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Abstract

Tumor angiogenesis is the proliferation of a network of blood
vessels that penetrates into cancerous growths, supplying
nutrients and oxygen and removing waste products. The
process of angiogenesis plays an important role in many
physiological and pathological conditions. Solid tumors
depend on angiogenesis for growth and metastasis in a
hostile environment. In the prevascular phase, the tumor is
rarely larger than 2to 3 mm?® and may contain a million or
more cells. Up to this size, tumor cells can obtain the
necessary oxygen and nutrient supplies required for growth
and survival by simple passive diffusion. The properties of
tumors to release and induce several angiogenic and anti-
angiogenic factors which play crucial roles in regulating
endothelial cell (EC) proliferation, migration, apoptosis or
survival, cell-cell and cell-matrix adhesion through different
intracellular signaling are thought to be the essential
mechanisms during tumor-induced angiogenesis. Tumor
angiogenesis actually starts with tumor cells releasing
molecules that send signals to surrounding normal host
tissue. This signaling activates certain genes in the host
tissue that, in turn, make proteins to encourage growth of
new blood vessels. In this review, we focus the mechanisms
of tumor-induced angiogenesis, with an emphasis on the
regulatory role of several angiogenic and anti-angiogenic
agents during the angiogenic process in tumors. Advances
in understanding the mechanisms of tumor angiogenesis
have led to the development of several most effective anti-
angiogenic and anti-metastatic therapeutic agents and also
have provided several techniques for the regulation of
cancer’s angiogenic switch. The suggestion is made that
standard cytotoxic chemotherapy and angiogenesisinhibitors
used in combination may produce complementary
therapeutic benefits in the treatment of cancer.
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MECHANISM OF ANGIOGENESIS

Angiogenesis is a complex multi-step process involving
extensive interplay between cells, soluble factors, and
extracellular matrix (ECM) components. Four distinct
sequential steps in angiogenesis include: (1) degradation of
basement membrane by proteases; (2) migration of endothelial
cells (ECs) into the interstitial space and sprouting; (3) ECs

proliferation at the migrating tip; (4) lumen formation,
generation of new basement membrane with the recruitment
of pericyte, formation of anastomoses and finally blood flow!™.
The angiogenic response in the microvasculature is associated
with changesin cellular adhesive interactions between adjacent
ECs, pericytes and surrounding ECM. In the process of active
neovascularization, activated ECs reorganize their
cytoskeleton, express cell surface adhesion molecules such as
integrins and selectins, secrete proteolytic enzymes, and
remodel their adjacent ECM. These events are followed by
the formation of capillary buds. Autocrine and/or paracrine
angiogenic factors must be present to induce EC migration,
proliferation, elongation, orientation and differentiation leading
to the re-establishment of the basement membrane, lumen
formation and anastomosi swith other new or pre-existing vessels,
eventudly leading to the formation of intact microvessels.

CANCER”S ANGIOGENIC SWITCH

Angiogenic phenotype serves the development of malignant
tumor at multiple stages. Tumor cells may overexpressone or
more of the positive regulators of angiogenesis, may mobilize
an angiogenic protein from the ECM, may recruit host cells
such as macrophages (which produce their own angiogenic
proteins), or may engage in a combination of these processes.
Tumor angiogenesisis mediated by tumor-secreted angiogenic
growth factors that interact with their surface receptors
expressed on ECs. The most commonly found angiogenic
growth factors such as VEGF and bFGF, when encounter ECs,
they bind to the tyrosine kinase receptors on ECs membrane.
Binding leads to dimerization of the receptors and activation of
autophosphorylation of tyrosines on the receptor surface and
thereby initiates the several signaling proteins (including PI3-
kinase, Src, Grb2/m-SOS-1 (a nucleotide exchange factor for
Ras) and signal transducers and activators of transcriptions
(STATSs) each of which contains src-homology-2 (SH-2)
domaing?. Binding of the SH-2 regions of these proteinsto the
phosphotyrosines on the receptor tyrosine kinases (RTKs)
activates several pathwaysthat are crucia for triggering the cell
cyclemachinery. Themost well studied pathway passesthrough
the GTP-binding protein Rasand activates the mitogen activated
protein kinase (MAPK) cascade and subsequently transcription
factorsin the nucleus?. Up-regulation of an angiogenic factor
isnot sufficient in itself for atumor cell to become angiogenic,
however, certain negativeregulators or inhibitors of vessel
growth may need to be down-regulated. If thereis a
preponderance of angiogenic factorsin the local milieu, the
neovasculature may persist as capillaries, or differentiate into
mature venules or arterioles. If instead, thelocal milieu changes
such that there is a preponderance of angiostatic factors, the
neovessels can regress. The angiostatic factors that mediate
regression can do so either by inducing apoptosis or cell cycle
arrest of ECs. Thus, the switch to the angiogenic phenotypeis
regulated by a change inthe local equilibrium between positive
and negative regulatorsof the growth of microvesselg =,

FACTORS INVOLVED IN TUMOR ANGIOGENESIS

Vascular endothelial growth factor and receptors
Vascular endothelial growth factor (VEGF), also known as
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vascular permeability factor (VPF), is a heparin-binding
angiogenic growth factor, and is highly expressed in various
typesof tumors. It may increase ECs permesbility by enhancing
the activity of vesicular-vacuolar organelles, clustered vesicles
in ECslining small vessdsthat facilitate transport of metabolites
between luminal and abluminal plasma membranes!®.
Alternatively, VEGF may enhance permeability through
mitogen-activated protein (MAP) kinase signal transduction
cascade by loosening adhering junctions between ECsin a
monolayer via rearrangement of cadherin/catenin complexes®®.
In addition, recent studies have shown that VEGF enhances
ECs permeability by activating PKB/Akt, endothelial nitric-
oxide synthase (eNOS), and MAP kinase dependent pathways
using human umbilical vein endothelial cell™ (Figure 1).
Increased vascular permeability may allow theextravasation
of plasma proteins and formation of ECM favorable to
endothelial and stromal cell migration.
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Figure 1 The triggering mechanism in tumor angiogenesis:
inactivated tumor suppressor genes/activated oncogenes
versus hypoxia.

VEGF is an EC specific mitogen. VEGF, after binding to
its high affinity receptors (FIt-1/VEGFR-1, Flk-1/KDR/
VEGFR-2), promotes the formation of the second messenger
viahydrolysisof inosital, thusinduces the autophosphorylation
of the receptorsin the presence of heparin-like molecules, and
open phosphatidylinositol metabolic signal transduction
pathways, activates MAP kinases in EC and thereby VEGF
exerts its mitogenic effect by promoting EC proliferation!® 9,

VEGF induces a balanced system of proteolysis that can
remodel ECM components necessary for angiogenesis. VEGF
stimulates EC production of urokinase-like plasminogen
activator (UPA), tissue type plasminogen activator (tPA) and
plasminogen activator inhibitor-1 (PAI-1)1° 1, proteolytic
enzymes, tissue factors, and interstitial collagenase!*?.
Plasminogen activators activate plasminogen to plasmin, which
can break down ECM components. In addition to remodeling
the basement membrane, uPA bound to uPAR also mediates
intracellular signal transduction in ECs. Tang et al. have
demonstrated that uPAR occupancy on ECs results in the
phosphorylation of focal adhesion proteins and the activation

of MAP kinase®® through which uPA influences EC migration
and proliferation (Figure 2).

Moreover, VEGF has been shown to exhibit its angiogenic
effect by inducing expression of the a b, a,b; and avb,.
integrins, which promote cell migration, proliferation and
matrix reorganization (Figure 2), and a;b,; a,b;andavb;
antagonists may prove effective on inhibiting VEGF-driven
angiogenesisassociated with cancers and other pathologies
through apoptosis®+ *®l, VEGF, in addition to a very specific
mitogenfor vascular EC, isa potent pro-survival factor for ECs
innewly formed immature vessels. Several endothelial survival
factors (VEGF, angiopoietin-1 and avbs) suppress p53, p21,
p16 and p27, and proapoptotic protein Bax, whereas they
variably activate the survival PI3k/Akt, p42/44 MAP kinases,
bcl-2, Al and survivin pathways'*2(Figure 2). It was reported
that p42/p44 MAP kinases promoted VEGF expression by
activating its transcription via recruitment of the AP-2/Spl
(activator protein-2) complex on the proximal region (-88/-66)
of the VEGF promoter and by direct phosphorylation of hypoxia
inducible factor 1 alpha (HIF-1 alpha)®¥. Pharmacological
inhibition of PI3K or transfection with a dominant-negative
Akt mutant abolished the antiapoptotic effect of VEGF on ECs.
In addition to the PI3K/Akt pathway, ras-dependent signaling
pathways might also play an important role at least for VEGF
signaling. Thus, H-rasV 12G down-regul ation leadsto profound
tumor regression, which isinitially characterized by massive
apoptosis of tumor- and host-derived ECs?3. Therefore,
apoptosisinduction isresistant to enforced VEGF expression,
suggesting that VEGF requires an intact Ras-dependent
signaling pathway to mediate its apoptosisinhibitory effect!?.
And also, VEGF viathe KDR/FIt-1 receptor induces enhanced
expression of the serine-threonine protein kinase Akt!*9, a
downstream target of PI3-kinase, which potently blocks
apoptosis by interfering with various apoptosis signaling
pathways? 24, promotes EC migration'®!, and enhances the
expression of the hypoxia-inducible factor (HIF), which is
known to stimulate VEGF expression'®, suggesting a potent
proangiogenic effect!?” 28, These findings have identified the
VEGFR2 and the PI3K/Akt signal transduction pathway as
crucial elementsin promoting EC survival induced by VEGF.
The downstream effector pathwaysmediating the antiapoptotic
VEGF effect include Akt-dependent activation of the
endothelial nitric oxide synthase (NOS)?* %, resulting in an
enhanced endothelial NO synthesis, which, in turn promotes
EC survival (Figure 2). Gupta et al. demonstrated that the
VEGF-induced activation of the MAPK/extracellular signal-
regulated kinase (ERK) pathway and inhibition of the stress-
activated protein kinase/c-Junamino-terminal kinase pathway
is also implicated in the antiapoptotic effect mediated by
VEGF®Y (Figure 2). Interestingly, the activation of thePI3K/
Akt pathway mediates not only the antiapoptotic effect but
alsothe migratory effect of VEGF on ECs via Akt-dependent
phosphorylationand activation of eNOS*2 (Figure 2).

The expression of VEGF mRNA is highest in hypoxic tumor
cells adjacent to necrotic areas. Hypoxia-induced transcription
of VEGF mRNA is apparently mediated, at leastin part, by
the binding of hypoxia-inducible factor 1 (HIF-1)to an HIF-1
binding site located in the VEGF promoter, and by the activation
of astressinducible PI3K/Akt pathway!?3., In fact, progressive
growth of tumor creates ongoing hypoxia, which up-regulates
several pro-angiogenic compoundsincluding VEGF, bFGF, IL-
8, TNF-a, TGF-b etc. These compounds, viaseveral mechanisms
such asincrease of vessel hyperpermeability, release of plasma
proteins, induction of proteases, fibrin formation, EC
proliferation, migration etc, promote angiogenesis and
fibrinolysis resulting in continued tumor growth and
dysfunctional vasculature, which further positively feedback to
create continuing hypoxiainside tumors (Figure 1).
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Fibroblast growth factors

Fibroblast growth factors (FGFs) and their receptors are
overexpressed in various types of cancers, and are important
tumor angiogenic and ECssurvival factors. Pardo et al. reported
that bFGF induced expressionof the antiapoptotic proteins bcl-
XL and bcl-2 viathe MEK/ERK signaing pathway!®! (Figure
2). Expression of VEGF mRNA in the tumor isincreased by
bFGF overexpression, and the bFGF-induced tumor
development issignificantly inhibited by treatment with KDR/
Flk-1 neutralizing monoclonal antibody (mAb), which suggests
that bFGF synergistically augments VEGF-mediated
hepatocellular carcinoma development and angiogenesis, at
least in part, by induction of VEGF through KDR/FIk-19., In
addition, bFGF induces an increase of VEGF mRNA in
vascular smooth muscle cell®! and an increase in VEGF
receptors in microvascular ECs®. aFGF and bFGF are
mitogenic for ECs and stimulate ECs migration aswell as ECs
production of plasminogen activator (PA) and collagenase that
are capable of degrading basement membrane® (Figure 2).
FGFs are responsible for production of ECM and release of
matrix metall oproteinases (MMPs) for selective degradation
and organization of ECME? (Figure 2).

Binding of FGFsto their high affinity receptors causesthe
activation of the intrinsic tyrosine kinase and a cascade of
events, leading eventually to the induction of immediate early
gene transcription, and to cell proliferation. FGFs receptors
dimerize upon ligand binding, and transphosphorylate at
tyrosine residue. Angiogenic growth factors, like bFGF and
VEGF165, require interaction with heparin sulfate (HS) in
order to induce a proliferative signal through tyrosine kinase
receptors. Binding of bFGF to high affinity cell surface receptor
sites can be modulated by heparin-mimicking compounds (i.
e. RG-13577) that can modulate abnormal bFGF signaling by
disrupting bFGF mediated autocrine loop, compete with
heparin sulfate (HS) on binding to bFGF, bind the growth
factor, and prevent receptor binding and/or dimerization”, and
by proteolytic enzymes (e.g. MMP-2) that cleave the ectodomain
of the receptor. These effects are associated with profound
inhibition of bFGF mediated signal transduction (tyrosine
phosphorrylation) and proliferation of vascular ECs“,
Spontaneous migration of ECs is inhibited by neutralizing
antibodies to bFGF, suggesting an autocrine of bFGF
synthesized and released by the ECs themselves®!. A
dominant-negative receptor, which, when co-expressed with
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Figure 2 Mechanism of angiogenesis by angiogenic factors.
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FGF receptors (FGFRs), can block the activation and signal
transduction. In addition, the ligand-specific targeting of toxin
to tumor cells expressing FGFRs and the compounds that bind
and inactivate FGF ligands, can block ECs proliferation.

Angiopoietins and tie receptors

It has been proposed that angiopoietin-1 (Angl) and angiopoietin-
2 (Ang2) are pro-angiogenic and anti-angiogenic owing to their
respective agonist and antagonist signaling action through the
Tie2 receptor®Y, Lobov et al. have demonstrated that in vivo,
inthe presence of endogenousVEGF-A, Ang2 promotesarapid
increasein capillary diameter, remodeling of the basal lamina,
proliferation and migration of ECs, and stimulatessprouting
of new blood vessel§*Y. By contrast, Ang2 promotes ECs death
and vessel regression if the activity of endogenousVEGF is
inhibited“Y, It wasreported that Angl induced phosphorylation
of Tie2 and the p85 subunit of Pl 3’ -kinase and increased PI
3’ -kinase activity in a dose-dependent manner, suggesting that
the Tie2 receptor, Pl 3’ -kinase, and Akt are crucial elements
in signal transduction pathway leading to EC survival induced
by the paracrine activity of Ang1“? (Figure 2). Alternatively,
Angl prevents EC apoptosis via Akt/survivin pathway by
activating a critical survival messenger, Akt, and by up-
regulating a broad spectrum apoptosis inhibitor, survivinl*44
(Figure 2), but has no effect on the expression of bcl-2 and
XIAP#, Moreover, Angl-induced migratory effect might be
mediated through Pl 3" -kinase activity dependent tyrosine
phosphorylationof p1257,which playsakey rolein regulating
dynamic changesin actin cytoskeleton organization during EC
migration®, Increased plasmin and MM P-2 secretion, and
suppressed TIMP-2 secretion by Angl from ECs are also
important determinants for inducing ECs sprouting!* (Figure
2). In contrast, the Pl 3’ -kinase inhibitors have been found to
inhibit Angl-stimulated tyrosine phosphorylation of p125/K,
and secretion of MM P-2 and plasmin from ECs and migration
(49, Ang2 blocksAngl-mediated Tie2 autophosphorylation in
ECs and acts asa check point on Angl/Tie2-mediated
angiogenesis to prevent excessivebranching and sprouting of
blood vessels by promoting destabilization of blood vessels.

Transforming growth factor-b

Transforming growth factor-betas (TGF-bs) are multifunctional
polypeptidesthat regulate cell growth and differentiation, ECM
deposition, cellular adhesion properties, angiogenesis and
immune functions. TGF-b1 actsthrough the TGF-b type | and
type | receptors to activate intracellular mediators, such as
Smad proteins, the p38 MAPK, and the ERK pathway!*®, TGF-
b1l mRNA levels by activin receptor-like kinase 5 (ALK5)
independent of pP388MAPK activationi*d. |n contrast, TGF-b1
induction of fibronectin (FN) mRNA requiresp38 MAPK
activity®d, TGF-b1 induction of PAI-1 and TSP-1 mRNA uses
at least ALK5 and possibly the p38 MAPK pathway!“®. TGF-
b secreted by most cultured cellsisin biologically inactive
form, and cannot bind TGF-b receptors; the latent TGF-b is
activated by proteases such as plasmin and cathepsin D, low
pH, chaotropic agents such as urea, and heat*” 1, Several
studies suggested that VEGF increases plasminogen activator
(PA) activity in vascular EC'™ and that plasmin is able to
activate latent TGF- b, %0 which decreases FIk-1 expression
and thereby negatively regulates the VEGF/FIk-1 signal
transduction pathway in EC®Y, raise the possibility that a
complex self-regulating mechanism of VEGF signal
transduction may exist during angiogenesis’®. However,
immunohistochemical study has shown that TGF-b1 might be
associated with tumor progression by indirectly stimulating
angiogenesis through the up-regulation of VEGF expression
in gastric carcinoma®?. In addition, TGF-b; inhibits the

generation of the anti-angiogenic molecule angiostatin by
human pancreatic cancer cellsin atime- and dose-dependent
manner, and this effect is mediated through modulation of the
plasminogen/plasmin system!®s!,

TGF-b not only inhibits the activity and expression of
cyclinsand CDKsbut a so inducesthe cyclin-dependent kinase
inhibitors (CDKIs) p15, p27 and p15, which bind to the cyclin/
CDKs, preventing phosphorylation of pRB and thereby arresting
mogt epithelia cdls(including ECs) at late G1 phasd™ (Figure
2). The effects of TGF-b, on endothelial tube formation may
be mediated through a net antiproteolytic activity by
modulating UPA and PAI levels*., Ellenrieder et al. reported
that TGF-b treatment of PANC-1 and IMIM-PC1 cellsresulted
in strong up-regulation of expression and activity of both matrix
metalloproteinase-2 (MMP-2) and the uPA system, and
treatment with MM Pinhibitors or inhibitors of the uUPA system
caused significant reduction of TGF-b-induced invasiveness
in both cell lines suggesting that TGF-b acts in an autocrine
manner to induce tumor cell invasion, which is mediated by
MMP-2 and the uPA system!® (Figure 2). Furthermore, TGF-
b indirectly stimulates angiogenesis by the recruitment of
inflammatory mediatorsthat secrete angiogenicfactors. Thus,
TGF-b regulates vascular remodeling throughits pleiotropic
effects on different cell types.

Interleukin-8 and matrix metalloproteinase-2

Up-regulation of MM P activity, favoring proteolytic degradation
of the basement membrane and ECM, has been linked to tumor
growth and metastasis, aswell astumor-associated angiogenesis.
IL-8 mRNA isup-regulated in neoplastic tissues, suchas non-
small cell lung cancer®™ and that its expression correlates with
the extent of neovascularization, tumor progression and
survival. And also, MMP-2 mRNA level isincreased in tumor
cellstransfected with I L-8, but VEGF and bFGF mRNA levels
are unchanged®®>9 suggesting that IL-8-induced MM P-2
production is amajor mechanism by which tumor cellsinduce
angiogenesis. IL-8 can also be up-regulated by hypoxia,
suggesting that the environment playsamajor rolein regulating
IL-8 expression and metastasis®®. MM Ps induce tumor
angiogenesis by degrading ECM and thereby release
angiogenic mitogensthat have been shown to be stored within
the matrix. Inaddition, MMP-2 and MMP-3 are able to release
soluble FGF receptor 1 (FGFR1)®¥ and soluble 12-kDa
immunoreactive and mitogenic heparin-binding epidermal
growth factor (HB-EGF)®Y, respectively. MMP-2 has been
shownto directly modulate melanoma cell adhesion, spreading
on ECM and invasion!®®, and an inhibitor of MMP-2
significantly inhibitsgrowth and neovascul arization of tumors
implanted into chick chorioallantoic membrane (CAM) by
preventing MM P-2 binding to avb; and blocking cell surface
collagenolytic activity!®d. Furthermore, MMP-9, as well as
MMP-2 proteolytically cleave and activatelatent TGF-b, and
promote tumor invasion and angiogenesi§%.

Oncogene and tumor suppressor genes

Oncogenes are found to be activated and tumor suppressor
genes arefound to beinactivated in tumor, and hence promote
tumor growth and angiogenesis through different mechanisms
(Figure 1). It has been shown that VEGF is introduced by K-
or H-rasmutant gene, v-src and v-raf in transformed fibroblast
and ECs. Other angiogenic factors such as VEGF, TNF-a,
TGF-b have been shown to be up-regulated by mutant ras®!.
These effect may be mediated through aras-raf-MAP kinase
signal transduction pathway (Figure 1), which results in
activation of promoter regions of genes of angiogenic growth
factord®!. Moreover, expression of ras, either constitutive or
transient, potentiated the induction of VEGF by hypoxia®”.



1148 ISSN 1007-9327 CN 14-1219/ R

World J Gastroenterol

Jun 15, 2003 Volume 9 Number 6

p53 is an important suppressor gene, which inhibits the
angiogenic process by inducing thrombospondin-1, down-
regulating VEGF and NOS and, in addition, down-regulating
hypoxia-induced angiogenesis, either inducing apoptosis or
enhancing anti-angiogenic factorg®l. A transient transfection
of mutated p53 results in up-regulation of VEGF mRNA in
NIH3T3 celld®. In contrast, adenovirus-mediated wild-type
p53 overexpression down-regulats CD40-induced VEGF
expression and transmigration in human multiple myeloma
cells expressing mutant p53". And, we have previously
demonstrated that the expression of Flt-1 receptor is
significantly correlated with p53 mutation gene, not obviously
with ras mutation gene in pancreatic carcinoma cells, which
suggest that wild type p53, after mutation, might lose the
suppressive function to the expression of Flt-1 receptor, thus
results in neovascularization of pancreatic neoplasm and
promotes the growth of tumor cells, whereas ras mutation may
take part in neovascularization through other approaches.
Recombinant wild type p53 represses bFGF mRNA trandation
in rabbit reticulocyte lysate, in a dose- dependent manner via
blocking trandlation initiation by preventing 80S ribosome
formation on an mMRNA bearing the bFGF mRNA |eader
sequence ™. Moreover, adenoviral vector-mediated wild type
p53 transduction results in tumor regression, at least in part,
via anti-angiogenesis mediated by the down-modulation of
FGF binding protein, a secreted protein required for the
activation of angiogenic factor bFGF"2. |n addition, wild type
p53 gene transfer significantly reduces cell invasivenessin
vitro viaadecrease in the secreted levels of MMP-2 in mutated
p53 human melanomacell lined™., Biologically, p53 actsat a
GL/S check point, postponding DNA replication after certain
cell stress, such as DNA damagel™, and also induces the
apoptotic pathway of cell death!™.

THE ANGIOGENIC INHIBITORS

Mechanism of angiogenesis inhibitors

L eading anti-angiogenic targets that have been identified
arel™® 71 (1) inhibition of the growth factors that promote
endothelial proliferation; (2) inhibition of the proteasesrequired
for ECsto penetrate basement membrane and form new blood
vessels; (3) disruption of specific intracellular signal
transduction pathway; (4) induction of EC apoptosis or
inhibition of EC survival; (5) inhibition of endothelial bone
marrow precursor cells; and (6) inhibition of avbs-integrin-
vitronect interaction that is pivotal in mediating ECs adhesion
to ECM during neovascul arizatioint™.

Inhibitors of angiogenic growth-factors and their receptors

One broad class of angiogenesisinhibitorsis made up of drugs
that target growth factors such as bFGF and VEGF. Thefactors
tend to bind to heparin, a property that may trap them within
the ECM and may thereby govern their bioavailability. Hence,
the early generation of drugsis heparin-like (e.g. Pentosan
polysulfate), especially with regard to carrying multiple
negative chargesthat promote growth factor binding. However,
receptor targeting agents can impede tumor growth and
metastasis by interfering, at specific growth-factor receptors,
such as those for FGFs and VEGF, with the transduction of
angiogenic stimuli into intracellular responses. In these
pathways, the receptors are transmembrane tyrosine kinases,
in which ligand binding to an extracellular domain induces
autophosphorylation of an intracellular kinase domain. Each
kinase then functions as an activator of downstream signals.
To disrupt such a sequence, a drug may compete for receptor
binding and prevent tyrosine kinase autophosphorylation.
Inhibitors of VEGF family include: (1) anti-VEGF mAbl™:
directly neutralizes VEGF proteins, and inhibits biological

activities of VEGF; (2) soluble VEGF receptors: specifically
bind to VEGF, indirectly block the function of VEGF with
receptors; (3) inhibitors of VEGF receptors™: bind to VEGF
receptors and block their functions with VEGF; (4) inhibitors
of VEGF signal transduction: interfere a series of signal
transduction pathways by blocking autophosphorylation of
VEGF receptors; (5) VEGF antisensg®: isaspecific nucleotide
sequence, which bindsto VEGF mRNA and thereby interferes
VEGF mRNA translation and VEGF protein formation. A
recent study has shown that the VEGFR2 DNAzyme can
cleave its substrate efficiently in a concentration- and time-
dependent manner, inhibit the proliferation of EC with a
concomitant reduction of VEGFR2 mRNA, and inhibit
tumor growth in vivol®,

Endogenous angiogenesis inhibitors

Morethan 40 endogenous angiogenesis inhibitors have been
characterized, and they are divided into 4 major groups:
interferons (IFNs), proteolytic fragments, interleukins (ILs),
and tissue inhibitors of metalloproteinases(TIMPs)!#2,
Interferons Theinterferons (INF-a, -b, and -g) are members
of afamily of secreted glycoproteins, which have direct or
indirect inhibitory effect on tumor angiogenesis and growth.
IFN-a/b have been reported to down-regulate the expression
of pro-angiogenic factor MMP-9 mRNA and protein in
different cancers®®d, Also, IFN-a/b down-regulate IL-8
expression in bladder cancer®%4, Several studiesdemonstrated
that the administration of optimal biological dose of IFN-a/b
decreased the expression of bFGF mRNA and protein and
microvessel density in the tumors and, in addition, induced
EC apoptosi§%8871, Sasamura et al. demonstrated that IFN-g
had mild inhibitory effectson VEGF mRNA and bFGF mRNA
expression, whereas IFN-a did not significantly decrease the
level of either VEGF mRNA or bFGF mRNA in renal cell
carcinoma®!, However, some studies demonstrated that | FN-
a/b treatment did not cause the reduction of bFGF and VEGF
levelsin serum from patients with carcinoid tumours® and
leukemial®. Thus, anti-angiogenic effect of |FNs treatment
might be mediated by the regulation of different angiogenic
factorsin different tumorsin dose- and time-dependent manner.
Moreover, IFN-gis presumed to induce its anti-angiogenic
effects through the secretion of IFN-ginducible protein 10 (IP-
10) and monokine induced by IFN-g®. Finaly, IFNs have
antitumor properties, which may be mediated through a direct
cytotoxic effect on tumor cells, augmentation of immunogenicity
of tumor by up-regulation of major histocompatibility (MHC)
classes| and |1 and tumor associated antigens, and/or activation
of macrophages, T lymphocytes and natural killer cell g%,
Interleukins It was reported that interleukins (ILs) having a
Glu-Leu-Arg (ELR) motif at the NH, terminus, such asIL-8,
enhanceangiogenesis, and those that lack this sequence, such
as |L-4, inhibit it!®, |L-4 inhibits in vivo neovascularization
induced by bFGF in the rat cornea and blocks the migration of
microvascular ECs toward bFGF in vitro®, However, it has
been shown that IL-1a, arepresentative cytokine of activated
macrophages, induces angiogenesis through the enhanced
expression of various angiogenic factors such as VEGF, IL-8,
and bFGF*3!, And also, IL-6 was found to counteract the
apoptotic effect mediated by wild type p53!™. Several studies
have reported that IL-12 suppresses the expression of VEGF
MRNAP 9 hFGF® and MMP-9 mRNA®, Additionally, IL-
12 was found to stimulate mMRNA expression of IFN-gand its
inducible anti-angiogenic chemokine | FNg-inducible protein
(IP-10) in ECs cultured with IL-12%9, |L-12 significantly
promotes apoptosis and inhibits proliferation rate of human
tumors and extensive necrosis in the murine, and thereby
reducing tumor vessel density!®. Furthermore, the in vivo
inhibition of neovascularization in IL-10-secreting tumors



Gupta MK et al. Regulation of mechanism of tumor angiogenesis 1149

might be mediated by the ability of IL-10 to down-regulate
the synthesis of VEGF, IL-1b, TNF-a, IL-6, and MMP-9in
tumor-associated macrophages®. And also, I1L-10 inhibits
tumor metastasis through a natural killer (NK) cell-dependent
mechanism!®d,

Tissue inhibitor s of metalloproteinases Remodeled ECM
components comprisea scaffold upon which ECs can adhere,
migrate, and form tubes, and deposition of these components
forms the basal lamina that ensheaths endothelial and mural
cells. Invitro migration of ECsthrough gelatin is significantly
inhibited by overexpressed TIMP-17. Murphy et al. reported
that TIMP-2, but not TIMP-1, inhibited bFGF-induced EC
proliferation®d. TIMP-2 is able to inhibit soluble FGFR1
released by MMP-21%1, Transfection of the highly metastatic
B6F10 murine melanomacell linewith TIMP-2cDNA showed
the reduced levels of blood vessel formation and diminished
induction of EC migration and invasion'®, Studies have shown
that the overexpression of TIMP-3 induces the apoptotic cell
death of anumber of cancer cell linesand rat vascular smooth
muscle cells through the stabilization of TNF-alpha receptors
on the cell surface, perhaps by inhibiting a receptor shedding
metalloproteinasel’® 11, Furthermore, anti-angiogenic and
antitumor effects of TIMP-3 appear to be mediated, in part, by
decreased expression of vascular endothelia (VE)-cadherin
by ECsin the presence of TIMP-3inaninvitroassay and in
TIMP-3-overexpressing tumors®@, Finaly, TIMP-1, TIMP-
2, TIMP-3 and TIMP-4 inhibit neovascul arization by inhibiting
MMP-1, MMP-2, and MMP-9 induced breakdown of
surrounding matrix**¥, Thus, the multiple effectsof TIMPs
on both endothelial and tumor cells migration render MM Ps
attractive targets for tumor therapy.

Proteolytic fragments Most of these fragments are derived
from ECM components, such as collagen or fibronectin, or
from enzymes such as plasminogen and MM P-2 that remodel
ECM. Perhapsthe most characterized inhibitorsin this class
are angiostatin and endostatin.

Angiostatin The anti-angiogenic effect of angiostatin, a 38-
kDa internal fragment of plasminogen, may be mediated, at
least in part, by their ability to down-regulate VEGF expression
within the tumor(®¥, Angiostatin inhibits hepatocyte growth
factor (HGF)-induced phosphorylation of c-met, Akt, and
ERK1/2, and thereby exerts its anti-angiogenic effect via
disruption of HGF/c-met signaling*®. Intraperitoneal
administration of angiostatin potently inhibits the
neovascularization and metastasis formation in mice observed
after aprimary tumor has been removed*®. It has been shown
that binding of angiostatinto the a/b-subunits of plasma
membrane-localized ATP synthase may suppress endothelial-
surface ATP metabolism and thereby mediatesits anti-
angiogenic effects and the down-regulation of EC proliferation
and migration*” %! (Figure 3). Further, adenoviral mediated
angiostatin gene transfer selectively inhibits EC proliferation
and disrupts the G,/M transition induced by M-phase-
promotingfactors, and that ECs show asignificant mitosisarrest
that is correlated with the down-regulation of the M-phase
phosphoproteing’®, Other studies have shown that angiostatin
treatment significantly increasesthe apoptosis of EC and tumor
cells, and decreases density of tumor blood vessel g10%-114,
Angiostatin was found to produce a transient increase in
ceramide that correlates with actin stressfiber reorganization,
detachment and death!**? and, in addition, treatment with
angiostatin or ceramide resulted in the activation of RhoA, an
important effector of cytoskeletal structurel**? (Figure 3).
Angiogtatin can selectively regul ate the expression of E-selectin
and thereby inhibits the proliferation of ECs.

Endostatin It isa20-kDafragment of type XVIII collagen
that has been identified as a factor produced by
hemangioendotheliomacells that inhibits ECs proliferation,

angiogenesis and tumor growth. The mechanisms by which
endogtatin inhibits VEGF-induced proliferation and migration
of ECs are (Figure 3): First, endostatin blocks the VEGF-
induced tyrosine phosphorylation of KDR/Flk-1 in ECS*3,
Second, endostatin suppresses the VEGF-induced activation
of ERK, p38 MAPK, and p125™X, which are downstream
events of the KDR/FIk-1 signaling and areinvolved in the
mitogenic and motogenic activities of VEGF in ECS*. Third,
endostatin inhibits the binding of VEGFto ECsand to its cell
surface receptor, KDR/FIk-1*, Finally, endostatin directly
bindsto KDR/Flk-1 but not to VEGF*¥, Endostatin was found
to exhibit its anti-migratory effect by reducing VEGF-induced
phosphorylation of endothelial NOS (eNOS)!** (Figure 3).
Rehn et al. demonstrated that soluble endostatin was capable
of binding to a,- and as-integrins, thereby inhibiting the
integrin functions, such as EC migration*™ (Figure 3). In
addition, endostatin may exert its antiproliferative and anti-
angiogenic effects by competing with bFGF for binding to cell
surface heparan sul phate proteoglycans, which could disrupt
the mitogenic growth factor signaling!™®, Endostatin induces
asignificant decreasein EC proliferation in the basal state and
after stimulation by neuropeptide Y and bombesin!7,
Endostatin potently inhibits both the extracellular activation
of proMMP-2 by inhibition of membrane-type 1 MMP (MT1-
MMP) and the catalytic activity of MMP-2 and thereby canblock
the invasiveness of ECs and tumor cells¥. The proapoptotic
activity of endostatin appearsto be mediated viatyrosine kinase
signaling!**® and reduction of antiapoptotic proteins bcl-2 and
bcl-XL without affecting the level of the proapoptotic Bax
proteini*?® (Figure 3). Furthermore, the Shb adaptor protein has
been suggested to beinvolved in the mediation of the apoptotic
signaling of endogtatini? (Figure 3).

Somatostatin and its analogs

Somatostatin (SS) and its analogs inhibit the proliferation of
somatostatin receptors (SSTRs) positive endocrine neoplasm.
The antiproliferative action of SSissignaled viafive specific
G-protein coupled receptors (SSTR1-SSTR5), which initiate
pertussis toxin sensitive-G protein dependent, and tyrosine
phosphatase mediated cell growth arrest or apoptosisaccording
to receptor subtypes and target cells. It has been shown that
activation of SSTR1, 2, 4, and 5 induce GL1 cell cycle arrest
through the ability of SSto maintain high levels of CDKIs
p27%iP) and p21, and inactivate cyclin E-CDK2 complexes,
thus leading to hypophosphorylation of pRb!*?-22(Figure 3).
Moreover, somatostatin-mediated growthinhibition of normal
and cancer pancreatic acinar cellsistriggeredviaan inhibition
of PI3-kinase signaling pathway!'?®. SS may directly stimulate
tumor apoptosis via sstr3-dependent G protein signaling,
causing theinduction of suppressor gene p53 and proapoptotic
protein Bax!*?/(Figure 3). Our recent investigation reported
that the low expression or loss of SSTR2 gene was more
negatively correlated with the over-expression of p53 and ras
mutation genes, which might take part in the angiogenesis of
pancreatic neoplasm, whereas there was no significant
relationship between SSTR2 and DPC4 (deleted in pancreatic
cancer, locus 4), which suggested that there was different
regulatory pathway in neovascularization of pancreatic
neoplasm. Albini et al. provided evidence that SS inhibits
Kapos sarcomaassociated angiogenesis by inhibiting both EC
proliferation and invasion, and also by inhibiting migration of
monocytes, which are important mediators of the angiogenic
cascade, and are able to produce survival factorsthat, in turn,
activate ECS'®. In addition, SSinduces a significant decrease
in basal and stimulates EC proliferation in HUVEC, and also
decreases number of capillaries™”, CAM model study showed
that unlabeled SS anal ogs inhibited angiogenesis, which was
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proportional to the ability of the analogs to inhibit growth
hormone (GH) production!*?,

It is defined that SSTR subtypes are responsible for the
specific post-receptor signal transduction mechanismsinvolved
in octrectide’ sinhibition of angiogenesig*®. Theintracellular
signal transduction mechanisms involved in this angiogenic
inhibition include the G"sub i*-binding protein, cAMP, and
calciumi*?1, Further, SS and its analogs induce their biologic
effects by interacting with specific receptors that are coupled
to avariety of signal transduction pathwaysinvolving adenylate
cyclase, guanylate cyclase, ionic conductance channels,
phospholipase C-b, phospholipase A,, and tyrosine phosphatase
and protein dephosphorylation and thereby regulate cell
growth'?. 129 The best characterized pathway involves the
inhibition of adenylate cyclase, leading to a reduction in
intracellular cAMP levels. Antiproliferative effects that are
mediated through SSTR1 and SSTR2, involve the stimulation
of tyrosin phosphatases, however SSTR5 appearsto be coupled
to inositol phospholipid/calcium pathway!**. Mentlein et al.
reported that cultivated cells from solid human gliomas of
different stages and gliomacell lines secreted variable amounts
of VEGF, which was reduced between 25 and 80 % of control
levels depending on the glioma by co-incubation with SS or

SSTR2-selective agonists (octreotide and L-054 522) in dose-
dependent manner!*®, Growth factor-induced (EGF, bFGF)
VEGF synthesis could also be suppressed to <50 % by co-
incubation with SS or SSTR2-sel ective agonists, which was
less pronounced in hypoxia-induced VEGF synthesis*®!. And
also, SS and octreotide diminished the proliferative activity of
cultured murine ECs HECal0 vs. controls; however, SS and
octreotide did not change the release of VV EGF into supernatants
of 24-h or 72-h EC cultured®, A recent study has demonstrated
that SS 14 can reduce bFGF-induced corneal angiogenesig**l,

In summary, the mechanisms of action of tumor growth
inhibition by SS and its analogs arel**: (1) inhibition of the
secretion of hormones, such as GH, insulin and/or
gastrointestinal hormones; (2) direct or indirect (via GH)
inhibition of IGF-1 and/or other growth factors that exert a
stimulatory effect on tumor growth. On the other hand, SS
analogs can selectively stimulate the formation of 1GF-binding
protein 1, and thereby interfering with IGF-1 action at the
receptor level; (3) inhibition of angiogenesis through different
mechanisms; (4) direct antimitotic effects of growth factors,
which act on tyrosine kinase receptors such as EGF and FGF,
viaSSTRson thetumor cells; (5) modulation of immunological
activity.

Induce EC
> { bel-2, {1 bel-XL, Shb > )
> apoptosis
eNOS inactivation >
Inhibit EC
migration
> Binding of a v- and- a 5 integrins >
Endostatin
> Block KDR/FIk-1phosphorylation
Inhibit binding of VEGF Inhibit EC
> to KDR/FIk-1 g proliferation and
migration
> .
Inactivate ERK, p38 f
MAPK and p125FAK
> Inhibition of a /b ATP Synthase
Angiostatin >
Induce EC
> Ceramide, RhoA > apoptosis
— t Bax
G1 cell
SS and its t p27(kipl), 1 p21, > cycle arrest
> SSTRs > ] ) )
analogs inactivate cyclin E-CDK2,
hypophosphorylate pRB
ypophospnory P Inhibit EC
migration and
— P | VEGF, \bFGF, t1GF-1 [P M9
proliferation
> CD36 > FAK
TSP-1
> CD36, p59-fyn > p38 MAPK > Induce apoptosis

Figure 3 Proposed effector pathways of angiogenic inhibitors.
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Thrombospondin-1

Thrombospondin-1 (TSP-1) is a naturally occurring inhibitor
of angiogenesisthat limitsvessel density in normal tissues and
curtailstumor growth. TSP-1 exertsits anti-angiogenic activity
via binding to the CD36 receptor by triggering an apoptotic
signaling pathway!**. Binding of TSP-1to CD36 receptor leads
to the recruitment of the Src-related kinase, p59-fyn, and to
activation of p38 MAPK. The activation of the p38 MAPK
has been shown to be p59-fyn-dependent and to require a
caspase-3-like proteolytic activity™. Furthermore, activated p38
MAPK leads to the activation of caspase-3 and to apoptosi§**7
(Figure 3). Interestingly, the apoptotic effect of TSP-1 is
restricted to ECs activated to take part in the angiogenic process
and not in quiescent vessel§*®, TSP-1 acts through CD36 to
modul ate the activity of focal adhesion kinase (FAK) and thus
inhibits EC migration and proliferation!**® (Figure 3). TSP-1
can effectively inhibit chemotaxisin vitro and neovascularization
in vivo, induced by several angiogenic stimuli. These include
protein that acts via tyrosine kinase receptors (VEGF, bFGF,
aFGF, PDGF), via G proteins (1L-8), via serine/threonine kinase
receptors (TGF-b), and also lipids (PGE-1)1*%: 138,

SUMMARY AND CONCLUSION

Developmental status and evaluation of anti-angiogenic
therapy in human clinical trials

Angiogenesis is a complex process that depends on the
coordination of many different activitiesin several cell types.
The angiogenic response in the microvasculature is associated
with changesin cdllular adhesive interactions between adjacent
ECs, pericytes, fibroblasts, and immune mediators express many
different cytokines and growth factors that react with other cells
or ECM componentsto affect ECsmigration, proliferation, tube
formation, and vessal abilization. Asone or moreof the positive
regulators of angiogenesisare up-regulated, and s multaneoudy,
certain negative regulators of angiogenesis are down-regulated,
tumors become angiogenic. Interestingly, different angiogenic
regulators, sometimes, function through the same mechanism
and asingle angiogenic regulator, sometimes, functions through
different mechanisms. Hence, the anti-angiogenic therapy can
be realized through the regulation of * angiogenic switch’ by
interfering with different mechanisms.

Anti-angiogenic agents, if administered before a tumor
develops or becomes vascular supply dependent, would
therefore theoretically act similarly to avaccine in preventing
tumor development, not just tumor growth. However, it is
notable that anti-angiogenic therapy represents a treatment, not
acure, for cancer. A cure for cancer can be realized only by
targeting theagents and mechanisms that cause normal cells
to become tumorigenic. The anti-angiogenic therapy of cancer,
nonetheless, represents a highly effective strategy for
destroying tumors because fundamental requirement of tumor
growth is dependent on a blood supply. Unlike standard
chemotherapy that targets tumor cells and other proliferating
cells, angiogenesisinhibitorstarget dividing ECsthat have been
recruited into the tumor bed. For example, certain tubulin-
binding agents such as combretastin A-4, exhibit aselective
toxicity for proliferating ECsin vitro and causing a vascular
collapse in tumor models in vivo via apoptosis and the
subsequent death of muchlarger numbers of tumor cells*3,
Thus, specific anti-angiogenic therapy haslittle or notoxicities
such as gastrointestinal symptoms and myelosuppression that
are characteristic of standard chemotherapeutic regimens, does
not require that the therapeutic agent enter any tumor cells nor
cross the blood brain barrier, controls tumor growth
independently of growth fraction or tumor cell heterogeneity
or even tumor cell type, and does not induce acquired drug
resistance [*“0, Further, since normal vasculaturein the adult is

quiescent, the appropriate use of selective angiogenicinhibitors
may be expected to confer a degreeof specificity that is not
obtainable with the nonspecific modalitiesof chemotherapy
and radiation therapy and to alow for relatively nontoxic, long-
term treatment of tumors.

Because anti-angiogenic agents are expected to be cytostatic
rather than cytotoxic, they may be particularly effective in
combination with cytotoxic agents, even used in advanced
cases of pancreatic, colon, and hormone-refractory prostate
cancer, thereby targeting not only DNA synthesis and cell
division but also the biologic behavior of tumor cells. The
following guidelines are suggested to improve the therapeutic
efficacy of endogenousangiogenesisinhibitorsin clinical trias:
(2) after surgery or radiotherapy toprevent recurrence of distant
metastases; (2) combinatorial therapies, for example, in
combination with conventional chemotherapy, radiotherapy
and vaccinetherapy or immunotherapy, and also, in combination
with several angiogenesis inhibitors rather than a single
inhibitor; (3) targeting therapy. Angiogenesis inhibitors may
be specifically targeted to the disease locus at high
concentrations rather than be widely distributed in the entire
body; (4) genetherapy, several advantagesincluding prolonged
therapy, low doses of DNA molecules, and less frequent
injections may be achieved by anti-angiogenic gene therapy
with endogenous angiogenesis inhibitors; (5) more potent
angiogenesis inhibitors should be discovered; (6) prolonged
half-lives. Slow-release of angiogenesisinhibitorsin the body
reaches a steady-state level in the circulation.

Remarkably diverse groupsof anti-angiogenic drugs are
currently undergoing evaluation inphase I, Il or 111 clinical
trials. However, there are still some difficulties associated with
the clinical evaluation of these drugs efficacy. In the
experimental animal model, tumorscan be removed and
examined for therapeutic efficacy such aschangesin the extent
of vascularization, vascular structure, EC viability or apoptosis,
as well as for markers of angiogenic activity, e.g. VEGF
expression. But in the clinical situation, taking serial biopsies
of metastatic tumorsmay not be a particularly practical or
desirable approach. For this, reliable surrogate markersof tumor
angiogenesisin serum or urine, and non-invasive strategy may
be necessary. Severa studies have successfully used various
non-invasive medical imaging strategies (e.g. MRI, Doppler
ultrasound) to monitor changesin tumor blood flow, vascular
structure and permeability!*#+14, Indeed, there are considerable
research efforts underway in thisfield. In addition, there are
obvious concerns about delayed toxicity associated with long-
term anti-angiogenic therapy, and physiological angiogenesis
affected by anti-angiogenic drugs such aswound healing in a
cancer patient, reproductive angiogenesis (e.g. corpus luteum
development in adult females, development of the vasculature
in developing embryos), in neonates and children. In this
concern, apotentially significant development in the near future
could be the useof genomics based technologies to uncover a
large number of highly (or even totally) specific molecular
markers for theactivated ECs of newly formed blood vessels.

In the near future, the outcome of ongoing clinical trials
will give us more insights into the potential of anti-angiogenic
approachesto treat cancer.
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