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ABSTRACT

The present invention, in some embodiments, generally
relates to methods of determining a treatment protocol for
and/or a prognosis of a patient’s recovery from a brain injury
resulting from a hypoxic event. In some embodiments, meth-
ods are provided for determining a measure of the concentra-
tion of beta-amyloid peptide in a patient sample containing or
suspected of containing beta-amyloid peptide.
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METHODS OF DETERMINING A
TREATMENT PROTOCOL FOR AND/OR A
PROGNOSIS OF A PATIENT’S RECOVERY

FROM A BRAIN INJURY RESULTING FROM
A HYPOXIC EVENT

FIELD OF THE INVENTION

[0001] The present invention generally relates, in some
embodiments, to methods of determining a treatment proto-
col for and/or a prognosis ofa patient’s recovery from a brain
injury resulting from a hypoxic event. In some embodiments,
methods are provided for determining a measure of the con-
centration of beta-amyloid peptide in a patient sample con-
taining or suspected of containing beta-amyloid peptide.

BACKGROUND OF THE INVENTION

[0002] Hypoxia generally refers to a deficiency in the
amount of oxygen reaching body tissues or a condition of
insufficient levels of oxygen in tissue or blood. Oxygen dep-
rivation to the brain results in neuronal damage and death,
which is in turn related to the extent of long term brain
dysfunction. The concentration of certain biomarkers may
become elevated under hypoxic conditions. For example, cer-
tain such biomarkers have been found to become elevated in
the brain and central nervous system under hypoxic condi-
tion. However, since such biomarkers must diffuse across the
blood brain barrier, they may be present in the blood in
proportion in extremely low concentrations that are not reli-
ably measurable by typical conventional immunoassays.
While the concentration of some biomarkers in the brain and
central nervous system are known to increase with hypoxic
events, the increased concentration has not been correlated
with specific diagnostic indications and/or methods of treat-
ment. In addition, while some methods exist for determining
a cerebral hypoxic event in a patient and/or determining a
course of treatment following a hypoxic event, many of the
known methods are costly (e.g., magnetic resonance imag-
ing) and/or provide unclear results and/or predictors. Accord-
ingly, improved methods are needed.

SUMMARY OF THE INVENTION

[0003] In some embodiments, a method for determining a
measure of the concentration of beta-amyloid peptide in a
patient sample containing or suspected of containing beta-
amyloid peptide comprises performing an assay to determine
a measure of the concentration of beta-amyloid peptide in the
sample, wherein the limit of detection of beta-amyloid pep-
tide of the assay is less than about 0.2 pg/mL.

[0004] In some embodiments, a method for determining a
patient’s prognosis for recovery from, and/or determining a
course of treatment for, a brain injury following a hypoxic
event or suspected hypoxic event comprises performing an
assay on a plurality of samples obtained from the patient
following the event to determine a measure of the concentra-
tion of at least one biomarker in each sample, wherein the
concentration of the biomarker in each sample is less than
about 100 pg/mL, and wherein the assay has a limit of quan-
tification of less than about 10 pg/ml; and determining a
prognosis of the patient’s recovery and/or determining a
course of treatment based at least in part on the measured
concentration of the at least one biomarker measured in each
sample.
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[0005] In some embodiments, a method for determining a
patient’s prognosis for recovery from, and/or determining a
course of treatment for, a brain injury following a hypoxic
event or suspected hypoxic event comprises determining a
prognosis of the patient’s recovery and/or determining a
course of treatment based at least in part on a measured
concentration of at least one biomarker measured in each
sample by an assay performed on a plurality of samples
obtained from the patient following the event to determine the
measure of the concentration of the at least one biomarker in
each sample, wherein the concentration of the biomarker in
each sample is less than about 100 pg/mL, and wherein the
assay has a limit of quantification of less than about 10

pg/mL.

[0006] Insome embodiments, a method for performing an
assay and providing data for determining a patient’s progno-
sis for recovery from, and/or determining a course of treat-
ment for, a brain injury following a hypoxic event or sus-
pected hypoxic event, comprises performing an assay on a
plurality of samples obtained from the patient following the
event to determine a measure of the concentration of at least
one biomarker in each sample, wherein the concentration of
the biomarker in each sample is less than about 100 pg/mL,
and wherein the assay has a limit of quantification of less than
about 10 pg/mL; and providing data from the assay to enable
determining a prognosis of the patient’s recovery and/or
determining a course of treatment based at least in part on the
measured concentration of the at least one biomarker mea-
sured in each sample.

[0007] In some embodiments, a method for determining a
patient’s prognosis for recovery from, and/or determining a
course of treatment for, a brain injury following a hypoxic
event or suspected hypoxic event comprises determining a
measure of the concentration of a biomarker in each of a
plurality of sample obtained from the patient following the
event, wherein the assay has a limit of quantification of less
than about 10 pg/mL, and wherein the limit of quantification
of the assay used to determine the measure of concentration is
less than about 10 pg/mL; and determining a prognosis of the
patient’s recovery and/or determining a course of treatment
based at least in part on the measured concentration of the at
least one biomarker measured in each sample. In some
embodiments, a method of determining a treatment protocol
for, and/or a prognosis of a patient’s recovery from, a brain
injury resulting from a hypoxic event comprises performing
an assay to determine a measure of the concentration of only
a first biomarker present in a plurality of samples obtained
from the patient following the event, wherein the concentra-
tion of the first biomarker is less than about 100 pg/mL, and
wherein the assay has a limit of quantification of less than
about 10 pg/mL; and determining a prognosis of the patient’s
recovery from the brain injury and/or a method of treatment
based at least in part on the measured concentration of the first
biomarker in the plurality of samples.

[0008] In some embodiments, a method of determining a
treatment protocol for, and/or a prognosis of a patient’s recov-
ery from, a brain injury resulting from a hypoxic event com-
prises determining a prognosis of the patient’s recovery from
the brain injury and/or a method of treatment based at least in
part on a measured concentration of a first biomarker in the
plurality of samples, wherein the measured concentration has
been determined by performing an assay to measure the con-
centration of only the first biomarker present in a plurality of
samples obtained from the patient following the event,
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wherein the concentration of the first biomarker is less than
about 100 pg/mL, and wherein the assay has a limit of quan-
tification of less than about 10 pg/mlL.

[0009] In some embodiments, a method for performing an
assay and providing data for determining a treatment protocol
for, and/or a prognosis of a patient’s recovery from, a brain
injury resulting from a hypoxic event comprises performing
an assay to determine a measure of the concentration of only
a first biomarker present in a plurality of samples obtained
from the patient following the event, wherein the concentra-
tion of the first biomarker is less than about 100 pg/mL, and
wherein the assay has a limit of quantification of less than
about 10 pg/mL; and providing data from the assay to enable
determining a prognosis of the patient’s recovery from the
brain injury and/or a method of treatment based at least in part
on the measured concentration of the first biomarker in the
plurality of samples.

[0010] In some embodiments, a method of determining a
treatment protocol for, and/or a prognosis of a patient’s recov-
ery from, a brain injury resulting from a hypoxic event com-
prises determining a measure of the concentration of only a
first biomarker in each of a plurality of sample obtained from
the patient following the event wherein the concentration of
the first biomarker in the samples is less than about 100
pg/mL, and wherein the limit of quantification of the assay
used to determine the measure of concentration is less than
about 10 pg/mL; and determining a prognosis of the patient’s
recovery from the brain injury and/or a method of treatment
based at least in part on the measured concentration of the first
biomarker in the plurality of samples.

[0011] In some embodiments, a method of determining a
treatment protocol for and/or a prognosis of a patient’s recov-
ery from a brain injury resulting from a hypoxic event com-
prises performing an assay on a blood sample from the patient
and/or plasma and/or serum derived from the blood sample to
determine a measure of the concentration of beta-amyloid
peptide in the sample, wherein the concentration of the biom-
arker is less than about 500 pg/mL, and wherein the assay has
a limit of quantification of less than about 10 pg/mL; and
determining a prognosis of the patient’s recovery from the
brain injury and/or a method of treatment based at least in part
on the measured concentration of beta-amyloid peptide
present in the sample.

[0012] In some embodiments, a method of determining a
treatment protocol for and/or a prognosis of a patient’s recov-
ery from a brain injury resulting from a hypoxic event com-
prises determining a prognosis of the patient’s recovery from
the brain injury and/or a method of treatment based at least in
part on a measured concentration of beta-amyloid peptide
present in a patient sample, wherein the measured concentra-
tion has been determined by performing an assay on the
patient sample, which comprises a blood sample from the
patient and/or plasma and/or serum derived from the blood
sample, to determine the measure of the concentration of
beta-amyloid peptide in the sample, wherein the concentra-
tion of the biomarker is less than about 500 pg/mL, and
wherein the assay has a limit of quantification of less than
about 10 pg/mL.

[0013] In some embodiments, a method for performing an
assay and providing data for determining a treatment protocol
for and/or a prognosis of a patient’s recovery from a brain
injury resulting from a hypoxic event comprises performing
an assay on a blood sample from the patient and/or plasma
and/or serum derived from the blood sample to determine a
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measure of the concentration of beta-amyloid peptide in the
sample, wherein the concentration of the biomarker is less
than about 500 pg/mL, and wherein the assay has a limit of
quantification of less than about 10 pg/mL; and providing
data from the assay to enable determining a prognosis of the
patient’s recovery from the brain injury and/or a method of
treatment based at least in part on the measured concentration
of beta-amyloid peptide present in the sample.

[0014] In some embodiments, a method of determining a
treatment protocol for and/or a prognosis of a patient’s recov-
ery from a brain injury resulting from a hypoxic event com-
prises determining a measure of the concentration of beta-
amyloid in each of a plurality of samples obtained from the
patient following the event wherein the concentration of the
first biomarker in the samples is less than about 500 pg/mL,
and wherein the limit of quantification of the assay used to
determine the measure of concentration is less than about 10
pg/mL; and determining a prognostic of the patient’s recov-
ery from the brain injury and/or a method of treatment based
atleast in part on the measured concentration of beta-amyloid
peptide present in the sample.

[0015] In some embodiments, a method of determining a
method of treatment for and/or a prognosis of a patient’s
recovery from a brain injury resulting from a hypoxic event
comprises (a) performing an assay on each of a plurality of
samples obtained from the patient following the event to
determine the measured concentration of beta-amyloid pep-
tide in each of the samples, wherein the plurality of samples
are obtained from the patient over a period of time of at least
about 48 hours; (b) determining a baseline concentration of
beta-amyloid peptide for the patient, the maximum concen-
tration of beta-amyloid peptide concentration in a single
sample obtained during the period of time, and the duration of
time in which the concentration of beta-amyloid peptide is
increasing in the samples obtained from the patient during the
period of time; and (c¢) determining a prognosis of the
patient’s recovery from the brain injury and/or a method of
treatment based at least in part on the baseline concentration,
the maximum concentration, and/or the duration of time
determined in step (b).

[0016] In some embodiments, a method of determining a
method of treatment for and/or a prognosis of a patient’s
recovery from a brain injury resulting from a hypoxic event
comprises determining a prognosis of the patient’s recovery
from the brain injury and/or a method of treatment based at
least in part on the baseline concentration, the maximum
concentration, and/or the duration of time determined, which
has been determined by: (a) performing an assay on each ofa
plurality of samples obtained from the patient following the
event to determine the measured concentration of beta-amy-
loid peptide in each of the samples, wherein the plurality of
samples have been obtained from the patient over a period of
time of at least about 48 hours and (b) determining the base-
line concentration of beta-amyloid peptide for the patient, the
maximum concentration of beta-amyloid peptide concentra-
tion in a single sample obtained during the period of time, and
the duration of time in which the concentration of beta-amy-
loid peptide is increasing in the samples obtained from the
patient during the period of time.

[0017] Insome embodiments, a method for performing an
assay and providing data for determining a method of treat-
ment for and/or a prognosis of a patient’s recovery from a
brain injury resulting from a hypoxic event comprises (a)
performing an assay on each of a plurality of samples
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obtained from the patient following the event to determine the
measured concentration of beta-amyloid peptide in each of
the samples, wherein the plurality of samples are obtained
from the patient over a period of time of at least about 48
hours; (b) determining a baseline concentration of beta-amy-
loid peptide for the patient, the maximum concentration of
beta-amyloid peptide concentration in a single sample
obtained during the period of time, and the duration of time in
which the concentration of beta-amyloid peptide is increasing
in the samples obtained from the patient during the period of
time; and (c) providing data derived in steps (a) and (b) to
enable determining a prognosis of the patient’s recovery from
the brain injury and/or a method of treatment based at least in
part on the baseline concentration, the maximum concentra-
tion, and/or the duration of time

BRIEF DESCRIPTION OF THE DRAWINGS

[0018] FIG. 1a is a schematic flow diagram depicting one
embodiment of steps (A-D) for performing an exemplary
method of the present invention;

[0019] FIG. 15 is a schematic flow diagram depicting one
embodiment of steps (A-D) for performing an exemplary
method of the present invention;

[0020] FIG. 2 shows plotsofa measure of the concentration
of beta-amyloid (1-42) versus time for patients having (a-c) a
good outcome and (d-f) a bad outcome;

[0021] FIG. 3 shows a plot of a measure of the concentra-
tion of beta-amyloid (1-42) versus time including various
parameters that may be correlated with a prognostic indica-
tion and/or a method of treatment;

[0022] FIG. 4 shows an exemplary calibration dose-re-
sponse of an assay method for determining a measure of the
concentration of beta-amyloid (1-42) up to 250 pg/mL;
[0023] FIG. 5 provides a plot showing day-to-day repro-
ducibility for determining a measure of the concentration of
beta-amyloid (1-42), according to some embodiments of the
present invention;

[0024] FIG. 6 shows plotsofa measure of the concentration
of beta-amyloid (1-42) in plasma and CSF samples from
Alzheimer’s, MCI, and normal control subjects; and

[0025] FIG. 7 shows a plot of a measure of the concentra-
tion of beta-amyloid (1-42) versus time for an exemplary
patient

[0026] Other aspects, embodiments, and features of the
invention will become apparent from the following detailed
description when considered in conjunction with the accom-
panying drawings. The accompanying figures are schematic
and are not intended to be drawn to scale. For purposes of
clarity, not every component is labeled in every figure, nor is
every component of each embodiment of the invention shown
where illustration is not necessary to allow those of ordinary
skill in the art to understand the invention. All patent appli-
cations and patents incorporated herein by reference are
incorporated by reference in their entirety. In case of conflict,
the present specification, including definitions, will control.

DETAILED DESCRIPTION

[0027] The present invention generally relates to methods
of determining a treatment protocol for and/or a prognosis of
a patient’s recovery from a brain injury resulting from a
hypoxic event. In some embodiments, methods are provided
for determining a measure of the concentration of beta-amy-
loid peptide in a patient sample containing or suspected of
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containing beta-amyloid peptide. In some cases, the beta-
amyloid peptide is beta-amyloid (1-42). The subject matter of
the present invention involves, in some cases, interrelated
products, alternative solutions to a particular problem, and/or
a plurality of different uses of one or more systems and/or
articles.

[0028] In some embodiments, a method of the present
invention comprises determining a measure of the concentra-
tion of atleast one biomarker in one or more samples obtained
from a patient following a hypoxic event (or a suspected
hypoxic event). A prognostic indication of the patient’s
recovery and/or determining a course of treatment may be
based at least in part on the measure of the concentration of
the at least one biomarker present in the one or more samples.
It should be understood, that while much of the discussion
below is directed to methods involving the analysis of more
than one sample, this is by way of example only, and similar
methods may be employed wherein only a single sample is
employed.

[0029] As will be known to those ofordinary skill in the art,
the term “hypoxia” generally refers to a deficiency in the
amount of oxygen reaching body tissues or a condition of
insufficient levels of oxygen in tissue or blood. Hypoxia at a
cellular level develops when delivery of oxygen to cell mito-
chondria slows as the partial pressure gradient from capillar-
ies to tissues decreases. As the delivery of oxygen decreases,
aerobic metabolism stops and less efficient anaerobic path-
ways of glycolysis become responsible for the production of
cellular energy. The end result is an increase in cellular con-
centrations of sodium, calcium, and hydrogen ions which
may lead to cell death.

[0030] Oxygen deprivation to the brain results in neuronal
damage and death. The extent of neuronal damage and death
in turn relates to the extent of long term brain dysfunction, as
can be assessed using standard criteria (such as Cerebral
Performance Category; CPC rating, or like criteria). Severe
hypoxia can result in a patient’s death and/or an irreversible
brain injury (e.g., resulting in the patient being in a vegetative
state). Hypoxic events may be global (e.g., due to low oxygen
content in the blood) or focused (e.g., affecting only an area of
the brain). Causes of hypoxia include, but are not limited to,
local asphyxia (e.g., caused by smoke inhalation), carbon
monoxide poisoning and/or toxicity, cardiac arrest, choking,
drowning, high altitudes. strangulation, an ischemic event,
thrombosis, arterial embolism, hemorrhage, swelling of the
brain, stroke, physical trauma and/or physical injury (e.g.,
blunt trauma to the head), arteriosclerosis, and/or atheroscle-
rosis. In some cases, the event may be myocardial infarction,
myocardial ischemia, and/or transient ischemic attack.
[0031] Hypoxic conditions can lead to the production and/
or change in the concentration of certain biomarkers. That is,
the concentration of certain biomarkers increase or decrease
following the hypoxic event. For example, the production of
the proteolytic products of f-amyloid precursor protein has
been found to become elevated in the brain and central ner-
vous system under hypoxic condition. The increased concen-
tration is theorized to be due to a hypoxia-inducible factor
(HIF-1) that promotes the production of beta-amyloid pep-
tides from amyloid precursor protein, a membrane protein
concentrated in neuronal synapses. A cascade of beta-amy-
loid peptides, including beta-amyloid (1-42), is generated in
the brain in proportion to the extent of hypoxia. Beta-amyloid
peptides could in turn diffuse across the blood brain barrier
and into the blood in proportion to the extent of hypoxia, and



US 2014/0094386 A1

may be generally found in low abundance. The ability to
determine a change in the concentration of a biomarker in a
plurality of samples (or a single sample) obtained from a
patient following a hypoxic event can, in some embodiments,
be correlated with a prognostic indication of the patient’s
recovery from a brain injury and/or used to determine a
method of treatment. In some cases, sample(s) of the patient’s
cerebrospinal fluid (CSF) may be obtained and analyzed to
determine the concentration and/or a change in the concen-
tration of the biomarker. In some cases, however, it is advan-
tageous to determine the level of a biomarker in the blood of
a patient as compared to CSF, as blood sampling is generally
less invasive and may result in fewer complications as com-
pared to CSF sampling. However, many of the biomarkers
that are present in the CSF have a slow rate of transmission
across and/or a high barrier of transportation across the
blood-brain barrier (BBB) and thus, the concentration of the
biomarker in the patient’s blood may be sufficient lowered as
compared to the concentration in CSF to make it difficult or
impossible to accurately determine using typically employed
conventional immunoassays. Accordingly, assay methods
which have very low limits of quantification (LOQ) and/or
limits of detection (LOD) are generally necessary to deter-
mine a measure of the concentration of a biomarker in the
patient’s blood to provide statistically significant and/or
meaningful results. In some embodiments, the methods of the
present invention make use of methods having very low
LODs and/or LOQs (e.g., in the low pg/ml range) to deter-
mine a measure of the concentration of a biomarker in a
sample(s) obtained from a patient following a hypoxic event.
Various parameters related to the changes in the concentra-
tion of the biomarker in the samples (e.g., blood samples)
may be correlated with a prognostic indication and/or a
method of treatment following a hypoxic event. Correlations
(e.g., between the concentration and prognostic indication(s)
and/or between the concentration and method(s) of treat-
ment) have been discovered and/or are now discoverable due
to recent advancements in technology which allow for the
determination of the low concentrations of biomarkers in
bodily fluids with sufficient accuracy and precision, thus
allowing for the variations in concentration to be statistically
significant and therefore, diagnostic.

[0032] In embodiments where a plurality of samples are
obtained from a patient, the samples may be obtained from a
patient over any suitable period of time. Generally, the period
of time may be selected such that the concentration of a
biomarker in the samples becomes statistically significant
and/or a trend is observable (e.g., an increase and/or decrease
in the concentration). For biomarkers which are analyzed in
blood samples, the period of time over which a plurality of
samples are obtained from the patient may account for any lag
time required for the biomarker to cross the BBB. Non-
limiting examples of suitable periods of time in which the
samples may be obtained from the patient include 1 hour, 2
hours, 3 hours, 4 hours, 6 hours, 8 hours, 10 hours, 12 hours,
18 hours, 24 hours, 36 hours, 48 hours, 60 hours, 72 hours, 4
days, 5 days, 6 days, 7 days, or more. In some cases, the
duration of time of sample collection time is at least 60 hours,
or at least 72 hours. In some cases, the duration of time of
sample collection is between 12 hours and 7 days, or between
24 hours and 4 days, or between 2 days and 4 days, or between
3 days and 4 days. The first sample may be obtained from the
patient without a short timeframe following the hypoxic
event. For example, the first sample may be obtained from the
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patient within 1 hour, 2 hours, 3 hours, 4 hours, 5 hours, 6
hours, 8 hours, 10 hours, or 12 hours of the hypoxic event. In
some cases, the first sample is obtained within 6 hours of the
hypoxic event. In some embodiments, a first sample is
obtained from the patient within 6 hours of the suspected
hypoxic event, and at about 1, about 2, about 6, about 12,
about 24, about 48, and about 72 hours, following the first
sampling. In some embodiments, additional samples are
obtained at about 96 and/or at about 108 hours following the
first sampling.

[0033] Any number of samples (e.g., one or more) may be
obtained from the patient over the time period of sample
collection. Generally, the minimum number of samples
obtained is such that a trend (e.g., an increase or decrease) in
the concentration of the biomarker is observable. Non-limit-
ing examples of the number of samples that are obtained from
the patient (e.g., during the prescribed collection time) is at
least about bout 1, about 2, at least about 3, at least about 4, at
least about 5, at least about 6, at least about 7, atleast about 8,
at least about 9, at least about 10, at least about 12, at least
about 15 or more. In some cases, the number of samples
obtained from the patient is between 2 and 20, between 5 and
15, or between 5 and 10.

[0034] The sample(s) obtained from the patient may be
from any suitable bodily source. In some cases, the samples
are CSF samples or fluid samples. In some cases, the samples
are not CSF fluid samples. In some cases, the samples are
blood or blood products (e.g., whole blood, plasma, serum,
etc.). In other cases, the samples may be urine or saliva
samples. In some embodiments, the samples may be analyzed
directly (e.g., without the need for extraction of the biomarker
from the fluid sample) and/or with dilution (e.g., addition of a
buffer or agent to the sample). Generally, each of the samples
obtained from the patient is collected using substantially
similar procedures (e.g., to ensure minimal variation between
samples based on sample collection methods). Those of ordi-
nary skill in the art will be aware of suitable systems and
methods for obtaining a sample from a patient.

[0035] Each of or substantially all of the samples may be
analyzed using an assay method (e.g., as described herein) to
determine a measure of the concentration of at least one
biomarker in each, a subset of or substantially all of the
samples. In some cases, the methods comprise determining a
measure of the concentration of a single biomarker in the
samples. In other cases, a method comprises determining a
measure of the concentration of more than one biomarker in
each, a subset of or substantially all of the samples. For
example, a measure of the concentration of 2, 3, 4, 5, 6, 7, 8,
9, 10, or more, biomarkers may be determined in the samples.
[0036] In some embodiments, the methods of the present
invention comprise determining a prognostic indication
based at least in part on the measured concentration of the at
least one biomarker in the samples. In some cases, the prog-
nostic indication may be correlated with standard criteria
employed to define long-term brain dysfunction and/or
injury. Those of ordinary skill in the art will be aware of such
criteria, for example, cerebral performance category ratings
(“CPC rating™), or more specifically, Glasgow-Pittsburgh
cerebral performance category ratings (or scale) (e.g., see
Teasdale G, Jennett B (1974); Assessment of coma and
impaired consciousness; Lancet 2 (7872): 81-84). The CPC
1.5 scale ranges from 1 to 5, with 1 representing a slight
possibility of neurological deficit and 5 representing severe
deficit and/or death. In some methods of the present inven-
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tion, the prognostic indication of the patient’s recovery from
the brain injury is classified as either “good” (e.g., correlating
to aCPC score of 1 or 2) corresponding to a high likelihood of
recovery and/or returning to independent living, or “poor”
(e.g., correlating to a CPC score of 3, 4, or 5) corresponding
to little possibility of a full recovery and resulting in assisted
living and/or death.

[0037] Inthe CPCscale, arating of 1 is generally classified
as good cerebral performance. The patient is conscious and
alert, is able to work, but may have mild neurological or
psychological deficit. A rating of 2 is generally classified as
having moderate cerebral disability. The patient is conscious
and has sufficient cerebral function for independent activities
of daily life, and is generally able to work in sheltered envi-
ronment. A rating of 3 corresponds to severe cerebral disabil-
ity. While the patient is conscious, they generally depend on
others for daily support because of impaired brain function.
The patient may have abilities ranging from ambulatory state
to severe dementia or paralysis. A rating of 4 corresponds to
a coma or vegetative state. The patient is generally unaware,
even if they appear awake (e.g., the patient is in a vegetative
state) without interaction with environment and is cerebral
unresponsive. A rating of 5 refers to brain death, associated
with apnea, areflexia, and/or EEG silence. The CPC scale is
summarized in Table 1.

TABLE 1

CPC Scale Summary

CPC Score Description
1 Conscious and alert with normal function or
only slight disability

2 Conscious and alert with moderate disability
3 Conscious with severe disability

4 Comatose or persistent vegetative state

5 Brain dead or death from other causes

[0038] Other non-limiting examples of suitable criteria

include the “scale g” criteria (e.g., see Dekaban A S, Robin-
son C E.; Application of a new rating scale of brain dysfunc-
tion to monitoring rehabilitation in 65 patients with severe
head injury, Bull Clin Neurosci., 1984; 49, 82-92), the “Ran-
cho Los Amigos Scale,” and the “Disabilities Rating Scale.”
[0039] Inaddition to the biomarkers specifically mentioned
herein, those of ordinary skill will be aware of other suitable
biomarkers to use in connection with the methods described
herein. As described herein, the biomarker generally under-
goes a change in concentration as a result of a hypoxic event.
For example, the concentration of the biomarker may
increase or decrease as a result of the hypoxic event. Non-
limiting examples of biomarkers include neuron specific neu-
ronal enolase (NSE), -site aPP-cleaving enzyme 1 (BACel),
S100B, myelin basic protein (MBP), growth associated pro-
tein 43, glutamine synthetase, glial fibrillary acid protein
(GFAP), glycine transporter (e.g., GLYT1, GLYT2), neuron
specific glycoprotein (e.g., GP50), calpain, neurofibrillary
protein, heat shock protein 72, beta-amyloid precursor pro-
teins, calbindin D-28K, proteolipid protein, myeline associ-
ated glycoprotein, neurofilament H, creatine kinase protein
(e.g., CK-BB), tau proteins (including phosphorylated taus
such as p-tau-81 or p-tau-231), and endothelium membrane
proteins (e.g., thrombomodulin).

[0040] Insome cases, the biomarker may be a beta-amyloid
peptide. Beta-amyloid peptides are known to those of ordi-
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nary skill in the art (e.g., see Blennow et al., Nature Reviews,
Neurology, 6, 2010, 131; Portelius et al., Neurobiology of
Aging, 2009, Corrected Proof in Press, doi: 10.1016/j.neuro-
biolaging.2009.06.002). Beta-amyloid peptides are formed
by sequential cleavage of the amyloid precursor protein
(APP). APP can be processed by alpha-, beta-, and gamma-
secretases, wherein the beta-amyloid peptide is generated by
sticcessive actions of the beta and gamma secretases. Various
forms of beta-amyloid peptides may be contemplated for use
as a target with the methods described herein, include iso-
forms and short isoforms (e.g., ranging from beta-amyloid
(1-14) up to beta-amyloid (1-43)). Beta-amyloid isoforms
can have varying lengths of amino acids, with beta-amyloid
(1-40) and beta-amyloid (1-42) being the most common.
Non-limiting examples of isoforms of beta-amyloid peptides
include beta-amyloid (1-40), beta-amyloid (1-42), beta-amy-
loid (1-37), beta-amyloid (1-38) and beta-amyloid (1-39).
Non-limiting examples of short beta-amyloid isoforms
include beta-amyloid (1-14), beta-amyloid (1-15) and beta-
amyloid (1-16). In some embodiments, the biomarker is beta-
amyloid (1-42).

[0041] As will be know, mild ischemia due to arterioloscle-
rosis is common in the elderly, and more common in Alzhe-
imer’s patients, an arteriolosclerosis could result in chronic
upregulation of beta amyloid (1-42), which could lead to
plaque deposits in the brain. In certain embodiments, the
methods of the invention are performed on subjects not diag-
nosed with or suspected of suffering from Alzheimer’s dis-
ease and the prognosis determined/provided by the methods
disclosed herein does not relate to Alzheimer’s disease. In
other embodiments, the methods of the invention and the
prognosis determined/provided by the methods disclosed
herein may be used in the context of Alzheimer’s disease.

[0042] The plurality of samples obtained from the patient
may be analyzed (e.g., using an assay method as described
herein) to determine a measure of the concentration of the at
least one biomarker in each of the samples (or a single
sample). A prognostic indication and/or a method of treat-
ment may be determined based at least in part on the measure
of the concentration of the biomarker in each of the plurality
of samples. The data may be analyzed using a variety of
techniques, as described herein, and a prognostic indication
for recovery from a brain injury (e.g., a “good” outcome or a
“poor” outcome), or a specific method of treatment may be
determined based on the results.

[0043] In some embodiments, the measure of the concen-
tration of the at least one biomarker for each of the plurality of
samples obtained from the patient may be plotted on a graph
of concentration versus time (e.g., in hours), and one or more
parameters can be obtained from the graph and used to deter-
mine the method of treatment and/or the prognostic indica-
tion. Non-limiting examples of parameters that may be deter-
mined and/or employed include baseline biomarker
concentration, increase in biomarker concentration, duration
of rise of biomarker concentration, maximum slope of
increasing biomarker concentration, rate of change of biom-
arker concentration, area under the curve and/or magnitude of
the fold increase of biomarker concentration. Each of the
parameters and their determination will now be described in
detail, followed by a description of possible data analysis and
methods useful or potentially useful to determine suitable
correlations between the measure of the concentration deter-
mined in the samples and a treatment/prognostic indication.
The measure of the concentration of the biomarker may be



US 2014/0094386 A1

determined/displayed in any suitable unit. In some cases, the
measure of the concentration is determined/displayed in
pg/mL.

[0044] The term “baseline biomarker concentration” refers
to the concentration of the biomarker generally present in a
fluid sample from a normal patient (e.g., prior to or unexposed
to a hypoxic event). The baseline biomarker concentration
can be determined using a variety of methods which will be
commonly known and understood by those of ordinary skill
in the art. In some cases, the baseline biomarker concentration
can be determined by averaging the value of a biomarker
present in a population of control patients (e.g., patients who
have not experienced a hypoxic event). This may be useful in
embodiments where the baseline concentration of the biom-
arker 1s substantially the same for a given population of indi-
viduals (e.g., based on age, gender, medical condition, etc).
However, many of the methods described herein require accu-
rate determination of extremely low concentrations of the at
least one biomarker in samples obtained from a patient, and
accordingly, a general baseline concentration of a biomarker
(e.g., based on a sampling of a population) may not provide
enough accuracy and/or precision to give useful results.
Accordingly, a measure of the baseline biomarker concentra-
tion, in some embodiments, may be determined for each
individual patient. In some embodiments, the baseline biom-
arker concentration may be set to zero, e.g., in embodiments
where the concentration of the biomarker is zero or essen-
tially zero in normal patients.

[0045] Insome cases, the baseline biomarker concentration
for each individual is equal to the measure of the concentra-
tion of the biomarker in the first sample obtained from the
patient following the hypoxic event. In other cases, if avail-
able, a baseline biomarker concentration is the measure of the
concentration of the biomarker present in a sample obtained
from the patient prior to the hypoxic event. In yet other cases,
the baseline biomarker concentration is the average concen-
tration of the biomarker determined in a plurality of samples
taken from the patient immediately or substantially immedi-
ately following the hypoxic event (e.g., prior to the concen-
tration of the biomarker increasing due to the hypoxic event).
That is, the concentration of the biomarker in the plurality of
samples obtained from the patient in a selected time period
following the hypoxic event may be averaged to determine
the baseline biomarker concentration for that patient. As will
be understood by those of ordinary skill in the art, in such
cases, any sample which has a concentration level that sig-
nificantly differs from the other concentration levels during
that period of time (e.g., a data point/outlier having a concen-
tration which deviates significantly from the other concentra-
tions measured during the time frame) may be excluded from
the averaging calculation. In some cases, if a sample has a
concentration which differs by greater than about 50% from
the calculated average, that sample may be excluded from the
averaging calculation. In some cases, if a sample has a con-
centration which differs by more than about 0.5 pg/mL, about
1 pg/mL, about 2 pg/mL, about 5 pg/mL, or about 10 pg/mL
from the calculated average, that sample may be excluded
from the averaging calculation. An anomalous data point may
be observed and/or caused by administration of drugs to the
patient. The baseline biomarker concentration may be deter-
mined by averaging the concentration of the biomarker in the
samples obtained from the patient between the first sample
(e.g., obtained within 6 hours of the hypoxic event) and 24
hours following the first collection of a sample, or between
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the first sample and 18 hours following the first collection of
asample, or between the first sample, and 12 hours following
the first collection of a sample, or between the first sample,
and 6 hours following the first collection of a sample (e.g., not
including any outliers).

[0046] The term “change in biomarker concentration”
refers to the change (e.g., increase or decrease) in concentra-
tion of the biomarker over the time period in which the
samples are collected. An increase in biomarker concentra-
tion may be calculated by subtracting the baseline biomarker
concentration (e.g., as described herein) from the maximum
biomarker concentration. The “maximum biomarker concen-
tration” is the maximum measured concentration of the biom-
arker measured in a single sample collected over the duration
of the sample collection. For example, if the duration of the
sample collection is 72 hours, the maximum concentration is
equal to the maximum measured concentration in a single
sample which was obtained from the patient in the 72 hour
period. A decrease in biomarker concentration may be calcu-
lated by subtracting an elevated biomarker concentration
(e.g., as described herein) from the minimum biomarker con-
centration.

[0047] The term “magnitude of the fold increase of biom-
arker concentration” refers to the magnitude of the fold-
increase in concentration over the duration of sample collec-
tion, and may be calculated by dividing the maximum
biomarker concentration (e.g., as described herein) by the
baseline biomarker concentration (e.g., as described herein).
[0048] The term “duration of rise of biomarker concentra-
tion” refers to the time over which the concentration of the
biomarker is increasing during the time period over which the
samples are collected. In some cases, the duration of rise of
biomarker concentration can be determined by subtracting
the time at which the last sample was collected at approxi-
mately the baseline biomarker concentration (e.g., starting
time of the rise) from the time at which the maximum biom-
arker concentration was observed (e.g., ending time of the
rise). That is, the duration of the rise may be equal to the
ending time of the rise minus the starting time of the rise. The
duration of rise is generally provided in hours.

[0049] The term “maximum slope of increasing biomarker
concentration” refers to the slope at which the maximum
increase in concentration occurred over the time period in
which the samples were collected. Those of ordinary skill will
be aware of methods to calculate this value using common
graphical analysis methods. For example, a plot may be pre-
pared showing concentration versus time, and the maximum
slope may be calculated based on this plot. In some cases, the
maximum slope is equal to the slope between two data points,
whereas in other cases, the maximum slope may be deter-
mined based on the average slope between a plurality of data
points.

[0050] The term “area under the curve,” (or AUC) is a
common parameter used to analyze data, and such calcula-
tions will be well known and understood by those of ordinary
skill in the art. In context with the methods of this disclosure,
the AUC refers to the area under the biomarker concentration
versus time curve. Generally the calculation takes into
account the baseline biomarker concentration. Those of ordi-
nary skill it the art will be aware of suitable algorithms and/or
computer programs capable of determining the area under the
curve for a selected set of data. In some cases, the area under
the curve may be determined for more than one portion of the
data. For example, a first area under the curve value may be
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determined for a first range of data, and a second area under
the curve value may be determined for a second range of data.
The first and the second ranges of data may or may not be
overlapping (e.g.. may comprise some overlapping data
points or may comprise different data points). It should be
understood, that determining the area under the curve can be
accomplished using a variety of techniques which will be
known to those of ordinary skill in the art, including but not
limited to, plotting the concentration versus time on a graph
and determining the area under the line/curve (e.g., optionally
with use of a computer program) and/or determining a func-
tional relationship between the concentration and time and
integrating the data without requiring physically plotting or
drawing of a graph. As used herein, the phrase “determining
the area under the curve of a graph of a biomarker concentra-
tion versus time” covers all of the above techniques and others
applicable for determining the area or equivalent, and is not
limited to physically or electronically plotting the concentra-
tion versus time on a graph and determining the area under the
line/curve.

[0051] The above parameters, alone or in combination,
may be correlated to a prognostic indication and/or a method
of treatment for a patient following a hypoxic event. Follow-
ing determination of a correlation between biomarker con-
centrations and a prognostic indication and/or a method of
treatment (e.g., using a plurality of samples obtained from a
plurality of test patients with known outcomes), the correla-
tion can be used in connection with methods to determine
prognosis (e.g., prognostic indications) and/or methods of
treatment for patients with unknown outcomes. That is, an
algorithm can be developed relating changes in a biomarker
concentration and specific methods of treatment and/or prog-
nostic indications using samples from test patients having
been subject to known methods of treatment and/or having a
known prognosis. Once the algorithm has been developed, it
can be used to determine methods of treatment and/or prog-
nostic indications for patients with unknown outcomes.

[0052] To determine a correlation between a biomarker and
a prognostic indication and/or a method of treatment (e.g., to
develop an algorithm relating the measured biomarker con-
centration to preferred methods of treatment and/or prognos-
tic indications), a plurality of samples from a plurality of test
patients may be obtained. A “test patient” is a patient who has
a known outcome (e.g., a good or a poor CPC score) and/or
has received a certain treatment. The plurality of the samples
obtained from each of the test patients may be analyzed to
determine the measure of the concentration of at least one
biomarker in the each of the samples. Some or all of the
parameters described herein may be determined for each
patient, and the data may be analyzed to determine correla-
tions between the parameters and the patient outcomes and/or
treatments, which can in turn be used to develop an algorithm.
The algorithm may then be applied to the concentration of the
at least one biomarker in samples obtained from a patient
having an unknown outcome to determine a method of treat-
ment and/or a prognostic indication for that patient. A specific
example of such an analysis is described below, and further
details are provided in Example 1.

[0053] Similar analysis and methods may be used to corre-
late suitable methods of treatment based upon the measured
concentration(s) of a biomarker in a plurality of samples
obtained from a patient. In some cases, the method of treat-
ment may comprise administering at least one therapeutic
agent to the patient. For example, the therapeutic agent may
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be a neuroprotective drug. Other non-limiting methods of
treatment include administration of anti-oxidants, hypother-
mia, blood thinning, and administration of steroids (e.g., to
help reduce brain swelling) (e.g., see T. S. Richmond, Cere-
bral Resuscitation After Global Brain Ischemia: Linking
Research to Practice, American Association of Critical-Care
Nurses Journal, May 1997, Volume 8, Number 2).

[0054] A therapeutic agent is generally administered in an
amount effective to provide a medically desirable result. The
effective amount will vary with the particular condition being
treated, the age and physical condition of the subject being
treated, the severity of the condition, the duration of the
treatment, the nature of the concurrent therapy (if any), the
specific route of administration and the like factors within the
knowledge and expertise of the health care practitioner. In
some cases, a therapeutic agent may reduce brain injuries
resulting from the hypoxic event. In some cases, the method
of treatment may involve a change in treatment, such as an
increase or decrease in the dose of a therapeutic agent, a
switch from one therapeutic agent to another therapeutic
agent, an addition of another therapeutic agent to the existing
therapeutic agent, or a combination thereof. A switch from
one therapeutic agent to another may involve a switch to a
therapeutic agent with a high risk profile but where the like-
lihood of expected benefit is increased.

[0055] In one embodiment, a method of the present inven-
tion for determining a treatment protocol for and/or a prog-
nostic indication of a patient’s recovery from a brain injury
resulting from a hypoxic event comprises performing an
assay on a plurality of samples to determine a measure of the
concentration of beta-amyloid peptide in each sample and
determining a prognostic indication of the patient’s recovery
from the brain injury and/or a method of treatment based at
least in part on the measure of the concentration of beta-
amyloid peptide present in the samples. In some embodi-
ments, the beta-amyloid peptide is beta-amyloid (1-42). The
sample, in some embodiments, is a blood sample from the
patient and/or plasma and/or serum derived from the blood
sample. In some cases, the concentration of the beta-amyloid
in the samples is less than about or about 500 pg/mL, less than
about or about 400 pg/mL, less than about or about 300
pg/mlL, less than about or about 200 pg/mL, less than about or
about 100 pg/mL, less than about or about 50 pg/mL, less than
about or about 30 pg/mL, less than about or about 20 pg/mL,
less than about or about 10 pg/mlL, less than about or about 5
pg/mL, less than about or about 1 pg/mL, or less. In some
cases, the assay has a limit of quantification of less than about
or about 100 pg/mlL, less than about or about 50 pg/mL, less
than about or about 40 pg/mL, less than about or about 30
pg/mlL, less than about or about 20 pg/mL, less than about or
about 10 pg/mlL,, less than about or about 5 pg/mL, less than
about orabout 4 pg/mL, less thanabout or about 3 pg/mL, less
than about or about 2 pg/mL, less than about or about 1
pg/mlL, less than about or about 0.8 pg/mL, less than about or
about 0.7 pg/mL, less than about or about 0.6 pg/mL, less than
about orabout 0.5 pg/mL, less than about or about 0.4 pg/mL,
less than about or about 0.3 pg/mL, less than about or about
0.2 pg/mL, less than about or about 0.1 pg/mL, less than about
or about 0.05 pg/mL, less than about or about 0.04 pg/mL,
less than about or about 0.02 pg/mlL, less than about or about
0.01 pg/mL, or less. In some cases, the assay has a limit of
detection of less than about or about 100 pg/mL, less than
about or about 50 pg/mL, less than about or about 40 pg/mL,
less than about or about 30 pg/mlL, less than about or about 20
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pg/mL, less than about or about 10 pg/mL, less than about or
about 5 pg/mlL, less than about or about 4 pg/mL, less than
aboutorabout 3 pg/mL, less thanabout or about 2 pg/mL, less
than about or about 1 pg/ml., less than about or about 0.8
pg/mlL, less than about or about 0.7 pg/mL., less than about or
about 0.6 pg/mL, less than about or about 0.5 pg/mL, less than
about or about 0.4 pg/mL, less than about or about 0.3 pg/mL,
less than about or about 0.2 pg/mL, less than about or about
0.1 pg/mL, less than about or about 0.05 pg/ml, less than
about or about 0.04 pg/ml, less than about or about 0.02
pg/mL, less than about or about 0.01 pg/mL, or less.

[0056] In one embodiment, a correlation was determined
between certain parameters (e.g., maximum beta-amyloid
peptide concentration, duration of increase of beta-amyloid
concentration, and the magnitude of the fold increase of beta-
amyloid concentration) and a good (e.g., CPC rating 1 or 2)
and a poor (e.g., CPC rating of 3, 4, or 5) prognostic indica-
tion. To determine the correlation, an assay was carried out on
each of the samples obtained from a plurality of test patients
having undergone a hypoxic event (e.g., patients having a
known outcome and/or having undergone a certain method of
treatment following a hypoxic event). The first sample was
taken within 6 hours of the hypoxic event, and additional
samples were generally obtained at about 1, 2, 6,12, 24, 48,
and 72 hours following the first sample (and optionally, at 96
and/or 108 hours). Fach of the test patients had a known
prognostic outcome according to the CPC scale. For each test
patient, a plot of the measured concentration of beta-amyloid
in pg/mL versus time in hours was prepared. The data was
analyzed and the sum of the increase in beta-amyloid concen-
tration (in pg/mL), the duration of the increase of beta-amy-
loid concentration (in hours), and the magnitude of the fold
increase of beta-amyloid concentration was determined to
correlate with a “good” or “poor” prognosis for the patients.
In particular, a sum of greater than 50 correlated with a poor
prognosis (e.g., a CPC score of 3, 4, or 5) and a score of less
than about 50 correlated with a good prognosis (e.g., a CPC
score of 1 or 2). Accordingly, a correlation/algorithm was
established between the varying parameters relating to con-
centration and a prognostic indication.

[0057] Thedeveloped correlation/algorithm can be applied
to patients with unknown outcomes. That is, samples may be
obtained from a patient and the concentration of beta-amyloid
in each of the samples can be determined. The data may be
analyzed to determine the increase in beta-amyloid concen-
tration (in pg/mL), the duration of the increase of beta-amy-
loid concentration (in hours), and the magnitude of the fold
increase of beta-amyloid concentration. If the sum of the
three parameters is greater than 50, the prognostic indication
for that patient is “poor,” and if the sum is less than 50, the
prognostic indication is “good.” Using similar techniques, a
variety of correlations may be determined for this beta-amy-
loid (e.g., analysis of the area under the curve) and/or other
biomarkers.

Exemplary Assay Methods and Systems

[0058] Those of ordinary skill in the art will be aware of a
variety of assay methods and systems that may be used in
connection with the methods of the present invention. Gen-
erally, the methods employed have low limits of detection
and/or limits of quantification as compared to bulk analysis
techniques (e.g., ELISA methods). The use of assay methods
that have low limits of detection and/or limits of quantifica-
tion allows for correlations to be made between the various
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parameters discussed above and a method of treatment and/or
diagnostic indication that may otherwise not be determinable
and/or apparent. For example, in the method described above
which correlates the sum of three parameters relating to beta-
amyloid concentration to a prognostic indication of brain
injury, the limits of detection, and/or limits of quantification
needs to be substantially lower than the L.OD and/or LOQ
provided by common ELISA techniques.

[0059] The terms “limit of detection” (or LOD) and “limit
of quantification” (or LOQ) are given their ordinary meaning
in the art. The LOD refers to the lowest analyte concentration
likely to be reliably distinguished from background noise and
at which detection is feasible. The LOD as used herein is
defined as three standard deviations (SD) above background
noise. The LOQ refers to the lowest concentration at which
the anal yte can not only be reliably detected but at which
some predefined goals for bias and imprecision are met. Gen-
erally, as is used herein, the LOQ refers to the lowest concen-
tration above the LOD wherein the coefficient of variation
(CV) of the measured concentrations less than about 20%.

[0060] In some cases, an assay method employed has a
limit of detection and/or a limit of quantification of less than
about or about 500 pg/mL, less than about or about 250
pg/mlL, less than about or about 100 pg/mlL, less than about or
about 50 pg/mL, less than about or about 40 pg/mL, less than
about or about 30 pg/mL, less than about or about 20 pg/mL,
less than about or about 10 pg/mlL, less than about or about 5
pg/mL, less than about or about 4 pg/mL, less than about or
about 3 pg/mL, less than about or about 2 pg/mL, less than
about or about 1 pg/mL, less than about or about 0.8 pg/mL,
less than about or about 0.7 pg/mL, less than about or about
0.6 pg/mL, less than about or about 0.5 pg/mL, less than about
or about 0.4 pg/mL, less than about or about 0.3 pg/mL, less
than about or about 0.2 pg/mL, less than about or about 0.1
pg/mlL, less than about or about 0.05 pg/mL, less than about
or about 0.04 pg/mL, less than about or about 0.02 pg/mL,
less than about or about 0.01 pg/mL, or less. In some cases, an
assay method employed has a limit of quantification and/or a
limit of detection between about 100 pg/mL and about 0.01
pg/mL, between about 50 pg/mL and about 0.02 pg/mL,
between about 25 pg/mL and about 0.02 pg/mL, between
about 10 pg/mL and about 0.02 pg/mL. As will be understood
by those of ordinary skill the art, the LOQ and/or LOD may
differ for each assay method and/or each biomarker deter-
mined with the same assay. In some embodiments, the LOD
of an assay employed for detecting of beta-amyloid (e.g.,
beta-amyloid (1-42)) is about equal to or less than 0.02
pg/mL. In some embodiments, the LOQ for an assay
employed for detecting beta-amyloid (e.g., beta-amyloid
(1-42)) is equal to or less than 0.04 pg/mL.

[0061] In some embodiments, the concentration of biom-
arker molecules in the fluid sample that may be substantially
accurately determined is less than about or about 5000 M,
less than about or about 3000 M, less than about or about
2000 fM, less than about or about 1000 M, less than about or
about 500 fM, less thanabout or about 300 M, less than about
or about 200 M, less than about or about 100 fM, less than
about orabout 50 fM, less than about or about 25 fM, less than
about or about 10 fM, less than about or about 5 {M, less than
about or about 2 M, less than about or about 1 M, less than
about or about 0.5 fM, less than about or about 0.1 fM, or less.
In some embodiments, the concentration of biomarker mol-
ecules in the fluid sample that may be substantially accurately
determined is between about 5000 fM and about 0.1 M,
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between about 3000 fM and about 0.1 fM, between about
1000 fM and about 0.1 fM, between about 1000 fM and about
1 M, between about 100 fM and about 1 fM, between about
100 M and about 0.1 M, or the like. The concentration of
analyte molecules or particles in a fluid sample may be con-
sidered to be substantially accurately determined if the mea-
sured concentration of the biomarker molecules in the fluid
sample is within about 10% of the actual (e.g., true) concen-
tration of the biomarker molecules in the fluid sample. In
certain embodiments, the measured concentration of the
biomarker molecules in the fluid sample may be within about
5%, within about 4%, within about 3%, within about 2%,
within about 1%, within about 0.5%, within about 0.4%,
within about 0.3%, within about 0.2% or within about 0.1%,
of the actual concentration of the biomarker molecules in the
fluid sample. In some cases, the measure of the concentration
determined differs from the true (e.g., actual) concentration
by no greater than about 20%, no greater than about 15%, no
greater than 10%, no greater than 5%, no greater than 4%, no
greater than 3%, no greater than 2%, no greater than 1%, or no
greater than 0.5%. The accuracy of the assay method may be
determined, in some embodiments, by determining the con-
centration of biomarker molecules in a fluid sample of a
known concentration using the selected assay method.

[0062] Insome embodiments, an assay method employs a
step of spatially segregating biomarker molecules into a plu-
rality of locations to facilitate detection/quantification, such
that each location comprises/contains either zero or one or
more biomarker molecules. Additionally, in some embodi-
ments, the locations may be configured in a manner such that
each location can be individually addressed. In some embodi-
ments, a measure of the concentration of biomarker mol-
ecules in a fluid sample may be determined by detecting
biomarker molecules immobilized with respect to a binding
surface having affinity for at least one type of biomarker
molecule. In certain embodiments the binding surface may
form (e.g., a surface of a well/reaction vessel on a substrate)
or be contained within (e.g., a surface of a capture object, such
as a bead, contained within a well) one of a plurality of
locations (e.g., a plurality of wells/reaction vessels) on a
substrate (¢.g., plate, dish, chip, optical fiber end, etc). At least
a portion of the locations may be addressed and a measure
indicative of the number/percentage/fraction of the locations
containing at least one biomarker molecule may be made. In
some cases, based upon the number/percentage/fraction, a
measure of the concentration of biomarker molecules in the
fluid sample may be determined. The measure of the concen-
tration of biomarker molecules in the fluid sample may be
determined by a digital analysis method/system optionally
employing Poisson distribution adjustment and/or based at
least in part on a measured intensity of a signal, as will be
known to those of ordinary skill in the art. In some cases, the
assay methods and/or systems may be automated.

[0063] Certain methods and systems which employ spa-
tially segregating analyte molecules (e.g., biomarkers) are
known in the art, and are described in U.S. Patent Application
Publication No. US-2007-0259448 (Ser. No. 11/707,385),
filed Feb. 16, 2007, entitled “METHODS AND ARRAYS
FOR TARGET ANALYTE DETECTION AND DETERMI-
NATION OF TARGET ANALYTE CONCENTRATION IN
SOLUTION,” by Walt et al.; U.S. Patent Application Publi-
cation No. US-2007-0259385 (Ser. No. 11/707,383), filed
Feb. 16, 2007, entitled “METHODS AND ARRAYS FOR
DETECTING CELLS AND CELLULAR COMPONENTS
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IN SMALL DEFINED VOLUMES,” by Walt et al.; U.S.
Patent Application Publication No. US-2007-0259381 (Ser.
No. 11/707,384), filed Feb. 16, 2007, entitled “METHODS
AND ARRAYS FOR TARGET ANALYTE DETECTION
AND DETERMINATION OF REACTION COMPONENTS
THAT AFFECT A REACTION,” by Walt et al.; International
Patent Publication No. WO 2009/029073 (International
Patent Application No. PCT/US2007/019184), filed Aug. 30,
2007, entitled “METHODS OF DETERMINING THE
CONCENTRATION OF AN ANALYTE IN SOLUTION,”
by Walt et al.; U.S. Patent Application Publication No.
US-2010-0075862 (Ser. No. 12/236,484), filed Sep. 23,2008,
entitled “HIGH SENSITIVITY DETERMINATION OF
THE CONCENTRATION OF ANALYTE MOLECULES
OR PARTICLES IN A FLUID SAMPLE,” by Duffy et al ;
U.S. Patent Application Publication No. US-2010-00754072
(Ser. No. 12/236,486), filed Sep. 23, 2008, entitled “ULTRA-
SENSITIVE DETECTION OF MOLECULES ON SINGLE
MOLECULE ARRAYS,” by Duffy et al.; U.S. Patent Appli-
cation Publication No. US-2010-0075439 (Ser. No. 12/236,
488), filed Sep. 23, 2008, entitled “ULTRA-SENSITIVE
DETECTION OF MOLECULES BY CAPTURE-AND-RE-
LEASE USING REDUCING AGENTS FOLLOWED BY
QUANTIFICATION,” by Duffy et al.; International Patent
Publication No. W02010/039179 (International Patent
Application No. PCT/US2009/005248), filed Sep. 22, 2009,
entitled “ULTRA-SENSITIVE DETECTION OF MOL-
BECULES OR ENZYMES,” by Duffy et al.; U.S. Patent
Application Publication No. US-2010-0075355 (Ser. No.
12/236,490), filed Sep. 23, 2008, entitled “ULTRA-SENSI-
TIVE DETECTION OF ENZYMES BY CAPTURE-AND-
RELEASE FOLLOWED BY QUANTIFICATION,” by
Duffyetal.; U.S. patent application Ser. No. 12/731,130, filed
Mar. 24, 2010, published as US-2011-0212848 on Sep. 1,
2011, entitled “ULTRA-SENSITIVE DETECTION OF
MOLECULES OR PARTICLES USING BEADS OR
OTHER CAPTURE OBJECTS;” by Duffy et al.; Interna-
tional Patent Application No. PCT/US2011/026645, filed
Mar. 1,2011, published as WO 2011/109364 on Sep. 9,2011,
entitled “ULTRA-SENSITIVE DETECTION OF MOL-
ECULES OR PARTICLES USING BEADS OR OTHER
CAPTURE OBIECTS,” by Dufty et al.; International Patent
Application No. PCT/US2011/026657, filed Mar. 1, 2011,
published as WO 2011/109372 on Sep. 9, 2011, entitled
“ULTRA-SENSITIVE DETECTION OF MOLECULES
USING DUAL DETECTION METHODS,” by Duffy et al.;
U.S. patent application Ser. No. 12/731,135, filed Mar. 24,
2010, published as US-2011-0212462 on Sep. 1, 2011,
entitled “ULTRA-SENSITIVE DETECTION OF MOL-
ECULES USING DUAL DETECTION METHODS,” by
Duffy et al.; International Patent Application No. PCT/
US2011/026665, filed Mar. 1, 2011, published as WO 2011/
109379 on Sep. 9, 2011, entitled “METHODS AND SYS-
TEMS FOR EXTENDING DYNAMIC RANGE IN
ASSAYS FOR THE DETECTION OF MOLECULES OR
PARTICLES,” by Rissin et al.; U.S. patent application Ser.
No. 12/731,136, filed Mar. 24, 2010, published as US-2011-
0212537 on Sep. 1, 2011, entitled “METHODS AND SYS-
TEMS FOR EXTENDING DYNAMIC RANGE IN
ASSAYS FOR THE DETECTION OF MOLECULES OR
PARTICLES,” by Duffy et al;; U.S. patent application Ser.
No. 13/035,472, filed Feb. 25, 2011, entitled “SYSTEMS,
DEVICES, AND METHODS FOR ULTRA-SENSITIVE
DETECTION OF MOLECULES OR PARTICLES,” by
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Fournier et al.; U.S. patent application Ser. No. 13/037,987,
filed Mar. 1, 2011, published as US-2011-0245097 on Oct. 6,
2011, entitled “METHODS AND SYSTEMS FOR
EXTENDING DYNAMIC RANGE IN ASSAYS FOR THE
DETECTION OF MOLECULES OR PARTICLES,” by Ris-
sin et al.; each herein incorporated by reference.

[0064] Additional details of exemplary, non-limiting assay
methods which comprise one or more steps of spatially seg-
regating biomarker molecules will now be described. In cet-
tain embodiments, a method for detection and/or quantifying
biomarker molecules in a sample comprises immobilizing a
plurality of biomarker molecules with respect to a plurality of
capture objects (e.g., beads) that each include a binding sur-
face having affinity for at least one type of biomarker. For
example, the capture objects may comprise a plurality of
beads comprising a plurality of capture components (e.g., an
antibody having specific affinity for a biomarker of interest,
etc.). At least some of the capture objects (e.g., at least some
associated with at least one biomarker molecule) may be
spatially separated/segregated into a plurality of locations,
and at least some of the locations may be addressed/interro-
gated (e.g., using an imaging system). A measure of the
concentration of biomarker molecules in the fluid sample
may be determined based on the information received when
addressing the locations (e.g., using the information received
from the imaging system and/or processed using a computer
implemented control system). In some cases, a measure of the
concentration may be based at least in part on the number of
locations determined to contain a capture object that is or was
associated with at least one biomarker molecule. In other
cases and/or under differing conditions, a measure of the
concentration may be based at least in part on an intensity
level of at least one signal indicative of the presence of a
plurality of biomarker molecules and/or capture objects asso-
ciated with a biomarker molecule at one or more of the
addressed locations.

[0065] Insome embodiments, the number/percentage/frac-
tion of locations containing a capture object but not contain-
ing a biomarker molecule may also be determined and/or the
number/percentage/fraction of locations not containing any
capture object may also be determined. In such embodiments,
a measure of the concentration of biomarker molecules in the
fluid sample may be based at least in part on the ratio of the
number of locations determined to contain a capture object
associated with a biomarker molecule to the total number of
locations determined to contain a capture object not associ-
ated with a biomarker molecule, and/or a measure of the
concentration of biomarker molecule in the fluid sample may
be based at least in part on the ratio of the number of locations
determined to contain a capture object associated with a
biomarker molecule to the number of locations determined to
not contain any capture objects, and/or a measure of the
concentration of biomarker molecule in the fluid sample may
be based at least in part on the ratio of the number of locations
determined to contain a capture object associated with a
biomarker molecule to the number of locations determined to
contain a capture object. In yet other embodiments, a measure
of the concentration of biomarker molecules in a fluid sample
may be based at least in part on the ratio of the number of
locations determined to contain a capture object and a biom-
arker molecule to the total number of locations addressed
and/or analyzed.

[0066] In certain embodiments, at least some of the plural-
ity of capture objects (e.g., at least some associated with at
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least one biomarker molecule) are spatially separated into a
plurality of locations, for example, a plurality of reaction
vessels in an array format. The plurality of reaction vessels
may be formed in, on and/or of any suitable material, and in
some cases, the reaction vessels can be sealed or may be
formed upon the mating of a substrate with a sealing compo-
nent, as discussed in more detail below. In certain embodi-
ments, especially where quantization of the capture objects
associated with at least one biomarker molecule is desired,
the partitioning of the capture objects can be performed such
that at least some (e.g., a statistically significant fraction; e.g.,
as described in International Patent Application No. PCT/
US2011/026645, filed Mar. 1, 2011, published as WO 2011/
109364 on Sep. 9, 2011, entitled “ULTRA-SENSITIVE
DETECTION OF MOLECULES OR PARTICLES USING
BEADS OR OTHER CAPTURE OBJECTS,” by Duffy etal.)
of the reaction vessels comprise at least one or, in certain
cases, only one capture object associated with at least one
biomarker molecule and at least some (e.g., a statistically
significant fraction) of the reaction vessels comprise an cap-
ture object not associated with any biomarker molecules. The
capture objects associated with at least one biomarker mol-
ecule may be quantified in certain embodiments, thereby
allowing for the detection and/or quantification of biomarker
molecules in the fluid sample by techniques described in
more detail herein.

[0067] An exemplary assay method may proceed as fol-
lows. A sample fluid containing or suspected of containing
biomarker molecules is provided. An assay consumable com-
prising a plurality of assay sites is exposed to the sample fluid.
In some cases, the biomarker molecules are provided in a
manner (e.g., at a concentration) such that a statistically sig-
nificant fraction of the assay sites contain a single biomarker
molecule and a statistically significant fraction of the assay
sites do not contain any biomarker molecules. The assay sites
may optionally be exposed to a variety of reagents (e.g., using
a reagent loader) and or rinsed. The assay sites may then
optionally be sealed and imaged (see, for example, U.S.
patent application Ser. No. 13/035,472, filed Feb. 25, 2011,
entitled “SYSTEMS, DEVICES, AND METHODS FOR
ULTRA-SENSITIVE DETECTION OF MOLECULES OR
PARTICLES,” by Fournier et al.). The images are then ana-
lyzed (e.g., using a computer implemented control system)
such that a measure of the concentration of the biomarker
molecules in the fluid sample may be obtained, based at least
in part, by determination of the number/fraction/percentage
of assay sites which contain a biomarker molecule and/or the
number/fraction/percentage of sites which do not contain any
biomarkers molecules. In some cases, the biomarker mol-
ecules are provided in a manner (e.g., at a concentration) such
that at least some assay sites comprise more than one biom-
arker molecule. In such embodiments, a measure of the con-
centration of biomarker molecules in the fluid sample may be
obtained at least in part on an intensity level of at least one
signal indicative of the presence of a plurality of biomarkers
molecules at one or more of the assay sites

[0068] In some cases, the methods optionally comprise
exposing the fluid sample to a plurality of capture objects, for
example, beads. At least some of the biomarker molecules are
immobilized with respect to a bead. In some cases, the biom-
arker molecules are provided in a manner (e.g., at a concen-
tration) such that a statistically significant fraction of the
beads associate with a single biomarker molecule and a sta-
tistically significant fraction of the beads do not associate
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with any biomarker molecules. At least some of the plurality
of beads (e.g., those associated with a single biomarker mol-
ecule or not associated with any biomarker molecules) may
then be spatially separated/segregated into a plurality ofassay
sites (e.g., of an assay consumable). The assay sites may
optionally be exposed to a variety of reagents and/or rinsed.
At least some of the assay sites may then be addressed to
determine the number of assay sites containing a biomarker
molecule. In some cases, the number of assay sites containing
abead not associated with a biomarker molecule, the number
of assay sites not containing a bead and/or the total number of
assay sites addressed may also be determined. Such determi-
nation(s) may then be used to determine a measure of the
concentration of biomarker molecules in the fluid sample. In
some cases, more than one biomarker molecule may associate
with a bead and/or more than one bead may be present in an
assay site. In some cases, the plurality biomarker molecules
may be exposed to at least one additional reaction component
prior to, concurrent with, and/or following spatially separat-
ing at least some of the biomarker molecules into a plurality
of locations.

[0069] The biomarker molecules may be directly detected
or indirectly detected. In the case of direct detection, a biom-
arker molecule may comprise a molecule or moiety that may
be directly interrogated and/or detected (e.g., a fluorescent
entity). In the case of indirect detection, an additional com-
ponent is used for determining the presence of the biomarker
molecule. For example, the biomarker molecules (e.g.,
optionally associated with a bead) may be exposed to at least
one type of binding ligand. A “binding ligand,” is any mol-
ecule, particle, or the like which specifically binds to or oth-
erwise specifically associates with a biomarker molecule to
aid in the detection of the biomarker molecule. In certain
embodiments, a binding ligand may be adapted to be directly
detected (e.g., the binding ligand comprises a detectable mol-
ecule or moiety) or may be adapted to be indirectly detected
(e.g., including a component that can convert a precursor
labeling agent into a labeling agent). A component of a bind-
ing ligand may be adapted to be directly detected in embodi-
ments where the component comprises a measurable property
(e.g., a fluorescence emission, a color, etc.). A component of
a binding ligand may facilitate indirect detection, for
example, by converting a precursor labeling agent into a
labeling agent (e.g., an agent that is detected in an assay). A
“precursor labeling agent” is any molecule, particle, or the
like, that can be converted to a labeling agent upon exposure
to a suitable converting agent (e.g., an enzymatic compo-
nent). A “labeling agent” is any molecule, particle, or the like,
that facilitates detection, by acting as the detected entity,
using a chosen detection technique. In some embodiments,
the binding ligand may comprise an enzymatic component
(e.g., horseradish peroxidase, beta-galactosidase, alkaline
phosphatase, etc.). A first type of binding ligand may or may
not be used in conjunction with additional binding ligands
(e.g., second type, etc.).

[0070] More than one type of binding may be employed in
any given assay method, for example, a first type of binding
ligand and a second type of binding ligand. In one example,
the first type of binding ligand is able to associate with a first
type of biomarker molecule and the second type of binding
ligand is able to associate with the first binding ligand. In
another example, both a first type of binding ligand and a
second type of binding ligand may associate with the same or
different epitopes of a single biomarker molecule, as
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described herein. In some embodiments, at least one binding
ligand comprises an enzymatic component.

[0071] In some embodiments, a binding ligand and/or a
biomarker may comprise an enzymatic component. The
enzymatic component may convert a precursor labeling agent
(e.g., an enzymatic substrate) into a labeling agent (e.g., a
detectable product). A measure of the concentration of biom-
arker molecules in the fluid sample can then be determined
based at least in part by determining the number of locations
containing a labeling agent (e.g., by relating the number of
locations containing a labeling agent to the number of loca-
tions containing a biomarker molecule (or number of capture
objects associated with at least one biomarker molecule to
total number of capture objects)). Non-limiting examples of
enzymes or enzymatic components include horseradish per-
oxidase, beta-galactosidase, and alkaline phosphatase. Other
non-limiting examples of systems or methods for detection
include embodiments where nucleic acid precursors are rep-
licated into multiple copies or converted to a nucleic acid that
can be detected readily, such as the polymerase chain reaction
(PCR), rolling circle amplification (RCA), ligation, Loop-
Mediated Isothermal Amplification (LAMP), etc. Such sys-
tems and methods will be known to those of ordinary skill in
the art, for example, as described in “DNA Amplification:
Current Technologies and Applications,” Vadim Demidov et
al., 2004.

[0072] Another exemplary embodiment of indirect detec-
tion is as follows. In some cases, the biomarker molecules
may be exposed to a precursor labeling agent (e.g., enzymatic
substrate) and the enzymatic substrate may be converted to a
detectable product (e.g., fluorescent molecule) upon expo-
sure to a biomarker molecule.

[0073] The assay methods and systems may employ a vari-
ety of different components, steps, and/or other aspects that
will be known and understood by those of ordinary skill in the
art. For example, a method may further comprise determining
at least one background signal determination (e.g., and fur-
ther comprising subtracting the background signal from other
determinations), wash steps, and the like. In some cases, the
assays or systems may include the use of at least one binding
ligand, as described herein. In some cases, the measure of the
concentration of biomarker molecules in a fluid sample is
based at least in part on comparison of a measured parameter
to a calibration curve. In some instances, the calibration curve
is formed at least in part by determination at least one cali-
bration factor, as described above.

[0074] In certain embodiments, solubilized, or suspended
precursor labeling agents may be employed, wherein the pre-
cursor labeling agents are converted to labeling agents which
are insoluble in the liquid and/or which become immobilized
within/near the location (e.g., within the reaction vessel in
which the labeling agent is formed). Such precursor labeling
agents and labeling agents and their use is described in com-
monly owned U.S. Patent Application Publication No.
US-2010-0075862 (Ser. No. 12/236,484), filed Sep. 23,2008,
entitled “HIGH SENSITIVITY DETERMINATION OF
THE CONCENTRATION OF ANALYTE MOLECULES
OR PARTICLES IN A FLUID SAMPLE,” by Duffy et al.,
incorporated herein by reference.

[0075] An exemplary embodiment of an assay method that
may be used in certain embodiments of the invention is illus-
trated in F1G. 1a. A plurality of capture objects 2, are provided
(step (A)). In this particular example, the plurality of capture
objects comprises a plurality of beads. The beads are exposed
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to a fluid sample containing a plurality of biomarker mol-
ecules 3 (e.g., beads 2 are incubated with biomarker mol-
ecules 3). At least some of the biomarker molecules are
immobilized with respect to a bead. In this example, the
biomarker molecules are provided in a manner (e.g., at a
concentration) such that a statistically significant fraction of
the beads associate with a single biomarker molecule and a
statistically significant fraction of the beads do not associate
with any biomarker molecules. For example, as shown in step
(B), biomarker molecule 4 is immobilized with respect to
bead 5, thereby forming complex 6, whereas some beads 7 are
not associated with any biomarker molecules. It should be
understood, in some embodiments, more than one biomarker
molecule may associate with at least some of the beads, as
described herein. At least some of the plurality of beads (e.g.,
those associated with a single biomarker molecule or not
associated with any biomarker molecules) may then be spa-
tially separated/segregated into a plurality of locations. As
shown in step (C), the plurality of locations is illustrated as
substrate 8 comprising a plurality of wells/reaction vessels 9.
In this example, each reaction vessel comprises either zero or
one beads. At least some of the reaction vessels may then be
addressed (e.g., optically or via other detection means) to
determine the number of locations containing a biomarker
molecule. For example, as shown in step (D). the plurality of
reaction vessels are interrogated optically using light source
15, wherein each reaction vessel is exposed to electromag-
netic radiation (represented by arrows 10) from light source
15. The light emitted (represented by arrows 11) from each
reaction vessel is determined (and/or recorded) by detector 15
(in this example, housed in the same system as light source
15). The number of reaction vessels containing a biomarker
molecule (e.g., reaction vessels 12) is determined based on
the light detected from the reaction vessels. In some cases, the
number of reaction vessels containing a bead not associated
with a biomarker molecule (e.g., reaction vessel 13), the
number of wells not containing a bead (e.g., reaction vessel
14) and/or the total number of wells addressed may also be
determined. Such determination(s) may then be used to deter-
mine a measure of the concentration of biomarker molecules
in the fluid sample.

[0076] A non-limiting example of an embodiment where a
capture object is associated with more than one biomarker
molecule is illustrated in FIG. 1. A plurality of capture
objects 20 are provided (step (A)). In this example, the plu-
rality of capture objects comprises a plurality of beads. The
plurality of beads is exposed to a fluid sample containing
plurality of biomarker molecules 21 (e.g., beads 20 are incu-
bated with biomarker molecules 21). At least some of the
biomarker molecules are immobilized with respect to a bead.
For example, as shown in step (B), biomarker molecule 22 is
immobilized with respect to bead 24, thereby forming com-
plex 26. Also illustrated is complex 30 comprising a bead
immobilized with respect to three biomarker molecules and
complex 32 comprising a bead immobilized with respect to
two biomarker molecules. Additionally, in some cases, some
of the beads may not associate with any biomarker molecules
(e.g., bead 28). The plurality of beads from step (B) is exposed
to a plurality of binding ligands 31. As shown in step (C), a
binding ligand associates with some of the biomarker mol-
ecules immobilized with respect to a bead. For example,
complex 40 comprises bead 34, biomarker molecule 36, and
binding ligand 38. The binding ligands are provided in a
manner such that a statistically significant fraction of the
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beads comprising at least one biomarker molecule become
associated with at least one binding ligand (e.g., one, two,
three, etc.) and a statistically significant fraction of the beads
comprising at least one biomarker molecule do not become
associated with any binding ligands. At least a portion of the
plurality of beads from step (C) are then spatially separated
into a plurality of locations. As shown in step (D), in this
example, the locations comprise a plurality of reaction ves-
sels 41 on a substrate42. The plurality of reaction vessels may
be exposed to the plurality of beads from step (C) such at each
reaction vessel contains zero or one beads. The substrate may
then be analyzed to determine the number of reaction vessels
containing a binding ligand (e.g., reaction vessels 43),
wherein in the number may be related to a measure of the
concentration of biomarker molecules in the fluid sample. In
some cases, the number of reaction vessels containing a bead
and not containing a binding ligand (e.g., reaction vessel 44),
the number of reaction vessels not containing a bead (e.g.,
reaction vessel 45), and/or the total number of reaction ves-
sels addressed/analyzed may also be determined. Such deter-
mination(s) may then be used to determine a measure of the
concentration of biomarker molecules in the fluid sample.

[0077] In some embodiments, a plurality of locations may
be addressed and/or a plurality of capture objects and/or
species/molecules/particles of interest may be detected sub-
stantially simultaneously. “Substantially simultaneously”
when used in this context, refers to addressing/detection of
the locations/capture objects/species/molecules/particles of
interest at approximately the same time such that the time
periods during which at least two locations/capture objects/
species/molecules/particles of interest are addressed/de-
tected overlap, as opposed to being sequentially addressed/
detected, where they would not. Simultaneous addressing/
detection can be accomplished by using various techniques,
including optical techniques (e.g., CCD detector). Spatially
segregating capture objects/species/molecules/particles into
aplurality of discrete, resolvable locations, according to some
embodiments facilitates substantially simultaneous detection
by allowing multiple locations to be addressed substantially
simultaneously. For example, for embodiments where indi-
vidual species/molecules/particles are associated with cap-
ture objects that are spatially segregated with respect to the
other capture objects into a plurality of discrete, separately
resolvable locations during detection, substantially simulta-
neously addressing the plurality of discrete, separately
resolvable locations permits individual capture objects, and
thus individual species/molecules/particles (e.g., biomarker
molecules) to be resolved. For example, in certain embodi-
ments, individual molecules/particles of a plurality of mol-
ecules/particles are partitioned across a plurality of reaction
vessels such that each reaction vessel contains zero or only
one species/molecule/particle. In some cases, at least about
80%, at least about 85%, at least about 90%, at least about
95%, at least about 96%, at least about 97%, at least about
98%, at least about 99%, at least about 99.5% of all species/
molecules/particles are spatially separated with respect to
other species/molecules/particles during detection. A plural-
ity of species/molecules/particles may be detected substan-
tially simultaneously within a time period of less than about 1
second, less than about 500 milliseconds, less than about 100
milliseconds, less than about 50 milliseconds, less than about
10 milliseconds, less than about 1 millisecond, less thanabout
500 microseconds, less than about 100 microseconds, less
than about 50 microseconds, less than about 10 microsec-
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onds, less than about 1 microsecond, less than about 0.5
microseconds, less than about 0.1 microseconds, or less than
about 0.01 microseconds, less than about 0.001 microsec-
onds, or less. In some embodiments, the plurality of species/
molecules/particles may be detected substantially simulta-
neously within a time period of between about 100
microseconds and about 0.001 microseconds, between about
10 microseconds and about 0.01 microseconds, or less.
[0078] In some embodiments, the locations are optically
interrogated. The locations exhibiting changes in their optical
signature may be identified by a conventional optical train
and optical detection system. Depending on the detected spe-
cies (e.g., type of fluorescence entity, etc.) and the operative
wavelengths, optical filters designed for a particular wave-
length may be employed for optical interrogation of the loca-
tions. Inembodiments where optical interrogation is used, the
system may comprise more than one light source and/or a
plurality of filters to adjust the wavelength and/or intensity of
the light source. In some embodiments, the optical signal
from a plurality of locations is captured using a CCD camera.
[0079] In some embodiments of the present invention, the
plurality of reaction vessels may be sealed (e.g., after the
introduction of the biomarker molecules, binding ligands,
and/or precursor labeling agent), for example, through the
mating of the second substrate and a sealing component. The
sealing of the reaction vessels may be such that the contents of
each reaction vessel cannot escape the reaction vessel during
the remainder of the assay. In some cases, the reaction vessels
may be sealed after the addition of the biomarker molecules
and, optionally, at least one type of precursor labeling agent to
facilitate detection of the biomarker molecules. For embodi-
ments employing precursor labeling agents, by sealing the
contents in some or each reaction vessel, a reaction to produce
the detectable labeling agents can proceed within the sealed
reaction vessels, thereby producing a detectable amount of
labeling agents that is retained in the reaction vessel for
detection purposes.

[0080] The plurality of locations may be formed may be
formed using a variety of methods and/or materials. In some
embodiments, the plurality of locations comprises a plurality
of reaction vessels/wells on a substrate. In some cases, the
plurality of reaction vessels is formed as an array of depres-
sions on a first surface. In other cases, however, the plurality
of reaction vessels may be formed by mating a sealing com-
ponent comprising a plurality of depressions with a substrate
that may either have a featureless surface or include depres-
sions aligned with those on the sealing component. Any ofthe
device components, for example, the substrate or sealing
component, may be fabricated from a compliant material,
e.g., an elastomeric polymer material, to aid in sealing. The
surfaces may be or made to be hydrophobic or contain hydro-
phobic regions to minimize leakage of aqueous samples from
the microwells. The reactions vessels, in certain embodi-
ments, may be configured to receive and contain only a single
capture object.

[0081] Insome embodiments, the reaction vessels may all
have approximately the same volume. In other embodiments,
the reaction vessels may have differing volumes. The volume
of each individual reaction vessel may be selected to be
appropriate to facilitate any particular assay protocol. For
example, in one set of embodiments where it is desirable to
limit the number of capture objects used for biomarker cap-
ture contained in each vessel to a small number, the volume of
the reaction vessels may range from attoliters or smaller to
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nanoliters or larger depending upon the nature of the capture
objects, the detection technique and equipment employed, the
number and density of the wells on the substrate and the
expected concentration of capture objects in the fluid applied
to the substrate containing the wells. In one embodiment, the
size of the reaction vessel may be selected such only a single
capture object used for biomarker capture can be fully con-
tained within the reaction vessel (see, for example, U.S.
patent application Ser. No. 12/731,130, filed Mar. 24, 2010,
published as US-2011-0212848 on Sep. 1, 2011, entitled
“ULTRA-SENSITIVE DETECTION OF MOLECULES OR
PARTICLES USING BEADS OR OTHER CAPTURE
OBIJECTS,” by Duffy et al.; International Patent Application
No. PCT/US2011/026645, filed Mar. 1, 2011, published as
WO 2011/109364 on Sep. 9, 2011, entitled “ULTRA-SEN-
SITIVE DETECTION OF MOLECULES OR PARTICLES
USING BEADS OR OTHER CAPTURE OBIECTS,” by
Dufty et al., each herein incorporated by reference).

[0082] In some embodiments, the reaction vessels may
have a volume between about 1 femtoliter and about 1
picoliter, between about 1 femtoliters and about 100 femto-
liters, between about 10 attoliters and about 100 picoliters,
between about 1 picoliter and about 100 picoliters, between
about 1 femtoliter and about 1 picoliter, or between about 30
femtoliters and about 60 femtoliters. In some cases, the reac-
tion vessels have a volume of less than about 1 picoliter, less
than about 500 femtoliters, less than about 100 femtoliters,
less than about 50 femtoliters, or less than about 1 femtoliter.
In some cases, the reaction vessels have a volume of about 10
femtoliters, about 20 femtoliters, about 30 femtoliters, about
40 femtoliters, about 50 femtoliters, about 60 femtoliters,
about 70 femtoliters, about 80 femtoliters, about 90 femtoli-
ters, or about 100 femtoliters.

[0083] The total number of locations and/or density of the
locations employed in an assay (e.g., the number/density of
reaction vessels in an array) can depend on the composition
and end use of the array. For example, the number of reaction
vessels employed may depend on the number of types of
biomarker molecule and/or binding ligand employed, the sus-
pected concentration range of the assay, the method of detec-
tion, the size of the capture objects, the type of detection
entity (e.g., free labeling agent in solution, precipitating
labeling agent, etc.). Arrays containing from about 2 to many
billions of reaction vessels (or total number of reaction ves-
sels) can be made by utilizing a variety of techniques and
materials. Increasing the number of reaction vessels in the
array can be used to increase the dynamic range of an assay or
to allow multiple samples or multiple types of biomarker
molecules to be assayed in parallel. The array may comprise
between one thousand and one million reaction vessels per
sample to be analyzed. In some cases, the array comprises
greater than one million reaction vessels. In some embodi-
ments, the array comprises between about 1,000 and about
50,000, between about 1,000 and about 1,000,000, between
about 1,000 and about 10,000, between about 10,000 and
about 100,000, between about 100,000 and about 1,000,000,
between about 100,000 and about 500,000, between about
1,000 and about 100,000, between about 50,000 and about
100,000, between about 20,000 and about 80,000, between
about 30,000 and about 70,000, between about 40,000 and
about 60,000 reaction vessels. In some embodiments, the
array comprises about 10,000, about 20,000, about 50,000,
about 100,000, about 150,000, about 200,000, about 300,000,
about 500,000, about 1,000,000, or more, reaction vessels.
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[0084] The array of reaction vessels may be arranged on a
substantially planar surface or in a non-planar three-dimen-
sional arrangement. The reaction vessels may be arrayed in a
regular pattern or may be randomly distributed. In a specific
embodiment, the array is a regular pattern of sites on a sub-
stantially planar surface permitting the sites to be addressed in
the X-Y coordinate plane.

[0085] In some embodiments, the reaction vessels are
formed in a solid material. As will be appreciated by those in
the art, the number of potentially suitable materials in which
the reaction vessels can be formed is very large, and includes,
but is not limited to, glass (including modified and/or func-
tionalized glass), plastics (including acrylics, polystyrene and
copolymers of styrene and other materials, polypropylene,
polyethylene, polybutylene, polyurethanes, cyclic olefin
copolymer (COC), cyclic olefin polymer (COP), Teflon®,
polysaccharides, nylon or nitrocellulose, etc.), elastomers
(such as poly(dimethyl siloxane) and poly urethanes), com-
posite materials, ceramics, silica or silica-based materials
(including silicon and modified silicon), carbon, metals, opti-
cal fiber bundles, or the like. In general, the substrate material
may be selected to allow for optical detection without appre-
ciable autofluorescence. In certain embodiments, the reaction
vessels may be formed in a flexible material.

[0086] A reaction vessel in a surface (e.g., substrate or
sealing component) may be formed using a variety of tech-
niques known in the art, including, but not limited to, photo-
lithography, stamping techniques, molding techniques, etch-
ing techniques, or the like. As will be appreciated by those of
the ordinary skill in the art, the technique used can depend on
the composition and shape of the supporting material and the
size and number of reaction vessels.

[0087] In a particular embodiment, an array of reaction
vessels is formed by creating microwells on one end of a fiber
optic bundle and utilizing a planar compliant surface as a
sealing component. In certain such embodiments, an array of
reaction vessels in the end of a fiber optic bundle may be
formed as follows. First, an array of microwells is etched into
the end of a polished fiber optic bundle. Techniques and
materials for forming and etching a fiber optic bundle are
known to those of ordinary skill in the art. For example, the
diameter of the optical fibers, the presence, size and compo-
sition of core and cladding regions of the fiber, and the depth
and specificity of the etch may be varied by the etching
technique chosen so that microwells of the desired volume
may be formed. In certain embodiments, the etching process
creates microwells by preferentially etching the core material
of the individual glass fibers in the bundle such that each well
is approximately aligned with a single fiber and isolated from
adjacent wells by the cladding material. Potential advantages
of the fiber optic array format is that it can produce thousands
to millions of reaction vessels without complicated microfab-
rication procedures and that it can provide the ability to
observe and optically address many reaction vessels simulta-
neously.

[0088] Each microwell may be aligned with an optical fiber
in the bundle so that the fiber optic bundle can carry both
excitation and emission light to and from the wells, enabling
remote interrogation of the well contents. Further, an array of
optical fibers may provide the capability for simultaneous or
non-simultaneous excitation of molecules in adjacent vessels,
without signal “cross-talk” between fibers. That is, excitation
light transmitted in one fiber does not escape to a neighboring
fiber.
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[0089] Alternatively; the equivalent structures of a plurality
of reaction vessels may be fabricated using other methods and
materials that do not utilize the ends of an optical fiber bundle
as a substrate. For example, the array may be a spotted,
printed or photolithographically fabricated substrate pro-
duced by techniques known in the art; see for example WO95/
25116; W095/35505; PCT US98/09163; U.S. Pat. Nos.
5,700.637, 5,807,522, 5,445,934, 6,406,845, and 6,482,593.
In some cases, the array may be produced using molding,
embossing, and/or etching techniques as will be known to
those of ordinary skill in the art.

[0090] In some embodiments, the plurality of locations
may not comprise a plurality of reaction vessels/wells. For
example, in embodiments where capture objects are
employed, a patterned substantially planar surface may be
employed and the patterned areas form a plurality of loca-
tions. In some cases, the patterned areas may comprise sub-
stantially hydrophilic surfaces which are substantially sur-
rounded by substantially hydrophobic surfaces. In certain
embodiments, a plurality of capture objects (e.g., beads) may
be substantially surrounded by a substantially hydrophilic
medium (e.g., comprising water), and the beads may be
exposed to the patterned surface such that the beads associate
in the patterned areas (e.g., the hydrophilic locations on the
surface). thereby spatially segregating the plurality of beads.
For example, in one such embodiment, a substrate may be or
include a gel or other material able to provide a sufficient
barrier to mass transport (e.g., convective and/or diffusional
barrier) to prevent capture objects used for biomarker capture
and/or precursor labeling agent and/or labeling agent from
moving from one location on or in the material to another
location so as to cause interference or cross-talk between
spatial locations containing different capture objects during
the time frame required to address the locations and complete
the assay. For example, in one embodiment, a plurality of
capture objects is spatially separated by dispersing the cap-
ture objects on and/or in a hydrogel material. In some cases,
a precursor labeling agent may be already present in the
hydrogel, thereby facilitating development of a local concen-
tration of the labeling agent (e.g., upon exposure to a binding
ligand or biomarker molecule carrying an enzymatic compo-
nent). As still yet another embodiment, the capture objects
may be confined in one or more capillaries. In some cases, the
plurality of capture objects may be absorbed or localized on a
porous or fibrous substrate, for example, filter paper. In some
embodiments, the capture objects may be spatially segregated
on a uniform surface (e.g., a planar surface), and the capture
objects may be detected using precursor labeling agents
which are converted to substantially insoluble or precipitating
labeling agents that remain localized at or near the location of
where the corresponding capture object is localized. The use
of such substantially insoluble or precipitating labeling
agents is described herein. In some cases, single biomarker
molecules may be spatially segregated into a plurality of
droplets. That is, single biomarker molecules may be substan-
tially contained in a droplet containing a first fluid. The drop-
let may be substantially surrounded by a second fluid,
wherein the second fluid is substantially immiscible with the
first fluid.

[0091] Insome embodiments, during the assay, at least one
washing step may be carried out. In certain embodiments, the
wash solution is selected so that it does not cause appreciable
change to the configuration of the capture objects and/or
biomarker molecules and/or does not disrupt any specific
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binding interaction between at least two components of the
assay (e.g., a capture component and a biomarker molecule).
In other cases, the wash solution may be a solution that is
selected to chemically interact with one or more assay com-
ponents. As will be understood by those of ordinary skill in
the art, a wash step may be performed at any appropriate time
point during the inventive methods. For example, a plurality
of capture objects may be washed after exposing the capture
objects to one or more solutions comprising biomarker mol-
ecules, binding ligands, precursor labeling agents, or the like.
As another example, following immobilization of the biom-
arker molecules with respect to a plurality of capture objects,
the plurality of capture objects may be subjected to a washing
step thereby removing any biomarker molecules not specifi-
cally immobilized with respect to a capture object.

[0092] Other assay methods in addition to those described
herein are known in the art and may be used in connection
with the inventive methods. For example, various analyzers
are commercially available for the determination of the con-
centration of biomarkers. The assay methods employed
should meet the algorithm requirements for LOD and LOQ.
[0093] The following examples are included to demon-
strate various features of the invention. Those of ordinary skill
in the art should, in light of the present disclosure, will appre-
ciate that many changes can be made in the specific embodi-
ments which are disclosed while still obtaining a like or
similar result without departing from the scope of the inven-
tion as defined by the appended claims. Accordingly, the
following examples are intended only to illustrate certain
features of the present invention, but do not necessarily exem-
plify the full scope of the invention.

Example 1

[0094] The following example provides experimental
details relating to prognostication of neurological outcome in
comatose survivors of oxygen deprivation.

[0095] 26 unconscious patients were resuscitated with res-
toration of spontaneous circulation (ROSC). All included
patients were >18 years old, had systolic blood pressure >80
mmHg for more than 5 min after ROSC, and were uncon-
scious (prior to the use of sedatives/hypnotics) with a Glas-
gow Coma Scale (GCS) <7. Patients with a terminal disease
or a primary coagulopathy were excluded, as were patients
admitted more than 6 h after cardiac arrest. Serial blood
samples were collected within 6 h after cardiac arrest, and
continued at intervals from 1-108 h. Inclusion criteria
included age >18 years old, systolic BP>80 mmHg after
ROSC, and a Glasgow Coma Scale <7.

[0096] Uponadmission, hypothermia treatment was started
immediately after resuscitation. Ventilation was administered
during the coma period, with a target PaO, of =12 kPa (90
mmHg) and PaCQO, between 5.0 and 5.5 kPa (38-41 mmHg).
Targeted mean arterial pressure was 65-100 mmHg, with
application of inotropic/vasopressor support, if required,
using dobutamine as the first line medication, followed by
noradrenaline (norepinephrine) or adrenaline (epinephrine),
if necessary. If the patient was considered euvolaemic but had
a diuresis of less than 0.5 ml/kg/h, furosemide was adminis-
tered. Furosemide was also given if the intensive care physi-
cian considered that the patient had a fluid overload. All
patients received an arterial line in the radial or femoral artery
for blood sampling.

[0097] Patient outcome was assessed in accordance with
the Glasgow-Pittsburgh cerebral performance category
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(CPC) scale at discharge from the intensive care unit and 6
months later. The CPC scale ranges from 1 to 5, with 1
representing mildest possible neurological deficit (patient is
able to return to work), and 4-5 representing the most severe
deficit (vegetative) and death. A CPC of 1 or 2 was considered
a“good” outcome and a CPC score of 3-5 a “poor” outcome.
For patients who died after ICU discharge, the better of the
two scores was used, as recommended by the Utstein tem-
plates.

[0098] Serial blood samples were collected for each
sample, starting as soon as possible in the emergency phase
(within 6 h after cardiac arrest), and continuing at 1, 2, 6, 12,
24, 48,72, 96, and 108 h after cardiac arrest. Serum aliquots
were frozen until assayed. Samples were measured in tripli-
cate using the assay method described in Example 2. The
assay had a dynamic range to 250 pg/mL, with limit of quan-
tification of less than 0.04 pg/mL, enabling measurement of
low abundance serum AP42 (i.e., beta-amyloid (1-42)) in all
samples. Applicant notes the measurements carried out in this
study would not be possible with most current Ap42 assay
methods due to insufficient sensitivity. All patients exhibited
a significant time-dependent elevation of Ap42. After a lag
period of about 10 or more hours, significant AP42 elevations
were observed. Elevations ranged from approximately 50%
to over 30-fold, with most elevations in the range of 3-10-fold
(average approximately 7-fold).

[0099] FIG. 2 depicts representative exemplary time course
profiles for patients with (a-c) “good” and (d-f) “poor”
6-month outcomes. Serum AP42 measurements followed
resuscitation from cardiac arrest. CPC scores depicted are
after discharge from the ICU and 6 months later. In particular,
FIG. 2 (a) depicts data from the patient exhibiting the highest
baseline AB42 and smallest relative increase in Ap42 among
all patients (two sets of data points run on different days are
shown); (d) depicts data from the patient exhibiting the larg-
est relative increase from baseline (35-fold), with AB42 rising
60+ hours; (c and f) depict comparative data from two patients
with a CPC score of 3 upon discharge from the ICU. The
patient exhibiting the more modest increase in AP42 (c)
recovered good brain function (CPC 1), while the patient
exhibiting the greater increase in AB42 (f) did not recover.

[0100] Quantitative differences in the appearance of the
AP42 profiles were examined to determine a correlation with
patient outcome. Profile parameters examined were: increase
in beta-amyloid concentration (e.g., the magnitude of the
rise), the fold increase of beta-amyloid concentration (e.g.,
the ratio of the peak AB42 to the baseline value), the maxi-
mum slope of the AP42 rise, and the duration of increase of
beta-amyloid concentration (e.g., duration of over which the
AP42 exhibited increasing values) (see FIG. 2 for an exem-
plary graph including these parameters). Table 2 shows the
CPC assessment for the patients by their attending neurolo-
gists. Table 3 shows the correlation of Ap42 profile param-
eters (FIG. 3) with overall six-month outcome (0="good,”
1="poor”). For each AP42 profile parameter, patients were
sorted in either “good” or “poor” columns. Average values of
each parameter for good outcomes were compared with aver-
age values for poor outcomes. Student t-test results for sig-
nificance between good vs. poor were then calculated, as
summarized in Table 3. In addition, an Af42 Score was cal-
culated by summing the AR42 profile parameters of magni-
tude, rise ratio, and duration of rise (the three parameters that
demonstrated statistical significance). Ap42 Score was also
evaluated for statistical significance between good and poor
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outcomes, and its significance was found to be enhanced TABLE 2-continued
relative to the individual AP42 profile parameters (P=0.
00009). Table 4 summarizes the statistical significance of Best ever
outcome
AB?Q proﬁle. parameters and A[SAZ S.cor.e. A P of 0.00009 CPCICU  CPCS  (0=good
mdlcaFes a high degree of statistical significance that Af42 @ @clDge  n®ths 1 =pod®
Score is different between good and poor outcomes. 100% of -
patients with an Ap42 Score >50 had poor six month out- }'f %ISTZ’Q%QA‘% i é (1)
N . . .
comes. 90% of patients with an AB42 Score <50 had good six " BK 321215 5 5 1
month outcomes. 13 BE 470824 3 1 0
[0101] These results indicate that blood tests for Af42 in 14 LM 380510 4 5 1
the initial days following hypoxic insult can predict six- }g EISJ 3373836?39 i ; (1)
month patient outcome with a high degree of accuracy. 17 SP3®326 N 1 0
18 AT 320419 4 5 1
TABLE 2 19 UF 450604 2 2 0
20 BJ 43(@20 4 2 0
Best ever 21 KM 461001 2 2 0
outcome 22 JDK 371020 5 5 1
CPCICU CPC6 (0 = good. 23 SW 483701 3 2 0
@ @ct®ge  n®ths  1=po® 24 HWA450322 2 1 0
- 25 POL D@02 5 5 1
Lo JAR04 ! ! 0 2% LP470807 3 3 1
2 PL 610228 2 1 0 )
3 AL 071008 ) . 0 28 GI 44818 4 5 1
1 RR 270510 ) ) 0 29 7D 330927 5 5 1
5 GR 0905 3 1 0 30 EC 500929 5 5 1
6 MA 230225 5 5 1 31 112 221008 3 5 1
7 AA 82606 4 5 1 32 NI4:@820 5 5 1
8 OL 510528 4 2 0
9 AO 3(@128 5 5 1 @ indicates text missing or illegible when filed
TABLE 3
Magnitude of Duration of rise Rise ratios Slope
increase (pg/mL) (hr) {fold increase) (pg/ml/hr) Abeta score
Patient Good Poor Good Poor Good Poor Good Poor Good Poor
MA 230225 18 5 0.61
AA 800606 6.8 60 35 0.155 101.8
OL510528 12 31 5 0.316 48
LS550912 124 24 5 0.517 414
HT 450413 4.6 63 5.6 0.242 732
BK 321215 8.6 7 9.6 0.037 89.2
BE 470824 5.0 30 6.3 0.168 4135
PU 330609 7.8 10 3.0 0.6 214
ES 370313 14 60 8 033 82
SP 350326 8.2 12 1.63 0.656 21.83
UE 450604 7.2 25 8.75 0.266 40.95
BJ430420 11 54.5 6.5 0.202 72
KM 461001 4 10 2.3 04 16.3
JDK 371020 14 33 0.93
SW 480701 7.1 1 3.95 0.546 12.05
HW 450322 6.4 12 2.6 0.256 21
POL 290502 9.1 346 0.758
LP 470607 123 51 ) 0.293 72
GJ 430818 95 84 16.8 0.174 1103
7D 330927 6.8 14.6 0358
EG 500929 144 30 7 0.48 514
112 221008 79 63 43 0.208 80.2
NL 470320 72 56 154 0.141 78.6
AVG 8.12 1025 20.95 60.33 4.56 10.52 0.39 037 33.63 82.08

t-tost (P) 0.081455564 0.000014 0.023243907 0.399662724 0.000009
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TABLE 4
t-test “Good” vs “Poor” 6 Mo Outcome P
1. Max slope of Ab42 rise 0.400
2. Magnitude of Ab42 rise 0.0815
3. Ab42 rise ratio 0.0232
4. Duration of Ab42 rise 0.000014
5. Overall Ab42 Score (sum of 2-4) 0.000009

6 Mo Outcome

Poor Good
Ab42 score <50 0 9
>50 9 1
Sensitivity for calling poor outcome: 9/9 (100%)
Specificity for calling good outcome: 9/10 (90%)
Example 2

[0102] The following example describes a beta-amyloid
(1-42) (i.e., AP42) ultra-sensitive digital immunoassay for
plasma amyloid p42 using single molecule arrays.

Summary

[0103] AP42 has gained attention in the last 15 years as a
biomarker correlating with Alzheimer’s disease (AD) onset,
mild cognitive impairment, vascular dementia, and other cog-
nitive disorders. Substantial clinical data has validated the
disease relevance of cerebral spinal fluid (CSF) levels of
AP42, and there has been significant interest in measuring
blood levels of the biomarker. However, the concentrations of
AP42in plasma are close to or below the limits of detection of
most current immunoassay methods, making their precise
determination challenging. A single molecule capable assay
technology was utilized in this example to develop and vali-
date an ultra-sensitive assay for measuring Ap42 in plasma.

[0104] Reagents were developed for a paramagnetic bead-
based ELISA. AB42 molecules in plasma were captured on
antibody-coated paramagnetic capture beads and labeled
with an enzyme conjugate. The beads were loaded into arrays
of 50,000, 50-femtoliter reaction wells etched into bundles of
optical fibers. Single capture beads trapped in each well were
sealed in the presence of enzyme substrate and imaged using
a fluorescence microscope fitted with a CCD camera. At low
concentrations, the images were analyzed for the presence or
absence of single immunocomplexes of labeled Af42, result-
ing in a digital signal. At high concentrations, the analog
intensity of the beads was normalized to the digital signals,
extending the dynamic range of the assay to over four logs.
Analytical performance of the assay was evaluated, and
plasma and CSF samples from Alzheimer’s disease patients
and normal control subjects were tested for AR42.

[0105] The assay described in this example has a detection
limit (i.e., LOD) of 0.02 pg/mL and was linear to 250 pg/mL
AP42 (R2>0.999). Recovery of AP42 spikes in plasma aver-
aged 103% of expected. The assay exhibited no cross reac-
tivity to shorter peptide variants Af38 and AB40, and 11-16%
cross reactivity to the longer variant Ap43. Intra-assay coef-
ficients of variation (CV) were less than 10% down to 0.5
pg/mL. Total CVs (intra-assay and inter-assay) across six
days of testing were 6.1%, 5.7%, and 10.0% for Ap42 levels
of 0.5, 1.0, and 5.0 pg/mL, respectively. The limit of quanti-
fication was estimated by testing ultra low panels of depleted
plasma on multiple days. The total CVs were less than 20%
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for all ultra low panels tested (lowest panel 0.072 pg/mL),
vielding an estimated limit of quantification (LOQ) of 0.042
pg/mL (0.189 fmol/L) using a criterion of 20%. Results using
CSF samples from AD patients and age-matched normal con-
trol subjects showed excellent discrimination between the
two populations, but results with plasma samples obtained
from these same individuals showed no discrimination.
[0106] Further Description:

[0107] Beta-amyloid peptides are 36-43 amino acid pro-
teolytic products from the amyloid precursor protein that
have gained considerable attention in the last 15 years as a
biomarker correlating with Alzheimer’s disease onset, mild
cognitive impairment, vascular dementia, and other cognitive
disorders Clinical validation has now been developed around
disease relevance of cerebral spinal fluid levels of Ap42, and
there follows a significant interest in measuring blood levels
of this biomarker. The interest originates in part from exten-
sive pharmacologic efforts aimed at blocking production of
beat-amyloid through inhibition of p-secretase and y-secre-
tase activating protein, and use of plasma measurements of
amyloid f peptides as outcome indicators. Concentrations of
AP42 in plasma are, however, over 100-fold lower than in
cerebrospinal fluid. Recently reported was a blinded profi-
ciency survey of several laboratories assaying plasma Af42
with different ELISA protocols. The survey showed high
inter-lab variability in measured AP42 values and a broad
range of intra-assay CVs; inter-assay CVs were not evaluated.
A high-sensitivity ELISA for measurement of plasma Ap42
has been reported, but potential therapeutic strategies aimed
at lowering AB42 may put robust measurement of the peptide
in blood beyond the reach of all current ELISA methods. To
address this, a solid-phase extraction was recently developed
and reverse-phase HPLC pre-treatment aimed at concentrat-
ing plasma levels of Af42 for improved immunoassay quan-
tification. Enrichment of plasma Ap42 by these procedures
was found to lower the limit of detection to approximately 1
pg/mL, allowing quantification of the peptide in normal
plasma at levels previously below the detection limit of even
the high-sensitivity ELISA.

[0108] This example described the development and vali-
dation of a novel digital immunoassay using single molecule
array technology that is capable of measuring Af42 in both
normal and highly depleted plasma without biomarker
enrichment or sample pretreatment procedures. The assay
exhibits over 1000-fold greater sensitivity than validated
commercially available ELISAs, and more than 50-fold
greater sensitivity than what have been attainable using
sample enrichment procedures described to date. The assay
can be used for directly measuring and monitoring plasma
AP42 in therapeutic trials aimed at altering and lowering
levels of this peptide, down to sub-femtomolar levels.
[0109] The single molecule array technology employed
two primary steps: a standard ELISA conducted with para-
magnetic beads, followed by isolation of individual beads in
arrays of femtoliter-sized reaction wells for digital imaging.
Isolation of the individual beads in microwells permits the
buildup of fluorescent product from the enzyme label such
that signal from a single immunocomplex is readily detected
using a CCD camera. This approach permits counting of
single molecules when Ap42 concentrations are low enough
that the ratio of bound labeled peptide per bead is much less
than one. In this concentration realm, Poisson statistics pre-
dict that bead-containing microwells in the array will contain
either a single labeled AP42 molecule or no labeled AR42
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molecules, resulting in a binary signal. Due to the amplified
sensitivity for detecting label molecules afforded by confin-
ing fluorescent product buildup to the microwells, concentra-
tions of label (detector anti-A 42 antibody and enzyme label)
can be reduced relative to standard ELISAs. Lowered con-
centrations of 1abeling reagents reduces their interaction with
capture beads, resulting in reduced nonspecific binding
enabling high signal to background ratios, even at extremely
low concentrations of biomarker. For higher biomarker con-
cenfrations where all beads contain one or more labeled
immunocomplexes, digital signals from the Poisson realm are
used to calibrate analog intensity measurements, extending
the dynamic range to over four logs.

[0110] Three reagents were developed for this AB42 immu-
noassay: capture beads, biotinylated detector, and a conjugate
of streptavidin:beta-galactosidase. The capture bead reagent
comprised ofa commercially available monoclonal anti Af42
antibody (Covance) directed to a N-terminus epitope (amino
acids 3-8). The antibody was covalently attached by standard
coupling chemistry to 2.7 um carboxy paramagnetic micro-
beads (Varian). Because individual beads were captured in
array wells 4.5 pm widex3.25 pm deep, it was important that
the capture beads remain monomeric. The antibody-coated
beads were diluted to a working concentration of 5x10°
beads/mL in Tris buffer with a surfactant and BSA. The
biotinylated detector reagent was comprised of a commer-
cially available monoclonal anti Af42 antibody (Invitrogen)
directed to the C-terminus of the peptide. The antibody was
biotinylated using standard methods (Solulink), and the bioti-
nylation level was confirmed spectrophotometrically per
manufacturer’s instructions. The monomeric state of the
detector antibody before and after biotinylation was con-
firmed by size exclusion HPLC. The biotinylated detector
antibody was diluted to a concentration of 0.1 mg/ml for
assay in a PBS diluent containing a surfactant and newborn
calf serum, NCS (PBS/NCS). The enzyme conjugate—
streptavidin: f-galactosidase (SPG)—was prepared by cova-
lent conjugation of purified streptavidin (Thermo Scientific)
and p-galactosidase (Sigma) using standard coupling chem-
istry  (1-ethyl-3-(3-dimethylaminopropyl)  carbodiimide
hydrochloride, Thermo Scientific). Aliquots of a concen-
trated stock solution of SPG were prepared in PBS with 50%
glycerol and transferred to =20° C. for storage. Prior to assay,
an aliquot was thawed and diluted to 25 pM in PBS/NCS with
MgCl,. Purified AP42 antigen for calibrators and peptide
variants AP38, AP40, and AP43 for specificity testing were
from Merck.

[0111] Assay calibrators and controls were prepared by
dilution of Ap42 stock in PBS diluent containing a surfactant
and BSA (PBS/BSA). In some cases, a stock solution pre-
pared by dilution to 3.5 ng/mL in PBS/Tween-20. For
dynamic range/linearity characterization, a series of calibra-
tors were prepared by serial 3-fold dilution to give a calibra-
tion range of 0-250 pg/mL. To evaluate assay day-to-day
reproducibility at low concentrations, three low controls were
prepared at 0.5, 1.0, and 5.0 pg/mL in PBS/BSA. To estimate
the limit of quantification (LOQ), three ultra-low plasma
controls were prepared using a pool of immunodepleted nor-
mal human EDTA plasma. Immunodepletion was accom-
plished by incubation overnight at 2-8° C. with shaking of 5
mL of plasma with 1x10° AP42 capture beads prepared as
described above. The immunodepleted plasma was used as an
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ultra low plasma control, along with two additional ultra-low
controls of immunodepleted plasma spiked with trace
amounts of AP42.

[0112] 50,000 well optical fiber microarrays were prepared
as previously described. In brief, optical fiber bundles (Schott
North America) were cut into 5 cm lengths and sequentially
polished with 30, 9, and 1 um-sized diamond lapping films.
One end of each bundle was etched ina 0.025 N HCl solution
for 2 minutes and then submerged into water. The differential
etch rate of the core and cladding glass of the fiber bundles
caused an array of 4.5 um diameter wells to be formed in the
core fibers.

[0113] Bead-plasma incubations and labeling of immuno-
complexes in conical 96 well plates (Axygen) were con-
ducted using a robotic liquid handling system (Tecan EVO
150). Conical wells are used to facilitate magnetic attraction
of the beads to the sides of the wells for efficient removal of
reaction mixtures and bead washing. For magnetic attraction,
a microplate bar magnet (Invitrogen) was used. Incubation
periods were conducted with shaking on a microplate shaker
(VWR) to keep beads suspended in the wells. The assays were
initiated by mixing 100 uL of sample with 500,000 capture
beads, and the mixtures were incubated with shaking for two
hours. Plasma samples were pre-diluted 1:4 prior to assay
with PBS/BSA as a precaution for sample quality and inter-
ference effects. Following incubation, the beads were washed
3 times with a wash buffer of 5-fold concentrated PBS with a
surfactant (5xPBS). 100 uL of biotinylated detector antibody
was then added and incubated with the beads for 45 minutes.
After a second sequence of three washes with 5xPBS, 100 pL,
of streptavidin-p-galactosidase was incubated with the beads
for 30 minutes to form the final enzyme-labeled immunocom-
plex. The beads were then washed six times per above, and
concentrated to 2x107 beads/ml with the addition of areduced
volume (25 ul) of array loading buffer comprised of PBS
with a surfactant. Beads were then loaded onto the arrays. 10
uL of the concentrated bead solution (2x10° beads) were
pipetted onto the arrays and the arrays were centrifuged at
1,300 g for 10 minutes. Excess beads were removed by a PBS
rinse and swabbing with deionized water. With this technique,
array filling by the beads was generally 50-60%, which was
adequate for minimizing contributions to imprecision from
Poisson noise. Wells containing labeled A42-labeled beads
were detected utilizing f$-galactosidase catalyzed hydrolysis
of resorufin p-D-galactopyranoside (RGP, Invitrogen) into
fluorescent product (resorufin, excitation 558 nm, emission
577 nm). To introduce RGP substrate to the array wells,
droplets of substrate were placed on a silicone gasket and
introduced into the array wells with a mechanical platform.
This step resulted in an array of sealed femtoliter wells in
which enzyme-containing beads developed a concentrated
fluorescence signal.

[0114] Imaging was accomplished via a custom-built fluo-
rescence imaging system containing a light source, objec-
tives, filter cubes and a CCD camera. For each sample, five
fluorescent images of one second each were acquired (to
identify wells containing an enzyme) and one white light
image was acquired (to identify wells containing a bead).
Background fluorescence and any contaminating artifacts
were discriminated from true “positive’ wells by analyzing for
signal growth over the multiple images. These images were
analyzed to determine the average number of enzymes per
bead (AEB) across the concentration range. In some cases, at
<50% active beads, the system was determined to be in the
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digital realm, so AEB was be determined from the fraction of
beads that contain at least one enzyme and the Poisson dis-
tribution; and at >50% active beads, the average fluorescence
intensity of the beads was normalized to the average fluores-
cence intensity of beads containing a single enzyme to yield
AEB. In other cases, at <70% active beads relative to total
beads, AEB was determined as a count of active beads cor-
rected for alow statistical probability of multiple enzymes per
bead; and at >70% active beads, the probability of multiple
enzymes/bead increases such that all wells contain multiple
enzymes and all are growing in signal and in this realm, the
signal is was no longer digital, and average fluorescence
intensities of the wells were converted to AEB based on the
average intensities of wells containing single enzymes as
determined at lower AP42 concentrations. The AEB unit
worked continuously across the digital and analog realms.

[0115] For description of various details associate with this
assay, see, for example, U.S. patent application Ser. No.
12/731,130, filed Mar. 24, 2010, published as US-2011-
0212848 on Sep. 1, 2011, entitled “ULTRA-SENSITIVE
DETECTION OF MOLECULES OR PARTICLES USING
BEADS OR OTHER CAPTURE OBJECTS,” by Duffyetal.;
International Patent Application No. PCT/US2011/026645,
filed Mar. 1, 2011, published as WO 2011/109364 on Sep. 9,
2011, entitled “ULTRA-SENSITIVE DETECTION OF
MOLECULES OR PARTICLES USING BEADS OR
OTHER CAPTURE OBJECTS;” by Duffy et al.; Interna-
tional Patent Application No. PCT/US2011/026657, filed
Mar. 1, 2011, published as WO 2011/109372 on Sep. 9, 2011,
entitled “ULTRA-SENSITIVE DETECTION OF MOL-
ECULES USING DUAL DETECTION METHODS,” by
Duffyetal.; U.S. patent application Ser. No. 12/731,135, filed
Mar. 24, 2010, published as US-2011-0212462 on Sep. 1,
2011, entitled “ULTRA-SENSITIVE DETECTION OF
MOLECULES USING DUAL DETECTION METHODS,”
by Duffy et al.; International Patent Application No. PCT/
US2011/026665, filed Mar. 1, 2011, published as WO 2011/
109379 on Sep. 9, 2011, entitled “METHODS AND SYS-
TEMS FOR EXTENDING DYNAMIC RANGE IN
ASSAYS FOR THE DETECTION OF MOLECULES OR
PARTICLES,” by Rissin et al.; U.S. patent application Ser.
No. 12/731,136, filed Mar. 24, 2010, published as US-2011-
0212537 on Sep. 1, 2011, entitled “METHODS AND SYS-
TEMS FOR EXTENDING DYNAMIC RANGE IN
ASSAYS FOR THE DETECTION OF MOLECULES OR
PARTICLES,” by Duffy et al.; U.S. patent application Ser.
No. 13/035,472, filed Feb. 25, 2011, entitled “SYSTEMS,
DEVICES, AND METHODS FOR ULTRA-SENSITIVE
DETECTION OF MOLECULES OR PARTICLES,” by
Fournier et al.; U.S. patent application Ser. No. 13/037,987,
filed Mar. 1, 2011, published as US-2011-0245097 on Oct. 6,
2011, entitled “METHODS AND SYSTEMS FOR
EXTENDING DYNAMIC RANGE IN ASSAYS FOR THE
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DETECTION OF MOLECULES OR PARTICLES,” by Ris-
sin et al.; each herein incorporated by reference.

[0116] FIG. 4 shows a representative calibration dose-re-
sponse of the AP42 assay up to 250 pg/mL. The assay dem-
onstrated a highly linear response, with a linear regression R*
of 0.9993. The inset highlights the low background at very
low AP42 concentrations. In a study of calibration curves
obtained on six different days, the mean signal to noise ratio
at 1.0 pg/mL was 15.7 (SD 2.2). Limits of detection (3SD
method) across the six days ranged from 0.014 to 0.032
pg/mL, with an average of 0.020 pg/mL (0.09 fmol/L), rep-
resenting greater than four logs of assay range. In particular,
FIG. 4 shows a representative dose-response of the digital
AP42 immunoassay. Y-axis refers to the average number of
label enzymes per individual microbead captured in the
microwells of the optical fiber array. The inset highlights the
low background obtained with single-molecule counting and
digital quantification of extremely low analyte levels. Analy-
sis of six separate calibration curves gave a mean signal to
noise ratio at 1.0 pg/mL of 15.7 (SD 2.2).

[0117] Linearity in the extreme low end of the assay range
was further evaluated by a series of four-fold dilutions (to
256-fold) of depleted plasma that had been spiked with 4
pe/mL AP42. The average recovery across the dilutions was
within 0.02 pg/mL of the expected values. At the final 256-
fold dilution, the assay measured an AP42 value of 0.118
pg/mL as compared with an expected value 0.099 pg/mL.
[0118] Recovery was evaluated by spiking 25 pg/ml. Af42
into four normal plasma samples as well as the depleted
plasma pool. Recoveries ranged from 91.5-113.4%, with an
average of 103.6%.

[0119] Specificity of the assay for AB42 was evaluated by
assaying 0.5,1.0, 5.0, 10and 50 pg/mL of the peptide variants
AP38, AB40, and AP43 in PBS/BSA. No detectable cross
reactivity was noted for the shorter Ap38 and AB40 peptides,
while the longer AR43 variant exhibited a cross reactivity of
11-16%.

[0120] Limits of detection (LOD) were estimated as three
standard deviations above the zero calibrator across calibra-
tion curves on six separate days (n=3 replicates per curve).
LODs ranged from 0.014 to 0.032 pg/mL, with an average of
0.020 pg/mL (0.09 fmol/L).

[0121] Limit of quantification (LOQ) was estimated with
guidance from NCCLS EP17-A [20]. Total CVs from low
panel members assayed on multiple days (Table 5) were
plotted vs. their respective measured value (FIG. 5). The
analyte concentration at which the assay’s total measurement
variation crossed 20% CV was taken to represent an esti-
mated LOQ. Because none of the total CVs exceeded 20%,
the 20% threshold was extrapolated from the equation of a
non-linear power fit of the data (R*=0.703, KaleidaGraph). A
LOQ of 0.032 pg/mL (0.144 fmol/L) was estimated at the
20% threshold.

TABLE 5

Study 1: Within-run Imprecision

pg/ml Ap42
Panel result1 result2 result3 result4 result5 result6 AVG  SD cv
L1 0.41 0.4 0.35 0.36 0.37 0.37 0.38 0.026 6.8%
12 0.83 0.74 0.69 0.75 0.69 0.70 0.73 0.056 7.7%
13 3.82 4.04 3.81 345 3.38 4.18 3.78 0316 84%
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TABLE 5-continued
g/mL Ap42
Panel dayl day2 day3 day4 day5 day6 AVG SD,,, CV,,
Study 2: Total Imprecision
L1 0.46 0.51 0.52 0.45 045 048 048 0.029 6.1%
L2 0.94 0.97 0.98 0.92 1.04 0.89 095 0.054 357%
L3 3.99 5.22 5.25 4.54 5.00 470 478 0479 10.0%
Study 3: Total Imprecision - Ultra Low Plasma
0.069 0.056 0.069  0.079 0.087 ND 0072 0.012 163%
0.151 0.128 0.123 0.110 0.118 ND 0126 0.015 12.3%
L3 0.409 0.333 0459 0471 0434 ND 0421 0.055 13.0%
[0122] To further validate the assay, a pilot study of  ena are likely due to matrix effects, probably by interaction

matched EDTA plasma and CSF samples from eight patients
diagnosed with AD and nine normal individuals were assayed
with the AP42 test (FIG. 6). Normal and disease specimens
were matched with respect to age, gender, and collection
dates. Patients were diagnosed with AD according to clinical
criteria. The clinical work-up also included imaging and
MMSE cognitive scoring criteria. Normal age matched indi-
viduals also received MMSE testing to ensure high cognitive
functioning. All samples were collected under IRB approval
and obtained from PrecisionMed SAMPLE (Serial Alzhe-
imer’s Disease and MCI Prospective Longitudinal Evalua-
tion) repository. The results were consistent with previous
data reported for both sample types. With CSF samples,
excellent discrimination (P=0.000015) was observed
between AD subjects and normal subjects. Results for the AD
CSF specimens ranged from 192.1-333.6 pg/mL, and normal
CSF specimens ranged from 509.9 to 1127.8 pg/ml. On the
other hand, results from the plasma specimens lacked dis-
crimination between AD and normal subjects (P=0.69). Af42
levels in AD plasma ranged from 12.6 to 25.8 pg/mL, while
results for the normal plasma specimens ranged from 8.8 to
22.1 pg/mL, in agreement with reported ELISA values fol-
lowing solid phase extraction and HPL.C enrichment.

[0123] To test the assay performance in another clinical
context, serial serum samples from a 41-year old man who
was resuscitated after cardiac arrest with restoration of spon-
taneous circulation were analyzed. Samples were measured
in triplicate in the A$42 assay. FIG. 7 depicts the profile of the
serum AP42 change and shows a dramatic increase after the
first 24 hours. Data from this study are the first to directly link
hypoxic stress to Af elevation in humans. The AR42 concen-
trations measured in this study, particularly during the first 24
hours, were below the measurement capability of commer-
cially available immunoassays, illustrating the potential util-
ity of SiMoA technology as a new tool for precise measure-
ment of low-abundance AR42 and other protein biomarkers.
[0124] Discussion.

[0125] The data presented here indicate that the Af42 assay
represents a capability for extremely sensitive and reproduc-
ible AP42 measurement in serum and plasma. The assay
allows highly sensitive (limit of quantification 0.032 pg/mlL.)
and precise quantification of AP42 in biological fluids.
[0126] Currentimmunoassays for measurement of Ap42 in
plasma are based on the ELISA or the Luminex techniques. In
addition to lower analytical sensitivity, these immunoassays
are hampered by low recovery of spiked Ap42 into plasma or
serum and as a result the measured concentration of Ap42
increases when the plasma sample is diluted. These phenom-

and binding of AP42 to plasma proteins. This means that
unrelated plasma proteins contribute to the concentration
interpreted to come from AP42 in this type of assay. The
immunoassay presented here showed highly linear dilution
characteristics, together with a recovery of around 100%,
suggesting that it gives a very accurate measure of the Ap42
concentration. This is likely because the interference from
plasma proteins is lost when samples are pre-diluted 1:4 prior
to measurement. Because the assay has such high sensitivity,
pre-diluting the samples does not compromise the capability
of the method to precisely measure low abundance Ap42.

[0127] Conflicting results have been reported regarding the
association of plasma levels of Ap42 with AD. For example,
one report reported a statistically significant decrease in
plasma AP42 in a cohort of 149 AD patients relative to 89
age-matched controls (mean 38 and 52 pg/mL respectively,
p<0.01), although there was large overlap between the two
populations. In another case, no discernable difference in
plasma AP42 between sporadic AD patients (n=78) and age-
matched controls (n=61) was reported. Use of different ELI-
SAs and analytical noise could have contributed to lack of
agreement. It is also clear that most previously available
assays measure AP42 close to the limit of quantification,
which may contribute to variation and inconsistent results
between studies. If there is a decline in plasma Ap42 with AD,
it appears to be modest, requiring statistically powered stud-
ies to discern. Because depression of measurable Af42 in
CSF relative to controls is a well established hallmark of AD
(also seen here), the apparent disconnect between CSF and
plasma results can led to the suggestion that the normal equi-
librium between CSF and plasma may be disrupted with the
initiation of amyloid deposition in the brain. The study
reported here was intended to confirm expected performance
of the AP42 assay with plasma and CSF clinical samples. The
data were consistent with expected results from both sample
types.

[0128] TheAp42 assay described here was able to precisely
monitor serum Af42 changes in a survivor of oxygen depri-
vation. Cerebral ischemia is believed to play a role in AD
pathogenesis. The finding of a significant increase in serum
AP42 following oxygen deprivation is the first direct demon-
stration of a link between hypoxic stress and Ap elevation in
humans. Nevertheless, the kinetic profile depicted in FIG. 7
could reflect proteolysis of amyloid precursor protein by
[-secretase (BAGEL), in which BACE] is upregulated by the
transcription factor hypoxia-inducible factor-1. Animal mod-
els have helped elucidate this pathway, and detecting
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hypoxia-driven amyloid cascade in humans could have sig-
nificance for further understanding this process and its role in
AD pathogenesis.

[0129] While several embodiments of the present invention
have been described and illustrated herein, those of ordinary
skill in the art will readily envision a variety of other means
and/or structures for performing the functions and/or obtain-
ing the results and/or one or more of the advantages described
herein, and each of such variations and/or modifications is
deemed to be within the scope of the present invention. More
generally, those skilled in the art will readily appreciate that
all parameters, dimensions, materials, and configurations
described herein are meant to be exemplary and that the actual
parameters, dimensions, materials, and/or configurations will
depend upon the specific application or applications for
which the teachings of the present invention is/are used.
Those skilled in the art will recognize, or be able to ascertain
using no more than routine experimentation, many equiva-
lents to the specific embodiments of the invention described
herein. It is, therefore, to be understood that the foregoing
embodiments are presented by way of example only and that,
within the scope of the appended claims and equivalents
thereto, the invention may be practiced otherwise than as
specifically described and claimed. The present invention is
directed to each individual feature, system, article, material,
kit, and/or method described herein. In addition, any combi-
nation of two or more such features, systems, articles, mate-
rials, kits, and/or methods, if such features, systems, articles,
materials, kits, and/or methods are not mutually inconsistent,
is included within the scope of the present invention.

[0130] Theindefinitearticles “a” and “an,” as used herein in
the specification and in the claims, unless clearly indicated to
the contrary, should be understood to mean “at least one.”
[0131] The phrase “and/or,” as used herein in the specifica-
tion and in the claims, should be understood to mean “either
or both” of the elements so conjoined, i.e., elements that are
conjunctively present in some cases and disjunctively present
in other cases. Other elements may optionally be present
other than the elements specifically identified by the “and/or”
clause, whether related or unrelated to those elements spe-
cifically identified unless clearly indicated to the contrary.
Thus, as a non-limiting example, a reference to “A and/or B,”
when used in conjunction with open-ended language such as
“comprising” can refer, in one embodiment, to A without B
(optionally including elements other than B); in another
embodiment, to B without A (optionally including elements
other than A); in yet another embodiment, to both A and B
(optionally including other elements); etc.

[0132] Asused herein in the specification and in the claims,
“or” should be understood to have the same meaning as
“and/or” as defined above. For example, when separating
items in a list, “or” or “and/or” shall be interpreted as being
inclusive, i.e., the inclusion of at least one, but also including
more than one, of a number or list of elements, and, option-
ally, additional unlisted items. Only terms clearly indicated to
the contrary, such as “only one of” or “exactly one of,” or,
when used in the claims, “consisting of,” will refer to the
inclusion of exactly one element of a number or list of ele-
ments. In general, the term “or” as used herein shall only be
interpreted as indicating exclusive alternatives (i.e. “one or
the other but not both”) when preceded by terms of exclusiv-
ity, such as “either,” “one of,” “only one of}” or “exactly one
of”“Consisting essentially of,” when used in the claims, shall
have its ordinary meaning as used in the field of patent law.
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[0133] Asused herein in the specification and in the claims,
the phrase “at least one,” in reference to a list of one or more
elements, should be understood to mean at least one element
selected from any one or more of the elements in the list of
elements, but not necessarily including at least one of each
and every element specifically listed within the list of ele-
ments and not excluding any combinations of elements in the
list of elements. This definition also allows that elements may
optionally be present other than the elements specifically
identified within the list of elements to which the phrase “at
least one” refers, whether related or unrelated to those ele-
ments specifically identified. Thus, as a non-limiting
example, “at least one of A and B” (or, equivalently, “at least
one of A or B,” or, equivalently “at least one of A and/or B”)
can refer, in one embodiment, to at least one, optionally
including more than one, A, with no B present (and optionally
including elements other than B); in another embodiment, to
at least one, optionally including more than one, B, with no A
present (and optionally including elements other than A); in
yet another embodiment, to at least one, optionally including
more than one, A, and at least one, optionally including more
than one, B (and optionally including other elements); etc.
[0134] In the claims, as well as in the specification above,
all transitional phrases such as “comprising,” “including,”
“carrying,” “having,” “containing,” “involving,” “holding,”
and the like are to be understood to be open-ended, i.e., to
mean including but not limited to. Only the transitional
phrases “consisting of” and “consisting essentially of” shall
be closed or semi-closed transitional phrases, respectively, as
set forth in the United States Patent Office Manual of Patent
Examining Procedures, Section 2111.03.

What is claimed:

1. A method for determining a measure of the concentra-
tion of beta-amyloid peptide in a patient sample containing or
suspected of containing beta-amyloid peptide, comprising:

performing an assay to determine a measure of the concen-

tration of beta-amyloid peptide in the sample, wherein
the limit of detection of beta-amyloid peptide of the
assay is less than about 0.2 pg/mL.

2. The method of claim 1, wherein the beta-amyloid pep-
tide is beta-amyloid (1-42).

3. The method of claim 1, wherein the patient has had a
hypoxic event or a suspected hypoxic event.

4. The method of claim 1, wherein the sample is a bodily
fluid.

5. The method of claim 4, wherein the bodily fluid is blood
or a blood component.

6. The method of claim 4, wherein the bodily fluid is CSF.

7. The method of claim 5, wherein the blood component is
plasma or serum.

8. The method of claim 1, wherein the measure of the
concentration of beta-amyloid peptide is determined in a
plurality of samples taken from the patient over a period of
time.

9. The method of claim 8, wherein the plurality of samples
are collected within 96 hours after the patient has experienced
a hypoxic event or suspected hypoxic event.

10. A method of determining a patient’s prognosis for
recovery from, and/or determining a course of treatment for,
a brain injury following a hypoxic event, wherein the prog-
nosis and/or the course of treatment is based at least in part on
the measure of the concentration of beta-amyloid peptide
determined in the patient sample according to the method of
claim 1.
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11. A method for determining a patient’s prognosis for
recovery from, and/or determining a course of treatment for,
abrain injury following a hypoxic event or suspected hypoxic
event, comprising:

performing an assay on a plurality of samples obtained

from the patient following the event to determine a mea-
sure of the concentration of at least one biomarker in
each sample, wherein the concentration of the biomarker
in each sample is less than about 100 pg/ml, and
wherein the assay has a limit of quantification of less
than about 10 pg/mL; and

determining a prognosis of the patient’s recovery and/or

determining a course of treatment based at least in part
on the measured concentration of the at least one biom-
arker measured in each sample.

12-14. (canceled)

15. A method of determining a treatment protocol for,
and/or a prognosis of a patient’s recovery from, a brain injury
resulting from a hypoxic event, comprising:

performing an assay to determine a measure of the concen-

tration of only a first biomarker present in a plurality of
samples obtained from the patient following the event,
wherein the concentration of the first biomarker is less
than about 100 pg/mL, and wherein the assay has a limit
of quantification of less than about 10 pg/mL; and
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determining a prognosis of the patient’s recovery from the
brain injury and/or a method of treatment based at least
in part on the measured concentration of the first biom-
arker in the plurality of samples.
16-22. (canceled)
23. The method of claim 11, wherein the biomarker is a
beta-amyloid peptide.
24. The method of claim 11, wherein the beta-amyloid
peptide is beta-amyloid (1-42).
25. The method of claim 11, wherein the hypoxic event is
caused by cardiac arrest.
26. The method of claim 11, wherein the hypoxic event is
caused by stroke.
27. The method of claim 11, wherein the hypoxic event is
caused by an ischemic event.
28. The method of claim 11, wherein the hypoxic event is
caused by a thrombosis.
29. The method of claim 11, wherein the hypoxic event is
caused by arterial embolism.
30. The method of claim 11, wherein the hypoxic event is
caused by a hemorrhage.

31-99. (canceled)
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