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(57) ABSTRACT

Provided are methods for determining level of bioactive
testosterone in a biological sample. In one aspect, aromatase
enzyme is utilized to convert free, bio-available testosterone
into estradiol and the amount of estradiol is measured before
and after the addition of enzyme. The difference in mea-
surements provides the amount of bioactive testosterone in
the sample. In another aspect, a competitor of testosterone
binding to SHBG is utilized to displace testosterone bound
to SHBG. Measurements of total testosterone in the sample
before addition of competitor and afterwards are taken, such
that the delta reflects the amount of testosterone that was
bound on SHBG.
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1
METHOD FOR MEASUREMENT OF
BIOAVAILABLE TESTOSTERONE

CROSS REFERENCE TO RELATED
APPLICATIONS

This application claims priority to U.S. Provisional appli-
cation 61/954,968 filed on Mar. 18, 2014.

FIELD OF THE INVENTION

Embodiments of the invention relate to accurate and
sensitive techniques for determining a level of bioactive
testosterone in a biological sample.

BACKGROUND OF THE INVENTION

Testosterone is the major androgenic hormone. It is
responsible for the development of the male external geni-
talia and secondary sexual characteristics. In females, its
main role is as an estrogen precursor. In both genders, it also
exerts anabolic effects and influences behavior.

In men, testosterone is secreted by the testicular Leydig
cells and, to a minor extent, by the adrenal cortex. In
premenopausal women, the ovaries are the main source of
testosterone with minor contributions by the adrenals and
peripheral tissues. After menopause, ovarian testosterone
production is significantly diminished. Testosterone produc-
tion in testes and ovaries is regulated via pituitary-gonadal
feedback involving luteinizing hormone (LH) and, to a
lesser degree, inhibins and activins.

Most circulating testosterone is bound to sex hormone-
binding globulin (SHBG), which in men also is called
testosterone-binding globulin. A lesser fraction is albumin
bound and a small proportion exists as free hormone.
Historically, only the free testosterone was thought to be the
biologically active component. However, testosterone is
weakly bound to serum albumin and dissociates freely in the
capillary bed, thereby becoming readily available for tissue
uptake. All non-SHBG-bound testosterone is therefore con-
sidered bioavailable.

During childhood, excessive production of testosterone
induces premature puberty in boys and masculinization in
girls. In adult women, excess testosterone production results
in varying degrees of virilization, including hirsutism, acne,
oligo-amenorrhea, or infertility. Mild-to-moderate testoster-
one elevations are usually asymptomatic in males, but can
cause distressing symptoms in females. The exact causes for
mild-to-moderate elevations in testosterone often remain
obscure. Common causes of pronounced elevations of tes-
tosterone include genetic conditions (eg, congenital adrenal
hyperplasia); adrenal, testicular, and ovarian tumors; and
abuse of testosterone or gonadotrophins by athletes.

Decreased testosterone in females causes subtle symp-
toms. These may include some decline in libido and non-
specific mood changes. In males, it results in partial or
complete degrees of hypogonadism. This is characterized by
changes in male secondary sexual characteristics and repro-
ductive function. The cause is either primary or secondary/
tertiary (pituitary/hypothalamic) testicular failure. In adult
men, there also is a gradual modest, but progressive, decline
in testosterone production starting between the 4th and 6th
decades of life. Since this is associated with a simultaneous
increase of SHBG levels, bioavailable testosterone may
decline more significantly than apparent total testosterone,
causing nonspecific symptoms similar to those observed in
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testosterone deficient females. However, severe hypogonad-
ism, consequent to aging alone, is rare.

Current methods for measuring free testosterone in bio-
logical fluid such as blood rely on measuring total testos-
terone, then measuring the amount of Sex Hormone Binding
Globulin (SHBG) which binds the testosterone which is not
free, and in some cases also measuring albumin (since
testosterone can be bound by this as well), and then calcu-
lating an approximate amount of free testosterone by sub-
tracting the amount theoretically bound to SHBG and the
amount theoretically bound to albumin from the total mea-
sured testosterone. SHBG binds other sex hormones besides
testosterone, so the assumption that the amount of SHBG
equals the amount of bound testosterone is not accurate. This
is also true for albumin which binds thousands of ligands
non-specifically. This process is laborious, inaccurate, not
reproducible with repeat measurements (high CVs), and
requires the extra steps of measuring SHBG levels and
albumin solely for the purpose of estimating how much of
the total testosterone is free, which is presumed to be
bio-available or bio-active. However, even if this method
were to accurately measure the free testosterone, which it
doesn’t, free testosterone is not equivalent to bio-active
testosterone when various cell reporter assays for bio-
activity are used. Cell-based reporter assays are not suitable
for clinical diagnostic use although they are useful as
validation testing to demonstrate that a given assay such as
described herein accurately measures bioavailable bioactive
testosterone.

Measurement of total testosterone is often sufficient for
diagnosis of morbidities or abnormalities, particularly if it is
combined with measurements of LH and follicle-stimulating
hormone (FSH). However, these tests are insufficient for
diagnosis of mild abnormalities of testosterone homeostasis,
particularly if abnormalities in SHBG function or levels are
present. Therefore, additional methods for the measurements
of free testosterone or bioavailable testosterone are needed
in the art.

SUMMARY OF THE INVENTION

Biologically active testosterone and free testosterone are
not necessarily the same even though some researchers and
clinicians use the terms interchangably. The term “free
testosterone” or “free T” refers simply to testosterone which
is unbound by proteins in the bloodstream. The two proteins
that are known to bind testosterone in the blood and are
sometimes measured and used in calculating the approxi-
mate amount of free testosterone are SHBG and albumin.
However, testosterone may be bound up by other proteins as
well. Biological activity of testosterone, however, may be
affected by other variables besides the binding of these
proteins. Other chemical entities such as medications,
supplements, ingested food compounds or other hormones
with biological activity may bind to testosterone, act to
inhibit the free testosterone, or compete with the free tes-
tosterone for the aromatase enzyme. Thus, the “free T”
defined as unbound by SHBG and albumin may not be
available to induce biological effects. Researchers have used
in vivo cell-based assays to quantify bioavailable testoster-
one; generally, a cell type that is stimulated to activity or
growth by testosterone is exposed to a sample of patient
serum and the cell’s activation or growth is measured by
uptake of various substances (i.e. tritiated thymidine,
BRDU) or cell counts are done to quantify the relative
amount of biologically available testosterone. Other
researchers have attempted to design systems wherein a
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quantifiable product like GFP is produced by transfected
cells when those cells are exposed to testosterone. However,
these systems are not conducive to rapid measurement in a
diagnostic lab, are biologically “noisy” due to the reliance
on live cell culture, are expensive and time-consuming to
perform, are only semi-quantitative, and suffer from lack of
reproducibility.

Embodiments of the invention described herein include
measuring the sum total of a patient’s biologically active
testosterone, regardless of what protein or chemical entity is
binding to it or inhibiting it or competing with it, because
this assay utilizes the enzyme aromatase to measure the
biological activity. Any testosterone in the patient’s serum
that binds to aromatase will be aromatized, or converted, to
estradiol. Therefore, addition of exogenous aromatase to a
patient sample and measurement of the change in estradiol
amounts is an absolute quantification of the amount of
testosterone that is biologically available as a ligand to bind
to that enzyme. Thus, this assay most closely approximates
measurements of biological activity of testosterone per-
formed in vivo in cell-based systems, and does so in a rapid
and accurate way that can be quantified in absolute terms by
comparison to positive and negative controls and standard
calibrant techniques.

Embodiments of the invention include a novel method of
measuring bioactive testosterone that is more accurate than
existing laboratory methods. In one embodiment, aromatase
enzyme is utilized to convert free, bio-available testosterone
into estradiol. The amount of estradiol in a sample is
measured before addition of aromatase and after, as the delta
reflects the amount of bio-available testosterone in the
sample. In another embodiment, a competitor is utilized to
displace testosterone bound to SHBG, with one measure-
ment of total testosterone in the sample before addition of
competitor and one measurement afterwards, such that the
delta reflects the amount of testosterone that was bound on
SHBG. Exemplary competitors include xenoestrogens and
phytoestrogens. In an additional embodiment, using the
methods described herein, the value measured for bound
testosterone is added to the value measured for free/bioac-
tive testosterone and the sum of the measurements would
approximate the measured total testosterone, providing an
internal control.

Embodiments of the invention provide a method for
measuring or determining a level of one or more biologically
active compounds in a biological sample of a subject,
comprising:

a) measuring a first concentration of estradiol (E2,) in the

biological sample;

b) adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with the testosterone;

¢) measuring a second concentration of estradiol (E2,)
after the aromatase reaction; and then

d) determining a level of biologically available testoster-
one in the biological sample of the subject,

wherein the level of biologically available testosterone
includes calculating the difference between the second con-
centration of estradiol (E2,) and the first concentration of
estradiol (E2,). In some embodiments, the method further
comprises the steps of

e) adding a competitive sex hormone binding globulin
(SHBG) ligand to displace or dissociate testosterone
from SHBG;

) measuring a second level of biologically active testos-
terone in the biological sample; and
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g) determining a level of SHBG that was bound to

testosterone in the biological sample,

wherein the level of SHBG includes calculating the
difference between the concentration of biologically active
testosterone measured before and after the addition of the
competitive SHGB ligand.

In some embodiments, the one or more of steps of measuring
are performed by

immobilizing a labeled probe specific for binding to said
estradiol on a solid surface;

contacting immobilized labeled probe with said estradiol;
and

detecting an estradiol-probe complex.

Is some aspects, the biological sample is serum, plasma or
saliva. In some embodiments, the first concentration of
estradiol (E2,) and the second concentration of estradiol
(E2,) are measured by electrochemiluminescence immuno-
assay (ECLIA).

Further embodiments of the invention provide a method
for determining a level of sex hormone binding globulin
(SHBG)-bound testosterone (SHBG-T) in a biological
sample of a subject, comprising:

a) measuring a first concentration of total testosterone

(TT,) in the biological sample;

b) adding a competitive SHBG ligand to displace or

dissociate testosterone from the SHBG;
¢) measuring a second concentration of total testosterone
(TT,) in the biological sample after the competitive
SHBG ligand addition; and then

d) calculating the level of SHBG-bound testosterone
(SHBG-T) in the biological sample of the subject based
on the measurement in (c),

wherein the level of sex hormone binding globulin
(SHBG)-bound testosterone (SHBG-T) includes calcu-
lating the difference between the second concentration
of total testosterone (TT,) and the first concentration of
total testosterone (TT)).

In some embodiments, the total testosterone (17T) includes
SHBG-bound testosterone (SHBG-T), free testosterone (FT)
and non-SHBG, albumin-bound testosterone (non-SHBG-
AT). In some embodiments, the level of total testosterone
(TT) is measured using a technique selected from the group
consisting of enzyme-linked immunosorbent assay
(ELISA), radioimmunoassay, mass spectrometry, liquid
chromatography-tandem mass spectrometry (LC-MS/MS),
and electrochemiluminescence or electrogenerated chemilu-
minescence (ECL).

In some embodiments, the binding affinity for the com-
petitive SHBG ligand ranges from about 0.02x10° to about
7.8x10° L/M. The competitive SHBG ligand can be a
phytoestrogen or a xenoestrogen. Exemplary phytoestrogens
include, but are not limited to, isoflavones, lignins, and
coumestans. Exemplary xenoestrogens include, but are not
limited to 17f-estradiol, genistein, bisphenol A, resorcinol
monobenzoate and phenyl salicylate.

In some embodiments, the methods of the invention
further comprise determining a molar ratio of SHBG-bound
testosterone (SHBG-T) to SHBG in the biological sample,
wherein said molar ratio is calculated by dividing the level
of sex hormone binding globulin (SHBG)-bound testoster-
one (SHBG-T) expressed in a molar concentration and as
obtained in (d) with a known molar concentration of com-
petitive SHBG ligand as added in (b).

Other aspects of the invention provide a method for
determining a level of non-SHBG, albumin-bound testos-
terone (non-SHBG-AT) in a biological sample of a subject,
comprising:



US 9,482,678 Bl

5

a) measuring a first concentration of total testosterone
(TT,) in the biological sample;

b) adding a competitive SHBG ligand to the biological
sample to effect displacement or dissociation of testos-
terone from the SHBG;

¢) measuring a second concentration of total testosterone
(TT,) in the biological sample;

d) calculating a level of SHBG-bound testosterone
(SHBG-T) in the biological sample of the subject based
on the measurement in (c);

e) measuring a first concentration of estradiol (E2,);

1) adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with the testosterone;

2) measuring a second concentration of estradiol (E2,)
after the aromatase reaction;

h) determining a level of free testosterone (FT) in the
biological sample of the subject based on the measure-
ment in (g); and then

1) calculating a level of non-SHBG, albumin-bound tes-
tosterone (non-SHBG-AT) based on the measurements
in (d) and (h),

wherein the level of non-SHBG, albumin-bound testos-
terone (non-SHBG-AT) includes subtracting the levels
of SHBG-bound testosterone (SHBG-T) in (d) and free
testosterone (FT) in (h) from the level of first concen-
tration of total testosterone (TT,) in (a). This method
may further comprise:

j) summing up the calculated levels of SHBG-bound
testosterone (SHBG-T) of (d), free testosterone (FT) of
(h) and non-SHBG, albumin-bound testosterone (non-
SHBG-AT) of (i), wherein the sum is the approximated
total testosterone level.

Other aspects of the invention provide a kit comprising a
blood card and optionally directions, a lancet, and/or a
pre-paid mailing envelope, wherein the blood card com-
prises one spot that is impregnated with aromatase and/or
aromatase and a NADPH cofactor.

Further aspects of the invention provide methods for
treatment of testosterone-related disorders. Embodiments of
the invention provide a method for treatment of a testoster-
one-related disorder in a subject, comprising:

a) measuring a first concentration of estradiol (E2,) in a

biological sample;

b) adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with the testosterone;

¢) measuring a second concentration of estradiol (E2,)
after the aromatase reaction; and then

d) determining the level of free testosterone (FT) in the
biological sample of the subject,

wherein the level of free testosterone (FT) includes cal-
culating the difference between the second concentration of
estradiol (E2,) and the first concentration of estradiol (E2,),
and

e) administering to the subject a therapeutically effective
amount of testosterone if the level of free testosterone
(FT) is low, or administering to the subject a therapeu-
tically effective amount of an agent that blocks testos-
terone if the level of free testosterone (FT) is high.

Embodiments of the invention provide a method for
treatment of a testosterone-related disorder in a subject,
comprising

a) measuring a first concentration of total testosterone
(TT,) in the biological sample;

b) adding a competitive SHBG ligand to displace or
dissociate testosterone from the SHBG;
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¢) measuring a second concentration of total testosterone
(TT,) in the biclogical sample after the competitive
SHBG ligand addition; and then

d) calculating the level of SHBG-bound testosterone
(SHBG-T) in the biological sample of the subject based
on the measurement in (c),

wherein the level of sex hormone binding globulin
(SHBG)-bound testosterone (SHBG-T) includes calcu-
lating the difference between the second concentration
of total testosterone (TT,) and the first concentration of
total testosterone (1T,), and

¢) administering to the subject a therapeutically effective
amount of testosterone if the level of (SHBG)-bound
testosterone (SHBG-T) is high, or administering to the
subject a therapeutically effective amount of an agent
that blocks testosterone if the level of (SHBG)-bound
testosterone (SHBG-T) is low.

Embodiments of the invention provide a method for
treatment of a testosterone-related disorder in a subject,
comprising:

a) measuring a first concentration of total testosterone

(TT,) in the biological sample;

b) adding a competitive SHBG ligand to the biological
sample to effect displacement or dissociation of testos-
terone from the SHBG;

¢) measuring a second concentration of total testosterone
(TT,) in the biological sample;

d) calculating a level of SHBG-bound testosterone
(SHBG-T) in the biological sample of the subject based
on the measurement in (c);

e) measuring a first concentration of estradiol (E2));

f) adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with the testosterone;

2) measuring a second concentration of estradiol (E2,)
after the aromatase reaction;

h) determining a level of free testosterone (FT) in the
biological sample of the subject based on the measure-
ment in (g); and then

1) calculating a level of non-SHBG, albumin-bound tes-
tosterone (non-SHBG-AT) based on the measurements
in (d) and (h),

wherein the level of non-SHBG, albumin-bound testos-
terone (non-SHBG-AT) includes subtracting the levels
of SHBG-bound testosterone (SHBG-T) in (d) and free
testosterone (FT) in (h) from the level of first concen-
tration of total testosterone (TT,) in (a), and

) administering to the subject a therapeutically effective
amount of testosterone if the level of non-SHBG,
albumin-bound testosterone (non-SHBG-AT) is high,
or administering to the subject a therapeutically effec-
tive amount of an agent that blocks testosterone if the
level of non-SHBG, albumin-bound testosterone (non-
SHBG-AT) is low.

BRIEF DESCRIPTION OF THE FIGURES

FIG. 1. Flow chart illustrating an exemplary embodiment
of the invention.

FIG. 2. An exemplary blood card of the invention.

FIG. 3. An exemplary embodiment of the invention.

DETAILED DESCRIPTION OF THE
INVENTION

Many have sought a better way to measure free and/or
bioavailable testosterone in serum and this is notoriously



US 9,482,678 Bl

7

difficult to do since testosterone is frequently bound to other
proteins and receptors. Thus it is difficult for clinicians to
accurately tell if a patient has a normal, high or low amount
of unbound and bioavailable testosterone in their blood-
stream.

Rather than attempting to catch testosterone with anti-
bodies or receptors or precipitating total testosterone,
aspects of the present invention exploit the biological func-
tion of the aromatase enzyme. The aromatase enzyme is
normally present in tissue and converts testosterone to
estradiol. Estradiol can be measured accurately and rapidly
with an existing high-throughput clinical assay for hor-
mones. It is an object of the invention to obtain the total
testosterone in a sample, measure the amount of estradiol
present at baseline, then run a reaction with whole serum/
plasma with aromatase and NADPH cofactor added in. The
amount of estradiol generated from free testosterone pre-
cursor is measured, the native baseline amount is subtracted,
and the difference gives the amount of free testosterone. No
calculations based on SHBG are needed because it would
not matter what binding proteins (e.g. SHBG, albumin) were
binding up the testosterone.

In some embodiments, an aromatase enzyme is used to
convert testosterone to estradiol. In other embodiments, lipid
carriers of aromatase and fragments of aromatase proteins
and/or small molecule organics can also catalyze the same
reaction. Some areas of aromatase are lipophilic and in some
embodiments of the invention, the whole aromatase enzyme
is bound in an artificial lipid “membrane” (e.g. micelles).
The aromatase enzyme, lipid membranes containing aro-
matase, or other small molecule organics that catalyze the
reaction can be added to the biological sample to catalyze
the reaction in solution or bound to a solid support. Exem-
plary solid supports include, but are not limited to, a blood
card surface, beads, film, etc. Reverse phase surfaced solid
supports may also be used wherein the aromatase binds
hydrophobically. In some embodiments, aromatase is bound
to beads containing ferromagnetic material (metals) in an
carrier (see U.S. Pat. No. 5,691,208, U.S. Pat. No. 5,705,
059, and U.S. Pat. No. 5,711,871 incorporated herein by
reference). Thus the beads are recovered and recycled by
magnetic separation.

In additional embodiments, SHBG bound testosterone
may be quantified in addition to free testosterone, thereby
facilitating analysis of testosterone metabolism and its clini-
cal ramifications. There are competitive ligands for SHBG
that displace testosterone. These ligands include, but are not
limited to, Xenoestrogens (various chemicals known to bind
and disrupt interaction of SHBG and testosterone) and also
some phytoestrogens. They have binding affinities ranging
from 0.02 to 7.8 10(5) 1xmol(-1). These ligands displace
testosterone from SHBG in human serum in a dose-depen-
dent manner.

By mixing xenoestrogens with the higher binding affini-
ties into serum containing SHBG-bound testosterone, the
amount of testosterone released from SHBG can be mea-
sured. The amount of total testosterone, bound testosterone
released from SHBG (presumed bioactive), and the amount
of free testosterone in serum via the aromatase/estradiol
method can then be measured. Adding the last two testos-
terone populations together (bound and free) results in a
number very close to the total testosterone. If the measured
testosterone level is less than the total testosterone, then the
difference is the amount bound to other binding proteins
such as albumin. Ratios of SHBG-bound testosterone to free
testosterone and/or total testosterone, or any combination
thereof can be correlated to risks of disease. These clinically
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significant and useful values and ratios are furthermore
relevant to risk calculations for diabetes, cardiodiabetes,
metabolic syndrome, fatty liver disease and cardiovascular
health.

In combination with a SHBG-detection assay, a calcula-
tion of molar ratio of bound testosterone to SHBG present
can be performed. If the SHBG is carrying less testosterone
than is found to be within a range detected from a control
population, additional testing or treatment can be carried out
for the corresponding patient. Control populations may be
used for the generation of normal ranges or ranges estab-
lished in the prior art may be compared for generating risk
levels, diagnosing disease, or detecting abnormalities. FIG.
1 illustrates an exemplary embodiment of the invention.

In particular embodiments, the invention provides a
method for measuring or determining a level of one or more
biologically active compounds in a biological sample of a
subject, comprising:

a. measuring a first concentration of estradiol (E2,) in the

biological sample;

b. adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with the testosterone;

¢. measuring a second concentration of estradiol (E2,)
after the aromatase reaction; and

d. determining a level of biologically available testoster-
one in the biological sample of the subject,

wherein the level of biologically available testosterone
involves calculating the difference between the second
concentration of estradiol (E2,) and the first concen-
tration of estradiol (E2,).

In some embodiments, the method further comprises the

steps of

e) adding a competitive sex hormone binding globulin
(SHBG) ligand to displace or dissociate testosterone
from SHBG;

) measuring a second level of biologically active testos-
terone in the biological sample; and

2) determining a level of SHBG that was bound to
testosterone in the biological sample,

wherein the level of SHBG includes calculating the
difference between the concentration of biologically active
testosterone measured before and after the addition of the
competitive SHGB ligand.

In some embodiments, said steps of measuring are per-
formed by

immobilizing a labeled probe specific for binding to said
estradiol on a solid surface;

contacting immobilized labeled probe with said estradiol,
and

detecting an estradiol-probe complex.

In preferred embodiments, the aromatase enzyme converts
the free testosterone (FT) within the biological sample to
estradiol (E2). In some embodiments, the biological sample
is serum, plasma or saliva. In exemplary embodiments, the
first concentration of estradiol (E2,) and the second con-
centration of estradiol (E2,) are measured by electrochemi-
luminescence immunoassay (ECLIA).

Additional aspects of the invention provide a method for
determining a level of sex hormone binding globulin
(SHBG)-bound testosterone (SHBG-T) in a biological
sample of a subject, comprising:

a. measuring a first concentration of total testosterone

(TT,) in the biological sample;

b. adding a competitive SHBG ligand to displace or

dissociate testosterone from the SHBG;
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¢. measuring a second concentration of total testosterone
(TT,) in the biological sample after the competitive
SHBG ligand addition; and

d. calculating the level of SHBG-bound testosterone
(SHBG-T) in the biological sample of the subject based
on the measurement in (c),

wherein the level of sex hormone binding globulin
(SHBG)-bound testosterone (SHBG-T) involves calcu-
lating the difference between the second concentration
of total testosterone (TT,) and the first concentration of
total testosterone (TT,), and

In some embodiments, said steps of measuring are pet-
formed by

immobilizing a labeled probe specific for binding to said
testosterone on a solid surface;

contacting immobilized labeled probe with said testoster-
one; and

detecting a testosterone-probe complex.

In some embodiments, the total testosterone (TT) includes
SHBG-bound testosterone (SHBG-T), free testosterone (FT)
and non-SHBG, albumin-bound testosterone (non-SHBG-
AT). The level of total testosterone (TT) can be measured
using a technique selected from the group consisting of
enzyme-linked immunosorbent assay (ELISA), radioimmu-
noassay, mass spectrometry, liquid chromatography-tandem
mass spectrometry (LC-MS/MS), and electrochemilumines-
cence or electrogenerated chemiluminescence (ECL). In
some embodiments, the binding affinity for the competitive
SHBG ligand ranges from about 0.02x10° to about 7.8x10°
L/M.

In some embodiments, the competitive SHBG ligand is a
phytoestrogen or a xenoestrogen. In exemplary embodi-
ments, phytoestrogen is selected from the group consisting
of isoflavones, lignins, and coumestans. In exemplary
embodiments, xenoestrogen is selected from the group con-
sisting of 17B-estradiol, genistein, bisphenol A, resorcinol
monobenzoate and phenyl salicylate. In some aspects, a
molar ratio of SHBG-bound testosterone (SHBG-T) to
SHBG in the biological sample is determined, wherein said
molar ratio is calculated by dividing the level of sex hor-
mone binding globulin (SHBG)-bound testosterone (SHBG-
T) expressed in a molar concentration and as obtained in (d)
with a known molar concentration of competitive SHBG
ligand as added in (b).

Aspects of the invention also provide a method for
determining a level of non-SHBG, albumin-bound testos-
terone (non-SHBG-AT) in a biological sample of a subject,
comprising:

a. measuring a first concentration of total testosterone

(TT,) in the biological sample;

b. adding a competitive SHBG ligand to the biological
sample to effect displacement or dissociation of testos-
terone from the SHBG;

c. measuring a second concentration of total testosterone
(TT,) in the biological sample;

d. calculating a level of SHBG-bound testosterone
(SHBG-T) in the biological sample of the subject based
on the measurement in (c);

e. measuring a first concentration of estradiol (E2,);

f. adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with the testosterone;

g. measuring a second concentration of estradiol (E2,)
after the aromatase reaction;

h. determining a level of free testosterone (FT) in the
biological sample of the subject based on the measure-
ment in (g); and
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i. calculating a level of non-SHBG, albumin-bound tes-
tosterone (non-SHBG-AT) based on the measurements
in (d) and (h),
wherein the level of non-SHBG, albumin-bound testos-
terone (non-SHBG-AT) involves subtracting the levels
of SHBG-bound testosterone (SHBG-T) in (d) and free
testosterone (FT) in (h) from the level of first concen-
tration of total testosterone (TT,) in (a), and
In some embodiments, said steps of measuring are per-
formed by

immobilizing a labeled probe specific for binding to said
testosterone or estradiol on a solid surface;

contacting immobilized labeled probe with said testoster-
one or estradiol; and

detecting a testosterone-probe or estradiol-probe com-

plex.
In some embodiments, the above method further comprises
summing up the calculated levels of SHBG-bound testos-
terone (SHBG-T) of (d), free testosterone (FT) of (h) and
non-SHBG, albumin-bound testosterone (non-SHBG-AT) of
(1), wherein the sum is the approximated total testosterone
level.

The use of aromatase for the conversion of testosterone to
estradiol for the purposes of measuring testosterone levels is
a new feature to a standard aromatase assay. This method
facilitates the measurement of free testosterone, which has
different metabolic consequences than other forms of tes-
tosterone in vivo.

The use of SBHG ligands competitive to testosterone is a
new feature for the measurement of testosterone in a subject.
No other method exists that can rapidly measure the SHBG-
bound portion of testosterone in the blood.

The calculation of different forms and conditions of
testosterone in a subject (free vs. bound vs. bioavailable) is
a new feature for the analysis of testosterone in human
health and disease. The use of novel ratios of such forms/
conditions of testosterone is a new feature for the reporting
of testosterone in the context of human health and disease.

The methods described herein are more accurate and more
reproducible than current methods of testosterone measure-
ment. Furthermore the methods described herein relieve the
need for measurement of proteins in the blood like albumin
and SHBG, which add cost and complexity to clinical
diagnostic methods.

Biological sample refers to a sample obtained from a
biological subject, including sample of biological tissue or
fluid origin obtained in vivo or in vitro. Such samples can be,
but are not limited to, body fluid (e.g., blood, blood plasma,
serum, or urine), organs, tissues, fractions, and cells isolated
from mammals including, humans. Biological samples also
may include sections of the biological sample including
tissues (e.g., sectional portions of an organ or tissue).

As used herein, the term “probe” refers to an agent having
abinder and a label, such as a signal generator or an enzyme.
In some embodiments, the binder and the label (signal
generator or the enzyme) are embodied in a single entity.
The binder and the label may be attached directly (e.g., via
a fluorescent molecule incorporated into the binder) or
indirectly (e.g., through a linker, which may include a
cleavage site) and applied to the biological sample in a
single step. In alternative embodiments, the binder and the
label are embodied in discrete entities (e.g., a primary
antibody capable of binding a target and an enzyme or a
signal generator-labeled secondary antibody capable of
binding the primary antibody). When the binder and the
label (signal generator or the enzyme) are separate entities
they may be applied to a biological sample in a single step
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or multiple steps. As used herein, the term “fluorescent
probe” refers to an agent having a binder coupled to a
fluorescent signal generator.

The term “solid support” refers to an article on which
targets present in the biological sample may be immobilized
and subsequently detected by the methods disclosed herein.
Targets may be immobilized on the solid support by physical
adsorption, by covalent bond formation, or by combinations
thereof. A solid support may include a polymeric, a glass, or
a metallic material. Examples of solid supports include a
membrane, a microtiter plate, a bead, a filter, a test strip, a
slide, a cover slip, and a test tube.

Estradiol can be measured with an Electrochemilumines-
cence Immunoassay “ECLIA”-Competition Assay. Assays
can be set up using any technology known to those familiar
with the art, and measurement of testosterone can similarly
be accomplished after the various steps with any technology
known to those in the art. The level of testosterone may be
measured by using standard immunodiagnostic techniques,
including immunoassays such as competition, direct reac-
tion, or sandwich type assays. Such assays include, but are
not limited to, agglutination tests; enzyme-labelled and
mediated immunoassays, such as ELIS As; biotin/avidin type
assays; radioimmunoassays; immunoelectrophoresis; immu-
noprecipitation; liquid chromatography-tandem mass spec-
trometry (LC-MS/MS), and electrochemiluminescence or
electrogenerated.

Embodiments of the invention also provide treatment
protocols based on the level of free testosterone, (SHBG)-
bound testosterone, or non-SHBG, albumin-bound testos-
terone (non-SHBG-AT) measured using the methods of the
invention. For example, if the level of free testosterone (FT)
is low, the subject is administered a therapeutically effective
amount of testosterone or if the level of free testosterone
(FT) is high, the subject is administered a therapeutically
effective amount of an agent that blocks testosterone. There
are several exogenously applied testosterone products
known in the art. The term “low” may refer to the lowest
quarter of a population and the term high may refer to the
highest quarter of a population. An exemplary testosterone
blocker is Lupron.

In an alternative embodiment, if the level of (SHBG)-
bound testosterone (SHBG-T) or non-SHBG, albumin-
bound testosterone (non-SHBG-AT) is high, the subject is
administered a therapeutically effective amount of testoster-
one or if the level of (SHBG)-bound testosterone (SHBG-T)
or non-SHBG, albumin-bound testosterone (non-SHBG-AT)
is low, the subject is administered a therapeutically effective
amount of an agent that blocks testosterone. For example, in
the case of women with PCOS who have low SHBG and
high testosterone, giving insulin sensitizers like metformin
to improve insulin resistance which will raise the level of
SHBG in turn decreasing the level of bioavailabe testoster-
one.

Embodiments of the invention also provied a method for
predicting susceptibility or likelihood of a subject to develop
cardiodiabetes, cardiovascular disease, diabetes, fatty liver
disease, and/or metabolic syndrome in a subject, compris-
ing:

a) measuring levels of total testosterone (TT), SHBG-
bound testosterone (SHBG-T), non-SHBG, albumin-
bound testosterone (non-SHBG-AT) and/or free testos-
terone (FT) in a biological sample of the subject;

b) comparing the levels of total testosterone (TT), SHBG-
bound testosterone (SHBG-T), non-SHBG, albumin-
bound testosterone (non-SHBG-AT) and/or free testos-
terone (FT) with a reference level of each
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corresponding total testosterone (TT), SHBG-bound
testosterone (SHBG-T), non-SHBG, albumin-bound
testosterone (non-SHBG-AT) and/or free testosterone
(FT); and

¢) assessing the susceptibility or likelihood of the subject
to develop cardiodiabetes, cardiovascular disease, dia-
betes, fatty liver disease, and/or metabolic syndrome
based on the comparison in (b),

wherein a decreased level or a deficiency of total testos-
terone (TT), SHBG-bound testosterone (SHBG-T),
non-SHBG, albumin-hound testosterone (non-SHBG-
AT), and/or free testosterone (FT) indicates that the
subject is susceptible to or has an increased likelihood
of developing cardiodiabetes, cardiovascular disease,
diabetes, fatty liver disease, and/or metabolic syn-
drome.

In some embodiments, this method further comprises
effectuating a therapy guidance based on the assessment in
(¢) and an analysis whether the subject is at a low a moderate
or a high risk of developing cardiodiabetes, cardiovascular
disease, diabetes, fatty liver disease, and/or metabolic syn-
drome.

Another aspect of the invention provides a kit to carry out
the methods of the invention. The kit may comprise a blood
card as described herein and shown in FIG. 2 and optionally
directions, a lancet, and a pre-paid mailing envelope. The
blood card comprises one spot that is impregnated with
aromatase and/or aromatase and a NADPH cofactor. As
shown in FIG. 3, a biological sample can be contacted and
placed into a tube for delivery to a diagnostic laboratory.

An exemplary embodiment of the invention is shown in
FIG. 2. In step A, the patient or medical provider draws
blood with a lancet, and a drop of blood is deposited onto
each of two spots on an absorbant paper material (a blood
card). The spot shown in white is a control spot with no
chemicals applied and the spot shown in black has been
pre-treated with aromatase enzyme. The blood is allowed to
dry on the spots, and the card is mailed to the diagnostic
laboratory. In step B, at the laboratory the blood spots are
punched out or swabbed off and the blood is reconstituted/
dissolved in appropriate buffers in two different tubes. Total
testosterone and estradiol are measured for the first (control
tube) and estradiol is measured from the second tube con-
taining blood that had dried on the spot impregnated with
aromatase enzyme. In step C, a computer system compares
the amount of estradiol measured in the two samples,
subtracting the lower amount in the first sample from the
amount in the second sample. The difference is interpereted
by the computer system as the amount of biologically active
testosterone, and is reported in ng/mL. The computer further
compares the amount of biologically active testosterone to
total, and reports a value for total testosterone and a per-
centage of total testosterone that is biologically active. In
step D, the computer further compares the amounts to
reference ranges in a database for the appropriate age and
sex of the patient and generates a report. The amount of
biologically active testosterone, total testosterone, and per-
centage are reported out on the report as being within normal
limits, high or low depending on the reference population.
Based on the report, the physician makes treatment deci-
sions regarding supplementation with exogenous testoster-
one, hormone blockers, insulin sensitizers, etc.

FIG. 3 illustrates another embodiment of the invention. In
step A, a biological sample is contacted and placed into a
tube for delivery to the diagnostic laboratory. In step B, a
sample is extracted from the tube in A, and total testosterone
and estradiol are measured via an assay known to those
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familiar with the art. In step C, the measurement of total
testosterone and estradiol are stored in a computer system.
In step D, aromatase enzyme is added to a sample of
biological fluid from the original tube from step A; the
aromatase is allowed to react for a period of time. In step E
the amount of estradiol is measured after the aromatase
reaction, and the result sent to the computer system in step
F. In step G, the computer system compares the amount of
estradiol measured in the two samples with an without
aromatase enzyme, subtracting the measured amount in the
first sample from the measured amount in the second
sample. The difference is interpreted by the computer system
as the amount of biologically active testosterone, and is
reported in ng/ml. The computer further compares the
amount of biologically active testosterone to total, and
reports a value for total testosterone and a percentage of total
testosterone that is biologically active. In step G, the com-
puter further compares the amounts to reference ranges in a
database for the appropriate age and sex of the patient and
generates a report in step H. The amount of biologically
active testosterone, total testosterone, and percentage are
reported out on the report as being within normal limits, high
or low depending on the reference population. Based on the
report, the physician makes treatment decisions regarding
supplementation with exogenous testosterone, hormone
blockers, insulin sensitizers, etc.

Known ranges of testosterone relating to human health are
broken down in the following table (Mayo Clinic, 2013)

TESTOSTERONE, FREE

Males: 9-30 ng/dL,

Females: 0.3-1.9 ng/dL

Reference values are not established for subjects <16
years.

TESTOSTERONE, TOTAL

Males

0-5 months: 75-400 ng/dL

6 months-9 years: <7-20 ng/dL

10-11 years: <7-130 ng/dL,

12-13 years: <7-800 ng/dL.

14 years: <7-1,200 ng/dL

15-16 years: 100-1,200 ng/dL

17-18 years: 300-1,200 ng/dL,

> or =19 years: 240-950 ng/dL.

Tanner Stages*

1 (prepubertal): <7-20

1I: 8-66

1I: 26-800

IV: 85-1,200

V (young adult): 300-950

Females

0-5 months: 20-80 ng/dL

6 months-9 years: <7-20 ng/dLL

10-11 years: <7-44 ng/dL

12-16 years: <7-75 ng/dL,

17-18 years: 20-75 ng/dL

>or =19 years: 8-60 ng/dL,

Tanner Stages™*

1 (prepubertal): <7-20

1II: <7-47

I: 17-75

IV: 20-75

V (young adult): 12-60

It is to be understood that this invention is not limited to
particular embodiments described, as such may, of course,
vary. It is also to be understood that the terminology used
herein is for the purpose of describing particular embodi-
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ments only, and is not intended to be limiting, since the
scope of the present invention will be limited only by the
appended claims.

Where a range of values is provided, it is understood that
each intervening value, to the tenth of the unit of the lower
limit unless the context clearly dictates otherwise, between
the upper and lower limit of that range and any other stated
or intervening value in that stated range, is encompassed
within the invention. The upper and lower limits of these
smaller ranges may independently be included in the smaller
ranges and are also encompassed within the invention,
subject to any specifically excluded limit in the stated range.
Where the stated range includes one or both of the limits,
ranges excluding either or both of those included limits are
also included in the invention.

All publications and patents cited in this specification are
herein incorporated by reference as if each individual pub-
lication or patent were specifically and individually indi-
cated to be incorporated by reference and are incorporated
herein by reference to disclose and describe the methods
and/or materials in connection with which the publications
are cited. The citation of any publication is for its disclosure
prior to the filing date and should not be construed as an
admission that the present invention is not entitled to ante-
date such publication by virtue of prior invention. Further,
the dates of publication provided may be different from the
actual publication dates which may need to be independently
confirmed.

It is noted that, as used herein and in the appended claims,
the singular forms “a”, “an”, and “the” include plural
referents unless the context clearly dictates otherwise. It is
further noted that the claims may be drafted to exclude any
optional element. As such, this statement is intended to serve
as antecedent basis for use of such exclusive terminology as
“solely,” “only” and the like in connection with the recita-
tion of claim elements, or use of a “negative” limitation.

As will be apparent to those of skill in the art upon reading
this disclosure, each of the individual embodiments
described and illustrated herein has discrete components and
features which may be readily separated from or combined
with the features of any of the other several embodiments
without departing from the scope or spirit of the present
invention. Any recited method can be carried out in the order
of events recited or in any other order which is logically
possible.

The invention is further described by the following non-
limiting examples which further illustrate the invention, and
are not intended, nor should they be interpreted to, limit the
scope of the invention.

EXAMPLES
Example 1

A 25 year old woman is suspected of having PCOS by her
clinician due to physical characteristics such as weight gain,
increased amount of acne, and difficulty getting pregnant.
The woman has blood drawn and her total testosterone
measured by conventional techniques and is told that her
total testosterone is within normal limits (50 ng/dL) and the
physician makes the decision not to treat the patient for
PCOS. The same patient’s blood is drawn and the invention
described herein is used to measure her biologically active
testosterone. First, testosterone total and estradiol are mea-
sured, then, aromatase is added to the sample. The aromatase
is given time to react with the free testosterone, converting
it to estradiol. The estradiol level is measured again. In a
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computer system, the amount of estradiol in the first mea-
surement is subtracted from the amount in the second
measurement. The difference is equivalent to the amount of
free testosterone that was present and available to react with
the aromatase. The computer system then calculates the
absolute amount of biologically active testosterone, and also
compares this amount to the total testosterone from the first
measurement, performing a calculation to yield the percent
of biologically active testosterone. The results are reported
to the physician. The physician notices that while the total
amount of testosterone in the patient’s blood was within
normal limits, the absolute amount of biologically active
testosterone and the percentage of total testosterone that was
biologically active was abnormally high. The physician, as
a result of this improved assay, makes a different treatment
decision. She decides to treat the patient with Metformin to
improve insulin resistance which in many cases will also
raise the level of SHBG in PCOS patients, bringing their
hormones back into balance. Months later, the patient
returns to the doctor. The doctor re-runs both tests. The
conventional test shows total testosterone within normal
limits. The new invention described herein shows that the
amount of biologically active testosterone has dropped in
absolute amount and percentage. The physician concludes
from the new improved test that the patient’s hormonal
imbalance as a result of her PCOS has improved, but still
requires further treatment. The patient is prescribed a higher
amount of Metformin. and her symptoms are monitored and
her biologically active testosterone is tested repeatedly to
assess her health and response to treatment.

Example 2

A 45 year old man presents to his physician complaining
of fatigue and low sex drive. He has seen commercials for
testosterone replacement products for “low T and demands
that the doctor prescribe him this product. The doctor runs
both a standard “total testosterone test” but also orders the
test described herein to measure biologically active testos-
terone. The patient’s total blood testosterone level is
reported at 100 ng/dL which the physician considers equivo-
cal. The biologically active testosterone is then measured on
the patient’s blood sample and reported as described above
in example 1. The results of the new and improved test for
biological activity shown herein show that the absolute
amount of biologically active testosterone and the percent-
age of biologically active testosterone are well within nor-
mal limits for the man’s age. As a result of the test described
herein, the physician elects not to treat the patient with
exogenously applied testosterone products, and to run addi-
tional tests to pinpoint the source of the patient’s fatigue.

Example 3

A 45 year old man presents to his physician complaining
of fatigue and low sex drive. He has seen commercials for
testosterone replacement products for “low T and demands
that the doctor prescribe him this product. The doctor runs
both a standard “total testosterone test” but also orders the
test described herein to measure biologically active testos-
terone. The patient’s total blood testosterone level is
reported at 100 ng/dL which the physician considers equivo-
cal. The biologically active testosterone is then measured on
the patient’s blood sample and reported as described above
in example 1. The results of the new and improved test for
biological activity shown herein show that the absolute
amount of biologically active testosterone and the percent-
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age of biologically active testosterone are below normal
limits for the man’s age. As a result of the test described
herein, the physician elects to treat the patient with exog-
enously applied testosterone products.

Example 4

A fit 55 year old man is diagnosed with prostate cancer.
His oncologist and urologist are concerned that the cancer
may have micrometastasized and they know that prostate
cancer grows in response to biologically active testosterone.
The doctors decide to measure the amount of testosterone in
his blood and run both a standard “total testosterone test” but
also orders the test described herein to measure biologically
active testosterone. The patient’s total blood testosterone
level is reported at 100 ng/dL, which the physicians consider
equivocal. The biologically active testosterone is then mea-
sured on the patient’s blood sample and reported as
described above in example 1. The results of the new and
improved test for biological activity shown herein show that
the absolute amount of biologically active testosterone and
the percentage of biologically active testosterone are high
for the man’s age. As aresult of the test described herein, the
physicians elect to treat the patient with an agent that blocks
the activity of or biological response to testosterone (like
Lupron) in order to minimize the chances that the prostate
cancer will recur.
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The invention claimed is:

1. A method for measuring or determining a level of one
or more biologically active compounds in a biological
sample of a subject, comprising:

a) measuring a first concentration of estradiol (E2,) in the

biological sample;

b) adding an aromatase enzyme and a NADPH cofactor to
the biological sample to facilitate an aromatase reaction
with testosterone in the biological sample;

¢) measuring a second concentration of estradiol (E2,)
after the aromatase reaction; and then

d) determining a level of biologically active testosterone
in the biological sample of the subject,

wherein the level of biologically active testosterone
includes calculating the difference between the second
concentration of estradiol (E2,) and the first concen-
tration of estradiol (E2,).
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2. The method of claim 1, further comprising the steps of

e) adding a competitive sex hormone binding globulin
(SHBG) ligand to displace or dissociate the testoster-
one in the biological sample from SHBG in the bio-
logical sample;

) measuring a second level of biologically active testos-

terone in the biological sample; and

2) determining a level of the SHBG in the biological

sample that was bound to testosterone in the biological
sample,

wherein the level of SHBG includes calculating the

difference between the concentration of biologically
active testosterone measured before and after the addi-
tion of the competitive SHGB ligand.

3. The method of claim 1, wherein one or more of steps
of measuring are performed by

immobilizing a labeled probe specific for binding to said

estradiol on a solid surface;

contacting immobilized labeled probe with said estradiol;

and

detecting an estradiol-probe complex.

4. The method of claim 1, wherein the biological sample
is serum, plasma or saliva.

5. The method of claim 1, wherein the first concentration
of estradiol (E2,) and the second concentration of estradiol
(E2,) are measured by electrochemiluminescence immuno-
assay (ECLIA).

6. The method of claim 1, wherein the level of total
testosterone (TT) is measured using a technique selected
from the group consisting of enzyme-linked immunosorbent
assay (ELISA), radioimmunoassay, mass spectrometry, lig-
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uid chromatography-tandem mass spectrometry (LC-MS/
MS), and electrochemiluminescence or electrogenerated
chemiluminescence (ECL).

7. The method of claim 2, wherein the binding affinity for
the competitive SHBG ligand ranges from about 0.02x10° to
about 7.8x10° L/M.

8. The method of claim 2, wherein the competitive SHBG
ligand is a phytoestrogen or a Xenoestrogen.

9. The method of claim 2, wherein the competitive SHBG
ligand is a phytoestrogen and said phytoestrogen is selected
from the group consisting of isoflavones, lignins, and
coumestans.

10. The method of claim 2, wherein the competitive
SHBG ligand is a xenoestrogen and said xenoestrogen is
selected from the group consisting of 17f-estradiol,
genistein, bisphenol A, resorcinol monobenzoate and phenyl
salicylate.

11. The method of claim 2, further comprising determin-
ing a molar ratio of SHBG-bound testosterone (SHBG-T) to
SHBG in the biological sample, wherein said molar ratio is
calculated by dividing the level of sex hormone binding
globulin (SHBG)-bound testosterone (SHBG-T) expressed
in a molar concentration and as obtained in (d) with a known
molar concentration of competitive SHBG ligand as added
in (b).

12. A kit comprising a blood card and optionally direc-
tions, a lancet, and/or a pre-paid mailing envelope, wherein
the blood card comprises one spot that is impregnated with
aromatase and/or aromatase and a NADPH cofactor.
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