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(57) ABSTRACT

Methods for characterizing a test subject’s, particularly a
human test subject’s, risk of having cardiovascular disease or
developing cardiovascular disease are provided. Also pro-
vided are methods for characterizing a test subject’s risk of
experiencing a complication of cardiovascular disease near
term. The methods comprise determining levels of one or
more carbamylated biomarkers in a bodily fluid of the test
subject and/or comparing these levels with a reference value.
In certain embodiments, the carbamylated biomarkers are
carbamylated albumin, carbamylated fibrinogen, carbamy-
lated immunoglobulin and carbamylated apolipoprotein A. In
other embodiments, particularly where the test subject does
not have clinical evidence of renal disease, the carbamylated
biomarker is free and/or total peptide-bound homocitrulline.
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CARBAMYLATED PROTEINS AND RISK OF
CARDIOVASCULAR DISEASE

STATEMENT OF GOVERNMENT SUPPORT

The work described in this application was supported, at
least in part, by National Institutes of Health grants HL,70621,
HL076491, and HL.O77107. The US. Government has certain
rights in this invention.

PRIORITY CLAIM

This application is a national phase application of, claims
priority to, and any other benefit, International Application
No. PCT/US2008/074557, filed on Aug. 28, 2008, and
entitled CARBAMYLATED PROTEINS AND RISK OF
CARDIOVASCULAR DISEASE, which claims priority to,
and any other benefit of U.S. Provisional Application No.
60/968,688, filed on Aug. 29, 2007; U.S. Provisional Appli-
cation No. 60/967,431, filed on Sep. 5, 2007; and U.S. Pro-
visional Application No. 60/970,641, filed on Sep. 7, 2007, all
of which are incorporated by reference herein in their entirety.

FIELD OF THE INVENTION

The present invention relates to the field of cardiovascular
disease. More specifically, it relates to markers and methods
for determining whether a subject, particularly a human sub-
ject, 1s at risk of developing cardiovascular disease, having
cardiovascular disease, or experiencing a complication of
cardiovascular disease near term (e.g., within 3 years). The
present application also relates to the use of such markers to
evaluate therapeutic agents.

BACKGROUND

Cardiovascular disease (CVD) is the general term for heart
and blood vessel diseases, including atherosclerosis, coro-
nary heart disease, cerebrovascular disease, aorto-iliac dis-
ease, and peripheral vascular disease. Subjects with CVD
may develop a number of complications, including, but not
limited to, myocardial infarction, stroke, angina pectoris,
transient ischemic attacks, congestive heart failure, aortic
aneurysm and death. CVD accounts for one in every two
deaths in the United States and is the number one killer
disease. Thus, prevention of cardiovascular disease is an area
of major public health importance.

A low-fat diet and exercise are recommended to prevent
CVD. In addition, a number of therapeutic agents may be
prescribed by medical professionals to those individuals who
are known to be at risk for developing or having CVD. These
include lipid-lowering agents that reduce blood levels of cho-
lesterol and trigylcerides, agents that normalize blood pres-
sure, agents, such as aspirin or platelet ADP receptor antatog-
inist (e.g., clopidogrel and ticlopidine) that prevent activation
of platelets and decrease vascular inflammation, and ple-
otrophic agents such as peroxisome proliferator activated
receptor (PPAR) agonists, with broad-ranging metabolic
effects that reduce inflammation, promote insulin sensitiza-
tion, improve vascular function, and correct lipid abnormali-
ties. More aggressive therapy, such as administration of mul-
tiple medications or surgical intervention may be used in
those individuals who are at high risk. Since CVD therapies
may have adverse side effects, it is desirable to have methods
for identifying those individuals who are at risk, particularly
those individuals who are at high risk, of developing or having
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CVD and/or experiencing a complication of cardiovascular
disease/major adverse cardiac event near term, e.g., within
three years or six months.

SUMMARY OF THE INVENTION

The present invention provides methods for characterizing
a subject’s, particularly a human subject’s, risk of having
cardiovascular disease or developing cardiovascular disease.
Also provided are methods for characterizing a subject’s risk
of experiencing a complication of cardiovascular disease near
term, i.e., within 3 years, 6 months, or 1 month, and methods
for determining whether a subject presenting with chest pain
is at risk of experiencing a heart attack or other major adverse
cardiac event within 6 months of presenting with chest pain or
suspected acute coronary syndrome. The present methods are
especially useful for identifying those subjects who are in
need of highly aggressive CVD therapies as well as those
subjects who require no therapies targeted at inhibiting or
preventing CVD or complications of CVD.

The present methods involve determining levels of certain
homocitrulline-containing biomarkers (referred to hereinaf-
ter collectively as “carbamylated biomarkers”) in a bodily
fluid of the test subject and/or comparing the levels of the
carbamylated biomarker to a control value. In one embodi-
ment, the present methods comprise determining levels of
carbamylated albumin, carbamylated apolipoprotein A, car-
bamylated fibrinogen and/or carbamylated immuoglobulin
(IgG) in the blood, serum, or plasma of a test subject and/or
comparing these levels with a control or representative value
that is based on the levels of said select carbamylated protein
in the blood, serum or plasma of a reference cohort, e.g. a
population of apparently healthy control subjects or a popu-
lation of control subjects who have not experienced a major
adverse cardiac event. In another embodiment, the present
methods comprise determining levels of total carbamylated
protein (also known as total protein-bound homocitrulline) in
the serum or plasma of a test subject and/or comparing such
levels with a control value that is based on levels of total
carbamylated protein in the serum or plasma of a population
of control subjects. In another embodiment, the methods
comprise determining levels of free homocitrulline in the
blood, serum, plasma, saliva, or urine of a test subject and/or
comparing such levels with a control value based on levels of
free homocitrulline in comparable bodily fluids obtained
from a population of control subjects.

In certain embodiments the test subject is a smoker. In
certain embodiments, the test subject is a non-smoker. In
certain embodiments, the test subject has normal renal func-
tion. In certain embodiments, the test subject does not have
normal renal function, e.g., the subject has chronic kidney
disease. In certain embodiments, the test subject is a diabetic.
In certain embodiments, the test subject is non-diabetic. In
certain embodiments, the control subjects are members of the
general population. In certain embodiments, the test subject
and/or control subjects lacks symptoms of cardiovascular
disease. In certain embodiments, the test subject and/or con-
trol subjects lack clinical evidence of cardiovascular disease.
In certain embodiments, the control subjects are matched to
the test subject, e.g. the test subject and control subjects are in
the same age bracket, are the same gender, etc.

In one embodiment, the method which involves determin-
ing levels of certain carbamylated proteins in a bodily fluid of
the test subject and/or comparing these levels with a control
or reference value characterizes the subject’s present risk of
having CVD, as determined using standard protocols for
diagnosing CVD. Moreover, the extent of the difference
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between the test subject’s select carbamylated protein levels
the control value is also useful for characterizing the extent of
the risk and thereby, determining which subjects would most
greatly benefit from certain therapies. In another embodi-
ment, the method which involves determining levels of cer-
tain carbamylated proteins in a bodily fluid of the test subject
and/or comparing these levels with a control or reference
value comparison characterizes the subject’s risk of develop-
ing CVD in the future. In another embodiment, the methods
which involve determining levels of total carbamylated pro-
tein, select carbamylated protein, and/or total free homoc-
itrulline in the subject’s bodily fluid can be used to charac-
terize the subject’s risk of experiencing a complication of
CVD (or major adverse cardiac event) within the subsequent
three years. Examples of such complications include, but are
not limited myocardial infarction, heart failure, and impaired
left ventricular systolic function (cardiac ejection fraction
less than normal).

The present methods can also be used to determine if a
subject presenting with chest pain or suspected acute coro-
nary syndrome is at risk of experiencing a major adverse
cardiac event, such as a myocardial infarction, reinfarction,
the need for revascularization, or death, near term, e.g., within
the following day, one month, 3 months or 6 months after the
subject presents with chest pain.

In another embodiment, the methods which involve deter-
mining levels of certain carbamylated proteins in a bodily
fluid of the test subject and/or comparing these levels with a
control or reference value can be used to monitor the status
(e.g. progression or regression) of CVD in a subject over time.
In one embodiment, the method comprises determining the
blood, plasma, or serum levels of one or more of the select
carbamylated proteins in a test sample taken from the subject
at an initial time and in a corresponding test sample taken
from the subject at a subsequent time. An increase in levels of
the select carbamylated proteins in the blood, serum, or
plasma taken at the subsequent time as compared to the initial
time indicates that a subject’s risk of having CVD has
increased. A decrease in levels of the select carbamylated
protein indicates that the subject’s risk of having CVD has
decreased. For those subjects who have already experienced
an acute adverse cardiovascular event such as a myocardial
infarction or ischemic stroke, such methods are also useful for
assessing the subject’s risk of experiencing a subsequent
acute adverse cardiovascular event. In such subjects, an
increase in levels of carbamylation markers indicates that the
subject is at increased risk of experiencing a subsequent
adverse cardiovascular event. A decrease in levels of the
carbamylation biomarkers in the subject over time indicates
that the subject’s risk of experiencing a subsequent adverse
cardiovascular event has decreased.

In another embodiment, the methods which involve deter-
mining levels of certain select carbamylated proteins in a
bodily fluid of the test subject can be used to evaluate the
effect of a therapeutic agent on a subject with a disease
associated with inflammation or oxidation, e.g. cardiovascu-
lar disease or asthma. In one embodiment, the method com-
prises comparing levels of one or more of the select carbamy-
lated proteins in a biological sample taken from the subject
prior to therapy with levels of the one or more carbamylated
proteins in a corresponding biological sample taken from the
subject during or following therapy. A decrease in levels of
the one or more carbamylated proteins in the sample taken
after or during therapy as compared to levels of the one or
more carbamylated proteins in the sample taken before
therapy is indicative of a positive effect of the therapy on the
disease in the treated subject.
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BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 is a schematic illustration of pathways for promot-
ing protein carbamylation and their link to atherosclerosis.
Diet and smoking are major determinants of plasma thiocy-
anate (SCN7) levels. Leukocyte myeloperoxidase (MPO)
uses H,0, and SCN~ as co-substrates to generate OCN~ and
promote protein carbamylation at sites of inflammation such
as atherosclerotic plaque. Protein carbamylation is also pro-
moted during renal disease and uremia via the equilibrium
that exists between urea and OCN™.

FIG. 2 shows production of OCN™ and homocitrulline
(HCit) in reactions of proteins with MPO/SCN/H,0,. (a)
Direct visualization of [*2C], [**C] and [**C,**N]CNO~ for-
mation following oxidation of the indicated isotopomers of
SCN™ by the MPO/H, O, system using negative ion ESI-MS
analysis. (b) Extracted ion chromatograms in positive ion
multiple reaction monitoring mode of HCit standard and
hydrolysates of bovine serum albumin (BSA) following reac-
tion with (i) MPO/['*C]SCN/H,0.,, (ii) MPO/[*C]SCN/
H,0, and (iii) MPO/[**C,"*N|SCN~/H,0,, with parent to
daughter transitions, 190—127, 190—127, 191128, and
192—128, respectively. (¢) Collision (energy 21 eV) induced
dissociation (CID) mass spectra corresponding to peaks of
the HCit standard and the protein-bound HCit isotopomers
produced by the MPO/SCN™/H,0, reaction systems (1), (ii)
and (iii). Mass to charge ratio (m/z).

FIG. 3 shows that MPO is a catalytic source for carbamy-
lation at sites of inflammation and within human atheroscle-
rotic plaque. (a) Reaction requirements and quantification of
protein (BSA 1 mg/mL) carbamylation by the MPO/SCN™/
H,0, system under physiological concentrations of halides,
SCN™ and H,0,. Data were presented as mean+SD for 3
independent experiments. (b, ¢) Protein carbamylation occurs
across physiological concentration ranges of SCN~ and
H,0,. Data are presented as mean+SD for 3 independent
experiments. (d) Levels of protein bound HCit in cell pellet
proteins recovered from peritoneal lavage of wild type (WT,
n=10) and MPO knockout (MPO—KO, n=10) mice before
(control, Ctrl) and 24 hours following induction of peritonitis
(inflammation). (e) Levels of protein bound HCit and (f)
relationship between total cholesterol (TC, free cholesterol+
cholesterol ester) in aorta tissue sections from LDL-R ™ mice
(WT) and human MPO-transgenic LDL-R™~ mice (MPO-
TG). (g) Fluorescent microscopy of human carotid athero-
sclerotic plaque immuno-stained with either monoclonal
antibodies to (left) MPO or (center) carbamyl-proteins and
(right) the merged image reveals co-localization of MPO and
carbamyl-proteins, magnification 10x, nuclei were stained
with DAPL.

FIG. 4 shows potential pro-atherogenic effects of MPO-
catalyzed protein carbamylation. (a) LDL binding to the LDL
receptor is impaired following carbamylation by both the
MPO/SCN7/H,0, system and OCN"~, as monitored by bind-
ing of native and carbamylated LDL to Jurkat T cells (JKT)
cells transfected with the LDL receptor, and human foreskin
fibroblast (HFF) cells after culturing in lipoprotein-deficient
serum. LDL binding to JKT cells and HFF cells were deter-
mined as described in Supplementary Methods online. (b)
LDL modified by the MPO/SCN™/H, O, system induces lipid
loading of macrophages from wild-type (WT) mice but not
from scavenger receptor class A type 1 null mice (SR-AI-
KO). Cells were fixed with 4% formaldehyde and stained
with hematoxylin and oil red O. (c) % Foam cells were
counted after macrophages were incubated with carbamy-
lated LDL (cLDL) by either the MPO/SCN~/H,0, system or
OCN". Cells containing over 10 lipid droplets were identified
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as foam cells under microscopy. Data represents as mean+SE
for cells in at least 10 fields counted from at least 3 indepen-
dent experiments. (d, e) Binding of LDL by murine SR-AI
(filled symbols) or vector-transfected (open symbols) CHO
cells and CD36 (filled symbols) or vector-transfected (open
symbols) COS-7 cells as indicated after either no modifica-
tion (nLDL), carbamylation by either the MPO/SCN~/H, 0,
system or OCN" (as indicated), acetylated LDL (Ac-LDL) or
LDL exposed to MPO-generated nitrating oxidants (NO,-
LDL) as listed.

FIG. 5 shows the results from a Case: Control study exam-
ining the relationship between plasma levels of protein bound
HCit and prevalence of atherosclerotic CVD. Plasma was
isolated from sequential subjects undergoing diagnostic car-
diac catheterization with CVD (n=150), and age and gender
matched control subjects (n=300). (a) Plasma levels of pro-
tein bound HCit in subjects with (n=150) and without
(n=300) atherosclerotic CVD. (b) Frequency of atheroscle-
rotic CVD, CAD and PAD according to quartiles of protein
bound HCit. P values indicated are for trend across quartiles.
(c) Odds ratio and 95% confidence interval versus protein
bound HCit quartiles for CVD, CAD, PAD and CAD+PAD
risks following multilogistic regression. Model consisted of
Framingham risk score, estimated glomerular filtration rate
by MDRD formula, MPO, C-reactive protein (CRP), and
protein bound HCit level.

FIG. 6 shows the results from a Case: control study exam-
ining the relationship between plasma levels of protein bound
HCit and prospective risk for major adverse cardiac event
(MACE=revascularization (revasc), myocardial infarction
(MD), stroke or death). Plasma was analyzed for protein bound
HCit content from case subjects (n=275) who underwent
diagnostic cardiac catheterization and experienced a major
adverse cardiac event (MACE, the composite of non-fatal M1,
stroke, need for revascularization or death) in the 3 year
period following study enrollment. Parallel analyses were
also performed on plasma from age and gender matched
control subjects (n1=275) who underwent diagnostic cardiac
catheterization and failed to experience a major adverse car-
diac event over the ensuing 3 years following study enroll-
ment. (a) Plasma levels of protein bound HCit in subjects with
(n=275) and without (1=275) subsequent clinical events. (b)
Frequency of clinical events (revascularization, MI or stroke,
death, and the composite, MACE) according to quartiles of
protein bound HCit. P values indicated are for trend across
quartiles. (¢) Odds ratio and 95% confidence interval versus
protein bound HCit quartiles for incident risk of clinical
events (need for revascularization, non-fatal MI or stroke,
death or the composite, MACE) following multilogistic
regression. Model consisted of Framingham risk score, esti-
mated glomerular filtration rate by MDRD formula, MPO,
C-reactive protein (CRP) level and protein bound HCit level.

DETAILED DESCRIPTION OF THE INVENTION

The present invention will now be described by reference
to more detailed embodiments, with occasional reference to
the accomparnying drawings. This invention may, however, be
embodied in different forms and should not be construed as
limited to the embodiments set forth herein. Rather these
embodiments are provided so that this disclosure will be
thorough and complete, and will convey the scope of the
invention to those skilled in the art.

Unless otherwise defined. all technical and scientific terms
used herein have the same meaning as commonly understood
by one of ordinary skill in the art to which this invention
belongs. The terminology used in the description of the inven-
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tion herein is for describing particular embodiments only and
1s not intended to be limiting of the invention. As used in the
description of the invention and the appended claims, the
singular forms “a,” “an,” and “the” are intended to include the
plural forms as well, unless the context clearly indicates oth-
erwise.

Unless otherwise indicated, all numbers expressing quan-
tities of ingredients, properties such as molecular weight,
reaction conditions, and so forth as used in the specification
and claims are to be understood as being modified in all
instances by the term “about.” Accordingly, unless otherwise
indicated, the numerical properties set forth in the following
specification and claims are approximations that may vary
depending on the desired properties sought to be obtained in
embodiments of the present invention. Notwithstanding that
the numerical ranges and parameters setting forth the broad
scope of the invention are approximations, the numerical
values set forth in the specific examples are reported as pre-
cisely as possible. Any numerical values; however, inherently
contain certain errors necessarily resulting from error found
in their respective measurements.

All publications, patent applications, patents, and other
references mentioned herein are incorporated by reference in
their entirety.

Methods and Markers for Predicting Risk of Cardiovascular
Disease

Provided herein are methods and markers for characteriz-
ing a subject’s risk for developing CVD, having CVD. In
certain embodiments, the methods and markers can also be
used to characterize a subject’s risk of experiencing a major
adverse cardiac event or a complication of cardiovascular
disease within the ensuing 3 years, 1 year, 6 months, or
month. As used herein the term “Major Adverse Cardiac
Event” or “MAC” refers to myocardial infarction, stroke,
need for revascularization, and death. As used herein the term
“Complication of Cardiovascular Disease” refers to: myocar-
dial infarction, stroke, angina pectoris, transient ischemic
attacks, congestive heart failure, aortic aneurysm, need for
revascularization, having an abnormal coronary angiogram,
having an abnormal stress test, or having an abnormal cardiac
perfusion study. Such methods and markers are useful for
characterizing a subject’s risk of having vulnerable plaque.

In certain embodiments, such methods involve determin-
ing levels of one or more select carbamylated serum/plasma
proteins in the blood, serum, or plasma of the test subject
and/or comparing these levels to a control value that is derived
from levels of the one or more carbamylated proteins in
comparable bodily samples of a reference cohort or popula-
tion of control subjects. The select carbamylated proteins
include certain plasma/serum proteins other than apolipopro-
tein B, the protein component of LDL. Preferably the select
carbamylated protein is albumin, fibrinogen, immunoglobu-
lin, or apolipoprotein A. Test subjects whose levels of the one
or more select carbamylated proteins are above the control
value or in the higher range of control values are at greater risk
of having or developing cardiovascular disease than test sub-
jects whose levels of the one more select carbamylated pro-
teins are at or below the control value or in the lower range of
control values. Moreover, the extent of the difference
between the subject’s carbamylated protein levels and the
control value is also useful for characterizing the extent of the
risk and thereby, determining which subjects would most
greatly benefit from certain therapies. In another embodi-
ment, the select carbamylated proteins can be used to monitor
progression of CVD in a subject with CVD. In another
embodiment, the select carbamylated proteins can be used to
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evaluate the effect of therapeutic agents on a subject with a
disease associated with inflammation or oxidation, such as
CVD or asthma.

In certain embodiments, the methods for identifying sub-
jects who are at risk of experiencing a complication of car-
diovascular disease near term (i.e., within the ensuing 3 years,
1 year, 6 months or 1 month) comprise determining the levels
of total protein or peptide bound homocitrulline in the serum,
plasma, or blood of a test subject, and/or comparing these
levels to a reference value. In certain embodiments the meth-
ods for identifying subjects who are at risk of experiencing a
complication of cardiovascular disease near term comprise
determining the levels of free homocitrulline in the serum,
plasma, blood, saliva, or urine of a test subject and/or com-
paring these levels to a reference value. Test subjects who
have elevated levels of total protein bound homocitrulline or
free homocitrulline in the aforementioned bodily fluids as
compared to a reference value that is based on the levels of
total protein-bound and/or free homocitrulline in comparable
bodily fluids from a cohort of control subjects are at greater
risk of experiencing a complication of CVD near term than
test subjects whose levels of total carbamylated serum or
plasma proteins and/or levels of free homocitrulline are at or
below the reference value.

In certain embodiments, the subject’s risk profile for CVD
is determined by combining a first risk value, which is
obtained by comparing levels of one or more carbamylated
biomarkers in a bodily sample of the subject with levels of
said one or more carbamylated biomarkers in a control popu-
lation, with one or more additional risk values to provide a
final risk value. Such additional risk values may be obtained
by procedures including, but not limited to, determining the
subject’s blood pressure, assessing the subject’s response to a
stress test, determining levels of myeloperoxidase, C-reactive
protein, low density lipoprotein, or cholesterol in a bodily
sample from the subject, or assessing the subject’s athero-
sclerotic plaque burden.

In one embodiment, the method is used to assess the test
subject’s risk of having cardiovascular disease. Medical pro-
cedures for determining whether a human subject has coro-
nary artery disease or is at risk for experiencing a complica-
tion of coronary artery disease include, but are not limited to,
coronary angiography, coronary intravascular ultrasound
(IVUS), stress testing (with and without imaging), assess-
ment of carotid intimal medial thickening, carotid ultrasound
studies with or without implementation of techniques of vir-
tual histology, coronary artery electron beam computer
tomography (EBTC), cardiac computerized tomography
(CT) scan, CT angiography, cardiac magnetic resonance
imaging (MRI), and magnetic resonance angiography
(MRA.). Because cardiovascular disease, typically, is not
limited to one region of a subject’s vasculature, a subject who
is diagnosed as having or being at risk of having coronary
artery disease is also considered at risk of developing or
having other forms of CVD such as cerebrovascular disease,
aortic-iliac disease, and peripheral artery disease. Subjects
who are at risk of having cardiovascular disease are at risk of
having an abnormal stress test or abnormal cardiac catheriza-
tion. Subjects who are at risk of having CVD are also at risk
of exhibiting increased carotid intimal medial thickness and
coronary calcification, characteristics that can be assessed
using non-invasive imaging techniques. Subjects who are at
risk of having CVD are also at risk of having an increased
atheroscleorotic plaque burden, a characteristic that can be
examined using intravascular ultrasound.

In another embodiment, the present methods are used to
assess the test subject’s risk of developing cardiovascular
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disease in the future. In another embodiment, the present
methods are used to determine if a subject presenting with
chest pain or suspected acute coronary syndrome is at risk of
experiencing a heart attack or other major adverse cardiac
event, such as a heart attack, a myocardial infarction, reinf-
arction, the need for revascularization, or death, within the
following day, 3 months, or 6 months after presenting with
chest pain.

Biological Samples

Suitable biological. samples useful for predicting or moni-
toring cardiovascular disease in a subject or for assessing the
effect of therapeutic agents on subjects with a disease asso-
ciated with inflammation and oxidation, e.g. cardiovascular
disease, include but are not limited to whole blood samples,
samples of blood fractions, including but not limited to serum
and plasma. The sample may be fresh blood or stored blood
(e.g. in a blood bank) or blood fractions. The sample may be
a blood sample expressly obtained for the assays of this
invention or a blood sample obtained for another purpose
which can be subsampled for the assays of this invention. The
sample may or may not include apolipoprotein B.

Whole blood may be obtained from the subject using stan-
dard clinical procedures. In another embodiment, the biologi-
cal sample is plasma. Plasma may be obtained from whole
blood samples by centrifugation of anti-coagulated blood.
Such process provides a buffy coat of white cell components
and a supernatant of the plasma. In another embodiment, the
biological sample is serum. Serum may be obtained by cen-
trifugation of whole blood samples that have been collected in
tubes that are free of anti-coagulant. The blood is permitted to
clotprior to centrifugation. The yellowish-reddish fluid that is
obtained by centrifugation is the serum.

The sample may be pretreated as necessary by dilution in
an appropriate buffer solution, heparinized, concentrated if
desired, or fractionated by any number of methods including
but not limited to ultracentrifugation, fractionation by fast
performance liquid chromatography (FPLC), or precipitation
of apolipoprotein B containing proteins with dextran sulfate
or other methods. Any of'a number of standard aqueous buffer
solutions, employing one of a variety of buffers, such as
phosphate, Tris, or the like, at physiological pH can be used.
Test Subjects

The subject is any human or other animal to be tested for
characterizing its risk of having CVD, developing CVD,
experiencing a complication of CVD near term, or experienc-
ing a second vascular event. In certain embodiments, the
subject does not otherwise have an elevated risk of an adverse
cardiovascular event. Subjects having an elevated risk of an
adverse cardiovascular event include those with a family his-
tory of cardiovascular disease, elevated lipids, smokers, prior
acute cardiovascular event, etc. (See, e.g., Harrison’s Prin-
ciples of Experimental Medicine, 15th Edition, McGraw-
Hill, Inc., N.Y.—hereinafter “Harrison’s”).

In certain embodiments the subject has no signs or symp-
toms of CVD, e.g. angina pectoris. In certain embodiments,
the subject has chest pain. In certain embodiments, the sub-
ject has no clinical evidence of cardiovascular disease. For
example, such subjects have no history of myocardial infarc-
tion, stroke, revascularization, transient ischemic attack, or
no significant abnormalities on cardiac catheterization (coro-
nary angiography), myocardial perfusion, or stress test.

In certain embodiments the test subject is a non-smoker.
“Nonsmoker” means an individual who, at the time of the
evaluation, is not a smoker. This includes individuals who
have never smoked as well as individuals who in the past have
smoked but have not used tobacco products within the past
year. In certain embodiments the test subject is a smoker.
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In certain embodiments, the test subject has normal renal
function. Renal function can be assessed by standard meth-
ods, for example by determining the subject serum creatinine
levels or blood urea nitrogen levels. In certain embodiments,
the subject does not have normal renal function, e.g, the test
subject has chronic kidney disease. In certain embodiments,
the test subject is a diabetic. In certain embodiments, the test
subject is non-diabetic.

Immunoassays for Determining Levels of Protein Bound
Homocitrulline or Free Homocitrulline

Levels of total protein bound homocitrulline, select protein
(e.g. immunoglobulin, apolipoprotein A, fibrinogen, or albu-
min) bound homocitrulline and/or free homocitrulline in the
biological sample can be determined using polyclonal or
monoclonal antibodies that are immunoreactive with such
carbamylated biomarkers. Such antibodies may include, but
are not limited to, polyclonal, monoclonal, chimeric, single
chain, and Fab fragments. In those embodiments where the
biomarker is a select carbamylated protein such as carbamy-
lated fibrinogen, carbamylated albumin, carbamylated immu-
noglobulin or carbamylated apolipoprotein A, the assay may
be a dual immunoassay which employ an antibody that is
immunoreactive, more preferably immunospecific, with the
select plasma/serum protein and an antibody that is immu-
noreactive, preferably immunospecific, with homocitrulline
bound peptides or free homocitrulline. The term “immuno-
specific” means the antibodies have substantially greater
affinity for the homocitrulline, either peptide bound or free,
than for peptide-bound homocitrulline or lysine. In other
words, the method may involve immunoprecipitating one of
the select plasma/serum proteins from the test sample, and
then determining the levels of homocitrulline in the immuno-
precipitated molecule using an anti-homocitrulline antibody.
Alternatively, the method may employ an antibody which
reacts with, or preferably is immunospecific, for a homoc-
itrulline-containing form of the select plasma protein that is
being assayed

Suitable immunoassays include, by way of example, radio-
immunoassays, both solid and liquid phase, fluorescence-
linked assays, competitive immunoassays, or enzyme-linked
immunosorbent assays. In certain embodiments, the immu-
noassays are also used to quantify the amount ofthe carbamy-
lated biomarker that is present in the sample.

Various immunoassays may be used for screening to iden-
tify antibodies having the desired specificity. These include
protocols that involve competitive binding or immunoradi-
ometric assays and typically involve the measurement of
complex formation between the respective carbamylated pro-
tein and the antibody.

The method comprises contacting a sample taken from the
individual with one or more of the present antibodies; and
assaying for the formation of a complex between the antibody
and a protein or peptide in the sample. For ease of detection,
the antibody can be attached to a substrate such as a column,
plastic dish, matrix, or membrane, preferably nitrocellulose.
The sample may be a tissue or a biological fluid, including
urine, whole blood, or exudate, preferably serum. The sample
may be untreated, subjected to precipitation, fractionation,
separation, or purification before combining with the anti-
body. Interactions between antibodies in the sample and the
carbamylated biomarker are detected by radiometric, colori-
metric, or fluorometric means, size-separation, or precipita-
tion. Preferably, detection of the antibody-protein or peptide
complex is by addition of a secondary antibody that is
coupled to a detectable tag, such as for example, an enzyme,
fluorophore, or chromophore. Formation of the complex is
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indicative of the presence of carbamylated biomarker in the
individual’s biological sample.

In certain embodiments, the method employs an enzyme-
linked immunosorbent assay (ELISA) or a Western immuno-
blot procedure.

Preparation of Antibodies

Monoclonal antibodies are produced according to estab-
lished procedures. Generally, homocitrulline containing pep-
tide fragments are used to immunize a host animal. Suitable
host animals, include, but are not limited to, rabbits, mice,
rats, goats, and guinea pigs. Various adjuvants may be used to
increase the immunological response in the host animal. The
adjuvant used depends, at least in part, on the host species.
Such animals produce heterogenous populations of antibody
molecules, which are referred to as polyclonal antibodies and
which may be derived from the sera of the immunized ani-
mals.

For preparation of monoclonal antibodies, conventional
hybridoma techniques are used. Such antibodies are pro-
duced by continuous cell lines in culture. Suitable techniques
for preparing monoclonal antibodies include, but are not lim-
ited to, the hybridoma technique, the human B-cell hybri-
doma technique, and the EBV hybridoma technique.

Monoclonal antibodies, which are homogenous popula-
tions of an antibody that bind to a particular antigen, are
obtained from continuous cells lines. Conventional tech-
niques for producing monoclonal antibodies are the hybri-
doma technique of Kohler and Millstein (Nature 356:495-497
(1975)) and the human B-cell hybridoma technique of Kosbor
et al (Immunology Today 4:72 (1983)). Such antibodies may
be of any immunoglobulin class including IgG, IgM, IgF, Iga,
IgD and any class thereof. Procedures for preparing antibod-
ies against modified amino acids, such as for example, 3-ni-
trotyrosine are described in Ye, Y. Z., M. Strong, 7. Q. Huang,
and J. S. Beckman. 1996. Antibodies that recognize nitroty-
rosine. Methods Enzymol. 269:201-209.

Polyclonal antibodies are generated using conventional
techniques by administering the immunogen, i.e., the homoc-
itrulline containing peptide or the serum protein, to a host
animal. Depending on the host species, various adjuvants
may be used to increase immunological response. Among
adjuvants used in humans, Bacilli-Calmette-Guerin (BCG),
and Corynebacterium parvum, are especially preferable.
Conventional protocols are also used to collect blood from the
immunized animals and to isolate the serum and or the IgG
fraction from the blood.

Additional Methods for Measuring of Carbamylated Biom-
arkers

Mass spectrometry-based methods (e.g. LC/ESI/MS/MS)
may also be used to assess levels of total carbamylated pro-
teins or free homocitrulline in the biological sample as shown
in the examples below. Such methods are standard in the art
and include, for example, HPL.C with on-line electrospray
ionization tandem mass spectometry. Synthetic standard
tryptic digets peptides for parent (unmodifed) and modified
(nitrated, chlorinated) forms can be made readily with auto-
mated peptide synthesizers using commercially available
fmoc modified amino acids. The parent molecules i.e., the
proteins or amino acids that are not carbamylated will have
different masses than the carbamylated molecules). Thus,
distinct parent.fwdarw.daughter ion transitions for each pep-
tide would be achievable.

Control Value

Levels of the carbamylated biomarker in the biological
sample obtained from the test subject may compared to a
control value. The control value is based upon levels of the
carbamylated biomarker in comparable samples obtained



US 9,086,425 B2

11

from a reference cohort, e.g., the general population or a
select population of human subjects.

The select population may be comprised of smokers, non-
smokers diabetics, non-diabetics, those with normal renal
function or those with abnormal renal function. The select
population may be comprised of apparently healthy subjects.
“Apparently healthy”, as used herein, means individuals who
have not previously had any signs or symptoms indicating the
presence of atherosclerosis, such as angina pectoris, history
of an acute adverse cardiovascular event such as a myocardial
infarction or stroke, evidence of atherosclerosis by diagnostic
imaging methods including, but not limited to coronary
angiography. Apparently healthy individuals also do not oth-
erwise exhibit symptoms of disease. In other words, such
individuals, if examined by a medical professional, would be
characterized as healthy and free of symptoms of disease. In
another example, the control value can be derived from an
apparently healthy nonsmoker population. “Nonsmoker”, as
used herein, means an individual who, at the time of the
evaluation, is not a smoker. This includes individuals who
have never smoked as well as individuals who in the past have
smoked but have not used tobacco products within the past
year. An apparently healthy, nonsmoker population may have
a different normal range of carbamylated biomarker than will
a smoking population or a population whose member have
had a prior cardiovascular disorder. Accordingly, the control
values selected may take into account the category into which
the test subject falls. Appropriate categories can be selected
with no more than routine experimentation by those of ordi-
nary skill in the art.

The control value is related to the value used to characterize
the level of the carbamylated biomarker from the test subject.
Thus, if the level of the carbamylated biomarker is an absolute
value such as the units of a select carbamylated protein per ml
of blood, the control value is also based upon the units of the
select carbamylated protein per ml of blood in individuals in
the general population or a select population of human sub-
jects.

The control value can take a variety of forms. The control
value can be a single cut-off value, such as a median or mean.
The control value can be established based upon comparative
groups such as where the risk in one defined group is double
the risk in another defined group. The control values can be
divided equally (or unequally) into groups, such as a low risk
group, a medium risk group and a high-risk group, or into
quadrants, the lowest quadrant being individuals with the
lowest risk the highest quadrant being individuals with the
highest risk, and the test subject’s risk of having CVD can be
based upon which group his or her test value falls.

Control values of carbamylated biomarkers in biological
samples obtained, such as for example, mean levels, median
levels, or “cut-off” levels, are established by assaying a large
sample of individuals in the general population or the select
population and using a statistical model such as the predictive
value method for selecting a positivity criterion or receiver
operator characteristic curve that defines optimum specificity
(highest true negative rate) and sensitivity (highest true posi-
tive rate) as described in Knapp, R. G., and Miller, M. C.
(1992). Clinical Epidemiology and Biostatistics. William and
Wilkins, Harual Publishing Co. Malvern, Pa., which is spe-
cifically incorporated herein by reference. A “cutoff” value
can be determined for each risk predictor that is assayed.
Comparison of The Carbamylated Biomarker from the Test
Subject to the Control Value

Levels of the carbamylated biomarker, e.g., the select car-
bamylated protein, in the individual’s biological sample may
be compared to or correlated with a single control value or to
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a range of control values. If the level of the select carbamy-
lated protein in the test subject’s biological sample is greater
than the control value or exceeds or is in the upper range of
control values, the test subject is at greater risk of developing
or having CVD than individuals with levels comparable to or
below the control value or in the lower range of control
values. In contrast, if levels of the select carbamylated protein
in the test subject’s biological sample is below the control
value or is in the lower range of control values, the test subject
is at a lower risk of developing or having CVD than individu-
als whose levels are comparable to or above the control value
or exceeding or in the upper range of control values. The
extent of the difference between the test subject’s risk predic-
tor levels and control value is also useful for characterizing
the extent of the risk and thereby, determining which indi-
viduals would most greatly benefit from certain aggressive
therapies. In those cases, where the control value ranges are
divided into a plurality of groups, such as the control value
ranges for individuals at high risk, average risk, and low risk,
the comparison involves determining into which group the
test subject’s level of the relevant risk predictor falls.

The present predictive tests are useful for determining if
and when therapeutic agents that are targeted at preventing
CVD or for slowing the progression of CVD should and
should not be prescribed for a individual. For example, indi-
viduals with values of carbamylated biomarkets, e.g., select
carbamylated protein, above a certain cutoff value, or that are
in the higher tertile or quartile of a “normal range,” could be
identified as those in need of more aggressive intervention
with lipid lowering agents, life style changes, etc.
Evaluation of Therapeutic Agents

Also provided are methods for evaluating the effect of
therapeutic agents for diseases associated with inflammation
or oxidation, e.g. CVD or asthma, on individuals who have
been diagnosed as having or as being at risk of developing
such diseases. Such therapeutic agents include, but are not
limited to, anti-inflammatory agents, insulin sensitizing
agents, antihypertensive agents, anti-thrombotic agents, anti-
platelet agents, fibrinolytic agents, lipid reducing agents,
direct thrombin inhibitors, ACAT inhibitor, CDTP inhibitor
thioglytizone, glycoprotein IIb/Illa receptor inhibitors,
agents directed at raising or altering HDL metabolism such as
apoA-I milano or CETP inhibitors (e.g., torcetrapib), or
agents designed to act as artificial HDL. Such evaluation
comprises determining the levels of one or more select car-
bamylated protein in a biological sample taken from the sub-
ject prior to administration of the therapeutic agent and a
corresponding biological fluid taken from the subject follow-
ing administration of the therapeutic agent. A decrease in the
level of the select carbamylated protein(s) in the sample taken
after administration of the therapeutic as compared to the
level of the select carbamylated protein(s) in the sample can
also be used to monitor anti-inflammatory and/or antioxidant
actions of therapeutic agents. Therapeutic agents that can be
monitored in accordance with an aspect of the invention can
include any pharmacodynamic agent that exhibits an anti-
inflammation and/or antioxidant action in vivo through sup-
pression of multiple distinct oxidation pathways used in the
formation of myeloperoxidase derived carbamylated pro-
teins. These anti-inflammation and/or antioxidant actions can
be systemic and can be monitored by monitoring the systemic
levels of select carbamylated proteins in a subject before and
after administration of the therapeutic agent.

An example of a therapeutic agent for which the anti-
inflammation and/or antioxidant action can be monitored in
accordance with an aspect of the invention is an HMG CoA
reductase inhibitor (3-hydroxymethylglutaryl coenzyme A
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reductase inhibitors)(i.e., statin). HMG-CoA (3-hydroxy
methylglutaryl coenzyme A) reductase is the microsomal
enzyme that catalyzes the rate limiting reaction in cholesterol
biosynthesis (HMG-CoA Mevalonate). Statins inhibit HMG-
CoA reductase, and as a result inhibit the synthesis of cho-
lesterol. It is believed that these anti-inflammatory and anti-
oxidant actions likely result from inhibition of isoprenylation
of Rac and Rho. Rac is a key component of the NAD(P)H
oxidase complex of both leukocytes and vascular cells. Tt is
further believed that statin induced inhibition of Rac isopre-
nylation prevents its translocation to the plasma membrane,
leading to suppression in superoxide formation from cells.
Rho isa small GTPase involved in cell signaling. Itis believed
that inhibition of Rho isoprenylation results in enhanced
nitric oxide production from endothelial cells, which is likely
to produce an overall antioxidant action.

EXAMPLES

The following examples are included for purposes of illus-
tration and are not intended to limit the scope of the invention.

Example 1

Elevated Levels of Protein Bound Homocitrulline as
an Independent Biomarker for CVD in Non-Uremic
Patients and as a Risk Predictor for Near Term
Complications of CVD

In this study we provide biochemical, animal model and
clinical data supporting a role for myeloperoxidase(MPO)-
catalyzed oxidation of thiocyanate (SCN7), an abundant
anion in plasma that is increased in smokers, as a novel and
quantitatively dominant mechanism for inducing protein car-
bamylation in vivo, and during development of atherosclero-
sis in humans (FIG. 1).

A potential role for carbamylation in post-translational
modification of proteins during human health and disease has
thus far been solely attributed to uremia'**. One of the earliest
post-translational modifications of proteins elucidated, car-
bamylation was identified as an untoward side effect during
reversible denaturation-renaturation studies of proteins with
urea, where changes in protein molecular weight and isoelec-
tric point, accompanied by enzymatic activity loss, were
noted”®. Urea is in equilibrium with trace levels of the elec-
trophilic species cyanate (OCN™) (FIG. 1), which can react
withnucleophilic groups on proteins through carbamylation™:
7. Accordingly, a role for protein carbamylation in end stage
renal disease has been hypothesized to participate in the “tox-
emia of uremia”~*%"!* Because of the extremely low yield of
protein carbamylation under normal plasma levels of urea,
the potential involvement of this pathway in the absence of
renal disease has not been explored.

MPO is an abundant heme protein in neutrophils, mono-
cytes and certain tissue macrophages, such as those found in
human atheroma. Mechanisms linking MPO to CAD have
primarily revolved around MPO-catalyzed oxidation reac-
tions that either result in catalytic consumption of nitric oxide
with consequent endothelial dysfunction®®??, or generation
of reactive halogenating and nitrating species capable of ren-
dering LDL atherogenic'* and high density lipoprotein
(HDL) dysfunctional>*>’. Interestingly, none of these reac-
tions involve thiocyanate (SCN™), a pseudohalide that serves
as a preferred substrate for MPO®®. SCN~ levels vary in
plasma depending upon dietary intake (FIG. 1), with normal
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plasma levels in non-smokers being in the range of 20-100
uM?. Plasma levels of SCN~ in smokers are substantially
higher®°.

At plasma levels of halides and SCN7, it is estimated that
oxidation of SCN™ can account for approximately 50% of the
H,0, consumed by MPQO?'. The major product formed is
hypothiocyanous acid (HOSCN), a relatively weak oxidant
with bacteriostatic activity>>. A role for heme peroxidases in
catalyzing protein carbamylation during inflammation has
not yet been explored. We hypothesized that MPO can utilize
SCN™ as co-substrate with H,O, under physiological condi-
tions to produce OCN~ (Equation 1), and thus, potentially
serve as a novel

(Equation 1)
MPO
SCN- + H,0, —— HOSCN + OCN

(major) (minor)

inflammation-driven mechanism heightened in smokers for
promoting protein carbamylation (FIG. 1) within human ath-
erosclerotic plaque.

Methods

Materials and General Procedures.

1,1'-dioctadecyl-3,3,3",3'-tetramethylyindocarbocyanine
perchlorate (Dil) was obtained from Molecular Probes (Eu-
gene, Oreg.). Organic solvents were obtained from Fisher
Scientific Co. (Pittsburgh, Pa.). Caspase-3/7 assay kit (Lot
#220150) was purchased from Promega (Madison, Wis.) and
cell proliferation ELISA, BrdU (colorimetric) kit (Lot
#11647229001) was from Roche (Indianapolis, Ind.). All
other reagents and materials were obtained from Sigma
Chemical Co. (St. Louis, Mo.) unless otherwise indicated.
Protein content was determined by the Markwell-modified
Lowry protein assay™*. Human LDL and HDL were isolated
from whole blood of healthy volunteers by established meth-
ods*. Human myeloperoxidase (MPO) (donor: hydrogen
peroxide, oxidoreductase, EC 1.11.1.7), NO,-LDL and
AcLDL were prepared as described in Podrez et al**.

ESI-MS Analysis of the MPO/SCN~/H,0, System Reac-
tion Products.

Negative ion ESI-MS was carried out on an API 365 triple
quadrupole mass spectrometer (Applied Biosystems, Foster,
Calif.) with Tonics EP 10* upgrade (Concord, Ontario, CA).
The MPO/SCN~/H,0, system contained 30 nM MPO, 100
OM either [C, 1*N]SCN™, [**C]SCN~ or [**C]SCN-, and
100 OOM H,O,. Reactions were carried out in chelex resin
treated sodium phosphate buffer (10 mM, pH 7.0) supple-
mented with diethylenetriaminepentaacetic acid (DTPA, 100
OM). Following 1 hour reaction at 37° C., reaction products
were analyzed by direct infusion in negative ion mode.

Protein Carbamylation In Vitro.

LDL (0.2 mg of protein/ml) or HDL (1 mg of protein/ml) in
50 mM sodium phosphate, pH 7.0, was incubated with either
reagent OCN™ (100 (IM as the potassium salt), or the MPO
system (30 nM MPO, 100 [(JM SCN~, 100 uM H,0,) at 37°
C. for 8 h. Where indicated, a glucose (100 pg/ml)/glucose
oxidase (20 ng/ml) system was used for H,0O, generation.
Reactions were terminated by addition of 50 nM catalase, 40
UM butylated hydroxytoluene, 100 pM DTPA and dialysis
against PBS containing 100 uM DTPA.

Mouse Models.

All animal studies were performed using approved proto-
cols from the Animal Research Committee of the Cleveland
Clinic Foundation. Age- and sex-matched C57BL/6] MPO-
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knockout and wildtype mice (>99% genetic homogeneity)
were used for peritonitis studies as previously described®”.
Human MPO transgenic (MPO-TG) mice used in studies
carried the human -463G allele on a low density lipoprotein
receptor deficient C57BL6/] background as described®®.
Mice were fed a high fat diet for 20 weeks (Harlan Teklad
Laboratory; TD 88137) and both cholesterol and protein
bound HCit quantified in aortic tissues by mass spectrometry.

Protein Bound Homocitrulline Analysis.

Protein bound HCit was quantified in tissues and plasma by
stable isotope dilution HPLC with online tandem mass spec-
trometry following delipidation and desalting, and overnight
protein hydrolysis with HCIL. [**C/**N,]-u-Lys and [**C,]
Arg were added prior to hydrolysis and used as internal stan-
dards to quantify lysine and homocitrulline, respectively. Fol-
lowing acid hydrolysate cleanup with mini solid-phase DSC-
SCX extraction column (Discovery® DSC-SCX SPE tubes; 1
mL; Supelco Inc., Bellefonte, Pa., USA) analytes were
resolved on a Phenyl column (4.6x250 mm, 5 pm Rexchrom
Phenyl) (Regis, Morton Grove, I11.) using a gradient genet-
ated between aqueous ammonium formate versus methanol/
0.1% formic acid/5 mM ammonium formate mobile phases.
Amino acids were analyzed on an API 365 triple quadrupole
mass spectrometer with Ionics EP 10" upgrade (Concord,
Ontario, CA) interfaced to a Cohesive Technologies Aria LX
Series HPLC multiplexing system (Franklin, Mass.) using
electrospray ionization in positive-ion mode with multiple
reaction monitoring of parent and characteristic daughter ions
specific for components monitored.

Protein Bound Homocitrulline Quantification: Sample
Preparation.

Plasma (20 ul) was diluted to 0.6 ml with acidified H,O (1N
HCl final), and a single phase mixture generated by addition
of CHCL,/CH;0OH (0.67 m1:1.33 ml) to samples. Delipidated
proteins were then precipitated and two phases generated by
addition of 1 ml CHCI, followed by 1 ml H,O. Samples were
vortexed, kept in ice-water bath for 10 min, and then spun at
2,500 g, 4° C. for 40 minutes. Both upper and lower layers
were removed by gentle decanting and the mid-layer contain-
ing denatured protein pellet was resuspended in 0.6 ml with
acidified H,O (1IN HCI final) and the delipidation/protein
precipitation process repeated. Control studies confirmed that
the above procedure resulted both in overall excellent protein
recovery (>95%) and nominal remaining free HCit. Follow-
ing addition of ['3C"N,]-u-Lys and [P*C4]Arg (2 nmol
each) as internal standards to quantify lysine and homocitrul-
line, respectively, proteins were hydrolyzed in 200 pul 6 N HCI
under vacuum at 100° C. The hydrolysate was passed over a
mini solid-phase DSC-SCX extraction column (Discovery®
DSC-SCX SPE tubes; 1 ml; Supelco Inc., Bellefonte, Pa.,
USA) equilibrated with 2x1 m1 0.2 N formic acid and amino
acids were eluted with 2x1 ml 70% methanol supplemented
with 5% ammoniaand 0.1 M ammonium formate. The amino
acid solution was dried under vacuum and dissolved in 100 UL,
H,0 for LC/MS/MS analysis.

Protein Bound Homocitrulline Quantification: Mass Spec-
tometry Analysis.

HPLC with online electrospray ionization tandem mass
spectometry (LC/ESI/MS/MS) was employed to quantify
lysine, homocitrulline and their respective internal standards,
in the protein hydrolysates. Calibration curves were prepared
using varying lysine and homocitrulline levels and a fixed
amount of stable isotope-labeled internal standards undergo-
ing hydrolysis and DSC-SCX column extraction. Sample (10
ul) was injected onto a Phenyl column 94.6x250 mm, 5 um
Rexchrom Phenyl) (Regis, Morton Grove, Il1.) at a flow rate
of 0.8 ml/min. Separation was performed using a gradient
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starting from 10 mM ammonium formate aqueous solution
over 0.5 min, then linearily to 25% methanol containing 0.1%
formic acid and 5 mM ammonium formate over 3 min, fol-
lowed by this solution for 15 min, The HPLC column effluent
was introduced into an APT 365 triple quadrupole mass spec-
trometer with Ionics EP 10 upgrade (Concord, Ontario, CA)
interfaced to a Cohesive Technologies Aria [.X Series HPLC
multiplexing system (Franklin, Mass.). Analyses were pet-
formed using electrospray ionization in positive-ion mode
with multiple reaction monitoring of parent and characteristic
daughter ions specific for components monitored. The tran-
sitions monitored were mass-to-charge ratio (m/z): m/z
147—84 for Lys; m/z 190—127 for HCit: m/z 155—90 for
[**Cq, °N, |Lys; and m/z 18174 for [**C,]Arg. The inter-
nal standard [*C] Arg was used for quantification as well as
to calculate recovery rate of homocitrulline (which was >85%
based upon separate control studies). The internal standard
[*Cq, "°N,|Lys was used for quantification of lysine.

Preparation of Anti-Carbamyl-Protein Monoclonal Anti-
body.

A human Fab phage display library was generated from
peripheral blood lymphocytes of four healthy donors using
plasmids obtained from the laboratory of Dr. C. F. Barbas 111
(The Scripps Research Institute, La Jolla, Calif.)°. The donors
gave written consent and the study was approved by the
Ethical Committee of the Faculty of Medicine, University of
Oulu, Finland. The human monoclonal anti-carbamyl anti-
body (K2-Fab) was selected from the library using carbamy-
lated-LDL as panning antigen. Prior to panning, the carbamy-
lated-LDL was tested to be non-oxidized using previously
published monoclonal antibodies to oxidized-L.DL’. After
purification, K2-Fab demonstrated specific binding in a com-
petition ELISA to carbamylated-L.DL and carbamylated-bo-
vine serum albumin, and not to native-LDL and native-BSA.
Further characterization and control studies showed that anti-
body recognition is specific for carbamylated protein in gen-
eral, with both OCN— and MPO—H202-SCN— modified
proteins (LDL, bovine serum albumin, ovalbumin) being rec-
ognized, but not their non-carbamylated (native) countet-
parts.

Research Subjects and Clinical Laboratory Analyses.

Plasma specimens were obtained from GeneBank, a large
(n=10,000) and well-characterized tissue repository with lon-
gitudinal data from sequential consenting subjects undergo-
ing elective diagnostic left heart catheterization. All
GeneBank participants gave written informed consent and the
Institutional Review Board of the Cleveland Clinic Founda-
tion approved the study protocol. The Framingham Risk
Score was calculated for each subject as defined*S. An esti-
mate of glomerular filtration rate was calculated using the
modification of diet in renal disease (MDRD) formula®’.
Atherosclerotic CVD was defined clinically as CAD, PAD,
cerebral vascular disease, or angiographic evidence of CAD
(>50% stenosis) in one or more major coronary arteries.

Lipoprotein profiles, glucose, high sensitivity C-reactive
protein and creatinine levels were performed on an Abbott
Architect model ¢i8200 (Chicago, 1I1.). MPO levels were
determined by the FDA cleared CardioMPO™ test (Prog-
nostiX, Inc, Cleveland, Ohio). All laboratory analyses were
performed in random order to avoid systemic bias and with
investigators blinded to clinical outcomes.

Statistical Analysis.

Data arepresented as median (first quartile—third quartile)
for continuous measures and as number (percentage) for cat-
egorical measures. Comparisons of continuous measures
between two independent groups were done using two-tailed
Wilcoxon rank sum tests (Mann-Whitney test) due to the
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non-symmetrical distribution of many of the considered mea-
sures. Comparison of categorical measures between indepen-
dent groups was done using ¥ tests. All observed counts in
the o* were greater than the standard minimum of 5. Odds
ratios were calculated with R, Version 2.1.0 (Wwww.r-projec-
t.org), using logistic regression with case status as the depen-
dent variable and indicators of membership in HCit quartiles
(unadjusted results) or indicators of membership in HCit
quartiles, Framingham Risk Score (includes variables of age,
gender, fasting LDLc, HDLe, history of hypertension, diabe-
tes and smoking), estimated MDRD, MPO and CRP (ad-
justed results) as predictor variables. Quartiles of HCit rather
than HCit values were used as predictor variables to avoid
functional assumptions about the relationship of HCit with
odds. A completely additive model was used for estimating
the odds ratios when adjusting for other risk factors. 95%
confidence intervals for the odds ratios were calculated by
transforming the Wald 95% confidence intervals for the cor-
responding logistic regression coefficient. Trend tests in fre-
quencies across quartiles of HCit were done using Cochran-
Armitage Trend tests, which are valid for case/control
designs.

Results

MPO Catalyzed Oxidation of SCN™ Produces OCN™ and
Facilitates Protein Carbamylation.

In initial studies, we sought to directly test the hypothesis
that MPO catalyzes formation of OCN™ from SCN~and H,O,
as co-substrates. Incubation of MPO with both H,O, and
natural abundance (ie. [**C]) SCN~ generated a product with
appropriate mass-to-charge ratio (m/z=42) in the presence of
all components of the reaction mixture, but not in the absence
of any individual component (FIG. 24). Parallel reactions
mixtures using either ['*C]SCN~ or ["*C,'*N]SCN~ resulted
in formation of analytes with the expected m/z of the isoto-
pomers [F*C]JOCN~ (m/z=43) and [°C,'*n]OCN~ (m/z=44),
respectively, consistent with MPO-catalyzed formation of
OCN™ from SCN™ (FIG. 2a). Under the conditions employed,
the overall yield of OCN™ formation (relative to H,0,) was
8.9%.

The reaction of OCN~ with nucleophilic e-amino groups of
protein lysine residues produces e-carbamyl-lysine, also
known as homocitrulline (HCit) (FIG. 1). Although the side
chains of some other amino acid residues can also be car-
bamylated, these tend not to be stable, in contrast to carbamyl
amino groups’~*. All N-terminal s-amino groups can be car-
bamylated at physiological pH’~>; however, carbamylation
of the N-terminal amino acid seldom leads to changes in
physiological function. The high abundance and relatively
lower pKa value of the e-amino lysine moiety compared with
that of alternative nucleophilic targets makes lysine side
chains the main amino acid target for carbamylation on pro-
teins. To test the hypothesis that MPO catalyzed formation of
OCN~ facilitates protein carbamylation, we developed a
stable isotope dilution mass spectrometry-based assay to
quantify protein-bound HCit as a molecular marker with
which to gauge the degree of protein carbamylation. When
albumin was exposed to isolated human MPQ in the presence
of both ['*C]SCN~ and H,O,, and then protein in the reaction
mixture was desalted, hydrolyzed into its constituent amino
acids, and monitored by HPLC with on-line tandem mass
spectrometry, an analyte with the same retention time, char-
acteristic parent—daughter ion transition, and CID spectrum
(FIGS. 2b, 2¢) as that of [*2C]HCit was observed. Analysis of
parallel reaction mixtures exposing albumin to MPO, H,O,
and either ['*C]SCN~ or [**C,’>N]SCN- confirmed MPO
served as an enzymatic catalyst for promoting protein car-
bamylation, with resultant detection of protein-bound ana-
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Iytes with identical retention time, characteristic
parent—daughter ion transitions, and CID spectra, with that
expected for generation of protein bound [ *C]HCit and [ **C,
LN]JHCit, respectively (FIGS. 25, 2¢).

MPO Catalyzed Oxidation of SCN™ Serves as a Physiological
Pathway for Promoting Protein Carbamylation During
Inflammation.

To characterize whether protein carbamylation mediated
by the MPO/H,0,/SCN~ system occurs under physiologi-
cally relevant conditions, protein bound HCit was quantified
in bovine serum albumin (BSA) incubated with MPO, plasma
levels of both SCN~ and halides (100 mM CI~ and 100 uM
Br7), and physiologically plausible levels of H,O, at pH 7.0.
Native BSA contains a low level of HCit, which is dramati-
cally increased following exposure to the complete MPO/
H,0,/SCN™ system (FIG. 34). Carbamylation required the
presence of each component of the MPO/H,0,/SCN™ sys-
tem. Interestingly, the absence of the halides CI™ and Br~,
alternative substrates for MPO, had little effect on HCit gen-
eration, consistent with SCN~ serving as a preferred substrate
for MPO. Finally, quantification of protein bound HCit gen-
eration by the MPO/H,0,/SCN™ system across the physi-
ological range of SCN™ and H,O, concentrations revealed
dose dependent increases in the degree of protein carbamy-
lation (F1G. 3b,¢). Collectively, these results strongly suggest
that MPO may serve as a catalytic source of protein carbamy-
lation in vivo at sites of inflammation.

To directly test whether protein carbamylation is aug-
mented during inflammation in vivo via an MPO-driven path-
way, animal model studies employing MPO knockout mice
vs wildtype mice (both on C57BL/6 background) were per-
formed. A peritonitis model of acute inflammation was used
because control studies demonstrated comparable blood urea
nitrogen levels between WO knockout mice vs. wildtype
mice (p=0.87), and prior studies have exhaustively character-
ized the model, including demonstration of comparable levels
of leukocyte recruitment (cell counts and differentials), pro-
tein concentration, nitric oxide synthase expression, superox-
ide generation, cyclooxygenase I and II expression, and
lipoxygenase expression, between the MPO knockout mice
vs. wildtype mice***”. Atbaseline, comparable levels of total
protein bound HCit were observed in proteins recovered in
peritoneal lavage from MPO knockout mice vs. wildtype
mice. With induction of peritonitis, blood urea nitrogen levels
remain unchanged in wildtype and MPO knockout mice
(p=0.91), yet marked increases in protein bound HCit levels
were observed in both peritoneal lavage soluble and cell pellet
proteins recovered from wildtype mice (FIG. 3d, data from
cell pellets shown). These results are consistent with a direct
and novel role of inflammation in promotion of protein car-
bamylation. Of interest, peritonitis-driven carbamylation was
markedly attenuated in MPO knockout mice (FIG. 3d), con-
sistent with MPO as a major catalytic source in vivo for
protein carbamylation at sites of inflammation.

MPO Catalyzed Oxidation of SCN~ Promotes Protein Car-
bamylation within Atherosclerotic Plaque in Both Human
MPO Transgenic Mice and Humans.

Two independent groups have recently reported that intro-
duction of the human MPO transgene into mice results in
accelerated atherosclerosis'®'®. We therefore examined the
relationship between aortic tissue levels of protein bound
HCit in human MPO transgenic versus wild type mice using
an established atherosclerosis model. Both transgenic and
wild type mice on the hyperlipidemic low density lipoprotein
receptor null background were fed a high fat atherogenic diet
for 20 weeks. Similar to prior reports™*~*%, human MPO was
only immunodetected in lesions in the MPO transgenic mice,
with no MPO detected in aorta from the LDLR-/- mice.
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Proximal aorta were harvested and then examined for total
protein bound HCit and cholesterol content. A dramatic
increase in protein bound HCit content was noted within the
atherosclerotic plaque laden aorta of human MPO transgenic
mice compared to their wild type counterparts (FIG. 3e). In
further analyses, a strong correlation (R*=0.64, p<0.001) was
noted between aortic tissue HCit content versus aortic total
cholesterol content (FIG. 30.

Prior studies demonstrate MPO is catalytically active
within human atheroma, as monitored by specific oxidative
products formed by MPO (e.g. chlorinated protein and lipid
products)**~°. Since SCN™ is a preferred substrate for MPO,
we next sought to test whether MPO might similarly serve as
a source of protein carbamylation within the human artery
wall at a site of atherosclerotic plaque. Immunohistochemical
analyses were performed on fresh surgical human carotid
artery specimens recovered from non-uremic subjects at time
of endarterectomy (FIG. 3g). Monoclonal antibodies specific
for MPO predominantly demonstrated staining within and
around shoulder regions of intermediate atherosclerotic
plaques, as well as within cholesterol clefts in more complex
lesions. Dual immunofluorescence staining with monoclonal
antibodies specific for carbamylated protein demonstrated
similar localization patterns, with epitopes co-localized with
MPO immunostaining (FIG. 3g). Collectively, these studies
are consistent with the MPO—H,0,—SCN™ system serving
as a dominant pathway for promoting protein carbamylation
in vivo both within atherosclerotic plaque and at sites of
inflammation.

MPO-Mediated Carbamylation of Lipoproteins Confers
Multiple Pro-Atherogenic Biological Activities.

LDL isolated from uremic patients (ie “uremic” LDL) is
reported to possess multiple pro-atherosclerotic activities,
presumably as a consequence of carbamylation™**°. In an
analogous fashion, we hypothesized that MPO-catalyzed car-
bamylation of proteins in the artery wall might similarly
confer pro-atherosclerotic properties. To test this hypothesis,
we first examined whether carbamylation of LDL by the
MPO/H,0,/SCN~ system inhibited LDL receptor recogni-
tion of the modified lipoprotein (FIG. 4a), similar to uremic
LDL>'*#°, As a control, parallel mass spectrometry studies
were performed to confirm that a physiologically relevant
degree of protein carbamylation was used (ie protein-bound
HCit levels were comparable to that observed for plasma
proteins, or <500 pmol HCit/mol lysine; FIGS. 5 and 6).
Exposure of LDL to either the MPO/H,O,/SCN~ system or
the potassium salt of OCN™ (a chemical mechanism for pro-
moting carbamylation) markedly attenuated recognition of
the lipoprotein by the LDL receptor (FIG. 4a), suggesting that
MPO-carbamylated LDL will have delayed clearance and be
retained in the artery wall.

We next examined whether carbamylation of LDL con-
ferred an alternative pro-atherogenic biological activity, mac-
rophage scavenger receptor recognition, cholesterol accumu-
lation and foam cell formation. LDL carbamylated by either
the MPO/H,0,/SCN™ system or the potassium salt of OCN~
demonstrated saturable and specific binding (at 4° C.) to
mouse peritoneal macrophages (data not shown), whereas
incubation at 37° C. resulted in carbamylated lipoprotein
uptake, cholesterol accumulation and foam cell formation
(FIG. 4b, top panel). Similar results (i.e., binding, uptake and
foam cell formation) were observed with peritoneal macroph-
ages from CD36 knockout mice (data not shown), indicating
the scavenger receptor CD36 does not participate in carbamy-
lated LDL recognition by macrophages. In contrast, mac-
rophages from scavenger receptor class A type 1 knockout
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mice (SR-A1KO) failed to bind (at 4° C.) to carbamylated
LDL, and consequently, during longer incubations (at 37°C.)
showed no evidence of cholesterol accumulation and foam
cell formation (FIGS. 45 and 4c¢). Independent confirmation
of carbamylated LDL recognition by the scavenger receptor
SR-Al was obtained in binding studies using either cells
stably transfected with either SR-A1 versus vector trans-
fected control cells (FIG. 44), or the SR-A1 inhibitor fucoi-
din, which inhibited over 80% of specific binding (data not
shown). Similarly, confirmation that carbamylated LDL was
not recognized by scavenger receptor CD36 was obtained in
separate binding studies employing cells either stably trans-
fected with the scavenger receptor CD36 or GFP as control.
While NO,LDL, a known ligand for CD36'*, bound to cells
transfected with CD36, carbamylated LDL showed no bind-
ing to the CD36 expressing cells (FIG. 4e).

Uremic LDL is reported to possess alternative pro-athero-
sclerotic biological activities, including both serving as a
mitogen for vascular smooth muscle cells and inducting
endothelial cell apoptosis'". Ina separate series of studies, we
therefore examined the impact of MPO-catalyzed lipoprotein
carbamylation on these processes. While exposure of aortic
smooth muscle cells (both human and bovine) to native LDL
had no effect on proliferation, incubation with either MPO-
carbamylated LDL or LDL carbamylated with reagent OCN™
induced marked smooth muscle cell proliferation. The pres-
ence of an SR-A1 inhibitor in culture media, fucoidin, mark-
edly suppressed the degree of proliferation induced, suggest-
ing a role for SR-Al in facilitating carbamylated LDL
dependent vascular smooth muscle cell proliferation In sepa-
rate studies we tested the hypothesis that physiologically
relevant levels of protein carbamylation induced by the
MPO—H,0,—SCN-~ system could promote aortic endothe-
lial cell apoptosis, as monitored by both caspase activation
and TUNEL assays. Exposure of cells to physiologically
relevant levels of carbamylated high density lipoprotein
(HDL) resulted in induction of bovine aortic endothelial cells
apoptosis. Further, addition of (patho)physiologically rel-
evant levels of SCN™ to the culture medium of aortic endot-
helial cells incubated with catalytic (nM) levels of MPO and
an H,0, generating system (glucose/glucose oxidase) dem-
onstrated dose-dependent increases in endothelial cell
caspase-3/-7 activation, but only in the presence of all com-
ponents of the MPO—H,0,—SCN™ system. In a final series
of studies using human coronary artery endothelial cells
(HCAECs) and siRNA to the HDL receptor SR-B1, we
observed that in contrast to the an anti-apoptotic activity
promoted by native HDL interaction with SR-B1 in
HCAECs, carbamylated HDL no longer possessed anti-apo-
ptotic activity with HCAECs, suggesting interference of SR-
B1 recognition of the modified lipoprotien.

Plasma Levels of Protein Bound Homocitrulline are Indepen-
dently Associated with Atherosclerotic Cardiovascular Dis-
ease.

To more directly examine the potential clinical relevance of
protein carbamylation to atherosclerosis in humans, we ini-
tially performed a case:control (1:2) study investigating the
relationship between systemic levels of protein bound HCit
and atherosclerotic CAD prevalence. All subjects included
were part of GeneBarlk, a large (n=10,000) clinical repository
generated from sequential consenting subjects undergoing
diagnostic left heart catheterization and for whom outcome
data is also monitored. Controls (n=300) were defined as
subjects without clinical evidence of cardiovascular disease
(CVD) and for whom no significant angiographic evidence of
atherosclerosis was noted (<50% stenosis in all major coro-
nary vessels) at time of GeneBank entry. Age- and gender-
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matched cases (n=150) were randomly selected amongst
GeneBank subjects with known CVD (defined as docu-
mented history of CAD, peripheral artery disease (PAD),
myocardial infarction (MI), stroke, revascularization proce-
dure, or angiographic evidence (>50% stenosis) of athero-
sclerosis in one or more major coronary vessels) at the time of
GeneBank enrollment.

Subject clinical and demographic characteristics are
detailed in Table 1 below.

SUPPLEMENTARY TABLE 1

Demographics of case/control study 1: protein
bound HCit and CVD prevalence

Controls Patients with CVD
Characteristic (n=300) (n=150) P value
Age, years 61 (50-67) 62 (57-68) 0.16
Women, % 64 54 1.0
Diabetes, % 14.0 393 <0.001
Hypertension. % 36 46 043
History of smoking, % 53.3 573 0.79
Current smoking, % 4.3 47 0.93
Thiocyanate (SCN7),  48.2(27.2-82.3)  48.1 (31.3-78.7) 0.29
uM
LDL cholesterol, 107 (85-130) 94 (78-121) 0.01
mg/dL
HDL cholesterol, 49 (40-63) 45 (36-56) <0,001
mg/dL
Triglycoridos, mg/dL. 117 (84-161) 142 (105-200) 0001
CRP, mg/dL. 2.2 (1.1-5.0) 3.8 (1.8-7.5) <0.001
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SUPPLEMENTARY TABLE 1-continued

Demographics of case/control study 1: protein
bound HCit and CVD prevalence

Conntrols Patients with CVD
Characteristic (n=300) (n=150) P value
MDRD 84 (60-102) 83 (64-103) 0.22
MPO, nmol/L 1.03 (0.65-1.59)  1.06 (0.72-1.52) 051

Case: Control study examining the relationship between plasma levels of protein bound HCit
and prevalence of atherosclerotic cardiovascular disease (CVD). Plasma was isolated from
sequential consenting subjects undergoing diagnostic cardiac catheterization who partici-
pate in the GeneBank study. A random sampling of subjects with CVD (n=150), and age and
gender matched control subjects (n = 300) were randomly selected from GeneBank, and
plasma samples analyzed. Clinical and laboratory characteristics of subjects are listed.

Abbreviations:
C-reactive protein (CRP);
modification of diet in renal disease (MDRD, an estimate of glomerular filtration ratelz);

Myeloperoxidase (MPO).

No significant differences were noted in smoking preva-
lence, plasma thiocyanate levels, or renal function between
cases vs. controls. Subjects with CVD had significantly
higher levels of plasma protein bound HCit than controls
(FIG. 5a). Further, increases in plasma HCit levels dose-
dependently were associated with marked increases in the
frequency of subjects having CVD, as well as those having
either CAD, PAD, or the combination of both CAD and PAD
(FIG. 54). Subjects with plasma protein bound HCit levels in
the top quartile of the study population (=300 pmol HCit/mol
lysine) had approximately 7 to 8-fold increase in risk of
having clinical or angiographic evidence of CVD, compared
to subjects with first quartile (<30 pmol HCit/mol lysine)
levels as shown in Table 2 below.

SUPPLEMENTARY TABLE 2

Case: Control study examining the relationship between plasma levels of
protein bound HCit and prevalence of atherosclerotic cardiovascular

disease (CVD).
Odds Ratio of Cardiovascular Disease Risk

Quartile
Protein bound HCit 1 2 3 4
(mmol/mol Lys) (=0.03) (0.03-0.10) (0.10-0.30) (20.30)
OR (95% CI)
CVD Unadjusted 1.0 L3 (07-2.6) 3.1 (1.6-3.7) 80 (4.2-15.0)
Adjusted 10 L0 (0.6-2.6) 47 (23-9.6) 137 (6.429.2)
PAD Unadjusted 1.0 1.0 (04-2.9) 2.0 (0.9-5.7) 0.0 (0.0-20.1)
Adjusted 1.0 009 (03-2.7) 42 (14-12.4) 149 (5.1-43.0)
CAD Unadjusted 1.0 1.1 (07-28) 3.1 (L6-6.0) 83 (1.3-16.0)
Adjusted 1.0 L1 (0.6-23) 42 (2086 130 (6.1-27.9)
OAD +PAD Unadjusted 1.0 L0  (0.3-3.4) 2.2 (0.0-0.3) 00 (0.7-25.0)
Adjusted 10 06 (02-1.9) 3.0 (L0-94) 133 (4.5-389)

Model consisted of Framingham risk scare, MPO, MDRD, CRP and protein bound HCit

Plasma was isolated from sequential consenting subjects undergoing diagnostic cardiac catheterization who
participated in the GeneBank study. A random sampling of subjects with CVD (n = 150), and a random sampling
of age- and gender-matched control subjects (n = 300) were selected and plasma analyzed. Odds ratio and 95%
confidence interval versus protein bound HCit quartiles for CVD, coronaryartery disease (CAD) peripheral artery
disease (PAD) and CAD + PAD i1s shown. Multilogistic regression model consisted of Framingham risk score,
estimated glomerular filtration rate by modification of diet in renal disease (MDRD) formula, myeloperoaxidase
(MPO), C-reactive protein (CRP), and protein bound HCit level.
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Increased HCit levels were similarly associated with
increased risk ofhaving CAD, PAD or CAD+PAD. The strik-
ing relationship for increased risk of CVD with elevated
systemic levels of HCit remained true even following multi-
logistic regression analysis following adjustments for tradi-
tional cardiac risk factors, estimated glomerular filtration
rate, serum MPO levels and C-reactive protein levels, an
alternative marker of inflammation (F1G. 5¢, and see Table 2).
Thus, systemic levels of protein bound HCit demonstrate
strong and independent association with CVD prevalence.
Plasma Levels of Protein Bound Homocitrulline Predict
Future Risk for Non-Fatal Myocardial Infarction (MI) or
Stroke, Need for Revascularization, and Death.

To further investigate the potential clinical significance of
systemic indices of protein carbamylation relative to CVD
risks in subjects, we performed a second case:control (1:1)
study examining the relationship between plasma levels of
protein bound HCit and future risk for need for revascular-
ization, non-fatal MI or stroke, or death. Cases (n=275) were
GeneBank subjects who experienced documented non-fatal
MI, stroke, revascularization procedure or death within 3
years following enrollment. Controls (n=275) were age- and
gender-matched subjects randomly selected from the
GeneBank population who did not experience a MI, stroke,
revascularization procedure or death over the 3 years follow-
ing enrollment. Subject clinical and demographic character-
istics are shown in Table 3 below.

SUPPLEMENTARY TABLE 3

Demographics of case/control study 2: protein
bound HCit and future risk of MACE.

Patients with
Controls MACE
Characteristic (n=275) (n=275) P value
Age, years 64 (58-71) 65 (58-72) 045
Women, % 56.0 56.0 1.00
Diabetes, % 22.9 43.8 <0.001
Hypertension, % 64.5 772 0.001
History of smoking, % 553 58.0 051
Current smoking, % 5.5 4.7 0.71
Thiocyanate(SCN™), M 50 (33-82) 47 (27-74) 0.092
LDL cholesterol, mg/dL. 101 (80-120) 94 (76-121)  0.083
HDL cholesterol, mg/dL. 46 (38-57) 42 (34-52) <0.001
Triglycerides, mg/dL 130 (89-180) 141 (105-210)  0.009
CRP, mg/dL 2.6 (1.2-6.0) 3.1 (1565 011
Creatine, mg/dL 0.9 (0.8-1.0) 09 (0.8-1.2)  0.006
MDRD 83 (60-101) 79 (58-99) 0.006
MPO, nmol/L 0.03 (0.63-1.33) 1.01 (0.71-1.68) 0.004

Case: Control study 2 examining the relationship between plasma levels of protein bound
HCit and prospective risk for major adverse cardiac event (MACE = revascularization
revase), myocardial infarction (MI), stroke or death). Plasma was isolated from sequential
consenting subjects undergoing diagnostic cardiac catheterization who participated in the
GeneBank study. Plasma was analyzed for protein bound HCit content from a random
sampling of subjects (n = 275) who experienced a major adverse cardiac event (MACE, the
composite of non-fatal MI, stroke, need for revascularization or death) [n the 3-year period
following study enrollment. Parallel analyses were also performed on plasma from age and
gender-matched control subjects (n=275) enrolled In GeneBank who underwent diagnostic
cardiac catheterization and faild to experience a majar advarse cardiac event over the ensuing
3-years following study enrollment. Clinical and laboratory characteristics of subjects are
listed.

Abbrevitations:

C-reactive protein (CRP);
modification of diet in renal disease (MDRD, an estimate of glomerular filtration ratelz);
Myeloperoxidase (MPO).

No significant differences were noted in smoking preva-
lence and renal function was slightly lower among cases
relative to controls, but still with average creatinine clearance
rates within the normal range (see Table 3). Subjects who
experienced a major adverse cardiac event (MACE=incident
MI, stroke. need for revascularization or death) had signifi-
cantly higher levels of plasma protein bound HCit than those
who did not (FIG. 6a). Further, increases in plasma protein
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bound HCit levels dose-dependently were associated with
marked increases in the frequency of experiencing a revascu-
larization procedure (angioplasty, stent or coronary artery
bypass grafting), a non-fatal MI or stroke, death, or the com-
posite adverse outcome (MACE) (FIG. 6b). The relationship
between increased risk of experiencing a future non-fatal MI,
stroke, revascularization procedure or death and elevated
plasma protein bound HCit levels remained significant fol-
lowing adjustments for traditional CVD risk factors, renal
function, and both MPO and C-reactive protein levels (FIG.
6c, and see Table 4).

SUPPLEMENTARY TABLE 4

Cagse: Control study examining the relationship between plasma
levels of protein bound HCit and prospective risk for major adverse
cardiac event (MACE = revascularization (revasc), myocardial
infarction (MI), stroke or death).

Odds Ratio for incident MACE (ravasc, ML, stroke or death) risk

Protein
bound HCit Quartile
(mmol/ 1 2 3 4
mol Lys) (=0.12) (0.12-0.25) (0.25-0.42) (=0.42)
OR (95% CI)
Revasc  Unadjusted 1.0 13 33 3.7
(0.8-2.2)  (2.0-5.6) (2.2-6.3)
Adjusted 1.0 1.6 4.0 4.8
(0.8-2.8) (2.2-70) (2.6-8.3)
MIor  Unadjusted 1.0 19 3.0 4.0
Stroke 0.7-54)  (1.0-87) (1.4-11.2)
Adjusted 1.0 23 3.7 5.0
0.7-74)  (1.1-12.6) (1.6-13.2)
Death  Unadjusted 1.0 19 4.3 5.4
0.7-5.1) (1.7-11.2) (2.1-13.7)
Adjusted 1.0 29 5.2 4.6
(1.0-8.7)  (1.8-149) (1.6-13.2)
MACE  Unadjusted 1.0 14 3.5 4.1
(0.8-23) (2.1-58) (2.5-6.7)
Adjusted 1.0 1.8 4.4 5.0
(1.0-3.0) (2.3-76) (2.8-8.7)

Model consists of Framingham risk score, MPO, MDRD, CRP and protein bound HCit

Plasma was isolated from sequential consenting subjects undergoing diagnostic cardiac
catheterization who participated in the GeneBank study. Plasma was analyzed for protein
bound HCit content from a random sampling of subjects (n = 275) who experienced a major
adverse cardiac event (MACE, the composite of non-fatal MI, stroke, need for revascular-
ization or death) in the 3-year period following study enrollment. Parallel analyses were also
performed on plasma from age and gender matched control subjects (n = 275) enrolled in
GeneBank. Control subjects similarly underwent diagnostic cardiac catheterization at time
of study enrollment, yet failed to experience a major adverse cardiac event over the ensuing
3 years following study enrollment. Odds ratio and 95% confidence interval versus protein
bound HCit quarties for incident risk of clinical events (need for revascularization, non-fetal
MI or stroke, death or the composite, MACE) is shown. Multilogistic regression model
consisted of Framingham risk score, estimated glomerular filtration rate by modification of
diet in renal disease (MDRD) formula, myeloperoxidase (MPO), C-reactive protein (CRP),
and protein bound HCit level.

In contrast to the historical belief that carbamylation is a
process that only occurs to a significant extent during renal
dysfunction and uremia, the present studies unambiguously
show that protein carbamylation is catalyzed by the leukocyte
heme peroxidase MPO, and that inflammation-driven protein
carbamylation is a quantitatively dominant mechanism for
carbamylation in vivo and within human atherosclerotic
lesions (FIG. 1). A continuum of studies including chemical,
cellular, physiological, animal model and clinical investiga-
tions support the conclusion that protein carbamylation is a
biochemical pathway intrinsic to inflammation and the patho-
physiology of atherosclerosis. MPO-catalyzed carbamyla-
tion of proteins is shown both to occur in human atheroscle-
rotic plaque to a much greater extent than normal arterial
tissues, as well as to confer multiple pro-atherosclerotic bio-
logical activities, such as impairment in LDL receptor recog-
nition of its lipoprotein, scavenger receptor recognition lead-
ing to cholesterol accumulation and foam cell formation,



US 9,086,425 B2

25

enhanced endothelial cell apoptosis, and induction of vascu-
lar smooth muscle cell proliferation. The strong and indepen-
dent relationship between systemic measures of protein car-
bamylation and both CAD prevalence and future risks for
major adverse cardiac events is consistent with a role for
carbamylation as a pathophysiological participant in athero-
sclerosis. The present studies also suggest that plasma levels
of protein bound HCit may serve as a clinically valuable
prognostic tool with which to risk stratify subjects indepen-
dent of traditional cardiovascular risk factors, renal function,
and levels of the inflammation biomarkers MPO and C-reac-
tive protein.

Another remarkable aspect of the present studies is the
underlying chemical mechanism identified for MPO-cata-
lyzed protein carbamylation—the MPO/H,0,/SCN™ system
of leukocytes. The pseudo halide SCN™ is a relatively abun-
dant anion in plasma, with systemic levels influenced by
dietary intake of foods high in SCN™, such as milk products,
almonds, cruciferous vegetables and certain fruits®*~'. In
addition, SCN~ is markedly increased in smokers, and has
been used as a means to quantify smoking exposure, both
primary and environmental (second hand), particularly in the
setting of nicotine supplementation where cotinine levels are
not dependable®®*?. Interestingly, while plasma SCN- levels
were significantly higher within active smokers (over 3-fold;
p<0.001) in both cohorts examined in the present study (e.g.,
for combined cohorts, SCN™ (uM) median (interquartile
range) 46.9 (26.6-77.4) versus 158.4 (70.6-234.1) for non-
smokers versus smokers, respectively), elevated SCN™ levels
by themselves were not predictive of atherosclerotic CAD
risks (Supplementary Information, Tables 1 and 3). These
results are consistent with a requirement of the carbamylation
process itself to render a molecular target atherogenic, a pro-
cess that requires each component of the MPO—H,0,—
SCN™ system in the same compartment, such as the vessel
wall. Interestingly, within the combined study cohorts exam-
ined, protein bound HCit levels in smokers with either preva-
lent CAD or future risk for MACE were markedly higher than
those in smokers without either CAD or future MACE risk
(P<0.001 for both comparisons). While the results of both
case control clinical studies demonstrate the potential general
prognostic utility of systemic protein carbamylation mea-
sures as a gauge of atherosclerotic CAD risks in smoker and
non-smoker alike, they also suggest an even stronger prog-
nostic value within smokers. The present findings may thus
help explain part of the underlying mechanisms that contrib-
ute to the enhanced cardiovascular risks associated with
tobacco use. Further, monitoring of systemic protein bound
HCit levels may serve as a quantitative index with which to
gauge overall reductions in vascular inflammation and car-
diovascular risks that accompany smoking cessation. Further
studies exploring the impact on this molecular process in
smokers and non-smokers alike are warranted.
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Example 2

Carbamylated Albumin and Carbamylated
Immunoglobulin as Biomarkers for CVD

Sequential patients undergoing diagnostic cardiac cath-
eterization were enrolled for the study. The first 25 subjects
with known CVD or angiographically documented (>50%
stenosis) coronary artery disease were considered cases. The
first 25 subjects without known CVD and no angiographic
evidence of coronary artery disease (<30% stenosis) were
considered Non-CVD Subjects. Plasma levels of protein
bound homocitrulline and free homocitrulline were each
determined by LC/EST/MS/MS methods. In addition, plasma
from the same samples were rendered free of LDL by immu-
noprecipitation of apoB-100 from specimens (LDL-free
plasma), and then protein bound homocitrulline levels deter-
mined. Finally, two abundant proteins in plasma, albumin and
1gG, were individually isolated (albumin with immobilized
anti-HAS mAb, and IgG with immobilized protein A), were
isolated from each sample, and then their content of carbam-
vllysine (homocitrulline) determined by LC/ESI/MS/MS.
The results are shown below in Table 5 below. Levels of
protein bound homocitrullline are expressed as a product/
precursor ratio relative to the amino acid lysine, which was
simultaneously quantified by LC/ESI/MS/MS based meth-
ods.
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TABLE 5
CVD Subjects Non-CVD Subjects
n=12) (n=12)
Protein-bound Homocitrulline

(mmol/mol lysine) P
Plasma 0.61 +/- 0.29 0.22 +/- 0.20 <0.001
LDL-free 0.58 +/- 0.35 0.25 +/- 0.18 <0.001
Plasma
albumin 1.23 4/- 042 0.34 +/- 0.31 <0.001
IeG 0.89 +/- 0.65 0.47 +/-0.12 <0.001
Free 345 +/- 156 150 +/- 119 <0.001
Homocitrulline
Nanomolar

These results demonstrate that plasma levels of free and
protein bound HCit are increased in patients with CVD.
These results also demonstrate that the proteins within
plasma that are the primary targets of carbamylation (as
monitored by protein bound homocitrulline) are not LDL,
since levels of homocitrulline remain unchanged by removal
of LDL from plasma. These results are consistent with West-
ern data (not shown) using antibodies specific to homocitrul-
line that show a number of slecect proteins in plasma serve as
targets for carbamyllation, and that albumin and immunoglo-
bulins are amongst the most abundant carbamylation targets
in plasma. These results also demonstrate that Carbamyl-
lysine (homocitrulline) content within both albumin and IgG
each serve as predictors of CVD risk.

Example 3

Effect of Simvastatin on Plasma Levels of
Homocitrulline (pM)

This study was intended to evaluate the effect of statin
therapy on homocitrulline levels. Specimens came from
archival materials from a randomized, double-blind, parallel-
group, 4-arm, placebo-controlled, multi-center study con-
ducted in 1997. Prior to randomization, subjects underwent a
4-week diet/placebo run-in period. Eligible patients were
then randomized to 1 of 4 treatments (ratio 1:1:1:1): placebo,
simvastatin 20, 40, or 80 mg, and received 6 weeks of treat-
ment. One hundred and eighty eight out of 195 enrolled men
and women completed the study. Subjects were required to
have elevated TG (300 to 900 mg/dL), and many had comor-
bidities associated with the metabolic syndrome; however,
though those with morbid obesity, uncontrolled hypertension,
or severe hyperlipidemia were excluded. Archived serum
and/or plasma that were drawn predose on Day 1 and on Day
42 were used in this analysis. The results are depicted in Table
6 below.

TABLE 6

Median Median %

Baseline Change p-Value vs
Treamment N (SD) (SD) Placebo
Placebo 42 213.75(300.81)  -12.31(123.95)
Simvastatin 20 39 84.31 (338.61)  -100.0(102.67)  0.216
mg
Simvastatin 40 42 233.64(381.13)  -100.0 (67.77) 0.041
mg
Simvastatin 80 40 260.31(395.70)  -63.44 (89.63) 0.114
mg
Simvastatin 121 194.70 (381.13)  -100.0 (84.03) 0.040
combined
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These data show that homocitrulline levels are modulated
by statin therapy. Dramatic reductions in homocitrulline lev-
els were noted in subjects following statin therapy. These
results suggest that free and protein bound homocitrulline
may serve as a potential target for adjusting the anti-inflam-
matory and anti-cardiovascular risk benefit activities of
statins.

What is claimed in:

1. A method of identifying a subject at risk of experiencing
acomplication of cardiovascular disease near term, compris-
ing

determining a level of peptide bound homocitrulline

present in a carbamylated marker in a bodily fluid

sample, wherein the carbamylated marker is selected

from: carbamylated albumin; carbamylated fibrinogen;

carbamylated immunoglobulin; and carbamylated apo-

lipoprotein A, by:

contacting the bodily fluid sample of the subject with a
first antibody that is immunoreactive with one or more
of the carbamylated markers, thereby immunopre-
cipitating a select protein sample; and

contacting the immunoprecipitated select protein
sample with a second antibody that is immunoreac-
tive with peptide bound homocitrulline; and assaying
for a complex formed between the select protein
sample and the second antibody to determine the level
of peptide bound homocitrulline present in the car-
bamylated marker;

wherein the bodily fluid sample is blood, serum, plasma,

saliva or urine; and

wherein the subject whose level of peptide bound homoc-

itrulline is elevated as compared to a reference value
based on a level of peptide bound homocitrulline in a
corresponding carbamylated marker in a comparable
bodily fluid sample from a reference cohort is at risk of
experiencing a complication of cardiovascular disease
within an ensuing three years.

2. The method of claim 1, wherein the subject is a non-
smoker.

3. The method of claim 1, wherein the subject does not have
clinical evidence of cardiovascular disease.

4. The method of claim 1, wherein the subject does not have
clinical evidence of renal disease.

5. The method of claim 1, wherein the subject whose level
of peptide bound homocitrulline is elevated as compared to a
reference value based on the level of peptide bound homoc-
itrulline in comparable bodily fluids from a reference cohort
is at risk of experiencing a complication of cardiovascular
disease within an ensuing 6 months.

6. A method of determining if a subject with natural kidney
function is at risk of having or at risk of developing cardio-
vascular disease in the future, comprising:

determining a level of peptide bound homocitrulline

present in a carbamylated marker, in a bodily fluid
sample of the subject, wherein the carbamylated marker
is selected from: carbamylated albumin; carbamylated
fibrinogen; carbamylated immunoglobulin; and car-
bamylated apolipoprotein A, by:

contacting the bodily fluid sample of the subject with a first

antibody that is immunoreactive with one or more of the
carbamylated markers, thereby immunoprecipitating a
select protein sample; and

contacting the immunoprecipitated select protein sample

with a second antibody that is immunoreactive with
peptide bound homocitrulline; and assaying for a com-
plex formed between the select protein sample and the
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second antibody to the determine the level of peptide
bound homocitrulline present in the carbamylated
marker;

wherein the bodily fluid sample is blood, serum, plasma,
urine, or saliva, and 5

wherein the subject whose level of peptide bound homoc-
itrulline, in the bodily fluid sample is elevated as com-
pared to a reference value based on a level of peptide
bound homocitrulline in a corresponding carbamylated
marker in a comparable bodily fluid sample from a ref- 10
erence cohort is at risk of having cardiovascular disease.
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