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A method of characterizing the protein O-GlcNAcylation
site-specificity of an antibody. A method of detecting or
quantitating the expression of site-specific O-GlcNAcylated
proteins expressed in cells and biological samples. A method
of diagnosing cancer in a host based on the cellular expres-
sion of site-specific O-GlcNAcylated proteins. A method of
screening anti-cancer compounds according to their ability
to increase a level O-GIlcNAcylation of oncogene or tumor
suppressor proteins. Methods of treating cancer in an animal
host by administering compounds that increase a level of
O-GlcNAcylated c-myc or p53 in cancer cells. A method of
distinguishing subclasses of pancreatic cancer according to
the sensitivity of pancreatic cancer cells to an imidazole
derivative, and a method of personalized pancreatic cancer
treatment delivered according to the sensitivity subclasses.
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Fig. 2. A-B.
A
Peptides Conjugated to KLH via Lys, Arg Peptides Conjugated to KLH via Cys
and Glu
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Fig. 3.

Fig. 4. A-C.
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Amido Black Staining
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Fig. 6. A-C.

Amido Black Staining Western Blot
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Fig. 7. A-B.

Amido Black Staining Western Blot
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GLYCOSYLATION SITE-SPECIFIC
ANTIBODIES AND ANTI-CANCER

COMPOUNDS

GOVERNMENT SUPPORT
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HHSN261201100073C).

BACKGROUND OF THE INVENTION

1. Technical Field

The invention relates to the characterization of site-
specific antibodies for O-GlcNAcylated proteins, and for the
use of the characterized antibodies for the detection of
O-GlcNAcylated proteins in biological systems, the screen-
ing of drugs that modulate protein O-GlcNAcylation, and
the diagnosis and treatment of cancer.

2. Background Art

O-GlcNAcylation (N-acetylglucosamine modification) of
nuclear and cytosol proteins regulates many cell functions.
O-GlcNAcylation of proteins plays a critical role in cell
cycle regulation, apoptosis and signal transduction. Modi-
fication of O-GleNAcylation of proteins by O-GlcNAc
transferase (OTG) (synthesis of O-GlcNAcylated protein) is
reversible by the activity of O-GIcNAc hydrolase (O-Glc-
NAcase) (cleavage of an O-GIcNAc moiety of protein). The
addition and removal of the O-GlcNAc moiety to serine
(Ser) or threonine (Thr) regulate the function of proteins
directly or via decreased phosphorylation of the same or
nearby Ser and Thr residues, and are related to diabetes and
cancer (1).

O-GlcNAcylated proteins play a critical role in physiol-
ogy and in diseases including cancer. High O-GlcNAcase
activity results in low O-GlcNAcylation of a critical site of
a protein. Low O-GlcNAcylation of a critical site of an
oncoprotein or tumor suppressor protein can increase phos-
phorylation at or near that site, and can thereby induce or
promote cancer cell proliferation and/or metastasis.

Over 120 O-GlcNAcylated nuclear and cytosolic human
proteins have been found in mammals. They include seven
nuclear pore proteins, thirty-one transcription factors, six
RNA-binding proteins, seven phosphatases, kinases and
adapter proteins, twenty-nine cytoskeletal proteins, five
chaperones, seven metabolic enzymes, other regulatory pro-
teins and six viral proteins (2).

Contrary to the known consensus sequence of N-glyco-
sylation, Asn-X-Ser/Thr (X=any amino acid except for Pro),
the O-GlcNAcylation consensus sequence is not known.
Most Ser/Thr sites for O-GlcNAcylation are on or near to
phosphorylation sites. O-GlcNAcylation of a site prevents
phosphorylation at the site or a site close to the O-GlcNAcy-
lation site, reversing phosphorylation-dependent cellular
function of the molecule. The converse mechanism also
operates, with phosphorylation at or near a O-GlcNAcy-
lation site preventing O-GlcNAcylation.

O-GlcNAcylation of a protein is carried out by activity of
O-GlcNAc transferase using UDP-GleNAc. O-GleNAcy-
lation can be reversed by activity of O-GlcNAcase. A single
O-GlcNAcase gene, evolutionarily conserved from bacteria
to has been found to carry out all O-GlcNAcase activity.

In contrast to the numerous phosphatases that regulate
various critical cell functions including cell survival, pro-
liferation and metastasis, only one O-GlcNAcase regulates
the removal of an O-GlcNAc moiety from numerous pro-
teins, and thereby regulate increased or decreased functions
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of cellular proteins. This fact strongly suggests that activity
of the O-GlcNAcase depends on its substrate, which is an
O-GlcNAcylation site (target amino acid sequence) unique
to each protein. There is therefore a need for O-GlcNAcy-
lation site-specific antibodies to detect the unique O-Gle-
NAcylation site characteristic of each protein.

Pan-specific antibodies for O-GlcNAcylation, which rec-
ognize only the O-GIcNAc¢ moiety common to all O-Gle-
NAcylated protein cannot be used for identification of an
0-GlcNAcylated target protein in Western blot analysis and
immunohistochemistry (IHC). Even in immunoprecipitation
(IP) assay, accuracy of the result depends on the capture
antibodies. Even when the capture antibodies bind to the
target proteins, the pan-specific antibodies for O-GlcNAcy-
lation cannot distinguish the target O-GlcNAcylation site
from other O-GlcNAcylation sites of the protein with dif-
ferential cellular function.

There are multiple O-GleNAcylated sites for each onco-
protein or tumor suppressor protein, whereas only one or
two sites are involved with cancer cell proliferation and/or
metastasis. It has been reported that the O-GlcNAcylation
site of c-myc is Thr-58 (T58) and the counteracting phos-
phorylation sites are T58, Ser-62 (S62) and Ser-71 (S71) (3).
The O-GlcNAcylation site of pS3 has been reported to be
Ser-149 (S149) and the counteracting phosphorylation site
as Thr-155 (T155) (4).

For example, T58 of c-myc protein, a mutational hot spot
in lymphomas, is a site for both phosphorylation and O-Gl-
cNAcylation, which induce ubiquitin-dependent degrada-
tion and increased stability, respectively. T58/S62 phospho-
rylation of c-myc protein also decreases T58 GlcNAcylation
(5,6). Another example is pS53 tumor suppressor protein.
Phosporylation of the p53 at T155 induces ubiquitin-depen-
dent degradation, which decreases p53 levels, whereas Gle-
NAcylation of p53 at S149 prevents p53 degradation and
stabilizes p53 proteins (4). Accumulation of the p53 protein
is beneficial. Its role in cell growth-arrest and apoptosis in
response to DNA damage protects cells from uncontrolled
proliferation, which occurs in cancer cells. The need for
0O-GlcNAcylation site-specific antibodies for c-myc and p53
is therefore especially acute.

Inhibitors of GlcNAcase activity have been screened
using bacterial and human recombinant GlcNAcases by
measurement of a decreased fluorescent signal of the fluo-
rescent substrate of GlcNAcase, 4-methylumbelliferol
(4-MU)-GleNAc, (pseudo substrate) which is cleaved by the
enzyme resulting in a loss of fluorescent signal (7). This
method can only identify inhibitors of GlcNAcase that
inhibit 4-MU-GIcNAc cleavage. As previously stated, the
specificity of O-GlcNAcase depends on the target O-Gle-
NAcylation site of a protein. A compound found to inhibit
the cleavage of 4-MU-GlcNAc is therefore not necessarily
an inhibitor of the action of O-GlcNAcase upon specific
proteins, such as, p53 and c-myc. Thus, O-GlcNAcase
inhibitors have to be screened using an actual O-GlcNAcy-
lated protein as a substrate. This type of screening requires
detection by site-specific antibodies. This is another reason
why there is a need for O-GlcNAcylation site-specific
antibodies to detect the unique O-GlcNAcylation site char-
acteristic of each protein.

SUMMARY OF INVENTION

The present invention provides a method of characterizing
the protein O-GlcNAcylation site specificity of an antibody.
The method selects O-GlcNAcylation site-specific antibod-
ies that recognize proteins on the basis of a specific O-Gl-
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cNAcylation site, and that discriminate between the O-Gl-
cNAcylated and unmodified forms of the O-GlcNAcylation
site. The present invention also provides a method of detect-
ing or quantitating the expression of a site-specific O-Gle-
NAcylated protein in cells and biological samples, using the
selected O-GlcNAcylation site-specific antibodies. The
present invention further provides a method of diagnosing
the presence of cancer in an animal host, by quantitating
site-specific O-GIcNAcylation of oncogenes and tumor sup-
pressor genes, in immunoassays with the O-GlcNAcylation
site-specific antibodies. The present invention still further
provides a method for screening a candidate drug for anti-
cancer activity, based on its effect on the O-GlcNAcylation
of oncogenes and tumor suppressor genes. The present
invention also provides methods of treating cancer in an
animal host by administering an anti-cancer compound
selected on the basis of its ability to increase the O-Glc-
NAcylation of c-myc or the O-GleNAcylation of p53. The
present invention further provides a method of combination
therapy of cancer, using a combination of compounds that
increase the O-GlcNAcylation of c-myc and the O-Gle-
NAcylation of p53. The present invention still further pro-
vides methods for distinguishing subclasses of pancreatic
cancer on the basis of sensitivity to an imidazole derivative.
The present invention also provides a method of personal-
ized pancreatic cancer therapy based on the sensitivity of a
patient’s pancreatic cancer to an imidazole derivative.

DESCRIPTION OF THE DRAWINGS

Other advantages of the present invention will be readily
appreciated as the same becomes better understood by
reference to the following detailed description when con-
sidered in connection with the accompanying drawings
wherein:

FIGS. 1A and 1B are graphs showing titers (dilution
factor at 50% of maximum OD, sensitivity) of anti-sera for
O-GlcNAcylated and corresponding unmodified p53 (Panel
A) and c-myc (Panel B) proteins; Panel A shows titer
measurements of anti-sera for Ser-149 O-GlcNAcylated and
unmodified p53 by ELISA using a plate coated with BSA
conjugated p53 peptides; Panel B shows titer measurements
of anti-sera for Thr-58 O-GlcNAcylated and unmodified
c-myc by ELISA using a plate coated with BSA conjugated
c-myc peptides; optical density (OD) at 450 nm obtained
with BSA was subtracted from the OD of BSA-peptide
conjugates for each titer calculation;

FIGS. 2A and 2B show Western blots showing specificity
of antibodies for O-GlcNAcylated and corresponding
unmodified c-myc and p53 proteins; Panel A shows a
Western blot analyses of BSA conjugated with c-myc and
p53 peptides, with and without O-GIcNAcylation, using
peptide-antigen affinity purified antibodies diluted 5,000-
fold, to assess specificity of antibodies produced by immu-
nization of rabbits; Panel B shows Western blot analyses of
BSA conjugated with O-GlcNAcylated c-myc and p53 pep-
tides to be used for monoclonal antibody production using
polyclonal antibodies for O-GIlcNAcylated c-myc and p53
diluted 5,000-fold; Panel A, Peptide #1-G, 16-mer, Peptide
#2-G, 9-mer and Peptide #4-G, 6-mer synthetic c-myc target
peptides containing O-GleNAcylated Thr-58 and Peptide
#1-N, 16-mer and Peptide #2-N, 9-mer synthetic target
c-myc peptides containing corresponding unmodified Thr-
58 and Panel B, peptide #1-G, 10-mer p53 peptide contain-
ing O-GlcNAcylated Ser-149, Lane 1, BSA (2 ug), Lane 2,
BSA-O-GIcNAc p53 peptides (0.2 pg); Lane 3, BSA-O-
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GIcNAc c-myc peptides (0.2 pg); BSA polymers were
formed during peptide conjugation;

FIG. 3 shows Western blot analyses of O-GlcNAcylated
c-myc localization; Western blot analysis (8-16% gel) was
carried out with nuclear lysates (Lane 1) and cytosolic
supernatants (Lane 2) obtained from MCF-7 cells using
antibodies for O-GlcNAcylated c-myc (Peptide #2-G,
5,000-fold diluted); O-GlcNAcylated c-myc (68 kDa) is
marked with an arrow; O-GlcNAcylated c-myc localization
is primarily in the nucleus;

FIGS. 4A-4C show Western blots of O-GlcNAcylated
(Panel A), unmodified (Panel B) and phosphorylated (Panel
C) c-myc proteins in nuclear lysates immunoprecipitated
with monoclonal antibodies (C33, Santa Cruz) and detected
by Western blot analysis (8-16% gel) using c-myc antibodies
for O-GlcNAcylated (Peptide #2-G, 5,000-fold diluted),
unmodified (Peptide #2-N, 5,000-fold diluted) and phospho-
rylated (Santa Cruz, 1,000-fold diluted) c-myc antibodies;
molecular weights of the c-myc proteins were estimated
using MW standards (BenchMark™ Protein Ladder, Invit-
rogen);

FIG. 5 shows Western blots showing O-GlcNAcylated
c-myc levels after treatment of MCF-7 cells for 24 hr with
1% DMSO (Lane 1), 2 mM O-GleNAcase inhibitor, strep-
tozotocin (STZ) (Lane 2) and N6-methyladenosine 5'-mono-
phosphate (Lane 3), and media (control) (Lane 4); Western
blot analysis was carried out with nuclear lysates (20
pg/lane) using antibodies for O-GlcNAcylated c-myc (Pep-
tide #1-G, 5,000-fold diluted); the inhibitors were dissolved
in DMSO (final concentration in media, 1%);

FIGS. 6A-6C show an analysis of GlcNAcylated c-myc
levels: Panel A, O-GlcNAcylated c-myc levels in MCF-7
(Lanes 1 through 4) and MCF10A (Lanes 5 through 8) cells
after treatment of the cells for 4 hr with 1% DMSO (Lanes
1 and 5), an O-GlcNAcase inhibitor, acetazolamide (Lanes
2 and 6), an O-GlcNAcase inhibitor, N6-methyladenosine
5'-monophosphate (Lanes 3 and 7) and medium (control)
(Lanes 4 and 8); Western blot analysis (8-16% gel) was
carried out with cell lysates (20 pg/lane) using antibodies for
O-GlcNAcylated c-myc (Peptide #1-G, 5,000-fold diluted);
the inhibitor was dissolved in DMSO (final concentration in
media, 1%); O-GlcNAcylated c-myc is marked with an
arrow; Panels B and C show increased O-GlcNAcylated
c-myc levels after treatment of MCF-7 cells for 4 hr with 2
mM O-GlcNAcase inhibitor, ketoconazole; Panel B: West-
ern blot analysis was carried out with nuclear lysates (20
pg/lane) using antibodies for O-GleNAcylated c-myc (Pep-
tide #2-G, 5,000-fold diluted); the inhibitors were dissolved
in DMSO (final concentration in media, 1%); Lane 1,
medium (control), Lane 2, 1% DMSO; Lane 3, buspirone;
and Lane 4, ketoconazole; O-GlcNAcylated c-myc is
marked with an arrow; Panel C: Western blot analysis was
carried out with nuclear lysates (20 pg/lane) using antibodies
for O-GleNAcylated c-myc (Peptide #1-G, 5,000-fold
diluted); the inhibitors were dissolved in DMSO (final
concentration in media, 1%); Lane 1, 1% DMSO; Lane 2,
ketoconazole; O-GlcNAcylated c-myc is marked with an
arrow,

FIGS. 7A and 7B are show electrophoretic analyses of
showing O-GlcNAcylated p53 levels; FIG. 7A shows p53
levels in in MCF-7 (Lanes 1 through 3) and MCF10A (Lanes
4 through 6) cells after treatment of the cells for 4 hr with
media (control) (Lanes 1 and 4), 1% DMSO (Lanes 2 and 5)
and an O-GlcNAcase inhibitor, 0.5 mM buspirone (Lanes 3
and 6); Western blot analysis (8-16% gel) was carried out
with cell lysates (20 pg/lane) using antibodies for O-Glc-
NAcylated p53 (Peptide #1-G, 10-mer, 5,000-fold diluted);
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the inhibitor was dissolved in DMSO (final concentration in
media, 1%); O-GlcNAcylated p53 is marked with an arrow;
FIG. 7B shows, increased O-GleNAcylated p53 levels after
treatment of MCF-7 cells for 24 hr with O-GlcNAcase
inhibitors, acetazolamide (Lane 3) and N6-methyladenosine
5'-monophosphate (Lane 4); Western blot analysis was car-
ried out with cytosol-containing supernatant (40 pg/lane)
using antibodies for O-GlcNAcylated p53 (Peptide #1-G,
5,000-fold diluted); STZ was dissolved in DMSO (final
concentration in media, 1%); Lane 1, 1% DMSO, Lane 2,
streptozotocin  (STZ), Lane 3, acetazolamide, Lane 4,
N6-methyladenosine 5'-monophosphate and Lane 5, media
(control); O-GlcNAcylatylated p53 is marked with an arrow;
and

FIGS. 8A and 8B are graphs showing cell proliferation
(FIG. 8A) and data and photographs from cell invasion
assays (FIG. 8B); FIG. 8A: cell proliferation assays after
seeding 3,000-5,000 cells in a 96-well plate with and with-
out treatment with 1, 5, 10, 20, 50 or 100 uM ketoconazole
(KC7) dissolved in DMSO (final concentration, 1%) for 72
hr; the cell number was counted after staining the cells with
3-(4,5-dimethylthiazol-2-y1)2,5-diphenyl-tetrazolium  bro-
mide (MTT); the ketoconazole treatment inhibited cell pro-
liferation of colon cancer cells, SW480 and HT29, by 63.3%
and 67.4%, respectively, of lung cancer cells, H1437 and
A549, by 44.9% and 51.3%, respectively, and of a pancreatic
cancer cell, Mia Paca-2, by 60.2%, in a dose-dependent
manner; whereas the same treatments failed to inhibit
PANCI1 cell proliferation; FIG. 8B: cell invasion assays with
colon cancer cells, SW480 and HT29 cells, and breast
cancer cells, MCF-10CA1A, after seeding 3,000-5,000 cells
in a 24 trans-well plate using the QCM ECMatrix cell
invasion assay kit (EMD Millipore) with and without treat-
ment of 100 uM ketoconazole dissolved in DMSO (final
concentration, 1%) for 72 hr; the ketoconazole treatment
inhibited 100% of migration of colon cancer cells and
partially inhibited migration of the breast cancer cells.

DETAILED DESCRIPTION OF THE
INVENTION

The present invention includes a method of characterizing
the protein O-GlcNAcylation site specificity of a candidate
antibody, that is, of determining whether a candidate anti-
body is a site-specific antibody. The term “site-specific
antibody” refers to an antibody that binds specifically to an
O-GlcNAcylatable site of a protein or peptide only if that
site is O-GlcNAcylated. The term also refers to an antibody
that binds to the same O-GlcNAcylatable site only if that site
is unmodified, that is, not O-GleNAcylated. In contrast,
pan-specific antibodies for O-GlcNAcylation recognize only
a O-GlcNAc moiety common to many or all O-GlcNAcy-
lated proteins. The term “‘site-specific antibody” can indicate
either a plurality of site-specific antibody species with a
defined site specificity, such as the affinity purified or
unpurified antiserum of an immunized animal, or a single
antibody species, such as a monoclonal antibody secreted
into a culture supernatant or an ascites fluid.

An O-GlcNAcylatable site of a protein or peptide is
referred to herein as a target site, and a protein or peptide
containing a target site is termed a target protein or target
peptide. Because target sites are characterized by specific
amino acid sequences, the term “target sequence” is used
synonymously with “target site”.

Candidate site-specific antibodies are preferably gener-
ated by immunizing an animal against a defined antigenic
peptide of an O-GlcNAcylatable protein. The defined pep-
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tide includes a target site containing a Ser or Thr residue, and
optionally includes a plurality of flanking amino acids on at
least one side of the target site. To generate a candidate
site-specific antibody for an O-GlcNAcylated target protein,
the Ser or Thr of the peptide antigen is O-GIcNAcylated. To
generate a candidate site-specific antibody for an unmodified
target protein, the Ser or Thr of the peptide antigen is not
O-GlcNAcylated. The defined peptide antigens can be syn-
thetic, recombinant, or produced by the fragmentation of a
whole natural or recombinant protein. Less desirably, can-
didate site-specific antibodies can be generated by immu-
nizing an animal against a whole recombinant or natural
O-GlcNAcylatable protein, although this method is expected
to have little success. The site-specific antibodies employed
in the methods of the present invention are generated by
immunization with defined peptides, and are commercially
available, for example from Detroit R&D, Detroit, Mich.

The antibody characterization method of the present
invention includes the steps of providing four proteins or
peptides thereof. Two of the proteins are target proteins, that
is, proteins including the target site against which the
specificity of the candidate antibody is tested. One of the
target proteins is O-GlcNAcylated at the target site. Alter-
natively a peptide of the protein, also O-GlcNAcylated at the
target site, can be provided. The other target protein is the
corresponding unmodified target protein (or peptide), that is,
the same protein target protein lacking O-GlcNAcylation at
the target site.

Two of the proteins are site-specificity control proteins,
that is, proteins or peptides that have a different O-Glc-
NAcylation site than the target protein. The different O-GI-
cNAcylation site is termed a non-target site. One of the
site-specificity control proteins is an O-GlcNAcylation site-
specificity control protein or peptide, that is O-GIcNAcy-
lated at the non-target site. The other site-specificity control
protein is the corresponding unmodified site-specificity con-
trol protein or peptide, that is, the same protein or peptide
lacking O-GlcNAcylation at the non-target site.

In the ensuing steps of the method, two candidate anti-
bodies are each assayed for reactivity with target proteins (or
peptides, depending on the case), and with site-specificity
control proteins (or peptides). If a candidate antibody reacts
specifically with the O-GlcNAcylated target protein or pep-
tide, does not cross-react with the corresponding unmodified
target protein or peptide, and does not cross-react with the
0O-GlcNAcylation site-specificity control protein or peptide,
then the candidate antibody has been determined to be a
site-specific antibody to the O-GlcNAcylated target protein
or peptide. That is, it can distinguish the O-GlcNAcylated
form of the target protein from the corresponding unmodi-
fied target protein, and site-specifically distinguish the target
protein from any other O-GIlcNAcylated proteins.

Similarly, if the candidate antibody to the unmodified
target protein reacts specifically with the corresponding
unmodified target protein or peptide, and does not cross-
react with the O-GlcNAcylated target protein or peptide; and
does not cross-react with the corresponding unmodified
site-specificity control protein or peptide; then the candidate
antibody has been determined to be a site-specific antibody
to unmodified target protein or peptide.

In Examples 1 and 2, the site-specificity and sensitivity of
candidate antibodies against the O-GlcNAcylated and
unmodified forms of c-myc and p53 were characterized.
Candidate antibodies to the target O-GlcNAcylated myc
peptide were generated against a peptide in which Thr-48
was which was in GIcNAcylated form (e.g. peptide 2G).
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Candidate antibodies to the unmodified c-myc peptide were
generated against a peptide in which Thr-48 was unmodified
(e.g. peptide 2N).

The candidate antibodies were both tested for reactivity
against peptides conjugated to BSA. The peptides included
an O-GleNAcylated c-myc peptide, as the O-GlcNAcylated
target peptide; the unmodified form of the same peptide, as
the unmodified target peptide; an O-GlcNAcylated p53
peptide as the GlcNAcylation site-specificity control pep-
tide; and the unmodified form of the same p53 peptide as the
unmodified site-specificity control peptide.

In an experiment of Example 2, the candidate antibody to
the target O-GIcNAcylated myc peptide reacted with the
O-GlcNAcylated target peptide, and did not cross-react with
the unmodified target peptide (FIG. 2A, top row, “peptide
2-G”). It also did not cross-react with the GlcNAcylation
site-specificity control, an O— GlcNAcylated p53 peptide
(FIG. 2B, left panel). This indicates that the candidate
antibody to the target O-GlcNAcylated c-myc peptide is a
site-specific antibody to c-myc O-GlcNAcylated at Thr 48.
Similarly, the candidate antibody to the unmodified myc
peptide reacted with the unmodified target peptide (FIG. 2A,
top row, “peptide 2N”) and did not cross react with the
O-GlcNAcylated target peptide. This indicates that the can-
didate antibody to the target unmodified c-myc peptide is a
site-specific antibody to c-myc unmodified at Thr 48.

Also as disclosed in Example 2, candidate antibodies to
the target O-GlcNAcylated p53 peptide were generated
against a peptide in which Ser 149 was in GlcNAcylated
form (e.g. peptide 1G). Candidate antibodies the unmodified
p53 peptide were generated against a peptide in which Ser
149 was unmodified (e.g. peptide IN).

Candidate site-specific antibodies to site-specific O-Gle-
NAcylated and unmodified mye proteins were characterized,
using an O-GleNAcylated p53 peptide, as the O-GIlcNAcy-
lated target peptide; the unmodified form of the same
peptide, as the unmodified target peptide; an O-GIlcNAcy-
lated c-myc peptide as the GlcNAcylation site-specificity
control peptide; and the unmodified form of the same c-myc
peptide as the unmodified site-specificity control peptide.

It was found that the candidate antibody to the target
O-GlcNAcylated p53 peptide reacted with the O-GlcNAcy-
lated target peptide, and did not cross-react with the unmodi-
fied target peptide (FIG. 2A, bottom row, “Peptide 107). It
also did not cross-react with the GlcNAcylation site-speci-
ficity control, i.e the O-GlcNAcylated c-myc peptide (FIG.
2B, right panel). These results indicate that the candidate
antibody to the target O-GlcNAcylated p53 peptide is a
site-specific antibody for c-p53 O-GleNAcylated at Ser 149.
In a similar experiment, it was found that a candidate
antibody to the unmodified p53 peptide is a site-specific
antibody to p53 unmodified at Ser 149 (FIG. 2A, bottom
row, “Peptide 1N”).

The antibodies characterized by the methods of the pres-
ent invention also show their characteristic specificities
when used to analyze protein GlcNAcylation in cell lysates.
This specificity is seen, for example, the experiments of
Example 3, wherein a site-specific antibody to the O-Glc-
NAcylated c-myc specifically detected this protein in
nuclear and cytoplasmic lysates of normal breast and breast
cancer cell lines (FIG. 3).

In summary, a method for of characterizing the protein
O-GlcNAcylation site-specificity of a candidate antibody
according to the present invention includes the steps of
providing an O-GlcNAcylated target protein that is O-Glc-
NAcylated at a target O-GlcNAcylation site, or a peptide
thereof that is O-GlcNAcylated at the target O-GIcNAcy-
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lation site; providing a corresponding unmodified target
protein that is not O-GlcNAcylated at the target O-Glc-
NAcylation site, or a corresponding unmodified target pep-
tide thereof; providing an O-GleNAcylation site-specificity
control protein that is O-GlcNAcylated at a non-target
O-GlcNAcylation site, or a O-GleNAcylation site-specific-
ity control peptide thereof; providing a corresponding
unmodified site-specificity control protein that is not O-GI-
cNAcylated at the non-target O-GlcNAcylation site, or an
unmodified site-specificity control peptide thereof; provid-
ing a candidate site-specific antibody to the O-GlcNAcy-
lated target protein; providing a candidate site-specific anti-
body to the unmodified target protein; reacting the candidate
site-specific antibody to the O-GlcNAcylated target protein
with the O-GlcNAcylated target protein or peptide; with the
corresponding unmodified target protein or peptide; and
with the O-GlcNAcylation site-specificity control protein or
peptide; reacting the candidate site-specific antibody to the
unmodified target protein; with the corresponding unmodi-
fied target protein or peptide; with the O-GlcNAcylated
target protein or peptide; and with the corresponding
unmodified site-specificity control protein or peptide; deter-
mining that the candidate site-specific antibody to the O-GI-
cNAcylated target peptide reacts specifically with the O-Gl-
cNAcylated target protein or peptide, and does not cross-
react with the corresponding unmodified target protein or
peptide; and does not cross-react with the O-GlcNAcylation
site-specificity control protein or peptide; characterizing the
candidate antibody to the target O-GlcNAcylated peptide as
a site-specific antibody to the O-GlcNAcylated target pro-
tein or peptide; determining that the candidate site-specific
antibody to the unmodified target protein reacts specifically
with the corresponding unmodified target protein or peptide,
and does not cross-react with the O-GlcNAcylated target
protein or peptide, or with the corresponding unmodified
site-specificity control protein or the unmodified site-speci-
ficity control peptide; and characterizing the candidate site-
specific antibody to the unmodified target protein or peptide
as a site-specific antibody to the unmodified target protein or
peptide.

The site-specific antibodies characterized by the method
of the present invention have many uses in the detection and
purification of GlcNAcylated proteins, in the screening of
anti-cancer drugs, and in the diagnosis and treatment of
cancer, as will be seen in the Examples.

The present invention also includes a method of detecting
or quantitating the expression of a site-specific O-GlcNAcy-
lated protein expressed in cells and biological samples,
including the steps of obtaining a sample of cells, or of a
biological material, performing an immunoassay of the
sample with an antibody determined, by the previously
described antibody characterization method, to be a site-
specific antibody to the site-specific O-GlcNAcylated pro-
tein; and measuring in the sample the expression of the
site-specific O-GlcNAcylated protein. Optionally, the
expression of the corresponding unmodified protein can also
be immunoassayed with an antibody determined, by the
previously described antibody characterization method, to
be a site-specific antibody for that protein. The immunoas-
say can be performed by any immunoassay technique known
in the art, including but not limited to an ELISA assay, an
immunoprecipitation assay, a chromatin immunoprecipita-
tion assay, a Western Blot analysis, an immunofluorescence
assay, or an immunohistochemical analysis.

This detection method of the present invention is useful
for studying the effects of O-GlcNAcylation-altering treat-
ments on cells or tissues, in applications ranging from basic
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research to the clinical monitoring of O-GlcNAcylation-
altering treatments in animals or human patients. In the
experiments of Example 4, for instance, it was determined,
using antibodies of the present invention, that GleNAcylated
c-myc is primarily expressed in nuclear lysates of a normal
mammary cell line and a mammary cancer cell line, and not
in cytosolic lysates (FIG. 3).

The present invention also includes a method for diag-
nosing the presence of cancer in an animal, including the
steps of obtaining a diagnostic sample of cells or tissues
from an individual animal to be diagnosed for cancer;
obtaining a control sample of corresponding control cells or
control tissues from control animals; measuring the expres-
sion in the diagnostic and control samples of a site-specific
O-GlcNAcylated protein by an immunoassay using an anti-
body characterized by the previously described character-
ization method as a site-specific antibody to the site-specific
O-GlcNAcylated protein; comparing the expression of the
site-specific O-GlcNAcylated protein in the diagnostic
sample to the expression of the site-specific O-GlcNAcy-
lated protein in the control samples; determining that the
expression of the site-specific O-GlcNAcylated protein in
the diagnostic sample is lower than the expression of the
site-specific O-GlcNAcylated protein in the control samples;
and diagnosing the presence of cancer in the individual
animal to be diagnosed.

This method is illustrated in experiments disclosed in
Example 5, FIG. 6A. It was found that the breast cancer cell
line MCF-7 expresses much lower levels of O-GlcNAcy-
lated c-myc than does the normal breast cell line MCF-10A.
This difference was determined by in Western blots stained
with a site-specific antibody to O-GlcNAcylated c-mye that
had been characterized by the methods of the present
invention (FIG. 6, right panel, compare lane 1, MCF-7 with
control treatment vs lane 5, MCF-10A with control treat-
ment). Similarly, in experiments disclosed in Example 7, it
was found that MCF-7 expresses much lower levels of
O-GlcNAcylated p53 than does MCF-10A (FIG. 7A, com-
pare lane 1, MCF-7 cells with control treatment vs. lane 3,
MCF-10 cells with control treatment). The findings could
mean that the low levels of O-GlcNAcylated c-myc and p53
proteins in MCF-7 were induced by increased phosphory-
lated c-myc and p53 proteins, which can induce cancer cell
proliferation and metastasis. It is also possible that low
O-GlcNAcylation of these proteins permitted their hyper-
phosphorylation. In either case, the results indicate the
utility of the antibodies of the present invention in detecting
low O-GlcNAcylation as a biomarker of cancers whose
pathology includes aberrant behavior of ¢c-myc and/or p53,
and possibly of other cancers.

The present invention also includes a method for screen-
ing a candidate drug for anti-cancer activity. In this method,
candidate drugs are screened for ability to increase levels of
cellular O-GlcNAcylated c-myc, and other GlcNAcylatable
oncogenes or tumor suppressor genes, in tumor cells. Levels
of O-GleNAcylated proteins are determined by immunoas-
say with the site-specific antibodies characterized according
to the previously described methods. A relationship between
the ability of a drug to increase levels of O-GlcNAcylation
of cellular oncogenes and its anti-cancer activity is shown
experiments to be disclosed in Example 9.

A method for screening candidate drugs for anti-cancer
activity according to the present invention includes the steps
of: identifying a site-specific O-GlcNAcylated protein that is
present at a lower level in cancer cells or tissues than in
corresponding normal cells or tissues; treating an experi-
mental sample of cancer cells or tissues with a candidate
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anti-cancer drug; treating a control sample of the same
cancer cells or tissues with a control treatment; performing
an immunoassay of the experimental and control samples
with an antibody determined by the previously described
antibody characterization method to be a site-specific anti-
body to the site-specific O-GleNAcylated protein; measur-
ing the expression of a site-specific O-GlcNAcylated protein
in the experimental and control samples; determining that
the level of the site-specific O-GlcNAcylated protein in the
experimental sample is lower than in the control sample; and
designating the candidate drug as having anti-cancer activ-
ity.

Once a candidate drug is found to increase levels of
O-GlcNAcylation of cancer-associated proteins, its anti-
cancer activity can be characterized in terms of antiprolif-
erative activity, anti-metastatic activity, or both. The drug
screening method according to the present invention there-
fore optionally includes the steps of determining the effect of
the candidate drug upon cell proliferation, including the
steps of treating an experimental sample of cancer cells with
the candidate drug; treating a control sample of the same
cancer cells with a control treatment; measuring cell prolif-
eration in the experimental and control samples; comparing
the cell proliferation of the experimental sample to that of
the control sample; determining that cell proliferation is
lower in the experimental sample than in the control sample;
and designating the candidate drug as having anti-prolifera-
tive activity. The drug screening method according to the
present invention also optionally includes the steps of deter-
mining the effect of the candidate drug upon cellular inva-
sion, including the steps of treating an experimental sample
of cancer cells the candidate drug; treating a control sample
of the same cancer cells with a control treatment; measuring
cellular invasiveness in the experimental and control
samples; comparing the cellular invasiveness of the experi-
mental sample to that of the control sample; determining that
cellular invasiveness is lower in the experimental sample
than in the control sample; and designating the candidate
drug as having anti-invasive activity.

The drug screening method of the present invention is
superior to prior art screening methods, such as those which
detect inhibitors of GlcNAcase in artificial contexts. An
example of the prior art is the technique of measuring the
cleavage of a fluorescent pseudosubstrate of GlcNAcase,
4-methylumbelliferol (4-MU)-GlcNAc (7). Inhibitors found
to be effective at inhibiting this cleavage were found not to
be useful for increasing levels of O-GlcNAcylation of
particular cancer related proteins, probably because of the
target-sequence dependent activity of O-GlcNAcase.

For example, prior art methods indicated that the com-
pounds streptozoticin (STZ), methyladenosine 5'-mono-
phosphate and acetazolamide have GlcNAcase activity. In
experiments disclosed in Examples 5 and 7, it was found that
N6-methyladenosine 5'-monophosphate and acetazolamide
did not increase the levels of O-GlcNAcylated c-myc in
MCF-7 cells (FIGS. 5 and 6A). Interestingly, N6-methylad-
enosine 5'-monophosphate and acetazolamide did increase
levels of O-GlcNAcylated p53 in MCF-7 cells (FIG. 7B).
The site-specific protein O-GIlcNAcylation antibodies of the
present invention make it possible to screen potential anti-
cancer compounds in the context of actual cancer-associated
proteins in cancer cell environments.

The present invention also includes a method of treating
cancer in an animal host, including the steps of administer-
ing an effective amount of a compound which increases the
level of O-GlcNAcylated c-myc in cancer cells; increasing
the level of O-GlcNAcylated c-myc in cancer cells in the



US 10,317,409 B2

11

host; and treating cancer in the animal host. Preferred
compounds are of the imidazole class, especially ketocon-
azole. Ketoconazole was selected as an anti-cancer com-
pound on the basis of its ability to increase levels of
O-GlcNAcylated c-myc in cancer cells. In experiments
disclosed in Example 9, cell proliferation assays were cat-
ried out with and without treatment of 0-50 uM ketocon-
azole for 72 hr (Example 9. FIG. 8, Panel A). The ketocon-
azole treatment (50 pM for 72 hr) inhibited proliferation of
colon cancer cells, SW480 and HT29, by 63.3% and 67.4%,
respectively, of lung cancer cells, H1437 and A549, by
44.9% and 51.3%, respectively, and of a pancreatic cancer
cell line, Mia Paca-2, by 60.2%, in a dose-dependent man-
ner. These results demonstrated that treatment of ketocon-
azole, which increases levels of O-GlcNAcylated c-myc,
inhibited the proliferation of MCF-7 breast cancer cells as
well as colon, lung and pancreatic cancer cells.

Ketoconazole also proved to decrease invasion of cancer
cells in an extracellular matrix invasion assay which
strongly predicts decreased invasion and metastasis in vivo.
Ketoconazole treatment resulted in a loss of cell invasive-
ness of the two colon cancer cell types, and a slight loss of
cell invasiveness of breast cancer cells (FIG. 8, Panel B).
Ketoconazole also decreased the migration of colon cancer
cells and a subset of pancreatic cancer cells in a wound
healing assay (Table 1). It is possible that the ketoconazole
and other agents that increase the GleNAcylation of c-myc
or p53 produce their anti-cancer effects by reducing the
phosphorylation of the same or nearby critical sites in the
c-myc molecules. Since treatments which increase cellular
levels of O-GlcNAcylated c-myc in cancer cells produce
anticancer effects, including antiproliferative and antimeta-
static effects, it is expected that treatments that increase
levels of O-GlcNAcylated p53 will also have anticancer
effects. It is also expected that treatments that increase levels
of both O-GlcNAcylated c-myc and O-GleNAcylated p53
will also have anticancer effects, possibly greater effects
than either treatment alone. As previously stated, the com-
pounds N6-methyladenosine 5'-monophosphate and aceta-
zolamide increase levels of O-GlcNAcylated p53 (FIG. 7B)
but not O-GlcNAcylated c-myc (FIGS. 5 and 6A) in MCF-7
cells (FIG. 7B).

Based on these findings, the present invention includes a
method for treating cancer in an animal host, including the
steps of administering to an animal host an effective amount
of a compound that increases the level of O-GlcNAcylated
p53 in cancer cells; increasing the level of O-GlcNAcylated
p53 in cancer cells in the host; and treating cancer in the
animal host. A preferred compound is N6-methyladenosine
5'-monophosphate. The present invention also includes a
combination therapy method of treating cancer in an animal
host, including the steps of administering an effective
amount of at least one compound that increases the level of
O-GlcNAcylated c-myc in cancer cells, and at least one
compound that increases the level of O-GlcNAcylated p53
in cancer cells, increasing the level of O-GlcNAcylated
c-myc and O-GlcNAcylated p53 in cancer cells in cancer
cells in the host; and treating cancer in the animal host. The
preferred combination of compounds is ketoconazole and
N6-methyladenosine 5'-monophosphate.

Interestingly, some pancreatic cancer cell lines proved to
be susceptible to the antiproliferative and anti-metastatic
effects of ketoconazole, and some lines are resistant. For
example, the pancreatic cancer cell line Mia Paca-2 showed
reduced migration in a wound healing assay, and reduced
proliferation after ketoconazole treatment (Table 1, FIG. 8,
Panel A). In contrast, cells of the pancreatic cancer cell line
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PANC-1 show no significant differences in migration or
proliferation after ketoconazole treatment (Table 1, FIG. 8,
Panel A).

On the basis of these findings, the present invention
includes a method of distinguishing subclasses of pancreatic
cancer according to the sensitivity of pancreatic cancer cells
to an imidazole derivative, including the steps of treating an
experimental sample of pancreatic cancer cells with an
imidazole derivative, treating a control sample of the pan-
creatic cancer cells with a control treatment, measuring a
property of the pancreatic cancer cells in the experimental
and control samples, determining whether the property was
affected by treatment with the imidazole derivative, deter-
mining that the pancreatic cancer cells are of an imidazole-
derivative sensitive subclass if the property is affected by
treatment with the imidazole derivative; and determining
that the pancreatic cancer cells are of an imidazole-deriva-
tive insensitive subclass if the property is not affected by
treatment with the imidazole derivative. The properties
tested include, but are not limited to, cell proliferation, cell
invasiveness, a level of the site-specific O-GlcNAcylated
c-myc, a level of site-specific O-GIcNAcylated p53, or a
combination of the levels.

The present invention also includes a method of person-
alized pancreatic cancer therapy in an animal host, based on
the imidazole sensitivity subclass distinction. The method
includes the steps of obtaining a sample of pancreatic cancer
cells of the animal host, determining whether the pancreatic
cancer is of the imidazole-derivative sensitive subclass,
according the previously described method of distinguishing
sublclasses, and treating the animal host with an imidazole
derivative only if the pancreatic cancer is of the imidazole-
derivative sensitive subclass.

Most of the techniques used to produce antibodies in the
present disclosure are widely practiced in the art, and most
practitioners are familiar with the standard resource mate-
rials, which describe specific conditions and procedures.
However, for convenience, the following paragraph may
serve as a guideline,

Antibody production: Antibodies (immunoglobulins) may
be either monoclonal or polyclonal and are raised against the
immunogen. Such immunogens can be used to produce
antibodies by standard antibody production technology well
known to those skilled in the art as described generally in
Harlow and Lane, Antibodies: A laboratory Manual, Cold
Spring Harbor Laboratory, Cold Spring Harbor, N.Y., 1988
and Borrebaeck, Antibody Engineering—A Practical Guide,
W. H. Freeman and Co., 1992. Antibody fragments may also
be prepared from the antibodies and include Fab, F(ab")2,
and Fv by methods known to those skilled in the art. For
producing recombinant antibody, messenger RNAs from
antibody producing B-lymphocytes of animals,
hybridoma are reverse-transcribed to obtain complementary
DNAs (cDNAs). Antibody ¢cDNA, which can be full or
partial length, is amplified and cloned into a phage or a
plasmid. The ¢cDNA can be a partial length of heavy and
light chain cDNA, separated or connected by a linker. The
antibody, or antibody fragment, is expressed using a suitable
expression system to obtain recombinant antibody. The
methods used with and the utility of the present invention
can be shown by the following non-limiting examples and
accompanying figures.

or
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EXAMPLES

Materials and Methods

Materials.

Pan-specific O-GIcNAc antibodies were obtained from
Abcam. No-Fmoc serine (Ser) and threonine (Thr) were
from Sussex Research (Ottawa, Canada). Protein-G affinity
resin and Reacti® Gel were from Pierce and Sulfalink®
coupling resin was from Thermo Scientific. Molecular
weight standards (BenchMark™ Protein Ladder) were from
Invitrogen. Minimal essential medium with Earle’s (MEM/
EBSS) and Dulbecco’s modified eagle medium: nutrient
mixture F-12 (DMEM/F12) media were obtained from
Hyclone (Logan, Utah). The QCM ECMatrix cell invasion
assay kit was from EMD Millipore. O-GlcNAcylation and
unmodified site-site-specific ¢c-myc and p53 antibodies and
BSA conjugated with O-GlcNAcylated c-myc and p53 pep-
tides are from Detroit R&D. Other reagents were obtained
from Sigma Chemical Co. (St. Louis, Mo.).

Methods.

Conventional ELISA for Titer Measurements:

Direct ELISA was carried out using BSA and peptide
conjugated to BSA. Briefly, 1 g of free BSA and peptide-
conjugated BSA were coated on a 96-well plate overnight in
1 M sodium bicarbonate, pH 9.6. Non-specific sites were
blocked by the addition of 0.2 ml of 10% nonfat dry milk in
TBS, pH 7.5, and plates were incubated for 2 hr at room
temperature. Anti-serum was diluted 50,000- to 1,000,000-
fold in TBS and added to wells and incubated for 2 hr at
room temperature, followed by incubation for 1 hr with
various dilutions of goat anti-rabbit IgG-horseradish peroxi-
dase (HRP) secondary antibody. After washing, the color
was developed by the addition of 0.2 ml of TMB (3,3',5,5'-
tetramethylbenzidine). The reaction was stopped in ~30 min
by addition of 50 pl of 2 NH,SO,, and the absorbance at 450
nm was obtained using a microtiter plate reader.

MCF-7 (Breast Tumor) and MCF10A (Normal) Cell
Culture:

MCF-7 cells were grown in MEM/EBSS media (Hyclone,
Logan, Utah) supplemented with 10% fetal bovine serum
and 0.01 mg/mL insulin. MCF-10A cells were grown in
DMEM/F12 media (Hyclone) supplemented with 5% horse
serum, 0.5 mg/mL hydrocortisone, 10 mg/mL insulin, 20
ng/ml EGF, 0.1 mg/mL cholera endotoxin, 100 units/mL
penicillin-streptomycin and 2 mM glutamine. The glucose
concentration of MEM/EBSS and DMEM/F12 media are 6
mM and 18 mM, respectively. Cells were maintained in
humidified atmosphere with 95% air and 5% CO2 at 37° C.

Example 1

Characterization of Sensitivity of Site-Specific
Anti-Peptide Antibodies for O-GIlcNAcylated and
Corresponding Unmodified p53 and c-Myc Proteins

Antibody titers were measured with 5,000- through 1,000,
000-fold diluted immune sera using ELISA plates coated
with free BSA and O-GlcNAcylated and unmodified c-myc
or p53 peptides conjugated to BSA (1 ug/well).

Whereas anti-sera for Ser-149 O-GlcNAcylated (Peptide
#1-G) and unmodified (Peptide #1-N) p53 showed almost no
cross-reactivity (optical density at 450 nm: 0) with BSA, the
immune sera showed very high cross-reactivity (optical
density at 450 nm: 3.4 and 3.6, respectively, with 10,000-
fold dilution) (FIG. 1. Panel A). Titers (dilution factor at
50% of maximum OD) of the p53 anti-sera were 135,000
and 98,000, respectively.
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Whereas anti-sera for Thr-48 O-GIcNAcylated (Peptide
#2-0) and unmodified (Peptide #2-N) c-myc showed almost
no cross-reactivity (optical density at 450 nm: 0) with BSA,
the immune sera showed very high cross-reactivity (optical
density at 450 nm: 3.7 and 3.6, respectively, with 10,000-
fold dilution) (FIG. 1, Panel B). Titers (dilution factor at
50% of maximum OD) of the p53 anti-sera were 270,000
and 99,000, respectively.

The results showed that anti-sera for both O-GlcNAcy-
lated and unmodified p53 and c-myc are extremely sensitive.
The O-GIleNAc moiety of the Ser or Thr induces higher
sensitivity and O-GlcNAcylated Thr is a better immunogen
than O-GlcNAcylated Ser.

Example 2

Characterization of Specificity of Site-Specific
Antibodies for O-GlcNAcylated and Corresponding
Unmodified p53 and c-Myc Proteins

To determine the specificity of the antibodies for O-Glc-
NAcylated and corresponding unmodified p53 and c-myc
proteins, Western blot analysis was carried out with BSA (2
pg/lane) and O-GleNAcylated and unmodified p53 and
c-myc antigen peptides conjugated to BSA (0.2 pg/lane, 10
times less than the BSA, a negative control).

Specificity of the antibodies was determined by Western
blot analysis with BSA conjugated with O-GlcNAcylated
and unmodified c-myc and p53 peptides (FIG. 2A). BSA
negative controls were produced by simultaneously carrying
out conjugations with the EDC or sulfo-SMCC methods but
without addition of peptides. Western blot analyses of BSA
and BSA conjugated with O-GlcNAcylated and correspond-
ing unmodified c-myc peptides (Peptide #2-0 and #2-N)
were carried out using c-myc antibodies. ¢c-Myc antibodies
for the O-GIcNAcylated peptides did not cross-react with
unmodified peptides and c-myc antibodies for the unmodi-
fied peptide did not cross-react with the O-GlcNAcylated
peptides (FIG. 2A, Top middle). c-Myc antibodies for O-Gl-
cNAcylated and unmodified peptides (Peptide #1-G and
Peptide #1-N) were form-specific and O-GlcNAcylated pep-
tides minimally cross-reacted with the unmodified peptides
(Peptide #4-G) (F1G. 2A, Top left and right, respectively).
However, the c-myc antibodies for unmodified peptides
(Peptide #4-N) were not form-specific (data not shown).
Antibodies for the O-GlcNAcylated (Peptide #1-G) p53
peptides primarily cross-reacted with the BSA conjugated
with O-GlecNAcylated peptides, with minimal cross-reactiv-
ity with unmodified peptides (FIG. 2A, Bottom). This result
confirmed specificity of the antibodies. The BSA-Peptides
showed monomer, dimer and even higher polymers because,
during peptide conjugation, various peptide-conjugated
BSA polymers were produced by cross-linking chemicals.

Example 3

Evidence that the Anti-Peptide Antibodies are
O-GleNAcylation Site-Specific for Ser-149 of p53
and Thr-58 of c-Myc Proteins

Specificity of the antibodies for O-GlcNAcylated p53 and
c-myc proteins was further determined using O-GlcNAcy-
lated p53 and c-myc antigen peptides. Western blot analysis
was carried out with BSA (2 ug/lane) and O-GlcNAcylated
p53 (Peptide #1-G) and c-myc (Peptide #2-0) antigen pep-
tides conjugated to BSA (0.2 ug/lane, 10 times less than the
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BSA, a negative control) with antibodies for O-GlcNAcy-
lated p53 and c-mye proteins (FIG. 2B).

Thr-58 O-GlcNAcylation site-specific c-myc antibodies
did not cross-react with O-GlcNAcylated p53 peptides, and
Ser-149 O-GlcNAcylation site-specific p53 antibodies did
not cross-react with O-GlcNAcylated c-myc peptides (FIG.
2B). This result demonstrated that the O-GlcNAcylation
site-specific c-myc and p53 antibodies recognize specifically
the Thr-58 and Ser-149 O-GlcNAcylation sites of c-myc and
p53, respectively, which are NOT pan-O-GlcNAcylation
antibodies. Pan-O-GlcNAcylation antibodies recognize only
the O-GlcNAc moiety of amino acid, which are not useful
to determine Thr-58 and Ser-149 O-GlcNAcylation sites of
c-myc and p53, respectively.

Example 4

0O-GlcNAcylated ¢c-Myc is Expressed Primarily in
Nucleus

For c-myc Western blot analysis, nuclear lysates isolated
from MCF-7 and MCF10A cells were used because high
levels of c-myc proteins were detected in nuclear lysates but
NOT in cytosol-containing supernatant (FIG. 3). Use of
nuclear lysates, which express high levels of c-myc proteins,
increased the sensitivity of the Western blot analysis.

Immunoprecipitation of c-myc proteins expressed in
MCF-7 cell nuclear lysates was carried out using monoclo-
nal c-myc antibodies (C-33, pan-c-myc antibody, Santa
Cruz). A 68 kDa band was identified as Thr-58 O-GlcNAcy-
lated c-myc (FIG. 4A) and a 65 kDa band was identified as
unmodified c-myc (FIG. 4B) by Western blot analysis using
O-GlcNAcylation site-specific and corresponding unmodi-
fied c-myc antibodies. A 68 kDa protein was recognized by
antibodies for phosphorylated c-myc (pThr-58/pSer62,
Santa Cruz) (FIG. 4C). This result verified that O-GlcNAcy-
lated c-myc (68 kDa) migrated slower than unmodified
c-myc (65 kDa). No other proteins with and without O-GI-
cNAcylation expressed in MCF-7 cells cross-reacted except
for the O-GlcNAcylated c-myce proteins with the antibodies
proving that the antibodies are Thr-58 O-GlcNAcylation
site-specific.

Example 5

Dramatically Increased O-GlcNAcylated c-Myc
Levels after an O-GlcNAcase Inhibitor,
Ketoconazole Treatment (Anti-Breast Cancer Drug
Candidate)

MCF-7 breast cancer cells were treated for 24 hr with 1%
DMSO, with an O-GlcNAcase inhibitor, streptozotocin
(STZ), with N6-methyladenosine S5'-monophosphate (an
O-GlcNAcase inhibitor discovered through by screening
with the pseudofluorescent substrate 4-methylumbelliferol
(4-MU)-GIcNAc (7)) or with media (control) (FIG. 5).
Western blot analysis revealed that the O-GlcNAcase inhibi-
tors, STZ and N6-methyladenosine 5'-monophosphate,
failed to increase O-GIcNAcylated c-myc levels in MCF-7.

O-GlcNAcase inhibitors, which increased O-GlcNAcy-
lation levels of proteins by preventing cleavage of an
O-GlcNAc moiety of Ser or Thr residues, were identified
using the antibodies of the present invention. MCF-7 breast
cancer cells (FIG. 6. Panel A, Lanes 1-4) and MCF10A
normal breast cells (FIG. 6. Panel A, Lanes 5-8) were treated
for 4 hr with 1% DMSO (FIG. 6, Panel A, Lanes 1 and 5),
the O-GlcNAcase inhibitors acetazolamide (FIG. 6, Panel A,

15

20

25

40

45

50

60

65

16

Lanes 2 and 6) and N6-methyladenosine 5'-monophosphate
(FIG. 6, Panel A, Lanes 4 and 7) or media (control) (FIG. 6,
Panel A, Lanes 4 and 8). Western blot analysis (8-16% gel)
was carried out with cell lysates (20 pg/lane) using antibod-
ies for O-GlcNAcylated c-myc (Peptide #1-G, 5,000-fold
diluted). The O-GlcNAcase inhibitors acetazolamide (FIG.
6, Panel A, Lanes 2 and 6) and N6-methyladenosine
5'-monophosphate failed to increase O-GlcNAcylated c-mye
levels in either MCF-7 or MCF10A cells.

MCF-7 cells were treated for 4 hr with 1% DMSO
(negative control) or 2 mM buspirone or ketoconazole in
DMSO to verify increased O-GlcNAcylated c-myc levels
after 2 mM ketoconazole treatment. Western blot analysis
was carried out with 10% gel electrophoresis using nuclear
lysates obtained from MCF-7 cells with antibodies for
O-GlcNAcylated c-myc (Peptide #2-0). Whereas the O-Gl-
cNAcylated c-myc level did not increase after buspirone
treatment, the level dramatically increased after ketocon-
azole treatment (FIG. 6, Panel B). There was no increase in
unmodified c-myc protein after ketoconazole treatment as
verified with antibodies for unmodified c-myc (Peptide
#2-N) by Western blot analysis.

MCF-7 cells were treated for 4 hr with 1% DMSO
(negative control) or 2 mM ketoconazole in DMSO and an
0O-GlcNAcylated c-myc band was detected using a second
antibody for O-GleNAcylated c-myc (Peptide #1-G). The
O-GlcNAcylated c-myc level dramatically increased after
ketoconazole treatment as detected with the antibodies (FIG.
6, Panel C).

Example 6

Lactate Dehydrogenase (LDH) Cytotoxicity Assay
of Ketoconazole Treated MCF-7 and MCF10A
Cells

Increased O-GlcNAcylated c-myc levels in MCF-7 cells
induced cell death. MCF-7 tumor cell death after 2 mM
ketoconazole treatment was compared with MCF10A not-
mal cell death by LDH cytotoxicity assay. After treatment of
cells for 4 hr, extracellular media and Triton X-100 solubi-
lized cells were obtained and oxidation of NADH to NAD+
in both fractions was monitored for 2 min at a 340 nm to
obtain total (media+cells) LDH release. The ketoconazole
treatment increased cell death in MCF-7 cells 84% higher
than in MCF10A cells as determined by LDH cytotoxicity
assays.

The results demonstrated that ketoconazole treatment
increased Thr-58-O-GleNAcylated c-myc level and induced
cell death in MCF-7 cells.

Example 7

Increased O-GlcNAcylated p53 Levels after an
O-GlcNAcase Inhibitor, Acetazolamide or
N6-Methyladenosine 5'-Monophosphate Treatment
(Anti-Breast Cancer Drug Candidates)

When MCF-7 and MCF10A cells were treated for 4 hr
with and without treatment of 1% DMSO (negative control)
or 0.5 mM buspirone in DMSO, buspirone treatment failed
to increase O-GlcNAcylated p53 expression in MCF-7 and
MCF10A cell lysates (FIG. 7, Panel A).

MCF-7 cells were grown for 24 hr with treatment of 1%
DMSO (negative control) or 2 mM STZ or acetazolamide
dissolved in DMSO or 2 mM N6-methyladenosine 5'-mono-



US 10,317,409 B2

17

phosphate dissolved in media. The cells were harvested and
cytosol-containing supernatants were obtained.

Levels of O-GleNAcylated and unmodified p53 proteins
in cytosol-containing supernatants were detected using anti-
bodies for O-GlcNAcylated pS3 (Peptide #1-G) and
unmodified p53 (Peptide #1-N), respectively, by Western
blot analysis. Levels of O-GlcNAcylated p53 increased after
acetazolamide or N6-methyladenosine 5'-monophosphate
treatment (FIG. 7, Panel B). Acetazolamide was a potent
inducer of O-GlcNAcylated p53 (FIG. 7, Panel B) but it did
not increase O-GlcNAcylated c-myc levels in nucleus (data
not shown).

Example 8

Extremely Low Expression of Thr-58
O-GlcNAcylated c-Myc and Ser-149
O-GlecNAcylated p53 Proteins in MCF-7 Breast
Cancer Cells Compared with in MCF10A Normal
Breast Cells

Expression of both O-GIlcNAcylated c-myc and p53 pro-
teins in MCF-7 cells were extremely low compared with the
levels in MCF10A cells (FIG. 6, Panel A and FIG. 7, Panel
A, respectively), which suggested that the low levels of
O-GlcNAcylated c-myc and p53 proteins in MCF-7 were
induced by increased phosphorylated c-myc and p53 pro-
teins, which 1s involved with cancer cell proliferation and
metastasis. The lower O-GlcNAcylated c-myc and p53
protein levels detected in MCF-7 cells increased after treat-
ment of ketoconazole (FIG. 6) and acetazolamide or
N6-methyladenosine 5'-monophosphate (FIG. 7), respec-
tively.

Example 9

Inhibition of Cancer Cell Proliferation and Invasion
by Treatment of an O-GlcNAcase Inhibitor
Ketoconazole (KCZ)(Anti-Breast Cancer Drug
Candidate

O-GleNAcylated c-myc and p53 expression levels in
MCF-7 cells were much lower than the expression in normal
breast cells, MCF10A (FIG. 6, Panel A and FIG. 7, Panel A,
respectively), which strongly suggested that decreased
O-GlcNAcylated c-mye or p53 expression levels most likely
induces cancer cell proliferation and invasiveness. Thus,
increased O-GlcNAcylated c-myc or p53 expression levels
after treatment with O-GlcNAcase inhibitors inhibit cancer
cell proliferation and migration. Indeed, treatment of MCF-7
cells with 2 mM ketoconazole, an O-GlcNAcase inhibitor,
for 4, hr dramatically increased O-GlcNAcylated c-myc
levels (FIG. 6, Panels B and C) and increased cell death in
MCF-7 cells 84% higher than in MCF10A non-cancerous
cells as evidenced by lactate dehydrogenase (LDH) cyto-
toxicity assays. Cell proliferation assays were carried out
after seeding 3,000-5,000 cells in a 96-well plate with and
without treatment of 50 pM ketoconazole dissolved in
DMSO (final concentration, 1%) for 72 hr (FIG. 8, Panel A).
The cell number was counted after staining the cells with
3-(4,5-dimethylthiazol-2-y1)2,5-diphenyl-tetrazolium  bro-
mide (MTT). The ketoconazole treatment (50 uM for 72 hr)
inhibited cell proliferation of colon cancer cells, SW480 and
HT29, by 63.3% and 67.4%, respectively, lung cancer cells,
H1437 and A549, by 44.9% and 51.3%, respectively, and a
pancreatic cancer cell, Mia Paca-2, by 60.2% in a dose-
dependent manner (0 through 50 uM) (FIG. 8, Panel A).
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These results demonstrated that treatment of ketoconazole
inhibited the proliferation of MCF-7 breast cancer cells as
well as colon, lung and pancreatic cancer cells.

Wound healing assays were also carried out to verify
inhibition of cell migration after ketoconazole treatment.
Whereas 55.3% of Mia Paca-2 cells migrated toward a
scratched field after 24-hr treatment, only 11.6% of the cells
migrated after treatment with 100 pM ketoconazole (Table
1). PANC-1 cells, which failed to increase Thr-58-O-Glc-
NAcylated c-myc expression and cell proliferation after
ketoconazole treatment, showed no significant difference of
cell migration after 24 hr with 100 pM ketoconazole treat-
ment.

Cell invasiveness of SW480 and HT29 human colon
adenocarcinoma cells and MCF10CA1A breast cancer cells
with and without 72 hr treatment with 100 uM ketoconazole
was studied in 24-well plates using the QCM ECMatrix cell
invasion assay kit (EMD Millipore). Ketoconazole treatment
resulted in a loss of cell invasiveness of the two colon cancer
cell types and a slight loss of cell invasiveness of the breast
cancer cells (FIG. 8, Panel B).

Cell proliferation (FIG. 8, Panel A) and cell migration
(FIG. 8, Panel B) of colon cancer cells, SW480 and HT29,
were inhibited after 100 uM ketoconazole treatment.

The results demonstrated that treatment with ketocon-
azole, an O-GlcNAcase inhibitor, increased the level of
Thr-58-0-GlecNAcylated c-mye and inhibited cell prolifera-
tion in MCF-7, SW480, HT29, H1437, A549 and Mia
Paca-2 cells, and decreased invasiveness and migration of
breast, colon, lung and pancreatic cancer cells.

TABLE 1

Wound healing assays to measure inhibition of cell migration
toward scratched area with and without treatment of 100 uM
ketoconazole dissolved in DMSO (final concentration, 1%). Percent of
cells migrated toward a scratched field are shown. The ketoconazole
treatment inhibited cell migration of a pancreatic cancer cell, Mia
Paca-2, by 78% [(36/46 x 100) and (43/55 x 100) in 24 and 48
hr, respectively] whereas failed to inhibit PANC1 cell migration.
The ketoconazole treatment slightly inhibited cell migration of
colon cancer cells, SW480 and HT29 in 24 hours.

Pancreatic Cancer (% cells migrated)

Mia Paca-2 PANC1
Control Control
Time (hr) (1% DMSO) Ketoconazole (1% DMSO) Ketoconazole
0 0 0 0 0
24 46 10 6 6
48 55 12 14 11
Colon Cancer
SW4R0 HT29
Time (hr) Control Ketoconazole  Control  Ketoconazole
0 0 0 0 0
24 40 27 18 8

The invention has been described in an illustrative man-
ner, and it is to be understood that the terminology, which
has been used is intended to be in the nature of words of
description rather than of limitation.

Obviously, many modifications and variations of the
present invention are possible in light of the above teach-
ings. It is, therefore, to be understood that within the scope
of the appended claims, the invention can be practiced
otherwise than as specifically described.
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The invention claimed is:

1. A method of detecting or quantitating the expression of
site-specific O-GlcNAcylated protein expressed in cells

and biological samples using a site-specific antibody to the
site-specific O-GleNAcylated protein, including the steps of:

providing an O-GlcNAcylated target protein that is O-Gl-
cNAcylated at a target O-GlcNAcylation site, or an
O-GlcNAcylated target peptide thereof that is O-Gle-
NAcylated at the target O-GlcNAcylation site chosen
from the group consisting of peptide 1G and peptide
2G, wherein the O-GlcNAcylated target protein is
selected from the group consisting of p53 comprising
an 0-GlcNAcylated Ser 149 and myc comprising an
0O-GlcNAcylated Thr-48, and wherein peptide 1G is a
p53 peptide comprising O-GlcNacylated S149 and pep-
tide 2G is myc peptide comprising O-GlcNAcylated
Thr-43,;

providing a corresponding unmodified target protein that
is not O-GlcNAcylated at the target O-GlcNAcylation
site, or a corresponding unmodified target peptide
thereof that is not O-GlcNAcylated at the target O-Gl-

cNAcylation site chosen from the group consisting of

peptide 1N and peptide 2N, wherein the O-GIlcNAcy-
lated target protein is selected from the group consist-
ing of p53 comprising an unmodified Ser 149 and myc
comprising an unmodified Thr-48, and wherein peptide
1G is a p53 peptide comprising an unmodified S149
and peptide 2G is myc peptide comprising an unmodi-
fied Thr-48;

providing an O-GlcNAcylation site specificity control
protein that is O-GlcNAcylated at a non-target O-Gl-
cNAcylation site, or an O-GlcNAcylation site specific-
ity control peptide thereof that is O-GlcNAcylated at
the nontarget O-GleNAcylation site chosen from the
group consisting of an O-GlcNAcylated cmyc peptide
and an O-GlcNAcylated p53 peptide;
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providing a corresponding unmodified site specificity
control protein that is not O-GlcNAcylated at the
non-target O-GlcNAcylation site, or an unmodified site
specificity control peptide thereof that is not O-Gle-
NAcylated at the non-target O-GlcNAcylation site cho-
sen from the group consisting of an unmodified cmye
peptide and an unmodified p53 peptide;

providing a candidate site-specific antibody to the O-Gl-

cNAcylated target protein;

providing a candidate site-specific antibody to the

unmodified target protein;
reacting the candidate site-specific antibody to the O-Gl-
cNAcylated target protein with the O-GlcNAcylated
target protein or the O-GlcNAcylated target peptide;
with the corresponding unmodified target protein or the
unmodified target peptide; and with the O-GIlcNAcy-
lation site specificity control protein or the O-Gle-
NAcylation site specificity control peptide;

reacting the candidate site-specific antibody to the
unmodified target protein with the corresponding
unmodified target protein or the unmodified target
peptide; with the O-GlcNAcylated target protein or the
O-GlcNAcylated target peptide; and with the corre-
sponding unmodified site specificity control protein or
the unmodified site specificity control peptide;

determining that the candidate site-specific antibody to
the O-GlcNAcylated target protein reacts specifically
with the O-GlcNAcylated target protein or the O-Gle-
NAcylated target peptide, and does not cross-react with
the corresponding unmodified target protein or the
unmodified target peptide or with the O-GlcNAcylation
site specificity control protein or the O-GlcNAcylation
site specificity control peptide;

determining that candidate site-specific antibody to the

unmodified target protein reacts specifically with the
corresponding unmodified target protein or the
unmodified target peptide, and does not cross-react
with the O-GlcNAcylated target protein or the O-Gle-
NAcylated target peptide, and does not cross-react with
the corresponding unmodified site specificity control
protein or the unmodified site specificity control pep-
tide;

characterizing the candidate antibody to the target O-Gl-

cNAcylated peptide as a site-specific antibody to the
O-GlcNAcylated target protein or the O-GlcNAcylated
target peptide;

characterizing the candidate site-specific antibody to the

unmodified target protein as a site-specific antibody to
the unmodified target protein or the unmodified target
peptide;

performing an immunoassay of the sample with the

site-specific antibody to the site-specific O-GlcNAcy-
lated protein; and

measuring the expression of the site-specific O-GlcNAcy-

lated protein in the sample.

2. The method of claim 1, additionally including the steps
of performing an immunoassay of the sample with the
site-specific antibody to an unmodified protein correspond-
ing the site-specific O-GlcNAcylated protein; and

measuring in the sample the expression of the unmodified

protein corresponding the site-specific O-GIlcNAcy-
lated protein.

3. The method of claim 1 or claim 2, wherein the
immunoassay is an ELISA assay, an immunoprecipitation
assay, a chromatin immunoprecipitation assay, a Western
Blot analysis, an immunofluorescence assay, or an immu-
nohistochemical analysis.
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4. The method of claim 1, wherein the site-specific
antibody to the site-specific O-GlcNAcylated protein is a
site-specific antibody to O-GlcNAcylated c-myc thereof;

the step of characterizing the candidate antibody to the

O-GlcNAcylated target peptide as a site-specific anti-
body to the target O-GlcNAcylated protein or the
O-GlcNAcylated target peptide is further defined as
characterizing the candidate antibody as a site-specific
antibody to, respectively, O-GlcNAcylated c-myc pro-
tein and an O-GleNAcylated c-myc peptide.

5. The method of claim 2, wherein the site-specific
antibody to the unmodified site-specific protein is a site-
specific antibody to unmodified c-myc thereof;

the step of characterizing the candidate site-specific anti-

body to the unmodified target protein as a site-specific
antibody to the unmodified target protein or the
unmodified target peptide is further defined as charac-
terizing the candidate antibody as a site-specific anti-
body to, respectively, unmodified c-myc protein and an
unmodified c-myc peptide.

6. The method of claim 2, wherein the step of obtaining
asample is further defined as obtaining the cytosolic fraction
of a population of cells; wherein the antibody to the site-
specific O-GlcNAcylated protein is a site-specific antibody
to O-GlcNAcylated p53, as characterized by the method of
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claim 1; and wherein the antibody to the site-specific
unmodified protein is a site-specific antibody to unmodified
p53, as characterized by the method of claim 1.

7. The method of claim 4 or 5, wherein the step of
obtaining a sample is further defined as obtaining the nuclear
fraction of a population of cells, wherein the antibody to the
site-specific O-GlcNAcylated protein is a site-specific anti-
body to O-GleNAcylated c-myc and wherein the antibody to
the site-specific unmodified protein is a site-specific anti-
body to unmodified c-myc thereof;

the step of characterizing the candidate antibody to the

O-GleNAcylated target peptide as a site-specific anti-
body to the target O-GlcNAcylated protein or the
O-GleNAcylated target peptide is further defined as
characterizing the candidate antibody as a site-specific
antibody to, respectively, O-GlcNAcylated c-myc pro-
tein and an O-GlcNAcylated c-myc peptide; and

the step of characterizing the candidate site-specific anti-

body to the unmodified target protein as a site-specific
antibody to the unmodified target protein or the
unmodified target peptide is further defined as charac-
terizing the candidate antibody as a site-specific anti-
body to, respectively, unmodified c-myc protein and an
unmodified c-myc peptide.
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