I dUIAOE
SyIuOW XIS I0J UOTJEeISIUrpe
[e10 ‘uorsudadAy renooenur

ynm s0lqns uewny onewoydwAsy
SOHANH
UONENSTUTWPE SNOUSABIUT ‘AN Ponpur

-uone[n3eooojoyd-19se[ JO [opow ASNOJA
QUOARJOSIOWOH (UOTINOS A/M

%1 Jo 111 05) uoneordde [eordo) “siqqey

SONSST) IB[NOO JIqqel PAYR[OST

[1e1 _\ﬁgﬁuw
K10)1qIyuI 9SBIONPAI ISOP[Y

[peee/ATOA0DDI UONOUNY [RUNDY

(ee1c0ei MO POOIq 1EMO0

l111OBIRIRD UL 1JaUdq onnaderay],

joRIRIRD UL JYauaq onnaderayy,

[}OBIRIRD Ul 1yausq onnaderay],
for1]SS2NS
QATIEPIXO JSUTESE UOTOR 2ATION0I]

(1O POO[q [eunay
pryAyredounar
o12QRIp JSUIESe 103JJ0 2ATII0I]

louSPIRAN

teniSIe2
[eunaI jsureSe 109JJ0 9ANOAN0I

[gzjuorsualadAy renoo-enur
puE MOJj POO[q Je[NJ0 U0 JOJH

gAND U0 1001J0 K1oyqryuy

(g0l POO[q TB[NOO

?w_GOﬁNQE.ﬂuQ Je[ndosuer],

SPIOUOAR]

unadIang)

ureong

uruoSuLIBU pue UISULIEN

[oxaydwaey
‘unedronb ‘uneoukN

[ouaSouIN

QUOUBAB[JOSIOWOH

urpudsoy



962

The distribution of blackcurrant anthocyanins (BAC) in
the ocular tissues following oral (100 mg/kg, rats), intraperi-
toneal (108 mg/kg, rats) and intravenous (20 mg/kg, rabbits)
administration was investigated by Matsumoto et al. to evalu-
ate the barrier characteristics of the BOB and BRB.™ Con-
centration of all four anthocyanins (delphidin-3-rutinoside,
delphidin-3-glucoside, cyanidin-3-rutinoside and cyanidin-3-
glucoside) were determined in different ocular tissues and
summed together. Following oral administration in rats, intact
BACs were detected in the plasma and in the eye; however,
the concentrations in the eye were very low. Interestingly,
when these BACs were administered orally in rabbits (authors
did not mention the dose), detectable levels were not observed
even in plasma, suggesting poor absorption of anthocyanins in
rabbits. Comparing the plasma AUCs of BACs in rats follow-
ing oral (2.56 ugh/ml) and intraperitoneal (12.3 ug h/ml)
administration, it can be speculated that oral bioavailability of
BACs is low even in rats. Following intraperitoneal adminis-
tration, detectable BAC levels were observed in all the ocular
tissues tested and levels were in the following order 1 h after
drug administration: sclera with choroid > cornea > ciliary
body with iris > retina > aqueous humour > vitreous > lens.
However, at the 24 h time point, BAC levels were not detect-
able in any of the tissues, indicating that anthocyanins were
rapidly eliminated from the eye. Following intravenous
administration in rabbits, the AUC in various ocular tissues
were in the following order: choroid > sclera > ciliary
body > cornea > aqueous
humour > iris > retina > vitreous > lens. The elimination half-
life of the drug was in the range 1.4-1.8 h, explaining the
absence of drug levels in the ocular tissues at 24 h after
intraperitoneal administration. Overall, the results, taken
together, suggest that BACs exhibit low oral bioavail- ability
but are capable of permeating across the BOB and BRB to
reach the inner ocular tissues following intravenous or intra-
peritoneal administration. Other reports also support the
observation that following oral administration, the bioavail-
ability is limited and mainly the respective phase-II metabo-
lites (e.g. sulfate, glucuronide conjugates) of the flavonoids
are principally observed in the systemic circulation.®-%!

In a recent study, we investigated in-vitro permeability of
hesperidin across various rabbit isolated ocular tissues.™!
Hesperidin appeared to be fairly permeable across the cornea,
sclera, and sclera with choroid-RPE. Expectedly, its perme-
ability across the sclera was much higher, almost 10-fold,
compared with the cornea and sclera with choroid-RPE.

Conclusions

In summary, it is apparent that the flavonoids are capable of
acting on various mechanisms or aetiological factors respon-
sible for the development of different sight-threatening ocular
diseases. Oral bioavailability of the flavonoids, however, is
limited by poor intrinsic transmembrane diffusion character-
istics, poor solubility and intestinal and hepatic metabolism.
The activity of the flavonoid metabolites has not been prop-
erly evaluated as yet. From a drug delivery perspective, ocular
bioavailability depends on the physicochemical and biophar-
maceutical characteristics of the selected flavonoids and very
importantly the route of administration. When administered

Journal of Pharmacy and Pharmacology 2010; 62: 951-965

by the oral route, diffusion of the hydrophilic metabolites (the
parent compounds undergo rapid hepatic metabolism) from
the plasma into the neural retina will be severely restricted by
the inner and outer blood-retinal barriers. Thus, whereas oral
administration may demonstrate some pharmacological activ-
ity in the outer sections of the posterior ocular segment, pro-
tection of the retinal ganglionic cells in vivo may be limited by
this delivery route. Systemic or local administration of these
agents may yield much higher and effective concentrations of
the parent bioflavonoids in the ocular tissues and at much
lower doses.
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