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POLYPEPTIDE COMPOUNDS FOR INHIBITING ANGIOGENESIS AND TUMOR GROWTH

RELATED APPLICATIONS
This application claims the benefit of the filing date of U.S. Provisional Application

No. 60/612,488, filed September 23, 2004, the specification of which is ~incorpora’ced by

reference herein in its entirety.

BACKGROUND OF THE INVENTION

Angiogenesis, the development of new blood vessels from the endothelium of a
preexisting vasculature, is a critical process in the growth, progression, and metastasis of
solid tumors within the host. During physiologically normal angiogenesis, the autocrine,
paracrine, and amphicrine interactions of the vascular endothelium with its surrounding
stromal components are tightly regulated both spatially and temporally. Additionally, the
levels and activities of proangiogenic and angiostatic cytokines and growth factors are
maintained in balance. In contrast, the pathological angiogenesis necessary for active
tumor growth is sustained and persistent, representing a dysregulation of the normal
angiogenic system. Solid and hematopoietic tumor types are particularly associated with a

high level of abnormal angiogenesis.

It is generally thought that the development of tumor consists of sequential, and
interrelated steps that lead to the generation of an autonomous clone with aggressive growth
potential. These steps include sustained growth and unlimited self-renewal. Cell
populations in a tumor are generally characterized by growth signal self-sufficiency,
decreased sensitivity to growth suppressive signals, and resistance to apoptosis. Genetic or
cytogenetic events that initiate aberrant growth sustain cells in a prolonged "ready" state by

preventing apoptosis.

It is a goal of the present disclosure to provide agents and therapeutic treatments for

inhibiting angiogenesis and tumor growth.

SUMMARY OF THE INVENTION

In certain aspects, the disclosure provides polypeptide agents that inhibit EphB4 or
EphrinB2 mediated functions, including monomeric ligand binding portions of the EphB4
and EphrinB2 proteins. As demonstrated herein, EphB4 and EphrinB2 participate in
various disease states, including cancers and diseases related to unwanted or excessive

angiogenesis. Accordingly, certain polypeptide agents disclosed herein may be used to
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treat such diseases. In further aspects, the disclosure relates to the discovery that EphB4
and/or EphrinB2 are expressed, often at high levels, in a variety of tumors. Therefore,
polypeptide agents that down-regulate EphB4 or EphrinB2 function may affect tumors by a
direct effect on the tumor cells as well as an indirect effect on the angiogenic processes
recruited by the tumor. In certain embodiments, the disclosure provides the identity of
tumor types particularly suited to treatment with an agent that downregulates EphB4 or
EphrinB2 function. In preferred embodiments, polypeptides disclosed herein are modified

so0 as to have increased serum half-life in vivo.

In certain aspects, the disclosure provides sotuble EphB4 polypeptides comprising
an amino acid sequence of an extracellular domain of an EphB4 protein. The soluble
EphB4 polypeptides bind specifically to an EphrinB2 polypeptide. The term “soluble” is
used merely to indicate that these polypeptides do not contain a transmembrane domain or a
portion of a transmembrane domain sufficient to compromise the solubility of the
polypeptide in a physiological salt solution. Soluble polypeptides are preferably prepared
as monomers that compete with EphB4 for binding to ligand such as EphrinB2 and inhibit
the signaling that results from EphB4 activation. Optionally, a soluble polypeptide may be
prepared in a multimeric form, by, for example, expressing as an Fc fusion protein or fusion
with another multimerization domain. Such multimeric forms may have complex activities,
having agonistic or antagonistic effects depending on the context. In certain embodiments
the soluble EphB4 polypeptide comprises a globular domain of an EphB4 protein. A
soluble EphB4 polypeptide may comprise a sequence at least 90% identical to residues 1-
522 of the amino acid sequence defined by Figure 65 (SEQ ID NO:10). A soluble EphB4
polypeptide may comprise a sequence at least 90% identical to residues 1-412 of the amino
acid sequence defined by Figure 65 (SEQ ID NO:10). A soluble EphB4 polypeptide may
comprise a sequence at least 90% identical to residues 1-312 of the amino acid sequence
defined by Figure 65 (SEQ ID NO:10). A soluble EphB4 polypeptide may comprise a
sequence encompassing the globular (G) domain (amino acids 29-197 of Figure 65, SEQ ID
NO:10), and optionally additional domains, such as the cysteine-rich domain (amino acids
239-321 of Figure 65, SEQ ID NO:10), the first fibronectin type 3 domain (amino acids
324-429 of Figure 65, SEQ ID NO:10) and the second fibronectin type 3 domain (amino
acids 434-526 of Figure 65, SEQ ID NO:10). Preferred polypeptides described herein and
demonstrated as having ligand binding activity include polypeptides corresponding to 1-
537, 1-427 and 1-326, respectively, of the amino acid sequence shown in Figure 65 (SEQ
ID NO:10). A soluble EphB4 polypeptide may comprise a sequence as set forth in Figure 1
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or 2 (SEQ ID Nos. 1 or 2). As is well known in the art, expression of such EphB4
polypeptides in a suitable cell, such as HEK293T cell line, will result in cleavage of a
leader peptide. Although such cleavage is not always complete or perfectly consistent at a
single site, it is known that EphB4 tends to be cleaved so as to remove the first 15 amino
acids of the sequence shown in Figure 65 (SEQ ID NO:10). Accordingly, as specific
examples, the disclosure provides unprocessed soluble EphB4 polypeptides that bind to
EphrinB2 and comprise an amino acid sequence selected from the following group
(numbering is with respect to the sequence of Figure 65, SEQ ID NO:10): 1-197, 29-197, 1-
312,29-132, 1-321, 29-321, 1-326, 29-326, 1-412, 29-412, 1-427, 29-427, 1-429, 29-429,
1-526, 29-526, 1-537 and 29-537. Additionally, heterologous leader peptides may be
substituted for the endogeneous leader sequences. Polypeptides may be used in a processed
form, such forms having a predicted amino acid sequence selected from the following
group (numbering is with respect to the sequence of Figure 65, SEQ ID NO:10): 16-197,
16-312, 16-321, 16-326, 16-412, 16-427, 16-429, 16-526 and 16-537. Additionally, a
soluble EphB4 polypeptide may be one that comprises an amino acid sequence at least
90%, and optionally 95% or 99% identical to any of the preceding amino acid sequences
while retaining EphrinB2 binding activity. Preferably, any variations in the amino acid
sequence from the sequence shown in Figure 65 (SEQ ID NO:10) are conservative changes
or deletions of no more than 1, 2, 3, 4 or 5 amino acids, particularly in a surface loop
region. In certain embodiments, the soluble EphB4 polypeptide may inhibit the interaction
between Ephrin B2 and EphB4. The soluble EphB4 polypeptide may inhibit clustering of
or phosphorylation of Ephrin B2 or EphB4. Phosphorylation of EphrinB2 or EphB4 is
generally considered to be one of the initial events in triggering intracellular signaling
pathways regulated by these proteins. As noted above, the soluble EphB4 polypeptide may
be prepared as a monomeric or multimeric fusion protein. The soluble polypeptide may
include one or more modified amino acids. Such amino acids may contribute to desirable

properties, such as increased resistance to protease digestion.

The present disclosure provides soluble EphB4 polypeptides having an additional
component that confers increased serum half-life while still retaining EphrinB2 binding
activity. In certain embodiments soluble EphB4 polypeptides are monomeric and are
covalently linked to one or more polyoxyaklylene groups (e.g., polyethylene,
polypropylene), and preferably polyethylene glycol (PEG) groups. Accordingly, one aspect
of the invention provides modified EphB4 polypeptides, wherein the modification
comprises a single polyethylene glycol group covalently bonded to the polypeptide. Other
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aspects provide modified EphB4 polypeptides covalently bonded to one, two, three, or more
polyethylene glycol groups.

The one or more PEG may have a molecular weight ranging from about 1 kDa to
about 100 kDa, and will preferably have a molecular weight ranging from about 10 to about
60 kDa or about 10 to about 40 kDa. The PEG group may be a linear PEG or a branched
PEG. In a preferred embodiment, the soluble, monomeric EphB4 conjugate comprises an
EphB4 polypeptide covalently linked to one PEG group of from about 10 to about 40 kDa
(monoi’EGylated EphB4), or from about 15 to 30 kDa, preferably via an e-amino group of
EphB4 lysine or the N-terminal amino group. Most preferably, EphB4 is randomly
PEGylated at one amino group out of the group consisting of the e-amino groups of EphB4

lysine and the N-terminal amino group.

In one embodiment, the pegylated polypeptides provided by the invention have a
serum half-life in vivo at least 50%, 75%, 100%, 150% or 200% greater than that of an
unmodified EphB4 polypeptide. In another embodiment, the pegylated EphB4
polypeptides provided by the invention inhibit EphrinB2 activity. In a specific
embodiment, they inhibit EphrinB2 receptor clustering, EphrinB2 phosphorylation, and/or
EphrinB2 kinase activity.

Surprisingly, it has been found that monoPEGylated EphB4 according to the
invention has superior properties in regard to the therapeutic applicability of unmodified
soluble EphB4 polypeptides and poly-PEGylated EphB4. Nonetheless, the disclosure also
provides poly-PEGylated EphB4 having PEG at more than one position. Such

polyPEGylated forms provide improved serum-half life relative to the unmodified form.

In certain embodiments, a soluble EphB4 polypeptide is stably associated with a
second stabilizing polypeptide that confers improved half-life without substantially
diminishing EphrinB2 binding. A stabilizing polypeptide will preferably be
immunocompatible with human patients (or animal patients, where veterinary uses are

contemplated) and have little or no significant biological activity.

In a preferred embodiment, the stabilizing polypeptide is a human serum albumin,
or a portion thereof. A human serum albumin may be stably associated with the EphB4
polypeptide covalently or non-covalently. Covalent attachment may be achieved by
expression of the EphB4 polypeptide as a co-translational fusion with human serum
albumin. The albumin sequence may be fused at the N-terminus, the C-terminus or at a

non-disruptive internal position in the soluble EphB4 polypeptide. Exposed loops of the
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EphB4 would be appropriate positions for insertion of an albumin sequence. Albumin may
also be post-translationally attached to the EphB4 polypeptide by, for example, chemical
cross-linking. An EphB4 polypeptide may also be stably associated with more than one
albumin polypeptide. In some embodiments, the albumin is selected from the group
consisting of a human serum albumin (HSA) and bovine serum albumin (BSA). In other
embodiments, the albumin is a naturally occurring variant. In one preferred embodiment,
the EphB4-HSA fusion inhibits the interaction between Ephrin B2 and EphB4, the
clustering of Ephrin B2 or EphB4, the phosphorylation of Ephrin B2 or EphB4, or
combinations thereof. In other embodiments, the EphB4-HSA fusion has enhanced in vivo

stability relative to the unmodified wildtype polypeptide.

In certain aspects, the disclosure provides soluble EphrinB2 polypeptides
comprising an amino acid sequence of an extracellular domain of an EphrinB2 protein. The
soluble EphrinB2 polypeptides bind specifically to an EphB4 polypeptide. The term
“soluble” is used merely to indicate that these polypeptides do not contain a transmembrane
domain or a portion of a transmembrane domain sufficient to compromise the solubility of
the polypeptide in a physiological salt solution. Soluble polypeptides are preferably
prepared as monomers that compete with EphrinB2 for binding to ligand such as EphB4
and inhibit the signaling that results from EphrinB2 activation. Optionally, a soluble
polypeptide may be prepared in a multimeric form, by, for example, expressing as an Fc
fusion protein or fusion with another multimerization domain. Such multimeric forms may
have complex activities, having agonistic or antagonistic effects depending on the context.
A soluble EphrinB2 polypeptide may comprise residues 1-225 of the amino acid sequence
defined by Figure 66 (SEQ ID NO:11). A soluble EphrinB2 polypeptide may comprise a
sequence defined by Figure 3. As is well known in the art, expression of such EphrinB2
polypeptides in a suitable cell, such as HEK293T cell line, will result in cleavage of a
leader peptide. Although such cleavage is not always complete or perfectly consistent at a
single site, it is known that EphrinB2 tends to be cleaved so as to remove the first 26 amino
acids of the sequence shown in Figure 66 (SEQ ID NO:11). Accordingly, as specific
examples, the disclosure provides unprocessed soluble EphrinB2 polypeptides that bind to
EphB4 and comprise an amino acid sequence corresponding to amino acids 1-225 of Figure
66 (SEQ ID NO:11). Such polypeptides may be used in a processed form, such forms
having a predicted amino acid sequence selected from the following group (numbering is
with respect to the sequence of Figure 66, SEQ ID NO:11): 26-225. In certain
embodiments, the soluble EphrinB2 polypeptide may inhibit the interaction between Ephrin
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B2 and EphB4. The soluble EphrinB2 polypeptide may inhibit clustering of or
phosphorylation of EphrinB2 or EphB4. As noted above, the soluble EphrinB2 polypeptide
may be prepared as a monomeric or multimeric fusion protein. The soluble polypeptide
may include one or more modified amino acids. Such amino acids may contribute to

desirable properties, such as increased resistance to protease digestion.

In certain aspects, the disclosure provides pharmaceutical formulations comprising a
polypeptide reagent and a pharmaceutically acceptable carrier. The polypeptide reagent
may be any disclosed herein, including, for example, soluble EphB4 or EphrinB2

polypeptides. Additional formulations include cosmetic compositions and diagnostic kits.

In certain aspects the disclosure provides methods of inhibiting signaling through
Ephrin B2/EphB4 pathway in a cell. A method may comprise contacting the cell with an
effective amount of a polypeptide agent, such as (a) a soluble polypeptide comprising an
amino acid sequence of an extracellular domain of an EphB4 protein, wherein the EphB4
polypeptide is a monomer and binds specifically to an Ephrin B2 polypeptide; (b) a soluble
polypeptide comprising an amino acid sequence of an extracellular domain of an Ephrin B2
protein, wherein the soluble Ephrin B2 polypeptide is a monomer and binds with high
affinity to an EphB4 polypeptide.

In certain aspects the disclosure provides methods for reducing the growth rate of a
tumor, comprising administering an amount of a polypeptide agent sufficient to reduce the
growth rate of the tumor. The polypeptide agent may be selected from the group consisting
of: (a) a soluble polypeptide comprising an amino acid sequence of an extracellular domain
of an EphB4 protein, wherein the EphB4 polypeptide is a monomer and binds specifically
to an Ephrin B2 polypeptide, and optionally comprises an additional modification to
increase serum half-life, such as a PEGylation or serum albumin or both; (b) a soluble
polypeptide comprising an amino acid sequence of an extracellular domain of an Ephrin B2
protein, wherein the soluble Ephrin B2 polypeptide is a monomer and binds with high
affinity to an EphB4 polypeptide Optionally, the tumor comprises cells expressing a higher

level of EphB4 and/or EphrinB2 than noncancerous cells of a comparable tissue.

In certain aspects, the disclosure provides methods for treating a patient suffering
from a cancer. A method may comprise administering to the patient a polypeptide agent.
The polypeptide agent may be selected from the group consisting of: (a) a soluble
polypeptide comprising an amino acid sequence of an extracellular domain of an EphB4

protein, wherein the EphB4 polypeptide is a monomer and binds specifically to an Ephrin
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B2 polypeptide, and optionally comprises an additional modification to increase serum half-
life, such as a PEGylation or serum albumin or both; (b) a soluble polypeptide comprising
an amino acid sequence of an extracellular domain of an Ephrin B2 protein, wherein the
soluble Ephrin B2 polypeptide is a monomer and binds with high affinity to an EphB4
polypeptide. Optionally, the cancer comprises cancer cells expressing EphrinB2 and/or
EphB4 at a higher level than noncancerous cells of a comparable tissue. The cancer may be
a metastatic cancer. The cancer may be selected from the group consisting of colon
carcinoma, breast tumor, mesothelioma, prostate tumor, squamous cell carcinoma, Kaposi
sarcoma, and leukemia. Optionally, the cancer is an angiogenesis-dependent cancer or an
angiogenesis independent cancer. The polypeptide agent employed may inhibit clustering
or phosphorylation of Ephrin B2 or EphB4. A polypeptide agent may be co-administered
with one or more additional anti-cancer chemotherapeutic agents that inhibit cancer cells in

an additive or synergistic manner with the polypeptide agent.

In certain aspects, the disclosure provides methods of inhibiting angiogenesis. A
method may comprise contacting a cell with an amount of a polypeptide agent sufficient to
inhibit angiogenesis. The polypeptide agent may be selected from the group consisting of:
(a) a soluble polypeptide comprising an amino acid sequence of an extracellular domain of
an EphB4 protein, wherein the EphB4 polypeptide is a monomer and binds specifically to
an Ephrin B2 polypeptide, and optionally comprises an additional modification to increase
serum half-life, such as a PEGylation or serum albumin or both; (b) a soluble polypeptide
comprising an amino acid sequence of an extracellular domain of an Ephrin B2 protein,
wherein the soluble Ephrin B2 polypeptide is a monomer and binds with high affinity to an
EphB4 polypeptide.

In certain aspects, the disclosure provides methods for treating a patient suffering
from an angiogenesis-associated disease, comprising administering to the patient a
polypeptide agent. The polypeptide agent may be selected from the group consisting of: (a)
a soluble polypeptide comprising an amino acid sequence of an extracellular domain of an
EphB4 protein, wherein the EphB4 polypeptide is a monomer and binds specifically to an
Ephrin B2 polypeptide, and optionally comprises an additional modification to increase
serum half-life, such as a PEGylation or serum albumin or both; (b) a soluble polypeptide
comprising an amino acid sequence of an extracellular domain of an Ephrin B2 protein,
wherein the soluble Ephrin B2 polypeptide is a monomer and binds with high affinity to an
EphB4 polypeptide. The soluble polypeptide may be formulated with a pharmaceutically

acceptable carrier. An angiogenesis related disease or unwanted angiogenesis related

.
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process may be selected from the group consisting of angiogenesis-dependent cancer,
benign tumors, inflammatory disorders, chronic articular rheumatism and psoriasis, ocular
angiogenic diseases, Osler-Webber Syndrome, myocardial angiogenesis, plaque
neovascularization, telangiectasia, hemophiliac joints, angiofibroma, telangiectasia
psoriasis scleroderma, pyogenic granuloma, rubeosis, arthritis, diabetic neovascularization,
vasculogenesis. A polypeptide agent may be co-administered with at least one additional
anti-angiogenesis agent that inhibits angiogenesis in an additive or synergistic manner with

the soluble polypeptide.

In certain aspects, the disclosure provides for the use of a polypeptide agent in the
manufacture of medicament for the treatment of cancer or an angiogenesis related disorder.
The polypeptide agent may be selected from the group consisting of: (a) a soluble
polypeptide comprising an amino acid sequence of an extracellular domain of an EphB4
protein, wherein the EphB4 polypeptide is a monomer and binds specifically to an Ephrin
B2 polypeptide, and optionally comprises an additional modification to increase serum half-
life, such as a PEGylation or serum albumin or both; (b) a soluble polypeptide comprising
an amino acid sequence of an extracellular domain of an Ephrin B2 protein, wherein the
soluble Ephrin B2 polypeptide is a monomer and binds with hi gh affinity to an EphB4
polypeptide. l

In certain aspects, the disclosure provides methods for treating a patient suffering
from a cancer, comprising: (a) identifying in the patient a tumor having a plurality of cancer
cells that express EphB4 and/or EphrinB2; and (b) administering to the patient a
polypeptide agent. The polypeptide agent may be selected from the group consisting of: (i)
a soluble polypeptide comprising an amino acid sequence of an extracellular domain of an
EphB4 protein, wherein the EphB4 polypeptide is a monomer and binds specifically to an
Ephrin B2 polypeptide, and optionally comprises an additional modification to increase
serum half-life, such as a PEGylation or serum albumin or both; (ii) a soluble polypeptide
comprising an amino acid sequence of an extracellular domain of an Ephrin B2 protein,
wherein the soluble Ephrin B2 polypeptide is a monomer and binds with high affinity to an
EphB4 polypeptide.

In certain aspects, the disclosure provides methods for identifying a tumor that is
suitable for treatment with an EphrinB2 or EphB4 antagonist. A method may comprise
detecting in the tumor cell one or more of the following characteristics: (2) expression of

EphB4 protein and/or mRNA; (b) expression of EphrinB2 protein and/or mRNA; (c) gene



10

15

20

25

30

WO 2006/034455 PCT/US2005/034176

amplification (e.g., increased gene copy number) of the EphB4 gene; or (d) gene
amplification of the EphrinB2 gene. A tumor cell having one or more of characteristics (a)-
(d) may be suitable for treatment with an EphrinB2 or EphB4 antagonist, such as a
polypeptide agent described herein.

Surprisingly, applicants have found that an EphB4 polypeptide lacking the globular
domain can in fact inhibit tumor growth in a xenograft model, inhibit angiogenic tube
formation of vascular endothelial cells and inhibit EphrinB2-activated autokinase activity of
EphB4. While not wishing to be bound to any mechanism of action, it is expected that the
polypeptide either prevents EphB4 aggregation or stimulates the elimination (e.g. by
endocytosis) of EphB4 from the plasma membrane. Accordingly, the disclosure provides
isolated soluble polypeptides comprising an amino acid sequence of a fibronectin type 3
domain of an EphB4 protein. Such polypeptides will preferably have a biological effect,
such as inhibiting an activity (e.g. aggregation or kinase activity) of an EphB4 or EphrinB2
protein, and particularly the inhibition of tumor growth in a human or in a mouse xenograft
mode] of cancer. Such polypeptides may also inhibit angiogenesis in vivo or in an cell-
based assay system. Such polypeptides may not bind to EphrinB2 and may specifically
exclude all of or the functional (e.g., EphrinB2 binding-) portions of the globular domain of
an EphB4 protein. Such a polypeptide will preferably comprise amino acids corresponding
to amino acids 324-429 and/or 434-526 of the sequence of Figure 65 (SEQ ID NO:10), or
sequences at least 90%, 95%, 98%, 99% identical thereto. An example of such a
polypeptide is shown in SEQ ID NO: 15. Such a polypeptide may be modified in any of the
ways described herein, and may be produced as a monomer or as a dimer or multimer
comprising two or more such polypeptides, such as an Fc fusion construct. Dimers or
multimers may be desirable to enhance the effectiveness of such polypeptides. All of the
methods for producing and using such polypeptides are similar to those described herein

with respect to other EphB4 polypeptides.
BRIEF DESCRIPTION OF THE DRAWINGS

Figure 1 shows amino acid sequence of the B4ECv3 protein (predicted sequence of

the precursor including uncleaved Eph B4 leader peptide is shown; SEQ ID NO:1).

Figure 2 shows amino acid sequence of the BAECv3NT protein (predicted sequence

of the precursor including uncleaved Eph B4 leader peptide is shown; SEQ ID NO:2).

Figure 3 shows amino acid sequence of the B2EC protein (predicted sequence of the

precursor including uncleaved Ephrin B2 leader peptide is shown; SEQ ID NO:3).

-9—
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Figure 4 shows amino acid sequence of the B4ECv3-FC protein (predicted sequence

of the precursor including uncleaved Eph B4 leader peptide is shown; SEQ ID NO:4).

Figure 5 shows amino acid sequence of the B2EC-FC protein (predicted sequence of

the precursor including uncleaved Ephrin B2 leader peptide is shown; SEQ ID NO:5).
Figure 6 shows B4EC-FC binding assay (Protein A-agarose based).
Figure 7 shows B4EC-FC inhibition assay (Inhibition in solution).
Figure 8 shows B2EC-FC binding assay (Protein-A-agarose based assay).
Figure 9 shows chemotaxis of HUAEC in response to B4Ecv3.
Figure 10 shows chemotaxis of HHEC in response to B2EC-FC.
Figure 11 shows chemotaxis of HHAEC in response to B2EC.
Figure 12 shows effect of B4Ecv3 on HUAEC tubule formation.
Figure 13 shows effect of B2EC-FC on HUAEC tubule formation.
Figure 14 is a schematic representation of human Ephrin B2 constructs.
Figure 15 is a schematic representation of human EphB4 constructs.

Figure 16 shows the domain structure of the recombinant soluble EphB4EC
proteins. Designation of the domains are as follows: L - leader peptide, G — globular
(ligand-binding domain), C — Cys-rich domain, F1, F2 — fibronectin type III repeats, H— 6
x His-tag.

Figure 17 shows purification and ligand binding properties of the EphB4EC proteins.
A. SDS-PAAG gel electrophoresis of purified EphB4-derived recombinant soluble proteins
(Coomassie-stained). B. Binding of Ephrin B2-AP fusion to EphB4-derived recombinant
proteins immobilized on Ni-NTA-agarose beads. Results of three independent experiments

are shown for each protein. Vertical axis — optical density at 420 nm.
Figure 18 shows that EphB4v3 inhibits chemotaxis.

Figure 19 shows that EphB4v3 inhibits tubule formation on Matrigel. A displays
the strong inhibition of tubule formation by B4v3 in a representative experiment. B shows a
quantitation of the reduction of tube-length obtained with B4v3 at increasing concentrations
as well as a reduction in the number of junctions, in comparison to cells with no protein.
Results are displayed as mean values £ S.D. obtained from three independent experiments

performed with duplicate wells.

-10-
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Figure 20 shows that soluble EphB4 has no detectable cytotoxic effect as assessed
by MTS assay.

Figure 21 shows that B4v3 inhibits invasion and tubule formation by endothelial
cells in the Matrigel assay. (4) to detect total invading cells, photographed at 20X
magnification or with Masson’s Trichrome Top left of A B displays section of a Matrigel
plug with no GF , top right of A displays section with B4IgG containing GF and lower left
section contains GF, and lower right shows GF in the presence of B4v3. Significant
invasion of endothelial cells is only seen in GF containing Matrigel. Top right displays an
area with a high number of invaded cells induced by B4IgG, which signifies the dimeric
form of B4v3. The left upper parts of the pictures correspond to the cell layers formed
around the Matrigel plug from which cells invade toward the center of the plug located in
the direction of the right lower corner. Total cells in sections of the Matrigel plugs were
quantitated with Scion Image software. Results obtained from two experiments with

duplicate plugs are displayed as mean values + S.D.

Figure 22 shows tyrosine phosphorylation of EphB4 receptor in PC3 cells in
response to stimulation with EphrinB2-Fc fusion in presence or absence of EphB4-derived

recombinant soluble proteins.

Figure 23 shows effects of soluble EphB4ECD on viability and cell cycle. A) 3-day
cell viability assay of two HNSCC cell lines. B) FACS analysis of cell cycle in HNSCC-15
cells treated as in A. Treatment of these cells resulted in accumulation in subG0/G1 and

S/G2 phases as indicated by the arrows.

Figure 24 shows that B4v3 inhibits endovascular response in a murine corneal

hydron micropocket assay.

Figure 25 shows that that SCC15, B16, and MCF-7 co-injected with sB4v3 in the
presence of matrigel and growth factors, inhibits the in vivo tumor growth of these cells.

Figure 26 shows that soluble EphB4 causes apoptosis, necrosis and decreased
angiogenesis in three tumor types, B16 (melanoma), SCC15 (head and neck carcinoma),
and MCF-7 (breast carcinoma). Tumors were injected premixed with Matrigel plus growth
factors and soluble EphB4 subcutaneously. After 10 to 14 days, the mice were injected
intravenously with FITC-lectin (green) to assess blood vessel perfusion. Tumors treated
with control PBS displayed abundant tumor density and a robust angiogenic response.

Tumors treated with sEphB4 displayed a decrease in tumor cell density and a marked
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inhibition of tumor angiogenesis in regions with viable tumor cells, as well as tumor

necrosis and apoptosis.

Figure 27 shows expression of EphB4 in prostate cell lines. A) Western blot of total
cell lysates of various prostate cancer cell lines, normal prostate gland derived cell line
(MLC) and acute myeloblastic lymphoma cells (AML) probed with EphB4 monoclonal
antibody. B) Phosphorylation of EphB4 in PC-3 cells determined by Western blot.

Figure 28 shows expression of EphB4 in prostate cancer tissue. Representative
prostate cancer frozen section stained with EphB4 monoclonal antibody (top left) or isotype
specific control (bottom left). Adjacent BPH tissue stained with EphB4 monoclonal
antibody (top right). Positive signal is brown color in the tumor cells. Stroma and the
normal epithelia are negative. Note membrane localization of stain in the tumor tissue,
consistent with trans-membrane localization of EphB4. Representative QRT-PCR of RNA

extracted from cancer specimens and adjacent BPH tissues (lower right).

Figure 29 shows downregulation of EphB4 in prostate cancer cells by tumor
suppressors and RXR expression. A) PC3 cells were co-transfected with truncated CD4 and
p53 or PTEN or vector only. 24 h later CD4-sorted cells were collected, lysed and analyzed
sequentially by Western blot for the expression of EphB4 and $-actin, as a normalizer
protein. B) Western blot as in (A) of various stable cell lines. LNCaP-FGF is a stable
transfection clone of FGF-8, while CWR22R-RXR stably expresses the RXR receptor.
BPH-1 was established from benign hypertrophic prostatic epithelium.

Figure 30 shows regulation of EphB4 in prostate cancer cells by EGFR and IGFR-1.
A) Western blot of PC3 cells treated with or without EGFR specific inhibitor AG1478 (1
nM) for 36 hours. Decreased EphB4 signal is observed after AG 1478 treatment. The
membrane was stripped and reprobed with G-actin, which was unaffected. B) Western Blot
of triplicate samples of PC3 cells treated with or without IGFR-1 specific neutralizing
antibody MAB391 (2 ug/ml; overnight). The membrane was sequentially probed with
EphB4, IGFR-1 and (-actin antibodies. IGFR-1 signal shows the expected repression of
signal with MAB391 treatment.

Figure 31 shows effect of specific EphB4 AS-ODNs and siRNA on expression and
prostate cell functions. A) 293 cells stably expressing full-length construct of EphB4 was
used to evaluate the ability of siRNA 472 to inhibit EphB4 expression. Cells were
transfected with 50 nM RNAI using Lipofectamine 2000. Western blot of cell lysates 40 h
post transfection with control siRNA (green fluorescence protein; GFP siRNA) or EphB4
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siRNA 472, probed with EphB4 monoclonal antibody, stripped and reprobed with $-actin
monoclonal antibody. B) Effect of EphB4 AS-10 on expression in 293 transiently
expressing full-length EphB4. Cells were exposed to AS-10 or sense ODN for 6 hours and
analyzed by Western blot as in (A). C) 48 h viability assay of PC3 cells treated with siRNA
as described in the Methods section. Shown is mean + s.e.m. of triplicate samples. D) 5-day
viability assay of PC3 cells treated with ODNs as described in the Methods. Shown is mean
+ s.e.m. of triplicate samples. E) Scrape assay of migration of PC3 cells in the presence of
50 nM siRNAs transfected as in (A). Shown are photomicrographs of representative 20x
fields taken immediately after the scrape was made in the monolayer (0 h) and after 20h
continued culture. A large number of cells have filled in the scrape after 20 h with control
siRNA, but not with EphB4 siRNA 472. F) Shown is a similar assay for cells treated with
AS-10 or sense ODN (both 10 uM). G) Matrigel invasion assay of PC3 cells transfected
with siRNA or control siRNA as described in the methods. Cells migrating to the underside
of the Matrigel coated insert in response to 5 mg/ml fibronectin in the lower chamber were
fixed and stained with Giemsa. Shown are representative photomicrographs of control
siRNA and siRNA 472 treated cells. Cell numbers were counted in 5 individual high-

powered fields and the average + s.e.m. is shown in the graph (bottom right).

Figure 32 shows effect of EphB4 siRNA 472 on cell cycle and apoptosis. A) PC3
cells transfected with siRNAs as indicated were analyzed 24 h post transfection for cell
cycle status by flow cytometry as described in the Methods. Shown are the plots of cell
number vs. propidium iodide fluorescence intensity. 7.9% of the cell population is apoptotic
(in the Sub GO peak) when treated with siRNA 472 compared to 1% with control siRNA.
B) Apoptosis of PC3 cells detected by Cell Death Detection ELISAP™ kit as described in
the Methods. Absorbance at 405 nm increases in proportion to the amount of histone and
DNA-POD in the nuclei-free cell fraction. Shown is the mean + s.e.m. of triplicate samples

at the indicated concentrations of siRNA 472 and GFP siRNA (control).

Figure 33 shows that EphB4 and EphrinB2 are expressed in mesothelioma cell lines
as shown by RT-PCR (A) and Western Blot (B).

Figure 34 shows expression of ephrin B2 and EphB4 by in situ hybridization in
mesothelioma cells. NCI H28 mesothelioma cell lines cultured in chamber slides hybridized
with antisense probe to ephrin B2 or EphB4 (top row). Control for each hybridization was

sense (bottom row). Positive reaction is dark blue cytoplasmic stain.
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Figure 35 shows cellular expression of EphB4 and ephrin B2 in mesothelioma
cultures. Immunofluorescence staining of primary cell isolate derived from pleural effusion
of a patient with malignant mesothelioma and cell lines NCI H28, NCI H2373, and NCI
H2052 for ephrin B2 and EphB4. Green color is positive signal for FITC labeled secondary
antibody. Specificity of immunofluorescence staining was demonstrated by lack of signal
with no primary antibody (first row). Cell nuclei were counterstained with DAPI (blue
color) to reveal location of all cells. Shown are merged images of DAPI and FITC

fluorescence. Original magnification 200X.

Figure 36 shows expression of ephrin B2 and EphB4 in mesothelioma tumor.
Immunohistochemistry of malignant mesothelioma biopsy. H&E stained section reveals
tumor architecture; bottom left panel is background control with no primary antibody.

EphB4 and ephrin B2 specific staining is brown color. Original magnification 200X.

Figure 37 shows effects of EPHB4 antisense probes (A) and EPHB4 siRNAs (B) on
the growth of H28 cells.

Figure 38 shows effects of EPHB4 antisense probes (A) and EPHB4 siRNAs (B) on

cell migration.

Figure 39 shows that EphB4 is expressed in HNSCC primary tissues and
metastases. A) Top: Immunohistochemistry of a representative archival section stained with
EphB4 monoclonal antibody as described in the methods and visualized with DAB (brown
color) localized to tumor cells. Bottom: Hematoxylin and Eosin (H&E) stain of an adjacent
section. Dense purple staining indicates the presence of tumor cells. The right hand column
are frozen sections of lymph node metastasis stained with EphB4 polyclonal antibody (top
right) and visualized with DAB. Control (middle) was incubation with goat serum and H&E
(bottom) reveals the location of the metastatic foci surrounded by stroma which does not
stain. B) In situ hybridization of serial frozen sections of a HNSCC case probed with
EphB4 (left column) and ephrin B2 (right column) DIG labeled antisense or sense probes
generated by run-off transcription. Hybridization signal (dark blue) was detected using
alkaline-phosphatase-conjugated anti-DIG antibodies and sections were counterstained with
Nuclear Fast Red. A serial section stained with H&E is shown (bottom left) to illustrate
tumor architecture. C) Western blot of protein extract of patient samples consisting of
tumor (T), uninvolved normal tissue (N) and lymph node biopsies (LN). Samples were
fractionated by polyacrylamide gel electrophoresis in 4-20% Tris-glycine gels and

subsequently electroblotted onto nylon membranes. Membranes were sequentially probed
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with EphB4 monoclonal antibody and $-actin MoAb. Chemiluminescent signal was
detected on autoradiography film. Shown is the EphB4 specific band which migrated at 120
kD and B-actin which migrated at 40 kD. The $-actin signal was used to control for loading

and transfer of each sample.

Figure 40 shows that EphB4 is expressed in HNSCC cell lines and is regulated by
EGF: A) Survey of EphB4 expression in SCC cell lines. Western blot of total cell lysates
sequentially probed with EphB4 monoclonal antibody, stripped and reprobed with $-actin
monoclonal antibody as described for Fig. 39C. B) Effect of the specific EGFR inhibitor
AG1478 on EphB4 expression: Western blot of crude cell lysates of SCC15 treated with 0-
1000 nM AG 1478 for 24 h in media supplemented with 10% FCS (left) or with 1 mM AG
1478 for 4, 8, 12 or 24 h (right). Shown are membranes sequentially probed for EphB4 and
B-actin. C) Effect of inhibition of EGFR signaling on EphB4 expression in SCC cell lines:
Cells maintained in growth media containing 10% FCS were treated for 24 hr with 1 pM
AG 1478, after which crude cell lysates were analyzed by Western blots of cell lysates
sequentially probed with for EGFR, EphB4, ephrin B2 and $-actin antibodies. Specific
signal for EGFR was detected at 170 kD and ephrin B2 at 37 kD in addition to EphB4 and

B-actin as described in Fig. 1C. 3-actin serves as loading and transfer control.

Figure 41 shows mechanism of regulation of EphB4 by EGF: A) Schematic of the
EGFR signaling pathways, showing in red the sites of action and names of specific kinase
inhibitors used. B) SCC15 cells were serum-starved for 24 h prior to an additional 24
incubation as indicated with or without EGF (10 ng/ml), 3 pM U73122, or 5 uM SH-5, 5
pM SP600125, 25 nM LY294002, -~ pM PD098095 or 5 uM SB203580. N/A indicates
cultures that received equal volume of diluent (DMSO) only. Cell Iysates were subjected to
Western Blot with EphB4 monoclonal antibody. S-actin signal serves as control of protein

loading and transfer.

Figure 42 shows that specific EphB4 siRNAs inhibit EphB4 expression, cell
viability and cause cell cycle arrest. A) 293 cells stably expressing full length EphB4 were
transfected with 50 nM RNAi using LipofectamineTM2000. 40 h post-transfection cells
were harvested, lysed and processed for Western blot. Membranes were probed with EphB4
monoclonal antibody, stripped and reprobed with B-actin monoclonal antibody as control
for protein loading and transfer. Negative reagent control was RNAi to scrambled green
fluorescence protein (GFP) sequence and control is transfection with

LipofectamineTM2000 alone. B) MTT cell viability assays of SCC cell lines treated with
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siRNAs for 48 h as described in the Methods section. Shown is mean + s.e.m. of triplicate
samples. C) SCC15 cells transfected with siRNAs as indicated were analyzed 24 h post
transfection for cell cycle status by flow cytometry as described in the Methods. Shown are
the plots of cell number vs. propidium iodide fluorescence intensity. Top and middle row
show plots for cells 16 h after siRNA transfection, bottom row shows plots for cells 36 h
post transfection. Specific siRNA and concentration are indicated for each plot. Lipo =

Lipofectamine TM200 mock transfection.

Figure 43 shows in vitro effects of specific EphB4 AS-ODNs on SCC cells. A) 293
cells transiently transfected with EphB4 full-length expression plasmid were treated 6 h
post transfection with antisense ODNs as indicated. Cell lysates were collected 24 h after
AS-ODN treatment and subjected to Western Blot. B) SCC25 cells were seeded on 48 well
plates at equal densities and treated with EphB4 AS-ODNs at 1, 5, and 10 uM on days 2
and 4. Cell viability was measured by MTT assay on day 5. Shown is the mean + s.e.m. of
triplicate samples. Note that AS-ODNs that were active in inhibiting EphB4 protein levels
were also effective inhibitors of SCC15 cell viability. C) Cell cycle analysis of SCC15 cells
treated for 36 h with AS-10 (bottom) compared to cells that were not treated (top). D)
Confluent cultures of SCC15 cells scraped with a plastic Pasteur pipette to produce 3 mm
wide breaks in the monolayer. The ability of the cells to migrate and close the wound in the
presence of inhibiting EphB4 AS-ODN (AS-10) and non-inhibiting AS-ODN (AS-1) was
assessed after 48 h. Scrambled ODN is included as a negative control ODN. Culture labeled
no treatment was not exposed to ODN. At initiation of the experiment, all cultures showed
scrapes of equal width and similar to that seen in 1 pM EphB4 AS-10 after 48 h. The red
brackets indicate the width of the original scrape. E) Migration of SCC15 cells in response
to 20 mg/ml EGF in two-chamber assay as described in the Methods. Shown are
representative photomicrographs of non-treated (NT), AS-6 and AS-10 treated cells and 10
ng/ml Taxol as positive control of migration inhibition. F) Cell numbers were counted in 5

individual high-powered fields and the average + s.e.m. is shown in the graph.

Figure 44 shows that EphB4 AS-ODN inhibits tumor growth in vivo. Growth curves
for SCC15 subcutaneous tumor xenografts in Balb/C nude mice treated with EphB4 AS-10
or scrambled ODN at 20 mg/kg/day starting the day following implantation of 5 x 106 cells.
Control mice received and equal volume of diluent (PBS). Shown are the mean + s.e.m. of

6 mice/group. * P =0.0001 by Student’s t-test compared to scrambled ODN treated group.
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Figure 45 shows that Ephrin B2, but not EphB4 is expressed in KS biopsy tissue.

* (A) In situ hybridization with antisense probes for ephrin B2 and EphB4 with

corresponding H&E stained section to show tumor architecture. Dark blue color in the ISH
indicates positive reaction for ephrin B2. No signal for EphB4 was detected in the Kaposi’s
sarcoma biopsy. For contrast, ISH signal for EphB4 is strong in squamous cell carcinoma
tumor cells. Ephrin B2 was also detected in KS using EphB4-AP fusion protein (bottom
left). (B) Detection of ephrin B2 with EphB4/Fc fusion protein. Adjacent sections were
stained with H&E (left) to show tumor architecture, black rectangle indicates the area
shown in the EphB4/Fc treated section (middle) detected with FITC-labeled anti-human Fc
antibody as described in the methods section. As a control an adjacent section was treated
with human Fc fragment (right). Specific signal arising from EphB4/Fc binding to the
section is seen only in areas of tumor cells. (C) Co-expression of ephrin B2 and the HHV8
latency protein LANA1. Double-label confocal immunofluorescence microscopy with
antibodies to ephrin B2 (red) LANA1 (green), or EphB4 (red) of frozen KS biopsy material
directly demonstrates co-expression of LANA1 and ephrin B2 in KS biopsy. Coexpression
is seen as yellow color. Double label confocal image of biopsy with antibodies to PECAM-
1 (green) in cells with nuclear propidium iodide stain (red), demonstrating the vascular

nature of the tumor.

A Figure 46 shows that HHV-8 induces arterial marker expression in venous
endothelial cells. (A) Immunofluorescence of cultures of HUVEC and HUVEC/BC-1 for
artery/vein markers and viral proteins. Cultures were grown on chamber slides and
processed for immunofluorescence detection of ephrin B2 (a, e, i), EphB4 (m, q, u), CD148
@, v), and the HHV-8 proteins LANA1 (b, f, m) or ORF59 (r) as described in the Materials
and Methods. Yellow color in the merged images of the same field demonstrate co-
expression of ephrin B2 and LANA or ephrin B2 and CD148. The positions of viable cells
were revealed by nuclear staining with DAPI (blue) in the third column (c, g, k, o, s, w).
Photomicrographs are of representative fields. (B) RT-PCR of HUVEC and two HHV-8
infected cultures (HUVEC/BC-1 and HUVEC/BC-3) for ephrin B2 and EphB4. Ephrin B2
product (200 bp) is seen in HUVEC/BC-1, HUVEC/BC-3 and EphB4 product (400 bp) is
seen in HUVEC. Shown also is 8-actin RT-PCR as a control for amount and integrity of
input RNA.

Figure 47 shows that HHV-8 induces arterial marker expression in Kaposi’s
sarcoma cells. (A) Western blot for ephrin B2 on various cell lysates. SLK-vGPCR is a
stable clone of SLK expressing the HHV-8 vGPCR, and SLK-pCEFL is control stable
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clone transfected with empty expression vector. SLK cells transfected with LANA or
LANAA440 are SLK-LANA and SLK-A440 respectively. Quantity of protein loading and
transfer was determined by reprobing the membranes with 8-actin monoclonal antibody.

(B) Transient transfection of KS-SLK cells with expression vector pvGPCR-CEFL resulted
in the expression of ephrin B2 as shown by immunofluorescence staining with FITC
(green), whereas the control vector pCEFL had no effect. KS-SLK cells (0.8 x 105/well)
were transfected with 0.8 pug DNA using Lipofectamine 2000. 24 hr later cells were fixed
and stained with ephrin B2 polyclonal antibody and FITC conjugated secondary antibody as
described in the methods. (C) Transient transfection of HUVEC with vGPCR induces
transcription from ephrin B2 luciferase constructs. 8 x 103 HUVEC in 24 well plates were
transfected using Superfect with 0.8 pg/well ephrin B2 promoter constructs containing
sequences from -2941 to -11 with respect to the translation start site, or two 5’-deletions as
indicated, together with 80 ng/well pCEFL or pvGPCR-CEFL. Luciferase was determined
48 h post transfection and induction ratios are shown to the right of the graph. pGL3Basic is
promoterless luciferase control vector. Luciferase was normalized to protein since GPCR
induced expression of the cotransfected 8-galactosidase. Graphed is mean + SEM of 6

replicates. Shown is one of three similar experiments.

Figure 48 shows that VEGF and VEGF-C regulate ephrin B2 expression. A)
Inhibition of ephrin B2 by neutralizing antibodies. Cells were cultured in full growth
medium and exposed to antibody (100 ng/ml) for 36 hr before collection and lysis for
Westemn blot. B) For induction of ephrin B2 expression cells were cultured in EBM growth
medium containing 5% serum lacking growth factors. Individual growth factors were added
as indicated and the cells harvested after 36 h. Quantity of protein loading and transfer was

determined by reprobing the membranes $-actin monoclonal antibody.

Figure 49 shows that Ephrin B2 knock-down with specific siRNA inhibits viability
in KS cells and HUVEC grown in the presence of VEGF but not IGF, EGF or bFGF. A)
KS-SLK cells were transfected with various siRNA to ephrin B2 and controls. After 48 hr
the cells were harvested and crude cell lysates fractionated on 4-20% SDS-PAGE. Western
blot was performed with monoclonal antibody to ephrin B2 generated in-house. The
membrane was stripped and reprobed with 8-actin monoclonal antibody (Sigma) to
illustrate equivalent loading and transfer. B) 3 day cell viability assay of KS-SLK cultures
in the presence of ephrin B2 and EphB4 siRNAs. 1 x 10° cells/well in 24-well plates were
treated with 0, 10 and 100 ng/ml siRNAs as indicated on the graph. Viability of cultures

was determined by MTT assay as described in the methods section. Shown are the mean +
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standard deviation of duplicate samples. C) HUVE cells were seeded on eight wells
chamber slides coated with fibronectin. The HUVE cells were grown overnight in EGM-2
media, which contains all growth supplements. On the following day, the media was
replaced with media containing VEGF (10ng/ml) or EGF, FGF and IGF as indicated. After
2 hrs of incubation at 37 °C, the cells were transfected using Lipofectamine 2000
(Invitrogen) in Opti-MEM medium containing 10 nM of siRNA to ephrin B2, Eph B4 or
green fluorescence protein (GFP) as control. The cells were incubated for 2 hr and then the
fresh media containing growth factors or VEGF alone was added to their respective wells.
After 48 hrs, the cells were stained with crystal violet and the pictures were taken

immediately by digital camera at 10X magnification.

Figure 50 shows that soluble EphB4 inhibits KS and EC cord formation and in vivo
angiogenesis. Cord formation assay of HUVEC in Matrigel TM (upper row). Cells in
exponential growth phase were treated overnight with the indicated concentrations of ’
EphB4 extracellular domain (ECD) prior to plating on Matrigel TM. Cells were trypsinized
and plated (1 x 10° cells/well) in a 24-well plate containing 0.5 ml Matrigel TM. Shown are
representative 20X phase confrast fields of cord formation after 8 hr plating on Matrigel TM
in the continued presence of the test compounds as shown. Original magnification 200 X.
KS-SLK cells treated in a similar manner (middle row) in a cord formation assay on
MatrigelTM. Bottom row shows in vivo Matrigel TM assay: Matrigel TM plugs containing
growth factors and EphB4 ECD or PBS were implanted subcutaneously in the mid-ventral
region of mice. After 7 days the plugs were removed, sectioned and stained with H&E to
visualize cells migrating into the matrix. Intact vessels with large lumens are observed in
the control, whereas EphB4 ECD almost completely inhibited migration of cells into the
Matrigel.

Figure 51 shows expression of EPHB4 in bladder cancer cell lines (A), and

regulation of EPHB4 expression by EGFR signaling pathway (B).

Figure 52 shows that transfection of p53 inhibit the expression of EPHB4 in 5637

cell. |

Figure 53 shows growth inhibition of bladder cancer cell line (5637) upon treatment
with EPHB4 siRNA 472.

Figure 54 shows results on apoptosis study of 5637 cells transfected with EPHB4
siRNA 472.
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Figure 55 shows effects of EPHB4 antisense probes on cell migration. 5637 cells
were treated with EPHB4AS10 (10 uM) (bottom panels). Upper panels show control cells.

Figure 56 shows effects of EPHB4 siRNA on cell invasion. 5637 cells were
transfected with siRNA 472 or control siRNA.

Figure 57 shows comparison of EphB4 monoclonal antibodies by G250 and in pull-

down assay.

Figure 58 shows that EphB4 antibodies inhibit the growth of SCC15 xenograft

tumors.

Figure 59 shows that EphB4 antibodies cause apoptosis, necrosis and decreased

angiogenesis in SCC15, head and neck carcinoma tumor type.

Figure 60 shows that systemic administration of EphB4 antibodies leads to tumor

regression.
Figure 61 shows a genomic nucleotide sequence of human EphB4 (SEQ ID NO:6).
Figure 62 shows a cDNA nucleotide sequence of human EphB4 (SEQ ID NO:7).

Figure 63 shows a genomic nucleotide sequence of human Ephrin B2 (SEQ ID

NO:8).
Figure 64 shows a cDNA nucleotide sequence of human Ephrin B2 (SEQ ID NO:9).
Figure 65 shows an amino acid sequence of human EphB4 (SEQ ID NO:10).
Figure 66 shows an amino acid sequence of human Ephrin B2 (SEQ ID NO:11).

Figure 67 shows a comparison of the EphrinB2 binding properties of the HSA-
EphB4 fusion protein and other EphB4 polypeptides.

Figure 68 shows a comparison between the in vivo stability of an EphB4-HSA
fusion protein and an EphB4 polypeptide in mice.

Figure 69 shows the EphrinB2 binding activity of soluble EphB4 polypeptides
pegylated under specific pH conditions.

Figure 70 shows the chromatographic separation of PEG derivatives of EphB4
protein on SP-Sepharose columns. Purity of the PEG-modified EphB4 protein was analyzed
by PAGE. The EphrinB2 binding of the pegylation reaction products is also shown.

Figure 71 shows the purity, as determined by SDS-PAGE, of chromatography-
separated unpegylated, monopegylated and poly-pegylated EphB4 fractions.
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Figure 72 shows the EphrinB2-binding activity of the chromatography fractions
from the EphB4 pegylation reaction.

Figure 73 shows the retention of EphrinB2-binding activity of the chromatography
fractions from the EphB4 pegylation reaction after incubation in mouse serum at 37°C for

three days.

Figure 74 shows the in vivo stability of unpegylated, monopegylated and
polypegylated EphB4 in mice over time.

DETAILED DESCRIPTION OF THE INVENTION

I Overview

The current invention is based in part on the discovery that signaling through the
ephrin/ephrin receptor (ephrin/eph) pathway contributes to tumorigenesis. Applicants
detected expression of ephrin B2 and EphB4 in tumor tissues and developed anti-tumor
therapeutic agents for blocking signaling through the ephrin/eph. In addition, the disclosure
provides polypeptide therapeutic agents and methods for polypeptide-based inhibition of
the function of EphB4 and/or Ephrin B2. Accordingly, in certain aspects, the disclosure
provides numerous polypeptide compounds (agents) that may be used to treat cancer as well
as angiogenesis related disorders and unwanted angiogenesis related processes. Applicants
have generated modified forms of EphrinB2 and EphB4 polypeptides and have
demonstrated that such modified forms have markedly improved pharmacokinetic
properties. Accordingly, in certain aspects, the disclosure provides numerous polypeptide
compounds (agents) that may be used to treat cancer as well as angiogenesis related

disorders and unwanted angiogenesis related processes.

As used herein, the terms Ephrin and Eph are used to refer, respectively, to ligands
and receptors. They can be from any of a variety of animals (e.g., mammals/non-mammals,
vertebrates/non-vertebrates, including humans). The nomenclature in this area has changed
rapidly and the terminology used herein is that proposed as a result of work by the Eph
Nomenclature Committee, which can be accessed, along with previously-used names at

web site http://www.eph-nomenclature.com.

The work described herein, particularly in the examples, refers to Ephrin B2 and
EphB4. However, the present invention contemplates any ephrin ligand and/or Eph

receptor within their respective family, which is expressed in a tumor. The ephrins
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(ligands) are of two structural types, which can be further subdivided on the basis of
sequence relationships and, functionally, on the basis of the preferential binding they
exhibit for two corresponding receptor subgroups. Structurally, there are two types of
ephrins: those which are membrane-anchored by a glycerophosphatidylinositol (GPI)
linkage and those anchored through a transmembrane domain. Conventionally, the ligands
are divided into the Ephrin-A subclass, which are GPI-linked proteins which bind
preferentially to EphA receptors, and the Ephrin-B subclass, which are transmembrane

proteins which generally bind preferentially to EphB receptors.

The Eph family receptors are a family of receptor protein-tyrosine kinases which are
related to Eph, a receptor named for its expression in an erythropoietin-producing human
hepatocellular carcinoma cell line. They are divided into two subgroups on the basis of the
relatedness of their extracellular domain sequences and their ability to bind preferentially to
Ephrin-A proteins or Ephrin-B proteins. Receptors which interact preferentially with
Ephrin-A proteins are EphA receptors and those which interact preferentially with Ephrin-B

proteins are EphB receptors.

Eph receptors have an extracellular domain composed of the ligand-binding
globular domain, a cysteine rich region followed by a pair of fibronectin type Il repeats
(e.g., see Figure 16). The cytoplasmic domain consists of a juxtamembrane region
containing two conserved tyrosine residues; a protein tyrosine kinase domain; a sterile o-
motif (SAM) and a PDZ-domain binding motif. EphB4 is specific for the membrane-bound
ligand Ephrin B2 (Sakano, S. et al 1996; Brambilla R. et al 1995). Ephrin B2 belongs to the
class of Eph ligands that have a transmembrane domain and cytoplasmic region with five
conserved tyrosine residues and PDZ domain. Eph receptors are activated by binding of
clustered, membrane attached ephrins (Davis S et al, 1994), indicating that contact between

cells expressing the receptors and cells expressing the ligands is required for Eph activation.

Upon ligand binding, an Eph receptor dimerizes and autophosphorylate the
juxtamembrane tyrosine residues to acquire full activation (Kalo MS et al, 1999, Binns KS,
2000). In addition to forward signaling through the Eph receptor, reverse signaling can
occur through the ephrin Bs. Eph engagement of ephrins results in rapid phosphorylation of
the conserved intracellular tyrosines (Bruckner K, 1997) and somewhat slower recruitment
of PDZ binding proteins (Palmer A 2002). Recently, several studies have shown that high

expression of Eph/ephrins may be associated with increased potentials for tumor growth,
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tumorigenicity, and metastasis (Easty DJ, 1999; Kiyokawa E, 1994; Tang XX, 1999; Vogt
T, 1998; Liu W, 2002; Stephenson SA, 2001; Steube KG 1999; Berclaz G, 1996).

In certain embodiments, the present invention provides polypeptide therapeutic
agents that inhibit activity of Ephrin B2, EphB4, or both. As used herein, the term
“polypeptide therapeutic agent” or “polypeptide agent” is a generic term which includes
any polypeptide that blocks signaling through the Ephrin B2/EphB4 pathway. A preferred
polypeptide therapeutic agent of the invention is a soluble polypeptide of Ephrin B2 or
EphB4. Another preferred polypeptide therapeutic agent of the invention is an antagonist
antibody that binds to Ephrin B2 or EphB4. For example, such polypeptide therapeutic
agent can inhibit function of Ephrin B2 or EphB4, inhibit the interaction between Ephrin B2
and EphB4, inhibit the phosphorylation of Ephrin B2 or EphB4, or inhibit any of the
downstream signaling events upon binding of Ephrin B2 to EphB4. Such polypeptides may
include EphB4 or EphrinB2 that are modified so as to improve serum half-life, such as by

PEGylation or stable association with a serum albumin protein.
II. Soluble Polypeptides

In certain aspects, the invention relates to a soluble polypeptide comprising an
extracellular domain of an Ephrin B2 protein (referred to herein as an Ephrin B2 soluble
polypeptide) or comprising an extracellular domain of an EphB4 protein (referred to herein
as an EphB4 soluble polypeptide). Preferably, the subject soluble polypeptide is a
monomer and is capable of binding with high affinity to Ephrin B2 or EphB4. In a specific
embodiment, the EphB4 soluble polypeptide of the invention comprises a globular domain
of an EphB4 protein. Specific examples EphB4 soluble polypeptides are provided in
Figures 1, 2, and 15. Specific examples of Ephrin B2 soluble polypeptides are provided in
Figures 3 and 14.

As used herein, the subject soluble polypeptides include fragments, functional
variants, and modified forms of EphB4 soluble polypeptide or an Ephrin B2 soluble
polypeptide. These fragments, functional variants, and modified forms of the subject
soluble polypeptides antagonize function of EphB4, Ephrin B2 or both.

In certain embodiments, isolated fragments of the subject soluble polypeptides can
be obtained by screening polypeptides recombinantly produced from the corresponding
fragment of the nucleic acid encoding an EphB4 or Ephrin B2 soluble polypeptides. In
addition, fragments can be chemically synthesized using techniques known in the art such
as conventional Merrifield solid phase f-Moc or t-Boc chemistry. The fragments can be
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produced (recombinantly or by chemical synthesis) and tested to identify those peptidyl
fragments that can function to inhibit function of EphB4 or Ephrin B2, for example, by
testing the ability of the fragments to inhibit angiogenesis or tumor growth.

In certain embodiments, a functional variant of an EphB4 soluble polypeptide
comprises an amino acid sequence that is at least 90%, 95%, 97%, 99% or 100% identical
to residues 1-197, 29-197, 1-312, 29-132, 1-321, 29-321, 1-326, 29-326, 1-412, 29-412, 1-
427,29-427, 1-429, 29-429, 1-526, 29-526, 1-537 and 29-537 of the amino acid sequence
defined by Figure 65 (SEQ ID NO: 10). Such polypeptides may be used in a processed
form, and accordingly, in certain embodiments, an EphB4 soluble polypeptide comprises an
amino acid sequence that is at least 90%, 95%, 97%, 99% or 100% identical to residues 16~
197, 16-312, 16-321, 16-326, 16-412, 16-427, 16-429, 16-526 and 16-537 of the amino acid
sequence defined by Figure 65 (SEQ ID NO:10).

In other embodiments, a functional variant of an Ephrin B2 soluble polypeptide
comprises a sequence at least 90%, 95%, 97%, 99% or 100% identical to residues 1-225 of
the amino acid sequence defined by Figure 66 (SEQ ID NO: 11) or a processed form, such
as one comprising a sequence at least 90%, 95%, 97%, 99% or 100% identical to residues

26-225 of the amino acid sequence defined by Figure 66 (SEQ ID NO: 11).

In certain embodiments, the present invention contemplates making functional
variants by modifying the structure of the subject soluble polypeptide for such purposes as
enhancing therapeutic or prophylactic efficacy, or stability (e.g., ex vivo shelf life and
resistance to proteolytic degradation in vivo). Such modified soluble polypeptide are
considered functional equivalents of the naturally-occurring EphB4 or Ephrin B2 soluble
polypeptide. Modified soluble polypeptides can be produced, for instance, by amino acid
substitution, deletion, or addition. For instance, it is reasonable to expect, for example, that
an isolated replacement of a leucine with an isoleucine or valine, an aspartate with a
glutamate, a threonine with a serine, or a similar replacement of an amino acid with a
structurally related amino acid (e.g., conservative mutations) will not have a major effect on
the biological activity of the resulting molecule. Conservative replacements are those that

take place within a family of amino acids that are related in their side chains.

This invention further contemplates a method of generating sets of combinatorial
mutants of the EphB4 or Ephrin B2 soluble polypeptides, as well as truncation mutants, and
is especially useful for identifying functional variant sequences. The purpose of screening

such combinatorial libraries may be to generate, for example, soluble polypeptide variants
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which can act as antagonists of EphB4, EphB2, or both. Combinatorially-derived variants
can be generated which have a selective potency relative to a naturally occurring soluble
polypeptide. Such variant proteins, when expressed from recombinant DNA constructs, can
be used in gene therapy protocols. Likewise, mutagenesis can give rise to variants which
have intracellular half-lives dramatically different than the corresponding wild-type soluble
polypeptide. For example, the altered protein can be rendered either more stable or less
stable to proteolytic degradation or other cellular process which result in destruction of, or
otherwise inactivation of the protein of interest (e.g., a soluble polypeptide). Such variants,
and the genes which encode them, can be utilized to alter the subject soluble polypeptide
levels by modulating their half-life. For instance, a short half-life can give rise to more
transient biological effects and, when part of an inducible expression system, can allow
tighter control of recombinant soluble polypeptide levels within the cell. As above, such
proteins, and particularly their recombinant nucleic acid constructs, can be used in gene

therapy protocols.

There are many ways by which the library of potential homologs can be generated
from a degenerate oligonucleotide sequence. Chemical synthesis of a degenerate gene
sequence can be carried out in an automatic DNA synthesizer, and the synthetic genes then
be ligated into an appropriate gene for expression. The purpose of a degenerate set of genes
is to provide, in one mixture, all of the sequences encoding the desired set of potential
soluble polypeptide sequences. The synthesis of degenerate oligonucleotides is well known
in the art (see for example, Narang, SA (1983) Tetrahedron 39:3; Itakura et al., (1 981)
Recombinant DNA, Proc. 3rd Cleveland Sympos. Macromolecules, ed. AG Walton,
Amsterdam: Elsevier pp273-289; Itakura et al., (1984) Annu. Rev. Biochem. 53:323;
Itakura et al., (1984) Science 198:1056; Ike et al., (1983) Nucleic Acid Res. 11:477). Such
techniques have been employed in the directed evolution of other proteins (see, for
example, Scott et al., (1990) Science 249:386-390; Roberts et al., (1992) PNAS USA
89:2429-2433; Devlin et al., (1990) Science 249: 404-406; Cwirla et al., (1990) PNAS USA
85: 6378-6382; as well as U.S. Patent Nos: 5,223,409, 5,198,346, and 5,096,815).

Alternatively, other forms of mutagenesis can be utilized to generate a
combinatorial library. For example, soluble polypeptide variants (e.g., the antagonist
forms) can be generated and isolated from a library by screening using, for example,
alanine scanning mutagenesis and the like (Ruf et al., (1 994) Biochemistry 33:1565-1572;
Wang et al., (1994) J. Biol. Chem. 269:3095-3099; Balint et al., (1993) Gene 137:109-118;
Grodberg et al., (1993) Eur. J. Biochem. 218:597-601; Nagashima et al., (1993) J. Biol.
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Chem. 268:2888-2892; Lowman et al., (1991) Biochemistry 30:10832-10838; and
Cunningham et al., (1989) Science 244:1081-1085), by linker scanning mutagenesis (Gustin
et al., (1993) Virology 193:653-660; Brown et al., (1992) Mol. Cell Biol. 12:2644-2652;
McKnight et al., (1982) Science 232:316); by saturation mutagenesis (Meyers et al., (1986)
Science 232:613); by PCR mutagenesis (Leung et al., (1989) Method Cell Mol Biol 1:11-
19); or by random mutagenesis, including chemical mutagenesis, etc. (Miller et al., (1992)
A Short Course in Bacterial Genetics, CSHL Press, Cold Spring Harbor, NY; and Greener
et al., (1994) Strategies in Mol Biol 7:32-34). Linker scanning mutagenesis, particularly in
a combinatorial setting, is an attractive method for identifying truncated (bioactive) forms

of the subject soluble polypeptide.

A wide range of techniques are known in the art for screening gene products of
combinatorial libraries made by point mutations and truncations, and, for that matter, for
screening cDNA libraries for gene products having a certain property. Such techniques will
be generally adaptable for rapid screening of the gene libraries generated by the
combinatorial mutagenesis of the subject soluble polypeptides. The most widely used
techniques for screening large gene libraries typically comprises cloning the gene library
into replicable expression vectors, transforming appropriate cells with the resulting library
of vectors, and expressing the combinatorial genes under conditions in which detection of a
desired activity facilitates relatively easy isolation of the vector encoding the gene whose
product was detected. Each of the illustrative assays described below are amenable to high
through-put analysis as necessary to screen large numbers of degenerate sequences created

by combinatorial mutagenesis techniques.

In certain embodiments, the subject soluble polypeptides of the invention include a
small molecule such as a peptide and a peptidomimetic. As used herein, the term
“peptidomimetic” includes chemically modified peptides and peptide-like molecules that
contain non-naturally occurring amino acids, peptoids, and the like. Peptidomimetics
provide various advantages over a peptide, including enhanced stability when administered
to a subject. Methods for identifying a peptidomimetic are well known in the art and
include the screening of databases that contain libraries of potential peptidomimetics. For
example, the Cambridge Structural Database contains a collection of greater than 300,000
compounds that have known crystal structures (Allen et al., Acta Crystallogr. Section B,
35:2331 (1979)). Where no crystal structure of a target molecule is available, a structure
can be generated using, for example, the program CONCORD (Rusinko et al., J. Chem. Inf.
Comput. Sci. 29:251 (1989)). Another database, the Available Chemicals Directory
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(Molecular Design Limited, Informations Systems; San Leandro Calif), contains about
100,000 compounds that are commercially available and also can be searched to identify

potential peptidomimetics of the EphB4 or Ephrin B2 soluble polypeptides.

In certain embodiments, the soluble polypeptides of the invention may further
comprise post-translational modifications. Exemplary post-translational protein’
modification include phosphorylation, acetylation, methylation, ADP-ribosylation,
ubiquitination, glycosylation, carbonylation, sumoylation, biotinylation or addition of a
polypeptide side chain or of a hydrophobic group. As a result, the modified soluble
polypeptides may contain non-amino acid elements, such as lipids, poly- or mono-
saccharide, and phosphates. Effects of such non-amino acid elements on the functionality
of a soluble polypeptide may be tested for its antagonizing role in EphB4 or Ephrin B2

function, e.g, it inhibitory effect on angiogenesis or on tumor growth.

In one specific embodiment of the present invention, modified forms of the subject
soluble polypeptides comprise linking the subject soluble polypeptides to nonproteinaceous
polymers. In one specific embodiment, the polymer is polyethylene glycol (“PEG”),
polypropylene glycol, or polyoxyalkylenes, in the manner as set forth in U.S. Pat. Nos.
4,640,835; 4,496,689; 4,301,144; 4,670,417; 4,791,192 or 4,179,337. Examples of the
modified polypeptide of the invention include PEGylated soluble Ephrin B2 and PEGylated
soluble EphB4.

PEG is a well-known, water soluble polymer that is commercially available or can
be prepared by ring-opening polymerization of ethylene glycol according to methods well
known in the art (Sandler and Karo, Polymer Synthesis, Academic Press, New York, Vol.
3, pages 138-161). The term "PEG" is used broadly to encompass any polyethylene glycol
molecule, without regard to size or to modification at an end of the PEG, and can be
represented by the formula:

X—0O(CH,;CH;0),.1CH,CH,0H (1), where n is 20 to 2300 and X is H or a terminal
modification, e.g., a C;4 alkyl. In one embodiment, the PEG of the invention terminates on
one end with hydroxy or methoxy, i.e., X is H or CH3 ("methoxy PEG"). A PEG can
contain further chemical groups which are necessary for binding reactions; which results
from the chemical synthesis of the molecule; or which is a spacer for optimal distance of
parts of the molecule. In addition, such a PEG can consist of one or more PEG side-chains
which are linked together. PEGs with more than one PEG chain are called multiarmed or

branched PEGs. Branched PEGs can be prepared, for example, by the addition of
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polyethylene oxide to various polyols, including glycerol, pentaerythriol, and sorbitol. For
example, a four-armed branched PEG can be prepared from pentaerythriol and ethylene
oxide. Branched PEG are described in, for example, EP-A 0 473 084 and U.S. Pat. No.
5,932,462. One form of PEGs includes two PEG side-chains (PEG2) linked via the primary
amino groups of a lysine (Monfardini, C., et al., Bioconjugate Chem. 6 (1995) 62-69).

PEG conjugation to peptides or proteins generally involves the activation of PEG
and coupling of the activated PEG-intermediates directly to target proteins/peptides or to a
linker, which is subsequently activated and coupled to target proteins/peptides (see
Abuchowski, A. et al, J. Biol. Chem., 252, 3571 (1977) and J. Biol. Chem., 252, 3582
(1977), Zalipsky, et al., and Harris et. al., in: Poly(ethylene glycol) Chemistry: Biotechnical
and Biomedical Applications; (J. M. Harris ed.) Plenum Press: New York, 1992; Chap.21
and 22). Itis noted that an EphB4containing a PEG molecule is also known as a
conjugated protein, whereas the protein lacking an attached PEG molecule can be referred

to as unconjugated.

Any molecular mass for a PEG can be used as practically desired, e.g., from about
1,000 Daltons (Da) to 100,000 Da (n is 20 to 2300), for conjugating to Eph4 or EphrinB2
soluble peptides. The number of repeating units "n" in the PEG is approximated for the
molecular mass described in Daltons. It is preferred that the combined molecular mass of
PEG on an activated linker is suitable for pharmaceutical use. Thus, in one embodiment, the
molecular mass of the PEG molecules does not exceed 100,000 Da. For example, if three
PEG molecules are attached to a linker, where each PEG molecule has the same molecular
mass of 12,000 Da (each n is about 270), then the total molecular mass of PEG on the linker
is about 36,000 Da (total n is about 820). The molecular masses of the PEG attached to the
linker can also be different, e.g., of three molecules on a linker two PEG molecules can be
5,000 Da each (each n is about 110) and one PEG molecule can be 12,000 Da (n is about
270).

In a specific embodiment of the invention, an EphB4 polypeptide is covalently
linked to one poly(ethylene glycol) group of the formula: —CO— (CHz)x—
(OCH,CHa)m—OR , with the —CO (i.e. carbonyl) of the poly(ethylene glycol) group
forming an amide bond with one of the amino groups of EphB4; R being lower alkyl; x
being 2 or 3; m being from about 450 to about 950; and n and m being chosen so that the
molecular weight of the conjugate minus the EphB4 protein is from about 10 to 40 kDa. In

one embodiment, an EphB4 e-amino group of a lysine is the available (free) amino group.
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The above conjugates may be more specifically presented by formula (II): P—
NHCO— (CHy)x— (OCH,CH,)im—OR (II) , wherein P is the group of an EphB4 protein as
described herein, (i.e. without the amino group or amino groups which form an amide
linkage with the carbonyl shown in formula (II); and wherein R is lower alkyl; x is 2 or 3;
m is from about 450 to about 950 and is chosen so that the molecular weight of the
conjugate minus the EphB4 protein is from about 10 to about 40 kDa. As used herein, the
given ranges of "m" have an orientational meaning. The ranges of "m" are determined in
any case, and exactly, by the molecular weight of the PEG group.

One skilled in the art can select a suitable molecular mass for PEG, e.g., based on
how the pegylated EphB4 will be used therapeutically, the desired dosage, circulation time,
resistance to proteolysis, immunogenicity, and other considerations. For a discussion of
PEG and its use to enhance the properties of proteins, see N. V. Katre, Advanced Drug
Delivery Reviews 10: 91-114 (1993).

In one embodiment of the invention, PEG molecules may be activated to react with
amino groups on EphB4, such as with lysines (Bencham C. O. et al., Anal. Biochem., 131,
25 (1983); Veronese, F. M. et al., Appl. Biochem., 11, 141 (1985).; Zalipsky, S. et al.,
Polymeric Drugs and Drug Delivery Systems, adrs 9-110 ACS Symposium Series 469
(1999); Zalipsky, S. et al., Europ. Polym. J., 19, 1177-1183 (1983); Delgado, C. etal.,
Biotechnology and Applied Biochemistry, 12, 119-128 (1990)).

In one specific embodiment, carbonate esters of PEG are used to form the PEG-
EphB4 conjugates. N,N'-disuccinimidylcarbonate (DSC) may be used in the reaction with
PEG to form active mixed PEG-succinimidyl carbonate that may be subsequently reacted
with a nucleophilic group of a linker or an amino group of EphB4 (see U.S. Pat. No.
5,281,698 and U.S. Pat. No. 5,932,462). In a similar type of reaction, 1,1'-
(dibenzotriazolyl)carbonate and di-(2-pyridyl)carbonate may be reacted with PEG to form
PEG-benzotriazolyl and PEG-pyridyl mixed carbonate (U.S. Pat. No. 5,382,657),

respectively.

In one embodiment, additional sites for PEGylation are introduced by site-directed
mutagenesis by introducing one or more lysine residues. For instance, one or more arginine
residues may be mutated to a lysine residue. In another embodiment, additional
PEGylation sites are chemically introduced by modifying amino acids on EphB4. In one

specific embodiment, carboxyl groups in EphB4 are conjugated with diaminobutane,
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resulting in carboxyl amidation (see Li et al., Anal Biochem. 2004;330(2):264-71). This
reaction may be catalyzed by 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide, a water-

soluble carbodiimide. The resulting amides can then conjugated to PEG.

PEGylation of EphB4 can be performed according to the methods of the state of the
art, for example by reaction of EphB4 with electrophilically active PEGs (supplier:
Shearwater Corp., USA, www.shearwatercorp.com). Preferred PEG reagents of the present
invention are, e.g., N-hydroxysuccinimidyl propionates (PEG-SPA), butanoates (PEG-
SBA), PEG-succinimidyl propionate or branched N-hydroxysuccinimides such as mPEG2-
NHS (Monfardini, C., et al., Bioconjugate Chem. 6 (1995) 62-69). Such methods may used
to PEGylated at an e-amino group of an EphB4 lysine or the N-terminal amino group of
EphB4.

In another embodiment, PEG molecules may be coupled to sulfhydryl groups on
EphB4 (Sartore, L., et al., Appl. Biochem. Biotechnol., 27, 45 (1991); Morpurgo et al.,
Biocon. Chem., 7, 363-368 (1996); Goodson et al., Bio/Technology (1990) 8, 343; U.S.
Patent No. 5,766,897). U.S. Patent Nos. 6,610,281 and 5,766,897 describes exemplary
reactive PEG species that may be coupled to sulthydryl groups.

In some embodiments where PEG molecules are conjugated to cysteine residues on
EphB4, the cysteine residues are native to Eph4, whereas in other embodiments, one or
more cysteine residues are engineered into EphB4. Mutations may be introduced into an
EphB4 coding sequence to generate cysteine residues. This might be achieved, for
example, by mutating one or more amino acid residues to cysteine. Preferred amino acids
for mutating to a cysteine residue include serine, threonine, alanine and other hydrophilic
residues. Preferably, the residue to be mutated to cysteine is a surface-exposed residue.
Algorithms are well-known in the art for predicting surface accessibility of residues based
on primary sequence or a protein. Alternatively, surface residues may be predicted by
comparing the amino acid sequences of EphB4 an EphB2, given that the crystal structure of
EphB2 has been solved (see Himanen et al., Nature. (2001) 20-27;414(6866):933-8) and
thus the surface-exposed residues identified. In one embodiment, cysteine residues are
introduced into EphB4 at or near the N- and/or C-terminus, or within loop regions. Loop

regions may be identified by comparing the EphB4 sequence to that of EphB2.

In some embodiments, the pegylated EphB4 comprises a PEG molecule covalently
attached to the alpha amino group of the N-terminal amino acid. Site specific N-terminal

reductive amination is described in Pepinsky et al., (2001) JPET, 297,1059, and U.S. Pat.
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No. 5,824,784. The use of a PEG-aldehyde for the reductive amination of a protein
utilizing other available nucleophilic amino groups is described in U.S. Pat. No. 4,002,531,
in Wieder et al., (1979) J. Biol. Chem. 254,12579, and in Chamow et al., (1994)
Bioconjugate Chem. 5, 133.

In another embodiment, pegylated EphB4 comprises one or more PEG molecules
covalently attached to a linker, which in turn is attached to the alpha amino group of the
amino acid residue at the N-terminus of EphB4. Such an approach is disclosed in U.S.
Patent Publication No. 2002/0044921 and in W094/01451.

In one embodiment, EphB4 is pegylated at the C-terminus. In a specific
embodiment, a protein is pegylated at the C-terminus by the introduction of C-terminal
azido-methionine and the subsequent conjugation of a methyl-PEG-triarylphosphine
compound via the Staudinger reaction. This C-terminal conjugation method is described in
Cazalis et al., C-Terminal Site-Specific PEGylation of a Truncated Thrombomodulin
Mutant with Retention of Full Bioactivity, Bioconjug Chem. 2004;15(5):1005-1009.

Monopegylation of EphB4 can also be produced according to the general methods
described in WO 94/01451. WO 94/01451 describes a method for preparing a recombinant
polypeptide with a modified terminal amino acid alpha-carbon reactive group. The steps of
the method involve forming the recombinant polypeptide and protecting it with one or more
biologically added protecting groups at the N-terminal alpha-amine and C-terminal alpha-
carboxyl. The polypeptide can then be reacted with chemical protecting agents to
selectively protect reactive side chain groups and thereby prevent side chain groups from
being modified. The polypeptide is then cleaved with a cleavage reagent specific for the
biological protecting group to form an unprotected terminal amino acid alpha-carbon
reactive group. The unprotected terminal amino acid alpha-carbon reactive group is
modified with a chemical modifying agent. The side chain protected terminally modified
single copy polypeptide is then deprotected at the side chain groups to form a terminally
modified recombinant single copy polypeptide. The number and sequence of steps in the
method can be varied to achieve selective modification at the N- and/or C-terminal amino

acid of the polypeptide.

The ratio of EphB4 (or EphrinB2) to activated PEG in the conjugation reaction can
be from about 1:0.5 to 1:50, between from about 1:1 to 1:30, or from about 1:5 to 1:15.
Various aqueous buffers can be used in the present method to catalyze the covalent addition

of PEG to EphB4. In one embodiment, the pH of a buffer used is from about 7.0 t0 9.0. In

-31-



10

15

20

25

30

WO 2006/034455 PCT/US2005/034176

another embodiment, the pH is in a slightly basic range, e.g., from about 7.5 to 8.5. Buffers
having a pKa close to neutral pH range may be used, e.g., phosphate buffer.

In one embodiment, the temperature range for preparing a mono-PEG-EphB4 is
from about 4°C. to 40°C, or from about 18°C. to 25°C. In another embodiment, the

temperature is room temperature.

The pegylation reaction can proceed from 3 to 48 hours, or from 10 to 24 hours. The
reaction can be monitored using SE-HPLC to distinguish EphB4, mono-PEG-EphB4 and
poly-PEG-EphBA4. It is noted that mono-PEG-EphB4 forms before di-PEG-EphB4. When
the mono-PEG-EphB4 concentration reaches a plateau, the reaction can be terminated by
adding a quenching agent to react with unreacted PEG. In some embodiments, the

quenching agent is a free amino acid, such as glycine, cysteine or lysine.

Conventional separation and purification techniques known in the art can be used to
purify pegylated EphB4 or EphrinB2 products, such as size exclusion (e.g. gel filtration)
and ion exchange chromatography. Products may also be separated using SDS-PAGE.
Products that may be separated include mono-, di-, tri- poly- and un- pegylated EphB4, as
well as free PEG. The percentage of mono-PEG conjugates can be controlled by pooling
broader fractions around the elution peak to increase the percentage of mono-PEG in the
composition. About ninety percent mono-PEG conjugates represents a good balance of
yield and activity. Compositions in which, for example, at least ninety-two percent or at
least ninety-six percent of the conjugates are mono-PEG species may be desired. In an
embodiment of this invention the percentage of mono-PEG conjugates is from ninety

percent to ninety-six percent.

In one embodiment, pegylated EphB4 proteins of the invention contain one, two or
more PEG moieties. In one embodiment, the PEG moiety(ies) are bound to an amino acid
residue which is on the surface of the protein and/or away from the surface that contacts
EphrinB2. In one embodiment, the combined or total molecular mass of PEG in PEG-
EphB4 is from about 3,000 Da to 60,000 Da, optionally from about 10,000 Da to 36,000
Da. In a one embodiment, the PEG in pegylated EphB4 is a substantially linear, straight-
chain PEG.

In one embodiment of the invention, the PEG in pegylated EphB4 or EphrinB2 is
not hydrolyzed from the pegylated amino acid residue using a hydroxylamine assay, e.g.,
450 mM hydroxylamine (pH 6.5) over 8 to 16 hours at room temperature, and is thus stable.

In one embodiment, greater than 80% of the composition is stable mono-PEG-EphB4, more
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preferably at least 90%, and most preferably at least 95%.

In another embodiment, the pegylated EphB4 proteins of the invention will
preferably retain at least 25%, 50%, 60%, 70%least 80%, 85%, 90%, 95% or 100% of the
biological activity associated with the unmodified protein. In one embodiment, biological
activity refers to its ability to bind to EphrinB2. In one specific embodiment, the pegylated
EphB4 protein shows an increase in binding to EphrinB2 relative to unpegylated EphB4.

In a preferred embodiment, the PEG-EphB4 has a half-life (t1,) which is enhanced
relative to the half-life of the unmodified protein. Preferably, the half-life of PEG-EphB4 is
enhanced by at least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 100%, 125%,
150%, 175%, 200%, 250%, 300%, 400% or 500%, or even by 1000% relative to the half-
life of the unmodified EphB4 protein. In some embodiments, the protein half-life is
determined in vitro, such as in a buffered saline solution or in serum. In other
embodiments, the protein half-life is an in vivo half life, such as the half-life of the protein

in the serum or other bodily fluid of an animal.

In certain aspects, functional variants or modified forms of the subject soluble
polypeptides include fusion proteins having at least a portion of the soluble polypeptide and
one or more fusion domains. Well known examples of such fusion domains include, but are
not limited to, polyhistidine, Glu-Glu, glutathione S transferase (GST), thioredoxin, protein
A, protein G, and an immunoglobulin heavy chain constant region (Fc), maltose binding
protein (MBP), which are particularly useful for isolation of the fusion proteins by affinity
chromatography. For the purpose of affinity purification, relevant matrices for affinity
chromatography, such as glutathione-, amylase-, and nickel- or cobalt- conjugated resins
are used. Another fusion domain well known in the art is green fluorescent protein (GFP).
Fusion domains also include “epitope tags,” which are usually short peptide sequences for
which a specific antibody is available. Well known epitope tags for which specific
monoclonal antibodies are readily available include FLAG, influenza virus haemagglutinin
(HA), and c-myc tags. In some cases, the fusion domains have a protease cleavage site,
such as for Factor Xa or Thrombin, which allows the relevant protease to partially digest
the fusion proteins and thereby liberate the recombinant proteins therefrom. The liberated
proteins can then be isolated from the fusion domain by subsequent chromatographic

separation.

In certain embodiments, the soluble polypeptides of the present invention contain

one or more modifications that are capable of stabilizing the soluble polypeptides. For
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example, such modifications enhance the in vitro half life of the soluble polypeptides,
enhance circulatory half life of the soluble polypeptides or reducing proteolytic degradation
of the soluble polypeptides.

In a further embodiment, a soluble polypeptide of the present invention is fused to
a cytotoxic agent. In this method, the fusion acts to target the cytotoxic agent to a specific
tissue or cell (e.g., a tumor tissue or cell), resulting in a reduction in the number of afflicted
cells. Such an approach can thereby reduce symptoms associated with cancer and
angiogenesis-associated disorders. Cytotoxic agents include, but are not limited to,
diphtheria A chain, exotoxin A chain, ricin A chain, abrin A chain, curcin, crotin,

phenomycin, enomycin and the like, as well as radiochemicals.

In certain embodiments, the soluble polypeptides of the present invention may be
fused to other therapeutic proteins or to other proteins such as Fc or serum albumin for
pharmacokinetic purposes. See for example U.S. Pat. Nos. 5,766,883 and 5,876,969, both
of which are incorporated by reference. In some embodiments, soluble peptides of the
present invention are fused to Fc variants. In a specific embodiment, the soluble
polypeptide is fused to an Fc variant which does not homodimerize, such as one lacking the

cysteine residues which form cysteine bonds with other Fc chains.

In some embodiments, the modified proteins of the invention comprise fusion
proteins with an Fc region of an immunoglobulin. As is known, each immunoglobulin
heavy chain constant region comprises four or five domains. The domains are named
sequentially as follows: CH1-hinge-CH2-CH3(-CH4). The DNA sequences of the heavy
chain domains have cross-homology among the immunoglobulin classes, e.g., the CH2
domain of IgG is homologous to the CH2 domain of IgA and IgD, and to the CH3 domain
of IgM and IgE. As used herein, the term, "immunoglobulin Fc region" is understood to
mean the carboxyl-terminal portion of an immunoglobulin chain constant region, preferably
an immunoglobulin heavy chain constant region, or a portion thereof. For example, an
immunoglobulin Fc region may comprise 1) a CH1 domain, a CH2 domain, and a CH3
domain, 2) a CH1 domain and a CH2 domain, 3) a CH1 domain and a CH3 domain, 4) a
CH2 domain and a CH3 domain, or 5) a combination of two or more domains and an
immunoglobulin hinge region. In a preferred embodiment the immunoglobulin Fc region
comprises at least an immunoglobulin hinge region a CH2 domain and a CH3 domain, and

preferably lacks the CH1 domain.
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In one embodiment, the class of immunoglobulin from which the heavy chain
constant region is derived is IgG (Igy) (v subclasses 1, 2, 3, or 4). The nucleotide and amino
acid sequences of human Fc .gamma.-1 are set forth in SEQ ID NOS: 5 and 6. The
nucleotide and amino acid sequences of murine Fcy-2a are set forth in SEQ ID NOS: 7 and
8. Other classes of immunoglobulin, IgA (Iga), IgD (Igé), IgE (Ige) and IgM (Igu), may be
used. The choice of appropriate immunoglobulin heavy chain constant regions is discussed
in detail in U.S. Pat. Nos. 5,541,087, and 5,726,044. The choice of particular
immunoglobulin heavy chain constant region sequences from certain immunoglobulin
classes and subclasses to achieve a particular result is considered to be within the level of
skill in the art. The portion of the DNA construct encoding the immunoglobulin Fc region
preferably comprises at least a portion of a hinge domain, and preferably at least a portion

of a CH3 domain of Fc v or the homologous domains in any of IgA, IgD, IgE, or IgM.

Furthermore, it is contemplated that substitution or deletion of amino acids within
the immunoglobulin heavy chain constant regions may be useful in the practice of the
invention. One example would be to introduce amino acid substitutions in the upper CH2
region to create a Fc variant with reduced affinity for Fc receptors (Cole et al. (1997) J.
IMMUNOL. 159:3613). One of ordinary skill in the art can prepare such constructs using

well known molecular biology techniques.

In a specific embodiment of the present invention, the modified forms of the subject
soluble polypeptides are fusion proteins having at least a portion of the soluble polypeptide
(e.g., an ectodomain of Ephrin B2 or EphB4) and a stabilizing domain such as albumin. As
used herein, "albumin” refers collectively to albumin protein or amino acid sequence, or an
albumin fragment or variant, having one or more functional activities (e.g., biological
activities) of albumin. In particular, "albumin" refers to human albumin or fragments
thereof (see EP 201 239, EP 322 094 WO 97/24445, WQ095/23857) especially the mature
form of human albumin, or albumin from other vertebrates or fragments thereof, or analogs

or variants of these molecules or fragments thereof.

The present invention describes that such fusion proteins are more stable relative to
the corresponding wildtype soluble protein. For example, the subject soluble polypeptide
(e.g., an ectodomain of Ephrin B2 or EphB4) can be fused with human serum albumin
(HSA), bovine serum albumin (BSA), or any fragment of an albumin protein which has
stabilization activity. Such stabilizing domains include human serum albumin (HSA) and

bovine serum albumin (BSA).

-35—



10

15

20

25

30

WO 2006/034455 PCT/US2005/034176

In particular, the albumin fusion proteins of the invention may include naturally
occurring polymorphic variants of human albumin and fragments of human albumin (See
W095/23857), for example those fragments disclosed in EP 322 094 (namely HA (Pn),
where n is 369 to 419). The albumin may be derived from any vertebrate, especially any
mammal, for example human, cow, sheep, or pig. Non-mammalian albumins include, but
are not limited to, hen and salmon. The albumin portion of the albumin fusion protein may

be from a different animal than the EphB4.

In some embodiments, the albumin protein portion of an albumin fusion protein
corresponds to a fragment of serum albumin. Fragments of serum albumin polypeptides
include polypeptides having one or more residues deleted from the amino terminus or from
the C-terminus. Generally speaking, an HA fragment or variant will be at least 100 amino
acids long, preferably at least 150 amino acids long. The HA variant may consist of or
alternatively comprise at least one whole domain of HA. Domains, with reference to SEQ
ID NO:18 in U.S. Patent Publication No. 2004/0171123, are as follows: domains 1 (amino
acids 1-194), 2 (amino acids 195-387), 3 (amino acids 388-585), 1+2 (1-387), 2+3 (195-
585) or 143 (amino acids 1-194 +amino acids 388-585). Each domain is itself made up of
two homologous subdomains namely 1-105, 120-194, 195-291, 316-387, 388-491 and 512-
585, with flexible inter-subdomain linker regions comprising residues Lys106 to Glu119,
Glu292 to Val315 and Glu492 to Ala511.

In one embodiment, the EphB4-HSA fusion has one EphB4 soluble polypeptide
linked to one HSA molecule, but other conformations are within the invention. For
example, EphB4-HSA fusion proteins can have any of the following formula: R;-L-Ry; R;-
L-Ry; Ri-L-Ry-L-Ry; or Ro-L-R1-L-Ry; Ri-Rz; Ro-Rj; Ri-Ro-Ry; or Ro-Ri-Ry; wherein R is
a soluble EphB4 sequence, R; is HSA, and L is a peptide linker sequence.

In a specific embodiment, the EphB4 and HSA domains are linked to each other,
preferably via a linker sequence, which separates the EphB4 and HSA domains by a
distance sufficient to ensure that each domain properly folds into its secondary and tertiary
structures. Preferred linker sequences (1) should adopt a flexible extended conformation,
(2) should not exhibit a propensity for developing an ordered secondary structure which
could interact with the functional EphB4 and HSA domains, and (3) should have minimal
hydrophobic or charged character, which could promote interaction with the functional
protein domains. Typical surface amino acids in flexible protein regions include Gly, Asn

and Ser. Permutations of amino acid sequences containing Gly, Asn and Ser would be
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expected to satisfy the above criteria for a linker sequence. Other near neutral amino acids,

such as Thr and Ala, can also be used in the linker sequence.

In a specific embodiment, a linker sequence length of about 20 amino acids can be
used to provide a suitable separation of functional protein domains, although longer or
shorter linker sequences may also be used. The length of the linker sequence separating
EphB4 and HSA can be from 5 to 500 amino acids in length, or more preferably from 5 to
100 amino acids in length. Preferably, the linker sequence is from about 5-30 amino acids
in length. In preferred embodiments, the linker sequence is from about 5 to about 20 amino
acids, and is advantageously from about 10 to about 20 amino acids. Amino acid sequences
useful as linkers of EphB4 and HSA include, but are not limited to, (SerGly,)y wherein y is
greater than or equal to 8, or GlysSerGlysSer. A preferred linker sequence has the formula
(SerGlys)s. Another preferred linker has the sequence ((Ser-Ser-Ser-Ser-Gly)3-Ser-Pro).

In one embodiment, the polypeptides of the present invention and HSA proteins are
directly fused without a linker sequence. In preferred embodiments, the C-terminus of a
soluble EphB4 polypeptide can be directly fused to the N-terminus of HSA or the C-
terminus of HSA can be directly fused to the N-terminus of soluble EphB4.

In some embodiments, the immunogenicity of the fusion junction between HSA and
EphB4 may be reduced the by identifying a candidate T-cell epitope within a junction
region spanning a fusion protein and changing an amino acid within the junction region as
described in U.S. Patent Publication No. 2003/0166877.

In certain embodiments, soluble polypeptides (unmodified or modified) of the
invention can be produced by a variety of art-known techniques. For example, such soluble
polypeptides can be synthesized using standard protein chemistry techniques such as those
described in Bodansky, M. Principles of Peptide Synthesis, Springer Verlag, Berlin (1993)
and Grant G. A. (ed.), Synthetic Peptides: A User's Guide, W. H. Freeman and Company,
New York (1992). In addition, automated peptide synthesizers are commercially available
(e.g., Advanced ChemTech Model 396; Milligen/Biosearch 9600). Alternatively, the
soluble polypeptides, fragments or variants thereof may be recombinantly produced using

various expression systems as is well known in the art (also see below).

III. Nucleic acids encoding soluble polypeptides
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In certain aspects, the invention relates to isolated and/or recombinant nucleic acids
encoding an EphB4 or Ephrin B2 soluble polypeptide. The subject nucleic acids may be
single-stranded or double-stranded, DNA or RNA molecules. These nucleic acids are
useful as therapeutic agents. For example, these nucleic acids are useful in making
recombinant soluble polypeptides which are administered to a cell or an individual as
therapeutics. Alternative, these nucleic acids can be directly administered to a cell or an

individual as therapeutics such as in gene therapy.

In certain embodiments, the invention provides isolated or recombinant nucleic acid
sequences that are at least 80%, 85%, 90%, 95%, 97%, 98%, 99% or 100% identical to a
region of the nucleotide sequence depicted in SEQ ID Nos. 6-9. One of ordinary skill in the
art will appreciate that nucleic acid sequences complementary to the subject nucleic acids,
and variants of the subject nucleic acids are also within the scope of this invention. In
further embodiments, the nucleic acid sequences of the invention can be isolated,

recombinant, and/or fused with a heterologous nucleotide sequence, or in a DNA library.

In other embodiments, nucleic acids of the invention also include nucleotide
sequences that hybridize under highly stringent conditions to the nucleotide sequence
depicted in SEQ ID Nos. 6-9, or complement sequences thereof. As discussed above, one
of ordinary skill in the art will understand readily that appropriate stringency conditions
which promote DNA hybridization can be varied. One of ordinary skill in the art will
understand readily that appropriate stringency conditions which promote DNA
hybridization can be varied. For example, one could perform the hybridization at 6.0 x
sodium chloride/sodium citrate (SSC) at about 45 °C, followed by a wash of 2.0 x SSC at
50 °C. For example, the salt concentration in the wash step can be selected from a low
stringency of about 2.0 x SSC at 50 °C to a high stringency of about 0.2 x SSC at 50 °C. In
addition, the temperature in the wash step can be increased from low stringency‘ conditions
at room temperature, about 22 °C, to high stringency conditions at about 65 °C. Both
temperature and salt may be varied, or temperature or salt concentration may be held
constant while the other variable is changed. In one embodiment, the invention provides
nucleic acids which hybridize under low stringency conditions of 6 x SSC at room

temperature followed by a wash at 2 x SSC at room temperature.

Isolated nucleic acids which differ from the subject nucleic acids due to degeneracy
in the genetic code are also within the scope of the invention. For example, a number of

amino acids are designated by more than one triplet. Codons that specify the same amino
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acid, or synonyms (for example, CAU and CAC are synonyms for histidine) may result in
“silent” mutations which do not affect the amino acid sequence of the protein. However, it
is expected that DNA sequence polymorphisms that do lead to changes in the amino acid
sequences of the subject proteins will exist among mammalian cells. One skilled in the art
will appreciate that these variations in one or more nucleotides (up to about 3-5% of the
nucleotides) of the nucleic acids encoding a particular protein may exist among individuals
of a given species due to natural allelic variation. Any and all such nucleotide variations

and resulting amino acid polymorphisms are within the scope of this invention.

In certain embodiments, the recombinant nucleic acids of the invention may be
operably linked to one or more regulatory nucleotide sequences in an expression construct.
Regulatory nucleotide sequences will generally be appropriate for a host cell used for
expression. Numerous types of appropriate expression vectors and suitable regulatory
sequences are known in the art for a variety of host cells. Typically, said 6ne or more
regulatory nucleotide sequences may include, but are not limited to, promoter sequences,
leader or signal sequences, ribosomal binding sites, transcriptional start and termination
sequences, translational start and termination sequences, and enhancer or activator
sequences. Constitutive or inducible promoters as known in the art are contemplated by the
invention. The promoters may be either naturally occurring promoters, or hybrid promoters
that combine elements of more than one promoter. An expression construct may be present
in a cell on an episome, such as a plasmid, or the expression construct may be inserted in a
chromosome. In a preferred embodiment, the expression vector contains a selectable
marker gene to allow the selection of transformed host cells. Selectable marker genes are

well known in the art and will vary with the host cell used.

In certain aspect of the invention, the subject nucleic acid is provided in an
expression vector comprising a nucleotide sequence encoding an EphB4 or Ephrin B2
soluble polypeptide and operably linked to at least one regulatory sequence. Regulatory
sequences are art-recognized and are selected to direct expression of the soluble
polypeptide. Accordingly, the term regulatory sequence includes promoters, enhancers, and
other expression control elements. Exemplary regulatory sequences are described in
Goeddel; Gene Expression Technology: Methods in Enzymology, Academic Press, San
Diego, CA (1990). For instance, any of a wide variety of expression control sequences that
control the expression of a DNA sequence when operatively linked to it may be used in
these vectors to express DNA sequences encoding a soluble polypeptide. Such useful

expression control sequences, include, for example, the early and late promoters of SV40,
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tet promoter, adenovirus or cytomegalovirus immediate early promoter, the lac system, the
trp system, the TAC or TRC system, T7 promoter whose expression is directed by T7 RNA
polymerase, the major operator and promoter regions of phage lambda , the control regions
for fd coat protein, the promoter for 3-phosphoglycerate kinase or other glycolytic enzymes,
the promoters of acid phosphatase, e.g., Pho35, the promoters of the yeast o-mating factors,
the polyhedron promoter of the baculovirus system and other sequences known to control
the expression of genes of prokaryotic or eukaryotic cells or their viruses, and various
combinations thereof. It should be understood that the design of the expression vector may
depend on such factors as the choice of the host cell to be transformed and/or the type of
protein desired to be expressed. Moreover, the vector's copy number, the ability to control
that copy number and the expression of any other protein encoded by the vector, such as

antibiotic markers, should also be considered.

This invention also pertains to a host cell transfected with a recombinant gene
including a coding sequence for one or more of the subject soluble polypeptide. The host
cell may be any prokaryotic or eukaryotic cell. For example, a soluble polypeptide of the
invention may be expressed in bacterial cells such as E. coli, insect cells (e.g., using a
baculovirus expression system), yeast, or mammalian cells. Other suitable host cells are

known to those skilled in the art.

Accordingly, the present invention further pertains to methods of producing the
subject soluble polypeptides. For example, a host cell transfected with an expression vector
encoding an EphB4 soluble polypeptide can be cultured under appropriate conditions to
allow expression of the EphB4 soluble polypeptide to occur. The EphB4 soluble
polypeptide may be secreted and isolated from a mixture of cells and medium containing
the soluble polypeptides. Alternatively, the soluble polypeptides may be retained
cytoplasmically or in a membrane fraction and the cells harvested, lysed and the protein
isolated. A cell culture includes host cells, media and other byproducts. Suitable media for
cell culture are well known in the art. The soluble polypeptides can be isolated from cell
culture medium, host cells, or both using techniques known in the art for purifying proteins,
including ion-exchange chromatography, gel filtration chromatography, ultrafiltration,
electrophoresis, and immunoaffinity purification with antibodies specific for particular
epitopes of the soluble polypeptides. In a preferred embodiment, the soluble polypeptide is

a fusion protein containing a domain which facilitates its purification.
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A recombinant nucleic acid of the invention can be produced by ligating the cloned
gene, or a portion thereof, into a vector suitable for expression in either prokaryotic cells,
eukaryotic cells (yeast, avian, insect or mammalian), or both. Expression vehicles for
production of a recombinant soluble polypeptide include plasmids and other vectors. For
instance, suitable vectors include plasmids of the types: pBR322-derived plasmids,
pEMBL-derived plasmids, pEX-derived plasmids, pBTac-derived plasmids and pUC-

derived plasmids for expression in prokaryotic cells, such as E. coli.

The preferred mammalian expression vectors contain both prokaryotic sequences to
facilitate the propagation of the vector in bacteria, and one or more eukaryotic transcription
units that are expressed in eukaryotic cells. The pcDNAT/amp, pcDNAI/neo, pRc/CMV,
pSV2gpt, pSV2neo, pSV2-dhfr, pTk2, pRSVneo, pMSG, pSVT7, pko-neo and pHyg
derived vectors are examples of mammalian expression vectors suitable for transfection of
eukaryotic cells. Some of these vectors are modified with sequences from bacterial
plasmids, such as pBR322, to facilitate replication and drug resistance selection in both
prokaryotic and eukaryotic cells. Alternatively, derivatives of viruses such as the bovine
papilloma virus (BPV-1), or Epstein-Barr virus (pHEBo, pREP-derived and p205) can be
used for transient expression of proteins in eukaryotic cells. Examples of other viral
(including retroviral) expression systems can be found below in the description of gene
therapy delivery systems. The various methods employed in the preparation of the
plasmids and transformation of host organisms are well known in the art. For other suitable
expression systems for both prokaryotic and eukaryotic cells, as well as general
recombinant procedures, see Molecular Cloning A Laboratory Manual, 2nd Ed., ed. by
Sambrook, Fritsch and Maniatis (Cold Spring Harbor Laboratory Press, 1989) Chapters 16
and 17. In some instances, it may be desirable to express the recombinant SLC5A8
polypeptide by the use of a baculovirus expression system. Examples of such baculovirus
expression systems include pVL-derived vectors (such as pVL1392, pVL1393 and
pVL941), pAcUW-derived vectors (such as pAcUW1), and pBlueBac-derived vectors (such
as the B-gal containing pBlueBac III).

Techniques for making fusion genes are well known. Essentially, the joining of
various DNA fragments coding for different polypeptide sequences is performed in
accordance with conventional techniques, employing blunt-ended or stagger-ended termini
for ligation, restriction enzyme digestion to provide for appropriate termini, filling-in of
cohesive ends as appropriate, alkaline phosphatase treatment to avoid undesirable joining,

and enzymatic ligation. In another embodiment, the fusion gene can be synthesized by
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conventional techniques including automated DNA synthesizers. Alternatively, PCR
amplification of gene fragments can be carried out using anchor primers which give rise to
complementary overhangs between two consecutive gene fragments which can
subsequently be annealed to generate a chimeric gene sequence (see, for example, Current

Protocols in Molecular Biology, eds. Ausubel et al., John Wiley & Sons: 1992).

IV. Drug Screening Assays

There are numerous approaches to screening for polypeptide therapeutic agents as
antagonists of EphB4, Ephrin B2 or both. For example, high-throughput screening of
compounds or molecules can be carried out to identify agents or drugs which inhibit
angiogenesis or inhibit tumor growth. Test agents can be any chemical (element, molecule,
compound, drug), made synthetically, made by recombinant techniques or isolated from a
natural source. For example, test agents can be peptides, polypeptides, peptoids, sugars,
hormones, or nucleic acid molecules. In addition, test agents can be small molecules or
molecules of greater complexity made by combinatorial chemistry, for example, and
compiled into libraries. These libraries can comprise, for example, alcohols, alkyl halides,
amines, amides, esters, aldehydes, ethers and other classes of organic compounds. Test
agents can also be natural or genetically engineered products isolated from lysates or
growth media of cells -- bacterial, animal or plant -- or can be the cell lysates or growth
media themselves. Presentation of test compounds to the test system can be in either an

isolated form or as mixtures of compounds, especially in initial screening steps.

For example, an assay can be carried out to screen for compounds that specifically
inhibit binding of Ephrin B2 (ligand) to EphB4 (receptor), or vice-versa, e.g., by inhibition
of binding of labeled ligand- or receptor-Fc fusion proteins to immortalized cells.
Compounds identified through this screening can then be tested in animals to assess their

anti-angiogenesis or anti-tumor activity in vivo.

In one embodiment of an assay to identify a substance that interferes with
interaction of two cell surface molecules (e.g., Ephrin B2 and EphB4), samples of cells ‘
expressing one type of cell surface molecule (e.g., EphB4) are contacted with either labeled
ligand (e.g., Ephrin B2, or a soluble portion thereof, or a fusion protein such as a fusion of
the extracellular domain and the Fc domain of IgG) or labeled ligand plus a test compound
(or group of test compounds). The amount of labeled ligand which has bound to the cells is

determined. A lesser amount of label (where the label can be, for example, a radioactive
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isotope, a fluorescent or colorimetric label) in the sample contacted with the test
compound(s) is an indication that the test compound(s) interferes with binding. The
reciprocal assay using cells expressing a ligand (e.g., an Ephrin B2 ligand or a soluble form
thereof) can be used to test for a substance that interferes with the binding of an Eph

receptor or soluble portion thereof.

An assay to identify a substance which interferes with interaction between an Eph
receptor and an ephrin can be performed with the component (e.g., cells, purified protein,
including fusion proteins and portions having binding activity) which is not to be in
competition with a test compound, linked to a solid support. The solid support can be any
suitable solid phase or matrix, such as a bead, the wall of a plate or other suitable surface
(e.g., a well of a microtiter plate), column pore glass (CPG) or a pin that can be submerged
into a solution, such as in a well. Linkage of cells or purified protein to the solid support

can be either direct or through one or more linker molecules.

In one embodiment, an isolated or purified protein (e.g., an Eph receptor or an
ephrin) can be immobilized on a suitable affinity matrix by standard techniques, such as
chemical cross-linking, or via an antibody raised against the isolated or purified protein, and
bound to a solid support. The matrix can be packed in a column or other suitable container
and is contacted with one or more compounds (e.g., a mixture) to be tested under conditions
suitable for binding of the compound to the protein. For example, a solution containing
compounds can be made to flow through the matrix. The matrix can be washed with a
suitable wash buffer to remove unbound compounds and non-specifically bound
compounds. Compounds which remain bound can be released by a suitable elution buffer.
For example, a change in the ionic strength or pH of the elution buffer can lead to a release
of compounds. Alteratively, the elution buffer can comprise a release component or
components designed to disrupt binding of compounds (e.g., one or more ligands or
receptors, as appropriate, or analogs thereof which can disrupt binding or competitively

inhibit binding of test compound to the protein).

Fusion proteins comprising all, or a portion of, a protein (e.g., an Eph receptor or an
ephrin) linked to a second moiety not occurring in that protein as found in nature can be
prepared for use in another embodiment of the method. Suitable fusion proteins for this
purpose include those in which the second moiety comprises an affinity ligand (e.g., an
enzyme, antigen, epitope). The fusion proteins can be produced by inserting the protein

(e.g., an Eph receptor or an ephrin) or a portion thereof into a suitable expression vector
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which encodes an affinity ligand. The expression vector can be introduced into a suitable
host cell for expression. Host cells are disrupted and the cell material, containing fusion
protein, can be bound to a suitable affinity matrix by contacting the cell material with an
affinity matrix under conditions sufficient for binding of the affinity ligand portion of the
fusion protein to the affinity matrix.

In one aspect of this embodiment, a fusion protein can be immobilized on a suitable
affinity matrix under conditions sufficient to bind the affinity ligand portion of the fusion
protein to the matrix, and is contacted with one or more compounds (e.g., a mixture) to be
tested, under conditions suitable for binding of compounds to the receptor or ligand protein
portion of the bound fusion protein. Next, the affinity matrix with bound fusion protein can
be washed with a suitable wash buffer to remove unbound compounds and non-specifically
bound compounds without significantly disrupting binding of specifically bound
compounds. Compounds which remain bound can be released by contacting the affinity
matrix having fusion protein bound thereto with a suitable elution buffer (a compound
elution buffer). In this aspect, compound elution buffer can be formulated to permit
retention of the fusion protein by the affinity matrix, but can be formulated to interfere with
binding of the compound(s) tested to the receptor or ligand protein portion of the fusion
protein. For example, a change in the ionic strength or pH of the elution buffer can lead to
release of compounds, or the elution buffer can comprise a release component or
components designed to disrupt binding of compounds to the receptor or ligand protein
portion of the fusion protein (e.g., one or more ligands or receptors or analogs thereof
which can disrupt binding of compounds to the receptor or ligand protein portion of the
fusion protein). Immobilization can be performed prior to, simultaneous with, or after
contacting the fusion protein with compound, as appropriate. Various permutations of the
method are possible, depending upon factors such as the compounds tested, the affinity
matrix selected, and elution buffer formulation. For example, after the wash step, fusion
protein with compound bound thereto can be eluted from the affinity matrix with a suitable
elution buffer (a matrix elution buffer). Where the fusion protein comprises a cleavable
linker, such as a thrombin cleavage site, cleavage from the affinity ligand can release a
portion of the fusion with compound bound thereto. Bound compound can then be released
from the fusion protein or its cleavage product by an appropriate method, such as

extraction.

V. Methods of Treatment

44—



10

15

20

25

30

WO 2006/034455 PCT/US2005/034176

In certain embodiments, the present invention provides methods of inhibiting
angiogenesis and methods of treating angiogenesis-associated diseases. In other
embodiments, the present invention provides methods of inhibiting or reducing tumor
growth and methods of treating an individual suffering from cancer. These methods
involve administering to the individual a therapeutically effective amount of one or more
polypeptide therapeutic agents as described above. These methods are particularly aimed at

therapeutic and prophylactic treatments of animals, and more particularly, humans.

As described herein, angiogenesis-associated diseases include, but are not limited to,
angiogenesis-dependent cancer, including, for example, solid tumors, blood born tumors
such as leukemias, and tumor metastases; benign tumors, for example hemangiomas,
acoustic neuromas, neurofibromas, trachomas, and pyogenic granulomas; inflammatory
disorders such as immune and non-immune inflammation; chronic articular theumatism and
psoriasis; ocular angiogenic diseases, for example, diabetic retinopathy, retinopathy of
prematurity, macular degeneration, corneal graft rejection, neovascular glaucoma,
retrolental fibroplasia, rubeosis; Osler-Webber Syndrome; myocardial angiogenesis; plaque
neovascularization; telangiectasia; hemophiliac joints; angiofibroma; telangiectasia
psoriasis scleroderma, pyogenic granuloma, rubeosis, arthritis, diabetic neovascularization,

vasculogenesis, hematopoiesis.

It is understood that methods and compositions of the invention are also useful for
treating any angiogenesis-independent cancers (tumors). As used herein, the term
“angiogenesis-independent cancer” refers to a cancer (tumor) where there is no or little

neovascularization in the tumor tissue.

In particular, polypeptide therapeutic agents of the present invention are useful for
treating or preventing a cancer (tumor), including, but not limited to, colon carcinoma,
breast cancer, mesothelioma, prostate cancer, bladder cancer, squamous cell carcinoma of

the head and neck (HNSCC), Kaposi sarcoma, and leukemia.

In certain embodiments of such methods, one or more polypeptide therapeutic
agents can be administered, together (simultaneously) or at different times (sequentially).
In addition, polypeptide therapeutic agents can be administered with another type of

compounds for treating cancer or for inhibiting angiogenesis.

In certain embodiments, the subject methods of the invention can be used alone.
Alternatively, the subject methods may be used in combination with other conventional

anti-cancer therapeutic approaches directed to treatment or prevention of proliferative
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disorders (e.g., tumor). For example, such methods can be used in prophylactic cancer
prevention, prevention of cancer recurrence and metastases after surgery, and as an
adjuvant of other conventional cancer therapy. The present invention recognizes that the
effectiveness of conventional cancer therapies (e.g., chemotherapy, radiation therapy,
phototherapy, immunotherapy, and surgery) can be enhanced through the use of a subject
polypeptide therapeutic agent.

A wide array of conventional compounds have been shown to have anti-neoplastic
activities. These compounds have been used as pharmaceutical agents in chemotherapy to
shrink solid tumors, prevent metastases and further growth, or decrease the number of
malignant cells in leukemic or bone marrow malignancies. Although chemotherapy has
been effective in treating various types of malignancies, many anti-neoplastic compounds
induce undesirable side effects. It has been shown that when two or more different
treatments are combined, the treatments may work synergistically and allow reduction of
dosage of each of the treatments, thereby reducing the detrimental side effects exerted by
each compound at higher dosages. In other instances, malignancies that are refractory to a

treatment may respond to a combination therapy of two or more different treatments.

When a polypeptide therapeutic agent of the present invention is administered in
combination with another conventional anti-neoplastic agent, either concomitantly or
sequentially, such therapeutic agent is shown to enhance the therapeutic effect of the anti-
neoplastic agent or overcome cellular resistance to such anti-neoplastic agent. This allows
decrease of dosage of an anti-neoplastic agent, thereby reducing the undesirable side

effects, or restores the effectiveness of an anti-neoplastic agent in resistant cells.

Pharmaceutical compounds that may be used for combinatory anti-tumor therapy
include, merely to illustrate: aminoglutethimide, amsacrine, anastrozole, asparaginase, bcg,
bicalutamide, bleomycin, buserelin, busulfan, campothecin, capecitabine, carboplatin,
carmustine, chlorambucil, cisplatin, cladribine, clodronate, colchicine, cyclophosphamide,
cyproterone, cytarabine, dacarbazine, dactinomycin, daunorubicin, dienestrol,
diethylstilbestrol, docetaxel, doxorubicin, epirubicin, estradiol, estramustine, etoposide,
exemestane, filgrastim, fludarabine, fludrocortisone, fluorouracil, fluoxymesterone,
flutamide, gemcitabine, genistein, goserelin, hydroxyurea, idarubicin, ifosfamide, imatinib,
interferon, irinotecan, ironotecan, letrozole, leucovorin, leuprolide, levamisole, lomustine,
mechlorethamine, medroxyprogesterone, megestrol, melphalan, mercaptopurine, mesna,

methotrexate, mitomycin, mitotane, mitoxantrone, nilutamide, nocodazole, octreotide,
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oxaliplatin, paclitaxel, pamidronate, pentostatin, plicamycin, porfimer, procarbazine,
raltitrexed, rituximab, streptozocin, suramin, tamoxifen, temozolomide, teniposide,
testosterone, thioguanine, thiotepa, titanocene dichloride, topotecan, trastuzumab, tretinoin,

vinblastine, vincristine, vindesine, and vinorelbine.

These chemotherapeutic anti-tumor compounds may be categorized by their
mechanism of action into, for example, following groups: anti-metabolites/anti-cancer
agents, such as pyrimidine analogs (5-fluorouracil, floxuridine, capecitabine, gemcitabine
and cytarabine) and purine analogs, folate antagonists and related inhibitors
(mercaptopurine, thioguanine, pentostatin and 2-chlorodeoxyadenosine (cladribine));
antiproliferative/antimitotic agents including natural products such as vinca alkaloids
(vinblastine, vincristine, and vinorelbine), microtubule disruptors such as taxane (paclitaxel,
docetaxel), vincristin, vinblastin, nocodazole, epothilones and navelbine,
epidipodophyliotoxins (etoposide, teniposide), DNA damaging agents (actinomycin,
amsacrine, anthracyclines, bleomycin, busulfan, camptothecin, carboplatin, chlorambucil,
cisplatin, cyclophosphamide, cytoxan, dactinomycin, daunorubicin, doxorubicin, epirubicin,
hexamethylmelamineoxaliplatin, iphosphamide, melphalan, merchlorehtamine, mitomycin,
mitoxantrone, nitrosourea, plicamycin, procarbazine, taxol, taxotere, teniposide,
triethylenethiophosphoramide and etoposide (VP16)); antibiotics such as dactinomycin
(actinomycin D), daunorubicin, doxorubicin (adriamycin), idarubicin, anthracyclines,
mitoxantrone, bleomycins, plicamycin (mithramycin) and mitomyein; enzymes (L-
asparaginase which systemically metabolizes L-asparagine and deprives cells which do not
have the capacity to synthesize their own asparagine); antiplatelet agents;
antiproliferative/antimitotic alkylating agents such as nitrogen mustards (mechlorethamine,
cyclophosphamide and analogs, melphalan, chlorambucil), ethylenimines and
methylmelamines (hexamethylmelamine and thiotepa), alkyl sulfonates-busulfan,
nitrosoureas (carmustine (BCNU) and analogs, streptozocin), trazenes - dacarbazinine
(DTIC); antiproliferative/antimitotic antimetabolites such as folic acid analogs
(methotrexate); platinum coordination complexes (cisplatin, carboplatin), procarbazine,
hydroxyurea, mitotane, aminoglutethimide; hormones, hormone analogs (estrogen,
tamoxifen, goserelin, bicalutamide, nihlltamide) and aromatase inhibitors (letrozole,
anastrozole); anticoagulants (heparin, synthetic heparin salts and other inhibitors of
thrombin); fibrinolytic agents (such as tissue plasminogen activator, streptokinase and
urokinase), aspirin, dipyridamole, ticlopidine, clopidogrel, abciximab; antimigratory agents;

antisecretory agents (breveldin); immunosuppressives (cyclosporine, tacrolimus (FK-506),
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sirolimus (rapamycin), azathioprine, mycophenolate mofetil); anti-angiogenic compounds
(TNP-470, genistein) and growth factor inhibitors (vascular endothelial growth factor
(VEGF) inhibitors, fibroblast growth factor (FGF) inhibitors); angiotensin receptor blocker;
nitric oxide donors; anti-sense oligonucleotides; antibodies (trastuzumab); cell cycle
inhibitors and differentiation inducers (tretinoin); mTOR inhibitors, topoisomerase
inhibitors (doxorubicin (adriamycin), amsacrine, camptothecin, daunorubicin,
dactinomycin, eniposide, epirubicin, etoposide, idarubicin and mitoxantrone, topotecan,
irinotecan), corticosteroids (cortisone, dexamethasone, hydrocortisone, methylpednisolone,
prednisone, and prenisolone); growth factor signal transduction kinase inhibitors;

mitochondrial dysfunction inducers and caspase activators; and chromatin disruptors.

In certain embodiments, pharmaceutical compounds that may be used for
combinatory anti-angiogenesis therapy include: (1) inhibitors of release of “angiogenic
molecules,” such as bFGF (basic fibroblast growth factor); (2) neutralizers of angiogenic
molecules, such as an anti-BbFGF antibodies; and (3) inhibitors of endothelial cell response
to angiogenic stimuli, including collagenase inhibitor, basement membrane turnover
inhibitors, angiostatic steroids, fungal-derived angiogenesis inhibitors, platelet factor 4,
thrombospondin, arthritis drugs such as D-penicillamine and gold thiomalate, vitamin D;
analogs, alpha-interferon, and the like. For additional proposed inhibitors of angiogenesis,
see Blood et al., Bioch. Biophys. Acta., 1032:89-118 (1990), Moses et al., Science,
248:1408-1410 (1990), Ingber et al., Lab. Invest., 59:44-51 (1988), and U.S. Pat. Nos.
5,092,885, 5,112,946, 5,192,744, 5,202,352, and 6573256. In addition, there are a wide
variety of compounds that can be used to inhibit angiogenesis, for example, peptides or
agents that block the VEGF-mediated angiogenesis pathway, endostatin protein or
derivatives, lysine binding fragments of angiostatin, melanin or melanin-promoting
compounds, plasminogen fragments (e.g., Kringles 1-3 of plasminogen), tropoin subunits,
antagonists of vitronectin o433, peptides derived from Saposin B, antibiotics or analogs
(e.g., tetracycline, or neomycin), dienogest-containing compositions, compounds
comprising a MetAP-2 inhibitory core coupled to a peptide, the compound EM-138,
chalcone and its analogs, and naaladase inhibitors. See, for example, U.S. Pat. Nos.
6,395,718, 6,462,075, 6,465,431, 6,475,784, 6,482,802, 6,482,810, 6,500,431, 6,500,924,
6,518,298, 6,521,439, 6,525,019, 6,538,103, 6,544,758, 6,544,947, 6,548,477, 6,559,126,
and 6,569,845.
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Depending on the nature of the combinatory therapy, administration of the
polypeptide therapeutic agents of the invention may be continued while the other therapy is
being administered and/or thereafter. Administration of the polypeptide therapeutic agents
may be made in a single dose, or in multiple doses. In some instances, administration of the
polypeptide therapeutic agents is commenced at least several days prior to the conventional
therapy, while in other instances, administration is begun either immediately before or at

the time of the administration of the conventional therapy.

VI. Methods of Administration and Pharmaceutical Compositions

In certain embodiments, the subject polypeptide therapeutic agents (e.g., soluble
polypeptides or antibodies) of the present invention are formulated with a pharmaceutically
acceptable carrier. Such therapeutic agents can be administered alone or as a component of
a pharmaceutical formulation (composition). The compounds may be formulated for
administration in any convenient way for use in human or veterinary medicine. Wetting
agents, emulsifiers and lubricants, such as sodium lauryl sulfate and magnesium stearate, as
well as coloring agents, release agents, coating agents, sweetening, flavoring and perfuming

agents, preservatives and antioxidants can also be present in the compositions.

Formulations of the subject polypeptide therapeutic agents include those suitable for
oral/ nasal, topical, parenteral, rectal, and/or intravaginal administration. The formulations
may conveniently be presented in unit dosage form and may be prepared by any methods
well known in the art of pharmacy. The amount of active ingredient which can be
combined with a carrier material to produce a single dosage form will vary depending upon
the host being treated, the particular mode of administration. The amount of active
ingredient which can be combined with a carrier material to produce a single dosage form

will generally be that amount of the compound which produces a therapeutic effect.

In certain embodiments, methods of preparing these formulations or compositions
include combining another type of anti-tumor or anti-angiogenesis therapeutic agent and a
carrier and, optionally, one or more accessory ingredients. In general, the formulations can
be prepared with a liquid carrier, or a finely divided solid carrier, or both, and then, if

necessary, shaping the product.

Formulations for oral administration may be in the form of capsules, cachets, pills,
tablets, lozenges (using a flavored basis, usually sucrose and acacia or tragacanth),
powders, granules, or as a solution or a suspension in an aqueous or non-aqueous liquid, or

as an oil-in-water or water-in-oil liquid emulsion, or as an elixir or syrup, or as pastilles
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(using an inert base, such as gelatin and glycerin, or sucrose and acacia) and/or as mouth
washes and the like, each containing a predetermined amount of a subject polypeptide

therapeutic agent as an active ingredient.

In solid dosage forms for oral administration (capsules, tablets, pills, dragees,
powders, granules, and the like), one or more polypeptide therapeutic agents of the present
invention may be mixed with one or more pharmaceutically acceptable carriers, such as
sodium citrate or dicalcium phosphate, and/or any of the following: (1) fillers or extenders,
such as starches, lactose, sucrose, glucose, mannitol, and/or silicic acid; (2) binders, such
as, for example, carboxymethylcellulose, alginates, gelatin, polyvinyl pyrrolidone, sucrose,
and/or acacia; (3) humectants, such as glycerol; (4) disintegrating agents, such as agar-agar,
calcium carbonate, potato or tapioca starch, alginic acid, certain silicates, and sodium
carbonate; (5) solution retarding agents, such as paraffin; (6) absorption accelerators, such
as quaternary ammonium compounds; (7) wetting agents, such as, for example, cetyl
alcohol and glycerol monostearate; (8) absorbents, such as kaolin and bentonite clay; (9)
lubricants, such a talc, calcium stearate, magnesium stearate, solid polyethylene glycols,
sodium lauryl sulfate, and mixtures thereof; and (10) coloring agents. In the case of
capsules, tablets and pills, the pharmaceutical compositions may also comprise buffering
agents. Solid compositions of a similar type may also be employed as fillers in soft and
hard-filled gelatin capsules using such excipients as lactose or milk sugars, as well as high

molecular weight polyethylene glycols and the like.

Liquid dosage forms for oral administration include pharmaceutically acceptable
emulsions, microemulsions, solutions, suspensions, syrups, and elixirs. In addition to the
active ingredient, the liquid dosage forms may contain inert diluents commonly used in the
art, such as water or other solvents, solubilizing agents and emulsifiers, such as ethyl
alcohol, isopropyl alcohol, ethyl carbonate, ethyl acetate, benzyl alcohol, benzyl benzoate,
propylene glycol, 1,3-butylene glycol, oils (in particular, cottonseed, groundnut, corn, germ,
olive, castor, and sesame oils), glycerol, tetrahydrofuryl alcohol, polyethylene glycols and
fatty acid esters of sorbitan, and mixtures thereof. Besides inert diluents, the oral
compositions can also include adjuvants such as wetting agents, emulsifying and

suspending agents, sweetening, flavoring, coloring, perfuming, and preservative agents.

Suspensions, in addition to the active compounds, may contain suspending agents

such as ethoxylated isostearyl alcohols, polyoxyethylene sorbitol, and sorbitan esters,
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microcrystalline cellulose, aluminum metahydroxide, bentonite, agar-agar and tragacanth,

and mixtures thereof,

In particular, methods of the invention can be administered topically, either to skin
or to mucosal membranes such as those on the cervix and vagina. This offers the greatest
opportunity for direct delivery to tumor with the lowest chance of inducing side effects.

The topical formulations may further include one or more of the wide variety of agents
known to be effective as skin or stratum corneum penetration enhancers. Examples of these
are 2-pyrrolidone, N-methyl-2-pyrrolidone, dimethylacetamide, dimethylformamide,
propylene glycol, methyl or isopropyl alcohol, dimethyl sulfoxide, and azone. Additional
agents may further be included to make the formulation cosmetically acceptable. Examples
of these are fats, waxes, oils, dyes, fragrances, preservatives, stabilizers, and surface active
agents. Keratolytic agents such as those known in the art may also be included. Examples

are salicylic acid and sulfur.

Dosage forms for the topical or transdermal administration include powders, sprays,
ointments, pastes, creams, lotions, gels, solutions, patches, and inhalants. The subject
polypeptide therapeutic agents may be mixed under sterile conditions with a
pharmaceutically acceptable carrier, and with any preservatives, buffers, or propellants
which may be required. The ointments, pastes, creams and gels may contain, in addition to
a subject polypeptide agent, excipients, such as animal and vegetable fats, oils, waxes,
paraffins, starch, tragacanth, cellulose derivatives, polyethylene glycols, silicones,

bentonites, silicic acid, talc and zinc oxide, or mixtures thereof.

Powders and sprays can contain, in addition to a subject polypeptide therapeutic
agent, excipients such as lactose, talc, silicic acid, aluminum hydroxide, calcium silicates,
and polyamide powder, or mixtures of these substances. Sprays can additionally contain
customary propellants, such as chlorofluorohydrocarbons and volatile unsubstituted

hydrocarbons, such as butane and propane.

Pharmaceutical compositions suitable for parenteral administration may comprise
one or more polypeptide therapeutic agents in combination with one or more
pharmaceutically acceptable sterile isotonic aqueous or nonaqueous solutions, dispersions,
suspensions or emulsions, or sterile powders which may be reconstituted into sterile
injectable solutions or dispersions just prior to use, which may contain antioxidants, buffers,
bacteriostats, solutes which render the formulation isotonic with the blood of the intended

recipient or suspending or thickening agents. Examples of suitable aqueous and
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nonaqueous carriers which may be employed in the pharmaceutical compositions of the
invention include water, ethanol, polyols (such as glycerol, propylene glycol, polyethylene
glycol, and the like), and suitable mixtures thereof, vegetable oils, such as olive oil, and
injectable organic esters, such as ethyl oleate. Proper fluidity can be maintained, for
example, by the use of coating materials, such as lecithin, by the maintenance of the

required particle size in the case of dispersions, and by the use of surfactants.

These compositions may also contain adjuvants, such as preservatives, wetting
agents, emulsifying agents and dispersing agents. Prevention of the action of
microorganisms may be ensured by the inclusion of various antibacterial and antifungal
agents, for example, paraben, chlorobutanol, phenol sorbic acid, and the like. It may also
be desirable to include isotonic agents, such as sugars, sodium chloride, and the like into the
compositions. In addition, prolonged absorption of the injectable pharmaceutical form may
be brought about by the inclusion of agents which delay absorption, such as aluminum

monostearate and gelatin.

Injectable depot forms are made by forming microencapsule matrices of one or
more polypeptide therapeutic agents in biodegradable polymers such as polylactide-
polyglycolide. Depending on the ratio of drug to polymer, and the nature of the particular
polymer employed, the rate of drug release can be controlled. Examples of other
biodegradable polymers include poly(orthoesters) and poly(anhydrides). Depot injectable
formulations are also prepared by entrapping the drug in liposomes or microemulsions

which are compatible with body tissue.

Formulations for intravaginal or rectally administration may be presented as a
suppository, which may be prepared by mixing one or more compounds of the invention
with one or more suitable nonirritating excipients or carriers comprising, for example,
cocoa butter, polyethylene glycol, a suppository wax or a salicylate, and which is solid at
room temperature, but liquid at body temperature and, therefore, will melt in the rectum or

vaginal cavity and release the active compound.

In other embodiments, the polypeptide therapeutic agents of the instant invention
can be expressed within cells from eukaryotic promoters. For example, a soluble
polypeptide of EphB4 or Ephrin B2 can be expressed in eukaryotic cells from an
appropriate vector. The vectors are preferably DNA plasmids or viral vectors. Viral
vectors can be constructed based on, but not limited to, adeno-associated virus, retrovirus,

adenovirus, or alphavirus. Preferably, the vectors stably introduced in and persist in target
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cells. Alternatively, viral vectors can be used that provide for transient expression. Such
vectors can be repeatedly administered as necessary. Delivery of vectors encoding the
subject polypeptide therapeutic agent can be systemic, such as by intravenous or
intramuscular administration, by administration to target cells ex-planied from the patient
followed by reintroduction into the patient, or by any other means that would allow for
introduction into the desired target cell (for a review see Couture et al., 1996, TIG., 12,
510).

EXEMPLIFICATION

The invention now being generally described, it will be more readily understood by
reference to the following examples, which are included merely for purposes of illustration
of certain aspects and embodiments of the present invention, and are not intended to limit

the mvention.

Example 1. Soluble derivatives of the extracellular domains of human Ephrin B2 and

EphB4 proteins

Soluble derivatives of the extracellular domains of human Ephrin B2 and EphB4
proteins represent either truncated full-length predicted extracellular domains of Ephrin B2
(B4ECyv3, B2EC) or translational fusions of the domains with constant region of human
immunoglobulins (IgG1 Fc fragment), such as B2EC-FC, B4ECv2-FC and B4ECv3-FC.
Representative human Ephrin B2 constructs and human EphB4 constructs are shown

Figures 14 and 15.

The cDNA fragments encoding these recombinant proteins were subcloned into
mammalian expression vectors, expressed in transiently or stably transfected mammalian
cell lines and purified to homogeneity as described in detail in Materials and Methods
section (see below). Predicted amino acid sequences of the proteins are shown in Figures 1-
5. High purity of the isolated proteins and their recognition by the corresponding anti-
Ephrin B2 and anti-EphB4 monoclonal or polyclonal antibodies were confirmed. The
recombinant proteins exhibit the expected high-affinity binding, binding competition and
specificity properties with their corresponding binding partners as corroborated by the

biochemical assays (see e.g., Figures 6-8).

Such soluble derivative proteins human Ephrin B2 and EphB4 exhibit potent
biological activity in several cell-based assays and in vivo assays which measure

angiogenesis or anti-cancer activities, and are therefore perspective drug candidates for
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anti-angiogenic and anti-cancer therapy. B4ECv3 as well as B2EC and B2EC-FC proteins
blocked chemotaxis of human endothelial cells (as tested with umbilical cord and hepatic
AECs or VECs), with a decrease in degradation of the extracellular matrix, Matrigel, and a
decrease in migration in response to growth factor stimuli (Figures 9-11). B4ECv3 and
B2EC-FC proteins have potent anti-angiogenic effect as demonstrated by their inhibition of
endothelial cell tube formation (Figures 12-13).

A detailed description of the materials and methods for this example may be found

in U.S. Patent Publication No. 20050084873.

The sequence of the Globular domain + Cys-rich domain (B4EC-GC), precursor
protein is (SEQ ID NO:12):

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSGLDE
EQHSVRTYEVCEVQRAPGQAHWLRTGWVPRRGAVHVYATLRFTMLECLSLPRAG
RSCKETFTVFYYESDADTATALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKV
NVKTLRLGPLSKAGFYLAFQDQGACMALLSLHLFYKKCAQLTVNLTRFPETVPRE
LVVPVAGSCVVDAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCR
ACAQGTFKPLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPS
AHHHHHH

For many uses, including therapeutic use, the leader sequence (first 15 amino acids,

so that the processed form begins Leu-Glu-Glu...) and the c-terminal hexahistidine tag may

“be removed or omitted.

Sequence of the GCF precursor protein (SEQ ID NO:13):

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSGLDE
EQHSVRTYEVCEVQRAPGQAHWLRTGWVPRRGAVHVYATLRFTMLECLSLPRAG
RSCKETFTVFYYESDADTATALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKV
NVKTLRLGPLSKAGFYLAFQDQGACMALLSLHLFYKKCAQLTVNLTRFPETVPRE
LVVPVAGSCVVDAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFAEGNTKCRAC
AQGTFKPLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPR
SVVSRLNGSSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPR
DLVEPWVVVRGLRPDFTYTFEVTALNGVSSLATGPVPFEPVNVHHHHHH
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For many uses, including therapeutic use, the leader sequence (first 15 amino acids,
so that the processed form begins Leu-Glu-Glu...) and the c-terminal hexahistidine tag may

be removed or omitted.

Amino acid sequence of encoded FL-hB4EC precursor (His-tagged) (SEQ ID
NO:14):

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSGLDE
EQHSVRTYEVCEVQRAPGQAHWLRTGWVPRRGAVHVYATLRFTMLECLSLPRAG
RSCKETFTVFYYESDADTATALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKYV
NVKTLRLGPLSKAGFYLAFQDQGACMALLSLHLFYKKCAQLTVNLTRFPETVPRE
LVVPVAGSCVVDAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCR
ACAQGTFKPLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPS
APRSVVSRLNGSSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDP
GPRDLVEPWVVVRGLRPDFTYTFEVTALNGVSSLATGPVPFEPVYNVITDREVPPAV
SDIRVTRSSPSSLSLAWAVPRAPSGAWLDYEVKYHEKGAEGPSSVRFLKTSENRAE
LRGLKRGASYLVQVRARSEAGYGPFGQEHHSQTQLDESEGWREQGSKRAILQIEG
KPIPNPLLGLDSTRTGHHHHHH

For many uses, including therapeutic use, the leader sequence (first 15 amino acids,
so that the processed form begins Leu-Glu-Glu...) and the c-terminal hexahistidine tag may

be removed or omitted.
EphB4 CF2 protein, precursor (SEQ ID NO:15):

MELRVLLCWASLAAALEETLLNTKLETQLTVNLTRFPETVPRELVVPVAGS
CVVDAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQGTFK
PLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRSVVSRL
NGSSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPRDLVEPW
VVVRGLRPDFTYTFEVTALNGVSSLATGPVPFEPVNVTTDREVPPAVSDIRVTRSSP
SSLSLAWAVPRAPSGAWLDYEVKYHEKGAEGPSSVRFLKTSENRAELRGLKRGAS
YLVQVRARSEAGYGPFGQEHHSQTQLDESEGWREQGGRSSLEGPRFEGKPIPNPLL
GLDSTRTGHHHHHH
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The precursor sequence of the preferred GCF2 protein (also referred to herein as

GCF2F) is (SEQ ID NO:16):

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSGLDEEQHS
VRTYEVCEVQRAPGQAHW LRTGWVPRRGAVHVYATLRFTMLECLSLPRAGRSCK
ETF TVFYYESDADTATALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKVNVKT
LRLGPLSKAGFYLAFQDQGACMALLSLHLFYKKCAQLTVNLTRF PETVPRELVVPV
AGSCVVDAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQG
TFKPLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRSVV
SRLNGSSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPRDLV
EPWVVVRGLRPDFTYTFEVTALNGVSSLATGPVPFEPVNVTTDREVPPAVSDIRVT
RSSPSSLSLAWAVPRAPSGAWLDYEVKYHEKGAEGPSSVRFLKTSENRAELRGLKR
GASYLVQVRARSEAGYGPFGQEHHSQTQLDESEGWREQ

The processed sequence is (SEQ ID NO:17):

LEETLLNTKLETADLKWVTFPQVDGQWEELSGLDEEQHSVRTYEVCEVQR
APGQAHWLRTGWVPRRGAVHVYATLRFTMLECLSLPRAGRSCKETF TVEYYESD
ADTATALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKVNVKTLRLGPLSKAGF
YLAFQDQGACMALLSLHLFYKKCAQLTVNLTRFPETVPRELVVPVAGSCVVDAVP
APGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQGTF KPLSGEGS
CQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRSVVSRLNGS SLHL
EWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPRDLVEPWVVVRGL
RPDFTYTFEVTALNGVSSLATGPVPFEPVNVTTDREVPPAVSDIRVTRSSPSSLSLA
WAVPRAPSGAWLDYEVKYHEKGAEGPSSVRFLKTSENRAELRGLKRGASYLVQV
RARSEAGYGPFGQEHHSQTQLDESEGWREQ

Biochemical Assays

A. Binding assay

10 pl of Ni-NTA-Agarose were incubated in microcentrifuge tubes with 50 pl of
indicated amount of B4ECv3 diluted in binding buffer BB (20 mM Tris-HCI, 0.15 M NaCl,
0.1% bovine serum albumin pH 8) After incubation for 30 min on shaking platform, Ni-
NTA beads were washed twice with 1.4 ml of BB, followed by application of 50 ul of B2-
AP in the final concentration of 50 nM. Binding was performed for 30 min on shaking
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platform, and then tubes were centrifuged and washed one time with 1.4 ml of BB. Amount

of precipitated AP was measured colorimetrically after application of PNPP.

B. Inhibition assay

Inhibition in solution. Different amounts of B4ECv3 diluted in 50 pl of BB were
pre-incubated with 50 pl of 5 nM B2EC-AP reagent (protein fusion of Ephrin B2
ectodomain with placental alkaline phosphatase). After incubation for 1 h, unbound B2EC-
AP was precipitated with 5,000 HEK293 cells expressing membrane-associated full-length
EphB4 for 20 min. Binding reaction was stopped by dilution with 1.2 ml of BB, followed
by centrifugation for 10 min. Supernatants were discarded and alkaline phosphatase
activities associated with collected cells were measured by adding para-nitrophenyl
phosphate (PNPP) substrate.

Cell based inhibition. B4ECv3 was serially diluted in 20 mM Tris-HCIL, 0.15 M
NaCl, 0.1% BSA, pH 8 and mixed with 5,000 HEK293 cells expressing membrane-
associated full-length Ephrin B2. After incubation for 1 h, 50 pl of 5 nM B4EC-AP reagent
(protein fusion of EphB4 ectodomain with placental alkaline phosphatase were added into
each tube for 30 min to detect unoccupied Ephrin B2 binding sites. Binding reactions were
stopped by dilution with 1.2 ml of BB and centrifugation. Colorimetric reaction of cell-
precipitated AP was developed with PNPP substrate.

C. B4EC-FC binding assay

Protein A-agarose based assay. 10 pl of Protein A-agarose were incubated in
Eppendorf tubes with 50 pl of indicated amount of B4EC-FC diluted in biﬁding buffer BB
(20 mM Tris-HCI, 0.15 M NaCl, 0.1% BSA pH 8). After incubation for 30 min on shaking
platform, Protein AAagarose beads were washed twice with 1.4 ml of BB, followed by
application of 50 pl of BZECAP reagent at the final concentration of 50 nM. Binding was
performed for 30 min on shaking platform, and then tubes were centrifuged and washed
once with 1.4 ml of BB. Colorimetric reaction of precipitated AP was measured after

application of PNPP (Fig. 6).

Nitrocellulose based assay. BAEC-FC was serially diluted in 20 mM Tris-HCI, 0.15
M NaCl, 50 pg/ml BSA, pH 8. 2 pl of each fraction were applied onto nitrocellulose strip
and spots were dried out for 3 min. Nitrocellulose strip was blocked with 5% non-fat milk

for 30 min, followed by incubation with 5 nM B2EC-AP reagent. After 45 min incubation
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for binding, nitrocellulose was washed twice with 20 mM Tris-HCI, 0.15 M NaCl, 50 pg/ml
BSA, pH 8 and color was developed by application of alkaline phosphatase substrate Sigma
Fast (Sigma).

D. B4EC-FC inhibition assay

5 Inhibition in solution. See above, for B4ECv3. The results were shown in Figure 7.
Cell based inhibition. See above, for B4ECv3.

E. B2EC-FC binding assay

Protein-A-agarose based assay. See above, for B4EC-FC. The results were shown

in Figure 8.
10 Nitrocellulose based assay. See above, for B4EC-FC.
6) Cell-Based Assays

A. Growth Inhibition Assay

Human umbilical cord vein endothelial cells (HUVEC) (1.5x103) are plated in a 96-

well plate in 100 ul of EBM-2 (Clonetic # CC3162). After 24 hours (day 0), the test

15  recombinant protein (100 pl) is added to each well at 2X the desired concentration (5-7
concentration levels) in EBM-2 medium. On day 0, one plate is stained with 0.5% crystal
violet in 20% methanol for 10 minutes, rinsed with water, and air-dried. The remaining
plates are incubated for 72 h at 37 °C. After 72 h, plates are stained with 0.5% crystal
violet in 20% methanol, rinsed with water and airdried. The stain is eluted with 1:1

20 solution of ethanol: 0.1 M sodium citrate (including day O plate), and absorbance is
measured at 540 nm with an ELISA reader (Dynatech Laboratories). Day 0 absorbance is
subtracted from the 72 h plates and data is plotted as percentage of control proliferation
(vehicle treated cells). IC50 (drug concentration causing 50% inhibition) is calculated from
the plotted data.

25 B. Cord Formation Assay (Endothelial Cell Tube Formation Assay)

Matrigel (60 pl of 10 mg/mi; Collaborative Lab # 35423) is placed in each well of
an ice-cold 96-well plate. The plate is allowed to sit at room temperature for 15 minutes

then incubated at 37 °C for 30 minutes to permit the matrigel to polymerize. In the mean
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time, HUVECs are prepared in EGM-2 (Clonetic # CC3162) at a concentration of 2X10°
cells/ml. The test compound is prepared at 2X the desired concentration (5 concentration
levels) in the same medium. Cells (500 ul) and 2X drug (500 pl) is mixed and 200 pl of this
suspension are placed in duplicate on the polymerized matrigel. After 24 h incubation,
triplicate pictures are taken for each concentration using a Bioquant Image Analysis system.
Drug effect (IC50) is assessed compared to untreated controls by measuring the length of

cords formed and number of junctions.

C. Cell Migration Assay

Migration is assessed using the 48-well Boyden chamber and 8 pm pore size
collagen-coated (10 pg/ml rat tail collagen; Collaborative Laboratories) polycarbonate
filters (Osmonics, Inc.). The bottom chamber wells receive 27-29 ul of DMEM medium
alone (baseline) or medium containing chemo-attractant (bFGF, VEGF or Swiss 373 cell
conditioned medium). The top chambers receive 45 pl of HUVEC cell suspension (1X10°
cells/ml) prepared in DMEM+1% BSA with or without test compound. After 5 h incubation
at 37 °C, the membrane is rinsed in PBS, fixed and stained in Diff-Quick solutions. The
filter is placed on a glass slide with the migrated cells facing down and cells on top are
removed using a Kimwipe. The testing is performed in 4-6 replicates and five fields are
counted from each well. Negative unstimulated control values are subtracted from
stimulated control and drug treated values and data is plotted as mean migrated cell £ S.D.

IC50 is calculated from the plotted data.

Example 2. Extracellular domain fragments of EphB4 receptor inhibit angiogenesis and

tumor growth.
A. Globular domain of EphB4 is required for EphrinB2 binding and for the activity of

EphB4-derived soluble proteins in endothelial tube formation assay.

To identify subdomain(s) of the ectopic part of EphB4 necessary and sufficient for
the anti-angiogenic activity of the soluble recombinant derivatives of the receptor, four
recombinant deletion variants of EphB4EC were produced and tested (Fig. 16).
Extracellular part of EphB4, similarly to the other members of EphB and EphA receptor
family, contains N-terminal ligand-binding globular domain followed by cysteine-rich
domain and two fibronectin type III repeats (FNIIL). In addition to the recombinant B4-
GCF?2 protein containing the complete ectopic part of EphB4, we constructed three deletion
variants of EphB4EC containing globular domain and Cys-rich domain (B4-GC); globular,
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Cys-rich and the first FNIII domain (GCF1) as well as the ECD version with deleted
globular domain (CF2). Our attempts to produce several versions of truncated EphB4EC
protein containing the globular domain alone were not successful due to the lack of
secretion of proteins expressed from all these constructs and absence of ligand binding by
the intracellularly expressed recombinant proteins. In addition, a non-tagged version of B4-
GCF2, called GCF2-F, containing complete extracellular domain of EphB4 with no
additional fused amino acids was expressed, purified and used in some of the experiments

described here.

All four C-terminally 6xHis tagged recombinant proteins were preparatively
expressed in transiently transfected cultured mammalian cells and affinity purified to
homogeneity from the conditioned growth media using chromatography on Ni**-chelate
resin (Fig. 17). Apparently due to their glycosylation, the proteins migrate on SDS-PAAG
somewhat higher than suggested by their predicted molecular weights of 34.7 kDa (GC),
41.5 (CF2), 45.6 kDa (GCF1) and 57.8 kDa (GCF2). Sequence of the extracellular domain
of human EphB4 contains three predicted N-glycosylation sites (NXS/T) which are located
in the Cys-rich domain, within the first fibronectin type IlI repeat and between the first and

the second fibronectin repeats.

To confirm ability of the purified recombinant proteins to bind Ephrin B2, they were
tested in an in vitro binding assay. As expected, GC, GCF1 and GCF2, but not CF2 are
binding the cognate ligand Ephrin B2 as confirmed by interaction between Ephrin B2 —
alkaline phosphatase (Ephrin B2-AP) fusion protein with the B4 proteins immobilized on

Ni**resin or on nitrocellulose membrane (Fig. 17).

All four proteins were also tested for their ability to block ligand-dependent
dimerization and activation of Eph B4 receptor kinase in PC3 cells. The PC3 human
prostate cancer cell line is known to express elevated levels of human Eph B4. Stimulation
of PC3 cells with Ephrin B2 IgG Fc fusion protein leads to a rapid induction of tyrosine
phosphorylation of the receptor. However, preincubation of the ligand with GCF2, GCF1
or GC, but not CF2 proteins suppresses subsequent EphB4 autophosphorylation. Addition
of the proteins alone to the PC3 cells or preincubation of the cells with the proteins
followed by changing media and adding the ligand does not affect Ef)th-l phosphorylation
status.

Further, we found that globular domain of EphB4 is required for the activity of

EphB4-derived soluble proteins in endothelial tube formation assay.
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B. Effects of soluble EphB4 on HUV/AEC in vitro.

Initial experiments were performed to determine whether soluble EphB4 affected
the three main stages in the angiogenesis pathway. These were carried out by establishing
the effects of soluble EphB4 on migration / invasion, proliferation and tubule formation by
HUV/AEC in vitro. Exposure to soluble EphB4 significantly inhibited both bFGF and
VEGF-induced migration in the Boyden chamber assay in a dose-dependent manner,
achieving significance at nM (Fig. 18). Tubule formation by HUV/AECS on wells coated
with Matrigel was significantly inhibited by soluble EphB4 in a dose-dependent manner in
both the absence and presence of bFGF and VEGF (Fig. 19). We also assessed in vitro,
whether nM of soluble EphB4 was cytotoxic for HUVECS. Soluble EphB4 was found to
have no detectable cytotoxic effect at these doses, as assessed by MTS assay (Fig. 20).

C. Soluble EphB4 receptor Inhibits Vascularization of Matrigel Plugs, in vivo

To demonstrate that soluble EphB4 can directly inhibit angiogenesis in vivo, we
performed a murine matrigel plug experiment. Matrigel supplemented with bFGF and
VEGF with and without soluble EphB4 was injected s.c. into Balb/C nu/nu mice, forming
semi-solid plugs, for six days. Plugs without growth factors had virtually no vascularization
or vessel structures after 6 days (Fig. 21). In contrast, plugs supplemented with bFGF and
VEGEF had extensive vascularization and vessels throughout the plug. Plugs taken from mice
treated with pg of soluble EphB4 had markedly reduced vascularization of plugs,
comparable to plugs without growth factor (Fig. 21). Furthermore, histological examination
of plugs showed decreased vessel staining (Fig. 21). Treatment at 0 pg/dose significantly
inhibited the amount of infiltration in Matrigel plugs compared to control (Fig. 21).

We examined EphB4 receptor phosphorylation in HUVECs by performing Western
blot analyses with lysates from soluble EphB4-treated cells and antibodies against
phosphor-tyrosine. We found that soluble EphB4 treatment of serum-starved HUVECs
stimulated a rapid and transient decrease in the level of phosphorylated EphB4, in the
presence of EphrinB2Fc, EphB4 ligand dimer. Ephrin B2Fc without the soluble EphB4
protein induced phosphorylation of EphB4 receptor (Fig. 22).

D. Effects of soluble EphB4 on tumor growth, in vitro.

We found that soluble EphB4 inhibits the growth of SCC15 tumors grown in
Balb/C Nu/Nu mice (Fig. 23).
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E. Soluble EphB4 inhibited corneal neovascularization

To further investigate the antiangiogenic activity of soluble EphB4 in vivo, we
studied the inhibitory effect of administration of soluble EphB4 on neovascularization in
the mouse cornea induced by bFGF. Hydron Pellets implanted into corneal micropocket
could induce angiogenesis, in the presence of growth factors, in a typically avascular area.
The angiogenesis response in mice cornea was moderate, the appearance of vascular buds
x;vas delayed and the new capillaries were sparse and grew slowly. Compared with the
control group, on day 7 of implantation, the neovascularization induced by bFGF in mice

cornea was markedly inhibited in soluble EphB4-treated group (Fig. 24).

F. Effects of soluble EphB4 on tumor growth, in vivo.

The same model was used to determine the effects of soluble EphB4 in vivo. SCC15
tumors implanted subcutaneously, pre-incubated with matrigel and with or w/o growth
factors, as well as implanted sc alone, and mice treated sc or ip daily with 1-5ug of soluble

EphB4 were carried out.

Tumors in the control group continued to grow steadily over the treatment period,
reaching a final tumor volume of mm3. However, animals injected with soluble EphB4
exhibited a significantly (p<0.0/) reduced growth rate, reaching a final tumor volume of
only mm3 (Fig. 25). Similar results were obtained in two further cohorts of such tumor-
bearing mice. Soluble EphB4 administration appeared to be well tolerated in vivo, with no
significant effect on body weight or the general well-being of the animals (as determined by

the absence of lethargy, intermittent hunching, tremors or disturbed breathing patterns).
G. Effects of soluble EphB4 on tumor histology.

Histological analysis revealed the presence of a central area of necrosis in all SCC15
tumors, which was usually surrounded by a viable rim of tumor cells um in width. The
central necrotic areas were frequently large and confluent and showed loss of cellular detail.
Necrosis, assessed as a percentage of tumor section area, was significantly (p<0.02) more
extensive in the soluble EphB4-treated group (% necrosis in treated vs. control). To
determine whether the reduced volume of soluble EphB4 treated tumors was due to an
effect of this protein on the tumor vascular supply, endothelial cells in blood vessels were
identified in tumor sections using immunostaining with an anti-platelet cell adhesion
molecule (PECAM-1; CD31) antibody (Fig. 26) and the density of microvessels was

assessed. Microvessel density was similar in the outer viable rim of tumor cells (the
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uniform layer of cells adjacent to the tumor periphery with well defined nuclei) in control
and soluble EphB4-treated tumors. Microvessel density was significantly in the inner, less
viable region of tumor cells abutting the necrotic central areas in soluble EphB4-treated
than control tumors. Fibrin deposition, as identified by Masson’s Trichrome staining, was
increased in and around blood vessels in the inner viable rim and the central necrotic core
of soluble EphB4 treated than control tumors. In the outer viable rim of soluble EphB4
treated tumors, although the vessel lumen remained patent and contained red blood cells,
fibrin deposition was evident around many vessels. Soluble EphB4 was found to have no

such effects on the endothelium in the normal tissues examined (lungs, liver and kidneys).

H. Materials and Methods

A detailed description of the materials and methods for this example may be found

in U.S. Patent Publication No. 20050084873.

Cell-based EphB4 tyrosine kinase assay

The human prostate carcinoma cell line PC3 cells were maintained in RPMI
medium with 10% dialyzed fetal calf serum and 1% penicillin/streptomycin/neomycin
antibiotics mix. Cells were maintained at 37 °C in a humidified atmosphere of 5%

. CO2/95% air. Typically, cells were grown in 60 mm dishes until confluency and were
either treated with mouse Ephrin B2-Fc fusion at 1 pg/ml in RPMI for 10 min to activate
EphB4 receptor or plain medium as a control. To study the effect of different derivatives of
soluble EphB4 ECD proteins on EphB4 receptor activation, three sets of cells were used. In
the first set, cells were treated with various proteins (5 proteins; GC, GCF1, GCF2, GCF2-
F, CF2) at 5 ug/ml for 20 min. In the second set of cells, prior to application, proteins were
premixed with ephrinB2-Fc at 1:5 (EphB4 protein: B2-Fc) molar ratio, incubated for 20
min and applied on cells for 10 min. In the third set of cells, cells were first treated with the
proteins for 20 min at 5 pg/ml, media was replaced with fresh media containing 1 pg/ml of

EphrinB2-Fc and incubated for another 10 min.

After the stimulation, cells were immediately harvested with protein extraction
buffer containing 20 mM Tris-HCI, pH 7.4, 150 mM NaCl, 1% (v/v) Triton X100, 1 mM
EDTA, 1 mM PMSF, 1 mM Sodium vanadate. Protein extracts were clarified by
centrifugation at 14,000 rpm for 20 min at 4 °C. Clarified protein samples were incubated
overnight with protein A/G coupled agarose beads pre-coated with anti-EphB4 monoclonal

antibodies. The IP complexes were washed twice with the same extraction buffer containing
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0.1% Triton X100. The immunoprecipitated proteins were solubilized in 1X SDS-PAGE
sample loading buffer and separated on 10% SDS-PAGE. For EphB4 receptor activation
studies, electroblotted membrane was probed with anti-pTyr specific antibody 4G10 at
1:1000 dilution followed by Protein G-HRP conjugate at 1:5000 dilutions.

Endothelial Cell Tube Formation Assay

Matrigel (60 ul of 10mg/ml; Collaborative Lab, Cat. No. 35423) was placed in each
well of an ice-cold 96-well plate. The plate was allowed to sit at room temperature for 15
minutes then incubated at 37 °C for 30 minutes to permit Matrigel to polymerize. In the
mean time, human umbilical vein endothelial cells were prepared in EGM-2 (Clonetic, Cat.
No. CC3162) at a concentration of 2x10° cells/ml. The test protein was prepared at 2x the
desired concentration (5 concentration levels) in the same medium. Cells (500 pl) and 2x
protein (500 ul) were mixed and 200 pl of this suspension were placed in duplicate on the
polymerized Matrigel. After 24 h incubation, triplicate pictures were taken for each
concentration using a Bioquant Image Analysis system. Protein addition effect (ICso) was
assessed compared to untreated controls by measuring the length of cords formed and

number of junctions.
Cell Migration Assay

Chemotaxis of HUVECs to VEGF was assessed using a modified Boyden chamber,
transwell membrane filter inserts in 24 well plates, 6.5 mm diam, 8 pm pore size, 10 pm
thick matrigel coated, polycarbonate membranes (BD Biosciences). The cell suspensions of
HUVECs (2x 10° cells/ml) in 200 pl of EBM were seeded in the upper chamber and the
soluble EphB4 protein were added simultaneously with stimulant (VEGF or bFGF) to the
lower compartment of the chamber and their migration across a polycarbonate filter in
response to10- 20 ng/ml of VEGF with or without 100 nM-1 puM test compound was
investigated. After incubation for 4-24 h at 37 °C, the upper surface of the filter was
scraped with swab and filters were fixed and stained with Diff Quick. Ten random fields at
200x mag were counted and the results expressed as mean # per field. Negative
unstimulated control values were subtracted from stimulated control and protein treated
sample values and the data was plotted as mean migrated cell + S.D. ICsq was calculated

from the plotted data.

Growth Inhibition Assay

HUVEC (1.5x10° cells) were plated in a 96-well plate in 100 pl of EBM-2
(Clonetic, Cat. No. CC3162). After 24 hours (day 0), the test recombinant protein (100 pl)
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is added to each well at 2x the desired concentration (5-7 concentration levels) in EBM-2
medium. On day 0, one plate was stained with 0.5% crystal violet in 20% methanol for 10
minutes, rinsed with water, and air-dried. The remaining plates were incubated for 72 h at
37 °C. After 72 h, plates were stained with 0.5% crystal violet in 20% methanol, rinsed with
water and air-dried. The stain was eluted with 1:1 solution of ethanol: 0.1M sodium citrate
(including day 0 plate), and absorbance measured at 540 nm with an ELISA reader
(Dynatech Laboratories). Day 0 absorbance was subtracted from the 72 h plates and data is
plotted as percentage of control proliferation (vehicle treated cells). ICs value was

calculated from the plotted data.
Murine Matrigel Plug Angiogenesis Assay

In vivo angiogenesis was assayed in mice as growth of blood vessels from
subcutaneous tissue into a Matrigel plug containing the test sample. Matrigel rapidly forms
a solid gel at body temperature, trapping the factors to allow slow release and prolonged
exposure to surrounding tissues. Matrigel (8.13 mg/ml, 0.5 ml) in liquid form at 4 °C was
mixed with Endothelial Cell Growth Supplement (ECGS), test proteins plus ECGS or
Matrigel plus vehicle alone (PBS containing 0.25% BSA). Matrigel (0.5ml) was injected
into the abdominal subcutaneous tissue of female nu/nu mice (6 wks old) along the
peritoneal mid line. There were 3 mice in each group. The animals were cared for in
accordance with institutional and NIH guidelines. At day 6, mice were sacrificed and plugs
were recovered and processed for histology. Typically the overlying skin was removed,
and gels were cut out by retaining the peritoneal lining for support, fixed in 10% buffered
formalin in PBS and embedded in paraffin. Sections of 3 um were cut and stained with

H&E or Masson's trichrome stain and examined under light microscope

Mouse Corneal Micropocket assay

Mouse corneal micropocket assay was performed according to that detailed by
Kenyon et al., 1996. Briefly, hydron pellets (polyhydroxyethylmethacrylate [polyHEMA],
Interferon Sciences, New Brunswick, NJ, U.S.A.) containing either 90 ng of bFGF (R&D)
or 180 ng of VEGF (R&D Systems, Minneapolis, MN, U.S.A.) and 40 pg of sucrose
aluminium sulfate (Sigma) were prepared. Using an operating microscope, a stromal linear
keratotomy was made with a surgical blade (Bard-Parker no. 15) parallel to the insertion of
the lateral rectus muscle in an anesthetized animal. An intrastromal micropocket was
dissected using a modified von Graefe knife (2°30 mm). A single pellet was implanted and

advanced toward the temporal corneal limbus (within 0£7+1+0 mm for bFGF pellets and
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0+5 mm for VEGF pellets). The difference in pellet location for each growth factor was
determined to be necessary given the relatively weaker angiogenic stimulation of VEGF in
this model. Antibiotic ointment (erythromycin.) was then applied to the operated eye to
prevent infection and to decrease surface irregularities. The subsequent vascular response
was measured extending from the limbal vasculature toward the pellet and the contiguous
circumferential zone of neovascularization Data and clinical photos presented here were
obtained on day 6 after pellet implantation, which was found to be the day of maximal

angiogenic response.

In vitro invasion assay

“Matrigel” matrix-coated 9-mm cell culture inserts (pore size, 8 um; Becton
Dickinson, Franklin Lakes, NJ) were set in a 24-well plate. The HUVEC cells were seeded
at a density of 5x10° cells per well into the upper layer of the culture insert and cultured
with serum-free EBM in the presence of EphB4 ECD for 24 h. The control group was
cultured in the same media without EphB4. Then 0.5 ml of the human SCC15 cell line,
conditioned medium was filled into the lower layer of the culture insert as a chemo-
attractant. The cells were incubated for 24 h, then the remaining cells in the upper layer
were swabbed with cotton and penetrating cells in the lower layer were fixed with 5%
glutaraldehyde and stained with Diff Quick. Tﬁe total number of cells passing through the
Matrigel matrix and each 8 pm pore of the culture insert wascounted using optical

microscopy and designated as an invasion index (cell number/area).
SCC15 tumor growth in mice

Subcutaneously inject logarithmically growing SCC15, head and neck squamous
cell carcinoma cell line, at 5X10° cell density; with or without EphB4 ECD in the presence
or absence of human bFGF, into athymic Balb/c nude mice, along with Matrigel (BD
Bioscience) synthetic basement membrane (1:1 v/v), and examine tumors within 2 weeks.
Tumor volumes in the EphB4 ECD group, in the presence and absence of growth factor
after implantation were three-fold smaller than those in the vehicle groups. There was no
difference in body weight between the groups. Immunohistochemical examination of cross-
sections of resected tumors and TUNEL-positive apoptosis or necrosis, CD34
immunostaining, and BrdU proliferation rate will be performed, after deparaffinized,
rehydrated, and quenched for endogenous peroxidase activity, and after 10 min

permeabilization with proteinase K. Quantitative assessment of vascular densities will also
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be performed. Local intratumoral delivery or IV delivery of EphB4 ECD will also be

performed twice a week.

30 athymic nude mice, BALB/c (nu/nu), were each injected with 1 x 10° B16
melanoma cells with 0.1 m1 PBS mixed with 0.1 ml matrigel or 1.5 x 105 SCC15 cells
resuspended in 200 pl of DMEM serum-free medium and injected subcutaneously on day 0
on the right shoulder region of mice. Proteins were injected intravenously or
subcutaneously, around the tumor beginning on day 1 at a loading dose of 4 pg/mg, with
weekly injections of 2ug/mg. (10 pg/g, 50 pug/kg/day), and at 2 weeks post-inoculation.
Mice are sacrificed on Day 14. Control mice received PBS 50 ul each day.

Tumor formation in nude mice

All animals were treated under protocols approved by the institutional animal care
committees. Cancer cells (5x10°%) were subcutaneously inoculated into the dorsal skin of
nude mice. When the tumor had grown to a size of about 100 mm?® (usually it took 12 days),
sEphB4 was either intraperitoneally or subcutaneously injected once/day, and
tumorigenesis was monitored for 2 weeks. Tumor volume was calculated according to the
formula a*xb, where @ and b are the smallest and largest diameters, respectively. A
Student's ¢ test was used to compare tumor volumes, with P<.05 being considered

significant.
Quantification of microvessel density

Tumors were fixed in 4% formaldehyde, embedded in paraffin, sectioned by 5 pm,
and stained with hematoxylineosin. Vessel density was semi-quantitated using a computer-

based image analyzer (five fields per section from three mice in each group).

Example 3. EphB4 Is Upregulated and Imparts Growth Advantage in Prostate Cancer

A. Expression of EphB4 in prostate cancer cell lines

We first examined the expression of EphB4 protein in a variety of prostate cancer
cell lines by Western blot. We found that prostate cancer cell lines show marked variation
in the abundance of the 120 kD EphB4. The levels were relatively high in PC3 and even
higher in PC3M, a metastatic clone of PC3, while normal prostate gland derived cell lines
(MLC) showed low or no expression of EphB4 (Fig. 27A). We next checked the activation
status of EphB4 in PC3 cells by phosphorylation study. We found that even under normal
culture conditions, EphB4 is phosphorylated though it can be further induced by its ligand,
ephrin B2 (Fig. 27B).
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B. Expression of EphB4 in clinical prostate cancer samples

To determine whether EphB4 is expressed in clinical prostate samples, tumor
tissues and adjacent normal tissue from prostate cancer surgical specimens were examined.
The histological distribution of EphB4 in the prostate specimens was determined by
immunohistochemistry. Clearly, EphB4 expression is confined to the neoplastic epithelium
(Fig. 28, top left), and is absent in stromal and normal prostate epithelium (Fig. 28, top
right). In prostate tissue array, 24 of the 32 prostate cancers examined were positive. We
found EphB4 mRNA is expressed both in the normal and tumor tissues of clinical samples
by quantitative RT-PCR. However, tumor EphB4 mRNA levels were at least 3 times higher

than in the normal in this case (Fig. 28, lower right).
C. p53 and PTEN inhibited the expression of EphB4 in PC3 cells

PC3 cells are known to lack PTEN expression (Davis, et al., 1994, Science.
266:816-819) and wild-type p53 function (Gale, et al., 1997, Cell Tissue Res. 290:227-
241). We investigated whether the relatively high expression of EphB4 is related to p53
and/or PTEN by re-introducing wild-type p53 and/or PTEN into PC3 cells. To compensate
for the transfection efficiency and the dilution effect, transfected cells were sorted for the
cotransfected truncated CD4 marker. We found that the expression of EphB4 in PC3 cells
was reduced by the re-introduction of either wild-type p53 or PTEN. The co-transfection of
p53 and PTEN did not further inhibit the expression of EphB4 (Fig. 29A).

D. Retinoid X receptor (RXR «) regulates the expression of EphB4

We previously found that RXRa was down-regulated in prostate cancer cell lines
(Zhong, et al., 2003, Cancer Biol Ther. 2:179-184) and here we found EphB4 expression
has the reverse expression pattern when we looked at “normal” prostate (MLC), prostate
cancer (PC3), and metastatic prostate cancer (PC3M) (Fig. 27A), we considered whether
RXRa regulates the expression of EphB4. To confirm the relationship, the expression of
EphB4 was compared between CWR22R and CWR22R-RXR¢, which constitutively
expresses RXRa. We found a modest decrease in EphB4 expression in the RXRa
overexpressing cell line, while FGF8 has no effect on EphB4 expression. Consistent with
initial results, EphB4 was not found in “normal” benign prostate hypertrophic cell line
BPH-1 (Fig. 29B).

E. Growth factor signaling pathway of EGFR and IGF-1R regulates EphB4 expression
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EGFR and IGF-1R have both been shown to have autocrine and paracrine action on
PC3 cell growth. Because we found that EphB4 expression is higher in the more aggressive
cell lines, we postulated that EphB4 expression might correlate with these pro-survival
growth factors. We tested the relationship by independently blocking EGFR and IGF-1R
signaling. EphB4 was down-regulated after blocking the EGFR signaling using EGFR
kinase inhibitor AG 1478 (Fig. 30A) or upon blockade of the IGF-1R signaling pathway
using IGF-1R neutralizing antibody (Fig. 30B).

F. EphB4 siRNA and antisense ODNs inhibit PC3 cell viability

To define the significance of this EphB4 overexpression in our prostate cancer
model, we concentrated our study on PC3 cells, which have a relatively high expression of
EphB4. The two approaches to decreasing EphB4 expression were siRNA and AS-ODNGs.
A number of different phosphorothioate-modified AS-ODNs complementary to different
segments of the EphB4 coding region were tested for specificity and efficacy of EphB4
inhibition. Using 293 cells transiently transfected with full-length EphB4 expression vector
AS-10 was found to be the most effective (Fig. 31B). A Similar approach was applied to the
selection of specific siRNA. EphB4 siRNA 472 effectively knocks down EphB4 protein
expression (Fig. 31A). Both siRNA 472 and antisense AS-10 ODN reduced the viability of
PC3 cells in a dose dependent manner (Fig. 31C, D). Unrelated siRNA or sense

oligonucleotide had no effect on viability.
G. EphB4 siRNA and antisense ODNs inhibit the mobility of PC3 Cells

PC3 cells can grow aggressively locally and can form lymph node metastases when
injected orthotopically into mice. In an effort to study the role of EphB4 on migration of
PC3 cells in vitro, we performed a wound-healing assay. When a wound was introduced
into a monolayer of PC3 cells, over the course of the next 20 hours cells progressively
migrated into the cleared area. However, when cells were transfected with siRNA 472 and
the wound was introduced, this migration was significantly inhibited (Fig. 31E).
Pretreatment of PC3 cells with 10 pM EphB4 AS-10 for 12 hours generated the same effect
(Fig. 31F). In addition, knock-down of EphB4 expression in PC3 cells with siRNA 472
severely reduced the ability of these cells to invade Matrigel as assessed by a double-

chamber invasion assay (Fig. 31G), compared to the control siRNA.
H. EphB4 siRNA induces cell cycle arrest and apoptosis in PC3 cells
Since knock-down of EphB4 resulted in decreased cell viability (Fig. 31C) we

sought to determine whether this was due to effects on the cell cycle. In comparison to
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control siRNA transfected cells, siRNA 472 resulted in an accumulation of cells in the sub

- GO0 and S phase fractions compared to cells treated with control siRNA. The sub GO

fraction increased from 1 % to 7.9%, and the S phase fraction from 14.9 % to 20.8 % in
siRNA 472 treated cells compared to control siRNA treated cells (Fig. 32A). Cell cycle
arrest at sub GO and G2 is indicative of apoptosis. Apoptosis as a result of EphB4 knock-
down was confirmed by ELISA assay. A dose-dependent increase in apoptosis was
observed when PC3 cells were transfected with siRNA 472, but not with control siRNA
(Fig. 32B). At 100 nM there was 15 times more apoptosis in siRNA 472 transfected than
control siRNA transfected PC3 cells.

1. Materials and Methods

A detailed description of the materials and methods for this example may be found
in U.S. Patent Publication No. 20050084873.

Example 4. Expression of EPHB4 in Mesothelioma: a candidate target for therapy

Malignant mesothelioma (MM) is a rare neoplasm that most often arises from the
pleural and peritoneal cavity serous surface. The pleural cavity is by far the most frequent
site affected (> 90%), followed by the peritoneum (6-10%) (Carbone et al., 2002, Semin
Oncol. 29:2-17). There is a strong association with asbestos exposure, about 80% of
malignant mesothelioma cases occur in individuals who have ingested or inhaled asbestos.
This tumor is particularly resistant to the current therapies and, up to now, the prognosis of

these patients is dramatically poor (Lee et al., 2000, Curr Opin Pulm Med. 6:267-74).

Several clinical problems regarding the diagnosis and treatment of malignant
mesothelioma remain unsolved. Making a diagnosis of mesothelioma from pleural or
abdominal fluid is notoriously difficult and often requires a thoracoscopic or laproscopic or
open biopsy and Immunohistochemical staining for certain markers such as meosthelin
expressed preferentially in this tumor. Until now, no intervention has proven to be curative,
despite aggressive chemotherapeutic regimens and prolonged radiotherapy. The median

survival in most cases is only 12~18 months after diagnosis.

In order to identify new diagnostic markers and targets to be used for novel
diagnostic and therapeutic approaches, we assessed the expression of EPHB4 and its ligand

EphrinB2 in mesothelioma cell lines and clinical samples.
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A. EPHB4 and EphrinB2 is expressed in mesothelioma cell lines

The expression of Ephrin B2 and EphB4 in malignant mesothelioma cell lines was
determined at the RNA and protein level by a variety of methods. RT-PCR showed that all
of the four cell lines express EphrinB2 and EPHB4 (fig. 33A). Protein expression was
determined by Western blot in these cell lines. Specific bands for EphB4 were seen at 120
kD. In addition, Ephrin B2 was detected in all cell lines tested as a 37 kD band on Western
blot (fig. 33B). No specific band for Ephrin B2 was observed in 293 human embryonic

kidney cells, which were included as a negative control.

To confirm the presence of EphB4 transcription in mesothelioma cells, in situ
hybridization was carried out on NCI H28 cell lines cultured on chamber slides. Specific
signal for EphB4 was detected using antisense probe Ephrin B2 transcripts were also
detected in the same cell line. Sense probes for both EphB4 and Ephrin B2 served as
negative controls and did not hybridize to the cells (figure 34). Expression of EphB4 and
Ephrin B2 proteins was confirmed in the cell lines by immunofluorescence analysis (fig.
35). Three cell lines showed strong expression of EphB4, whereas expression of Ephrin B2
was present in H28 and H2052, and weakly detectable in H2373.

B. Evidence of Expression of EPHB4 and EphrinB2 in clinical samples

Tumor cells cultured from the pleural effusion of a patient diagnosed with pleural
malignant mesothelioma were isolated and showed positive staining for both EphB4 and
Ephrin B2 at passage 1 (figure 35, bottom row). These results confirm co-expression of
EphB4 and Ephrin B2 in mesothelioma cell lines. To determine whether these results seen
in tumor cell lines were a real reflection of expression in the disease state, tumor biopsy
samples were subjected to immunohistochemical staining for EphB4 and Ephrin B2.
Antibodies to both proteins revealed positive stain in the tumor cells. Representative data is

shown in figure 36.
C. EPHBA4 is involved in the cell growth and migration of mesothelioma

The role of EphB4 in cell proliferation was tested using EPHB4 specific antisepses
oligonucleotides and siRNA. The treatment of cultured H28 with EPHB4 antisense reduced
cell viability. One of the most active inhibitor of EphB4 expression is EPHB4AS-10 (fig.
37A). Transfection of EPHB4 siRNA 472 generated the same effect (fig. 37B).

MM is a locally advancing disease with frequent extension and growth into adjacent

vital structures such as the chest wall, heart, and esophagus. In an effort to study this
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process in vitro, we perform wound healing assay using previously described techniques
(3:36). When a wound was introduced into sub confluent H28 cells, over the course of the
next 28 hours cells would progressively migrate into the area of the wound. However, when
cells were pretreated with EPHB4AS-10 for 24 hours, and the wound was introduced, this
migration was virtually completely prevented (fig. 38A). The migration study with Boyden
Chamber assay with EPHB4 siRNA showed that cell migration was greatly inhibited with
the inhibition of EPHB4 expression (Fig. 38B).

D. Materials and Methods

A detailed description of the materials and methods for this example may be found

in U.S. Patent Publication No. 20050084873.

Example 5. EphB4 Is Expressed in Squamous Cell Carcinoma of The Head and Neck:

Regulation by Epidermal Growth Factor Signaling Pathway and Growth Advantage.

Squamous cell carcinoma of the head and neck (HNSCC) is the sixth most frequent

cancer worldwide, with estimated 900,000 cases diagnosed each year. It comprises almost
50% of all malignancies in some developing nations. In the United States, 50,000 new cases
and 8,000 deaths are reported each year. Tobacco carcinogens are believed to be the
primary etiologic agents of the disease, with alcohol consumption, age, gender, and ethnic

background as contributing factors.

The differences between normal epithelium of the upper aerodigestive tract and
cancer cells arising from that tissue are the result of mutations in specific genes and
alteration of their expression. These genes control DNA repair, proliferation,
immortalization, apoptosis, invasion, and angiogenesis. For head and neck cancer,
alterations of three signaling pathways occur with sufficient frequency and produce such
dramatic phenotypic changes as to be considered the critical transforming events of the
disease. These changes include mutation of the p53 tumor suppressor, overexpression of
epidermal growth factor receptor (EGFR), and inactivation of the cyclin dependent kinase
inhibitor p16. Other changes such as Rb mutation, ras activation, cyclin D amplification,

and myc overexpression are less frequent in HNSCC.

Although high expression of EphB4 has been reported in hematologic malignancies,
breast carcinoma, endometrial carcinoma, and colon carcinoma, there is limited data on the
protein levels of EphB4, and complete lack of data on the biological significance of this

protein in tumor biology such as HNSCC.
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A. HNSCC tumors express EphB4

We studied the expression of EphB4 in human tumor tissues by
immunohistochemistry, in situ hybridization, and Western blot. Twenty prospectively
collected tumor tissues following IRB approval have been evaluated with specific EphB4
monoclonal antibody that does not react with other members of the EphB and EphA family.
EphB4 expression is observed in all cases, with varying intensity of staining. Figure 39A
(top left) illustrates a representative case, showing that EphB4 is expressed in the tumor
regions only, as revealed by the H&E tumor architecture (Fig. 39A 1t')o’ctom left). Note the
absence of staining for EphB4 in the stroma. Secondly, a metastatic tumor site in the lymph
node shows positive staining while the remainder of the lymph node is negative (Fig. 39A,

top right).

In situ hybridization was carried out to determine the presence and location of
EphB4 transcripts in the tumor tissue. Strong signal for EphB4 specific antisense probe was
detected indicating the presence of transcripts (Figure 39 B, top left). Comparison with the
H&E stain (Fig. 39B, bottom left) to illustrate tumor architecture reveals that the signal was
localized to the tumor cells, and was absent from the stromal areas. Ephrin B2 transcripts
were also detected in tumor sample, and as with EphB4, the signal was localized to the
tumor cells (Fig. 39B, top right). Neither EphB4 nor ephrin B2 sense probes hybridized to

the sections, proving specificity of the signals.
B. High expression of EphB4 in primary and metastatic sites of HNSCC

Western blots of tissue from primary tumor, lymph node metastases and uninvolved
tissue were carried out to determine the relative levels of EphB4 expression in these sites.
Tumor and normal adjacent tissues were collected on 20 cases, while lymph nodes positive
for tumor were harvested in 9 of these 20 cases. Representative cases are shown in figure
39C. EphB4 expression is observed in each of the tumor samples. Similarly, all tumor
positive lymph nodes show EphB4 expression that was equal to or greater than the primary

tumor. No or minimal expression is observed in the normal adjacent tissue.
C. EphB4 expression and regulation by EGFR activity in HNSCC cell lines

Having demonstrated the expression of EphB4 limited to tumor cells, we next
sought to determine whether there was an in vitro model of EphB4 expression in HNSCC.
Six HN SCC cell lines were surveyed for EphB4 protein expression by Western Blot (Fig.
40A). A majority of these showed strong EphB4 expression and thus established the basis
for subsequent studies. Since EGFR is strongly implicated in HNSCC we asked whether
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EphB4 expression is associated with the activation of EGFR. Pilot experiments in SCC-15,
which is an EGFR positive cell line, established an optimal time of 24 h and concentration
of 1 mM of the specific EGFR kinase inhibitor AG 1478 (Figure 40B) to inhibit expression
of EphB4. When all the cell lines were studied, we noted robust EGFR expression in all but
SCC-4, where it is detectable but not strong (Fig. 40C, top row). In response to EGFR
inhibitor AG1478 marked loss in the total amount of EphB4 was observed in certain cell
lines (SCC-15, and SCC-25) while no effect was observed in others (SCC-9, -12, -13 and -
71). Thus SCC-15 and -25 serve as models for EphB4 being regulated by EGFR activity,
while SCC-9, -12, -13 and -71 are models for regulation of EphB4 in HNSCC independent
of EGFR activity, where there may be iﬂput from other factors such as p53, PTEN, IL-6 etc.
We also noted expression of the ligand of EphB4, namely ephrin B2, in all of the cell lines
tested. As with EphB4 in some lines ephrin B2 expression appears regulated by EGFR

activity, while it is independent in other cell lines.

Clearly, inhibition of constitutive EGFR signaling repressed EphB4 levels in
SCCIS5 cells. We next studied whether EGF could induce EphB4. We found that EphB4
levels were induced in SCC15 cells that had been serum starved for 24 h prior to 24 h
treatment with 10 ng/ml EGF as shown in figure 41B (lanes 1 and 2). The downstream
signaling pathways known for EGFR activation shown in figure 41A, (for review see
Yarden & Slikowski 2001) were then investigated for their input into EGF mediated
induction of EphB4. Blocking PLCg, AKT and JNK phosphorylation with the specific
kinase inhibitors U73122, SH-5 and SP600125 respectively reduced basal levels and
blocked EGF stimulated induction of EphB4 (Fig. 41B, lanes 3-8). In contrast, inhibition of
ERK1/2 with PD098095 and PI3-K with LY294002 or Wortmannin had no discernible
effect on EGF induction of EphB4 levels. However, basal levels of EphB4 were reduced
when ERK1/2 phosphorylation was inhibited. Interestingly, inhibition of p38 MAPK
activation with SB203580 increased basal, but not EGF induced EphB4 levels. Similar

results were seen in the SCC25 cell line (data not shown).

D. Inhibition of EphB4 in high expressing cell lines results in reduced viability and causes

cell-cycle arrest

We next turned to the role of EphB4 expression in HNSCC by investigating the
effect of ablating expression using siRNA or AS-ODN methods. Several siRNAs to EphB4
sequence were developed (Table 1) which knocked-down EphB4 expression to varying

degrees as seen in figure 42A. Viability was reduced in SCC-15, 25 and -71 cell lines
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transfected with siRNAs 50 and 472, which were most effective in blocking EphB4
expression (Figure 42B). Little effect on viability was seen with EphB4 siRNA 1562 and
2302 or ephrin B2 siRNA 254. Note that in SCC-4, which does not express EphB4 (see Fig.
40A) there was no reduction in cell viability. The decreased cell viability seen with siRNA
5 50 and 472 treatment was attributable to accumulation of cells in sub GO, indicative of
apoptosis. This effect was both time and dose-dependant (Figure 42C and Table 2). In
contrast, sSiRNA2302 that was not effective in reducing EphB4 levels and had only minor
effects on viability did not produce any changes in the cell cycle when compared with the

mock Lipofectamine™2000 transfection.

10 A detailed description of the siRNA constructs for this example may be found in
U.S. Patent Publication No. 20050084873.

Table: Effect of different EphB4 siRNA on Cell Cycle

Treatment Sub GO G1 S G2
36hr
Lipo alone 1.9 39.7 21.3 31.8
100 nM 2302 2.0 39.3 21.2 31.2
100 nM 50 18.1 31.7 19.7 244
100 nM 472 80.2 10.9 5.2 2.1
16hr
Lipo alone 7.8 55.7 16.2 18.5
100 nM 2302 8.4 57.3 14.3 17.3
10 nM 50 104 53.2 15.7 17.7
100 nM 50 27.7 31.3 18.1 19.6
10 nM 472 13.3 50.2 15.8 17.5
100 nM 472 30.7 31.9 16.4 18.0
15 In addition, over 50 phosphorothioate AS-ODNs complementary to the human

EphB4 coding sequences were synthesized and tested for their ability to inhibit EphB4
expression in 293 cells transiently transfected with full length EphB4 expression plasmid.
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Figure 43 A shows a representative sample of the effect of some of these AS-ODNs on
EphB4 expression. Note that expression is totally abrogated with AS-10, while AS-11 has
only a minor effect. The effect on cell viability in SCC135 cells was most marked with AS-
ODNs that are most effective in inhibiting EphB4 expression as shown in figure 43B. The
ICso for AS-10 was approximately 1 pM, while even 10 uM AS-11 was not sufficient to
attain 50 % reduction of viability. When the effect that AS-10 had on the cell cycle was
investigated, it was found that the sub GO fraction increased from 1.9 % to 10.5 %

compared to non-treated cells, indicative of apoptosis (Fig. 43C).
E. EphB4 regulates Cell migration

We next wished to determine if EphB4 participates in the migration of HNSCC.
Involvement in migration may have implications for growth and metastasis. Migration was
assessed using the wound-healing/scrape assay. Confluent SCC15 and SCC25 cultures were
wounded by a single scrape with a sterile plastic Pasteur pipette, which left a 3 mm band
with clearly defined borders. Migration of cells into the cleared area in the presence of test
compounds was evaluated and quantitated after 24, 48 and 72 hr. Cell migration was
markedly diminished in response to AS-10 that block EphB4 expression while the inactive
compounds, AS-1 and scrambled ODN had little to no effect as shown in figure 43D.
Inhibition of migration with AS-10 was also shown using the Boyden double chamber assay
(Fig. 43E).

F. EphB4 AS-10 in vivo anti-tumor activity

The effect of EphB4 AS-10, which reduces cell viability and motility, was
determined in SCC15 tumor xenografts in Balb/C nude mice. Daily treatment of mice with
20 mg/kg AS-10, sense ODN or equal volume of PBS by LP. injection was started the day
following tumor cell implantation. Growth of tumors in mice receiving AS-10 was
significantly retarded compared to mice receiving either sense ODN or PBS diluent alone
(Figure 44). Non-specific effects attributable to ODN were not observed, as there was no
difference between the sense ODN treated and PBS treated groups.

G. Materials and Methods

A detailed description of the materials and methods for this example may be found
in U.S. Patent Publication No. 20050084873,

Example 6. Ephrin B2 Expression in Kaposi’s Sarcoma Is Induced by Human Herpesvirus

Type 8: Phenotype Switch from Venous to Arterial Endothelium
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Kaposi’s Sarcoma (KS) manifests as a multifocal angioproliferative disease, most
commonly of the skin and mucus membranes, with subsequent spread to visceral organs (1)
Hallmarks of the disease are angiogenesis, edema, infiltration of lymphomononuclear cells
and growth of spindle-shaped tumor cells. Pathologically, established lesions exhibit an
extensive vascular network of slit-like spaces. The KS vascular network is distinct from
normal vessels in the lack of basement membranes and the abnormal spindle shaped
endothelial cell (tumor cell) lining these vessels. Defective vasculature results in an
accumulation of the blood components including albumin, red and mononuclear cells in the
lesions (1). The KS tumor is endothelial in origin; the tumor cells express many endothelial
markers, including lectin binding sites for Ulex europeaus agglutinin-1 (UEA-1), CD34,
EN-4, PAL-E (2) and the endothelial cell specific tyrosine kinase receptors, VEGFR-1 (Flt-
1), VEGFR-2 (Flk-1/KDR), VEGFR-3 (Flt-4), Tie-1 and Tie-2 (3, RM & PSG unpublished
data). KS cells co-express lymphatic endothelial cell related proteins including LYVE and
podoplanin (4).

The herpesvirus HHV-§ is considered the etiologic agent for the disease. In 1994
sequences of this new herpes virus were identified in KS tumor tissue (5), and subsequent
molecular-epidemiology studies have shown that nearly all KS tumors contain viral
genome. Sero-epidemiology studies show that HIV infected patients with KS have the
highest prevalence of HHV-8 and secondly that those with HIV infection but no KS have
increased risk of developement of KS over the ensuing years if they are also seropositive
for HHV-8 (6). Direct evidence for the role of HHV-8 in KS is the transformation of bone
marrow endothelial cells after infection with HHV-8 (7). A number of HHV-8 encoded
genes could contribute to cellular transformation (reviewed in 8). However, the most

evidence has accumulated for the G-protein coupled receptor (vGPCR) in this role (9).

We investigated whether KS tumor cells are derived from arterial or venous
endothelium. In addition, we investigated whether HHV-8 has an effect on expression of
arterial or venous markers in a model of KS. KS tumor cells were found to express the
ephrin B2 arterial marker. Further, ephrin B2 expression was induced by HHV-8 vGPCR in
KS and endothelial cell lines. Ephrin B2 is a potential target for treatment of KS because
inhibition of ephrin B2 expression or signaling was detrimental to KS cell viability and

function.
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A. KS tumors express Ephrin B2, but not EphB4

The highly vascular nature of XS lesions and the probable endothelial cell origin of
the tumor cells prompted investigation of expression of EphB4 and ephrin B2 which are
markers for venous and arterial endothelial cells, respectively. Ephrin B2, but not EphB4
transcripts were detected in tumor cells of KS Biopsies by in situ hybridization (figure 45A).
Comparison of the positive signal with ephrin B2 antisense probe and tumor cells as shown
by H&E staining shows that ephrin B2 expression is limited to the areas of the biopsy that
contain tumor cells. The lack of signal in KS with EphB4 antisense probe is not due to a
defect in the probe, as it detected transcripts in squamous cell carcinoma, which we have
shown expresses this protein (18). Additional evidence for the expression of ephrin B2 in
KS tumor tissue is afforded by the localization of EphB4/Fc signal to tumor cells, detected
by FITC conjugated anti human Fc antibody. Because ephrin B2 is the only ligand for
EphB4 this reagent is specific for the expression of ephrin B2 (figure 45B, left). An
adjacent section treated only with the secondary reagent shows no specific signal. Two-
color confocal microscopy demonstrated the presence of the HHV-8 latency protein,
LANAI in the ephrin B2 positive cells (Fig. 45C, left), indicating that it is the tumor cells,
not tumor vessels, which are expressing this arterial marker. Staining of tumor biopsy with
PECAM-1 antibody revealed the highly vascular nature of this tumor (Fig. 45C, right). A
pilot study of the prevalence of this pattern of ephrin B2 and EphB4 expression on KS
biopsies was conducted by RT-PCR analysis. All six samples were positive for ephrin B2,

while only 2 were weakly positive for EphB4 (data not shown).

B. Infection of venous endothelial cells with HHV-8 causes a phenotype switch to arterial

markers

We next asked whether HHV-8, the presumed etiologic agent for KS, could itself
induce expression of ephrin B2 and repress EphB4 expression in endothelial cells. Co-
culture of HUVEC and BC-1 Iymphoma cells, which are productively infected with HEV-
8, results in effective infection of the endothelial cells (16). The attached monolayers of
endothelial cells remaining after extensive washing were examined for ephrin B2 and
EphB4 by RT-PCR and immunofluorescence. HUVEC express EphB4 venous marker
strongly at the RNA level, but not ephrin B2 (figure 46B). In contrast, HHV-8 infected
cultures (HUVEC/BC-1 and HUVEC/BC-3) express ephrin B2, while EphB4 transcripts are

almost absent.
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Immunofluorescence analysis of cultures of HUVEC and HUVEC/HHV-8 for
artery/vein markers and viral proteins was undertaken to determine whether changes in
protein expression mirrored that seen in the RNA. In addition, cellular localization of the
proteins could be determined. Consistent with the RT-PCR data HUVEC are ephrin B2
negative and EphB4 positive (Fig. 46A(a & m)). As expected they do not express any
HHV-8 latency associated nuclear antigen (LANA1) (Fig. 46A(b, n)). Co-culture of BC-1
cells, which are productively infected with HHV-8, resulted in infection of HUVEC as
shown by presence of viral proteins LANA1 and ORF59 (Fig. 46A(f, r)). HHV-8 infected
HUVEC now express ephrin B2 but not EphB4 (Fig. 46A(e, q, u), respectively). Expression
of ephrin B2 and LANAL1 co-cluster as shown by yellow signal in the merged image (Fig.
46A(h)). HHV-8 infected HUVEC positive for ephrin B2 and negative for Eph B4 also
express the arterial marker CD148 (19) (Fig. 46A (j, v)). Expression of ephrin B2 and
CD148 co-cluster as shown by yellow signal in the merged image (Fig. 46A(1)). Uninfected
HUVEC expressing Eph B4 were negative for CD148 (not shown).

C. HHV-8 vGPCR induces ephrin B2 expression

To test whether individual viral proteins could induce the expression of ephrin B2
seen with the whole virus KS-SLK cells were stably transfected with HHV-8 LANA, or
LANAA440 or vGPCR. Western Blot of stable clones revealed a five-fold induction of
ephrin B2 in KS-SLK transfected with vGPCR compared to SLK-LANA or SLK-
LANAA440 (Fig. 47A). SLK transfected with vector alone (pCEFL) was used as a control.
SLK-vGPCR and SLK-pCEFL cells were also examined for ephrin B2 and Eph B4
expression by immunofluorescence in transiently transfected KS-SLK cells. Figure 47B
shows higher expression of ephrin B2 in the SLK-vGPCR cells compared to SLK-pCEFL.
No changes in Eph B4 were observed in SLK-vGPCR compared to SLK-pCEFL. This
clearly demonstrates that SLK-vGPCR cells expressed high levels of ephrin B2 compared
to SLK-pCEFL cells. This suggests that vGPCR of HHV-8 is directly involved in the
induction of Ephrin B2 and the arterial phenotype switch in KS. Since we had shown that
HHV-8 induced expression of ephrin B2 in HUVEC, we next asked if this could be
mediated by a transcriptional effect. Ephrin B2 5°-flanking DNA-luciferase reporter
plasmids were constructed as described in the Materials and Methods and transiently
transfected into HUVECs. Ephrin B2 5’-flanking DNA sequences -2491/-11 have minimal
activity in HUVEC cells (figure 47C). This is consistent with ephrin B2 being an arterial,

not venous marker. However, we have noted that HUVEC in culture do express some
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ephrin B2 at the RNA level. Cotransfection of HHV-8 vGPCR induces ephrin B2
transcription approximately 10-fold compared to the control expression vector pCEFL.
Roughly equal induction was seen with ephrin B2 sequences -2491/-11, -1242/-11, or -
577/-11, which indicates that elements between -577 and -11 are sufficient to mediate the
response to VGPCR, although maximal activity is seen with the -1242/-11 luciferase

construct.
D. Expression of Ephrin B2 is regulated by VEGF and VEGF-C

We next asked whether known KS growth factors could be involved in the vGPCR-
mediated induction of ephrin B2 expression. SLK-vGPCR cells were treated with
neutralizing antibodies to oncostatin-M, IL-6, IL-8, VEGF or VEGF-C for 36 hr. Figure
48A shows that neutralization of VEGF completely blocked expression of ephrin B2 in
SLK-vGPCR cells. A lesser, but significant decrease in ephrin B2 was seen neutralization
of VEGF-C and IL-8. No appreciable effect was seen with neutralization of oncostatin-M or
IL-6. To verify that VEGF and VEGF-C are integral to the induction of ephrin B2
expression we treated HUVEC with VEGF, VEGF-C or EGF. HUVECs were grown in
EBM-2 media containing 5 % FBS with two different concentration of individual growth
factor (10 ng, 100 ng/ml) for 48 h. Only VEGF-A or VEGF-C induced ephrin B2
expression in a dose dependent manner (Figure 48B). In contrast, EGF had no effect on

expression of ephrin B2.
E. Ephrin B2 siRNA inhibits the expression of Ephrin B2 in KS

Three ephrin B2 siRNA were synthesized as described in the methods section. KS-
SLK cells were transfected with siRNA. and 48 h later ephrin B2 expression was determined
by Western Blot. Ephrin B2 siRNAs 137 or 254 inhibited about 70% of ephrin B2
expression compared to control siRNA such as siRNA Eph B4 50 or siRNA GFP. Ephrin
B2 63 siRNA was less effective than the above two siRNA Ephrin B2 (Figure 49A).

F. Ephrin B2 is necessary for full KS and EC viability, cord formation and in vivo

angiogenesis activities

The most effective ephrin B2 siRNA (254) was then used to determine whether
inhibiting expression of ephrin B2 has any effect on the growth of KS-SLK or HUVEC
cells. The viability of KS-SLK cells was decreased by the same siRNAs that inhibited
ephrin B2 protein levels (figure 49B). KS-SLK express high levels of ephrin B2 and this
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result shows maintenance of ephrin B2 expression is integral to cell viability in this setting.
HUVECs do not express ephrin B2, except when stimulated by VEGF as shown in Fig,
48B. Ephrin B2 siRNA 264 dramatically reduced growth of HUVECs cultured with VEGF
as the sole growth factor. In contrast, no significant effect was seen when HUVECs were
cultured with IGF, EGF and bFGF. As a control, EphB4 siRNA 50 had no detrimental
effect on HUVECS in either culture condition (figure 49C).In addition to inhibition of
viability of KS and primary endothelial cells, EphB4-ECD inhibits cord formation in
HUVEC and KS-SLK and in vivo angiogenesis in the Matrigel™ plug assay (Figure 50).

G. Methods and Materials

A detailed description of the materials and methods for this example may be found

in U.S. Patent Publication No. 20050084873.

Example 7. Expression of EphB4 in Bladder cancer: a candidate target for therapy

Figure 51 shows expression of EPHB4 in bladder cancer cell lines (A), and
regulation of EPHB4 expression by EGFR signaling pathway (B).

Figure 52 shows that transfection of p53 inhibit the expression of EPHB4 in 5637

cell.

Figure 53 shows growth inhibition of bladder cancer cell line (5637) upon treatment
with EPHB4 siRNA 472.

Figure 54 shows results on apoptosis study of 5637 cells transfected with EPHB4
siRNA 472.

Figure 55 shows effects of EPHB4 antisense probes on cell migration. 5637 cells
were treated with EPHB4AS10 (10 pM).

Figure 56 shows effects of EPHB4 siRNA on cell invasion. 5637 cells were
transfected with siRNA 472 or control siRNA.

Example 8. Inhibition of EphB4 Gene Expression by EphB4 antisense probes and RNAI
probes

Cell lines expressing EphB4 were treated with the synthetic phosphorothioate
modified oligonucleotides and harvested after 24 hr. Cell lysates were prepared and probed
by western blot analysis for relative amounts of EphB4 compared to untreated control cells.

Studies on inhibition of cell proliferation were done in HNSCC cell lines
characterized to express EphB4. Loss of cell viability was shown upon knock-down of
EphB4 expression. Cells were treated in vitro and cultured in 48-well plates, seeded with 10
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thousand cells per well. Test compounds were added and the cell viability was tested on day
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3. The results on EphB4 antisense probes were summarized below in Table 6. The results

on EphB4 RNAi probes were summarized below in Table 7.
A detailed description of the antisense and siRNA constructs for this example may
be found in U.S. Patent Publication No. 20050084873.

Example 9. Inhibition of Ephrin B2 Gene Expression by Ephrin B2 antisense probes and

RNAI probes
KS SLK, a cell line expressing endogenous high level of ephrin B2. Cell viability

was tested using fixed dose of each oligonuceotide (5uM). Gene expression downregulation
was done using cell line 293 engineered to stably express full-length ephrin B2. KS SLK
expressing EphrinB2 were also used to test the viability in response to RNAi probes tested
at the fixed dose of 50 nM. Protein expression levels were measured using 293 cells stably
expressing full-length EphrinB2, in cell lysates after 24 hr treatment with fixed 50 nM of
RNAI probes.

The results on Ephrin B2 antisense probes were summarized below in Table 8. The

results on Ephrin B2 RNAi probes were summarized below in Table 9.

A detailed description of the antisense and siRNA constructs for this example may

be found in U.S. Patent Publication No. 20050084873.

Example 10. EphB4 antibodies inhibit tumor growth
Figure 57 shows results on comparison of EphB4 monoclonal antibodies by G250

and in Pull-down assay.

Figure 58 shows that EphB4 antibodies, in the presence of matrigel and growth
factors, inhibit the in vivo tumor growth of SCC15 cells.

BalbC nude mice were injected subcutaneously with 2.5 x 10° viable tumor cells
SCC15 is a head and neck squamous cell carcinoma line. Tumors were initiated in nu/nu
mice by injecting 2.5-5x10° cells premixed with matrigel and Growth factors, and Ab’s
subcutaneously to initiate tumor xenografts. Mice were opened 14 days after injections.
SCCI15 is a head and neck squamous cell carcinoma line, B16 is a melanoma cell line, and
MCF-7 is a breast carcinoma line. The responses of tumors to these treatments were
compared to control treated mice, which receive PBS injections. Animals were observed

daily for tumor growth and subcutaneous tumors were measured using a caliper every 2
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days. Antibodies #1 and #23 showed significant regression of SCC15 tumor size compared
to control, especially with no additional growth factor added.

Figure 59 shows that EphB4 antibodies cause apoptosis, necrosis and decreased

angiogenesis in SCC15, head and neck carcinoma tumor type.

Angiogenesis was assessed by CD-31 immunohistochemistry. Tumor tissue sections
from treated and untreated mice were stained for CD31. Apoptosis was assessed by
immunohistochemical TUNNEL, and proliferation by BrdU assay. Following surgical
removal, tumors were immediately sliced into 2 mm serial sections and embedded in
paraffin using standard procedures. Paraffin embedded tissue were sectioned at 5 pm, the
wax removed and the tissue rehydrated. The rehydrated tissues were microwave irradiated
in antigen retreival solution. . Slides were rinsed in PBS, and TUNNEL reaction mixture
(Terminal deoxynucleotidyl transferase and flourescein labeled nucleotide solution), and
BrdU were added in a humidity chamber completely shielded from light. The TUNNEL and
BrdU reaction mixture were then removed, slides were rinsed and anti-flourescein antibody
conjugated with horseradish peroxidase was added. After incubation and rinsing, 3,
3’diaminobenzidine was added. Masson’s Trichrome and Hematoxylin and Eosin were
also used to stain the slides to visualize morphology. Masson’s Trichrome allows to
visualize necrosis and fibrosis. The tumor gets blood support from tumor/skin, muscle
boundary. As tumor grows, inner regions get depleted of nutrients. This leads to necrosis
(cell death), preferably at the tumor center. After cells die, (tumor) tissue gets replaced
with fibroblastic tissue. Slides were visualized under 20-fold magnification with digital
images acquired. A different morphology was obtained on SCC tumors with each antibody
administered. Ab #1 showed an increase in necrosis and fibrosis but not apoptosis. Ab
#23 showed an increase in apoptosis, necrosis and fibrosis and a decrease in vessel
infiltration. Ab #35 showed an increase in necrosis and fibrosis, and a small increase in
apoptosis and a decrease in vessel infiltration. Ab #79 showed a large increase in apoptosis,
and necrossis and fibrosis. Ab #91 showed no change in apoptosis but an increase in
proliferation. And Ab #138 showed an increase in apoptosis, necrosis, fibrosis and a
decrease in proliferation and vessel infiltration. Tumors treated with control PBS displayed
abundant tumor density and a robust angiogenic response. Tumors treated with EphB4
antibodies displayed a decrease in tumor cell density and a marked inhibition of tumor

angiogenesis in regions with viable tumor cells, as well as tumor necrosis and apoptosis.

-83—



10

15

20

25

30

35

WO 2006/034455 PCT/US2005/034176

Figure 60 shows that systemic administration of antibodies on xenografts leads to

tumor regression in SCC15 tumor xenografts.

Alternate day treatment with EphB4 monoclonal antibody or an equal volume of
PBS as control were initiated on day 4, after the tumors have established, and continued for
14 days. Systemic administration was administered either IP or SC with no significant
difference. All the experiments were carried out in a double-blind manner to eliminate
investigator bias. Mice were sacrificed at the conclusion of the two week treatment period.
Tumors were harvested immediately postmortem and fixed and processed for
immunohistochemistry. EphB4 antibodies 40 mg per kg body weight were administered.
Treatment with EphB4 antibody significantly inhibited human SCC tumor growth
compared with control-treated mice (p<0.05). Treatment with EphB4 antibody significantly
inhibited tumor weight compared with control-treated mice (p<0.05).

Example 11. HSA-EphB4 ectodomain fusion and PEG-modified EphB4 Ectodomain

A. Generation of HSA-EphB4 ectodomain fusion

Human serum albumin fragment in Xbal-NotI form was PCR-amplified out for
creating a fusion with GCF2, and TA-cloned into pEF6. In the next step, the resulting
vector was cut with Xba I (partial digestion) and the HSA fragment (1.8 kb) was cloned into
Xba I site of pEF6-GCF2-Xba to create fusion expression vector. The resulting vector had a
point mutation C to T leading to Thr to Ile substitution in position 4 of the mature protein. It
was called pEF6-GCF2-HSAmut. In the next cloning step, the mutation was removed by
substituting wild type Kpnl fragment from pEF6-GCF2-IF (containing piece of the vector
and N-terminal part of GCF2) for the mutated one, this final vector was called pEF6-GCF2.
The DNA sequence of pEF6-GCF2 was confirmed.

The predicted amino acid of the HSA-EphB4 precursor protein was as follows (SEQ
ID NO:18):

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSGLDEEQHS

VRTYEVCDVQRAPGQAHWLRTGWVPRRGAVHVYATLRFTMLECLSLPRAGRSCK
ETFTVFYYESDADTATALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKVNVKT
LRLGPLSKAGFYLAFQDQGACMALLSLHLFYKKCAQLTVNLTRFPETVPRELVVPV
AGSCVVDAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQG
TFKPLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRSVV
SRLNGSSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPRDLV
EPWVVVRGLRPDFTYTFEVTALNGVSSLATGPVPFEPVNVTTDREVPPAVSDIRVT

RSSPSSLSLAWAVPRAPSGAVLDYEVKYHEKGAEGPSSVRFLKTSENRAELRGLKR
GASYLVQVRARSEAGYGPFGQEHHSQTQLDESEGWREQSRDAHKSEVAHRFKDL
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GEENFKALVLIAFAQYLQQCPFEDHVKLVNEVTEFAKTCVADESAENCDKSLHTLF
GDKLCTVATLRETYGEMADCCAKQEPERNECFLQHKDDNPNLPRLVRPEVDVMC
TAFHDNEETFLKKYLYEIARRHPYFYAPELLFFAKRYKAAFTECCQAADKAACLLP
KLDELRDEGKASSAKQRLKCASLQKFGERAFKAWAVARLSQRFPKAEFAEVSKLV
TDLTKVHTECCHGDLLECADDRADLAKYICENQDSISSKLKECCEKPLLEKSHCIAE
VENDEMPADLPSLAADFVESKDVCKNYAEAKDVFLGMFLYEYARRHPDYSVVLL
LRLAKTYETTLEKCCAAADPHECYAKVF DEFKPLVEEPQNLIKQNCELFKQLGEYK
FQNALLVRYTKKVPQVSTPTLVEVSRNLGKVGSKCCKHPEAKRMPCAEDYLSVVL
NQLCVLHEKTPVSDRVTKCCTESLVNRRPCFSALEVDETY VPKEFNAETFTFHADIC
TLSEKERQIKKQTALVELVKHKPKATKEQLKAVMDDFAAFVEKCCKADDKETCFA
EEGKKLVAASQAALGL

The predicted amino acid sequence of the mature form of the HSA-EphB4 protein
was as follows (SEQ ID NO:19):

LEETLLNTKLETADLKWYVTFPQVDGQWEELSGLDEEQHSVRTYEVCDVQRAPGQ
AHWLRTGWVPRRGAVHVYATLRFTMLECLSLPRAGRSCKETFTVFYYESDADTAT
ALTPAWMENPYIKVDTVAAEHLTRKRPGAEATGKVNVKTLRLGPLSKAGFYLAFQ
DQGACMALLSLHLFYKKCAQLTVNLTRFPETVPRELVVPVAGSCVVDAVPAPGPS
PSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQGTFKPLSGEGSCQPCP
ANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRSVVSRLNGSSLHLEWSA
PLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPRDLYEPWYVVVRGLRPDET
YTFEVTALNGVSSLATGPVPFEPVNVTTDREVPPAVSDIRVTRSSPSSLSLAWAVPR
APSGAVLDYEVKYHEKGAEGPSSVRFLKTSENRAELRGLKRGASYLVQVRARSEA
GYGPFGQEHHSQTQLDESEGWREQSRDAHKSEVAHRFKDLGEENFKALVLIAFAQ
YLQQCPFEDHVKLVNEVTEFAKTCVADESAENCDKSLHTLFGDKLCTVATLRETY
GEMADCCAKQEPERNECFLQHKDDNPNLPRLVRPEVDVMCTAFHDNEETFLKKY
LYEIARRHPYFYAPELLFFAKRYKAAFTECCQAADKAACLLPKLDELRDEGKASSA
KQRLKCASLQKFGERAFKAWAVARLSQRFPKAEFAEVSKLVTDLTKVHTECCHGD
LLECADDRADLAKYICENQDSISSKLKECCEKPLLEKSHCIAEVENDEMPADLPSLA
ADFVESKDVCKNYAEAKDVFLGMFLYEYARRHPDYSVVLLLRLAKTYETTLEKCC
AAADPHECYAKVFDEFKPLVEEPQNLIKQNCELFKQLGEYKFQNALLVRYTKKVP
QVSTPTLVEVSRNLGKVGSKCCKHPEAKRMPCAEDYLSVVLNQLCVLHEKTPVSD
RVTKCCTESLVNRRPCFSALEVDETYVPKEFNAETFTFHADICTLSEKERQIKKQTA
LVELVKHKPKATKEQLKAVMDDFAAFVEKCCKADDKETCFAEEGKKLVAASQAA
LGL

The nucleic acid sequence of the pEF6-GCF2 plasmid was as follows (SEQ ID NO: 20):

aatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttcc geg
cacatticcccgaaaagtgcecacctgacgtc gacggatcgggagatctcccgateccctatggte gactctcagtacaatctgetctg
atgccgeatagttaagecagtatctgetcectgottgtgtgtiggaggtcgetgagtagtgege gagcaaaatitaagctacaacaag
gcaaggcttgaccgacaattgcatgaagaatctgcttagggttaggcgttttgcgctgcttcgcgatgtacgggccagatatacgc gt
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tgacattgattattgactaggcttttgcaaaaagctttgcaaagatggataaagttttaaacagagaggaatctttgcagctaatggacct
tetaggtcttgaaaggagtgcctcgtgaggeteeggtgecegteagtgggcagage geacatcgeccacagtecccgagaagttg
gggggaggggtcggeaattgaaccggtgcctagagaaggtggcge ggggtaaactgggaaagtgatgtegtgtactggetecge
cttttcccgagggtgggggagaaccgtatataagtgeagtagtcgeegtgaacgttctttticgcaac gggtttgcecgecagaacac
aggtaagtgeegtgtgtggticeccgegggectggectotitacgggttatggeccttge gtgectigaattacttccacetggetgeag
tacgtgattcttgatccegageticgggttggaagtgggtegoagagtic gaggeottgegettaaggagecccticgectegtgett
gagttgaggcctggcctgggcgctggggccgccgcgtgcgaatctggtggcaccttcgcgcctgtctcgctgcmcgataagtctc
tagccatttaaaattittgatgacctgctgegac gotttttttctggcaagatagtctigtaaatgegggccaagatetgeacactggtatt
tcggtttttggggccgcgggcggcgacggggcccgtgcgtcccagcgcacatgttcggcgaggcggggcctgcgagcgcggc
caccgagaatcggacgggggtagtctcaagetggee ggcctgetetggtgectggectegegeegeegtgtatcgeceegecctg
ggeggeaaggcetggeecggteggeaccagtigegigageggaaagatggecgeticce ggccectgetgeagggagetcaaaat
ggaggacgeggegctce gggagagegggcgggtgagtcacccacacaaaggaaaagggcctticecgtectcageogtegettca
tgtgactccacggagtaccgggegecgiceaggeacctegattagtictegagettitggagtacgte gictitaggttggeoooag
gggttttatgcgatggagtttccccacactgagtgggtggagactgaagttaggccagcttggcacttgatgtaattctccttggaattt
geectittigagtitggatcttggttcattctcaagecteagacagtggticaaagtittittcticeatttcaggtgtogtgaggaattagott
ggtaotaatacgactcactatagggagacccaagctggctaggtaagcttggtaccgagctcggatccactagtccagtgtggtgg
aattgcocttCAAGCTTGCCGCCACCATGGAGCTCCGGGTGCTGCTCTGCTGGGCTTC
GTTGGCCGCAGCTTTGGAAGAGACCCTGCTGAACACAAAATTGGAAACTGCTG
ATCTGAAGTGGGTGACATTCCCTCAGGTGGACGGGCAGTGGGAGGAACTGAGC
GGCCTGGATGAGGAACAGCACAGCGTGCGCACCTACGAAGTGTGTGACGTGCA
GCGTGCCCCGGGCCAGGCCCACTGGCTTCGCACAGGTTGGGTCCCACGGCGGG
GCGCCGTCCACGTGTACGCCACGCTGCGCTTCACCATGCTCGAGTGCCTGTCCC
TGCCTCGGGCTGGGCGCTCCTGCAAGGAGACCTTCACCGTCTTCTACTATGAGA
GCGATGCGGACACGGCCACGGCCCTCACGCCAGCCTGGATGGAGAACCCCTAC
ATCAAGGTGGACACGGTGGCCGCGGAGCATCTCACCCGGAAGCGCCCTGGGGC
CGAGGCCACCGGGAAGGTGAATGTCAAGACGCTGCGCCTGGGACCGCTCAGCA
AGGCTGGCTTCTACCTGGCCTTCCAGGACCAGGGTGCCTGCATGGCCCTGCTAT
CCCTGCACCTCTTCTACAAAAAGTGCGCCCAGCTGACTGTGAACCTGACTCGAT
TCCCGGAGACTGTGCCTCGGGAGCTGGTTGTGCCCGTGGCCGGTAGCTGCGTGG
TGGATGCCGTCCCCGCCCCTGGCCCCAGCCCCAGCCTCTACTGCCGTGAGGATG
GCCAGTGGGCCGAACAGCCGGTCACGGGCTGCAGCTGTGCTCCGGGGTTCGAG
GCAGCTGAGGGGAACACCAAGTGCCGAGCCTGTGCCCAGGGCACCTTCAAGCC
CCTGTCAGGAGAAGGGTCCTGCCAGCCATGCCCAGCCAATAGCCACTCTAACA
CCATTGGATCAGCCGTCTGCCAGTGCCGCGTCGGGTACTTCCGGGCACGCACAG
ACCCCCGGGGTGCACCCTGCACCACCCCTCCTTCGGCTCCGCGGAGCGTGGTTT
CCCGCCTGAACGGCTCCTCCCTGCACCTGGAATGGAGTGCCCCCCTGGAGTCTG
GTGGCCGAGAGGACCTCACCTACGCCCTCCGCTGCCGGGAGTGTCGACCCGGA
GGCTCCTGTGCGCCCTGCGGGGGAGACCTGACTTTTGACCCCGGCCCCCGGGAC
CTGGTGGAGCCCTGGGTGGTGGTTCGAGGGCTACGTCCTGACTTCACCTATACC
TTTGAGGTCACTGCATTGAACGGGGTATCCTCCTTAGCCACGGGGCCCGTCCCA
TTTGAGCCTGTCAATGTCACCACTGACCGAGAGGTACCTCCTGCAGTGTCTGAC
ATCCGGGTGACGCGGTCCTCACCCAGCAGCTTGAGCCTGGCCTGGGCTGTTCCC
CGGGCACCCAGTGGGGCTGTGCTGGACTACGAGGTCAAATACCATGAGAAGGG
CGCCGAGGGTCCCAGCAGCGTGCGGTTCCTGAAGACGTCAGAAAACCGGGCAG
AGCTGCGGGGGCTGAAGCGGGGAGCCAGCTACCTGGTGCAGGTACGGGCGCGC
TCTGAGGCCGGCTACGGGCCCTTCGGCCAGGAACATCACAGCCAGACCCAACT
GGATGAGAGCGAGGGCTGGCGGGAGCAGtctagaGATGCACACAAGAGTGAGGTT
GCTCATCGGTTTAAAGATTTGGGAGAAGAAAATTTCAAAGCCTTGGTGTTGATT
GCCTTTGCTCAGTATCTTCAGCAGTGTCCATTTGAAGATCATGTAAAATTAGTG
AATGAAGTAACTGAATTTGCAAAAACATGTGTAGCTGATGAGTCAGCTGAAAA
TTGTGACAAATCACTTCATACCCTTTTTGGAGACAAATTATGCACAGTTGCAAC
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TCTTCGTGAAACCTATGGTGAAATGGCTGACTGCTGTGCAAAACAAGAACCTG
AGAGAAATGAATGCTTCTTGCAACACAAAGATGACAACCCAAACCTCCCCCGA
TTGGTGAGACCAGAGGTTGATGTGATGTGCACTGCTTITTCATGACAATGAAGAG
ACATTTTTGAAAAAATACTTATATGAAATTGCCAGAAGACATCCTTACTTTTAT
GCCCCGGAACTCCTTTTCTTTGCTAAAAGGTATAAAGCTGCTTTTACAGAATGT
TGCCAAGCTGCTGATAAAGCTGCCTGCCTGTTGCCAAAGCTCGATGAACTTCGG
GATGAAGGGAAGGCTTCGTCTGCCAAACAGAGACTCAAATGTGCCAGTCTCCA
AAAATTTGGAGAAAGAGCTTTCAAAGCATGGGCAGTGGCTCGCCTGAGCCAGA
GATTTCCCAAAGCTGAGTTTGCAGAAGTTTCCAAGTTAGTGACAGATCTTACCA
AAGTCCACACGGAATGCTGCCATGGAGATCTGCTTGAATGTGCTGATGACAGG
GCGGACCTTGCCAAGTATATCTGTGAAAATCAGGATTCGATCTCCAGTAAACTG
AAGGAATGCTGTGAAAAACCTCTGTTGGAAAAATCCCACTGCATTGCCGAAGT
GGAAAATGATGAGATGCCTGCTGACTTGCCTTCATTAGCTGCTGATTTTGTTGA
AAGTAAGGATGTTTGCAAAAACTATGCTGAGGCAAAGGATGTCTTCCTGGGCA
TGTTTTTGTATGAATATGCAAGAAGGCATCCTGATTACTCTGTCGTGCTGCTGCT
GAGACTTGCCAAGACATATGAAACCACTCTAGAGAAGTGCTGTGCCGCTGCAG
ATCCTCATGAATGCTATGCCAAAGTGTTCGATGAATTTAAACCTCTTGTGGAAG
AGCCTCAGAATTTAATCAAACAAAACTGTGAGCTTTTITAAGCAGCTTGGAGAGT
ACAAATTCCAGAATGCGCTATTAGTTCGTTACACCAAGAAAGTACCCCAAGTGT
CAACTCCAACTCTTGTAGAGGTCTCAAGAAACCTAGGAAAAGTGGGCAGCAAA
TGTTGTAAACATCCTGAAGCAAAAAGAATGCCCTGTGCAGAAGACTATCTATCC
GTGGTCCTGAACCAGTTATGTGTGTTGCATGAGAAAACGCCAGTAAGTGACAG
AGTCACAAAATGCTGCACAGAGTCCTTGGTGAACAGGCGACCATGCTTTTCAGC
TCTGGAAGTCGATGAAACATACGTTCCCAAAGAGTTTAATGCTGAAACATTCAC
CTTCCATGCAGATATATGCACACTTTCTGAGAAGGAGAGACAAATCAAGAAAC
AAACTGCACTTGTTGAGCTTGTGAAACACAAGCCCAAGGCAACAAAAGAGCAA
CTGAAAGCTGTTATGGATGATTTCGCAGCTTTTGTAGAGAAGTGCTGCAAGGCT
GACGATAAGGAGACCTGCTTTGCCGAGGAGGGTAAAAAACTTGTTGCTGCAAG
TCAAGCTGCCTTAGGCTTATAAtageggecgettaagggcaatictgeagatatccageacagtggeggecge
tcgagtctagagggeccgeggticgaaggtaagectatecctaaccetetccteggtetegatictacgegtaccggteatcatcace
atcaccattgagtttaaacccgcetgatcagectegacigtgecttctagtigeccagecatetgttgtttgecccteccecgtgecttectt
gaccctggaaggigecactcecactgtectticctaataaaatgaggaaattgeatcgeattgtetgagtaggtgteattctattctggg
g88tggagtegegcaggacagcaagggggaggatigggaagacaatageaggeatgetggggatgeggtgggcetetatggett
cigaggeggaaagaaccagetggggctctagggggtatccecacgegecctgtageggegeattaagegeggeggetetegte
gttacgcgeagegtgaccgetacacttgecagegecctagegeccgetectttegetttcttecettecttictegecacgttcgecgg
ctttcccegtcaagetetaaateggggeatcectttagggticegatitagtgetttacggeacctcgaccocaaaaaacttgattaggg
tgatggttcacgtagtgggcecategecctgatagacggtttitcgeccittgacgttggagtccacgttctitaatagtggactcttgttee
aaactggaacaacactcaaccctatetcggtctatictittgatitataagggatittggggatitcggoctattggttaaaaaatgagetg
atttaacaaaaatttaacgcgaattaatictgtggaatgtgtgtcagttagggtgtggaaagiccccaggetccccaggeaggeagaa
gtatgcaaagcatgcatctcaattagtcageaaccaggtgtggaaagtccccaggetccccageaggeagaagtatgcaaageat
goatctcaattagtcagcaaccatagiccegeccectaactcegeccatecegecectaactcegeccagticegeccattetecegece
catggctgactaatittitttatttatgcagaggecgaggecgectetgectctgagetattccagaagtagtgaggaggetttittggag
gectaggcettttgeaaaaagetccegggagctigtatatecatittcggatctgatcageacgtgttgacaattaatcatcggeatagtat
atcggcatagtataatacgacaaggtgaggaactaaaccatggecaagecttigtctcaagaagaatccaccctcattgaaagagea
acggctacaatcaacagceatccccatctetgaagactacagegtcgecagegeagetetetctagegacggecgeateticactggt
gtcaatgtatatcattttactgggggaccttgtgcagaactegtggtgetgggeactgetgetgetgeggeagetggeaacctgactt
gtatcgtcgegateggaaatgagaacaggggcatcttgageccetgeggacggtgtegacaggtgcttctogatetgeatectggg
atcaaagcgatagtgaaggacagtgatggacagecgacggeagtigggattcgtgaattgetgecctotggttatgtgtgggagee
ctaagcacttcgtggecgaggageaggactgacacgtgetacgagatitcgattccaccgeegecttctatgaaaggttggecticg
gaatcgtittccgggacgecggetggatgatectecagegeggggatetecatgetggagtteticgeccaccecaacttgtttattgea
gettataatggttacaaataaagcaatageatcacaaatttcacaaataaagcatttttttcactgeattctagtigtggtitgtccaaacte
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atcaatgtatcttatcatgtctgtataccgtcgacctctagetagagettgge gtaatcatggicatagctgtticctgtgtgaaattgttat
ccgetecacaaticcacacaacatacgagecggaageataaagtgtaaagectggggtgcctaatgagtgagetaactcacattaatt
gegttgegeteactgeccgetticcagtcgggaaacctgtc gtgccagcetgceattaatgaatcggecaacgegeggggagaggeg
gtitgegtattgggegceteticegeticetegeteactgactegetge geteggtegticggetgeggegageggtatcagetcactca
aaggcggtaatacggttatccacagaatcaggggataac gcaggaaagaacatgtgagcaaaaggccagcaaaaggecaggaa
ccgtaaaaaggecge gitgetggegtttticcataggetcegececcctgacgageatcacaaaaatcgacgetcaagtcagaggt

ggcgaaacccgacaggactataaagataccaggegtttccecctggaagetecctegtgegetetectgticegaceetgeegctta
ceggatacctgteegectticteeoticgggaagegtggegcetttctcaatgetcacgetgtaggtatcteagticggtgtaggtegtte
gcetccaagetgggotgtgtgecacgaacceecegticagecegaccgetgegecttatceggtaactate gtcttgagtccaaccegg
taagacacgacttatcgccactggeageagocactggtaacaggattagcagagegaggtatgtagge ggtgetacagagtictig
aagtggtggeotaactacggetacactagaaggacagtatttggtatctgegetctgetgaagecagttacettc ggaaaaagagtig
gtagctcttgatccggeaaacaaaccaccgetggtage ggtggtttitttgitigeaageageagattacgegcagaaaaaaaggate
tcaagaagatcctttgatctitictacggggtetgacgetcagtggaacgaaaactcac gitaagggatttiggtcatgagattatcaaa
aaggatcticacctagatcctiitaaattaaaaatgaagtittaaatcaatctaaagtatatatgagtaaacttggictgacagttaccaatg
citaatcagtgaggcacctatctcagegatctgtetatticgttcatccatagttgectgacteccegte gtgtagataactacgatacgg
gagggcttaccatctggecccagigetgeaatgatace gcgagaccceacgetcaccggetccagatttatcageaataaaccagee
agecggaagggecgagegeagaagtggtecigeaactttateccgectecatceagtetattaattgtigecgggaagetagagtaag
tagttcgecagttaatagttigegeaacgtigttgecattgetacaggeategtggtgtecacgetegtegtttggtatggctteattcaget
ccggttcccaac gatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttagctccttcggtcctccgatcgttgtcag

aagtaagttggccgcagtgttatcactcatggttatggcagcactgcataattctcttactgtcatgccatccgtaagatgcttttctgtga
ctggtgagtactcaaccaagtcatictgagaatagtgtatgeggegacegagtigetcttgeceggegicaatacgggataatace g

cgecacatagecagaactttaaaagtgetcatcattggaaaacgticticggggegaaaactetcaaggatcttacegetgtigagate

cagttcgatgtaacccactegtgcacceaactgatettcageatcttitactticaccage gtitctgggtgageaaaaacaggaaggc
aaaatgccgcaaaaaagggaataagggegacacggaaatgttgaatactcatactettcetttttc

B. Cell culture and transfections:

The human embryonic kidney cell line, 293T cells, was maintained in DMEM with 10%
dialyzed fetal calf serum and 1% penicillin/streptomycin/neomycin antibiotics. Cells were

maintained at 37 °C in a humidified atmosphere of 5% C0,/95% air.

Transfections of plasmids encoding EphB4 ectodomain, fragments thereof, and EphB4-
HSA fusions were performed using Lipofectamine 2000 reagent (Invitrogen) according to
suggested protocol. One day before transfections, 293T cells were seeded at a high density
to reach 80% confluence at the time of transfection. Plasmid DNA and Lipofectamine
reagent at 1:3 ratio were diluted in Opti-MEM I reduced serum medium (Invitrogen) for 5
min and mixed together to form DNA-Lipofectamine complex. For each 10 cm culture dish,
10 pg of plasmid DNA was used. After 20 min, the above complex was added directly to
cells in culture medium. After 16 hours of transfection, medium was aspirated, washed once
with serum free DMEM and replaced with serum free DMEM. Secreted proteins were
harvested after 48 hours by collecting conditional medium. Conditional medium was
clarified by centrifugation at 10,000 g for 20 min and filtered through 0.2 p filter and used

for purification.
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C. Chromatographic separation of EphB4 ectodomain and EphB4 ectodomain-HSA fusion

protein

The EphB4 ectodomain fused to HSA was purified as follows: 700 ml of media
was harvested from transiently transfected 293 cells grown in serum free media and
concentrated up to final volume of 120 ml. Membrane: (Omega, 76 mm), 50 kDa C/O.
After concentration, pH of the sample was adjusted by adding 6 ml of 1M NaAc, pH 5.5.
Then sample was dialyzed against starting buffer (SB): 20 mM NaAc, 20 mM NaCl, pH 5.5
for O/N. 5 ml of SP-Sepharose was equilibrated with SB and sample was loaded. Washing:
100 ml of SB. Elution by NaCl: 12 ml/fraction and increment of 20 mM. Most of the
EphrinB2 binding activity eluted in the 100mM and 120mM fractions.

Fractions, active in EphrinB2 binding assay (See SP chromatography, fractions #
100-120 mM) were used in second step of purification on Q-column, Pulled fractions were
dialyzed against starting buffer#2 (SB2): 20 mM Tris-HCI, 20 mM NaCl, pH 8 for O/N and
loaded onto 2 ml of Q-Sepharose. After washing with 20 ml of SB2, absorbed protein was
eluted by NaCl: 3 ml/fraction with a concentration increment of 25 mM. Obtained fractions
were analyzed by PAGE and in Ephrin-B2 binding assay. The 200mM and 225mM

fractions were found to contain the most protein and the most B2 binding activity.

Soluble EphB4 ectodomain protein was purified as follows: 300 ml of conditional
medium (see: Cell culture and transfections) were concentrated up to final volume of 100
ml, using ultrafiltration membrane with 30 kDa C/O. After concentration, pH of the sample
was adjusted by adding 5 ml of 1 M Na-Acetate, pH 5.5. Then sample was dialyzed against
starting buffer (StB): 20 mM Na-Acetate, 20 mM NaCl, pH 5.5 for O/N. 5 ml of SP-
Sepharose was equilibrated with StB and sample was loaded. After washing the column
with 20 ml of StB, absorbed proteins were eluted by linear gradient of concentration of
NaCl (20-250 mM and total elution volume of 20 column’s volumes). Purity of the proteins
was analyzed by PAGE.

D. Biotinylation of sB4 and sB4-HSA fusion protein.

Both soluble EphB4 ectodomain protein (sB4) and EphB4 ectodomain fused to
HSA (HSA-sB4) were biotin labeled through carbohydrate chains using sodium meta-
periodate as an oxidant and EZ-Link Biotin Hydrazide (PIERCE, Cat. # 21339) according

to manufacture’s protocol. The ir vitro stability of the biotinylated sB4 protein was tested
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by incubating 2.0x10” with 40 pL of mouse serum at 37°C for 0, 0.5, 1, 2 and 3 days. Two
nL of magnetic beads and B2-AP was added for an extra hour at room temperature. After

washing twice with buffer, pnPP was added for 1 hour. Biotinylated sB4 protein was found
to very stable over three days, with less than 10% of the B2 binding activity being lost over

that time.

E. Ephrin-B2 Binding Properties of B4-HSA

To test whether the B4-HSA fusion property retained the ability of the EphB4
extracellular domain to bind to EphrinB2, the ability of the purified B4-HSA fusion was
compared to that of GCF2F, GCF2, GC, CF and B4-Fc fusion, which comprises the
extracellular domain of B4 fused to hlgG1 Fc as described in Example 1. Biotinylated or
His-tag protein samples were inoculated with the corresponding affinity magnetic beads
and B2-AP for an hour at room temperature, before addition of PnPP. Results of binding
assays are shown on Figure 67. B4-HSA was found to retain most of its binding activity
towards EphrinB2. Surprisingly, the B4-HSA protein was superior to the B4-Fc fusion in
binding to EphrinB2.

An EphB4 ectodomain fusion to the C-terminus of HSA was also generated, and
found to retain the ability to bind to EphrinB2 and was found to have enhanced stability in

vivo over the EphB4 ectodomain.

F. Stability of B4-HSA vs. sB4 in Mice

The stability of the purified biotinylated sB4 and sB4-HSA were assayed in vivo.
Each of the proteins were intravenously injected into the tail of mice in the amount of 0.5
nmoles per mouse. Blood from the eye of each mouse was taken in time frames of 15 min
(0 days), 1, 2, 3 and 6 days. 10 ml of obtained serum was used in binding assay with
Ephrin-B2-Alkaline Phosphatase fusion protein and Streptavidin-coated magnetic beads as
a solid phase. The stability of the two proteins is shown on Figure 68. sB4-HSA was found
to have superior stability relative to sB4. For example, one day after injection, the levels of

sB4-HSA in the blood of the mice were 5-fold greater than those of sB4.

G. PEGylation of biotinylated sB4

Prior to PEGylation, biotinylated sB4 protein generated as described above was

concentrated up to final concentration of 2 mg/ml using a 30kDa MWCO ultra membrane.
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Sample was dialyzed O/N against coupling buffer: 30mM phosphate, 75mM NaCl, pH
8.00. Coupling to PEG was performed at 4°C for 18 hours in 10 fold molar excess of
reactive linear PEG unless otherwise indicated. The reactive PEG used was PEG-
succinimidyl propionate, having a molecular weight of about 20kda. Coupling to PEG may
be similarly performed using branches PEGs, such as of 10kDa, 20kDa or 40kDa. Other
linear PEG molecules of 10 or 40 kDa may also be used.

After PEGylation, the protein sample containing EphB4 ectodomain was dialyzed
against StB O/N. Three ml of SP-Sepharose was equilibrated with StB and sample was
loaded. Washing and elution of absorbed proteins was performed as above (see:
Purification of soluble EphB4 ectodomain and its fusion to HSA) with just one
modification: total elution volume was 40 volumes of column. Figure 69 shows
chromatographic separation of PEG derivatives of EphB4 protein on SP-Sepharose
columns. Purity of the PEG-modified EphB4 protein was analyzed by SDS-PAGE.

Double modified (PEGylated Biotinylated) sB4 was used on ion-exchange
chromatography to separate non-PEGylated, mono-PEGylated and poly-PEGylated proteins
from each other. Pegylated sample was dialyzed O/N against 20 mM Na-acetate, 20 mM
NaCl, pH 5.5 and loaded onto 2 ml of SP-Sepharose. After washing with 10 ml of buffer,
absorbed proteins were separated by gradual elution of NaCl: 3 ml/fraction and increment
of 25 mM NaClL Obtained fractions were analyzed by PAGE and in Ephrin-B2 binding

assay.

H. Effect of PEGylation conditions on sB4 binding to EphrinB2

The effects of pegylating biotinylated sB4 under different pH conditions was
determined. sB4 was pegylated at pH 6, 7 or 8, and the pegylated products were tested for
binding to EphrinB2 as shown in Figure 69. Ephrin2B binding activity was retained when
PEGylation was performed at pH 6 and pH 7, but was partially lost at pH 8.

Additional combinations of parameters were tested, including temperature, pH and
molar ratio of pegylation agent to sB4 protein, and the ability of the products of the
pegylation reaction to bind to Ephrin-B2. The results of the optimization experiment are
shown in Figure 70. These results confirm the gradual decrease in B2 binding activity at

basic pH.
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1. Purification of Pegylated sB4 Species

Biotinylated sB4 protein was concentrated up to final concentration of 2 mg/ml
using a 30kDa MWCO ultra membrane. Sample was dialyzed O/N against coupling buffer:
30mM phosphate, 7SmM NaCl, pH 8.00. Coupling to PEG was performed at 4°C for 18
hours in 10 fold molar excess of reactive PEG. Double modified (PEGylated Biotinylated)
sB4 was used on ion-exchange chromatography to separate non-PEGylated, mono-
PEGylated and poly-PEGylated proteins from each other. Sample was dialyzed for O/N
against 20 mM Na-Acetate, 20 mM NaCl, pH 5.5 and loaded onto 2 ml of SP-Sepharose.
After washing with 10 ml of buffer, absorbed proteins were separated by gradual elution of
NaCl: 3 ml/fraction and increment of 25 mM NaCl. Obtained fractions were analyzed by
PAGE as shown in Figure 71. Fractions 1, 2 and 3 were found to correspond to

polypegylated, monopegylated and unpegylated biotinylated sB4.

1. In vitro properties of PEGylated EphB4 derivatives

Fractions 1, 2 and 3 of biotinylated and PEGylated sB4 from the SP column
purification, corresponding to polypegylated, monopegylated and unpegylated biotinylated
sB4, were tested for their ability to bind EphrinB2 using the standard assay. Results of this
experiment are shown on Figure 72. The order of binding activity was found to be

Unpegylated > monopegylated > polypegylated.

The fractions were also tested for their stability in vitro. The fractions were tested
for retention of EphrinB2 binding activity after incubation in mouse serum at 37°C for three
days. The results of this experiment are shown in Figure 73. The order of in vitro stability

was found to be monopegylated > unpegylated > polypegylated.

K. In vivo stability analysis of PEGvlated derivatives of EphB4 ectodomain in mice

Fractions 1, 2 and 3 of biotinylated and PEGylated sB4 from the SP column
purification, corresponding to polypegylated, monopegylated and unpegylated biotinylated
sB4, were introduced by intravenous injection into mice in the amount of 0.5
nMoles/mouse. Blood from each mouse was taken in time frame of 10 min, 1, 2 and 3 days.
10 ml of obtained serum was used in binding assay with Ephrin-B2-Alkaline Phosphatase
fusion protein and Streptavidin-coated magnetic beads as a solid phase. Signals, obtained at

10 min were taken as 100%. The two mice for each protein were of a different strain.
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Results are shown in Figure 74. Pegylation was found to increase the stability of EphB4 in
vivo relative to unpegylated EphB4.

INCORPORATION BY REFERENCE

All publications and patents mentioned herein are hereby incorporated by reference
in their entirety as if each individual publication or patent was specifically and individually

indicated to be incorporated by reference.

While specific embodiments of the subject invention have been discussed, the above
specification is illustrative and not restrictive. Many variations of the invention will become
apparent to those skilled in the art upon review of this specification and the claims below.
The full scope of the invention should be determined by reference to the claims, along with

their full scope of equivalents, and the specification, along with such variations.
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WE CLAIM:

1.

10.

11.

12.

13.

14.

15.

An isolated soluble polypeptide comprising an amino acid sequence of an
extracellular domain of an EphB4 protein, wherein the polypeptide is a monomer
and binds specifically to an Ephrin B2 polypeptide, and wherein the polypeptide

comprises a modification that increases serum half-life.

The polypeptide of claim 1, comprising a globular domain of an EphB4 protein or a
sequence that is at least 90% identical to a globular domain of EphB4.

The polypeptide of claim 1, comprising a sequence at least 90% identical to residues
29-197 of the amino acid sequence defined by Figure 65 (SEQ ID NO:10).

The polypeptide of claim 1, comprising a sequence at least 90% identical to residues
29-526 of the amino acid sequence defined by Figure 65 (SEQ ID NO:10).

The polypeptide of any of claims 1-4, wherein said modification comprises a

polyethylene glycol group.

The polypeptide of any of claims 5, wherein said modification is a single
polyethylene glycol group covalently bonded to the polypeptide.

The polypeptide of claim 5, wherein said polypeptide is covalently bonded to two
polyethylene glycol groups.

The polypeptide of any of claims 5, wherein said polypeptide is covalently bonded
to multiple polyethylene glycol groups.

The polypeptide of claim 5, wherein said polyethylene glycol group has a molecular
weight of from about 10 to about 40 kDa.

The polypeptide of claim 5, wherein the polyethylene glycol group has a molecular
weight of from about 30 to about 40 kDa.

The polypeptide of claim 5, wherein said polyethylene glycol group is selected from
the group of linear PEG chains and branched PEG chains.

The polypeptide of claim 5, wherein said polyethylene glycol group is attached to a
group selected from the lysine side chains and the N-terminal amino group of the
EphB4 polypeptide.

The polypeptide of any of claims 1-4, wherein said polypeptide has a serum half-life
in vivo at least 50% greater than that of an unmodified EphB4 polypeptide.

The polypeptide of any of claims 1-4, wherein said polypeptide has a serum half-life
in vivo at least 100% greater than that of an unmodified EphB4 polypeptide.

The polypeptide of any of claims 1-4, wherein the polypeptide is a fusion protein.
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16.  The polypeptide of claim 15, wherein the polypeptide comprises an albumin protein
or fragments thereof.

17. The polypeptide of claim 16, wherein said albumin protein is selected from the
group consisting of a human serum albumin (HSA) and bovine serum albumin
(BSA). .

18.  The polypeptide of claim 16, wherein the albumin is a naturally occurring variant.

19.  The polypeptide of any of claims 1-4, wherein the polypeptide has one or more
activities selected from the group consisting of:

(a) inhibition of EphrinB2 activity;

(b) inhibition of EphrinB2 kinase activity;

(c) inhibition of the interaction between EphB4 and EphrinB2;
(d) inhibition of EphB4 kinase activity;

(e) inhibition of clustering of Ephrin B2; and

(f) inhibition of clustering of EphB4.

20.  The polypeptide of any of claims 1-4, wherein the polypeptide has enhanced in vivo
stability relative to the unmodified wildtype polypeptide.

21. A pharmaceutical composition comprising a polypeptide of any of claims 1-4, and a

pharmaceutically acceptable carrier.

22.  The use of a polypeptide of any of claims 1-4 for preparing a medicament for use in
inhibiting signaling through Ephrin B2/EphB4 pathway.

23.  The use of a polypeptide of any of claims 1-4 for preparing a medicament for use in

reducing the growth rate of the tumor.

24.  The use of a polypeptide of any of claims 1-4 for preparing a medicament for use in

treating cancer in a patient.

25.  The use of a polypeptide of any of claims 1-4 for preparing a medicament for use in

inhibiting angiogenesis in a patient.

26.  The use of a polypeptide of any of claims 1-4 for preparing a medicament for use in
treating a patient suffering from an angiogenesis-associated disease.

27.  The polypeptide of any of claims 1-4, wherein the polypeptide comprises one or

more modified amino acid residues.

28. A cosmetic composition comprising the polypeptide of any of claims 1-4, and a

pharmaceutically acceptable carrier.
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29.

30.

31.

32.
33.
34.

35.

36.

37.

38.
39.

40.

The use of claim 24, wherein the cancer comprises cancer cells expressing EphrinB2

and/or EphB4 at a higher level than noncancerous cells of a comparable tissue.
The use of claim 24, wherein the cancer is metastatic cancer.

The use of claim 24, wherein the tumor is selected from the group consisting of
colon carcinoma, breast tumor, mesothelioma, prostate tumor, squamous cell
carcinoma, Kaposi sarcoma, and leukemia.

The use of claim 24, wherein the cancer is an angiogenesis-dependent cancer.
The use of claim 24, wherein the cancer is an angiogenesis-independent cancer.

An isolated soluble polypeptide comprising an amino acid sequence of a fibronectin
type 3 domain of an EphB4 protein, wherein the polypeptide inhibits tumor growth

in a mouse xenograft model of cancer.
The polypeptide of claim 34, wherein the polypeptide does not bind to EphrinB2.

The polypeptide of claim 34, wherein the polypeptide does not include a substantial
portion of the globular domain of an EphB4 protein.

The polypeptide of claim 34, wherein the polypeptide comprises an amino acid
sequence of amino acids 324-526 of the sequence of Figure 65 (SEQ ID NO:10).

The polypeptide of claim 34, wherein the polypeptide is a monomer.

The polypeptide of claim 34, wherein the polypeptide further comprises a
modification that increases serum half-life.

A polypeptide dimer or multimers comprising two or more polypeptides of claim 34.
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1/113

Amino acid sequence of the B4ECv3 protein

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSG
LDEEQHSVRTYEVCEVQRAPGQAHWLRTGWVPRRGAVHVYATLRFTM
LECLSLPRAGRSCKETFTVFYYESDADTATALTPAWMENPYIKVDTV
AAEHLTRKRPGAEATGKVNVKTLRLGPLSKAGFYLAFQDQGACMALL
SLHLFYKKCAQLTVNLTRFPETVPRELVVPVAGSCVVDAVPAPGPSP
SLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQGTFKPLSGE
'GSCQPCPANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRS
VVSRLNGSSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGD
LTFDPGPRDLVEPWVVVRGLRPDFTYTFEVTALNGVSSLATGPVPFE
PVNVTTDREVPPAVSDIRVTRSSPSSLSLAWAVPRAPSGAWLDYEVK
YHEKGAEGPSSVRFLKTSENRAELRGLKRGASYLVQVRARSEAGYGP
FGQEHHSQTQLDESEGWREQGSKRAILQIEGKPIPNPLLGLDSTRTG
HHHHHH

Fig. 1
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2/113

Amino acid sequence of the B4ECV3NT protein

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGQWEELSGL
DEEQHSVRTYEVCEVQRAPGQAHWLRTGWVPRRGAVHVYATLRFTMLE
CLSLPRAGRSCKETFTVFYYESDADTATALTPAWMENPYIKVDTVAAE
HLTRKRPGAEATGKVNVKTLRLGPLSKAGFYLAFQDQGACMALLSLHL
FYKKCAQLTVNLTRFPETVPRELVVPVAGSCVVDAVPAPGPSPSLYCR
EDGQWAEQPVTGCSCAPGFEAAEGNTKCRACAQGTFKPLSGEGSCQPC
PANSHSNTIGSAVCQCRVGYFRARTDPRGAPCTTPPSAPRSVVSRLNG
SSLHLEWSAPLESGGREDLTYALRCRECRPGGSCAPCGGDLTFDPGPR
DLVEPWVVVRGLRPDFTYTFEVTALNGVSSLATGPVPFEPVNVTTDRE
VPPAVSDIRVTRSSPSSLSLAWAVPRAPSGAWLDYEVKYHEKGAEGPS
SVRFLKTSENRAELRGLKRGASYLVQVRARSEAGYGPFGQEHHSQTQL
DESEGWREQGSKRAILQISSTVAAARYV

Fig. 2
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3/113

Amino acid sequence of the B2EC protein

MAVRRDSVWKYCWGVLMVLCRTAISKSIVLEPIYWNSSNSKFLPGQGL
VLYPQIGDKLDIICPKVDSKTVGQYEYYKVYMVDKDQADRCTIKKENT
PLLNCAKPDQDIKFTIKFQEFSPNLWGLEFQKNKDYYITISTSNGSLEG
LDNQEGGVCQTRAMKILMKVGQDASSAGSTRNKDPTRRPELEAGTNGR
SSTTSPFVKPNPGSSTDGNSAGHSGNNILGSEVGSHHHHHH

Fig. 3
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4/113

Amino acid sequence of the B4ECv3-FC protein

MELRVLLCWASLAAALEETLLNTKLETADLKWVTFPQVDGOWEEL
SGLDEEQHSVRTYEVCEVQRAPGQAHWLRTGWVPRRGAVHVYATIL
RFTMLECLSLPRAGRSCKETFTVFYYESDADTATALTPAWMENPY
IKVDTVAAEHLTRKRPGAEATGKVNVKTLRLGPLSKAGFYLAFQD
QGACMALLSLHLFYKKCAQLTVNLTRFPETVPRELVVPVAGSCVV
DAVPAPGPSPSLYCREDGQWAEQPVTGCSCAPGFEAAEGNTKCRA
CAQGTFKPLSGEGSCQPCPANSHSNTIGSAVCQCRVGYFRARTDP
RGAPCTTPPSAPRSVVSRLNGSSLHLEWSAPLESGGREDLTYALR
CRECRPGGSCAPCGGDLTFDPGPRDLVEPWVVVRGLRPDFTYTFE
VITALNGVSSLATGPVPFEPVNVTTDREVPPAVSDIRVTRSSPSST,
SLAWAVPRAPSGAWLDYEVKYHEKGAEGPSSVRFLKTSENRAELR
GLKRGASYLVQVRARSEAGYGPFGQEHHSQTQLDESEGWREQDPE
PKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTC
VVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVL
TVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTL
PPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPP
VLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSL
SLSPGK

Fig. 4
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5/113

Amino acid sequence of the B2EC-FC protein

MAVRRDSVWKYCWGVLMVLCRTAISKSIVLEPIYWNSSNSKFLPGQ
GLVLYPQIGDKLDIICPKVDSKTVGQYEYYKVYMVDKDQADRCTIK
KENTPLLNCAKPDQDIKFTIKFQEFSPNLWGLEFQKNKDYYIISTS
NGSLEGLDNQEGGVCQTRAMKILMKVGQDASSAGSTRNKDPTRRPE
LEAGTNGRSSTTSPFVKPNPGSSTDGNSAGHSGNNILGSEVDPEPK
SCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVV
DVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLH
QDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRD
ELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDG
. SFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK

"Fig.5
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B4EC-FC binding assay (Protein—A—agarose based)
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B4EC-FCinhibition assay (inhibition in solution)
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B2EC-FC binding assay (Protein-A-agarose based assay)
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HUAEC Chemotaxis in response to B4ECv3
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Chemotaxis of HHEC in response to B2EC-FC
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Effect of B4ECv3 on HUAEC Tubule Formation
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Effect of B2EC-FC on HUAEC Tubule Formation
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hEphrin B2 constructs
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hEph B4 constructs
VECTOR DETAILS
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Purification and ligand binding properties of the EphB4EC proteins
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B4v3 inhibits chemotaxis, In Vitro Invasion Assay
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B4v3 inhibits tubule formation on Matrigel
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B4v3 inhibitis neovascular response in a murine
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ttttecttece
ccaagagegg
atttacgtge
cctggtgeca
tcggtectgg
ccgccgeccece
ccccteteeg
gctcactege
ccegggeceg
cgececggete
atceceegecce
gggggagacce
ggagggaccce
cacgctecgg
cgeceeggtge
gcggagtate
aaactcagtt
ctgggctteg
gtcactectg
ctacccctac
gg9999cgggg
gagtctggcect
tacatacgce
aagtttctgt
agcagacaag
agcgatcaca
tcacacagca
gcteettggt
aggtgagtcc
ccaggtagaa
acctcetggt
aagggggage
ccaacaccce
actcccaaag
ctgcecetggg
agctcagaga
ggggtggaaa
tgattgtgac
aaatattaat

atcegecetge
acacccacct
gtgegegect
ctgaatgttt
ctcettgagg
ttttcececca
catctagagt
acgcctggge
gcegggtteg
acagcgcgca
teceecttet
cttececteat
ggagccececeg
gcgcegeecg
cgegecgeag
gcgaggagag
gcgageggec
caactccage
geccgecgece
cccgecacget
ggcgtcecace
cggatcctac
ttggccgeag
ggacctcccee
ccgggeactg
aagaggcgcc
acgacccggg
cetggetgee
ceccagtecca
gcacaacttt
ccttgatcet
aacccccaaa
ttectacagge
cgggcettece
actgacctac
ctcteccaage
caagagecct
cctttetetg
ggaaggattc
ctggggatca
acggagaagg
aaccacgagg
acctattacc
ttcacccate
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cagcaacgct
tagttaaggt
gccgaaageg
gaggagagat
gggacgcaga
tgtgtaaatt
agcctctate
tcttgccace
ccctagectgg
cttetetect
tceccagegece
ctccactcete
cetgtecccet
cgececccecag
gcgggagect
gggagggagg
aggagggaag
attgtggggt
gaggtteccec
tcattttaac
cctccaggga
gggtggggtt
tgetececcecte
gttccecaggg
tetgtetgte
gacatteceoet
gaaactgagg
tgtececcecca
cctegecagta
gcagccetet
aggaactgag
tgcagegtge
cegtecacgt
ctgggegete
ccacggecect
agggctcage
cgatgtagtt
tggggaggga
ccggececea
ccactgtget
agctcaagac
tacttgtctt
cctececctaca
tttattttte

aagggtggtg
taagtagttt
aaggagagat
aggtgagaga
aagggagcct
ggagacagga
cacceccectte
catggggacc
aggacatcat
gcagctccca
caatgcccce
cactgceagg
cceccecgatga
aatctcctcee
gggaacccta
tactgggatg
gacggggtgt
agagaggctg
tceccacacceca
cctttectgag
ggcctagate
ggcacttagce
ttggcececce
atctggtett
tcagagaccce
caggtggacg
gaggagaggg
gatgacagca
ccagcagcece
ccetggegge
cggcctggat
ccecgggecag
gtacgccacg
ctgcaaggag
cacgccagee
cacagccaag
gcgaggecte
agggggtgat

gggaggccca
ccagccacac

tttgcagegg
cggagttcca
atcctgcata
ttttatatct
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ctattattge
atccaaggcce
agtgactgtc
catgcgaact
gcgecttgete
aaacactatce
ccagaacccg
ttgegectet
ttggtcceca
tggggtggga
cacattgccg
ggctgtgcag
tccgagccaa
cctetgeett
gecateccegac
ggggccaggg
ttggtctgaa
attctgggac
gcagcctcetg
ctgeegeccee
tggggtatce
agaagaggce
aactcecteta
cctgacctee
tgctgaacac
ggcaggtgag
cgectgtgece
gccccagéag
cecctttctea
tecccagece
gaggaacage
gcccactgge
ctgcgettea
accttcaccg
tggatggaga
gtgggattcc
tggcececgege
cttetgggeg
agggtcagge
tgagtttete
tgatgtctcee
gcteceecgaga
cctetgteca
atatttttaa

cceccattttt
ctgtgeegeg
agaaagagaa
gacagatcaa
tgggectgegg
ccggctggaa
ggcatcctgt
cacctcaggce
ggaagaggct
gcecaggtgtt
gceceecgagg
tttttcctaa
gcecaggtgtg
cccataacca
ctccagtget
ctatgccecca
agcagagagg
ttaggggagg
ctcgtggggg
ttctececegt
caagggagcc
agaaatcagg
gctcagagcet
cteccececacce
aaaattggaa
agctgecacce
gecctgettte
tgtcgtetga
gtcecetetea
ccttgetgac
acagcgtgeg
ttcgcacagg
ccatgctega
tcttectacta
acccctacat
agccagecagg
gctgggggcet
gaggagcaga
ttctecteea
ccattececetg
acctggggge
tcttgectgt
cctgeetgte

agcggggtet
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cagatgagga
aggaacagcg
acggaggtgg
agcgtggetg
acagcccgag
caatggaggg
ccccagtgag
tggcetggett
gcctcaccca
ctggceteece
ggattcetgt
tcceececect
ttcaccecte
aatccagatg
tcectgatecag
ggcacggagce
ggtecttggac
aaacgtggag
tcaggaccag
acattttgat
ccatgectac
cgggtgcaga
aagaggatcc
ccaggcactg
actgctgate
aggagctgga
tgtgtgecac
gceccttetea
ctttatagga
ctecttetet
cacctacgaa
ttgggtecea
gtgectgtce
tgagagcgat
caaggtacct
ccegtggect
ggaagcagga
atatacgggg
gtcacctceaa
actgecacctg
ctetetgect
gccaccttgg
teggcactca
tctacgttac

ggctggggcet
agaagtggag
acagagagtg
cagctgagcet
gcagagacag
tggagacgge
cagggctgte
cccatctgac
ccctetttet
tctecaccet
acccteeccte
tecctecagtg
ccattcatac
tgaggccteg
ggcactcgtg
gctcecttea
agggaatgaa
gctgagacaa
ggcgcagcte
ctecctecet
cagatgttgg
gggcagggcet
acctgecteg
actctgtcete
tgaagtgggt
gctectggagy
tcctetececee
gaggcgcecct
ttcaccccat
gcacagtggg
gtgtgtgacg
cggcggggcyg
ctgecteggg
gcggacacgg
gggtgeccecec
ggagggcagce
ggcttaggte
gctgeetgge
ccaccctace
gctggtttee
ctecacaccce
ctgactctct
ttttacttta
ccaggctggt
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ctctaactcce
aggcatgagg
cgetgtctee
tagaacgagt
ctttgcaagg
agggaagatt
cagtcegetg
gtggacacgg
aaggtgaatg
ttccaggacce
gcccagetga
ccegtggeeg
tactgecegtg
gggttcgagg
gactgectget
cattttgtat
tggcacaatc
ctgecteage
ttgtatttta
ctgaagtgat
cacccagcetyg
aattccacct
gcctgacaca
cacttgagcce
aaaatttttt
ggtgcgatet
gcctececgag
ttagtagaga
tetgeecegee
tacaaaaact
tctctactaa
ttgggaggct
gatcatgcca
ttgcccagge
tcaggegatt
cacaccegge
gtcttgaact
aggtatttac
tcacagatgt
cccaaacttt
tatgtatttt
tcaccagact
cetttetect
tcatcagecct

tgggctcaag
cactacgcce
ttgactctga
gaataaaaag
ctgaatggac
ctggaacggg
ggtecctecagg
tggcegegga
tcaagacgct
agggtgcctg
ctgtgaacct
gtagctgegt
aggatggcca
cagctgaggg
catccggggg
agttagatgt
tctgctcaac
ctegtgagta
gtagagacgg
ttgececcgect
gaaaaaaaaa
gcagttgtag
gtggttcatg
caggagttcg
ttttttttte
cggetecactg
tagetgggac
tggagtttca
ttggecctcece
ttttagataa
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gaggcaggag
ctgcactceg
tggagtgcag
ctectgecte
tacttttgta
caagtgatct
aggccattce
taggagactt
tttcctecatg
gtggagtgct
gccgagatca
ctaagaggaa
taaaagaagc
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agatttctce
ggcctecatgg
ggtcaaggcc
ggggagaggt
agtgtggggg
aaccaaggag
gagtggggac
gcatctcacc
gegtetggga
catggcectg
gactcgatte
ggtggatgce
gtgggccgaa
gaacaccaag
agagtcetga
tgaaatggag
tgcaaccttt
gctgggacta
ggtttecgeca
cggectecea
agactttatt
caggacctga
cccatagtge
agatcagect
aagacagagt
caagectecge
tacaggccce
ccgtgttage
aaagtgctgg
ttatetgggce
ttageecggac
aatcatttga
gtctgggagt
tggtgggate
agcctcecaa
tttttagtag
gcecctetttg
aagtgccaaa
gctgctatat
tttecattgeca
tttaaaatca
gggtcgaaac
aggttttgag
tggaattttt

caccteggee
tactttataa
tggcatggcg
gcaggccaga
cctgcagaaa
gtcegggagg
agcageggtg
cggaagcgece
ccgectecagea
ctatccecctge
cecggagactg
gtcccegece
cagccggtea
tgccgaggtg
actccactca
gettgetetg
gcetececggg
caggcacacg
tgttggccag
aagtgctggg
ttcacctgaa
cacttgggce
cagcactttg
gggtgacaga
cttgetetgt
ctcecaagtt
gccaccacge
caggatggte
gattacaggt
gacctgectg
atggtggcge
acccaggaag
gcactccaac
tcagectcacce
ggagtagetg
aggcaggttt
gectecttet
agattgtttt
gttaagaaag
tttcagctta
taagttggag
aggtgaggac
atcttttgte
ttttetttet
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tcctaaagtg
cttececagg
tcagtgtcag
ggccgggeat
gtgtgcectg
gtgagctggg
tgeceteecce
ctggggccga
aggctggett
acctcttcta
tgcctcggga
ctggceccag
cgggetgcag
agagctggag
ggacccactt
tcacccagge
tcectgttea
ccaccacgec
getggteteg
attacaggcg
attcattaat
ccatggaaat
agatgccaag
gcaagacccee
cgcccagget
aacaccatte
ccggctaatt
tecgatctect
gtgagccacce
accaacatgg
atgcctgtaa
cagaggttge
aagaaggagt
gcaacctcca
ggattatagg
ccaccatgtt
caggaaaaaa
tgctecatggt
aagcacaaat
attggtttce
tagaggtctt
cccttetetg
cattttecceca

ttggagatgg

ctgggattat
attcattcat
taaatgtttg
atcgcaggag
gggaaggtgg
aagaacacaa
cecgecggeag
ggccaccggyg
ctacctggec
caaaaagtgce
getggttgtg
ccecagecte
ctgtgctcecg
ctteeceetge
cttaagtttce
tggagtgcag
agcagttcte
cggctaattt
aactcctgac
tgcgtcacca
ttccacttga
cacaggtatt
gtgggaggat
gtctctaaaa
ggagtgcagt
teetgectea
tcttgtattt
gacctcatga
acacccggat
agaaaccctg
tceccagetac
ggtaagccga
ttegetettt
ccteecgggt
tatgcategt
ggccaggctg
aaaaaatcac
gacttcagta
gttgctgtag
ctggtattcc
tctgtggget
gagagagtct
ccttagecact
gatctcgata
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tgttgcccag
aagtgctgag
atgcttttga
tcaggagaag
gcecgtetgece
tgcaccagta
aggtggaccc
ttgteccctag

gctgetggtg

ctcectggte

gctecteect
cctacgeccet
acctgacttt
tacgtectga
ccacggggec
gggggctggg
ggcaggggct
aggcagaaag
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ttcecctgage
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gctcacgect
ggagtttgag
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ggctgaggca
gccactgeag
aaaaaaaacg

gctggtettg
attcgaggca
tgaatgcttt
ggtcctgéca
agtgeccgegt
agtgaccagce
tcacatggcec
cccggaggaa
cctecattge
tcetgeagec
gcacctggaa
ccgetgecgg
tgacccegge
cttcacctat
cgtcecattt
gcggetggtg
gtgaagttgg
agggcaatgg
caggcggatc
ctacaaaaaa
aagaggctga
tegecaccget
tgaataagaa
ggcccccagt
aaattgagac
ctgatcacaa
ctaaaaataa
accagaagaa
gcactccage
taagggacag
tgcagtgtcect
tgttececegg
aaggccatcce
cctgggttge
ageccttgggt
ctgtaatagt
gtaataccaa
accagcctgg
cggtagetta
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ggagaatgge
tccggectgg
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aaccccttgg
tgagccacceg
ctctectctea
gccatgccca
cgggtactte
acccaggtge
cccatectee
catgtggage
cctcteeccea
cctecttegg
tggagtgcce
gagtgccgac
ccececgggace
acctttgagg
gagcctgtca
gtctggcggg
gtacccecgga
ctgggcgcag
acttgagcce
taaaaatatt
ggcaggagga
gcatgccage
agagagggtg
gggactgggg
aagtgtagcc
ggtcaggagt
aaaaattagce
ttgcttgaac
ctgggtgata
agctaccatg
gacatceggg
gcacccagtg
ccecageectg
aggcacctgg
aagccccttg
taccagcage
gcactttggg
gcaacatggt
cgcctgtaat
gagaccatcce
aggcgeggtg
gtgaacccag
gcgaaagaac
ttaaaatgaa

ctcaagecgat
agcccacegt
gcectgtgeee
gccaatagece
cgggcacgca
agttcactgg
ctgggettet
ccactgtcte
ccaccgcaga
ctcecgeggag
ccctggagte
ccggaggetce
tggtggagcce
tcactgecatt
atgtecaccac
agagatgtca
agtgtgaggg
tggctcacge
tggagttcaa
agccaggcga
ttgcttgage
ctgggtgaca
aggagctegt
ccagagagaa
agcagaggaa
tcaagactag
caggcatggt
ccaggaggcg
gagcacgact
cacaagggtt
tgacgeggte
gggectgtget
gggtgggtgg
caggcatttg
gectgtetga
tggacacagt
aggctgagge
gaaacttcat

cccageactt

tggctaacac
gcaggcgecet
gaggcggagce
aagactctgt
aaaaattaga
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ccteceagect
gcagatggat
agggcacctt
actctaacac
cagaccceceg
ggaggggtca
tecectttgte
caaggcaaga
gcaggtcgge
cgtggtttce
tggtggcega
ctgtgegcece
ctgggtggtg
gaacggggta
tgaccgagag
ctgagggect
gctaaggcett
ctgtaatcce
gaccagcctg
ggtggtgcat
ccaggagtcg
gagcagtgtg
aaagctgggce
tcagaaggaa
gtgttggaaa
cctggecaac
ggtgggcacc
gaggttgcag
ccgtectegaa
ccctgtgtet
ctcaceccage
ggactacgag
gcaatgggtt
aatteccagct
gcctcagact

ggctgaggtt

‘gggcagaatg

ctctataaaa
tgggaggcceg
ggtgaaacce
gtagtcccag
ttgcagtgag
ctccaaaaaa
ctgggcacag

cagecctecca
gttttitgtge
caagcccecctg
cattggatca
gggtgcacce
cagacctctg
cctggcatge
gtcecagecatg
ctetgectga
cgectgaacyg
gaggacctca
tgcgggggag
gttcgaggge
tcetecettag
ggtgagactt
gaaggggaga
tgggggcaag
agcactttca
ggtaacatag
gecctgtggte
gaggctgcag
agatcctcte
tggagagtta
ttctegaaac
agataaggga
gtggtgaaac
tgtaatccac
taagctgaga
aaaaaaaatt
ctgectcetea
agcttgagcecce
gtcaaatacc
gtgetctect
ctgececatgga
cttecatctat
gggtgcggtg
cttgagecta
aacttaaaat
aggtgggegg
catctctact
ctactcggga
ccgagatage
aaaaaaaaaa
tggctcatge



WO 2006/034455

10561
10621
10681
10741
10801
10861
10921
10981
11041
11101
11161
11221
11281
11341
11401
11461
11521
11581
11641
11701
11761
11821
11881
11941
12001
12061
12121
12181
12241
12301
12361
12421
12481
12541
12601
12661
12721
12781
12841
12501
12961
13021
13081
13141

ctgtaatccc
gaccagcctg
gtgtgttgge
gaacccaagt
attccagcct
cacatggcett
atgggagtgg
gacggccace
ctgaagacgt
gtgcaggtac
cagacccaac
caaagttcct
tttttgagat
cactgcaacc
gggattacag
gcttecaccege
ccteccgaag
atgtccttet
aaaccaaaac
ctggagcgeca
aaccccagca
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gtggtgcaca
tgggaggtgg
agcaagactc
tgacccetga
gggctttgag
tttettteac
gtggecgegat
atccacccge
ctaacttttt
ggcaccatca
gccteccaag
tgttttgttg
caatcctecce
gcattggace
gttcecectge
acagaattgt
gaccctatag
caagcactaa
cgagcagaat
tgtggtttgt
gcagtggtte
ccteagecte

ggcactttgg
gccaacaagg
gggccectgt
gattctcgac
gagaaagtga
gcatgecgtaa
agggcgaggg
ccactaccte
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gggegegete
tggatggtga
gggaagaccce
ggagtettgce
tcegectcecee
gecgectgeea
gttggccagg
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caacagctga
gttgctcgat
ctttgggagg
gcatggtgaa
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gaggccgagg
tgaaatccce
aatcccaget
ttgaggtcga
gaccttgtet
gttcteccaa
aaggaggcag
tceceggacag
ggcagagctg
tgaggecgge
gcetggggaa
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tctgtececte
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ctggtctcga
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aacaggttat
ttgagacgga
cgcaagctcce
cgaaatgctg
agagacacgg
cagcctacaa
tataggcatg
cctatgttge
cccaaagtge
taaaccttgt
gcecctgttcaa
ccacaagtaa
tcacccccceca
gtcttgaaat
tttatgtatg
ttttggaaac
cactgecagee

gggactgtag

tgggtagaac
gtctctacta
actcaggagg
ggctgecagtg
taaaaaaaag
aggcctcacce
gaagagcaac
ggcgccgagyg
cgggggctga
tacgggcecct

gggggtgagg
aagtecccatce
aggctggagt
cattctecetg
ccgatttttt
actcctgace
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gcectagaga
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caaaatggga
ttttaatatg
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tecttttttat
ctceegaget
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ccaggetggt
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agtgtacaat
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cccagatcett
cttececagtgt
ttgtagtata
agggtctege
tcaacctece
gcatgagcca

Fig.61E

PCT/US2005/034176

acctggggtg
caaatagcaa

ctgagacagg
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agttgcaagg
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atcttttttt
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gtatttttag
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cactccagece
cttgactttt
atatcatgaa
ctaggccagt
gttgcccagg
ctcgatetge
cgtgageccac
cacccaggcet
caaccaatce
ctcaactaaa
ctcaaattce
ggcatgagcce
aatagettta
cgatgacttt
tttteagcac
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acatcacagc
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tagagacggg
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tcctatcette
taagatgteg
tacccccagg
ctcaccctgt
gttcgagacc
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cgcttgaace
tgggcaacag
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ttggtatttt
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ttattattat
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gtggactctg
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aaattagcceg
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cagcctggge
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teecctecace
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aagcctttct
tcctttggtg
atcggctaca
tatetcateg
gtggtggcte
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atcagtcage
agaagaatca
ctececaggect
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gttaattcce
ccttcactta
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tcettgtttg
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tcgagaccag
caggcatggt
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caggggtttg
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gcggggatag
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ccttectgeg
ccagaggcca
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tegetetgte
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agggtttcac
cteagectcee
tttttgtttt
atagtgcatt
gtatctggga
agacggggte
ccacctcagt
ttcatttett
tattgtatct
gtttcacctt
tagaaccaaa
tgtccaacct
tacacacctg
ggcggagatt
gactgegtet
ttectecett
acccactgtt
actggggacc
tacaggacca
cgggagcagce
gtcattgtgg
agccctcagt
agectectttt
ataaagatgt
caatgggaga
gttgecctaa
tceccagcecact
cctggcecaac
ggtgggcace
ggaggcggag
gcgagactcee
gggctaaaag
gccetgecetg
aatgaggctg
gtgattggtg
gcagggccac
tggegaggtg
caagaccctg
catcatgggce
catgceegte
ggtgagcacc
cttgggttaa
cttgggctaa
gcccaggetg

catgtttcce
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gcagcctcaa
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ttgctatgtt
atctcagagt
tttatggaga
tttggtgaac
tagaacgttt
tcaaaaccac
ggtgaaagce
taatecccage
gcagtgagct
caaaaaaaca
gccctgaggt
tgttcecctga
tgttetcagg
tcagtttete
tggcecctgat
tegcagttet
tgatggccac
tacttgaaat
gtgactcagt
gaagcagaat
tttgatggga

ttgggaggca
atgttgaaac

tgtaatccca
attgcagtga
atctcaggaa
ctatgagccg
atttectcagg
tgagggaatt
caggtgagag
actggagegg
tgcecggggge
aagggtggct
cagttcgage
atgattctca
ctcectgget
gaagccagga
gecetggtee
gagtgcagtg
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caggcatgag
agttgtatgg
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gctgaggcag
cactgcacte
tactetggea
agcctgetgg
ttgtgtecte
tcattgctea
geetttectt
gcagtcgtgg
taagggctct
gctacaggac
ccctgeteet
ttcetttece
acacggacag
ggggcegggt
gatcacttga
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aggctgaggce
cgccactgeg
' aaaaaaaaaa
tccagtggga
tacatcgace
atcgatgtet
cccgggeace
gacctctgceg
cccagggaag
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catccgectg
ggagaacggc
cceggagtte
gtceccaggte
ctttttttta
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agcagttcct
tcttgatttc
ttecctgtaag
gagatggagt
acctcegecet
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atattggcca
cacagtgctg

tccagggtte
accaccatge
ggctggtate
tattacaggt
aaggctggge
cttetttttt
tettgttgee
caggttcaag
accacgcttg
ctggtctecga
ttacagacgt
cactctgtcc
cctgggetca
ccaccatgct
aggctggtct
gattgcaggce
gagtgettte
aaactggatt
gcaagtaaat
caaacggggt
gtcactttac
tttecttgaga
tcaccgcaac
ttggaattge
gggtttecatc
teggecececte
tttaaaaaaa
agcgattecc
agatgtecctt
ctggttatta
gtttagagtg
gatcctcetg
ctaattttta
actcctggac
gagccaccac
catgatgaca
tggatttatg
agaagctcta
cctgetgteg
cctgggttca
cecaccatgee
ggatggtectc
ggattacagg
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aagcgattct
tgactaattt
aaactcctga
gtgaggcacc
tcetgggace
tttttaattt
caggccggag
cgattctect
actaattttg
actceccgace
gagccaccgce
tetaggctgg
agtgatccte
cagcaaattt
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tacgcaccgg
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agacaggctt
ccttecatgea
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tatatatttt
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aattttttac
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ctgacacact
aaattcttet
tctgatgtgg
cccaggetgg
agagattctt
cagctaattt
gaacttctga
catgagccac

cctgectcecag
ttgtattttt
cctcaagtga
acgcctggec
ttectttecc
tgttttaatt
tgcaatggcea
gecttagect
tatttttagt
tcaggtgatce
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ttaaaatttt
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gtgecctggee
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gggagcagag
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tgactttttt
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tgggttcaag
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ggctggtett
gattacaggc
tttctatgta
gaatacccag
ttattccaac
atttatttat
atcatagctce
ctgggtaget
ggagatgggg
ctececteett
tattatattt
gaagggttag
tatgggatca
ggtttttttg
agtgcagtgg
ctgeeteage
ttgtattttt
cctegtgate

tatgeccegge.
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ctecctgagta
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taatttttgt

agctggtact
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ctttaatttt
acagctgaag
tttttgagat
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tcttttgaca
aataaagcta
ggcaggggga
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actttattaa
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agtgctggga
ctaaatcttg
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ctctetgtat
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atttttagta
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tacacaaaat
ggaggctgag
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cagtggctca
gtcaggagtt
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ggagaatcgce
tcecagectgg
tttgcectgggt
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atcaccagca
aggaaactct
gcggggagta
atgtccctgg
gggatttgtt
tcaaggttgg
actcttctet
gatcagcacc
cccagcacct
ctgggaaaca
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tcctgggtat
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tcacctgagg
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tggcetgeteg
tttcecgatt
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tggccaggcet
tgctgggatt
gttcagtgac
gaggccagga
acaaaaatgg
gcgggaggat
cattccecagec
gtgaaactgg
cgctggaggg
cacttgtgat

cgagaccagc

aggcatggtg
ttgaactcag
gcagtagagce
gctagggage
aggcegtggg
gaacttgctg
gaggtctata
gggcaggtge
ttetgtaggg
tactgtectgt
gcttcagace
tgcaaatcca
aatgtatcte
tgggaggcca
cagtgagacc
gtgcacctat
gtttaaggcet
gaccttgtet
aaagcagtgt
gattgggaga
atactgtage
gagttggggg
tttaggaagt
ggagacccag
gtgggaacct
tgttccaget
atggecaccac
atgtggatgg
tctecageta
cgecteggge
caacatccta
cctggaggag
actgggtgtg

gétctgaaac
aaacgcgtga
acacacctgt
gttagagatc
gcagagcatg
cacttaagcce
tgggcgatcce
tgaacagagg
ctttggcagg
cccagcactt
ctggccaaca
gtgcacccct
gaggcagagg
gagactccat
aagagcagga
gtgaagggaa
atggattgga
ccctgaccat
aggtctggag
ctgcagatgg
gacttgttgg
ttggtttttg
tacacagcta
cacctgtaga
aggtgggaag
ccatatctac
agtcccagcet
gcggtgaace
ctaaaaaaac
accaggttaa
gactgaatgce
aagagctgag
gcttgcecta
ggacgggagg
gcggaaggat
atctctacta

actcaggagg

tgcactccag
gagggggaac
aacgacggac
atgcggtacce
gtcaacagca
aactcttceg
agcttcttag
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cecctggecte
gccaccegtge
aatcccagca
accctgggca
atggtgcata
tgggagatcg
catctcettaa
agagatggta
agagtagttt
ggggaggccg
tggtgaaacc
gtaatcccag
ttgcagtgag
ctcaaaaaaa
gctgggagag
gggtttggat
agtggctggt
ctggcaagtg
gatggattca
tctgcecaaat
tttceetggt
caccgatcat
gtccaagaga
cgggttgete
attgcttgag
caaaaaaacce
actaaggagg
atgatcgtge
taaaaaacag
atggaaggaa
ttaccattga
aaaacttggg
caggtgagtt
ctgggtacgg
cgcttcagge
aaaattaaaa
cttgecectgag
cctgggegac

ggtgggtggg
agttcacagt

ttgecegagat
acctecgtectg
atcccaccta

ggccaggtgg

aagccatcca
ctggtcgaag
ctttgggaag
acatggtgaa
tctgtagtcce
aggctgtagt
aaagagagag
gatgctgecat
aagaggatcc
gggcaggtgg
ctgtctgtac -
ctactcagga
ccaagatcac
taaataaata
gcctgecagea
ttgggacatg
gagggagaaa
gtggtgttge
aaattcagtt
cttagcggaa
gagagcaaac
tggtcatact
gctgaacagc
aggtgactca
gccaggagtt
cctttgtttt
ctgaggcaga
cactgcactce
aaaagcattt
aagttgaaat
agcaggaacc
aaaagagaaa
gtgaggtggg
tgactcaaca
caggagttaa
aattatccag
cccaggaggt
agaacaagac
ctgtecctcac
catccagete
gagctacgte
caaagtgtct
cacgagctece

gcagggcagg
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ttggaaaggt
ggctgtgggt
acagttggat
agccaggcge
ttgcttaage
ctgggcgaca
ctgtaaatcce
gaccagcctg
gtggtggtac
acccgggagg
cagagttgga
gggactgggg
tttectecttt
gcettecgga
gtgatgtcat
tggtectace
tccecagagag
atctttgtat
agcactttgg
gccaacatgg
gggtgecctgt
acagaggttg
actectgtett
gcagagatgg
gggcectteag
ttgggggget
catetttget
atgccattga
agctcatget
tcagecgcecect
atggegggtg
cccagaagtg
gggttccacc
ccectagggece
tgtgggcgag
tggetttgge
tggagtgggg
ttggggtcag
agggccccag

cagcctgcece

tcacttctag
tgtgtcaact
agatcctctt
tatccccact
atctectete
catggtggct

gggaggctga
ggggggacag
aacctgggca
agtggcatge
ccaggagttg
gagcaagacc
agcactttgg
gccaacatgg
acgcctgtaa
cggagtttca
gagtaggagg
ggcagtgtgce
ttectgecaggg
agttcacttce
ttggggagag
aagctttcct
tcatcactgce
caaagagttg
gaggccaagg
tgaaaccccg
aatcccaget
cagtgagctg
aataaataaa
agggcagggt
ccacagagagd
gtggctccta
acaggactac
ggactgttgg
ggacaagatg
aggactgcag
tcegttecatt
tectececceg
tcacacccte
tggctteggg
teccttegage
ctgggagage
cttegggtge
aggagcagte
gcctcaccte
ctatctttgt
cgggttetet
cagcttttat
tggecetttgt
accccaggtt
catgcctgta
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gggtttggca
tcagctccag

acatagcaag
acctgtagte
gaggctgcag
ctgtctcaaa
gaggctgagg
gaaaaccctg
tcecgagetac
gtgagccaag
cttggggect
tgggtctggt
aggaaagatt
cgccagtgat
gececgtactgg
cgagtgttet
tgggttettg
agatacaggg
tgggcagatc
tctctaaaaa
actcaggagg
agatcacgce

taaaagagtt-

tgagaggtaa
cttcaactce
tcctaccatce
agcctcacca
cggetgececcece
cagaaagacc
atccggaacc
agaatgggcc
ggtgttgggt
gacctgggcce
tcetggacca
ccatcaaaat
tggtcagcca
ggggcagetg
caatgctgte
acagccccat
ctecctgceceat
gcatctatct
tttteccaacc
gtgaaatggt
ctgctactce
gaataabaga
atgccagcac

gecetgetcece
gaagccgact
acccecatcete
ccagctactt
tgagctatga
agaacagtgg
caggaggate
tcgctactaa
tcaggaggct
atcgecaccac
gagctagggg
gagtccctca
cccatcecgat
gcectggagtt
gacatgagca
ctcacctggg
agaccatgga
ccaggcctag
acctaaggtt
aatacaaaaa
ctgagacagg
attgetttce
gggtacagca
catgtctgta
ggctaggagg
ttccaagtca
agagettctt
cgcececaga
ggaatgcecceg
ccgecagect
ctectteceg
gggagggect
tggtactcag
gcggeagect
gggaagatac
gatctctgcet
gagtcaggce
ttcttgcact
ggagctgagg
cacagccctg
gcattccagg
ataaaaggag
tttatgatte
ccetttetge
aatagaagga

tttgggaggc
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agggagagga
tccagatgte
tacaaaaaaa
gggaggttga
atgtgccact
ccaggtgtgg
gectgaggte
aaatacaaaa
gaggtaggag
tgcactccaa
gaaaaagcag
gtgagtccce
ggactgcccce
acgggattgt
atcaggacgt
atttggggtg
gatgacaaaa
tggctcaage
aggagttcaa
attagcccag
ataatcgctt
agcctgggea
tatttgggte
tcatagccca
attectggat
ccatttcctg
ccecectettte
ctgtececcacce
gcccegette
caaaatcgtg
ctctetgecece
ctgtecgect
cattcectecee
cactactcag
gaagaaagtt
gagtaagcag
cacggggtct
gcgetcatge
acccaaggac
ggccatecgeg
cceggetete
aagattgggce
cttgectece
ctteceegtte
\atagaaatct

cgaggtgggce

tacaggagca
taggaaaata
ttaaaagatt
ggcaggagga
gtactgcaga
tggctecacge
aggagttcga
ttagectgagg
aaccagttga
cctgggcaaa
aggcaggtgg
cagctcacct
ggaggccatt
gatgtgggag
aagtgtcceg
aagggtgggt
aggagaattg
ctgtaatcce
gaccagcctg
catgatggge
gaacccagga
actgagcgag
gcagaaggat
agagctgetg
ctgttatttt
ggcetgttag
caggtgatca
tccetecace
cccecaggtgg
gcccgggaga
ccactcettg
ctgecaagget
catcecttgece
cttttggcetce
tcgcageege
tggcaggage
ccaggggcett
catgcctaga
tetttgggge
cttecgecte
acggtaacaa
taggttttgg
aaaggctgeg
ctecteccaag

gaaggccggg
agatcacttg
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aggttaggag
caaaaattag
caggagaatc
actccagecet
aaatgtgaag
ggaccgattg
ctctacaaaa
ctactcagga
gggcacatce
tttttecect
ttectetece
cagcctette
cccaagccaa
ggatggctge
cccgetgget
gaggagagcg
cctgctecega
gcacatgaag
gtactgacct

gtggggacte
ggtgaggagt
aaatcacccec
ggactgggtg
ccectecacet
ccagagtggg
attggggttt
tgtaaatgce
gtcttaattt
tcataacttt
aggggcccat
ceccgectgygg
gcggtagttg
tatttaaaaa
ggtgatgggg
tggectgaccg
ttatcagcec
gcagctgett

ttegagacca
ctgggcatgg
gcttgaacce
ggatgacaga
gccaggtggt
cttgagccceca
caaaaacaaa
ggctagagcece
ctcectaatt
tatctcagece
acttcggect
cccecagtcete
aggececctgec
ccagctctta
tttctgattg
gccacaggga
atcggagtca
tccecaggeca
gcaggaactce
acagaggccc
tggcaatttg
ccagccacct
tgaccagagg
tgatgggtge
ggggctgtcee
gtagtcccaa
cctceeececag
ttcteccegt
gtgttggagg
catcatgtct
acccccaage
gtggtggaac
agtaactttt
gtgatggact
agaggtgtca
cagggtatgt
ctaacgtecte
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ttgtggacaa
tggtgcgtge
gggaggtgga
gtgaaattce
ggctcacgcee
ggagtttgag
aaaattagcet
agagggtctc
cttececagece
tccagececate
tttetttete
attttgcggg
tctggcetcee
aaaaaactge
gcttacaatc
acctagggtce
ctctggeggg
agccgggaac
cccaccccag
ccagccctgt
gagagacagg
cggggaacte
aaaaggaagt
gttcecegeag
cagggggcaa
cttgetgetg
ctgctgeett
tccetttttg
gaacctgttt
gtttcecagaa
tgtgtcectat
ccagaaacgg
tgtataaata
agatttctaa
gaggtetgga
ttgaggtggt

cttggtgaaa
ctgtaatace
ggttgcagtg
atctcaaaaa
tgtaatctea
agcagcctgg
gggcatggtg
aggccagtct
tctctetgac
agcaacctce
acactccatt
cttttctete
agccctacce
ccgggaactg
ctgaggctag
tcaccaagct
acaccagaag
ccegggtagg
ggacaccgcece
gcceegetgg
atttgggggt
cagaccaagg
gcccaacate
accaaagaga
gaaggggtgt
tcaccaccaa
catattgaag
tttecttegtt
cactatggce
cagtgecttg
gaaggggtgt
acgceggtge
aaagaaaatg
ggagagtggg
ggctgcaggg
g999tgggag

Fig.61)
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ccttatgtcet
agctactgag
agccgagate
aaaaaaaaaa
gcactttggg
ccaaaatagc
gtgcgtgect
gccectgecce
ccagggggcec
tcttectete
tccctctacg
ttttetttee
ccttetgegg
ttgacatctg
gaccgtctca
ctecttteect
aaaatcttgg
acaggaggac
tcececcatttt
attgcacttt
tectgecataa
gtgagggcge
tcecagecete
gtgtgactce
cagggcccag
actcaatcat
gtttttgagt
ttgtttttet
tcetttgece
gtcatcccac
ggggtgaggt
ttggaggggt
ggacgtgtece
gctgggtagg
ctgtaggggce
ccgagegaga

actaaaaata
gaggctgagg
gcaccactgc
aaaaaaaaag
aggctcaggt
aaaaccccat
gtggtcccag
cacggggcect
tecteteect
cacccagete
gcaatctgtg
ttccectggea
ttgcacagaa
ttcteecctee
ggagccaaga
tctgcaggga
ccagtgtceca
cggcececegea
ccggggeaga
gagccegtgg
taggagggga
cttteecctea
cccaggtgee
cttgeecaget
tgacaaaatc
tttttteeet
tttgtttttg
accgtecttg
aagttgaaac
atcceceggac
agtgaaaagg
tcttaaatta
cagctccagg
gagggctttg
tggaacttgg
tgaatcattec
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cggegegage
gccacecggg
cgegeecagec
acagacgcgg
cgctgaggge
gtcagacctg
gcgccatgga
ccctgetgaa
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ccetgecteg
atgcggacac
acacggtggce
tgaatgtcaa
aggaccaggg
agectgactgt
tggccggtag
gcegtgagga
tcgaggcage
tgtcaggaga
cagccgtctg
cctgcaccac
tgcacctgga
tcegetgeeg

ttgaccccgg

acttcaccta
ccegtecceatt
acatcecgggt
cacccagtgg
ccagcagegt
ggggagccag
gccaggaaca
ccetgattge
cagttctctg
gacagtatct
ctaatgagge
aggtgattgg
agaaggagag
gtgagtttct
tggagggcegt
gcgeccetgga
gcatgctgeg
gagacctgge
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EphB4, mRNA

agagccactce

gcgggacccce
cggegeggece
ggccacactt
cccgacgagg
ggggggcgag
gcteegggtyg
cacaaaattg
ggaggaactg
cgtgcagegt
cgcegtcececac
ggctgggcge
ggeccacggee
cgcggageat
gacgetgcegt
tgccetgeatg
gaacctgact
ctgegtggtg
tggcecagtgg
tgaggggaac
agggtcctge
ccagtgcege
ccctectteg
atggagtgce
ggagtgccga
ccececgggac
tacctttgag
tgagcctgte
gacgcggtcece
ggctgtgetg
gcggttectg
ctacctggtg
tcacagccag
gggcacggca
cctcaggaag
catcggacat
tgtgagggaa
tgcaggtgag
ctgtgtggcea
gagecgaggcec
ggtcaccaac
ctecttectg

gggcatcgcecce
tgectecgeaac

cagggagggyg
gaggcccegg
actgccagca
‘ggcgecgcecg
agtcecgege
ggccccecaa
ctgectetget
gaaactgetg
agcggectgg
gcececegggece
gtgtacgcca
tcectgecaagg
ctcacgccag
ctcaccegga
ctgggaccge
gccctgetat
cgattcecegg
gatgcegtece
gccgaacage
accaagtgcce
cagccatgce
gtcgggtact
gctececgegga
cccctggagt
cceggagget
ctggtggage
gtcactgcat
aatgtcacca
tcacccagca
gactacgagg
aagacgtcag
caggtacggg
acccaactgg
gtecgtgggtg
cagagcaatg
ggtactaagg
tttgcaaaag
tttggegagg
atcaagaccc
tccatcatgg
agcatgeccecceg
cggctaaacg
tegggcatge
atcctagtca

Fig.62A
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gggagaccgce
agggacccca
cgctecegggce
cceggtgecece
ggagtatcgg
actcagttceg
gggcttcegtt
atctgaagtg
atgaggaaca
aggcccactg
cgetgegett
agaccttcac
cctggatgga
agcgeccctgg
tcagcaagge
ccctgecaccet
agactgtgec
ccgeccectgg
cggtcacggg
gagcctgtge
cagccaatag
tcecgggecacg
gegtggttte
ctggtggccg
cctgtgegee
cetgggtggt
tgaacggggt
ctgaccgaga
gettgagect
tcaaatacca
aaaaccgggce
cgcgetetga
atgagagecga
tggtcectggt
ggagagaagc
tctacatega
agatcgatgt
tgtgcegggg
tgaagggtgg
gccagttcecga
tcatgattct
acggacagtt
ggtaccttge
acagcaacct

gagcggccgyg
actccagcca
ccgecgeccg
cgcacgcteg
cgtccaccecceg
gatcctacce
ggccgeaget
ggtgacattc
gcacagcgtg
gcttcgcaca
caccatgctc
cgtcttectac
gaacccctac
ggccgaggec
tggcttetac
cttctacaaa
tcgggagetg
cccecageccec
ctgcagectgt
ccagggecace
ccactctaac
cacagaccce
cegectgaac
agaggacctc
ctgcggggga
ggttcgaggg
atcctecctta
ggtacctect
ggcctggget
tgagaaggge
agagctgegg
ggccggctac
gggctggegg
cetggtggte
agaatattcg
ccecttecact
ctectacgte
gcggctcaag
ctacacggag
gcaccccaat
cacagagttc
cacagtcatc
cgagatgage
cgtctgcaaa
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gtgtectgact
agctccctgg
aagttcactt
tttggggaga
gactaccggce
tgttggcaga
aagatgatcec
caccctctee
cttegggeca
ttecgagcectgg
ggacaccaga
acccegggtg
agggacaccg
gtgcceceget
ggatttgggg
tccagaccaa
gtgcccaaca
agaccaaaga
aagaaggggt
tgtcaccacc
ttcatattga
tgtttctteg
ttcactatgg
aacagtgccet
atgaaggggt
ggacgceggt
taaaagaaaa

ttggecttte
gaggaaagat
ccgecagtga
ggccgtactg
tgecececgece
aagaccggaa
ggaacceccge
tggaccageg
tcaaaatggg
tcagccagat
agaaaatctt
ggacaggagyg
ccteeccatt
ggattgcact
gttectgecat
gggtgagggc
tcteecagee
gagtgtgact
gtcagggcce
aaactcaatc
aggtttttga
ttttgttttt
cctectttge
tggtcatcce
gtggggtgag
gettggaggg
tgggacgtgt
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ccgattectg
tcececatecga
tgcetggagt
ggacatgage
cccagactgt
tgceeggece
cagcctcaaa
gcagectcac
aagatacgaa
ctctgetgag
ggccagtgte
accggceccg
ttceggggca
ttgageceegt
aataggaggg
gcetttecet
tcecccaggtyg
cccttgecag
agtgacaaaa
atttttttee
gttttgtttt
ctaccgtect
ccaagttgaa
acatccecgg
gtagtgaaaa
gttettaaat
cccageteca

gaggagaact
tggactgcce
tacgggattg
aatcaggacg
ccecacctece
cgcttcecce
atcgtggecce
tactcagett
gaaagttteg
gacctgctcece
cagcacatga
cagtactgac
gagtggggac
ggggtgagga
gaaaatcacc
caggactggg
cccccecteac
cteccagagtg
tcattggggt
cttgtaaatg
tggtcttaat
tgtcataact
acaggggece
accccgectg
gggcggtagt
tatatttaaa

ggggt

Fig. 62B
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cttcegatece
cggaggccat
tgatgtggga
tgatcaatgce
tccaccaget
aggtggtcag
gggagaatgg
ttggctctgt
cagcecgetgg
gaatcggagt
agtcecagge
ctgcaggaac
tcacagaggce
gttggcaatt
cccecagcecac
tgtgaccaga
cttgatgggt
ggggggetgt
ttgtagtcce
cccctecece
tttteteeccee
ttgtgttgga
atcatcatgt
ggacccccaa
tggtggtgga
aaagtaactt

cacctacacg
tgcettcegg
ggtgatgtca
cattgaacag
catgcetggac
cgeccetggac
cggggcctca
gggcgagtgg
ctttggectece

cactctggcg’
caagccggga
tcececaccee
ccececagecct
tggagagaca
ctcggggaac
ggaaaaggaa
gegtteeege
cccagggggc
aacttgctge
agctgetgee
gttcecetttt
gggaacctgt
ctgttteccag
getgtgteet
acccagaaac
tttgtataaa
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EphrinB2 Gene

ggcgecacgece
cgtcagtcece

gtcttceceg
ttettggece
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ccagtctgece
ggagtgcegeg

ccggaggatt
gagctgggag

tggcttdgcc
ggttttatge
ctcgaactce

atggctgtga
agaactgcga

gaagggacte
tttccaaatc

cgtgtggaag
gatagtttta

tactgetggg
gagcctatct

gtgttttgat
attggaattc

aagtaagtgg

cgcegtecgg
cggttceceeg
cggctttecca
gctcecagge
gcgatacctg
cggcacgcgg
cgggcggegt
agcgcegttet
ggcgecttgg
agaactecggg
gagggcccge
ggtctegatg
tegacactge
cagatttgcet
ttcagtttgg
gtgtggtcat
cacagccaaa
agtatgcaga
gcctaattga
ttagaaatca
actaacatgt
tttaaacaaa
tacttagctce
attgttgtat
aggcgccagg
gteccgggaga
gcececggtgee
tececcecagge
gttttttttt
gttagcetct
ttagtttgtg
agaacaatag
gagatggggg
gatgaagatg
aagcctgeceg
cttttaaaat
ggtctcectt
cataggaaag
tegetttect

gcgggaggag
tceceecaccee
acccgagecc
gctaaaagct
acccteteet
ggactggtgg
ggtcegggge
ggagagggga
caccgegeceg
cgtecgagecce
cgecacctegg
gcecgacctga
tcctgaagece
cttaccggac
gccaccagag
aactcgtagt
acatatttta
cattagctgg
agttgagcaa
cgtcttaaag
taaccaagaa
tgtttgtatg
tgecctectte
ttgctgatga
tggtgcegga
ggcgggcggyg
tccagaggtce
cgcctgetee
ttcttatgag
tcagegttta
tgtatceggt
ttatttcaac
gtcctgggag
agtctgtctt
tttgecgeggat
tctectgata
gcagctgaat
agtecctetct
tggggaagtt

cgtcegegat
gggtcagtce
ccaaccceeg
cgctggaacg
actatcgget
gttttegagg
gctetggaga
ccgegggcgyg
gcetggagte
ccagccegag
tttecteege
cctecegett
ttgtaatgca
ttcteecteg
tctacagceceg
tgcattcaga
catctgggta
cagaatcttg
tttectggaga
gttgggectg
gagtgtgtcc
tcectteatg
atgctagaag
catgtagtct
agtactggcg
aggagccggyg
cgggcgaggce
actcttececat
agccactctg
gatttaatat
gtteggtgtg
aggagaatta
ctaaggttta
gaggtgacag
tccagctatg
tgaggttget
acggcctgece
gctagctecca
aagtttttga
ttatatttat

ccceectatgt
gcggggecte
cccecatttea
gacggtctet
cgggtgtcaa
acgaaggaca
gaggcggaga
gcgaccgggg
gctacgetge
ggtgcgeggg
gccggggaga
cgttcataag
cttectataa
ggaccetggt
ggagcgagcce
atttagaaaa
ttcagtactg
gaattgtagt
aaacgtttga
gttttaggag
attctcttaa
aaaagggcga
gcactttcaa
gctettgeat
gcggecatett
ctaggaccte
ggtcgegggg
gcggaatege
cactttcact
ttetgtttaa
tgtatcttta
gaaataccta
gacgttaata
gtactcacca
tccagacctg
gctgetgtet
tggatgactg
gagatcagaa
gaatgcatac
ttccagagga

- Fig.63A

cceegeeeceg
ggagcctgtt
ctaggtggag
ccgectttee
gtcegggaag
tggccacaat
tgctgcattc
tggcaggacg
ccgcagagce
gagctcgecet
cgggccttag
ccggtagece
aagcttaggg
aggaatggga
aggccttgtg
tceccatceat
tgtatcceccet
ctegggaaac
gatcagaagc
aaaagaaatg
aagtgtcaaa
aaacgteggt
caccgetecat
ggattatatt
tgcatcgatg
gcgecagecage
agcccgegge
gcagcgecag
gaccggttct
atctagttga
tctttgeget
gttgggagaa
acttettttt
ctceceeeece
cgagggcect
tgtccteceac
gataatgtgt
agatttctte
aaccccecetga
aagtttgaat

gggtcecgeeg
tctggaacct

actccteget
tccececgaac
gtgtcecgatg
ctaggctggce
gcggggagcg
ctggcagcga
ctggagcecgg
gcttegecagg
gcttetcect
cggagtatge
cectgeccag
tccttaggat
gagagtaact
ccctaaatct
tatttcgaat
ttggagaaga
aaaatcaatg
ggggattgat
tttcaaattce
tacaaatcgg’
acggagaagt
tttaatgtaa
ccggeteggg
gggtcccgga
gccgetgece
gectegecece
ctttgaggct
aagcaattcc
atattaacta
aaagaaaagt
gtaatgtgte
ccattctgat
gegtttetgg
agcagcattt
gcctggaaaa
ctgtaggagce
tgacaggggg
cggtaaatat
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tacagcttca
tctaaatctt
gatgactcca
cgccatggge
gagtcagetg
aggtgcatce
ggagcaacta
gcttcagtat
tattcgagat
aggaaataca
tttatgagaa
ctaaggaagg
gacataaaga
ctcacccecttt
ttgattaaaa
agggaacagce
taagaacagc
tcectgtgget
ttctcecatg
ctcattttaa
attttgtagt
taggcaaatc
agatgtgatg

gaaggtaatc
ttgtaatgaa
aggtggtcga
gtaaattcag
tatgtaataa
acattgettt
gttttggttt
gtttttaact
aaagtagtgg
ttggtatggt
atgtctgggg
ttteccatgt
aaaagaatgg
ctctgaataa
ttaaacagte
ttatttttgt
ctcecacagtt
agcaccaggyg
gataaactgt
aaagactaag
tttatttgag
agccccagaa
ttacaaagca
acatttccag
ctggagacca
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tteggttggt
aatccttget
gacaccaaac
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gattgtagac
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aaatgcattg
gccgccatceca
cacagggagce
cgtctecgta
tggaaagatg
gatacgttct
tttttttgtt
taacacttca
gctetttttt
gttctgecaat
ttaccattce
aattttttece
ctggatgata
atacagacct
cattcaataa
aggtaaacaa
tgcgtttggg
gtggaattgt
aggtaatgga
ctaaagcgat
aatcatgtgt
acaggagctg
taagctgttg
aggettctga
gcttgctaaa
ggtggattta
ggatcagtga
gtectttectt
ttecgggegac
ctgcagtaat
cctaataaaa
aaaatactta
ggteccteccta
caggtcactt
gtagagcctt
ccatagaact
tttttaaggg
ggatagcaaa
tataaagcca
taaaccgttg
atactagccg
aaacaaagtg
atagttaata
gcagagtata

aagtttcaca
gtaattagat
atgcagcagce
actactttaa
tectgegtge

ggtagagttg

ttttttttaa
gtagaacatt
aaaaaaaaat
gcattacact
ctgtgcatca
ctatataata
tccagataac
gtcagagatt
catatataag
atgcacatte
ttaatcttgt
tagtgecttte
ctgtegttgt
acctcacaac
ctagggactg
gaggttaaga
acgctggtte
cttaagctaa
aactatgtgt
tattaaaacc
gataattgce
cctctgaaat
gttttagagt

gcgtcatagg

aaatttttag
attgcaaatt
tcagecctaat
aatatacatce
aaagaggagt
ataagcttet
gggaattaga
tgggacatgt
aagaatacaa
acatgcctec
tgtgaactet
aaagggtctg
aggggattac
aagaaactga

Fig. 63B
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tcagtteccta
ttgtttecatt
tgtttggata
tcacattgte
tgaaacagta
ggtecegttgt
ttcagcagag
ttecttccaag
taattttact
gactttgaaa
catactagtt
ctggattcct
gtataataca
gataaaataa
ccagcctgee
agcactgatt
cggttttaat
acatccacat
tctgecaggac
atgcettggta
cacatcttaa
tgatttgecta
tgcecgacgea
agtgtgtgga
ttgaatggtt
tettgtetgt
ttcagatgga
cttccaggta
gcgttcacct
aatgggagtg
gaaagatatt
agacaaatag
ctetgectge
tacatagatt
gctcaactgt
agtcaggaat
aggaggctgg
tcecgaacage
agacataagc
cctgtttaac
gaagatttct
acacaatttg
aactcagact
tccecttttga

tgaactgtgg
cagaggtcag
cagggtccag
ggctcteeeg
gctgeccetgt
agccattttg
aacagtaatg
agggagattt
ttaatgtgag
atttcgagta
agttaacata
gatactaatt
tgggcttcac
actacaatgg
tteccattgtg
gaatagcccc
atagagagaa
tcctcacatt
aactgagcca
gcettetttt
cctcaacagt
agcacctggt
aagacatgca
caggtgaatt
cctccagaca
aaacttactg
cattgcaact
gcteccegaga
aatgggaaac
gcaggggaaa
tctttaacgt
aagtgctcett
ctttgctget
tgcttatgag
ttaaaatatt
tagctettte
gggaggaata
ttggaaaaac
aattcagcce
ttgtttaatt
ttagtaatce
cttttatttt
aggtctttac
ttgaagtata
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tatttatgge
tcagaaacag
taaccttcecat
agagataagg
getttecatg
cagtggectct
agtccaaagce
gcaagggaaa
ggaagaaaaa
cgagtaagta
accactgetg
tttatgtatt
gttgecatcca
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tagcagcagt
ataatgtggt
gcaacatata
aggcccttge
attaggaagt
gctcagttet
tttttataga
gggagatttt
cacttcgegg
cagagaccag
atttcagecca
acaggacaca
accctggaaa
tcaaatgagt
tcgtaaatgt
ttacaggatt
tgtgctgttg
gtttttgect
attgggttcece
gattgcccee
aagacattga
tggtgtgttt
ttttaaagag
cattaaatga
ctgacttgag
ttctatggga
agtattgecat
aatgcagcag
accccectgat
tgctaatgge
gtccagcaag
aggcaaatga
ggttaaagtg
ccaacattta
aaggaggatc
cécattgaat
agattattaa
attectgtgge
gctecattaa
gtggacagta
agcgttcaaa
ttctgecata
attataatta
attttaatta

aatctgattg
aaatccatgc
gattagcttg
ctecaggetg
atgaaagctc
tgctcattgg
ttgagattgg
cctttttaac
tegttgectt
aggggatagg
tettttcaga
ttgtecectcet
aaaagataaa
agtaatccaa
gagtcttaaa
ataaaaatgt
agtecttcccg
tccatacttt
atgcagagtg
tatttggcat
aaatgccaaa
tacaaagggg
cagcataggg
gcaatattat
catctgtttg
attactgtag
ataggectggce
tctgtattaa
ttacaggctg
ccattcaact
cttgctgect
caaaagaaaa
attaaagcaa
gcetttgtagt
tagcaaacca
gccaggegaa
catattttce
tggtaagcac
acaagttgtt
gtggagtatt
ctactctgtg
cttaatttat
tttatttata
cagtttttgt
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tatggcaata
agttcataag
atgttagaaa
ttgggcatta
tacttgtggt
tggtggataa
ggctgattaa
tecctggecta
aatctatttg
tagggctggg
ccecagetecee
ccctecageca
atacaatttt
tatgccaaaa
ctttgagttg
tagtgetgee
ccetetetee
ccatttcagc
acatccgcaa
tacaggaaag
ggctgcaaac
aattcagtgc
cccttctaga
aatttagacc
gggctgtaga
ccattactat
catatccagt
cagatccatt
ctcacatcca
aaagtatttg
ccttecagett
agctgaattg
tcattcaaga
ctacctgtga
gtgaaaagag
cctatttetg
tttcatgtat
atacttgcetg
tctgcecetta
aatagtgtge
gtgggcatac
ttatattatt
ttactaattt
atctgectte

aaaccaccat
atgtaaaggc
tgacacgtct
tgtgagaacc
ctgggatgge
tatggcaaag
aacttcagat
acagcagcag
ggcttcagge
gttatctgaa
teteecegetg
cagagctectt
taaaagggga
gcagtgggct
aatggggcag
cagccttaaa
tgaacaacct
cattaaacaa
tcgggtcaag
tctecacact
accctgtgte
tgtttttttg
ctcttggatt
catttcactg
tacattgcecc
gtagctttca
gectgttact
tcatttgtcet
agcaccttge
cttgttaaca
ttcaaacgca
ccectggecte
aagccctgcee
gaagatattt
taggtgacca
ttattccage
aaattcaaat
atttcaaata
gtaattctct
tctttteatt
atttagagcg
atttttattt
attttctcaa
ccatacttgce
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tacccacgte
atcaccccag
ttgtetttga
agtggggtgg
ccctgegggg
tgtttctcaa
tttccacace
tctcatgagt
tgcagaagaa
attttagatt
aaaatggatc
tctctctett
cagcactttg
atgcaagecct
cagtccctac
ccgaatttgt
tggatgagac
ccagaatcce
tgattecctga
cgctggcaac
ggaaaacaac
ttgttggggg
aagcaactat
gtaccctega
tttagagtta
tggaggggte
ctectaagcaa
cagtatttca
ttctctgeat
ttcagctace
catggatagg
agttaaggge
ttagetgggt
tagggacaat
tgtatttaaa
gttattaata
tgcatacaag
cttaaacttc
gactttctge
ctectetget
ttcagctgtg
agagagtact
ggcagtattg
gacgttgttt

cccattgeca
aataattatg
ggaaagccaa
gtgcagctcc
cacctaacct
ttgatctctt
tttacctggg
gagtggggca
gttagaaagt
taaaaaaaaa
attattataa
tatgacctag
tacttagatg
tcaccactct
ttctatccecag
gctgatggea
ctgagacgat
ctgecagggcet
ggtctggggt
tgctgeectea
tcaacattaa
agcatcaggg
taagtgttag
gatttaaagt
ggtgettggt
cggadacagc
agtcacagta
gccaagggea
ccggecattg
tgttcacgtg
tgaggcaatt
acatgecttta
agctttagga
aacataatag
gagctaagct
aaagtcagtt
gaaaaaatta
ttgatgttaa
tacatgaaac
‘ttcetgettt
caactgtgga
gtgagcagtt
cattttttac
tattaacage
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ctgeggectt
agtgctacce
tgatgettta
ttattgtctg
gtgtgcatag
ccagcctagg
cttaccatgg
aggcaaatcc
gtcatctttt
gcaagttcte
tggactgtce
atcaagagtg
tacttagaaa
acctgtecta
cattggcate
gtttaccctg
gggactgete
tgagaaaaca
ggggcttgaa
gggccatget
agctgtttgg
atctaaccat
gcctgttact
ctaagtccectg
gcaaggtggg
ctagggagga
gacagctgaa
gcgtgtgtet
ctcaagacag
agaattatca
cagtttegea
gagtttgget
gcagtagcct
tgctgaataa
ccgtgattgg
gaatatgtac
aaatactctg
tttattttgt
accctttgta
tggtgettte
ctgagaggag
gggttgttga
attgatatta
attttgtgta

atccatgttt
agacttttga
gcatttttgg
cctattctac
caaagaattt
gttatagectg
ccctaaaaca
tgttccagac
acttatctac
gtaggecttg
agtaaagttc
atctetttaa
gaaccatata
aaagtcaggg
cagtaagtat
ttttaactgt

agaggtccet

ggggtttctg
gatggacatg
gagaacccte
ggatctctga
tgatggtgga
cggctctaac
tagagagaag
gacacagaag
ggagcttgag
étaaagaaaa
atcacgtcca
atcecctcaca
gtacctactg
gagacagtag
atgtgagtce
tagtgtctct
aagagtaaca
cacaatgaac
tgtgtgecctg
ttaataaaga
ttacctgeeca
attcttttgt
taataacact
gctctttgaa
atgaatacat
catgatattt
tagcactcac
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tctgtgtaca
aaccactaga
caggggtgga
tgttgtteccce
ccgaccttca
atgaattata
tttgccecaga
cagctgagaa
cagaactata
aatcccececce
atgatttcte
gtettttett
cacggtacgt
acacaccttc
tagtggaatg
cateccttetg
ggctecttgaa
ggccccacce
tttaacaage
gccctacaca
agaaatctgt
gtatttgttg
aatacaaggce
cccaggtggg

aagggaatgg
tcttgaaata

tagtaagcaa
cctgtgaaca
ggaacagcta
cttttcaaaa
ggcaagtgce
aatcccagtt
cagttgtcece
aaattttggt
caatcaatca
gccgtggtte
ctatagcata
aacttctact
cctattaaat
tttaaccctg
ttecattttgt
taattcaace
agaaaactgc
tatgtgecag

ccactctegt
gtcaacatgt
tgtgtgttta
aatccacatt
gagccagaag
atcecttgete
atcagaattg
tgtacctagce
ttegaggtac
ttgetatggg
ctagacatgt
cataatccca
catgattgat
ttecatttecat
gacagacaac
ctactagaca
ctttagggeca
ccagagttce
tceccaggtga
aacctttectg
agtccttgee
ttaattcage
agagtgacct
agcaagcaca
catttgecte
ctgtgggcat
gccaaagaaa
cgteccagga
agccactgat
tgagtatgat
actgtagttt
tagccattta
atctctataa
caacatttaa
aacaccagtt
aatttgeccett
atactttcac
cattccttat
taagttctct
gactttctca
atattctagt
tggagggatg
ttaactggtg
ctgctattct
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aactgecctga
tatatccata
catattgaac
atcttctgee
gcatgcattt
tttaattctg
ttaaatggaa
ggttatacce
ttacaataca
taaaaattgt
gagatccatt
tttagagtct
teccagettgt
gggattctgg
tgcaagtttg
tctettgact
cctggagace
gaactcagag
tctecagtage
ttggtcaagg
caaagttaca
gtatggaagt
ggectgttttg
caaagccctg
tgaccctect
tgcacacage
tcttatagea
attctttaat
gtcagaggga
agecccctege
ggtgaatcat
gaaggaaagg
tagtattgtt
aggcattcce
aatgagcaaa
ctttgaattt
aggagttcca
aggtgcacac
tgaaatcctc
tttgtgagat
caaatctcceca
cgtgtgtggt
aggtggttga
aagacaacaa

caaatactce
ataccaacgg
taataagtgg
tectgettat
gcttaaagca
tcattatcca
cctttgaate
aatggaaaca
taatagtcat
aacatttgat
tggtgagatg
agtcacaatt
cagagctgag
cttettgeceg

gagccatttg

ccaagtggtg
atgcageccge
tccecageac
tgecttgtttg
taattccagg
gtggagcget
caggaaccca
tagecctgett
agacgtgcag
ctgaagccceca
ettgtaaact
aaagagaact
tacacagcca
gggtecccatg
tgggctgttg
ttttgtcaat
gatgggcaga
atgecttgtca
tgtatgactt
tggatttgaa
ctttectetat
ccttecttta
aaattacagt
cttttagtaa
cacccecett
cattttttet
ttettttttg
gttttgtett
tgatatttgg
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tgaaaccttce
ggagactgtg
atttaaacce
gctgttgecat
gtgcatacat
ttttgattta
tttgatataa
gaataatgat
gcatatattg
tgttecttgt
ctgagtgtgt
aaatgccatt
aagactcaaa
gtggattcat
ttgaaggaag
cceettggtt
cggccagagg
atcctectte
aatcacttat
ctgaatgtgg
gtttctattt
gtctgatttt
tgtttttett
gaaaatgtct
ggaaggaggt
gtgttactgg
tggagagttt
cctattgage
gtaaacgaga
gcecccaccaa
aggcaaaatt
gggttaaaac
ctgtagetga
acgtgagect
cactcatatc
gtaaaccatt
tagactecttg
tgggaaagaa
tggagctgge
ctcacttgece
tatctagcta
tttttttggt
taatttecatg
ggatcacaca

atggtaacca
gccaaattgg
agctagtctg
ggagtagtct
gatggatcaa
tagtcacttt
taaggttatg
cagcccecattt

agtagtattc

tgggagaaaa
gtcaagctaa
ttattttgga
tcaagtccag
tcagtacagce
ccaggeggtg
tgcattttca
tcteccaacaa
ctcecteettg
agtatttaac
tgactaagca
tectaaggta
gcttectttt
ccttttette
cctgtecatac
atctgtgaag
gctgattata
tatctcatct
accctattta
cagactcaat
aagggaaagg
ctttgtagtt
aaaagatatg
attccattte
ttecatctecg
taaaacaaga
tttetttetg
ctgaaagcat
gcctgecagtg
gtgatcaage
cactgtacat
caaaattcat
aaataaagac
acagagattt
cttaaagtta
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tatgagggaa
ttaattaact
gggccagggt
ttatcatata
aaagtttgtg
cttatgatgg
tcaaatcttg
aaaggatgac
ctttggtaac
ggaggtcaga
ggagatagta
ttttgggate
gcttatttct
ccatetgget
aatattggtg
ccatgecttag
ccaaatctte
tccaattact
ttctagggtyg
ggaaataaat
cacagttgtg
gatggtagca
cctaactteca
gcccacagcea
cagecctgett
cttgattgge
tatgececttat
tgcaaggtac
cctggaggag
tttcatttta
aaaaaaaaat
ctctecectaa
tttgagtttt
cgatttttee
gagaaccagce
gtgcctcace
ggtttggaac
catcttgtcet
cagcaggatg
agcatcccag
aggctgattt
ctgcattttt
aactagtcte
gatttctaga

gcacttttaa
tagccaaagt
ccctetttta
actaaattaa
gtataattgg
tcgtgtagtt
ggtataataa
tggagagtta
atttteettt
tttttgaggg
tgacatcttt
cgtgeccagcet
acagcaaact
tttgatgtte
gtectggggt
catctgetta
atgcctttta
ttecatgcagt
tttttgggtt
gggtegtcet
ggggcgatcc
gtacagacct
cgggctgtgg
gacctagcce
gtaaagcaat
aaggtgaate
taatttgtte
ctggtcegggg
caggaatgge
ataatacatg
atgatggtag
ctctagattg
ttcaatgcca
cattcéggta
tggaaatgcc
tataaataac
aagaccgtac
ctgaaggtta
aaatttggca
ccttactcett
ttttggggtyg
attttgatat
aacttttgaa
tgattaatac
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caaagtagat
tgacagtgaa
gaaaaaaaaa
gacttcagec
aaggagtcag
gactcatatg
cacagcatca
gccctetage
agtttaatta
gaagagttge
ttcteatett
acceccaccec
tagcetgete
tatttgtttt
acacatatac
ttggaggttt
actttttact
cgctacacce
ttaaagtgea
tatttcttat
aaaactctta
attaaatgga
tcacatgctc
cacttcggaa
gcaggcccaa
tgeatecettt
ctcatctgea
aggctttgac
atggggtaaa
ttadatgact
atctttgaaa
tcacttattt
ttaaataggce
tcaaaagttt
gaaagatagce
caaaagcatt
accattcagt
gttgtcteceg
tattttcaac
tgaaatgaaa
tctegecetyg
ccceccacac
cctgttacat
ataaatatta

gattttttag
aatcatggca
aaaagcttaa
agcaggattt
ttttecatteca
ctaattgtag
cacgcagctg
tctgttattg
cttttttteca
taaactggtt
tecttttett
atctagtctt
ttagacccct
aggaaagtgt
atccaaatta
aaagccgctg
ctaagcagta
cagtatttet

aaagggggca
tactgectgt

tgtttgggge
agacatgcaa
atgatgcaga
aggagccttg
agtacatggt
gtecaggaggt
tteggaattg
atttaattaa
ttcgaagtat
tttggtttge
tgtttgtaca
gagtaaacaa
cacaacttca
aagtctgtag
acaaagtttt
gactatttat
agcccaaagt
tgcagtcagc
tgaaattagc
agaaaaataa
cttggcagtt
atttattctg
gagtaacatg
aatatttaaa
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ccteagecat
cagataaaaa
actatgagaa
tgagcattac
attgtgcage
actgacagag
tatcaaatac
cagattcaag
aaggtatgcg
tgtgtgecga
gaaaagattt
tgctectecaga
tttettttee
gaaagaaggg
aagcagaaaa
agaagatagt
gtatctggta
ctgatttcag
gtaaagtget
gtctttegta
attcagagaa
gactgaagat
gteccttettt
gtctttggtg
ggggtgaagg
gactggaaac
cagatgaacc
aaattaaagc
acttgataca
aactgctagg
gttcaatgat
gtttgttact
actaggataa
gcattaaata
tctgaaacta
tgcaaagaaa
ggtctecaggt
aaaataaaca
catctgetta
aataattctt
tgctctagag
ctcacacttg
gcecctgatte
tagatcttta

ttataggtat
ttaaataaat
tactgtecttt
atcacaaata
actgtgggcet
gaaaatggat
aagttgaggt
tttgacaaat
tgatgaagag
tecagttcacce
tgcttgteat
tttataacac
ttgaataaat
gcacctgtga
tgtcaaagcece
ggtgccecteg
acctaattcce
aataagtctg
atccacaaaa
ggccctgect
taccttatta
cctgectgtt
gggagtattc
ttaatgctct
gtcaagggtt
accagccaat
agtttgtact
cttttatgga
gaacactgge
ctgagcctet
taagcataaa
acagettetg
ttttatttat
ttttaaatge
cattaaaaaa
acacagaaag
aaaggcggtg
gaacaacatg
caatgatcat
tgtggagagt
gtagaagagc
caccagcatc
tcaagtgcat
cgtgtgtaat
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gcecttetgt
acttctgtta
gagcacttta
aaaaacaaga
gtgaaattta
tgtgtttaaa
ctttgggcea
aaaactttce
gcacaaatac
gtgtgtttga
tggtgtgaat
tttaatggtt
caggttcatg
aaacacgcaa
tccaatcact
ctggaagttt
gtataaacct
cgtagaaact
aaggaaaaac
ttatttatte
agctgttgea
tatgaagtgt
gtattcccaa
cctageteceg
tgggcettate
tacagcagaa
cgacttetet
aaaagtacét
ttgggaataa
ttgtaaaget
ttgtatatat
tggactcaga
ctgettgtta
ttatttttaa
ataatgtttt
ctaaaaatca
tgtgtgacca
ccatatatta
atacactaat
aatgcgaatt
tttatgtgtg
catgtcagga
gataactgce
attaggtaga

gaatttttta
ttttectgaa
aaataaaatt
ttaacatcaa
atattatttt
taaaaggata
ggaactgggg
tttagactgt
acctcacctt
atttectgtge
tgtacccccec
ccaaattgta
ttgcagacga
ttgttccaac
accttattte
taaggtaatt
gacaccctat
tgttctgatg
attttccaag
attttataac
gcaatctage
gccatcaaat
gtgcacagag
tatagatgtg
cagagcagcg
ctgcagactg
tcttcactgt
gttttccaaa
acctgtgata
gggatttaga
tcectttttt
gatttatgta
gggaattgeca
agtcaattat
aatcttatca
ttctaagtcc
tttgtttatg
ttgatgtgta
ggtataattt
gacttatgaa
ggcctecctee
ctcaccttgt
ataattacac
agtggectctg
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gatcgaatct
gtgtctgtet
agttecetgtt
gcagtcagtt
ggtttcctte
tttegeatgt
tctteteggt
atgtttgtge
tggcegtggg
taaacttcte
atagatcagg
caatacaggt
gaatgaaaat
attaggccceg
ttcattaatt
ctaatttttt
gtgegatcte
ctccgagtaa
atagagacgg
acccgectca
taaggactat
tagagatcca
aagtatccat
aagttcaata
tcatgttaag
ctatatttga
agccactgga
ttcccaggea
tcctgaacct
tagtagagag
cetgtgtggg
cagactttat
aacagcctce
gttacaagat
gaaagtcagt
tttcaaagtce
tagatgtgct
aatataaacc
ggaactcaat
tcatatatat
acacaaatgc
gaagggttge
tcaggcacca
gctcacatgt

gatgcttttt
cgatttgggg
tgtatctttt
actaacatat
cgtggacctyg
attttcagag
taatctacac
taaggtgcegt
tgggagggga
cactgctgge
cgaccactge
cagcagaaaa
cacatgaggt
tgttttaaac
atgetgtgtt
tattttttgg
ggetcactge
ctaggactac
ggttttacca
gcctceccaaa
tttttaaagt
gtttagatta
gtagaagtat
ggtaatccaa
tttggaagcce
ttcaaaggca
gttgecctatt
ggcectecag
ggagattgte
cctgctetga
acatgaatca
taaatgacac
ccecatgtgg
gaacattatc
ttagtaattt
agcataggag
gtgtagtttg
ccatcactte
tgttttccat
tctgectattt
catgtagctg
acatctgage
ctgatgtgtg
gcgtgtettg
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aaatagaagce
tttacctgge
ttgttctgat
taactcatce
tcgegtetet
actacagcag
tctttggeca
gtagtatggt
agcagggagt
ttceccacgga
ctecegtecat
gtccagactt
gacctetgaa
aagcatgtge
ctagtctatt
agacggagte
aacctecegee
aggcgeccge
tcttggeecag
gtgctgggat
ttttacaatt
ctaaatattt
tagagtctag
gagtaaaaac
ctacttgagt
gggcatctat
tccactcagt
tgagaatgeca
ttgatggaaa
cttegeteag
ctcttggtgg
ctctetctaa
tatgggttgt
tgaacacaca
aaacttagce
aagtgtattg
atttgttaat
caaaatagga
taaaaaatga
gcataattgt
gtctgtttet
cgtggtetea
cttggtgtgg
atttcecctta

tttceccacaa
ctagttatct
ctctttatte
ttgtttggaa
caggagagcce
catcaagtgg
accgtgagaa
cagaggaaga
gcaatttcgg
tecctectatt
ttcecaggea
gacatcccaa
ctctaagtgg
tcgtagtgta
aatattaaag
ttgetetgte
tcteggatte
caccatgcce
gcetggtcettg
tataggcgtg
atgactgtga
atgtctaatt
attggtgaaa
agattccaat
gtttccagtt
tgtcttgett
atgcctcact
ccaagccaca
ggaagaggca
ggatggaact
tctttgettt
ccactctetg
aactgtggcg
gaaagaaatc
agttatcatc
ttgaatatta
gtgtectaage
actctgttta
tactattagg
ctggagtcca
tcctcacctt
gatgactgcc
agctagactt
acttcatgge
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catttccaag
gtctgggtgt
tgtgtcaget
actttggcat
accaggtata
ccceccageg
aacttgtaag
aagaagcagg
gttcactaca
acactgggca
ccctgtgaga
cgtgccatgg
ctggtttatg
ggttaaaact
aatattgtgt
acccaggctg
aagcaattct
agctaagtgt
aactcctgac
agccaccacg
agttgaaatg
gagatgatta
aacttgaaaa
atcagatctt
ttttccacat
aggactgatt
cttagagtag
cgccatggece
gccttececct
ggtctggete
ttatttggge
tetgggcgaa
gtttecectet
tgtatttgge
atcataatte
caaaatattt
aatcaaagca
ctgacttgat
aaactcacce
tatgtaatat
ttggttectg
tcggaagaag
tcectggete
ttatctatga

cactgtcate
agaaactggt
aaatattctt
atcecttecat
ttgtcacaca
atttgggttt
aaggcatcag
gaaaatggag
cagctcteca
aagtgcagaa
cccgataatg
tctggtetgt
ttttecagtgt
ttetgttgte
tgcataatga
gagtgcagta
ctgtetecage -
tgtattttta
ctcgtgatce
cctggcaaca
tctaaattat
gacttagcca
agettggett
ttcaccatag
tatattgtgt
cactgggaaa
cttececcatgg
tgggaagcag
cccaggaaga
agttectetct
ttaaaatcag
gtttaacaag
getgtttttg
atccataatg
tttttaacac
agggcataga
acagaattca
tataacatat
cattttettt
taaatgtaaa
gccteetggg
cectettecect
tcecatgtgac
acagcttgat
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18481
18541
18601
18661
18721
18781
18841
18901
18961
15021
19081
19141
19201
19261
19321
19381
19441
19501
19561
19621
19681
19741
19801
19861
19921
19981
20041
20101
20161
20221
20281
20341
20401
20461
20521
20581
20641
20701
20761
20821
20881
20941
21001
21061

ttgggggaaa
actgaaatgt

cttcacctgt
tggggctttg
ttagtggtte
ctgccaatac
cttgetetee
cctcagtgtg
atctgcaaat
tcattcctat
cettgggtgt
actataaatt
acataggtta
gaagtgtgag
ggccaggaga
taatttctte
aaagctgcta
cattgtttta
ctcacgtttt
tagtgagctt
agccteccea
atagattttt
ctggegtgtt
ctgaaaatat
ttctcgaccect
gtcaagagga
ggaaaaaaaa
gcttagtgag
gatgtacagce
ggaaatgggt
gggecttgtaa
tgcaggctac
aggcaggaat
taagacagga
tttgtactta
actgtgtgtg
tgattcagtc
tctacagaga
gtgatttgca
aaatatatca
tgaatgaatg
ctettttggg
ttcttceccaa
tttgtgetge

aaaatgtgtt
gtgcagagaa
tttgtgtgtt
gacagtgctg
tggaggtggce
ttagaacttt
agaaatgcca
tecctgtaccg
agtggtattt
tttttgttca
ttaatactga
cctaatgatce
cttgagttgt
agttccecggg
gctgtagtte
acttaaagtg
aaccactcaa
atgagctcta
gccacagtgt
tgtcacgatt
ccacacttce
aacaaagttg
tgtaaaatga
ggcctcaaac
caccgcatca
gtgacttgca
aatcctcatg
ccaaacttga
ttgggagggg
acatctggtt
tttaggaata
aaaaggagca
tgactcetgg
gaaaaaggaa
ctgeceecggeca
tgttggaggg
tgttacttga
acacattgcc
tttgtcaaaa
ttgttataaa
tcatatatcce

.ggttgtacag

taaagagtgt
ttcataacca
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tcccaatget
agggggettt
aggtccatge
agccaaaagce
tgattgcctt
ttccagagag
gtgtgectgg
actcagtggt
aatttgactt
attaatacat
attagtcaca
agtggtctce
tacactcaca
aggcagagte
aggctctcag
actgtgeget
ggattgggge
gaaacaatta
gttctgaaag
tactttttac
gctttgataa
gacagtacac
attaaaaggc
acagagatcce
gcaccagcaa
tggectggga
aaggaaacag
gacatagggt
gtgtaatgca
tggttaagga
cttecectaa
gattaaggat
tgtttgtaaa
atgtcaggaa
tcttgectga
gctgggggag
gaaactgaat
attcacaagg
gttctagaga
aattcgtttt
ttgctaaagg
taacacattc
gggtttttaa
cactcatgca

ggagttataa
tcetgteatg
gtcatgctga
aagtgctcaa

gcattttaag.

gaagggtcag
gagggcatct
tctgtcttcea
caatttgtat
tatttattga
tgtgggactt
acttttectgt
gtactgttgt
aataatgcag
ctcaactgceca
atggctgttt
cttttgtatt
cttttgaaga
gtgaattaat
aagcgtatct
gcatcecceg
actgaatgaa
tcattaaatg
ccaaagecac
gacctgtege
ggaaacctcece
gatcttggga
gtaatgtggg
ttttettaaa
tcctaatete
tagtagctaa
agaaaaggtt
ccttaaagat
gatgatcaat
ggtttttaac
ataaagaaat
tgtgttttgt
ttgaggggat
attcttcaac
gagttctgtt
agctcagtta
ccaagaaaga
tatgaatcca
cttttcagaa

Fig. 63H
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ttgaatgtgc
ctcattgggc
aatgaagaac
aagcagctgt
tagagaggga
aaactgcatc
tcagaaatcc
gaattcctat
aaatgttagce
gcatctactce
gectgeccte
cactcataat
ttgctgeccat
actacacgta
ctctgtceac
atatatacgc
gatttaatta
gccgaggate
gcttttggaa
aatatgcata
gattgecegte
aactttacat
atttatatga
accgacccect
tgagacggtg
tgtgaatectt
gcattttgaa
agagttttaa
agagctgaat
tgaagectgg
cccttatata
tggagtgtat
gtcctaaaaa
ttaatgttta
ctcagcagcea
tagcctcatc
ccataaagaa
accacagaga
agtacacaca
tcacagaaag
aaaaaaaagg
ggtaacagce
tagtatgatt
aattaatacc

tgcagtcaaa
accagtgtgt
atgggatgta
gtttgtatta
ttgtagaaga
tgcagggete
agtctctect
catgtctgtg
ttctatttgt
tgtgtcagee
agggagctag
gtctggcaca
ggtgctttag
gtgaaaacat
tgagaagcca
ttaaaaagta
aaggaacaat
aaattcttge
tcatcaggaa
ttgaaatgtg
actgaccatt
caaggaaggc
cttacgectt
gcgteccecatg
agtgatgaga
tagttaagca
tgaagaagga
gatttgcaga
gaatggttga
gatgccccca
gtgetgtctg
gagaaaccct
ggtcaaggaa
tggaatttag
catcagaatt
ccaaacatte
gatgaaattg
ggctcccact
tggttgtttt
tttttttgaa’
gaccatcctt
acatacattt
tctgttatgt
attcattage
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21121
21181
21241
21301
21361
21421
21481
21541
21601
21661
21721
21781
21841
21901
21961
22021
22081
22141
22201
22261

ataaatcata
ctttatctct
aagaaagggt
taatgagect
tgttagcact
tccecattaa
aggctttcag
gcttctgaga
gcagggacag
cacaactaat
taataaaaaa
tcttgatgaa
aagtattagt
aaactaaage
aggaagagtt
taaagaaatg
ctgtctttce
aagtaagaga
ggcattgccect
ctttttttte

aactatteccc
tagtgaatta
tggattggaa
gcaggcttgg
tgtagaagga
gaaagatcat
ctataagcat
attaattgga
tagttgtcect
tatttetggt
cccattgttt
acttgtetgt
ggatccactg
tgccaatggt
atggtaaagt
tcagcaggta
tttttetttt
cttttgataa
ggctatcttg
ttatgetttt
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ttggtatggg
tgaccctgta
ggattcagag
ctgcttacga
tgttcattag
tcaggaacat
taaggggata
gcaaatacat
tgcaagtaga
tatcttttac
gatcagtgac
taattaacat
ttcectecaa
taaaaaataa
tacacaaagg
gcctgatceet
aaagcttaat
attaaagtgt
taactgtcat

tttgaaattg
gtcatcatgg
gcgattettt
acgagctgag
gaagttcttg
ggctaccaag
ttgtatcagt
ctcaagggaa
ggacacttca
gcatttgtaa
tgactaatta
caacagcaca
ttgacgaget
caaacatgtg
agtactgaaa
acagcttaga
tccaaaatac
gaatctgaaa
taatactgtt
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ggggtgcect
ctggtgggeg
gttcttagge
atttctaagt
tttcagtttt
aaagaggaaa
agtcttagtt
gaaaaaaaaa
ttttgcaget
gacattgett
tgataagtaa
gggaaactaa
ttctectgtgg
ggagatctga
tattacaagce
gtaaggaaag
attcatccca
atgtgtagtt
aatttttate

atcateccttg
tctcetggtta
tttaatattt
gtgttgttag

tcagagaaac
gggaggaggg
ctaaagattt
gatttatagg
gaatcaatac
ttgttcagtg
tttgaaacat
caggacaaca
catgcccaat
ctcaccacgg
gagggggtgg
tggtttettt
tattgatctg
tgggattatg
aactcaatgg

agakttctac

22321
22381
22441
22501
22561

taggagacaa
aatattataa
aaaatacccce
ttcaagaatt

attggatatt
agtttatatg
tctectcaac
cagccctaac

atttgcccea
gttgataaag
tgtgccaaac
ctctggggte

ctggacaagg
aagtggactc
accaagcaga
cagaccaaga
tagaatttca

actggtacta
taaaactgtt
cagatgcact
tatcaaatte
gaagaacaaa

tacccacaga
ggccagtatg
attaagaagg
accatcaagt
gattattaca

ttatatggtaa

22621
22681
22741
22801
22861
22921
22981
23041
23101
23161
23221
23281
23341
23401
23461
23521
23581
23641
23701
23761

ttgtatcaat
tggaaaaatt
cctgtgetac
cttaatagta
catttttaag
cacccatcca
cttaaggget
taacagtcta
aaaccagatt
atacatatat
tatetgagge
ctactatgtg
aggtgactca
tggtttaaaa
gacttcagtt
ctctaaaact
atgagccgca
ggctggegtg
atcctcccac
caagagctac

gtataatttt
tttttgttte
gtcececcececece
cagtattcat
ttgaaataaa
gaccattggt
tccattcatt
agggattcag
gagaagatgg
cagaagaaaa
ataatttgac
tgacttgtga
cagatctctce
gacagctgtt
ttatactcat
tattagggaa
ttaggtagga
ctttattgtt
cagtggecatg
ctcagecctce
acttcaaagce

attcatttat
cttaaaatta
cctttttttt
taagtataca
tgtattatat
ggattttgat
cactcattea
cagtgaaagg
agctcataaa
agacgaaact
acgctgttte
ggatgtgaag
gtcagcgtca
cgegtecatte
aattaattgg
ctgectatctg
gactcttggt
attttatttt
atcacagcte
aagtagcteg
acagaatgaa

tttatagaaa
ttgtgacaaa
tttcaaagaa
tacccaaaga
gaatatattc
aggtaaatct
tttcgtattt
tggtaaaata
ttecgaaagat
tggtttgett
aagaagagat
tcagectgatg
ttececcaggge
aagcaatgaa
gttgaatttt
ccactggttt
gatcaaactg
tttagagaca
actgtagect
gactacaggce
aacctatttt

Fig. 631

ttaagataag
taatttgatg
aacttcattg
gaaaaaaaaa
agcatctcta
tgtgcattge
attetgtgee
gcatgtttte
ggggatgaca
agtacattac
ggtacgtate
agcacatttg
cccaggtggt
gtetttttte
ccagtggcett
attatttgee
aaactecttge
gggtectagcet
tgaactccag
atgtgccact
taaagccaac

ctatataggt
aaaatctatg
aatttgggac
cactagaatt
ctgacaaaac
cttttetett
agagactgtg
ctcaagaagt
ggtcacatta
tcttttttge
ccttgggtca
gagecccacge
gttaaagtct
ttaatttectt
ggttaccata
ccaaggtgga
atctcaacct
ttgttgececga
ggctcaagtg
gcacccagcet
ttgatacata
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23821
23881
23941
24001
24061
24121
24181
24241
24301
24361
24421
24481
24541
24601
24661
24721
24781
24841
24901
24961
25021
25081
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25261
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25441
25501
25561
25621
25681
25741
25801
25861
©25921
25981
26041
26101
26161
26221
26281
26341

gagtagctta
agtatatact
agatggggtg
caggtaaaat
aagactttat
caggctggag
tgattctect
tttttagtca
tgateccttce
gecttagtaa
tttacaggca
ggtgggagaa
gggcagtgaa
acacccagag
ctaagttcge
tgaaataata
gagcatttaa
tttataatta
ctectteatac
cteccttagag
tcttaataca
ttgggggact
ccagttgaga
tttcagatac
tgatctacaa
tttagaaatt
gaatggattt
acacacacac
agtgtttgaa
cggaaagtat
gacagtaaat
caaatctgag
tattgtgtge
cttgactttt
acatgaacag
cttectaage
aaaacgettt
ccaccttagg
ggacatgatc
ttaaaatata
tgtattttta
tatgcatcct
tatatatgaa

ccaagaatta
tagtaaggag
gccaagtatg
aaatggaaac
ttttttattt
tgecagtggeg
gcctecagect
agacggggtt
gcecttggect
agacttttaa
actgaaactg
agaaggtcegt
cgeatgtece
tctetettet
actgggcgca
tgcaagatat
taattgettt
taatattaat
cacactaaca
ttacgattta
gaattgaggg
gtcataaggg
ctttcageag
ttgggaaaat
gtttcectag
aatattgact
taaaaagtca
acacacacac
gttagtaatt
taaaatttac
aatattagca
tgtctagttg
tggtttettt
ccccagtgag
catttcagaa
ttaatgagaa
tagtattgtc
gctgggcata
ctctgtaaat
gtcatcacac
aacacactaa
cattcattct
tggtcaccga
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gtaacaacaa
taattattat
cagcatagta
tttaagettt
tattttattt
tgatctegge
cccaagtagce
tcaccatgtt
cccaaagtac

‘agtaagactt

atcagatgca
ggtacgggaa
taatgegtgg
tactttagct
agtggaattt
gcaaataatt
ttattaatac
ctacacaata
ggttcattge
ccatgcaaaa
tctcaagttt
ctgggtggag
agttgaaaga
atagaagcca
aaaggaaatg
ttgtattget
ctactttgca
acacacagtc
tttatatcag
atgtatattt
tttgagttca
gtaagecgect
ccatggagag
gagtagtcca
gaattaaacc
agtcaatttt
attgttectgg
caaatgcaat
tctttaaaaa
ttgtgagttt
gtattaacta
tctcatagat
cttaaaatag

caacaagaaa
aaaataaaag
gggaaatctt
tggaagccecta
tatttttgag
tcactgcaac
tgggactaca
ggccaggatce
tgggattcca
tttcagtgaa
tttattaaga
gaggggacac
atgcagecca
tatgacttca
tagtaaacat
gtttaccaac
atgagagatt
acgacatcta
agttactgaa
gcatatggta
gaaactacga
gactcagggce
cttccacgat
atttctcace
ggaaatgcag
tetgecataag
tatcagacaa
aagctctgta
tacatttata
ttaacacttc
gctttaataa
tcagaacgag
gaaaaagaga
gagggactga
aggaacctag
atttectttga
ctaatgatgg
ataggatcac
catttaattt
cagacgtgaa
agtccccetta
ggttatttgt
ttccacttaa

Fig. 63J
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aaaaagagag
cattctgaaa
tgaaaatgta
acaatgtatt
acggagtetce
ctccacctee
ggtgtgecget
atctggatct
ggcgtgagece
agctactgtt
aggttaatgce
actagagatg
cgtccaccga
cgaagaatgc
taagagttta
atctetttge
tgtatttaga
ttattttett
ctactetgge
gcectgggata
gaggctattt
taagaagttt
ggcgtaggca
caccctacag
agaacaaatg
ttccaagaca
atgcacacac
ctggcttttt
aatagtgcta
aaatcgttgg
attctacatg
cagtgttata
cctgatgett
cttgcattgg
agtcctactt
actttaattt
cggtctecte
ttgttagtgt
gatttgtggt
tatgaatttt
ggagatatgt
tttttaactt
atttttecaac

aatgtggtag
tgaaacaggt
aaatagttac
tatattagta
tctetttegt
tgggttcaag
aatttttgta
cttgaccttg
accgcegectg
aggcatgaca
ccctaggtgg
agatgecccta
taatgccgac
tttgcaaatt
acctttagtg
ttaatgtggt
agcagtttaa
tttttggaaa
catcagagct
aatgaatctt
gaatgttget
gccaggaagt
gaggaaggcg
caaagctcat
ttaaaatagt
ccaaaacaat
acacacacac
tgagaaggaa
ggtagcatga
ttcactttga
ggtttaaccc
ataaatatgt
tggaggagtg
ggagtaccct
gctagtectg
atttcectaa

‘cagtttcaag

ggtttcaaat
gttacctget
taatttgaac
ggcaaactga
gtggcaaaat
tttetgatgg
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26401
26461
26521
26581
26641
26701
26761
26821
26881
26941
27001
27061
27121
27181
27241
27301
27361
27421
27481
27541
27601
27661
27721
27781
27841
27901
27961
28021
28081
28141
28201
28261
28321
28381
28441
28501
28561
28621
28681
28741
28801
28861
28921
28981
29041

gtttattgga
atcaagtatc
cttgtttaga
gcataatgag
tctgaagaga
taatttacct
aaataactgt
ctccagttga
tgcagcattt
gtcagecaggt
tggttattct
ctaccaaaat
teccagtgaac
ctccecaattt
catcttgtgg
tgtgagatcc
ccttggcaaa
ggccctcatt
tatgtaaaat
ctaagcaaaa

‘aaagaatcaa

cttetetget
tactgaatge
tatagattte
atttgatgaa
taatccecatt
gaggatttct
tatttctaac
ctgtgecattt
aacagatcaa
ctttgacaag
tgacagcacc
ttattacttc
aggaagtgtg
ggaccccaaa
cacgtttcag
tgttataaaa
tttttgttca
agacagggga
cttgeccagga
aattttagta
ttgegttate
gcgttgttte
ttcccagtgt
tacatttaag

gtattaaatg
aagacatagce
attgactttt
atctcctaat
ccttttettt
aacctctagt
tctgaaattg
tactgggaaa
tctgtgectg
ttggtgtgtce
accttegecat
catgtgagte
agtagctaca
agcttcatat
catagtccgt
accctgtgtt
gtctteetta
ggttcagttg
tggaaagctt
tcacaaaata
agcagaagaa
tttgatttac
actgttettt
ttttagaata
ttatttatgt
tggtgataca
gtttgatacc
ctacagctgt
gggatcttgg
catcttaggt
taacttaacc
tgcttcacag
cacctttgac
aggctccagg
agcttggctg
taatgctgceca
gctcttttgt
tggaattgcc
ggagtcttca
ctttttctca
gcatcctaat
actgaggcta
tgttatttcet
gtgtcagtga
gattaaagtce

96/113

tattttcaat
cccacctaag
tcaagtgacc
cttcaagtaa
attatgttca
tattttatta
cctattttca
gccttettgt
gtttagttte
gaccctttge
aaaaccttge
agagatggat
gcagagctgt
ggcttttgca
aagtcatctt
gttcatggca
aggaacactg
tctatagett
cacaaacagce
aagtaaaatg
cttcagagtc
ttatttetgg
agcaagatag
tagaataatg
acgataaatg
gcaacatcag
ttgtgcataa
catctttgta
gggatacagc
tgagagtctg
cctgtetgee
ggttgatggg
accaaataca
ctggaggcag
atttgaagtce
taacttaatt
ccttgagett
caagcttgtt
gatacatata
gtteccctgtt
gtggtataaa
gctgggaaag
gaacatcatg
gactcctgat
tcagettetg

ttaatgatat
tcatggagca
tatttcagta
tgcaaagatg
gatctttaat
ttgtctttaa
agggaagctg
gttcgtagee
ttttcagagg
aacagctgtce
aaaataaccc
gaaaaatgaa
tagacaaaga
ttattttget
teccgaaggac
tcctettgga
aacaagtctg
tttatttttt
tttgctattt
cttccacaaa
tgttgecttat
ggtgtaggtt
ttacaggage
tgtgggetgt
tagcaaaagc
cctgtecattt
tggctgegtt
ataggatatt
accaccacca
gggtctggaa
tcagtctcett
aatccagatg
tataactaag
acctgtgtte
catccataaa
ataagatctt
cctttaccaa
agcagatcct
atcatttttc
acacaatgaa

tcgtetteca

tagatcagce
tgaactcctt
tgaatttaat
cttaacttga

Fig. 63K
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tttcagctta
tctgtatatg
attagceccetg
gagatattat
tgccttaaaa
agtttttttt
tgtctﬁégac
tttatcecgta
cgacacccag
cttacgaagg
acaaagaggt
tgccattgtg
aaaccgtatt
gcaaatccat
tgtttgatta

.ggecteccte

gagaagctge
attttttttt
tttagacatg
tataatgaaa
gttaagcata
tggcaagtag
tttcaaatgt
ataaagcgat
cacatttcca
gggtecctetg
caagcattta
catcagaatc
ccctececeect
gacccgagtt
catctgtaaa
tggtgggata
agttaacttt
ggctgcaagce
atggaactcc
ctctetttgt
gaaacatgca
ttgtaagacc
ccaatttcca
aatagtgtct
gagaagaaaa
cattagtctg
ttetgggtgt
atgaataaag
gattgcactg

ccttgtgett
ggtttttatt
ggecctgattt
ggccatgtgg
atagagtagc
aatgttcatg
ttactaaatg
gagttttett
agctgaatga
ttetgtggge
tttegtcaca
ttcatacttt
aatgaagcge
agctaagaca
aaggttgtte
actctccecatg
catttcttag
taataaagag
tactccactt
caatattctt
tatttgtttt
tactgaaacg
cctettaaca
tatgtgettt
tcattaaatg
attgaggggt
aactcatttt
ttgccagaga
gtccaagaga
cctgagtgece
gtggggataa
tagaaaatge
ggagcagggyg
tggagaggat
agagagttta
cttetttecag
tttatgtate
caaaagagac
tgttaccage
ctttattgat
tgtgtcaggg
ataattcgaa
attaaaggtt
ataaattctt
agaaactcct
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29101
29161
29221
29281
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29521
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29761
29821
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30061
30121
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31321
31381
31441
31501
31561
31621
31681
31741

ggctcteggg
aagaagaaaa
atcatgacag
aaaatgtatc
tataaataat
cttaataacc
aaaatagcca
cttaagagtc
gggaagtgtt
tagagcaatt
cagttggcca
gegttgttag
agtaaagata
cacatgttge
gcttgtatceca
ttgcaatcat
ggccattggg
tttttagaca
gttagcaagt
aaaaatctct
acaagtgcag
cctcaagctg
tttgcaagtg
ggggatgaag
atagaacatg
ccttattggg
tgtgatgtcc
ttgttatatt
agagatgaac
ctgggtcatt
gatgtgecace
gtatcttgge
attatgtget
ttagatatta
tacagctaat
ttctttaaaa
aaaacacaat
tttttttttt
agtggcagtg
actgcaactg
agctaatgac
gtacggccca
gactctccac
aaggctggct
tatattaagt

tatagcggag
agctgetgtg
caagaattat
ttggtatctt
tggacaatgce
tttaaacatt
agatgcacag
acatttgttce
gtggccttca
tttatcactg
tcaaatgtca
tttacaacag
gtatgtatge
atacatagca
gacattttgg
ctgececcaa
aaaaggtggt
tactcttaat
actttaagcc
caaacataca
cagttttgtt
gagtgtaatt
gttttttgea
gtattectttt
tccectggac
gttactactg
atctaagctg
ctaaactgte
tctgecteeg
aatatcattg
ctceccacca
aaggatattt
ggaaataatt
tcactatcce
atagacaata
atgtgagctg
tcctetatet
caagacatgg
ggctggacaa
cttgcaaaca
ttccacetgg

tgttccacag

attggccact
cttctatgtg
ttttectgaat
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tcacgacctg
gacggagact
ttaggaattg
tagcacctta
tagagaccta
catcaggaag
accagacaag
ctgaagtttc
catactcttg
tgagaaagct
gaaacaaaac
tgccteectgg
atacataaca
acagcagaga
tactgacgct
agttgaacta
tatagtggca
tccatttttt
cctcaataga
agtagaggtg
ggctggetgg
gatctcatta
ttggtgaagt
attggcacaa
ggaataaggt
gtctctagat
tgtgtgtcca
agcagacatt
atggatgttt
catgcaatta
tgaacttttt
taatgattga
cactcaaaca
ttcectggga
gggaattatg
agtcattget
tagtagattt
ggttttattg
gatatccaca
gcatgtagtt
caacctteat
gatgggccga
cccggattece
aagttactta
tactgtggeca

gggatgtctg
ctgttcacat
ctcagaataa
tttatggett
gtacaagaat
ataaaacttt
caaatactac
aaaatctcgg
tctcactttg
gaaacttagt
tcagtccagg
gtccaaacat
catatgtaga
agctcatgaa
ttgtcatata
agaaaatcct
atttgttage
caataaatct
aagttgctac
gtatgagact
ctgcatagaa
cagaggagcc
agcccatttt
acgcgggaaa
tcatgtgtag
ggtcaaagca
tgagagtgac
aattcggtceg
tccacttcag
gtgacagtag
actctgacce
gactgtcaga
cctgettete
agtttcattt
ttttatettt
attgcagtgg
tggcccatat
ggggcttata
tggcectgtg
catctatage
ttaatccaga
gggctcagcet
ctagctcagg
ttcttttace
ataagaaacg

Fig. 63L
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tcccatatgg
taaatgacat
aactgccttce
tttaaaggtt
gaaagaggac
aaagcaaaat
tttaacttat
gctgagtgtt
aagtctagaa
gtgagtagct
gccgetggac
ctaagtgcac
gacagcagag
ctataaagga
ttgtgtaaca
acagggtact
tcttatgaat
atactatttt
atcatatagt
tcaaattccc

ggactgatgg
aggctgggtg
gttgttectg
ttgctctgga
ggcaaattta
aacaacatgt
gcattttete
ctggtgaagt
tgccactegt
aaagagctag
tttceccaget
atcttcagag
catggttcag
ttaaaaatct
agaactctta
tcatctggce
taagcatatc
tacaaggaaa
gcagtgaget
attttcactt
acttaggacc
gttcctcata
acacatattc
attgactctc
gtcccttaaa

ctetgtgtgt
cacctaagcc
attatttcat
cactgggatt
aggcttettt
aaaacacatg
ttgtatagtt
tgatcactta
acacaggtct
tagtacaatt
ccttaggeceg
atgtagcaat
tatacgtaca
tggactgtat
tataaccagce
aggaaaggaa
tttettttte
gtgtttttat
gattaaaaat
ttagccaagt
attggcagac
acagttgtge
atgttaaaca
ttcttagagg
gataggggca
ccatctaage
ctctgcagfg
cccaccegect
ctcgecaatta
agggttgtgg
agacctttte
caggcactgg
aatattttca
gatgcttaag
cattattett
gcctattttt
aagaatgact
gagagagtecc
gggcaggaaa
aacaccaccc
tcgagtecect
gacaaggaat
aggtgtgtct
atgttececac
ttatactaga
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agaaaagctt
actgagagat
aaagtgatgt
aatagtttga
tctctagecaa
gtactgtctg
tttettgate
acacatgtge
gccagtaget
attgctattt
tagaatttct
tagattgacc
agttctgtat
tcaaaacctt
tccatgttta
gaatatttga
ttgataacat
actcaatttt
agtgttgecat
ctgctttaag
tatcatattg
ttatacagtg
gagaaccatc
tttcettettg
tttgggagge
ctgtgaaacc
tgtagtccca
cttgtggtga
tctcaaaaaa
catttagggg
gatgaagtgce
gaataatgag
cagtgaaaaa
cttttggcaa
aacagtcatt
tctaagttag
agtttcagaa
aaatagataa
ttcttatttt
tgtggtagaa
gtcacggett
caagataaca
ggaagactcg
gaatagttcc
catgagagta

tttttttgtt
tccacctgea
ttttcctecaa
ggggaaataa
aacaaacaaa
gtctttctca
tataccccct
acctgccatce
ttccaggtct
gacattcata
cctgttetag
ttcteectea
cctggtatce
ttaagtgcac
acactcttet
aattaaagaa
cttcagtecat
agaatctact
agaaaagtca
ttttcaaaac
aacgatattt
ttttagectgt
tcatcaagta
aaaataaatt
cgaggcgggce
ccegtetectac
gctactcggg
gccaagatca
aaaaaaaagd
aaagtatacc
tatgtgattt
gcceteggaa
cacataaaag
attaaataga
tatttttggce
catcttaaaa
attgaattct
atcttagett
tcaacttacc
gaaaacagta
tgctttecat
gtcttcecgat
cctaagaagt
catagatatt
acttgtgtcc
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ttgtttttta
taaatcgtca
cagaatttat
aataaacaac
caaaaaagte
gaaaagcgtce
atgtgtacat
actttetget
gtatagtcaa
cggtttttaa
atgtggtgtt
gtgtccaage
tttectettec
atacaaacaa
ttctgagete
ataaaactgt
atttcaatgce
ttttccaaat
ctgaagctaa
acaaccatag
tcacgggtga
ggcteccctge
gagggcttgt
ctgggccggg
ggatcacgag
taaaaataca
aggctgagge
caccactgca
aaaataaatt
ataaaacttg
gaagtaatgc
agtcatgatt
gaagaagtta
tgtttetgtt
attcagtgaa
gataactgtg
tgtttctaga
cctaggttgt
ttattetttt
atacagtttg
gttgttactg
cttcagaagt
ccaaattage
gacagagaat
agtgcagectg

ttttgaaatt
taacttttaa
taaaaatcaa
tccataaata
gggggttggg
agtgtacate
gtgcttgcac
ctteegtett
agatacctat
tggttaaaag
tattgcttta
ctcgecatage
caagtagaag
aatcaactta
tgggtagaat
accattttet
tggcaaagag
tattetgttt
gccagttatt
caatgtggta
aaaactcaca
atgcaaaata
tttgtttaaa
cgeggtgget
gtcaggagat
aaaaatgagc
aggagaatgg
ctccageetg
cttetgtatt

ctctaagata

tgaatttttt
atatttctea
gaaaaaaaaa
tcagaagatt
cactatcatt
aaactcaagg
gtacatagtt
atattcacac
tgtttttttg
gtttgttgtt
gattatgctt
ctgtatcaag
aaggctagca
gttcataaaa
tatgtaaggg
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atgttaaatt
cagtaagatc
gacaccaagc
atcttatgtt
ggaggtgcag
actgagectg
gcacacacat
ttcactettg
ggccetgaat
getttatgeg
ttttgtgact
atgatggcac
caattaagta
ccaaactget
gtcctattat
ttaagagcat
gaggggagtt
agtgcagaaa
acttcttaat
ttaattcaag
catcctacat
agagttaatc
ttaactttge
cacgecctgta
cgagaccaaa
cgggtgtggt
cgtgaacctg
ggtgacagag
tttetttett
aggcaaattt
aaatatatta
tttttcteat
tgaatgaaat
ttattaatta
tccatgttta
cattcaacta
tgaattgatg
taattatttt
acactcagat
gtgtttgtgt
tttttaattc
cttaaggaaa
tgtgaggaca
tgctacttgt
caacgttttt

ttttttetta
ttagacttag
tgttccaaac
gttaaacatg
tttattgcca
gacggtatgt
gtagacacgce
agtgtctgta
gtcttecactg
aaagctgtga
ttteteteag
ctgtaaactc
atatatgtca
tcaaagttgt
tgttcatcat
ccatttgtac
ctaaactgtg
actaattaat
gcatgattta
tgattcttce
cactgatagt
aaatgtcagt
taagtataaa
atcctagcecac
ctggctaaca
ggegggcetcee
ggaggcagag
cgagactccg
caagtgaggc
ggtattatag
aactaaacaa
tttaaagcca
tettttttte
actttaaaga
gaacttttct
cattaatttg
tcagggtgtt
tttatcagece
ttgatagccc
ttattttaaa
ttcagtttge
ctgatgtgta
tgctggaaaa
tttgtggtta
attctgacga
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ctetgtggtt
agttgataca
acaaatacgce
tgcttcatte
ceccgttteac
tgtccatctg
gctggagett
gagtactact
ttccagtctg
atactcttce
cagatggcag
gaactttttt
gtagtgactt
acaggctgta
tttctggtaa
atctgggcce
tgtgatttca
agatacaaag
taaaaattce
tggaaataga
ctaagcettt
gttttattte
tttagctgtg
gtgatgagga
atcaagtata
ctggagtttc
tcatttctaa
ccctttataa
tatcttccag
gaatatagca
gcaagcacac
catctgtaga
cttetttitt
ttcttatgea
ttccaattga
ggtaaaccta
attaaaagaa
aagtcatcag
ctctactgtg
aatctttgac
tctttetgtg
tttagcaaca
agtttgagtg
gattccacct
cctttecactt

ttcatgacce
aatacttgct
tacattttta
tttcecataag
atctetgtge
attagcacac
agcctcctgg
tcetetteet
ctttacagtt
cagtgactaa
ctgtgtggtt
gctgagcagt
ctatatactt
aaatgcccat
tttttaaatt
taaaagctta
tttatgtage
aaaaactaag
cagtacattce
ttttttttee
cagagcttct
agagttcget
tcactgttca
tgtagcaggg
aaatagactg
agttagtacc
ctcatggcaa
gcaaccaagt
taccetttge
gaaaaactgt
tceccceaaac
tttttectte
aaaccaagaa
acacagcctt
attttaatac
gggagctceg
aaaaaaatca
cagtttctce
cctgttttte
tgtcttttece
cactgccctt
aaaagtcagt
cacttttgeg
gaatgaagta
ctttetatat

99/113

tggatgetta
tccaagtgte
aataatttga
aactgtgata
cagtgagacc
tgttagcaat
gagcagagcyg
ggggatgggc
actcactggt

-gaactgcaga

tcagatgtge
aatctctacc
actacatgca
gtatctttat
tgtaaagtct
gttataacaa
aatactatga
tataatgaac
aaatgaacaa
caagcattag
tggtgactat
gccaggaagg
aggagggggyg
gagaagaaag
aagtcatttt
agtgtactaa
aaatctttece
atttgggatg
aagtcacagg
ctgcattcag
aagcaatagc
ttcaactcta
ataaaaaagt
cctectactg
tctagagatt
cacaaaagca
aataatgtge
ctetgeagac
tcttgetgat
ccctcaagat
cagatctecat
tacttacttt
tgtaggttca
aaccaaacat
gcagacatat

tcatgtctct
catctgcect
aataccctca
ccattattct
catatatcgg
gtggtggact
gtgaacatca
taaaaagcac
tctetttttt
taagtatagg
tgcagaactt
cactggaaat
gttagaccce
taagcctatt
atttttttee
tgttattttt
ttgtggctge
taacaattta
tgaaaataat
caatttcttg
tgcaggagaa
aggtataatt
tttggaacct
gtgattttca
gaattacgtt
ctgggttaaa
tggtggaacg
ttattttgat
ttgacttaaa
actgttecage
ctgtggettce
agacttgaat
tttcactctt
tcttatagte
ttacatttgt
ttgatattca
acctettgtg
gcagttctca
actcatttaa
taaaataaat
tttgtcattt
gagtaagtaa
tttatgtgcet
tttaaactat
cctaattttt
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ctgttggact
ctectceceate
atagtattta
gtaggatttt
tgcaaatcca
aaacacagcce
gatgaagaca
agccagaaat
ttcctactca
tgcaaataga
ttagacgatg
taggccctgg
tgaagcaaaa
ttccaactgg
tgagccaagg
tctatctctg
attagatcac
ttttcactet
tgcagaattg
ttatttttea
atcagaatat
gggataggag
cagcataaga
ctatgggaag
atacﬁtgtaa
acagttcatg
tgtaactgta
attagtagtg
aggaaaagaa
ccacttttgce
agaggaacct
gtttcecctet
aaaggtgcaa
tgtggatgtt
ggttgtcaag
gaaaaggcac
cttccagttt
attctattta
ttgtttttct
acatctgtat
ttcagcettag
ctcaaagtaa
tgtgaattta
cagccagata
tagaaaaatc

tcttcaacgg
ctggecccat
tatttecectgg
tttgtgette
gaagtttgat
aagatgtggg
tgtgaaaatg
attettgece
gataaccagt
tggcaaaccg
tgaacgcaag
ggggaacaat
gecttttaaaa
atagagaaat
gaaaaaaaat
aatgattaaa
gctgatagaa
ttctectaagt
tctectgaaa
aaatcagcca
taatcttgtg
actttttttt
attacactct
ctatacttac
agtttaccte
gcaccttaga
ttttaaatge
aatttttcag
gcaaaatget
tcceccacgtg
acaaaggcag
tcecccacaca
agcagtttca
aaattataga
acccegtttt
tgacctacaa
gacaaagcag
caagtaactg
tttggatctg
tcecteceett
tgttgaaact
gttaactttg
aaaacattgg
gagacatcag
aaataggaaa
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37201
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38821
38881
38941
39001
39061
39121
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39421
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39541
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attctcaaca
gctcatagaa
catatttgga
ggggcctgte
aaatgacgag
ctgcacgttg
cccattaaat
tttttttttt
caaacagata
tgecccagttt
actgtaaagt
gtetttgttt
ataagtgcct
tgcatataga
tgtetttggg
agtgttacaa
atatgaaaca
ctccacctte
gtacctggeca
tctaaagaga

ctgaaaatgg

aattcagttg
gccacaggac
tcecegecaaca
cgtatgttct
ttctggtata
ctectggtcet
tcttgaageca
gaaatggcetg
ttttgaagga
aaggagaaag
tatccattte
cagaaaactt
ttcatgtaaa
ttatttttaa
ggtgtgccag
gctgettecat
ccgatgecca
gagccactga
aagatcagca
atagatagat
aaaatatcca
acagaagagt
ataattatte
aaatgtcatc

attaattgaa
actcatagtt
ggagggaaaa
gtgaggtggg
ttaacaggcg
tgcacatgta
aattaaaaag
ttaagctgtce
ctgtctgett
ccecgggaaaa
ttaagcaagc
tgaggaaaac
tatttttgta
acttgtttge
atttattttt
gccaagactt
cttttgttce
ttttctctee
gcctatctet
cagaacaagg
taaaatgatt
gtgaacacca
ccagaatgag
ggtagtttgg
tctgatttac
cttcttaage
agtgtttaca
ggaaatctgce
cattaactat
tgccateccct
tgcctaaata
tctttattte
gtgactaaga
cttggettat
tcagctacat
acaagagcca
gacgccactg
ccttecatteg
cagatttecct
aggtagaatg
agatagatag
gaatgaaaac
tttgtteatt
ttctaattaa
tgcaatgett
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gattatagct
tgaagcctct
gggaaagagc
ggactggggg
cagcccacca
ccectagaact
atttttttta
tgctgaatag
cttactaccc
atttatccac
actcagagaa
agtgaaagta
gttaatataa
tgacctactg
accagaaaat
tgataatcag
ttgceecettg
tggaacttga
ttacagcttg
atgtgtttaa
ctgtecttee
gcaagtgget
tggtgggcat
ttgaagaggt
aaaacgatgg
atgcataagg
gaacttggat
agtggaggaa
tttgctette
tttatttata
aatttggagt
tttttetttt
gtgaattctt
tgatttectg
caaatgggtc
tgaagatcct
tgacctggtg
ctcttetttt
caagtcaatg
tctattgceca
atatttcttt
taaaagcttg
gtgactttte
aaattggtat
tgccetgecaa

ctgctctgaa
gggaggaaag
agaatgaaga
agggatagca
acatggcaca
taaagtataa
gattcacaga
tttecttaatg
ttccaagaca
agttacagaa
gcacagtgat
aagttaattc
tttcagtgga
tttggaaaac
caatcctttt
gtagaaaatg
aactttaggg
actgtaattc
agttacaaag
atagagcata
tteccactect
ggtaaaagtce
gtgtgtgaac
tgactaaggt
aggaaaaagg
ctgaaaaaag
gcettgacaaa
gcaggtgtgg
tgagtttgge
gactaacatt
cagatagcat
tctttttgge
atttttcaaa
atttttettt
tttggaggge
catgaaagtt
tagcccccag
tagttttcaa
tactaagctt
tagatagata
ttaaaaageca
tgcagttttg
caatatagat
agtagtcaat
atgcaagaat

Fig.630
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atggtccaga
gatactttaa
actgaaaaaa
ttaggagata
cgtatacata
taaaaaaaaa
agtgtacaaa
gtctacaatg
agtattatta
gaatgagatg
atgtatgcac
aagaccacaa
atgcatattt
aaacaatccc
ttecagtccct
gatttaaatt
gaatgaaaat
aaagcctgtt
ctattcagag
ggctgttgaa
cactgctgag
cccactttct
cetctatteca
tgacattggc
ggagattttg
aagacaaggg
cagagcgtca
ggggatgatt
cccaaaagag
aaatcagtca
acgtgcggca
tttcagecate
ttgttttcag
atttttttgt
ctggataacc
ggacaaggta
ctagtatggt
agcaaaccct
ttattggaga
gatagataga
aaacactttg
ctecatttetg
aacctattgt
caacttgcte
ccctatagtt

aataggatct
aatttagtca
atcacacacc
tacctaatgt
tgtaacaaac
ttttaatage
atttttaggt
tttgtatcta
tggcaattat
caattgtgag
agaagaggca
agacaagtaa
ctaccataaa
attagaagaa
tgcaaagtac
gcagaaatgt
gtctagcact
tctcattaaa
acctcgetgg
aaaaaaaatg
gtggagaggg
ctccaggget
gccagagttt
agtaataaca
aagacctgat
ttgtgggagg
agctaattgt
accacgtttg
tccatagact
tttgtgaagg
gtgtttccga
cccatacttt
acatttcatg
tttgtccatt
aggagggagg
aagaccatct
gctaatgttg
tctgecacttt
tctaagagtt
tagataatag
gttcaaaatc
aatcttgact
gcagaaagaa
agttaaattg
tccacagatg
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gcctecacgtt
atattcttgt
tgttgaaata
atcatttgtt
aagacgtcca
aaaaccaaat
tcttagtagt
ctggaagtta
taagaacaaa
ctgtaagtge
tatcaagcetg
ctaatceccte
ttaaatggta
ttgtttecaca
taccagataa
tctgtatttg
agttttgtat
caatattcca
caagatgtgt
ttttttagtg
ccaaatatat
caggcceccet
ttctttagaa
aagagcaata
ttecectgeeg
tggectgtcecac
tgggagggta
agacgaggta
tcacattttt
gaccttttet
ggggaacaac
catcttecate
caggaagcac
gcgecageggce
ggacagcegte
catcgtecag
accctggtgg
gtttgagage
cctectegga
gtgaacacac
tgtgcegegt
gaagccaagg
ccaggatgcc
taccggactt
gtcecttactg

ctaaacctet
atttcacagt
tatatgcagce
tttcatatag
gaactagaag
ccaggtataa
atcttaaaag
cagtgatcag
ataactcatt
cagttattag
gttgtcaact
atctaattat
acatttttaa
tttteccatgt
aattgtecegt
ttaccatgcet
taggattgtt
tceettteca
caaattcttg
cttaacattt
tttaagtgta
cacteccttece
ggcaggccect
ccacataaac
ctgecceecagg
cgacagtetg
gggaagtccc
ttggcgaggce
aagggtcata
gtctcegegt
atcectcggtt
gtcatcatca
tcgecgeage
aacaacaacyg
ttetgeecte
gagatgcccce
tacctgtget
ccgegtgetg
agagcccgte
acgctcectg
ceccacgtcete
gaagacagtg
acgcctggaa
gtcacacgga
tctecactegt
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gaaataacta
actttgcata
tcctaaaget
atgcaagttce
ctggtacaaa
cagcatgatc
gtagggcaga
gaatctttge
ccaatgaaag

aactactetg

ccagcttaaa
atctaagcca
atattgcata
aaaagaaaat
cgttgacctt
aatgaaggtt
gtgtgettge
agagtcaagg
tgacaaactg
gggctggcag
aatcaaataa
gcgtteccega
ttgaaggttt
gctecaccget
ctggctgaca
tgetettget
tectagagat
aaagtccage
aaagcagtcc
ctgcaggtte
ccgaagtgge
tcacgctggt
acacgaccac
gctcagagee
actacgagaa
cgcagagcce
ttecccagagg
gagaattgac
gcgctggaca
gaagctggaa
ctcctegaag
gtttgtggac
gggeceggett
cctegggeta
tectgttacce

gtataaccat
aagactctta
agatattgte
tgctggatca
tggaagaagt
tgtgtgtatg
gtctaaagac
tgtcagtgag
tcatatattce
tcaggccaaa
gctgatgtta
cagagggttt
atagtatttt
attaaacagg
cgttttetta
ttatagagta
ttggtegttg
agggaagttg
ataaatggat
tctgtteggt
tacagacgag
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EphrinB2, mRNA
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EphB4 Precursor Protein
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Fig. 67
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Fig. 70
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Fig. 72
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