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conditions associated with RHAMM expression.
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RHAMM Binding Peptides
FIELD OF THE INVENTION

The present invention relates to novel peptides and their use in compositions and
methods for identifying cells expressing RHAMM, and in compositions and
methods of treatment of disorders or conditions that result from the formation of
RHAMM/ligand complex.

BACKGROUND OF THE INVENTION

Throughout this application, various references are cited in square brackets to
describe more fully the state of the art to which this invention pertains.

Hyaluronan (HA, an anionic polymer of repeating units of glucuronic acid and N-
acetylglucosamine) is one extraceliular matrix (ECM) component of stroma, that is
associated with cancer progression: increased accumulation of tumor HA is
prognostic of poor outcome in cancer patients [1, 2, 3]. HA stimulates cancer cell
motility /n vitro, suggesting its importance in cancer cell invasion in vivo. Two HA
cellular receptors that have been implicated in cancer progression are CD44 and
RHAMM (receptor for HA-mediated motility).

Progenitor or “tumour initiating cells” are now generally accepted to
disproportionately contribute to the tumour forming potential of leukemias. A
similar phenomenon has more recently been described in breast cancer (BC) and
other solid tumours and the phenotype of these tumour cell subsets has been
partially characterized as CD44+/CD24~/ESA+. Although the precise relationship
of these cell subsets to clinical outcome is controversial, CD44+ cells sorted by
FACS from primary BC express a gene signature that predicts poor clinical
outcome. RHAMM mRNA and protein hyper-expression also occur in primary
human breast tumour cell subsets and the presence of these RHAMM positive
subsets is predictive of poor clinical outcome and increased risk of peripheral
metastasis in BC. Although CD44 is expressed in many normal tissues, RHAMM
expression is not detected in these tissues but appears following wound repair and
during pathological processes such as cancer progression. Imaging of CD44-
positive and RHAMM-positive tumour cell subsets would therefore be relevant in
identifying patients at risk for poor outcome. However, as to the date of this
document these and/or other tumour progenitor cells have not yet been directly
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imaged. It would, therefore, be advantageous to find a molecular imaging probe

capable of targeting RHAMM to provide a means of imaging progenitor cell status
non-invasively. This targeting method could also provide a method of selectively
targeting progenitor cells with a therapeutic drug agent, either directly through the
ligand-receptor interaction, or indirectly by delivering a therapeutic payload to the
targeted cells. For example, one could deliver particle emitting isotopes to the
progenitor cells, or could deliver a chemotherapeutic to the cells (eg. Cisplatin).
The present invention provides for novel peptide ligands for targeting RHAMM,
which has not been previously reported.

SUMMARY OF THE INVENTION

The present invention relates to the discovery of novel peptides that are capable
of binding to RHAMM.

Thus in one embodiment, the present invention provides for an isolated peptide
comprising at least one amino acid sequence selected from the group comprising
at least the following amino acid sequences: SEQ ID NO: 1 to SEQ ID NO: 17.

in another aspect, the present invention provides for an isolated DNA, said DNA
comprising a nucleic sequence encoding peptides according to SEQ. ID No. 1 to
SEQ D NO: 17.

The present invention also relates to the discovery of peptides binding with
specificity and affinity to a RHAMM, wherein said peptides are derived from
tubulin. In one aspect the RHAMM-binding peptides of the present invention are
derived from the carboxy terminal tails of tubulin.

According to one embodiment, the present invention provides for a RHAMM-
binding peptide, wherein said RHAMM-binding peptide comprises at least one
amino acid sequence selected from the group consisting of SEQ 1D NO: 1 to SEQ
ID NO: 17.

According to another embodiment, the present invention provides for a RHAMM-
binding peptide characterized in that said RHAMM-binding peptide comprises a
sequence having a formula EEXEEZ (SEQ ID NO: 18), wherein X is selected from
alanine or glycine, and Z is selected from tyrosine or glutamic acid.
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In another embodiment, the present invention provides for a pharmaceutical

composition characterized in that said pharmaceutical composition comprises an
effective amount of one or more of the RHAMM-binding peptides of the present
invention and a pharmaceutically acceptable carrier.

In another embodiment, the present invention provides for a probe comprising a
RHAMM-binding peptide of the present invention and a detectable label capable of
being detected by a detection technique.

in one embodiment, the present invention provides for a method of imaging
RHAMM expression in tissues or organs of a subject, characterized in that the
method comprises: (a) administering a probe comprising a RHAMM-binding
peptide of the present invention and a detectabie label capable of being detected
by a detection technique; and (b) applying the imaging technique for detecting the
label in the tissues or organs of the subject.

In another embodiment a method of determining the presence of RHAMM in cells
is provided, characterized in that said method comprises contacting cells with a
probe comprising a RHAMM-binding peptide of the present invention and a
detectable label capable of being detected by a detection technique, and applying
the imaging technique for detecting the label in the cells, wherein a detection of
labels in the cells indicates the presence of RHAMM in the cells,

in one embodiment, the present invention provides for a method of imaging tumor
progenitor cells in a subject characterized in that said method comprises
administering a probe comprising a RHAMM-binding peptide of the present
invention and a detectable label capable of being detected by a detection
technique to the subject and applying the imaging technique for detecting the label
in the subject, wherein a detection of labels in the subject indicates the presence
of tumor progenitor cells in the subject.

In another embodiment, the present invention is a method of imaging tumor
progenitor cells in animal cells, tissues or organs characterized in that said method
comprises contacting the cells, tissues or organs with a probe comprising a
RHAMM-binding peptide of the present invention and a detectable label capable of
being detected by a detection technique, and applying the imaging technique for
detecting the label in the cells, tissues or organs, wherein a detection of labels in
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the cells, tissues or organs indicates the presence of tumor progenitor cells in the

cells, tissues or organs.

In one embodiment the present invention provides for a method for determining a
prognosis for a cancer patient characterized in that said method comprises: (a)
obtaining a tumor tissue sample from the patient; (b) contacting said sample with a
probe comprising a RHAMM-binding peptide of the present invention and a
detectable label capable of being detected by a detection technique; (c) applying
the imaging technique for detecting the label in the sample; and (d) determining
the prognosis of the patien{, wherein the prognosis predicts a probability of
aggressiveness or metastasis of the cancer in the patient, and wherein the
detection of RHAMM expression in the sample indicates a poor prognosis.

In another embodiment, the present invention provides for a method for
determining a course of treatment for a cancer patient characterized in that the
method comprises: {a) obtaining a tumor tissue sample from the patient; (b)
contacting said sample with a probe comprising a RHAMM-binding peptide of the
present invention and a detectable label capable of being detected by a detection
technique; (c) applying the imaging technigue for detecting the label in the sample,
and (d) determining the prognosis of the patient, wherein the prognosis predicts a
probability of aggressiveness of the cancer in the patient, and wherein the
detection of RHAMM expression in the sample indicates a poor proegnosis; and
prescribing a course of treatment for the patient based on the prognosis.

in another embodiment, the present invention provides for a method for
diagnosing a patient of a disorder or condition associated with RHAMM expression
in cells characterized in that said method comprises: (a) obtaining a tissue sample
from the patient; (b) contacting said sample with a probe comprising a RHAMM-
binding peptide of the present invention and a detectable label capable of being
detected by a detection technique; and (c) applying the imagining technique for
detecting the label in the sample; wherein detection of RHAMM expression in the
sample indicates a positive diagnosis of the disorder or condition.

In one embodiment, the present invention provides for a method for treating a
subject suffering from a disorder or condition associated with RHAMM expression
in cells characterized in that said method comprises administering to the subject
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an effective amount of a composition comprising an effective amount of one or

more RHAMM-binding peptides or nucleic acids molecules encoding said one or
more RHAMM-binding peptides and a pharmaceutically acceptable carrier,
wherein said one or more RHAMM-binding peptides comprise a sequence having
a formula EEXEEZ (SEQ ID NO: 18), wherein X is selected from alanine or
glycine, and Z is selected from tyrosine or glutamic acid.

In one embodiment, the present invention provides for a method for treating a
subject suffering from a disorder or condition associated with RHAMM expression
in cells characterized in that said method comprises administering to the subject
an effective amount of a composition comprising an effective amount of one or
more RHAMM-binding peptides or nucleic acids molecules encoding said one or
more RHAMM-binding peptides and a pharmaceutically acceptable carrier,
wherein said one or more RHAMM-binding peptides is or are selected from the
group consisting of SEQ ID NOs. 1-17.

In another embodiment, the present invention provides for a method of inhibiting
proliferation of cells expressing RHAMM characterized in that said method
comprises contacting the cells with an effective amount of one or more RHAMM-
binding peptides or nucleic acids molecules encoding said one or more RHAMM-
binding peptides, wherein said one or more RHAMM-binding peptides comprise a
sequence having a formula EEXEEZ (SEQ |ID NO: 18), wherein X is selected from

alanine or glycine, and Z is selected from tyrosine or glutamic acid.

In another embodiment, the present invention provides for a method of inhibiting
proliferation of cells expressing RHAMM characterized in that said method
comprises contacting cellé_:/vith an effective amount one or more RHAMM-binding
peptides or nucleic acids molecules encoding said one or more RHAMM-binding
peptides, wherein said one or more RHAMM-binding peptides is or are selected
from the group consisting of SEQ ID NOs. 1-17.

In another embaodiment, the present invention provides for a method of inhibiting
the motility of cells expressing RHAMM characterized in that said method
comprises contacting the cells with an effective of one or more RHAMM-binding
peptides or nuclei¢ acids molecules encoding said one or more RHAMM-binding
peptides, wherein said one or more RHAMM-binding peptides comprise a
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sequence having a formula EEXEEZ (SEQ ID NO: 18), wherein X is selected from

alanine or glycine, and Z is selected from tyrosine or glutamic acid.

In another embodiment, the present invention provides for a method of inhibiting
the motility of cells expressing RHAMM characterized in that said method
comprises contacting the cells with an effective amount of one or more RHAMM-
binding peptides or nucleic acids molecules encoding said one or more RHAMM-
binding peptides, wherein said one or more RHAMM-binding peptides is or are
selected from the group consisting of SEQ ID NOs, 1-17.

In aspects of the invention said cells expressing RHAMM are cancer cells.

In one embodiment, the present invention pravides for a method of preventing
metastasis in a patient having cancer characterized in that said method comprises
administering to the patient an effective amount of a composition comprising one
or more RHAMM-binding peptides or nucleic acids molecules encoding said one
or more RHAMM-binding peptides, wherein said one or more RHAMM-binding
peptides comprise a sequence having a formula EEXEEZ (SEQ ID NO: 18),
wherein X is selected from alanine or glycine, and Z is selected from tyrosine or
glutamic acid.

In another embodiment, the present invention provides for a method of preventing
metastasis in a patient having cancer characterized in that said method comprises
administering to the patient an effective amount of a composition comprising one
or more RHAMM-binding peptides or nucleic acids molecules encoding said one
or more RHAMM-binding peptides, wherein said one or more RHAMM-binding
peptides is or are selected from the group consisting of SEQ 1D NOs. 1-17.

In one embodiment the present invention provides for a use of a RHAMM-binding
peptide in the treatment, amelioration or prevention of a disorder or condition
associated with RHAMM expression characterized in that said RHAMM-binding
peptide comprises a sequence having a formula EEXEEZ (SEQ ID NO: 18),

wherein X is selected from alanine or glycine, and Z is selected from tyrosine or
glutamic acid.

In another embodiment the present invention provides for a use of a RHAMM-
binding peptide or nucleic acid coding for said RHAMM-binding peptide in the
treatment, amelioration or prevention of a disorder or condition associated with
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RHAMM expression, characterized in that said RHAMM-binding peptide is

selected from the group consisting of SEQ ID NOs: 1-17.

In aspects of the invention the disorder or condition associated with RHAMM
expression is tissue scarring. In aspects of the invention the disorder or condition
associated with RHAMM expression is cancer.

In aspects of the invention, the peptides of the invention may have added.
cysteines to one or both ends of the peptide to cyclize by means of disulfide bond
formation, phosphorous groups and acetyl groups.

Also within the scope of the invention are functional analogues of any of the
peptides of the invention as well as multimers of the peptides according to the
invention such as for example a dimer or trimer of the peptides according to the
invention. A multimer according to the invention can either be a homomer,
consisting of a multitude of the same peptide, or a heteromer consisting of
different peptides. The characteristic amino acid sequences of the peptides
according to the invention can be fianked by random amino acid sequences.
Preferred are flanking sequences that have a stabilizing effect on the peptides,
thus increasing their biological availability. Flanking sequences may also be used
to improve pharmacokinetic behaviour. Also within the scope of the invention are
fusion peptides and pegylated peptides that can improve metabolic stability,
increase bioavailability, iower susceptibility to proteolysis.

Also within the scope of the invention are peptides characterized by at least one
amino acid being replaced by another amino acid with similar chemical properties;
at least one amino acid being replaced by an unnatural amino acid, such as an N-
methylated amino acid, D-aming acid, or other unnatural amino acid construct; at
least one additional amino acid being present at the N-or/and C-terminus; at least

one amino acid being deleted; and at least one amino acid being chemicaily
modified,

BRIEF DESCRIPTION OF THE DRAWINGS

The present invention will become more fully understood from the detailed
description given herein and from the accompanying drawings, which are given by
way of jllustration only and do not limit the intended scope of the invention.
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FIG 1 A illustrates a diagram of 72 kDa RHAMM protein containing the HA-binding

domain (amino acid residues 718 - 750, SEQ ID NQ: 19) necessary for RHAMM/
hyaluronan (HA) interaction.

FIG 1 B lillustrates a flow chart of molecular imaging probe design and
optimization.

FIG 2 A illustrate the general structure of (a) unmodified tubulin-derived peptides,
(b} tubutin-derived peptides conjugated to N-acetyl cysteine, and (c¢) tubulin-
derived peptides conjugated to fluorescein isothiocyanate.

FIG 2 B is a table of 17 synthesized tubulin-derived peptides, including peptides
derivatized with fluorescein or N-acetyl cysteine, tubulin fragment type, calculated
and observed mass spectrometry m/z values (m is representative of molecular or
atomic mass and z is representative of the number of elementary charges carried
by the ion), percent purity and binding constant Kd. Figure 2 B discloses SEQ ID
NOs: 1, 24-25, 2-3, 26-27, 4-9, 28-29, 10-11, 30-31, 12, 32-33, 13-14, 34-35 and
15-17, respectively, in order of appearance.

FIG 3 A is a table illustrating pH dependence of RHAMM-CT immobilization to a
surface plasmon resonance (SPR) sensor plate. Ligand density was determined
from the average SPR response of six measurements. With RHAMM pl = 101,
sodium bicarbonate buffer (pH 9.7) for control run was used. Proteins were
coupled to the sensor plate using EDAC (100 mM) and sulfo-NHS (25 miM).

FIG 3 B illustrates surface plasmon resonance (SPR) - based screening of purified
tubulin-derived peptides (SEQ ID NOs: 1-17) against RHAMM to determine high
affinity ligands. Screening-resulted in six high affinity ligands (SEQ ID NOs: 1, 3, 9,
11, 12 and 14) for RHAMM,

FIG 3 C is an ELISA binding assay to verify the affinity of six peptides (SEQ ID
NOs: 1, 3, 9, 11, 12 and 14) after SPR-screening illustrating the binding of
fluorescein-labelled peptides of the present invention to RHAMM. Negative controi
(no immobilized RHAMM) was subtracted for each of the measurements.

FIG 4 A illustrates seven sets of sensograms showing global fits to each specific
peptide-RHAMM interaction, with negative control and reference sensogram plot,
Anti-RHAMM mAb was used as a positive control. Each set of sensogram
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corresponds to the responses of three RHAMM concentrations (1000 nM, 750 nM

and 500 nM) interacting with immobilized peptide.

FIG 4 B is a table illustrating the kinetic profite of selected tubulin-derived peptides
(SEQ ID NOs: 1, 3, 9, 11, 12 and 14) and RHAMM monoclonal antibedy (mAb).
The table shows calculated association rates (Koy), dissociation rates (Kore) and
binding constants (Kp). Errors are standard deviation of the mean Kp.

FIG 5 A is a graph which shows competitive displacement of six selected
fluorescein-labelled RHAMM-binding peptides SEQ ID NOs: 1, 3, 9, 11, 12 and 14
(corresponding to SEQ ID NOQOs: 25, 27, 29, 31, 33 and 35 respectively) of the
present invention by HA (0, 1.25, 2.5, 5, and 10 pg/mL) to immobilized RHAMM-
CT. Data shows mean of three measurements in two independent experiments.

FIG 5 B is a graph which shows competitive displacement of dye-labelled HA by
six selected non-labelled RHAMM-binding peptides (SEQ ID NOs: 1, 3, 9, 11, 12
and 14) of the present invention by HA to immobilized RHAMM-CT. Data shows
mean of three measurements in two independent experiments.

FIG 5 C is a graph which shows ELISA binding assay of six fluorescein-
conjugated RHAMM-binding peptides SEQ ID NOs: 1, 3, 9, 11, 12 and 14
{corresponding to SEQ ID NOs: 25, 27, 29, 31, 33 and 35 respectively) of the
present invention and purified CD44 or RHAMM-CT. Data shows mean of three
measurements in two independent experiments,

FIG 6 A is a microphotograph which illustrates visualization of uptake of
fluorescein-conjugated SEQ ID NO: 14 (SEQ ID NO: 35) in breast tumour ceils
(MDA-MB-231) usingj fluorescence imaging. DAPI channel denotes nucleus while
FITC channel illustrates localization of the fluorescein-labelled peptide.

FIG 6 B is a graph which illustrates quantification of uptake of fluorescein-
conjugated SEQ ID NOs: 1, 9 and 14 (SEQ ID NOs: 25, 29, 35) in breast tumour
cells (MDA-MB-231), Each bar represents the mean of 1048 measurements from
each of the three experiments. All treatment groups were significantly higher
(p<0.001) compared to groups which received anti-RHAMM treatment. Data were
analyzed using ANOVA and errors are standard deviation of the mean

FIG 7 is a microphotograph which illusirates visualization of uptake of FITC-
conjugated SEQ ID NO: 1 and SEQ D NO: 8 (SEQ ID NOs.. 25 and 29) in breast
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tumour cells (MDA-MB-231) using fluorescence imaging. DAPI channel denotes

nucleus while FITC channel illustrates localization of the fluorescein-labelled
peptide.

FIG 8 A is an amino acid sequence of HA-binding domain (aa 718-750; SEQ ID

NO: 19) of RHAMM Basic amino acid residues required for HA binding are
underlined.

FIG 8 B is an amino acid sequence alignment of four RHAMM-binding peptides
(SEQ ID NOs: 1, 3, 9 and 11). ldentical sequences are highlighted in grey while
semi-conserved residues are boxed in white. Acidic amino acid residues which
may interact with the basic amino acid residues on RHAMM via ionic bonding are
underlined.

FIG 9 illustrates serum stability study of SEQ 1D NOs: 1, 3, 9, 10, 12 and 14.
Graphs show percent intact peptides (as detected by RP-HPLC) at 30 minutes
increments for 11 hours. Data were fitted to a first order decay curve.

FIG 10 A is a graph which illustrates the affinity of alanine-substituted fluorescein-
conjugated peptides of SEQ ID NO: 1 (SEQ ID NO: 25) to RHAMM (SEQ ID NOs:
1 and 36-47, respectively, in columns from left to right). Asterisks show significant
decrease (p<0.01) in observed fluorescence due to alanine substitutions of
residues important for RHAMM binding (ho imtmobilizéd RHAMM was subtracted

from each measurement and all data shows mean of three measurements in two
independent experiments).

FIG 10 B illustrates the competitive displacement of twelve alanine-substituted
fluorescein-conjugated peptides of SEQ ID NO: 1 (SEQ ID NO: 25) by HA to
immobilized RHAMM (SEQ ID NOs: 1 and 36-47, respectively, from left to right).
Negative control (no immobilized RHAMM was subtracted from each
measurement and all data shows mean of three measurements in two
independent experiments.)

FIG 11 is a graph illustrating a proliferation assay of human epithelial ovarian
cancer (EOC) cells in the presence of different concentrations (1 pM and 10 M)
of RHAMM-binding peptide SEQ ID NO: 1. In this assay, cells were treated on day
1 and proliferation was followed for six days.
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FIG 12 is a graph illustrating reduced viability of ascites-derived human EOC cells

by Rhamm-binding peptide SEQ ID NO: 3 of the present invention (p<0.05).

FIG 13 is a photomicrograph illustrating uptake fluorescein-conjugated peptide
SEQ ID NO: 1 (SEQ ID NO: 25) in ovarian tumor cells using fluorescence
microscopy. DAPI channel denotes nucleus while FITC channel illustrates
localization of the fluorescein-labelled peptide.

FIG 14 A shows (a) uptake of the fluorescein-conjugated SEQ ID NO: 9 (SEQ ID
NO: 29) of the present invention by PC3mLN4 human prostate cancer cells using
fluorescence microscopy, (b) uptake of fluorescein-SEQ ID NO: 9 is not blocked
by a specific anti-CD44 mAb, however, (c) uptake of fluorescein-conjugated SEQ
1D NO: 9 is blocked by a specific anti-RHAMM mAb.,

FIG 14 B shows quantification of SEQ ID NO: 9 of the present invention by
PC3mLN4 human prostate cancer cells. Data shows no statistical difference in
cells which receive no antibody treatment (a) and cells blocked with anti-CD44 (b).
Uptake of the probe drastically decreased in cells treated with anti-RHAMM
antibody (c).

FIG 15 Aillustrates the synthesis of Ga-DOTA-conjugated SEQ ID NO: 1 peptide.

FIG 15 B is a RP-HPLC chromatogram of purified Ga-DOTA-conjugated SEQ ID
NO: 1 peptide at 9.73 minutes.

FIG 15 C is an ESI mass spectrum of purified Ga-DOTA-conjugated SEQ (D NO:
1 peptide.

FIG 16 A illustrates the synthesis of Re(CO);" - coordinated SEQ 1D NO: 1
peptide.

FIG 16 B is a RP-HPLC chromatogram of purified Re(CO)s" - coordinated SEQ ID
NO: 1 peptide at 11.06 minutes.

FIG 16 C is an ESI mass spectrum of purified Re(CO);" - coordinated SEQ ID NO:
1 peptide.

FIG 17 A ilustrates the affinity of alanine-substituted fluorescein-conjugated
peptides of SEQ 1D NO: 14 (SEQ ID NQ: 35) to RHAMM (SEQ ID NOs: 48-55, 14

and 56-58, respectively, in columns from left to right). Asterisks show significant
decrease (p<0.01) in observed fluorescence due to alanine substitutions of
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residues important for RHAMM binding (no immobilized RHAMM was subtracted

from each measurement and all data shows mean of three measurements in two
independent expariments.)

FIG 17 B illustrates the competitive displacement of eleven alanine-substituted
fluorescein-conjugated peptides of SEQ ID NO: 14 (SEQ ID NO: 35) by HA to
immobilized RHAMM (SEQ ID NOs: 48-55, 14 and 56-58, respectively, from left to
right). Negative control (no immobilized RHAMM was subtracted from each
measurement and all data shows mean of three measurements in two
independent experiments.)

DETAILED DESCRIPTION OF THE INVENTION
Definitions

The following standard one letter and three letter abbreviations for the amino acid
residues may be used throughout the specification: A, Ala--alanine; R, Arg--
Arginine; N, Asn--Asparagine; D, Asp--Aspartic acid; C, Cys--Cysteine; Q, Gln--
Glutamine; E, Glu--Glutamic acid, G, Gly--Glycine; H, His--Histidine; 1, lle--
Isoleucine; L, Leu--Leucine; K, Lys--Lysine; M, Met--Methicnine; F, Phe--
Phenyalanine; P, Pro--Proline; S, Ser-Serine; T, Thr--Threonine; W, Trp—
Tryptophan; Y, Tyr--Tyrosine; and V, Val—Valine.

"Analog” includes any peptide having an amino acid residue sequence
substantially identical to the sequence of the RHAMM-binding peptides of the
present invention in which one or more residues have been conservatively
substituted with a functionally similar residue and which displays the ability to
mimic a HA binding peptide-

"Derivative" refers to a peptide having one or more residues chemically derivatized
by reaction of a functional side group. Such derivatized molecules may include for
example, those molecules in which free amino groups have been derivatized to
form amine hydrochlorides, p-toluene sulfonyl groups, carbobenzoxy groups, t-
butyloxycarbonyl groups, chloroacetyl groups or formyl groups. Free carboxyl
groups may be derivatized to form salts, methyl and ethyl esters or other types of
esters or hydrazides. Free hydroxyl groups may be derivatized to form Q-acyl or
O-alkyl derivatives. The imidazole nitrogen of histidine may be derivatized to form
N-im-benzylhistidine. Also included as derivatives are those peptides which
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contain one or more naturally occurring amino acid derivatives of the twenty

standard amino acids. For examples. 4-hydroxyproline may be substituted for
proline; 5-hydroxylysing may be substituted for lysine; 3-methylhistidine may be
substituted for histidine; homoserine may be substituted for serine; and orithine
may be substituted for lysine.

The term "fragment” refers to any subject peptide having an amino acid residue

sequence shorter than that of a peptide whose amino acid residue sequence is
shown herein.

The term “isolated peptide” or “isolated DNA" may be defined as a peptide or DNA
molecule, as the case may be, which is substantially separated from other celiular
components which may naturally accompany the peptide and DNA molecules.
The term includes, without limitation, recombinant or cloned DNA isolates and
chemically synthesized analogs or analogs biologically synthesized by
heterologous systems.

The term “peptide” as used herein is defined as a chain of amino acid residues,
usually having a defined sequence. As used herein the term “peptide” is mutually
inclusive of the terms “peptides” and “proteins”.

In this document “RHAMM" refers to a Receptor for Hyaluronic Acid Mediated
Motility, also known as CD 168. RHAMM is a non-integral cell surface (CD 168)
and intracellular hyaluronan binding protein that promotes cell motility in vitro and

whose expression is strongly upregulated in aggressive tumors [WO
2008/140587).

The term "RHAMM-!:;i-nding’pe.ptide(s)“ as used herein means peptides which are
capable of binding RHAMM.

‘Subject” or “patient” refers to an animal, including humans, in need of treatment
for a condition, disorder or disease.

Qverview

The present invention relates to peptides and nucleic acid sequences coding for
said peptides, which may be capable of binding RHAMM. The present invention
further relates to methods of using said RHAMM-binding peptides and nucleic acid
sequences coding for said RHAMM-binding peptides in the treatment of diseases,
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conditions or disorders that may be associated with RHAMM expression in cells.

The RHAMM-binding peptides of the present invention may be used in probes
which may be capable of identifying cells expressing RHAMM. The present
invention further relates to methods of using the RHAMM-binding peptides for the
identification of samples which may include cells expressing RHAMM.

Advantages of the present invention include: (a) Novel small peptides have been
discovered that bind RHAMM with specificity; (b) To the inventors’ knowledge
tumor progenitor celis have not been directly imaged. The novel peptides may be
used as molecular imaging probes to image progenitor cell status non-invasively;
(c) The capacity of the novel peptides to specifically bind RHAMM may be
exploited to selectively targeting progenitor cells with a therapeutic drug agent,
either directly through the ligand-receptor interaction, or indirectly by delivering a
therapeutic payload to the targeted cells; (d) Binding of the peptides of the present
invention to RHAMM increased epitope exposure and anti-RHAMM Mab binding,
which may allow for imaging enhancement as well as to therapeutically target
RHAMM positive cells,

Other features and advantages of the present invention will become apparent from
the following detailed description, It should be understood, however, that the
detailed description and the specific examples while indicating embodiments of the
invention are given by way of illustration only, since various changes and
modifications within the spirit and scope of the invention will become apparent to
those skilled in the art from said detailed description.

RHAMM-Biding Peptides

The present inventors have isolated, sequenced and characterized novel peptides
of about 6 to 14 amino acid residues. As such, in one embodiment, the present
invention provides for an isolated DNA coding for a peptide, said peptide having
the amino acid sequence selected from the group consisting of SEQ ID NO: 1 to
17. In another embodimeht, the present invention provides for an isolated peptide
comprising an amino acid sequence selected from the group consisting of SEQ ID
NO: 1 to SEQ ID NO: 17.

The novel peptides of the present invention may be capable of binding RHAMM,
In aspects of the invention the novel RHAMM-binding peptides of the present
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invention may be capable of specifically binding RHAMM. In aspects of the

invention the novel RHAMM-binding peptides of the present invention may be
capable of binding RHAMM with substantially high affinity. In aspects of the
invention the novel RHAMM-binding peptides of the present invention may be
capable of specifically binding RHAMM with substantially high affinity.

In one embodiment, the novel RHAMM-binding peptides of the present invention
may comprise a sequence of the formula {1):

(1) EEXEEZ (SEQ ID NO: 18)
wherein X is selected from A or G, and Z is selected from Y or E.

in another embodiment, the novel RHAMM-binding peptides of the present
invention may comprise a sequence selected from SEQ ID NO: 1 to SEQ ID NO:
17.

In another embodiment, the present invention provides for a RHAMM-binding
peptide, wherein said peptide is selected from the group consisting of SEQ 1D
NOs: 1, 3, 9, 10, 11, 12 and 14,

In another embodiment, the present invention provides for a RHAMM-binding
peptide, wherein said peptide is selected from the group consisting of SEQ ID
NOs: 1, 9 and 14.

in one embodiment, the peptides of the present invention may be derived from the
carboxy terminal tails (CTT) region of tubulin. In another embodiment RHAMM-
binding peptides may be derived from for sequences directly adjacent to the
tubulin's CTT region. Surprisingly, the inventors discovered that RHAMM shares
structural and functional simitarities with proteins which may be essential t{o the
maintenance of mitotic spindles, Furthermore, the inventors discovered that
RHAMM's HA binding domain may show sequence homology to the tubulin
binding domain of many kinesins and microtubule associated proteins (MAPs).

The CTT region of tubulin has been shown to interact with conventional kinesins
and MAPs.

By way of example, human breast cancer cell line MDA-MB-231, which is known
to express RHAMM, showed intra-cellular fluorescence when incubated with dye-
conjugated peptides of the present invention, as illustrated in FIG. 6A and FIG. 7.

PCT/CA2011/000613
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Cells blocked with ant-RHAMM showed about 65% to about 85% reduction in

intra-cellular fluorescence as illustrated in FIG. 6 B. Other RHAMM expressing

cancer cells such as PC3mLN4 and patient derived ovarian tumor cells also show

intra-cellular fluorescence when incubated with RHAMM peptides of the present
5 invention, as illustrated in FIG. 13 and FIG. 14.

The inventors further discovered that the binding of the RHAMM-binding peptides
of the present invention to RHAMM may increase epitope exposure and anti-
RHAMM monoclonal antibody (mAb) binding. This capacity of the RHAMM-
binding peptides of the present invention to increase epitope exposure to anti-
10  RHAMM mabs may be used therapeutically as well as for image enhancement. As
such, the peptides of the present invention may be used, for example, to "activate”
available RHAMM, for example in tumors (but not limited to this disease). Then, a
therapeutic or imaging (Fab fragment for example) anti-RHAMM mAb may be
administered and may he more effective in targeting the (tumor) cell expressing
15 RHAMM,

Taken together, the present invention demonstrates a set of RHAMM-binding
peptides which in aspects may be derived from the CTT of tubulin sequences and
in other aspects may be based on artificial peptide sequences.

The peptides of the present invention may be modified by the addition cysteine

20 residues to one or both ends of the peptides to cyclize the peptides by the
formation of disulfide bond formation. The peptides of the present invention may
be modified by the addition of phosphorus and acetyl groups. Phosphorylation is
one of the most common protein modifications that occur in animal cells [4]. |t
occurs most commonly on threonine, sering and tyrosine residues and plays

25 critical roles in the regulation of many cellular processes including: cell cycle,
growth, apoptosis and differentiation [4]. This procedure is possible because
some of the peptides of the present invention contain tyrosine and because an
acyl group may be added to N-terminal amino acid [5]. The aromatic amino acids
phenylalanine, tryptophan and tyrosine in the peptides of the invention may be

30 substituted with other aromatic amino acids to evaluate their effects on peptide
activities.  Similarly, aliphatic amino acids such as glycine, alanine, valine,
isoleucine and leucine in the peptides of the invention may be substituted with
other aliphatic amino acids to evaluate their effects on peptide activities.
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The peptides of the invention may be of about 6 to about 14 amino acids in length

and may include any ranges of length therein (i.e 6-13, 8-12, 6-11, 6-10, 6-9, 6-8,
6-7, 7-13, 7-12, 7-11, 7-10, 7-9, 7-8, 8-13, 8-12, 8-11, 8-10, 8-9, 9-14, 9-13, 9-12,
9-11, 9-10, 10-11, 10-12, 10-13 and 10-14) as is understood by one of skill in the
art. Peptides of over about 14 amino acids in length may also be encompassed
by the present invention. The length of peptide being only restricted by its ability
to bind RHAMM. The peptides of the invention may aiso include dimers and
trimers of the peptides as well as additional stabilizing flanking sequences as is
understood by those of skill in the art and described for example in U.S. Pat. No.
5,824,315 and U.S. Pat. No. 6,184,204 (the disclosures of which are incorporated
herein by reference in their entirety). A multimer according to the invention can
either be a homomer, consisting of a multitude of the same peptide, or a
heteromer consisting of different peptides. As stated, the amino acid sequences
of the peptides according to the invention may be flanked by random amino acid
sequences, Preferred may be flanking sequences which have a stabilizing effect
on the peptides, thus increasing their biological availability. In addition, other
peptidomimetics may also be useful in the peptides of the present invention. The
peptides of the invention may also encompass peptides which may have been
modified by, for example, phosphorylation, glycosylation, pegylation or lipidation.
Furthermore, the peptides of the present invention may also encompass
functionally equivalent variants or analogues of the peptides of the present
invention. As such, this may include but not be limited to peptides with partial
sequence homology, peptides having one or mere specific conservative and/or
non-conservative amino acid changes and peptide conjugates which do not alter
the biological or structural properties of the peptide (i.e. the ability to bind to
RHAMM).

In terms of functional analogues, it is well understood by those skilled in the art,
that inherent in the definition of a biologically functional peptide analogue is the
concept that there is a limit to the number of changes that may be made within a
defined portion of the molecule and still result in a molecule with an acceptable
level of equivalent biological activity, which, in this case, would include the ability
to bind to RHAMM. A plurality of distinct peptides/proteins with different
substitutions may easily be made and used in accordance with the invention. It is

PCT/CA2011/000613



WO 2011/150495

13

20

~18-
also understood that certain residues may be particularly important to the

biological or structural properties of a protein or peptide such as residues in the
receptor recognition region, such residues of which may not generally be
exchanged.

Functional analogues may be generated by conservative or non-conservative
amino acid substitutions. Amino acid substitutions may be generally based on the
relative similarity of the amino acid side-chain substituents, for example, their
hydrophobicity, hydrophilicity, charge, size and the like. Thus, within the scope of
the invention, conservative amino acid changes means an amino acid change at a
particular position which may be of the same type as originally present; i.e. a
hydrophobic amino acid exchanged for a hydrophobic amino acid, a basic amino
acid for a basic amino acid, etc. Examples of conservative substitutions may
include, without limitation, the substitution of non-polar (hydrophobic) residues
such as isoleucine, valine, leucine or methionine for another, the substitution of
one polar (hydrophilic) residue for another such as between arginine and lysine,
between glutamine and asparagine, between glycine and serine, the substitution
of one basic residue such as lysine, argining or histidine for another, or the
substitution of one acidic residue, such as aspartic acid or giutamic acid for
another, the substitution of a branched chain amino acid, such as isoleucine,
leucine, or valine for another, the substitution of one aromatic amino acid, such as
phenylalanine, tyrosine or tryptophan for another. Such amino acid changes may
result in functional analogues in that they may not significantly alter the overall
charge and/or configuration of the peptide. Examples of such conservative
changes are well-known to the skilled artisan and are within the scope of the
present invention. Conservative substitution may also include the use of a
chemically derivatized residue in place of a non-derivatized residue provided that
the resulting peptide is a biologically functional equivalent to the peptides of the
invention. Therefore, the peptides of the present invention may encompass a
peptide having an amino acid sequence that differs from SEQ 1D NOs: 1-17. The
peptides of the invention may also encompass a peptide having an amino acid
sequence that may differ from SEQ ID NOs: 1-17 by a single mutation, where the
single mutation represents a single amino acid deletion, insertion or substitution.
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FIG. 10 A and FIG. 10 B, for example, illustrate that in the case of RHAMM-

binding peptide SEQ 1D NO: 1, alanine substitution at positions 1, 3, 5, 6 and 11
do not appear to affect proper binding of the substituted RHAMM-binding peptide
to RHAMM.

FIG. 17 A and FIG. 17 B, for example, illustrate that in the case of RHAMM-
binding peptide SEQ ID NO: 14, alanine substitution at positions 1, 4, 7, 8, 11 and
12 do not appear to affect proper binding of the substituted RHAMM-binding
peptide to RHAMM.

Preparation of the RHAMM-Binding Peptides

The peptides of the present invention may be made by methods known to those of
skill in the art most notably and preferably by chemical synthesis using techniques
well known in the chemistry of proteins such as solid phase synthesis [6, 7, 8,
which are hereby incorporated by reference] or synthesis in homogenous solution
[9, which is hereby incorporated by reference] to generate synthetic peptides.

Alternatively, the peptides of the invention may be made by the use of
recombinant DNA techniques known to one skilled in the art.

It is further contemplated that the invention encompasses vectors which may
include nucleic acids coding for at least one of the peptides of the present
invention.

Isolation of the RHAMM-Binding Peptides

RHAMM-binding peptides may be isolated by assaying a sample for peptides that
bind to RHAMM. Any assay system or testing method that detects protein-protein
interactions may be used including, without limitation, co-immunoprecipitation,
crosslinking and co-purification through gradients or chromatographic columns.
Biological samples and commercially available libraries may be tested for
RHAMM-binding peptides. For example, labelled RHAMM may be used to probe
phage display libraries as is described in greater detail in Example 1. In addition,
antibodies prepared to the peptides of the invention may be used to isolate other
peptides with RHAMM binding affinity, For example, labeiled antibodies may be
used to probe phage display libraries or biological samples.

PCT/CA2011/000613



WO 2011/150495

20

25

30

-0 -
Additionally, a DNA sequence encoding a RHAMM protein may be used to probe

biological samples or libraries for nucleic acids that encode HA-binding proteins.

Compositions

In one embodiment, the present invention provides for compositions which may
comprise one or more RHAMM-binding peptides of this invention for
administration to subjects in a biologically compatible form suitable for
administration in vivo. In another embodiment, the present invention provides for
compositions which may comprise one or more RHAMM-binding peptides for use
to study samples in vifro. Samples which may be used include, without limitation,
cells, tissues and organs.

By "biologically compatible form suitable for administration in vivo” is meant a form
of the substance to be administered in which any toxic effects are outweighed by
the therapeutic effects. The substances may be administered to any animal,
preferably, humans. Administration of a therapeutically active amount of the
pharmaceutical compositions of the present invention, or an “effective amount”,
may be defined as an amount effective at dosages and for periods of time,
necessary to achieve the desired result of eliciting an immune response in a
human.  Suitable administration routes may be intramuscular injections,
subcutaneous injections, intravenous injections or intraperitoneal injections, oral
and intranasal administration.

Acceptable carriers are well known to those skilled in the art and include, for
example, sterile saline, lactose, sucrose, calcium phosphate, gelatin, dextrin, agar,
pectin, peanut oil, olive oil, sesame oil and deionised water.

Furthermore the composition according to the invention may comprise one or
more stabilizers such as, for example, carbohydrates including sorbitol, mannital,
starch, sucrose, dextrin and glucose, proteins such as albumin or casein, and
buffers like alkaline phosphates. Furthermore, the composition of the present
invention may comprise cne or more adjuvants which may enhance the anti cell
proliferative properties of the peptides of the invention,

Compositions for injection may include, albeit not exclusively, the peptides or
nucleic acids of the present invention in association with one or more
pharmaceutically acceptable vehicles or diluents, and contained in buffered
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solutions with a suitable pH and Iso-osmotic with the physiological fluids. Any

pharmaceutically suitable diluent may be used in the composition for injections:
distilled water, physiological or a sait solution, and/or a buffer solution. The
composition for injections may be prepared by conventional volume-weight
procedures. A certain amount of the peptide may be diluted to the necessary
volume with a diluent or solvent. The solution may then filtered through sterilized
filters, bottled or ampouled. The resultant solution may be a stable transparent
liquid, and may not contain any chemical or other impurities.

Detection Probes

Detection of RHAMM expression in samples, including, without limitation, cells,
tissues or organs, may be carried out by a suitable probe. The probe may include
at least a RHAMM-binding peptide of the present invention and a detectable label.
The detectable label may be capable of being detected by a detection means.
The detection means may be any detection technique which may be capabie of
providing a measurable response to the detectable label. [n aspects of the
invention, the measurable response may be provided in the form of an image.
The detectable label may allow detection of the location of the RHAMM positive
cells with a suitable detection means. The probe of the present invention may
allow following movement and development of RHAMM positive cells. As such, in
one embodiment, the probes of the present invention may be used, without
limitation, to study RHAMM positive cells, in diagnosis and prognosis methods.

Methods of preparing probes are well known to those of skill in the art [10, 11,
which are hereby incorporated by reference].

Methods of labelling are well known to those of skill in the art. Preferred labels
may be those which are suitable for use in in vivo imaging. The anti-RHAMM
probes may be detectably labelled prior to detection. Alternatively, a detectable
label which may bind to the hybridization product may be used. Such detectable
labels may include, without limitation, any material having a detectable physical or
chemical property and have been well-developed in the field of immunoassays. A
label for use in the present invention may be any composition detectable by
detection means such as, without limitation, spectroscopic, photochemical,
biochemical, immunochemical, or chemical means.
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Labels which may be used in the present invention include biotin-based label,

magnetic label (e.g. DYNABEADS™), radioactive label (e.g. °H, *8, ¥P, *'Cr, or
2%)) fluorescent label (e.g. fluoroscein, rhodamine, Texas Red, efc.), electron-
dense reagents (e.g. gold), enzymes (e.g. alkaline phosphatase, horseradish

peroxidase, or others commonly used in an ELISA), digoxigenin, or haptens and

Lh

proteins for which antisera or monoclonal antibodies may be available (for
example the peptides of the present invention may be made detectable by, for
example, incorporating a radiolabet into the peptide, and used to detect antibodies
specifically reactive with the peptide). The RHAMM-binding peptides of the

10 invention may be provided with a carrier such as for example coupled to bovine
serurn albumin (BSA) or keyhole limpet haemocyanin.

The RHAMM-binding peptides may be covalently or non-covalently coupled to a
solid carrier such as a microsphere of gold or polystyrene, a slide, ¢hip or to a wall
of a microtitre plate. The RHAMM-binding peptides may be labelled directly or

15 indirectly with a label selected from but not limited to biotin, fluorescein and an
enzyme such as horseradish peroxidase.

The particular label used may not be critical to the present invention, so long as it
does not interfere with the formation of RHAMM/RHAMM-binding peptide
complexes. However, in one embodiment, the imaging component may be a

20 radionuclide (e.g. "*F, "' C, ¥ N, % Cu, % Ga, 21, " In, *™Tc, etc.) due to the
ease of using such techniques as SPECT, CT and PET imaging for in vivo
detection of RHAMM/RHAMM-binding peptide complexes and tumor progenitor
cells. Decision as to appropriate imaging component for agents used in SPECT or
PET imaging may also be determined by whether the radionuclide is generated by

25 generator or cyclotron or is an chelator or organic/halide. FIGS. 15 and 16
llustrate the synthesis and mass spectrometry characterization of Ga-DOTA-
conjugated peptide SEQ ID NO: 1, and of Re(CO);" - coordinated peptide SEQ ID
NO: 1.

A direct labelled probe, as used herein, may be a probe to which a detectable
30 label is attached. Because the direct label is already attached to the probe, no
subsequent steps may be required to associate the probe with the detectable
label. In contrast, an indirect labeled probe may be one which bears a moiety to
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which a detectable label is subsequently bound, typically after the RHAMM-

binding peptide is hybridized with the target RHAMM.

in another embodiment, monocional antibodies (mAb) which may recognize any of
the RHAMM-binding peptides of the invention may also be made and used to
5 detect the presence of the RHAMM-binding peptides in a sample. Mab may
provide a rapid and simple method of testing the compositions of the invention for
their quality. In general, methods for the preparation of antibodies are well known.
For example, methods to produce mAb which specifically recognize the RHAMM-
binding peptides of the invention are well known to those of skill in the art, in
10 general, peptides are injected in Freund's adjuvant into mice. After being injected
9 times over a three week period, the mice spleens are removed and re-
suspended in phosphate buffered saline (PBS). The spleen cells may serve as a
source of lymphocytes, some of which may be producing antibody of the
appropriate specificity. These may then fused with a permanently growing
15 myeloma partner cell, and the products of the fusion may be plated into a number
of tissue culture wells in the presence of a selective agent such as HAT. The
wells may then be screened to identify those containing cells making useful
antibody by ELISA. These may then be freshly plated, After a period of growth,
these wells may again be screened to identify antibody-producing cells. Several
20 cloning procedures may be carried out until over 90% of the wells contain single
clones which are positive for antibody production. From this procedure a stable
lines of clones may be established which produce the mAb. The mAb may then
be purified by affinity chromatography using Protein A or Protein G Sepharose
(see also, U.S. Pat. Nos. 4,609,893; 4,713,325; 4,714,681; 4,716.111: 4,716,117;

25 and 4,720,459),

Applications of the RHAMM-binding Peptides

The present invention may encompass detection, imaging, diagnostic and
therapeutic strategies which may involve, without limitation, targeting RHAMM with
the RHAMM-binding peptides of the present invention, which may disrupt the

30 formation of RHAMM/ligand complexes which may play a role in stimulating the
ligand-RHAMM mediated cell motility response. These methods may be uzed in
combination with other known therapies for treating conditions related to a
pathogenic condition, inflammation and pathogenic infections.



WO 2011/150495

20

25

30

—24 -
1. Detection of RHAMM Positive Cells

With reference to FIG. 9, the RHAMM-binding peptides of the present invention
have been shown to have moderate stability in a biological environment (about
110 to about 250 minutes haif-life), which may be long enough to facilitate in vitro

or in vivo imaging.

In one embodiment of the present invention the RHAMM-binding peptides may be
used in methods to identify RHAMM paositive cells. The method for identifying
RHAMM positive cells may include contacting cells with a probe of the present
invention and applying a suitable detection technique for detecting the detectable
label in the cells. Identification of the RHAMM positive cells may be determined
based on detection of the detectable label with the detection technique.

In another embodiment, a method of detecting RHAMM expression in tissues or
organs of a subject is provided. The method may comprise: (a) administering a
probe according to the present invention to the subject; (b) applying the detection
technique for detecting the label in the tissues or organs of the subject.

Since tumorigenic progenitor cells may be characterized by RHAMM expression,
in another embodiment, the RHAMM-binding peptides of the present invention
may be used in diagnostic methods to determine whether samples such as tumor
biopsies may include tumorigenic progenitor cells, which may put the cancer
patient at risk for developing metastases. One such diagnostic method may
comprise using one or more of RHAMM-binding peptides to detect for the
presence of RHAMM in a sample. RHAMM positive samples may be indicative
that the sample contains cancer progenitor cells.

A method for diagnosing a patient of cancer according to one embodiment of the
present invention may comprise: (a) obtaining a tissue sample from the patient; (b)
contacting said sample with a probe of the present invention; (c) applying the
detection technique for detecting the probe’s detectable label in the sample.
Detection of RHAMM expression in the sample may be indicative of a cancer
diagnosis.

A method for diagnosing a patient of cancer according to another embodiment of
the present invention may comprise; (a) administering a probe according to the
present invention to the subject; and (b) applying the detection technique for
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detecting the probe’s label in the tissues or organs of the subject. Detection of

RHAMM in the subject may be indicative of a cancer diagnosis.

A method for determining a prognosis for a cancer patient according to another
embodiment of the present invention may comprise: (a) obtaining a tumor tissue
sample from the patient; (b) contacting said sample with a probe of the present
invention; (c) applying the detection technique for detecting the probe’s label in the
sample; and (d) determining the prognosis of the patient. The prognosis may
predict a probability of aggressiveness or metastasis of the cancer in the patient.
Detection of RHAMM expression in the sample may be indicative of a poor
prognosis.

in another embodiment, the present invention provides for a methed for
determining a course of treatment for a cancer patient. The method may
comprise: (a) obtaining a tumor tissue sample from the patient; (b) contacting said
sample with a probe of the present invention; (¢) applying the detection technique
for detecting the probe’s label in the sample; and (d) determining the prognosis of
the patient. The prognosis may predict a probability of aggressiveness or
metastasis of the cancer in the patient. Thus, detection of a measurable RHAMM
expression in the sample may indicate a poor prognosis; and prescribing a course
of treatment for the patient based on the prognosis.

In one aspect of the diagnostic and prognostic methods of the present invention,
RHAMM expression in a sample may be compared to a known negative control or
a known standard. Detection of a measurable RHAMM expression in the sample
relative to the negative control or the known standard may be indicative of:
presence of RHAMM in the sample, a diagnosis of cancer, or a poor prognosis, as
the case may be.

FIGs. 6 and 7 illustrate the visualization of human breast cancer cells using
fluorescein-conjugated RHAMM-binding peptides SEQ ID NO: 14 (FIG. 6A; SEQ
1D NO: 35) and SEQ ID NOs: 1 and 9 (FIG. 7; SEQ ID NOs: 25 and 29).

FIG, 13 illustrates the visualization of human ovarian cancer cells using
fluorescein-conjugated RHAMM-binding peptides SEQ ID NO: 1 (SEQ ID NO: 25),
while FIG 14 demonstrates the visualization of human prostate cancer cells using
fluorescein-conjugated RHAMM-binding peptides SEQ ID NQ: 9 (SEQ 1D NQ: 29).
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As illustrated in FIG. 14, PC3mLN4 human prostate cancer lines, which are

aggressively invasive and metastatic, are strongly positive for fluorescent staining
indicating rapid uptake of the HA peptide mimetic SEQ ID NO: 9.

Cellular uptake of RHAMM-binding peptides of the present invention may be
blocked by a specific ant-RHAMM mAb but not by a specific anti-CD44 mAb,
which may however block binding of HA to CD44 (see FIGs 6, 7, 13 and 14).
These results may indicate that the HA peptide mimetics of the present invention
may associate with and may be taken up by prostate, breast and ovarian cancer
cells by a RHAMM dependent mechanism.

2. Therapeutics

With reference to FIG. 8, the RHAMM-binding peptides of the present invention
may have substantial stability in a biological envirenment (about 110 to about 250
minutes half-life), which may be long enough to facilitate their use in therapeutic
methods.

The RHAMM-binding peptides of the invention may be used in the prophylaxis or
treatment of pathological conditions involving cell locomotion such as cancer,
inflammatory and autoimmune disorders, and fibrotic disorders associated with
tissue trauma and its recovery in a mammal.

RHAMM-binding peptides of the present invention may be used in compositions
and methods of treatment of disorders or conditions which may result from the
formation of RHAMM/ligand complex by disrupting the formation of said
RHAMM/ligand complex.

In one embodiment, the present invention may provide for a method for treating a
subject who may be suffering from a disorder or condition associated with
RHAMM expression in cells. The method may include at least administering to the
subject an effective amount of a composition comprising an effective amount of
one or more RHAMM-binding peptides or nucleic acids molecules encoding said
one or more RHAMM-binding peptides and a pharmaceutically acceptable carrier.

In one embodiment, the present invention provides a method of preventing or
reducing tissue scarring. The method may include at least administering an
effective amount of one or more RHAMM binding peptide or nucleic acid
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molecules encoding said one or more RHAMM binding peptides of the invention to

a subject in need thereof.

The ability of the RHAMM-binding peptides to inhibit the proliferation of cancer
cells may implicate their effectiveness in preventing tumour metastasis and their
utility as cancer chemotherapeutic agents. Accordingly, the present invention
provides a method of preventing or reducing tumour metastasis comprising
administering an effective amount of a RHAMM-binding peptide or a nucleic acid
molecule encoding a RHAMM-binding peptide of the invention to a subject in need

thereof.

As such, the RHAMM-binding peptides of the invention may be useful in treating
cancers which may be associated with RH AMM expression including, without
limitation, cancer of the lung, gastrointestinal, breast, bladder, skin cancer
(melanoma and non-melanoma), brain, cervix, and leukemia. Accordingly, the
present invention may provide a method of preventing or treating cancer in a
subject. This method may include at least administering an effective amount of
one or more RHAMM binding peptides or nucleic acid molecules encoding said

one or more RHAMM binding peptides of this invention to a subject in need
thereof.

In one embodiment, the RHAMM-binding peptides of the present invention may be
used in combination with existing treatments fo reduce morbidity and mortality in
patients with a disorder or condition associated with RHAMM expression, such as
cancer. Thus, in one embodiment of the present invention provided is a method
for treating a subject for a disorder or condition associated with RHAMM
expression. The method may include at least administering to the subject a
RHAMM-binding peptide of the present invention in combination with at least one
other therapy for said RHAMM-related disorder. The combination of the RHAMM-
binding peptide and at lease one other therapy may increase the efficacy of the
disease therapy. For example, in the case of cancer treatment, the subject may
also be administered a therapy which may be capable of substantially reducing
angiogenesis, such as small-molecule drugs, siRNAs, antisense therapy or any
combinations thereof which may target one or more growth factors which may act
as angiogenesis switches as well as providing proliferative signals for trophoblast
and endothelial cells. Growth factors may be needed for the growth and survival of
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various cancers and may be essential for cancer progression. Therefore the

anticancer methods of the invention using RHAMM-binding molecules may be
combined with therapies targeted to one or more growth factors, including VEGF,
FGR and hCG, The RHAMM-binding peptides of the present invention may also

5 be combined with radiotherapy or chemotherapy. Such combination therapy
contributes to a synergistic effect to treat cancer.

The inventors have shown, for example, that RHAMM-binding peptides of the
present invention may be capable of inhibiting proliferation of human epithelial
ovarian cancer (EQC) cells (see FIG. 11). The inventors have also shown that

10 RHAMM-binding peptides of the present invention may be capable of reducing the
viability of human EQC cells (see FIG 12).

By identifying cancer progenitor cells as previously proposed, the detection
methods of the present invention may allow for the development of novel
therapeutics to selectively kill or force terminal differentiation of these progenitor
15 cells. For example, the technology of the present invention may be used for in vivo
imaging of tumors which may contain highly tumorigenic progenitor cell subsets,
which may allow for selective treatment of patients at risk for metastasis vs. those
not at risk. Most importantly, the technology of the present invention may be used
to deliver anti-cancer drugs to the highly tumorigenic progenitor subsets present in
20 primary cancers, such as breast cancers. For example, the peptide may be
conjugated to a cytotoxic agent in order to enable the targeted delivery of the
cytotoxic to the cells expressing RHAMM. By the same mechanism, the delivery
of other therapeutic entities may be possible, including but not limited to, alkylating
agents, anti-angiogenic agents, antimitotics, hormonal therapeutics, nucleoside
25 analogues, or prodrugs thereof.  Furthermore, radiotherapeutics may be
envisioned whereby a RHAMM-binding peptide of the present invention may be
linked to a particle emitting radionuclide thereby providing a mechanism of
delivering a cell destructive entity selectively to the RHAMM positive cells. A
therapeutic radionuclide can include a beta-emitting radionuclide such as Y, or
30 "®Re; a beta/gamma emitting radionuclide such as “/Sc, "®Sm, " Lu, or "®Re;
alpha-emitting radionuclides such as ?"°Bi, **Ra, or #*°Ac; or Auger emitting
radionuclides such as *’Ga or "I,

3. Administration and Dosages
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The probes and/or the peptides of the present invention may be administered

directly to a mammalian subject using any route known in the art, including without
limitation e.g., by injection (e.g., intravenous, intraperitoneal, subcutaneous,
intramuscular, or intradermal), inhalation, transdermal application, rectal
administration, intranasal or oral administration. In one embodiment, the detecting
probes and/or peptides of the present invention may be administered
subcutaneously. In another embodiment, the detecting probes and/or peptides of
the present invention may be administered intravenously, In another embodiment,
an effective amount of the probe or RHAMM-binding peptide may be administered
via non-systemic, local administration, such as by peripheral administration which
includes peripheral intramuscular, intraglandular, and subcutaneous administration
routes, and allowing the probe and/or peptide several hours in vivo to be carried fo
sites having cells expressing RHAMM and tumorigenic cell populations.

Another embodiment of the present invention may be administering the RHAMM-
binding peptides via an implantable device. In aspects of the invention, the
implantable device may be capable of controlled release of the RHAMM-binding
peptides.

The RHAMM-binding peptides of the present invention may be provided
systemically as described herein above, As understood by one of skill in the art,
the RHAMM-binding peptides of the invention may be used within conventional
liposomes, specialized liposomes, lipid formulations and immunoliposomes.

The liposomes may be unilamellar or multilamellar and may be formed of
constituents selected from phosphatidylcholine, dipalmitoylphosphatidyicholine,
cholesterol, phosphatidylethanolamine, phosphatidylserine,
demyristoylphosphatidylcholine and combinations thereof. The multilamellar
liposomes may include multilamellar vesicles of similar composition to unilamellar
vesicles, but may be prepared so as to result in a plurality of compartments in
which the silver component in solution or emulsion is entrapped. Additionally,
other adjuvants and modifiers may be included in the liposomal formulation such
as polyethyleneglycol, or other materials.

While  a  formulation  of liposome may include  dipalmitoyl-
phosphatidylcholine:cholesterol (1:1) it is understood by those skilled in the art that

PCT/CA2011/000613



WO 2011/150495

20

25

-30-
any number of liposome bilayer compositions may be used in the composition of

the present invention. Liposomes may be prepared by a variety of known methods
such as those disclosed in U.S. Pat. No. 4,235,871 and in RRC, Liposomes: A
Practical Approach. IRL Press, Oxford, 1990, pages 33-101, which are hereby
incorporated by reference.

The liposomes containing the RHAMM-binding peptides may have modifications
such as having non-polymer molecules bound to the exterior of the liposome such
as haptens, enzymes, antibodies or antibody fragments, cytokines and hormones
and other small proteins, polypeptides or non-protein molecules which confer a
desired enzymatic or surface recognition feature to the liposome. Surface
molecules which preferentially target the liposome to specific organs or cell types
include for example antibodies which target the liposomes to cells bearing specific
antigens. Techniques for coupling such molecules are well known to those skilled
in the art (see for example U.S. Pat. No. 4,762,915 the disclosure of which is
incorporated herein by reference). Alternatively, or in conjunction, one skilied in
the art would understand that any number of lipids bearing a positive or negative
net charge may be used to alter the surface charge or surface charge density of
the liposome membrane.

The liposomes may also incorporate thermal sensitive or pH sensitive lipids as a
component of the lipid bilayer to provide controlled degradation of the lipid vesicle
membrane,

The dose administered to a patient, in the context of the present invention may be
a suitable dose to effectively image sites of RHAMM/RHAMM-binding ligand
complexes and turnorigenic cell populations with sufficient specificity such that a
surgeon may perform a biopsy or other procedure to remove tumorigenic cell
populations detected by imaging RHAMM/RHAMM-binding peptide complexes.
The dose may be determined by the efficacy of the particular vector (¢.g. peptide
or nucleic acid) employed and the condition of the patient, as well as the body
weight or surface area of the patient to be treated. The size of the dose also may
be determined by the existence, nature, and extent of any adverse side-effects
that accompany the administration of a probe in a particular patient.
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For administration, detecting probes of the present invention may be administered

at a rate determined by the LD-50 of the poiypeptide or nucleic acid, and the side-
effects of the polypeptide or nucleic acid at various concentrations, as applied to
the mass and overall heaith of the patient. Administration may be accomplished

5 via single or divided doses, e.g., doses administered on a regular basis (e.g.,
daily) for a period of time {e.g., 2, 3, 4, 5, 6, days or 1-3 weeks or more),

In still further embodiments, about 5 to about 2000 LD 50 units of the labeled
probe may be administered to said subject using recognized clinical standards and

practices.

10 The above dis¢losure generally describes the present invention. A more complete
understanding can be obtained by reference to the following specific Examples.
These Examples are described solely for purposes of illustration and are not
intended to limit the scope of the invention. Changes in form and substitution of
equivalents are contemplated as circumstances may suggest or render expedient.

5  Although specific terms have been employed herein, such terms are intended in a
descriptive sense and not for purposes of limitation.

EXAMPLES

The examples are described for the purposes of illustration and are not intended
to limit the scope of the invention.

20 EXAMPLE 1- BLAST SEARCH AND SEQUENCE ALIGNMENT

A query sequence corresponding to the HA-binding domain (aa 718-750) of
RHAMM (SEQ ID NO: 19) was used in basic search alignment search tool
(BLAST) to compile a list of proteins which show sequence homologies. FIG. 1B
illustrates a flow chart of molecular imaging probe design and optimization. The
25  HA-binding domain was used as the query sequence in BLAST to determine
homologous protein sequences. Then, putative binding partners (ligands) for
homologous sequences were elucidated. Library of peptides were synthesized
based on truncation of ligand sequences and screened using surface plasmon
resonance (SPR) binding assay to determine high affinity ligands. Candidate
30 peptide ligands were then further evaluated using various in vitro binding assays.

Pair-wise comparisons between RHAMM and microtubule binding domain of
MAPs and kinesins revealed moderate sequence homology (about 17%-24% as
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calculated using ClustalX2 [12]) to the HA binding domain of RHAMM; however,

MAPs and RHAMM share similar physiochemical properties regarding the amino
acid sequence of their tubulin binding site. in other words, both RHAMM and
MAPs have a stretch of basic residues which are postulated to bind to tubulins.
Furthermore, the secondary structures of the tubulin binding sites of MAPs and
hyaluronan binding site of RHAMM has the same degree of helicity and both could
be classified as a basic-zipper domain [13].

RHAMM has been reported to use a common binding site to associate with HA in
the extracellular surface and microtubules in the cytosol [14].  Since microtubule-
associated motor proteins and MAPs show direct binding to CTTs of tubulin, the
inventors hypothesized that RHAMM could show direct interaction with synthatic
peptides representing the CTTs of different tubulin subtypes. Since HA interacts
with RHAMM mainly through ionic interactions between its negatively charged
groups and the positively charged groups on RHAMM, molecules possessing an
analogous distribution of negative charges can in principle serve as HA mimics.
For instance, the Glu and Asp residues on tubulin CTTs may mimic the
carboxylates on HA. Thus, the binding of synthetic CTTs to the HA binding domain
of RHAMM might utilize the same charged side chains thought to be important for
HA binding. '

EXAMPLE 2 — SCREENING OF TUBULIN-DERIVED PEPTIDES AGAINST
RHAMM

Materials: All solvents were used without further purification, and purchased from
VWR, Fisher Scientific, or Sigma Aldrich. Fluorenylmethyloxycarbonyl (Fmoc)-
Rink amide MBHA (100-200 mesh) resin, Fmoc amino acids, Fmoc-protected
aminohexanoi¢ acid (Fmoc-Ahx) and HBTU (2-(1H-benzotriazole 1-yl)-1,1,3,3-
tetramethyluronium hexafiuorophosphate) coupling reagent for peptide synthesis
were obtained from Peptides International. N-(3-dimethylaminopropyl)-N'-
ethylcarbodiimide hydrochloride (EDAC), N-hydroxysulfosuccinimide sodium sait
(sulfo-NHS), fluorescein isothiocyanate (FITC) isomer | and fetal bovine serum
(FBS) were purchased from Sigma Aldrich. NHS-Biotin was obtained from Nova
BioChem. Antibodies such as anti-RHAMM (Santa Cruz Biotechnology, USA),

anti-CD44 (Pharmigen) and IgG ab (Santa Cruz Biotechnology USA) were
abtained commercially.
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Peptide Synthesis: Seventeen (17) peptides having 12 amino acid residues

corresponding to the CTT and H12 region of different tubulin subtypes were
synthesized using solid-phase peptide synthesis following Fmoc protocols.

Elongation of peptide chains on rink amide MBHA resins (0.1 mmol) was
performed using automated (APEX 396 auto-synthesizer) and/or manual methods
using standard solid phase peptide synthesis involving Fmoc deprotection and
amino acid coupling cycles, and each cycle was monitored using Kaiser test [15,
16]. Repeated Fmoc deprotection throughout the synthesis (15 and 20 minutes
periods) was carried out using 20% piperidine soiution in N,N-dimethylformide
(DOMF). All amino acid couplings were carried out using 0.05 M or higher
concentration of Fmoc-protected amino acid and HBTU, 5 equivalent of N,N-
diisopropylethylamine (DIPEA) in DMF at 30 and 90 minutes intervals. After each
deprotection and coupling step, the resin was washed repeatedly with DMF (3x)
and dichloromethane (DCM) (3x). Fmoc-Ahx was coupled using the same
parameters. Acylation of the amino terminus was done (15 and 10 minutes) using
10% acetic anhydride in DMF following Fmo¢ deprotection. Fluorescein coupling
was carried out by reacting the amino group of the peptide with FITC fluorescent
dye (4 equiv.) in DMF with DIPEA (2 equiv.) for 4 hours.

Full deprotection of cysteine-containing peptides was accomplished using a
solution of 94% v/v trifluoroacetic acid (TFA), 1% viv triisopropylsilane (TIPS),
2.5% viv HO and 2.5% viv 1,2-ethanedithiol (EDT) for 1.0-1.5 hours. Full
deprotection of all other peptides was done using a solution of 88% viv TFA, 5%
viv water, 5% miv phenol, 2% viv TIPS for 2-4 hours, The filtrate was collected,
precipitated using cold tert-butyl methyl ether and pelleted via centrifugation at
3000 rpm in -5°C for 10 minutes. Pellets were then dissolved in distilied-deionized
water and lyophilized yielding solid powders,

Protein Purification; All peptides used in this study were purified to greater than
92% purity by reverse-phase HPLC and characterized by ES| mass spectrometry.

Purification of peptides was performed using gradient solvent system consisting of
H20 + 0.1% TFA (solvent A) and CH3CN + 0.1% TFA (solvent B) at a linear flow
rate of 1.5 mb/min and 20 mU/min for analytical and preparative HPLC,
respectively. Analytical HPLC was performed using a Grace Vydac
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Protein/Peptide RP-C18 column (4.6 mm x 250 ym, 5 pm), and preparative HPLC

was performed using a Grace Vydac protein/peptide RP-C18 column (22.0 mm x
250 mm, 10 ym). Absarbance was detected at wavelengths of 220 nm and 254
nm using a Waters 2998 Photodiode Array detector. During purification, fractions
were collected, lyophilized, and analyzed by ESI-MS (Waters Micromass Quattro
Micro™ API).

Recombinant protein RHAMM-CT (a truncated RHAMM corresponding only to the
carboxy terminus which contains the HA binding domain, amino acids 706-766,
sequence: RDSYAQLLGH QNLKQKIKHYV VKLKDENSQL KSEVSKLRSQ
LVKRKQNELR LQGELDKALG I, MW. 7.1 kDa, pl = 10.1; SEQ ID NO: 20) was
isolated from E. coli BL21 (D3) strain carrying the recombinant plasmid pPAL7-
RHAMM. Bacteria were grown overnight in LB medium at 37°C containing
ampicillin (100 pa/ml) and 0.5 % glucose, and allowed to grow to mid-log phase.
Recombinant RHAMM gene expression was induced with 2 mM IPTG for 4 h at
37°C and bacterial cells were harvested by centrifugation at 10,000 x g for 20 min.
Bacterial cells were re-suspended in lysis buffer {composed of 0.2 M sodium
phosphate, 0.2 M potassium acetate, 1% triton X-100, and 0.1 % protease
inhibitors, pH = 7.0), sonicated (80 s, 10 s/pulse), and centrifuged (4°C, 12000 x g,
20 min). The resulting supernatant was transferred to a clean tube and filtered
(using 0.45 pm filter). Purification of the eXact tagged-recombinant RHAMM were
conducted with Profinity eXact (Bio-Rad, USA) affinity resin according to
manufacturer's protocol. For this experiment, the lysate was loaded to gravity
column packed with Profinity eXact affinity resin (4 mL resin, column 15 x 1.5 cm)
equilibrated with wash buffer (0.2M sodium phosphate, pH = 7.0). The column was
washed with wash buffer to eliminate impurities, and recombinant RHAMM was
eluted with elution buffer (composed of 0.2M sodium phosphate, 0.1M sodium
fluoride, pH = 7.0). Then the protein was dialyzed and concentrated, using
Millipore Filter (Millipore, USA, cut-off 3 kDa) in a buffer consisting of 0.2M sodium
phosphate, and 0.2 M potassium acetate (pH = 7.0). The purity of the isolated
protein was verified on 1D SDS-PAGE. |dentification of RHAMM was performed
and confirmed with anti-RHAMM antibody by Western blot analysis.

SPR (Surface Plasmon Resonance) Screening Assay: ProteON XPR36 system
was used for the selection and ranking of different tubulin derived peptides against
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RHAMM. For immobilization of RHAMM, the ProteON GLC sensor chip surfaces

were activated by amine coupling using 100 mM EDAC and 24 mM sulfo-NHS.
RHAMM (30 pg/mL in sodium bicarbonate buffer, pH 9.7) was injected at a flow a
rate of 30 ul/min. A buffer sample was injected on a different sensor plate for use
as a reference. Ethanolamine HCI (1M, pH 8.5) was then injected to deactivate
any remaining surface groups. Peptides (10 yM in PBS-T, 2% DMSO) were
injected to a RHAMM functionalized surface at 50 uL/min for 3 minutes followed
by a 10 minute dissociation (i.e. injection of PBS-T buffer) period. The surfaces
were regenerated using two injections of 30 UL of 1M NacCl prior to the injection of
the next peptide. In all experiments, reference subtraction was performed using
data obtained from reference plate (No RHAMM) and RHAMM functionalized
plate.

Competitive ELISA experiments using fluorescein-labelled peptides: ELISA
was carried out to test the ability of FITC-labelled tubulin-derived peptides
compete with HA for binding site with RHAMM. Recombinant RHAMM (100 pL,
10 pg/mL in 0.05M PBS, pH = 9) was immobilized on 96-well ELISA plates (final
concentration of 1 g/well) and incubated overnight at 4°C resuilting in final amount
of protein 1 ug/well. Plates were washed three times with (0.05%) PBS-Tween-20
buffer (200 pL/well), washed with blocking buffer (5% 200 plL/well, PBS-Tween-20
per well), and incubated for 1 hour at room temperature. Following three washes
as described above, FITC-labeled tubulin derived peptides (final concentration of
1 ug/mL) and HA (100 ulL/weil, M.W. 220 kDa, 10 yg/mL in PBS, serial dilutions
have been made for HA = 1:1, 1:2, 1:4, 1:8, 1:16) were added to plates and
incubated overnight at 4°C. Plates were washed as described above, and
absorbance was measured at 485/535 nm.

Competitive ELISA experiments using fluorescein-labelled RHAMM: ELISA
was carried out to test the ability of non-labeled tubulin-derived peptides to
compete with dye (Alexa Fluor 647)-conjugated HA for RHAMM, RHAMM (100
pl, 10 pg/mi in 0.05 M PBS, pH = 9) was immobilized on 96-well ELISA plates (to
achieve a final amount of 1 pg/well) and incubated overnight at 4°C. Plates were
washed three times with (0.05 %) PBS-Tween-20 buffer (200 uliwell), then
incubated with blocking buffer (200 Jl/well, 5 % Tween-20 in PBS) for 1 hour at
room temperature. Following three washes of (0.05 %) PBS-Tween-20 buffer,
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tubulin-derived peptides (10 pg/ml) and HA-conjugated Alexa Fluor 647 (100

piiwell, MW. 220 kDa, 10 pg/ml in PBS) were added to plates and incubated
overnight at 4°C. Negative control plates receive no dye-conjugated HA and all
experiments were done in triplicate. Plates were washed as described above and

the fluorescence was measured at 650 nm.

SPR (Surface Plasmon Resonance) Binding Assay: After peptide screening,
GWC SPRimager®Il system was used to determine binding kinetic constants.
Thiol-containing peptides at 1nM concentration in milliQ water were immobilized
on a maleimide-functionalized gold-plated chip for 3 hours. Excess peptides were
removed by washing with milliQ water. For binding studies, a series of
concentrations (500 nM, 750 nM, and 1000 nM) of RHAMM were injected over the
immabilized peptides. After a 15 min dissociation phase, the sensor chip surface
was regenerated for the next peptide sample injection, via treatment with two 10
min pulse injections of regenerating buffer (2 M NaCl in HBS-EP, pH 7.4) at 100
mbL/min. Baseline returned to the initial value after the regeneration step,
confirming the removal of all bound analytes. Data were analyzed and the
corresponding dissociation constants (Kp) were obtained via non-linear regression
fitting to a Langmuir binding model [17]. In all experiments, reference subtraction
was performed using data obtained from reference plate (no peptide) and peptide
functionalized plate.

Serum Stability Study The stability of tubulin CTTs in serum was evaiuated for
up to 11 hours. Each peptides were mixed with pre-heated (37°C, pH 7.3 £ 0.1)
fetal bovine serum (FBS), (final sample volume of 3 ml. and peptide concentration
of 15 yM). The initial time is recorded, and at each 30 minute time point, 40 L
aliquots were taken from the reaction mixture and passed through C18 reverse-
phase (C18 Sep-Pak®) cartridge. Peptides were eluted from the cartridge using 3
mL ethanol (70% viv) with 0.1% TFA, lyophilized, and analyzed using analytical
RP-HPLC (Grace Vydac Protein/Peptide RP-C18 column 4.6 x 250 mm, 5 um).
Employed mobile phase of this system were 0.1% TFA in water (eluent A) and
0.1% TFA in CHZCN (eluent B). Linear gradient of 10-95% of eluent B at a flow
rate of 1.5 mi/min over 20 minutes was used for each peptide sample. Percent
intact peptides were detected using Waters 2998 Photodiode array detector set at
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220 and 254 nm, and identified using ESI-MS. Haif-life of peptides were

determined using GraphPad Prism version 5.01.

Cell Uptake Studies: Candidate peptides showing high affinity for RHAMM-CT
were conjugated to a fluorescent dye (FITC) and their specificities for RHAMM
expressing cancer cells (MDA-MB-231) were evaluated using a cellular
fluorescence imaging assay.

MDA-MB-231 cells cultured in DMEM media and 10% FBS up to 90% cofluency.
Then the cells were seeded on a glass cover slip (12 x 12 mm, coated with 50
ug/mi fibromectin in a 2 x 24-well tissue culture place {(confluency of 20000/well)
one day after seeding. Starvation step carried out with DMEM + 0.1% FCS
overnight at 37°C. Then culture medium was aspirated, and was rinsed with
DMEM + 0.1% FCS overnight at 37°C. Cells were blocked with 3% BSA in DMEM
+0.1% FCS for 1 hour at room temperature. For blocking experiments, antibodies
{dilution 1;100, mouse IgG ab, goat, ant-RHAMM mAb, or mouse anti-CD44 mAb
in DMEM + 0.1% FCS media) were added and incubated at 37°C for 1 hour. Cells
blocked with anti-mouse 1gG serve as positive control since the antibody shows no
binding affimty to RHAMM.

Then the resulting culture medium was aspirated, and cells were washed with
DMEM + 0.1% FCS at RT. Fluorescein-conjugated peptides (50 ug/ml) were
added and incubated at 37°C for 30 minutes. Cells were washed with DMEM +
0.1% FCS, then with PBS (pH = 7.6). Then cells were mounted using Fluoro-gel
11 containing DAPI (Electron microscopy sciences, USA) via manufacturer's
protocol. Cells were photographed using Olympus FluoView FV1000 coupled 1X81
Motorized Inverted System Microscope. Tiff images were analyzed using ImageJ
(v1.42q) software. Each image was converted to an 8-hit format and subjected to
threshold values of 20 and 255. Regions of interest (ROI) corresponding to cell
bodies (n = 15) were selected. Mean fluorescence of each ROl was then
calculated using 87bit acquired data. Data were analyzed using Prism (GraphPad
Software, San Diego, USA) statistical program for one-way ANOVA.

Results

Screening of tubulin-derived peptides against RHAMM:
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FIG. 2 A shows the general structure of unmodified tubulin-derived peptides (FIG.
2 A a), as well as peptides conjugated to N-acetyl cysteine (FIG. 2 A b) and
fluorescein isothiocyanate (FIG. 2 Ac). FIG. 2 B is a table which describes all 17
peptides prepared for this study. Sequences of 17 synthesized peptides
encompass the CTTs of different tubulin subtypes as well as sequences directly
flanking a1a- (SEQ ID NOs: 6, 7 and 8) and Bllla-CTT (SEQ D NOs: 13 and 14).
A six carbon linker was used to increase the distance between the peptide and an
additional peptide modification. FIG. 2 B also includes derivatized peptides.
Derivatized peptides were prepared with either fluorescein (peptides 1c, 3c, 9c,
11¢e, 12¢, 14¢ of FIG. 2B; SEQ ID NQs: 25, 27, 29, 31, 33 and 35) or N-acetyl
cysteine modified N-terminus (peptides 1b, 3b, b, 11b, 12b, 14b of FIG. 2B; SEQ
ID NOs: 24, 26, 28, 30, 32 and 34).

All peptides were characterized by ESI+ mass spectrometry and analyzed for
purity by reverse-phase HPLC. FIG. 2 B is a table illustrating the analysis of the
17 synthesized tubulin-derived peptides using ESI-MS and RP HPLC. The
calculated and observed m/z values are based on the prominent ohserved signals
as determined by ESL Percent purity determined by RP HPLC with detection at
220 nm.

A SPR (surface plasmon resonance)-based screening method was utilized for
rapid and accurate determination of potential peptide candidates that are able to
recognize the HA-binding domain of RHAMM. Seventeen tubulin-derived peptides
were screened, and the resulting sensograms were used to deduce peptides
which show affinity to RHAMM. Prior to screening, the optimal condition for ligand
immobilization, in this instance RHAMM, to the sensor plate was determined. The
optimal pH for the immobilization buffer balances the electrostatic attraction of the
protein to the sensor plate while minimizing protein deactivation. In this study the
optimal pH for immobilization was determined to be the pH that yielded the highest
ligand density. RHAMM was coupled to the sensor plate using sodium bicarbonate
buffer of varying pH, at a flow rate of 30 yL/min and with fixed concentration of
EDAC and sulfo-NHS. The RHAMM ligand density for each pH immobilization
condition was determined from the average SPR response of six measurements
and the maximum ligand immobilization occurred at pH 9.7 (FIG. 3 A). Ligand
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immobilization was slightly lower than pH 10.1 due in part to loss of net charge on

RHAMM at its isoelectric point.

After immobilization of RHAMM on the SPR sensor chip, injection of a series of
tubulin derived peptides was carried out. Association of the peptides with RHAMM
proceeded for 3 minutes and the dissociation in analyte free buffer was carried out
for 10 minutes. FIG. 3 B shows the experimental sensograms obtained at a
concentration of 10 pM. For each peptide injection, control sensograms (no
immobilized RHAMM and buffer injection) were subtracted from the test
sensograms, and the chip surface was regenerated prior to the next peptide
injection in order to remove any remaining bound peptides. Screening of 17
peptides resulted in six peptides demonstrating enhanced affinity to RHAMM,
namely. 1a (SEQ ID NO: 1), 3a (SEQ ID NO: 3), 9a (SEQ ID NO: 9), 11a (SEQ ID
NO: 11), 12a (SEQ ID NO: 12), and 14a (SEQ ID NO: 14).

Affinity of immobilized tubulin derived peptides to RHAMM: The binding of the
six peptides deduced in the previous section to RHAMM was quantified.
Truncation studies indicate that the CTTs (i.e. the last 12 carboxy-terminal
residues of S-peptides), were sufficient to induce MAP-directed microtubule
assembly [18], thus placing a label spaced by a linker moiety on the amino
terminus of CTT should not affect the peptide-protein interaction. Peptides were
immobilized on the sensor plate and RHAMM was flowed over derivatized surface
at different concentrations at a constant flow rate of 100uL/min. FIG. 4 A depicts
the resuiting sensograms. Again, each sensograms has been corrected by
subtracting each curve from a reference sensorgram (data acquired from the
sensorgram without immobilized peptide) in order to account for refractive index
differences between running buffer and sample solutions.

Experimental sensograms were fitted with curves resulting from a kinetic model for
a 1:1 Langmuir binding model. The average values for Kp of the 6 peptides
obtained from different RHAMM concentrations are given in the table of FIG. 4 B
together with the respective standard errors. As a positive control, the kinetic
profile of anti-RHAMM mAb was also measured and results show 5.53 nM affinity
to RHAMM. Peptides SEQ ID NQ: 1 (Ko = 24 nM), SEQ ID NO: 9 (Ko = 32 nM),
and SEQ ID NO: 14 (Kp = 30 nM) showed dissociation constants in the low
nanomolar range indicating high affinity to RHAMM.
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The relative binding affinities of each of the 6 peptides were also measured using

ELISA. In this assay, peptides were labelled with fluorescein, with the dye situated
away from the peptide by the addition of an aminohexanoic acid linker. As shown
in FIG. 3 C ELISA results also indicated that peptides SEQ ID NOs: 1, 8 and 14
had the highest relative binding affinity in all concentrations. |t may be possible
that the fluorophore modification to the peptide could have an effect on the ligand-
RHAMM interaction or on non-specific binding, thus SPR and ELISA results might
not exactly match.

Competitive displacement of tubulin-derived peptides by HA: A competitive
ELISA was done to determine the selectivity of the peptides to the HA binding
domain of RHAMM. In this assay, fluorescein-labelled peptides were used and the
effectiveness of unlabelled HA to block the binding of peptides to RHAMM was
evaluated. Fluorescein-labelled peptides SEQ ID NOs: 1, 3, 9, 11, 12 and 14,
corresponding to peptides 1¢, 3¢, 9¢, 11¢, 12c and 14¢ in FIG. 2B (SEQ ID NOs:
25, 27, 29, 31, 33 and 35) were added to ELISA plates containing immobilized
RHAMM, followed by the addition of varying concentration of HA, which is the
natural ligand of RHAMM. A decrease in observed fluorescence is seen as HA
displaces the fluorescein-labelled peptides if they compete for the same binding
site. FIG. 5 A shows competitive displacement of peptide binding to RHAMM by
HA, and a concentration dependent decrease in fluorescence is observed for all
six ligands as the HA competitor concentration increases, with the most effective
relative displacement occurring for fluorescein-labelled peptides SEQ ID NQOs: 1,
12 and 14 (SEQ ID NOs: 25, 33 and 35), although peptide of SEQ ID NO: 9 (SEQ ID
NO; 298) was also displaced.

An alternative competition experiment was devised to further assess the peptide
ligands since the presence of the fluorescein label may influence the physical
properties of these low molecular weight peptides and the resulting binding
potential. Using ELISA, unlabelled peptides SEQ ID NOs: 1, 3, 9, 11, 12 and 14
(corresponding to peptides 1a, 3a, 9a, 11a, 12a and 14a of FIG. 2B) were used to
compete with dye-labelled HA, This assay eliminates confounding resuits arising
from the interaction between the dye label and protein or a change in affinity
caused by the addition of a bulky dye to the peptide ligand. As shown in FIG. 5B,
displacement of labelled-HA by non-fluorescent peptides derived from tubulin is
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readily observed by decrease of the fluorescence signal. Unlabelled RHAMM

ligand or fluorescein-labelled ligand SEQ ID NO: 14 and unlabelled RHAMM
ligand or fluorescein-abelled ligand SEQ ID NO: 9 appear especially able to
compete for the binding with HA consistently, thus reinforcing the noti on that
further modification at the amino terminus of the peptide has little effect on the
binding to RHAMM., However, fluorescein-labelled a1a-CTT (peptide 1c; SEQ ID
NO: 25), which contains the sequence SEQ 1D NO: 1, seemed better at competing
with HA compared to unmodified peptide of SEQ ID NO: 1.

Specificity for RHAMM versus CD44: The previous resuits indicate that these
peptides may be able to target the HA binding domain of RHAMM. However to
show these HA mimics are specifically targeting RHAMM, it is necessary to test
the affinity of the peptides to other hyaladerins such as CD44. To this end, a solid
phase peptide binding assay (ELISA) was performed with a CD44 functionalized
surface, which is illustrated in FIG. 5 C. As described above, each FITC-
conjugated peptide of SEQ ID NOs: 1, 3, 9, 11, 12 and 14 (SEQ 1D NOs: 25, 27,
29, 31, 33 and 35) was incubated to each hyaladerin (RHAMM or CD44) and the
resulting fluorescence measurement was recorded following extensive washing
protocols. As expected, fluorescence measurement arising from RHAMM and
fluorescein-peptides showed the highest signals, and a remarkable drop in
fluorescence was observed following the addition of HA. Conversely, CD44 and
flucrescein-peptide interaction, as indicated by fluorescence, is significantly lower
and fails to show the expected decrease in fluorescence measurement following
the addition of HA. Thus, the binding of the peptides is caused by a specific
interaction with RHAMM, while they show limited interaction with CD44.

Serum Stability: To test their potential as targeting entities or therapeutics, the
stability of the RHAMM-binding peptides in biclogical environments needs to be
investigated. In vitro serum stability of each of peptides SEQ ID NOs: 1, 3, 9, 11,
12 and 14 was evaluated over a period of 11 hours, and the quantification of
rematning intact peptide was deduced using RP-HPLC. In this assay, the peptides
are subjected to fetal bovine serum at 37°C, and aliquots were taken at 30
minutes intervals. At each time point, the reaction was stopped by precipitating
serum protetn with trifiuoroacetic acid (TFA), and centrifugation was used to obtain
a crude solution containing the peptides. The solution was passed through a C18
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reverse-phase column (C18 Sep-Pak®) to eliminate low molecular weight

impurities. Intact peptides were eluted from the column, lyophilized, and analyzed.
As shown in FIG. 9 unmodified RHAMM-binding peptides showed serum stability
with a reasonable half-life of approximately 2-4 hours.

Cellular fluorescence assay (MDA-MB-231 Uptake Studies): To determine the
specificity of tubulin derived peptides of the present invention to RHAMM
expressing cells and their potential as a targeting entity, a cellular fluorescence
assay was performed using MDA-MB-231 cells treated with anti-RHAMM
antibody. MDA-MB-231 breast tumour cell line shows high expression of RHAMM
receptors, thus this cell line was an ideal choice for evaluation of the targeting and
specificity of synthetic tubulin peptides. MDA-MB-231 cells were incubated with
fluorescein-conjugated peptides SEQ 1D NOs: 1, 9 and 14 (SEQ ID NOs: 25, 29
and 35) and cellular uptake of the probe was measured. As illustrated in FIGs. 6A
(for SEQ ID NO: 35) and FIG. 7 (for SEQ ID NOs: 25 and 29) for all tested
peptides accumulation of fluorescence signal was observed in cells which receive
no blocking treatment and also in cells incubated with non-specific antibody (1gG
antibody), indicating high uptake of fluorescein-labelled probe. Interestingly, cells
blocked with anti-CD44 showed no reduction of signal. However, cells blocked
with anti-RHAMM mAb showed significant decrease in cellular fluorescence
confirming the specificity of peptides SEQ ID NOs: 1, 8 and 14 to RHAMM (p <
0.001). As illustrated in FIG. 6 B, cells blocked with anti-RHAMM mAb showed
about 65% to about 85% reduction in cellular fluorescence (fluorescein-labelled
SEQ ID NOs: 1, 9 and 14 showed about 85%, about 76% and about 65%
reduction in fluorescence, respectively).

Discussion

RHAMM is an oncogene that is over-expressed in a variety of cancers. In addition,
increased accumulation of HA, the extracellular ligand of RHAMM, within RHAMM-
expressing cancer cells is a prognostic factor for poor clinical outcome. Thus, low
molecular weight ligands targeting RHAMM that are able to compete with HA for
binding may be useful for diagnostic and therapeutic purposes, In this study, the
inventors sought to identify ligands that could target the HA binding domain of
RHAMM. The inventors reasoned that since the carboxy-terminus of RHAMM,
which contains the HA binding domain, mediates the localization at the
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microtubule network within the cell, database searches and pairwise comparison

between RHAMM and microtubule binding domain of known tubulin associated
proteins (e.g. MAPs) were performed. Furthermore, since these proteins show
direct binding to CTTs of tubulin, the inventors hypothesize that RHAMM may
show direct interaction with synthetic peptides representing the CTTs of different
tubulin subtypes. Due to moderate homology between the tubulin binding domain
of MAPs and HA-binding domain of RHAMM, further investigation was performed
to determine which peptide fragments of tubulin interacts with RHAMM. In this
study, the specific interaction between RHAMM and novel ligands were deduced.

Peptide fragments derived from the carboxy terminal domain of different tubulin
subtypes (i.e. CTT region), as well as sequences directly adjacent to the
aforementioned domain, were synthesized using solid-phase peptide synthesis.
The resulting peptides were screened against RHAMM to determine high affinity
ligands. To this end, an SPR screening method was utilized, wherein, RHAMM
protein was immobilized to the SPR sensor plate, and peptides were flowed to
discover ligands with high affinity and specificity. This method was utilized
because it allows for high throughput screening using a single RHAMM-charged
sensor plate and the SPR-bound RHAMM could reflect its native membrane
bound state as a cellular receptor. The screening afforded six high-affinity ligands
that are able to compete with HA for the HA binding region of RHAMM as
determined by ELISA. Further evaluation determined that these peptides showed
a higher specificity to RHAMM compared to CD44, a known hyaladerin that also
binds HA.

Peptides showed moderate stability (approximately 110-250 minutes half-life) in a
biological environment (bovine serum), which may be long enough to facilitate in
vitro, ex vivo or in vivo imaging. The specificity of the three HA peptide mimics
(SEQ ID NOs:. 1, 9 and 14) showing the higher affinity for RHAMM was analyzed
by quantifying the relative uptake of the ligands in RHAMM-expressing cancer
cells. To this end, peptides of SEQ ID NOs:. 1, 9 and 14 were conjugated with
fluorescein (SEQ 1D NOs: 25, 29 and 35) and incubated with MDA-MB-231 cells, a
cell line which over-expresses RHAMM. Cellular fluorescence was observed for all
three peptides and uptake was not diminished by the addition of anti-CD44 or non-
specific antibodies (i.e. 1gG antibodies). However, dramatic decrease in probe
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uptake as observed upon the addition of anti-RHAMM antibodies suggesting

specific blocking of probe uptake. Thus, the high specificity of the probes
combined with moderate stability may allow for further development as diagnostic
agents for RHAMM-expressing cancer cells,

The described results shown in this report suggest the presence of a common site
for the HA binding domain of RHAMM at the variable carboxy-terminatl moieties of
tubulin. A recurring hexapeptide motif was noted in most peptide candidates, and
peptides sharing this acidic carboxy-terminal segment interacted with RHAMM,
The motif, EEXEEZ (where X is Aor G, and Z is Y or E; SEQ ID NO: 18), is
present in synthetic ala (SEQ ID NO: 1), alllc (SEQ ID NO: 3), Bla (SEQ ID NO:
9), and BIV-CTT (SEQ ID NO: 11) as illustrated in FIG. 8B. The present results
are in agreement with the previous reports that the short sequence EEGEE (SEQ
1D NO: 21) (Paschal et al., 1989) could be involved in tubulin and MAP binding, a
family of proteins which shares sequence homology to RHAMM.

Despite the role of acidic functional groups in HA and RHAMM interaction, results
may also suggest that the random occurrence or an increase of these acidic
residues within the CTT region does not appear to be directly influencing the
RHAMM-tubulin interaction. It is surprising that peptides containing DEXEEZ (as
seen in peptides SEQ ID NOs: 2 and 4) (S3EQ ID NO: 22) and EEXEDZ (as seen
in SEQ ID NO: 10) (SEQ ID NO: 23) motifs failed the initial screening, suggesting
that Asp residues within the first and fifth sequence cannot substitute a similar
acidic Glu residue within this motif. This suggests that the CTT interaction with
RHAMM is mediated by both electrostatic forces and conformational effects.

Significance

This study discloses the discovery of at least six novel ligands that interact with
the HA binding domain of RHAMM. These six peptides showed strong affinity to
RHAMM and were able to be displaced by endogenous HA, thus demonstrating
the specific targeting to the HA-binding domain. In addition, the greater propensity
of these ligands to bind to RHAMM as compared to another hyaladerin CD44, both
in non-cell based (i.e. ELISA) and cell based (i.e. cellular fluorescence) assays,
may demonstrate their potential as a targeting entity. The over-expression of
RHAMM and its resulting interaction with HA has been implicated in the pathology
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of cancers. Therefore, these peptides may serve as antagonists that could black

the RHAMM-HA interaction, thus limiting the transforming potential of RHAMM.

Example 3 — Affinity of Alanine-substituted RHAMM-binding peptides to
RHAMM

Materials: Solvents were used without further purification, and purchased from
VWR, Fisher Scientific, or Sigma Aldrich. Fluorenylmethyloxycarbony! (Fmoc)-
Rink amide MBHA (100-200 mesh) resin, Fmo¢ amino acids, Fmoc-protected
aminohexanoic acid (Fmoc-Ahx) and HBTU (2-(1H-benzotriazole 1-yl)-1,1,3,3-
tetramethyturonium hexafluorophosphate) coupling reagent for peptide synthesis
were obtained from Peptides International,

Peptide Synthesis: Elongation of peptide chains on rink amide MBHA resins (0.1
mmol) was performed using automated (APEX 396 auto-synthesizer) ana/or
manual methods using standard solid phase peptide synthesis involving Fmoc
deprotection and amino acid coupling cycles, Repeated Fmoc deprotection
throughout the synthesis (15 and 20 minutes periods) was carried out using 20%
piperidine solution in N,N-dimethylformide {DMF). All amino acid couplings were
carried out using 0.05 M or higher concentration of Fmoc-protected amino acid
and HBTU, 5 equivalent of N,N-diisapropylethylamine (DIPEA) in DMF at 30 and
90 minutes intervals. After each deprotection and coupling step, the resin was
washed repeatedly with DMF (3x) and dichloromethane (DCM) (3x). Fmoc-Ahx
was coupled using the same parameters. Fluorescein coupling was carried out by
reacting the amino group of the peptide with FITC fluorescent dye (4 equiv.) in
DMF with DIPEA (2 equiv.) for 4 hours. The ensuing resin was treated with
cleavage cocktail consisting of 88% TFA and 12% scavengers (5% water, 5%
triisopropylsilane, and 2% phenol). The resulting resin was shaken for 3 hours at
700 rpm and purified via RP-HPLC.

ELISA Binding Assay. Enzyme-linked immunosorbent assay (ELISA) was carried
out to test the effect of alanine substitutions within a fluorescein-labelied peptide
SEQ ID NO: 1 (SEQ ID NO: 25) or flurorescein-labelled peptide SEQ ID NO: 14
(SEQ ID NO: 35) to determine residues important for binding to RHAMM.
Recombinant RHAMM (100 pL, 10 yg/mL in 0.05M PBS, pH = 9) was added to
96-well plates (final concentration of 1 yg/well) and incubated overnight at 4°C.
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Plates were washed three times with (0.05%) PBS-Tween-20 buffer (200 pL/well),

followed by incubation with BSA blocking solution for 1 hour at room temperature.
Fluorescein-labeled peptides (SEQ 1D NO: 25 or SEQ ID NO: 35) (final
concentration of 1 pg/mbL) were added, washed with (0.05%) PBS-Tween-20
buffer (200 pL/well), and the absorbance was measured at 485/535 nm.

Competitive ELISA: Using competitive ELISA, the ability of alanine substituted
fluorescein-labelled SEQ 1D NO: 1 (SEQ ID NO: 25) or fluorescein-labelled SEQ
ID NO: 14 (SEQ 1D NO: 35) to displace HA and compete for RHAMM was
measured. Following protein immobilization and three washes as described
above, fluorescein-labeled tubulin derived peptides (final concentration of 1
pg/mL) and HA (100 pLiwell, MW. 220 kDa, 10 pg/mL in PBS, HA = 1 ma/mL, 5
mg/mL and 10 mg/ml) were added to plates and incubated overnight at 4°C. The
absorbance was measured at 485/535 nm after washing protocols.

Results

Figure 10 A illustrates the affinity of twelve alanine-substituted (alanine scan)
fluorescein-conjugated peptide SEQ ID NO: 1 (S8EQ D NO: 25) to RHAMM. Data
show that residues 2, 4, 7-10 and 12 of SEQ 1D NO: 1 may be important for proper
binding to RHAMM. FIG. 10 B illustrates competitive displacement of the 12
alanine-substituted fluorescein-labelled peptides of SEQ ID NO: 1 (SEQ ID NO:
25) by HA to immobilized Rhamm-CT. Data shows that alanine substitution of
SEQ ID NQ: 1 at positions 2, 4, 7-10 and 12 abolishes the peptide’s ability to
compete with HA. Negative control (no immobilized Rhamm) was subtracted for
each measurement and all data shows mean of three measurements in two
independent experiments.

Figure 17 A illustrates the affinity of 11 alanine-substituted fluorescein-conjugated
peptide SEQ 1D NO: 14 (SEQ ID NO: 35) to the HA-binding region of RHAMM.
Data show that residue 2, 3, 5, 6, 9 and 10 of SEQ 1D NO: 14 may be important for
proper binding to RHAMM. FIG. 17 B illustrates competitive displacement of 11
alanine-substituted fluorescein-labelled SEQ ID NO; 14 (SEQ ID NO: 35) by HA to
immobilized RHAMM-CT. Data shows that alanine substitution of SEQ 1D NO: 14
at positions 2, 3, 5, 6, 9 and 10 abolishes the peptide’s ability to compete with HA.
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Negative control (no immobilized RHAMM) was subtracted for each measurement

and all data shows mean of three measurements in two independent experiments.

Example 4 — Human Epithelial Ovarian Cancer Cells

Materials: Buffer solutions and media were purchased from Invitrogen, Sigma,
and VWR, AlamarBlue assay kits were purchased from Invitrogen.
Dimehylsulfoxide (DMSO) was purchased from Aldrich. Epithelial ovarian cancer
(EOC) celis were obtained from London Regional Cancer Center following patient
consents.

Proliferation Assay. The ability of one RHAMM-binding peptide (SEQ ID NO: 1)
to limit the proliferation of patient derived epithelial ovarian cancer tumors and the
ability of another RHAMM-binding peptide (SEQ ID NO: 3) to reduce the viability of
ascites-derived human EQC cells were examined. In these assays, epithelial
ovarian cancer cells (derived from ascites of patients) were plated in a 96-well
plate at density 5,000 cells/well and allowed to grow for 24 hours at 37°C and 5%
CO,. Peptides (1 uM and 10 uM) were added to cells on day one and proliferation
was measured for 6 days. 1/10" volume of Alamar Blue reagent was added
directly to cells in culture medium everyday for six days. Fluorescence was read at
570/590 nm. Data were obtained from mean of two experiments. Cells treated with
just DMSO (dimethylsulfoxide) and “no-cell” control samples were included in the

experiment.

EOC Cell Uptake Studies: EOC cells were cultured in DMEM media + 10% FBS
up to 90% confluency, Then cells were seeded on 2 x 24-well tissue culture plates
(confluency of 20,000 celis/well). Then cells were blocked with 3% BSA in DMEM
+0.1% FCS for 1 hour at room temperature. For blocking experiment, antibodies
(dilution 1:100, anti-lgG, goat anti-Rhamm mAb or mouse anti-CD44 mAb in
DMEM + 0.1% FCS media) were added and incubated at 37°C for 1 hour. Then
the resulting culture medium was aspirated, and cells were washed with DMEM +
0.1% FCS at RT. Fluorescein-conjugated peptides (SEQ ID NO: 25; 50 ug/ml)
were added and incubated at 37°C for 30 minutes. Cells were washed with
DMEM + 0.1% FCS, then with PBS (pH = 7.6), mounted using Fluoro-gel 11
containing DAPI (Electron microscopy sciences, USA) via manufacturer's protocol,
Cells were photographed using Olympus FluoView FV1000 coupled 1X81
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Motorized Inverted System Microscope. Tiff images were analyzed using imageJ

(v1.42q) software. Each image was converted to an 8-bit format and subjected to
threshold values of 20 and 255, Region of interest (ROI) were selected and mean
cellular fluorescence was deduced.

Proliferation of Human Epithelial Ovarian Cancer Cells

FIG. 11 illustrates a proliferation assay of peptide SEQ ID NO: 1 in human
epithelial ovarian cancer (EQC) cells. EOC cells are samples from the ascites of
patients with epithelial ovarian cancer. The alamarBlue assay was used to
measure the level of proliferation. Peptides of SEQ ID NO: 1 were added once on
day 1 and the effect over {ime was measured. Data showed inhibition of
proliferation in 3 of 4 patient OC cell samples

Figure 13 illustrates the visualization of uptake of fluorescein-conjugated peptide
SEQ ID NO: 1 (S8EQ ID NO: 25) in ovarian tumor cells using fluorescence
microscopy. As expected, uptake of the fluorescein-labelled SEQ ID NO: 1 (SEQ
ID NO: 25) decreased when EQC cells were incubated with anti-RHAMM and
uptake of the probe was unaffected with cells were treated with anti-lgG or anti-
CD44,

FIG. 12 is a graph illustrating reduced viability of ascites-derived human EQC cells
by a RHAMM-binding peptide {(p<0.05). Primary cells from patient sample EOC
were seeded to a 24-well culture dish and 24 hours later treatment was initiated
with the RHAMM-binding peptide SEQ ID NO: 3 (7 and 0.7 uM concentrations) or
DMSO vehicle control. Re-dosing occcurred everyday for up to 6 days and cell

viability was assessed by fluorometry using alamarBlue™ reagent (measured in
fluorescence units, FU).

Example 5 - PC3ImLN4 human prostate cancer lines

Materials and methods

Cell Uptake Studies: The two hyaluronan receptors expressed by
invasive/metastatic prostate tumor cells are CD44 and RHAMM. Thus, the ability
of peptides of the present invention to selectively target prostate cancer cells was
evaluated. in this assay, PC3mLN4 human prostate cancer cells were cultured in
DMEM media + 10% FBS up to 90% confluency. Then cells were seeded on glass
cover slips (12 x 12 mm, coated with 50 ug/mi fibronectin) in 2 x 24-well tissue
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culture piates (confluency of 20,000 celis/well). Then cells were blocked with 3%

BSA in DMEM + 0.1% FCS for 1 hour at room temperature.  For blocking
experiment, antibodies (ditution 1;100, goat anti-Rhamm mAb or mouse anti-CD44
mAb in DMEM + 0.1% FCS media) were added and incubated at 37°C for 1 hour.
Then the resulting culture medium was aspirated, and cells were washed with
DMEM + 0.1% FCS at RT. Fluorescein-conjugated peptides (SEQ ID NO: 29; 50
ug/ml) were added and incubated at 37°C for 30 minutes. Cells were washed with
DMEM + 0.1% FCS, then with PBS (pH = 7.6), mounted using Fluoro-gel 11
containing DAPI (Electron microscopy sciences, USA) via manufacturer's protocol.
Cells were photographed using Olympus FluoView FV1000 coupled 1X81
Motorized Inverted System Microscope. Tiff images were analyzed using ImageJ
(v1.42q) software. Each image was converted to an 8-bit format and subjected to
threshold values of 20 and 255. Region of interest (ROI) were selected and mean
cellular fluorescence was deduced.

Peptide uptake in PC3mLN4 human prostate cancer lines

Figure 14 A shows the uptake of the fluorescein-conjugated peptide SEQ ID NO: 9
mimetic of HA (SEQ ID NO: 29) by PC3mLN4 human prostate cancer lines, which
are aggressively invasive and metastatic. Using confocal microscopy, fluorescein-
conjugated peptides were detected within tumor cells, (FIG 14A (a), however,
FITC signal decreases when RHAMM proteins are blocked with anti-RHAMM mAb
(FIG. 14A (¢)). This indicates that probe uptake is blocked by a specific anti-
RHAMM monoclonal antibody. In addition, uptake of the fluorescein-conjugated
HA mimetic does not change when cells are treated with anti-CD44 monoclonal
antibody (FIG. 14A (b)). These results indicate that the HA peptide mimetic of the
present invention associates with and is taken up by prostate cancer cells by a
RHAMM dependent mechanism. Quantification of uptake (Figure 14 B) showed no
statistical difference in cells which receive no antibody treatment (a) and cells
blocked with anti-CD44 (b). Uptake of the probe drastically decreased in cells
treated with anti-RHAMM antibody (¢) (p<0.001).

Example 6 - Synthesis and Characterization of Ga-DOTA-coniugated peptide

Materials: Solvents were used purchased either from VWR, Fisher Scientific, or
Sigma Aldrich. Rink amide MBHA resin (100-200 mesh, 0.56 mmol/g), standard
Fmoc amino acids, and HBTU coupling reagents were obtained from Peptides
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International. 1-Bromohexanocic acid, glycine, Bromo ethylacatate and gallium (1)

nitrate were  purchased from Sigma  Aldrich. Cyclen (1.4,7,10-
tetraazacyclododecane) and Re(CQ)sBr were purchased from Strem Chemicals

Peptide Synthesis: Peptides were synthesized on rink amide MBHA resins (0.1
mmol) using standard solid phase peptide synthesis involving Fmoc deprotection
and amino acid coupling cycles. Repeated Fmoc deprotection throughout the
synthesis (15 and 20 minutes periods) was carried out using 20% piperidine
solution in N N-dimethylformide (DMF). All amino acid couplings were carried out
using 0.05 M or higher concentration of Fmoc-protected amino acid and HBTU, 5
equivalent of N,N-diisopropylethylamine (DIPEA) in DMF at 30 and 90 minutes
intervals. After each deprotection and coupling step, the resin was washed
repeatedly with DMF (3x) and dichloromethane (DCM) (3x). 6-bromohexanoic acid
was coupled using the same parameters. Cyclen  (1,4,7,10-
tetraazacyclododecane) (10 equiv.) in DMF was reacted to the end of the peptidyl
chain for 3 days. Ethyl bromoacetate (3 equiv. per amine) in DMF was reacted to
the secondary amine of cyclen for 24 hours to create the gallium chelator (DOTA).
Purification of peptides was performed after treatment with 88% TFA using
gradient solvent system consisting of H,O + 0.1% TFA (solvent A) and CH3;CN +
0.1% TFA (solvent B) at a linear flow rate of 1.5 mL/min and 20 mL/min for
analytical and preparative HPLC, respectively. Analytical HPLC was performed
using a Grace Vydac Protein/Peptide RP-C18 column (4.6 mm x 250 ym, 5 pm),
and preparative HPLC was performed using a Grace Vydac protein/peptide RP-
C18 column (22.0 mm x 250 mm, 10 pm), Absorbance was detected at
wavelengths of 220 nm and 254 nm using a Waters 2998 Photodiode Array
detector. During purification, fractions were collected, lyophilized, and analyzed by
ESI-MS (Waters Micromass Quattro Micro™ API).

Ga-69/71 Labelling: Gallium coordination was performed using *¥7'Ga(NQ;); in
acetate buffer at pH 5.5 for 15 minutes. Products were isolated using C18 reverse-
phase (C18 Sep-Pak®@) cartridge. Products was eluted from the cartridge using
30% acetonitrile in de-ionized water with 1% trifluoroacetic acid. Resulting product

was characterized using mass spectrometry, and purity was analyzed using RP-
HPLC.
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Synthesis and Characterization of Ga-DOTA-conjugated peptide

8771Ga-DOTA-conjugated peptide SEQ 1D NO: 1 was synthesized and
characterized as a possible non-radioactive surrogate for 88Ga-coordinated
radiotracer for PET imaging. FIG 15 A describes the gallium iabelling of DOTA-
conjugated peptide. FIG. 15 B illustrates RP-HPLC chromatogram of purified
gallium coordinated peptide at 9.73 minutes. FIG. 15 C illustrates an ESI mass
spectrum of the compound of FIG. 15 A (observed: 936.7 [M+2H]*, calculated:
934.87 [M+2HP").

Example 7 — Synthesis and Characterization_of Re(CO)," - coordinated
peptide

Materials: Solvents were used purchased either from VWR, Fisher Scientific, or
Sigma Aldrich. Rink armide MBHA resin (100-200 mesh, 0.56 mmol/g), standard
Fmoc amino acids, and HBTU coupling reagents were obtained from Peptides
international. Glycine, sodium cyanoborohydride and 3-Pyridinecarboxaldehyde
were purchased from Sigma Aidrich. Re(CO)sBr was purchased from Strem
Chemicals

Re(CO);" Chelator Synthesis ([bis(pyridin-2-lymethyl)aminoJacetic acid): To
a solution of glycine (0.602 g, 8.02 mmol) in 10% acetic acid (20 mL), 3-
Pyridinecarboxaldehyde (4.28 g, 0.02 mol) was added in excess. After 1 hour
stirring at room temperature, sodium cyanoborohydride (1.01 g, 0.016 mol) was
added and the resulting reaction mixture was stired for 24 hours. The resulting
mixture was extracted with chloroform (3 x 40 ml), dried with MgSQ,, and
volatiles were evaporated to yield a yellow oil. Crude product was purified using
silica chromatography (80% chloroform: 10% methanol) (1.67 g, 81% yield)

Peptide Synthesis: Peptides were synthesized on rink amide MBHA resins (0.1
mrmol) using standard solid phase peptide synthesis involving Fmoc deprotection
and amino acid coupling cycles. Repeated Fmoc deproection throughout the
synthesis (15 and 20 minutes periods) was carried out using 20% piperidine
solution in N, N-dimethylformide (OMF). All amino acid couplings were carried out
using 0.05 M or higher concentration of Fmoc-protected amino acid and HBTU, 5
equivalent of N,N-diisopropylethylamine (DIPEA) in DMF at 30 and 90 minutes
intervals. After each deprotection and coupling step, the resin was washed
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repeatedly with DMF (3x) and dichloromethane (DCM) (3x). Fmoc-aminohexanoic

acid and ([bis(pyridin-2-lymethyl}amino]acetic acid were coupled using methods
described above. Rhenium coordination was carried out using excess
[Re(CO);Br3}(NELy),. Cleavage from solid support was carried out using 88%
trifluoroacetic acid.

Purification of peptides was performed using gradient solvent system consisting of
Hz0 + 0.1% TFA (solvent A) and CH3CN + 0.1% TFA (solvent B) at a linear flow
rate of 1.5 mbl/min and 20 ml/min for analytical and preparative HPLC,
respectively. Analytical HPLC was performed using a Grace Vydac
Protein/Peptide RP-C18 column (4.6 mm X 250 um, 5 um), and preparative HPLC
was performed using a Grace Vydac protein/peptide RP-C18 column (22.0 mm x
250 mm, 10 pym). Absorbance was detected at wavelengths of 220 nm and 254
nm using a Waters 2998 Photodiode Array detector, During purification, fractions
were collected, lyophilized, and analyzed by ESI-MS (Waters Micromass Quattro
Micro™ API).

Re(CO)3" - coordinated peptide SEQ ID NO: 1 was synthesized and characterized
as a possible non-radioactive surrogate for **T¢(CO)s* coordinated radiotracer for
SPECT imaging. FIG 16 A describes the synthesis of Re(CO);" - coordinated
peptide SEQ ID NO: 1 and FIG. 16 B ilustrates RP-HPLC chromatogram of
purified rhenium coordinated peptide at 11.06 minutes. FIG. 16 C illustrates an
ES!I mass spectrum of the rhenium coordinated peptide (observed: 938.1
[M+2HF", calculated: 940.2 [M+2H]*).
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CLAIMS

We ¢laim;

1. A RHAMM-binding peptide characterized in that said RHAMM-binding
peptide comprises a sequence having a formula EEXEEZ (SEQ 1D NO: 18),
wherein X is selected from alanine or glycine, and Z is selected from
tyrosine or glutamic acid.

2. A RHAMM-binding peptide characterized in that said RHAMM-binding
peptide comprises at least one of the amino acid sequences selected from
the group consisting of SEQ 1D NO: 1 to SEQ ID NO: 17,

3. The RHAMM-binding peptide of claim 2, characterized in that said RHAMM-
binding peptide is selected from SEQ ID NO: 1, SEQ ID NO: 3, SEQ ID NO:
9, SEQ ID NO: 10, SEQ ID NO: 11, SEQ ID NO: 12 and SEQ 1D NO: 14,

4. The RHAMM-binding peptide of claim 2, characterized in that said RHAMM-
binding peptide is selected from SEQ 1D NO:1, SEQ ID NO:9, and SEQ ID
NO: 14.

5. A tubulin-derived peptide, wherein said isolated tubulin-derived peptide is
capable of binding RHAMM.

6. The tubulin-derived peptide of claim 5§ characterized in that said tubulin-
derived peptide comprises at least one of the amino acid sequences
selected from the group consisting of SEQ ID NO: 1to SEQ ID NO: 17.

7. The tubulin-derived peptide of claim 5 characterized in that said tubulin-
derived peptide comprises a sequence having a formula EEXEEZ (SEQ 1D
NQ: 18), wherein X is selected from alanine or glycine, and Z is selected

from tyrosine or glutamic acid.
8. A functional analog of the peptide of claim 1-6 or 7.
9. Anucleic acid coding for the RHAMM-binding peptide of claim 2.

10. The RHAMM-binding peptide of any one of claims 1-7 or the functional
analog of claim 8 characterized in that said RHAMM-binding peptide is
conjugated with a detectable label.
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11. The RHAMM-binding peptide of claim 10 characterized in that the

detectable label is selected from biotin-based labels, magnetic labels,
radioactive labels, fluorescent labels, electrodense reagents, enzymes,

digoxigenin or haptens.

12. The RHAMM-binding peptide of any one of claim 1 to S characterized in
that said RHAMM-binding peptide is conjugated to a cytotoxic molecule or

radioactive molecule.

13. A pharmaceutical composition characterized in that said pharmaceutical
composition comprises an effective amount of one or more of the peptides
of any one of claims 1 and 2, or the nucleic acid of claim 9 and a
pharmaceutically acceptable catrier.

14. The pharmaceutical composition of claim 13 characterized in that said
composition additionally comprises an adjuvant.

15. The pharmaceutical composition of claim 13 characterized in that said one
or more RHAMM-binding peptides or nucleic acid are provided within a
liposome, immunoliposome or lipid formulation,

16.A probe comprising a RHAMM-binding peptide and a detectable label
capable of being detected by a detection technique.

17.The probe of claim 16 characterized in that the detectable label is selected
from biotin-based labels, magnetic labels, radioactive labels, fluorescent
labels, electrodense reagents, enzymes, digoxigenin or haptens.

18. The probe of claim 16 characterized in that said RHAMM-binding peptide is
conjugated to the detectable label.

19. The probe of claim 16, 17 or 18 characterized in that said RHAMM-binding
peptide comprises a sequence having a formula EEXEEZ (SEQ ID NO: 18),
wherein X is selected from alanine or glycine, and Z is selected from
tyrosine or glutamic acid.

20. The probe of claim 16, 17 or 18 characterized in that the RHAMM-binding
peptide comprises at least one of the amino acid sequences selected from
the group consisting of SEQ ID NO: 1 to SEQ ID NO:; 17.

PCT/CA2011/000613
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21.The probe according to any one of claims 16 to 18 characterized in that the

probe is used to study cells expressing RHAMM.

22. The probe of claim 16 characterized in that said probe is selected from
SEQ ID NOs: 25, 27, 29, 31, 33 and 35.

23.The probe of claim 16 characterized in that the RHAMM-binding peptide is
conjugated to a Ga-DOTA label or to a Re(CO)s’ labal.

24. A method of imaging RHAMM expression in tissues or organs of a subject,
characterized in that the method comprises: (a) administering the probe
according to claim 16 to the subject; and (b) applying the imaging technique
for detecting the label in the tissues or organs of the subject.

25.The method of claim 24 characterized in that the detectable label is a
radionuclide and the technique is selected from the group consisting of
SPECT, CT and PET.

26.The method of claim 24 characterized in that the probe is delivered to the
subject by intravenous, intramuscular, subcutaneous, intraperitoneal, oral

or intranasal administration.

27.The method of claim 24 characterized in that the probe is implanted in the
tissue or organ of interest.

28.The method of claim 24 characterized in that the subject is a human
subject.

29.The method of claim 24, 25, 26, 27 or 28 characterized in that said
RHAMM-binding peptide comprises a sequence having a formula EEXEEZ
(SEQ ID NO: 18), wherein X is selected from alanine or glycine, and Z is
selected from tyrosine or glutamic acid.

30. The method of claim 24, 25, 26, 27 or 28 characterized in that the RHAMM-
binding peptide comprises at least one of the amino acid sequences
selected from the group consisting of SEQ ID NO: 1 to SEQ ID NO: 17.

31.A method of determining the presence of RHAMM in cells characterized in
that said methad comprises contacting cells with the probe of claim 16 and
applying the imaging technique for detecting the label in the cells, wherein a

PCT/CA2011/000613
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detection of labels in the cells indicales the presence of RHAMM in the

cells.

32.A method of imaging tumor progenitor cells in a subject characterized in
that said method comprises administering the probe of claim 16 to the
5 subject and applying the imaging technique for detecting the label in the
subject, wherein a detection of labels in the subject indicates the presence
of tumor progenitor cells in the subject.

33.A method of imaging tumor progenitor cells in animal cells, tissues or
organs characterized in that said method comprises contacting the cells,
10 tissues or organs with the probe of claim 16 and applying the imaging
technique for detecting the label in the cells, tissues or organs, wherein a
detection of labels in the cells, tissues or organs indicates the presence of
tumor progenitor cells in the cells, tissues or organs.

34.A method for determining a prognosis for a cancer patient characterized in

15 that said method comprises: (a) obtaining a tumor tissue sample from the

patient; (b) contacting said sample with the probe of claim 16; (c) applying

the imaging technique for detecting the label in the sample; and (d)

determining the prognosis of the patient, wherein the prognosis predicts a

probability of aggressiveness or metastasis of the cancer in the patient, and

20 wherein the detection of RHAMM expression in the sample indicates a poor
prognosis.

33.A method for determining a course of treatment for a cancer patient
characterized in that the method comprises: (a) obtaining a tumor tissue
sample from the patient; (b} contacting said sample with the probe of claim

25 18; (c) applying the imaging technique for detecting the label in the sample;
and (d) determining the prognosis of the patient, wherein the prognosis
predicts a probability of aggressiveness of the cancer in the patient, and
wherein the detection of RHAMM expression in the sample indicates a poor
prognosis; and prescribing a course of treatment for the patient based on

30 the prognosis.

36. A method for diagnosing a patient of a disorder or condition associated with
RHAMM expression in cells characterized in that said method comprises:
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(a) obtaining a tissue sample from the patient; (b) contacting said sample

with the probe of claim 16; and (c) applying the imagining technique for
detecting the label in the sample; wherein detection of RHAMM expression
in the sample indicates a positive diagnosis of the disorder or condition.

37.The method of claim 35 characterized in that said disorder or condition is

cancer.

38.The method of claim 31, 32, 33, 34, 35, or 36 characterized in that said
RHAMM-binding peptide comprises a sequence having a formula EEXEEZ
(SEQ ID NO: 18), wherein X is selected from alanine or glycine, and Z is
selected from tyrosine or glutamic acid.

39. The method of claim 31, 32, 33, 34, 35, or 36 characterized in that the
RHAMM-binding peptide comprises at least one of the amino acid
sequences selected from the group consisting of SEQ ID NQ: 1 to SEQ ID
NO: 17.

40.A method for treating a subject suffering from a disorder or condition
associated with RHAMM expression in cells characterized in that said
method comprises administering to the subject an effective amount of a
compasition comprising one or more RHAMM-binding peptides or nucleic
acids molecules encoding said one or more RHAMM-binding peptides and
a pharmaceutically acceptable carrier, wherein sald one or more RHAMM-
binding peptides comprise a sequence having a formula EEXEEZ (SEQ 1D
NO: 18), wherein X is selected from alanine or glycine, and Z is selected
from tyrosine or giutamic acid.

41.A method for treating a subject suffering from a disorder or condition
associated with RHAMM expression in cells characterized in that said
method comprises administering to the subject an effective amount of a
composition comprising one or more RHAMM-binding peptides or nucleic
acids molecules encoding said one or more RHAMM-binding peptides and
a pharmaceutically acceptable carrier, wherein said one or more RHAMM-
binding peptides is or are selected from the group consisting of SEQ ID
NQs. 1-17.
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42.The method of claim 40 or 41 characterized in that said composition

comprises an effective amount of one or more RHAMM-binding peptides,
and wherein said one or more RHAMM binding peptide is conjugated to a
molecule capable of being cytotoxic to the cells expressing RHAMM.

43 The method of claim 40 or 41 characterized in that said disorder or

condition is cancer.

44 The method of claim 43 characterized in that said method further comprises
the administration of a conventional cancer therapy.

45 The method of claim 44 characterized in that said a cancer therapy is
selected from a cancer vaccine, chemotherapy, immunotherapy, radiation
therapy or combinations thereof.

46.The method of claim 40 or 41 characterized in that said disorder or
condition is preventing or reducing tissue scarring.

47.A method of inhibiting proliferation of cells expressing RHAMM
characterized in that said method comprises contacting the cells with an
effective amount of one or more RHAMM-binding peptides or nucleic acids
molectles encoding said one or more RHAMM-binding peptides, wherein
said one or more RHAMM-binding peptides comprise a sequence having a
formula EEXEEZ (SEQ ID NO; 18), wherein X is selected from alanine or
glycine, and Z is seiected from tyrosine or giutamic acid.

48.A method of inhibiting proliferation of cells expressing RHAMM
characterized in that said method comprises contacting cells with an
effective amount one or more RHAMM-binding peptides or nucleic acids
molecules encoding said one or more RHAMM-binding peptides, wherein
said one or more RHAMM-binding peptides is or are selected from the
group consisting of SEQ ID NOs. 1-17.

49. A method of inhibiting the motility of cells expressing RHAMM characterized
in that said method comprises contacting the cells with an effective of one
or more RHAMM-binding peptides or nucleic acids molecules encoding said
one or more RHAMM-binding peptides, wherein said ong or more RHAMM-
binding peptides comprise a sequence having a formula EEXEEZ (SEQ 1D
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NO: 18), wherein X is selected from alanine or glycine, and Z is selected

from tyrosine or glutamic acid.

50. A method of inhibiting the motility of cells expressing RHAMM characterized
in that said method comprises contacting the cells with an effective amount
5 of one or more RHAMM-binding peptides or nucleic acids molecules
encoding said one or more RHAMM-binding peptides, wherein said one or
more RHAMM-binding peptides is or are selected from the group consisting
of SEQ ID NOs. 1-17,

51.The method of claim 47, 48, 49 or 50 characterized in that said cells
10 expressing RHAMM are cancer cells.

52. A method of preventing metastasis in a patient having cancer characterized
in that said method comprises administering to the patient an effective
amount of a composition comprising one or more RHAMM-binding peptides
or nucleic acids molecules encoding said one or more RHAMM-binding

15 peptides, wherein said one or more RHAMM-binding peptides comprise a
sequence having a formula EEXEEZ (SEQ ID NO: 18), wherein X is
selected from alanine or glycine, and Z is selected from tyrosine or glutamic
acid.

23. A method of preventing metastasis in a patient having cancer characterized
20 in that said method comprises administering to the patient an effective
amount of a composition comprising one or more RHAMM-binding peptides
or nucleic acids molecules encoding said one or more RHAMM-binding
peptides, wherein said one or more RHAMM-binding peptides is or are
selected from the group consisting of SEQ ID NOs. 1-17.

25 94.A use of a RHAMM-binding peptide in the treatment, amelioration or
prevention of a disorder or condition associated with RHAMM expression
characterized in that said RHAMM-binding peptide comprises a sequence
having a formula EEXEEZ (SEQ ID NO: 18), wherein X is selected from
alanine or glycine, and Z is selected from tyrosine or glutamic acid.

30 55. A use of a RHAMM-binding peptide or nucleic acid coding for said RHAMM-
binding peptide in the treatment, amelioration or prevention of a disorder or
condition associated with RHAMM expression, characterized in that said
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RHAMM-binding peptide is selected from the group consisting of SEQ 1D

NOs: 1-17.

56. The use of claim 54 or 55 characterized in that said disorder or condition is
tissue scarring.

5 57.The use of claim 54 or 55 characterized in that said disorder or condition is
cancer.

58.An isolated peptide comprising a sequence selected from the group
consisting of SEQ ID NO: 1 to SEQ ID NO: 17.

59. An isolated DNA molecule encoding for the peptide of ctaim 58.
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: Calculate .
s . Tubulin Observed | Purity Kp
Sequence Listing | Peptide Type Mt;z M/Z (%) (M)
678.3 677.7
SEQIDNGO. 1 1 . +
a Alpha fa [M+2H]2 [M+2H]2 99 24
T 807.3 807 6 98
SEQ ID NO. 24 1b (44% L5 Me2HP | [M+2HP*
SEQ ID NO. 25 1o 928.8 927 9 98
' o [M+2HP | [M+2H]?
pha la
SEQ IDNO. 2 2 CTT 658'22+ 657]2* a8 <1000
(438-449) | M¥2H] | [M+2H]
671.3 670.7
SEQID NO. 3 3 + +
a Alpha llc [M+2H]2 [M+2H]2 97 331
TT 800.3 800.5 o8
SEQ ID NO. 26 3b (43% Y450 Me2HP* | Me2r
SEQ ID NO 921.8 6221 98
.27 3c [M+2H]2+ [M+2H]2+
Alpha IVa
SEQ ID NO. 4 4 CTT [h;_:::]a [“::::]a+ 99 | <1000
(437-448)
Alpha VI
SEQIDNOQ. 5 5 CTT [h;f;‘-is]y [IVT-?;:;N 97 <1000
(438-449)
Alpha la
SEQ ID NO. 6 6 H12 6918 | 6913 1 99 | 33
(428-439) | M*2H] | [M+2H]
Alpha la
SEQ ID NO. 7 7 H12 69331 583, 1 e | 180
(416427) | M#2HT | [M+2H]
Alpha la
SEQIDNO. 8 8 H12 741'92* 741'32+ 99 176
692 2 691.7
SEQ ID NOQ, + .
Q Q9 9a Beta Ia M+2H]2 [M+2H]2 g8 32
SEQ ID NO. 29 9c 942.8 943.1 99
[M+2HP | [M+2HP*

FIG. 2 B (continued on page 4/20)
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. Calculate .
Sequence Listing | Peptide T#::g" d Oben.nelrzved P(l,',;')ty (|I1(I\[l)l)
| M/2 ?
Beta lla
SEQ ID NO. 10 10 CTT 6852 | B84T 1 98 | <1000
(434-445) | M¥2HI | [M+2H]
6643 683.8
SEQ ID NO. 11 11 . .
a Beta IVa [M+2H]z [NgZH]z 97 130
SEQIDNO.30 | 11b CcTT Ao B A B
(433-444) | [M*2HF" | M+2H]
SEQ ID NO. 31 1c 9348 | 9351 %
' [M+2HP | M+2H}
7063 705.8
SEQ ID NO. 12 12a . .
cevi L | o | % 211
SEQIDNO. 32 | 12b CTT Bl | JBBe, | %
(435-446) [M+2H* | M+2H)?
9568 957.1 98
SEQ ID NO. 33 12¢ M | Mrorp
Beta llla
SEQ ID NO. 13 13 H12 a4 1 T188 99 | <1000
(413-424) | M*2H] | [M+2H]
685.2 684.8
SEQ ID NO. 14 14a . .
Betallla | IMe2H" | wear” | %9 >
SEQIDNO.34 | 14b H12 1| 2138 | 98
(408-419) | [M2HP" | (M+2H["
SEQID NO, 935.8 936.1 97
QID NO. 35 14¢ MA2HP | e
Gamma |
SEQ 1D NO. 15 15 CTT 404, 1 7404 1 o8 | <1000
| (440-451) | M¥2HT | (Ms2H]
Gamma |
SEQID NO. 16 16 H12 6932 | 6988, 1 o5 | <1000
Gamma |
SEQ ID NO. 17 17 H12 A T3 9e | <1000
(416-427) | M¥2H] | [M+2H]

FIG.28B
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Ligand Density

Buffer PH RHAMM Concentration (pg/mL) (RU)
10.1 30 1445.1 £ 31.4
9.7 30 1547 8 +290
9.1 30 149851 344
7.0 30 1475.4 £ 13.7
9.7 0 2722 £3.57

FIG.3A
150
- SEQIDNO.1 * SEQIDNO.S + SEQIDNO.9 + SEQIDNO. 13
« SEQIDNOQ.Z * SEQIDNQ.8 » SEQIDNQ.10 + BEQID NO. 14
+ SEQIDNQ.3 » SEQIDNO.7 » SEQIDNO. 11 * SEQIDNO. 15
« SEQIDNO.4 = SEQIDNO.8 « SEQIDND.12 + SEQIDNO. 16

Response,

= SEQIDNO. 17

%1.0—% 7 %

FIG.3C



WO 2011/150495 PCT/CA2011/000613
6/20
- % GEaiwo.3 4 §EQ1D NO. 11
3 p /“..m:-‘t‘
g/ oty s
1 ; S
% M0 40 g0 80 1000 0 200 200 600 BOC 1000
Tima {3) Time (s)
¢ SEQ 1D NO. 1 e SEQ D NO. 8
\ 3
L e 5 \ _’,m‘mm!\};u
U - 4
‘-*t\.‘_-.:.. o . - / w'_-:. ppits, oon ... ’
Y e e
600 800 1000 K] 200 400 600 800 1000
Time {s) Tima (s)
¢ SEQ ID ND. 12 ‘ SEQ ID NO. 14
3 ¥
- “‘"'.-“Mi‘ < \35,,“
B2 =2 e s
1 N . — 1

0 00 400 600 00 1000 00 400 600 A00 oD
Time (g) Time ()
_A'
Negative Control {No Rhamm) = Rhamm mAb
2 1 !';,’vq%h.m&!,#g,!ﬁz;ﬁmﬂw

400 600
Time (s)

o~

Reference (No Peptide)

430
Time ()

400
Time (&)

600

8an

1000

* 500 nM (bottom)
* 750 nM (middle)
* 1000 nM (top)

FIG.4A



WO 2011/150495 PCT/CA2011/000613

7120

Sequence [Conc.] Kon Korr (sec™) Ko  Ave. Kp (nM)
oM'sec’) (0% (i
1504

R Im o=y
A
to it £y

el

17

ke

vl =l
0.224

A

SO0
2154

L
7

PR nte Rl s —
e
bk et AR \EE‘-’;

R

R e AN
TR ‘g‘ﬁ‘wa?c e é,ﬁ?,
s R

dioh

FIG. 4B



WO 2011/150495

Relative Flucrescence Units

% Relative Fluorescence Uni

Relative Fluorescence Uni

PCT/CA2011/000613

8/20

100 mNoHA M 2.5 ug/mLHA  []10 pg/mL HA
1.25 yg/mL HA B 5 ug/mL HA

800

6004

1k

I
e

T
 _§

IS

i] = = X : | |
SEQIDNO.1 SEQIDNO.3 SEQIDNO.9 SEQIDNO.11 SEQIDNO.12 SEQIDNO.14
150+
[J Rhamm + Labelled-HA Rhamm + Labelled-HA + Peptide
100 ]__ T I I I
-
-
50 / -T- I
% m I
SEQIDNO.7  SEQIDNO.3 SEQIDNO.9 SEQIDNO.11  SEQIDNO.12  SEQIDNO. 14
10004
B Rhamm + FITC-Peptides CD44 + FITC-Peptides
800 D Rhamm + FITC-Peptides + HA B CD44 + FITC-Peptides + HA

600+

400+

200

SEQIDND. 12 SEQID NO. 14

SEQIDNO.1  SEQIDND.3  SEQIDNO.9  SEQID NO. 11

FIG. 6



WO 2011/150495 PCT/CA2011/000613

No
Blocking

IgG Ab
Blocked

CD44
mAb
Blocked

Rhamm
mAb
Blocked

SEQIDNO. 1

[ SEQIDNO, &
Il SEQID NO, 14

-4
=

&

Y]
e

Relative Fluorescence Intensi

OA

No Blocking Anti-lgG Rhamm mAb  CD44 mAb
Blocked Blocked Blocked

B
FIG. 6



WO 2011/150495 PCT/CA2011/000613

10/20

No
Blocking

190G Ab
Blocked

CD44
mAb
Blocked

Rhamm
mAb
Blocked

SEQID NO. 29 SEQID NO. 25

FIG. 7



WO 2011/150495 PCT/CA2011/000613

11/20

A ™LKQKIKHVVKLKDENSQLKSEVSKLRSQLVEKRK 7

SEQID NO. 18

B SEQID NO. 1 \Y ..E_‘ G E G E
SEQID NO. 3 S VEATEA
SEQID NO. 9 EEDTFG A
SEQ ID NO. 11 G EFE V A

FIG. 8



WO 2011/150495 PCT/CA2011/000613

12/20
100 100
2 w0 o o80
= Half-Life = 109.7 min 2 Half-Life = 174.4 min
[~ a
) o 60
-9 o
5 4 & aof
E E
# g0l £
™ e seqNo, 3 2 + $EQ 1D NO.1
0 . . 0y , , ,
"o 200 400 600 0 200 400 600
Time (min) Time (min)
100 1004
o B0 A 2 80
- . ‘o ' .
£ Half-Life = 211.4 min g Half-Life = 164.1 min
o 60 o 60
o -
-t -t
= 4 8 w0
£ £
P R
2 & sEQIDNO. 11 . 2 g sEQIDND. 9
'y
"o 200 400 600 T o 200 400 £00
Time {min} Time (min}
100 100
o 80 o 80
= . . . .
2 Haf-life=2539mn 2 Half-Life = 108.8 min
[T & B0
a. a
rd ]
24 & 40
= £
£ 20 0q £ 2
© SEQIDNO. 12 L) o & SEQDKO. 18
o 0 'y
To 200 400 600 0 200 400 800
Time (min} Time {min)

FIG. 8



WO 2011/150495 PCT/CA2011/000613
13/20
8000, BB VEGEGEEEGEEY VEGAGEEEGEEY VEGEGEEAGEEY
B3 AEGEGEEEGEEY VEGEAEEEGEEY & VEGEGEEEAEEY
B3 VAGEGEEEGEEY @) VEGEGAEEGEEY [ VEGEGEEEGAEY
M VEAEGEEEGEEY VEGEGEAEGEEY B3 VEGEGEEEGEAY
& 6000 &8 VEGEGEEEGEEA
= :
= —=
[+})
O
=
© 4000- et T *
U I.llll * *
i - *
- :%:-
g :.I:E * N\ 7 T
E MOl i !— %
2000 e %
0- e 1 R /j
8000
L
[= NoHA [ 10 mg/mL HA B 1 mg/mL HA B 5 mg/mL HA
= 6000-
@
Q
&
%’ 4000
G 2000- 3=
=
TR
0.

AEGEGEEEGEEY

VAGEGEEEGEEY b

VEGEAEEEGEEY
VEGEGAEEGEEY

{.-:-:-.'-: :
VEGEGEAEGEEY -Hfsrston IO
VEGEGEEAGEEY

FIG. 10

2
3
4
y

VEGEGEEEAEEY.
VEGEGEEEGAEY-f5



WO 2011/150495 PCT/CA2011/000613

14/20

150000-

125000

100000+

&
€
-
@
g .
@ 75000
tn ] .
2 ' :
© 50000 : -+ DMSO
o : = 10 uM
25000+ : + 1 M
o 1 v I L) ¥ 1
0 1 2 3 4 5 6
Day

FIG. 11



WO 2011/150495 PCT/CA2011/000613

15/20

150000-
=)
L 100000-
£
re)
3
>
= 50000 - DMSO
0 & 7 uM SVEAEAEEGEEY
- 0.7 uM SVEAEAEEGEEY
0 1 ] ] )
0 2 4 6

FIG. 12



WO 2011/150495 PCT/CA2011/000613

16/20

DAPI

No
Blocking

IgG Ab
Blocked

Cch44
mAb
Blocked

Rhamm
mAb
Blocked

o o o
. w e = . 2
" PR N w & I
i m “ .
H ; : =2 .
= i o 2 A *
k L
. i e
& 2 &
17 £ S -
5 L

FIG. 13



WO 2011/150495

17120

FITC-EEDFGEEAEEEA +
FITC-EEDFGEEAEEEA anti-CD44 mAb

b

PCT/CA2011/000613

FITC-EEDFGEEAEEEA +
anti-RHAMM mAb

% ok ok * ¥k

i no b‘OCking (a)

CD44 mAb blocked (b)

O Rhamm Ab blocked (¢}

FIG. 14




PCT/CA2011/000613

18/20

WO 2011/150495

Sl 'Ol

205 200k DIt Q0L oLk oot O ooa oL Ld 206 oo % | mT o b focad

Sui)
Ui DosL DSzL QDL OS( OB CEE T Y
w d 4 __; ______. d »
T
LB - .
9's¥3 loc
\ W
L3 Y]
oot b obock Lohd ivrh e eemem o m e e
SPR
" g
¢ w0} *9,06 o o
KN HOENHO "TON)ED N -
Wt N
i (-5
fz....wmwwmwwwmm?.zvzl\l\lx ¢ o fz...mmwmmwmmwm?zw.ukl\l\ :QMO
o 6
Fogi'L ) o

9 v



PCT/CA2011/000613

WO 2011/150495

19/20

gl "Oid

Sy » < . b % % st « 2 2 L & ..i.mﬁ'g. L L T4 v g
- R i MK 4 LEE I &
- i ] U _qw_m i
- I
. m o
ail m
! : i
o i gl T4
e i '§ G
1]
-
e
e
- tR
e
-'“ MA.‘C‘. nﬂvAvai.r “-" 43
: G - n
N ity
>~
A33933393930—NH X
s ECENE] B b0 L
[ N - -
~ UOd 3 -
nmﬁ. pRE JREACAYLL %20 HamLatiooisul
w
-
&— 433033303830 - V3O NEBH
< F |Wﬂ|w 43203393030 NH
o N e ]
i
T
" e A vigs K
= \Fn SIS ¢ (G4 €13 4 EORAL R BICRSEN
MO

Wi

9



WO 2011/150495

6000-

4000

2000+

Fluorescence Units

4000

BB FTEAESNMNDLA
B3 FTEAESNMNDAV
FTEAESNMNALY
(@ FTEAESNMADLY

20/20

g4 FTEAESNANDLV
E FTEAESAMNDLV
FTEAEANMNDLV
BN FTEAASNMNDLV

PCT/CA2011/000613

FTEAESNMNDLY
FTAAESNMNDLY
E3 FAEAESNMNDLY
[0 ATEAESNMNDLY

e Z T
% ==

[
[
L=
o

Fluorescence Uni

FTEAESNMNDLA

E& No HA

FTEAESNMNDAV{
FTEAESNMNALV
FTEAESNMADLY

FTEAESNANDLY
FTEAESAMNDLV
FTEAEANMNDLY

FIG. 17

FTEAASNMNDLY

B 1 mg/mL HA 5 mg/mL HA M 10 ma/mL HA

FTEAESNMNDLV i
FTAAESNMNDLV ff

FAEAESNMNDLY 2




INTERNATIONAL SEARCH REPORT

International application No.

PCT/CA2011/000613

A

CO7K 14/00 (2006.01) , CO7K 7/06 (2006.01)

CLASSIFICATION OF SUBJECT MATTER

IPC: CO7K 7/08 (2006.01) , A61K 38/17 (2006.01)y, A61P 35/00 (2006.01), A61P 35/04 (2006.01) ,

(more IPCs on the last page)

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification symbols)
IPC (2006.01): COTK 7/08, AGIK 38/17, AGIP 35/00, AGIP 35/04, COTK 14/00, COTK 7/06, CI2N 15/11 , GOIN 33/53,

GOIN 33/574, CO7K 14/705

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

Electronic database(s) consulted during the international search (name of database(s) and, where practicable, search terms used)
Total Patent, Canadian Patent Database, GenBank, PubMed, Genome Quest
(kevwords: RHAMM, tubulin, binding, C terminus, and author name; Turley)
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RHAMM™ (2010) J. Nucl. Med. 51 (supplement 2), Abstr. 394. 1-15 and 16-39
ISSN: 0161-3505. (Meeting abstract published online May I, 2010.
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the principle or theory underlying the invention

“X"  document of particular relevance, the claimed invention cannot be
considered novel or cannot be considered to involve an inventive
step when the document is taken alone

“Y"  document of particular relevance, the claimed invention cannot be
considered to involve an inventive step when the document is
combined with one or more other such documents, such combination
being abvious to a person skilled m the art

“&"  document member of the same patent family

Date of the actual completion of the international search

5 QOctober 2011 (05-10-2011)

Date of mailing of the international search report

20 October 2011 (20-10-2011)

Name and mailing address of the ISA/CA
Canadian Intellectual Property Oftice

Place du Portage I, C114 - 1st Floor, Box PCT
50 Victoria Street

Gatineau, Quebec K1A 0C9

Facsimile No.. 001-819-953-2476

Authorized officer

Ian de Belle (819) 994-0482

Form PCT/ISA/210 (second sheet ) (Tuly 2009)

Page 4 of 7




INTERNATIONAL SEARCH REPORT International application No.
PCT/CA2011/000613

Box No. II Observations where certain claims were found unsearchable (Continuation of item 2 of the first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following
TEAsons
1. [X] ClaimNos.:  40-53

because they relate to subject matter not required to be searched by this Authority, namely :

Claims 40-53 are directed to a method for treatment of the human or animal body by surgery or therapy which the International

Search Authority is not required to search under Rule 39.1(iv) of the PCT. Regardless, this Authority has carried oul a search
based on the alleged effects of the product defined in claims 40-53.

2. [X] ClaimNos.: 16-18
because they relate to parts of the international application that do not comply with the prescribed requirements (o such an extent
that no meaningful international search can be carried out, specitically :

There exists no substantive support in the description for broad claims to any probe comprising anv RHAMM-binding peptide.
Therefore, the cited claims were only searched within the context of a tubulin-derived RHAMM-binding peptide probe.

3. [ ] Claim Nos. :

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. III Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows

See supplemental sheets

1. [ ] Asall required additional search fees were timely paid by the applicant, this international search report covers all
searchable claims.
2. [ 1 Asall searchable claims could be searched without effort justifying additional fees, this Authority did not invite

payment of additional fees.

3. [ 1 Asonly some of the required additional search fees were timely paid by the applicant, this international search report
covers only those claims for which fees were paid, specifically claim Nos. :

4. [X] Norequired additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claim Nos. :
claims 1,7,19,29,38,40,47,49,52 and 54 (completely); claims 2-6,8-18,20-28,30-37,39,41-46,48,50,51,53 and 55-59 (partially)
Remark on Protest [ ] The additional search fees were accompanied by the applicant’s protest and, where applicable,
the pavment of a protest fee.
[ 1 The additional search fees were accompanied by the applicant's protest but the applicable protest
fee was not paid within the time limit specified in the invitation.

[ ] No protest accompanied the payment of additional search fees.
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*see whole document*
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*see whole document*

VILLASANTE et al. “Six mouse a-tubulin mRNA’s encode five distinct isotypes:
testis-specific expression of two sister genes” (1986) ALol.Cell. Biol.6:2409-2419
ISSN:0270-7306.

*see whole document*

PILARSKI et al. “Potential role for hyaluron and the hyaluron receptor RHAMM
in mobilization and trafficking of hematopoietic progenitor cells™ ( 1999) Blood
93:2918-2927 ISSN:0006-4971.

*see whole document*

EVANKO et al. “Intracellular hyaluronan in arterial smooth muscle cells:
Association with microtubules, RHAMM and the mitotic spindle™ (2004) J.
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*see whole document*
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Contimnuation of Box ITI

Group A: Claims 1,7, 19, 29, 38, 40, 47, 49, 52 and 54 (completely), 2-6, 8-18, 20-28, 30-37, 39, 41-46, 48, 50, 51, 53 and 55-59
(partially)

A RHAMM-binding peptide, fonctional analog or nucleic acid coding for said peptide comprising a sequence having a formula EEXEEZ,
as represented by SEQ ID NO:18, wherein X is selected from alanine or glycine, and Z is selected from tyrosine or ghutamic acid. Peptides
comprising said formula and represented by SEQ ID NOs:1, 3, 9 and 11 are included in this group. Also included are pharmaceutical
compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptides.

Group B: Claims 2, 5, 6. 8-18, 20, 21, 23-28, 39, 4146, 48, 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:2. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group C: Claims 2, 5, 6, 8-18, 20, 21, 23-28, 39, 4146, 48. 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:4. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group D: Claims 2, 5, 6, 8-18, 20, 21. 23-28, 39, 41-46, 48, 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:5. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group E: Claims 2, 5, 6, 8-18, 20, 21, 23-28, 39, 41-46, 48, 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:6. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group F: Claims 2, 5, 6, 8-18, 20, 21, 23-28, 39, 41-46, 48, 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:7. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.
Group G: Claims 2, 5, 6, 8-18, 20, 21, 23-28, 39, 41-46, 48, 50, 51, 53 and 55-39 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:8. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group H: Claims 2, 3, 5, 6, 8-18, 20-28, 39, 41-46, 48, 50, 51, 53 and 55-59 (partially)

| A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NOQ:10. Also included are
pharmaceutical compesitions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group I Claims 2, 3, 5, 6, 8-18, 20-28, 39, 4146, 48, 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:12. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

Group J: Claims 2, 5, 6, 8-18, 20, 21, 23-28, 39, 4146, 48, 50, 51, 53 and 55-59 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:13. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

continued on further supplemental sheet

Form PCT/ISA/210 (extra sheet) (July 2009) Page 6 of 7
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Further continuation of Box I

Group K: Claims 2-6, 8-18, 20-28, 39, 41-46, 48, 50, 51, 53 and 55-39 (partially)

A RHAMM-binding peptide, functional analog or nucleic acid coding for said peptide comprising SEQ ID NO:14. Also included are
pharmaceutical compositions, probes and methods and uses insofar as they comprise or employ said RHAMM-binding peptide.

An g priori analysis has concluded that no special technical feature exists amongst the peptides represented by SEQ ID NOs:1-18 that 1s
essential to the common shared activity of RHAMM-binding. The fact that all of the claimed peptides have the common property of
RHAMM-binding is not sufficient to establish unity of invention because no common structural element is shared amongst all of said
peptides. While the sequence represented by SEQ ID NO:18 is present in 4 peptides (SEQ ID NOs:1,3,9 and 1 1), this cannot be taken as a
common structusal feature as it is absent from the peptides represented by SEQ ID NOs:2, 4-8, 10, 12 and 14-17. Also, while each of the
claimed peptides is derived from tubulin, this does not provide a common structural feature since the peptides are derived from different
tubulin isoforms and, furthermore, do not share a common structural feature associated with the property of RHAMM-binding.

Additional IPC symbols:

CI2N 15/11 (2006.01) , GOIN 33/53 (2006.01) . GOIN 33/574 (2006.01) , CO7K 14/705 (2006.01)

Form PCT/ISA/210 (extra sheet) (Tuly 2009) Page 7 of 7
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