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13C GLUCOSE BREATH TEST FOR THE
DIAGNOSIS OF DIABRETIC INDICATTIONS
AND MONITORING GLYCEMIC CONTROL

This application is a continuation of U
N~ NO/ETA QN e (8] N~
INO. U7/UI‘I‘,0UU, ulcu [‘CU 0, LUUL, now U D fd.l. INO.

6,468,802, which is a U.S. National Phase Application of
International Application PCT/IB99/00933, filed May 6,
1999, which claims priority to U.S. Provisional Application
No. 60/084,482, filed May 6, 1998. The disclosure of each
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in their entirety.
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BACKGROUND OF THE INVENTION
Glucose tolerance is defined as the ability to properly
utilize giucose. Diabetes is not a single disease, but an array
of diseases that exhibit the common symptom of glucose
intolerance, an impairment in glucose utilization.

The prevalence of diabetes in the general population is
approximately 6-7%. Only about half of diabetics are actu-
ally diagnosed. Studies have shown that rates for persons
with glucose intolerance are equal by sex and greater for
blacks than for whites.

In general, the following types of diabetes have been
recognized: type I diabetes mellitus, type II diabetes
mellitus, secondary diabetes mellitus, impaired glucose tol-
erance and gestational diabetes mellitus. The general char-

acteristics of the symptoms of diabetes include the

follow-
Cris! oI 1€ sympioms Oof jieise)

ing:

Polyuria (excretion of large quantities of urine)

Hyperglycemia (high blood glucose levels)

Glucosuria ( abnormal presence of glucose in urine)

Polydipsia (excessive thirst)

Polyphagia (excessive hunger)

Sudden weight ioss.

It has been observed that complications resulting from
diabetes mellitus are the third leading cause of death in most
developed countries. Diabetes is a risk factor for a variety of
conditions including coronary heart disease, cerebrovascular
stroke, neuropathy (nerve damage), nephropathy (kidoey
damage), retinopathy (eye damage), hyperlipidemia
(excessive blood lipids), angiopathy (damage to blood
vessels) and infection.

A number of different methods exist for delermining a
LUUUU.IUII Ul ll]tolclal]ce LUI BIULUEC 111636 IIILIUUC PUbl'
prandial blood glucose, oral glucose tolerance test (OGTT),

O’Sullivan glucose tolerance test (gestational test), hemo- :

globin Ale (Hb A;, Hb A,)), islct ccll antibodics, GAD
antibodies (glutamic acid decarboxylase) and insulin anti-
h\!dl\/\ Dldh\zl\/\, h\FW\/ \/I is III\V\I. I\/Cl\.lll)’ ubl\/bl\/d Wh\/ll Ih\/
carbohydrate metabolic capacity is tested. This is done by
stressing the system with a defined glucose load as in the
oral glucose tolerance test (OGTT).

The OGTT has been criticized, however, because many of

the variableg affectine test resulte are difficult to control. for
¢ variadies afecing est resuils are Griciil 10 Coniroy, 1or

instance: Patients must be on a standardized carbohydrate
diet at least three days before the test. The test requires an
8 10 16 hour [ast. The test should only be performed on

ambulatory patients. Stress should be avoided. Exercise
should be avoided. Various hormone imbalances can affect
validity such as with: thyroxine, growth hormone, cortisol
and catecholamines. Various drugs and medications can
affect validity such as: oral contraceptives, salicylates, nico-

tinic acid, diuretics and hypoglycemics. Evaluation should
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normally be corrected for age. The greatest disadvantage of
the OGTT is that it is poorly reproducible and this limits its
diagnostic usefulness.

The current methods of diagnosing diabetes involve either
invasive lesiing {(le. repeaied blood collections), or use
blood-borne markers (ie. glycosylated proteins, or
antibodies) which offer an indirect assessment of glucose
regulation. Accordingly, it is an object of the present inven-
tion to avoid the need for invasive teqting or the use of

1o .
ULUUU UU1115 miar;

JSClb 111 UCLCIlllllldllUub UL glﬂLUbC 1cgum-
tion.

SUMMARY OF THE INVENTION

The above and other objects of the invention are attained
by a *>C breath test and a kit for determining giucose
regulation in a patient in need thereof.

An analvtical ageav ig described that ig based on the use
A ana:iytical assay 1s GesCrioed inat 1s 5ased on tag use

of non-radioactive *>C. Labeled expired **CO, is measure

in the present assay. Isotope ratio mass spectroscopy (IRMS)
is used as a detection method for *3>C, a non-radioactive
isotope that occurs naturally in food and animal tissues.
Non-dispersive infrared spectroscopy (NDIRS) analysis and
analysis methods known in the art may be employed. The
test protocol is as follows: after an overnight fast, the oral
dose of **>C uniformly labeled glucose (containing about 25
mg of 3C glucme in combination with about 15 g of
unlabeled glucose in 100 mL of tap water) is administered.
Breath samples will be collected before the dose and then
1% hours after **C glucose ingestion. Levels of **CO, in
expired air will be measured by an IRMS method.

Advantages of this test are the following:

it 1s praciical, sensiiive and specific;

the validity of the test is not influenced by stress, exercise,

hormone imbalances, or some drugs and medications
it is a non-invasive method;

it is simple to perform and can be readily used in

physicians’ offices or medical laboratories;

it is safe since *3C is a naturally occurring isotope found

in all carbon-containing substances;

it involves no radioactivity, and may be used in children

and women.

The '>C glucose test is safe, reliable, and specific in
diagnosis of diabetes and measurement of the severity of
insulin resistance in patients. The invention is aiso preferred
to diagnose gestational diabetes and to monitor glycemic
control in diabetes patients. A preferred embodiment of the
invention is a kit containing the necessary material for
pcr[onning the described method. This kit may contain but
is not limited to a source of >C enriched glucose (preferably
uniformly labeled D-glucose); a source of unenriched glu-
cose; and a breath collection device. The kit may also
contain a set of patient instructions for its use. In another
embodiment, the kit may additionally contain a blood col-
IC\,LIUII UeVIL«C buL«U as a 141‘166‘1 or ll.yPUUleflIC iléeulc d.UU
vacutainer for the additional determination of blood glucose
levels.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1: Iilustrates the IRMS analysis of '*C giucose
breath samples [rom normal individuals, a gestational dia-
betic and patients with impaired glucose tolerance.

FIG. 2: Shows a representative cxample of breath test and
blood glucose levels of a normal individual.

FIG. 3: Illustrates breath test and blood glucose levels of
a diabetic patient.
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FIG. 4: Depicts breath test and blood glucose levels of an
insulin resistant patient.

FIG. 5: Shows a comparison of IRMS results of an insulin
resistant and a diabetic patient and a normal individual.

DETAILED DESCRIPTION OF THE
INVENTION

The introduction of a '>C breath test offers a novel,
non- 1nvn<1vn= direct means to monitor G'luCOQF' metabolism
by measurement of exhaled CO, using highly enriched,
uniformly labeled **C-glucose. Glucose metabolism will
generate labeled CO,, which is then exhaled and collected in
tubes. Enrichment of labeled CO,, over a determined time
course, can be used as a quantitative index of glucose
metabolism. Comparison is made against age-specific ref-
erence intervals.

The present invention has a number of advantages,
including lower dose of glucose needed (overcomes incon-

sistencies due to malabsorptive disorders or previous gastric

or intestinal surgery), reduction in testing time (from the
current 2 hours required for the OGTT) and fewer interpre-
tational ambiguities (greater sensitivity and specificity).

The *3C glucose breath test is based on the metabolism of
ghicose. Following a baseline breath sample, a >C
solution containing about 25 mg of *>C glucose in combi-
nation with about 15 g of unlabeled glucose in 100 mL of tap
water is administered. Breath samples will be obtained
before the dose and then 12 hours after **C glucose inges-

tion Meagurement of the evnired air will he detected by an
11on. Measurement o1 e SXPIirea air win o€ GCIECCIea 0y an

shianan

C ZLuCose

isotope ratio mass spectroscopy assay method. Elevated or
excessive breath 13CO2 concentrations will be seen in
individuals who have normal glucose metabolism.

The following Examples serve to illustrate the present

lllVClll.lUll llleC DXdlllPlCD are not llll.CllUCLl 1o lllllll. lllC
scope of the invention in any manner.

EXAMPLE 1

Sample Assay for ient
Cxperimental Procedure
Medical History

Medical history 1s taken and 1ncludes, but 1s not limited
to: the absence of active pulmonary disease, no history of
heart, liver, or renal failure, and no use of insulin or oral
medications for the treatment of diabetes.
Physical Examination and Laboratory Tests

No physical examination or laboratory tests, inciuding
blood sampling, is required.
Dietary Control

It is determined that all participants have fasted overnight
prior to commencement of the test.
Patient Control

Participants are not permitted to eat, drink, or smoke
during the test. All patients are required to remain sedentary
for the duration of the test. Small amounts of water are
allowed.
Assay Procedure

Patients fast for at least 8 hours before this test.
A sample set of patient instructions is given below:

Step 1: COLLECT FIRST BREATH SAMPLE

Remove the screw cap from the collection tube.

Take a normal breath and then exhale fully 4 to 8 seconds
through a straw into the bottom of the collection tube.

Diagnosis of a Pati

Immediately replace the screw cap on the collection tube
and tighten until snug (do not overtighten).
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Affix the completed green label to the collection tube.

Step 2: DRINK THE SOLUTION

Prepare the solution by adding tap water to the fill line on
the plastic container. Mix until completely dissolved
and then drink the entire solution.

Wait 1% hours.

Step 3: COLLECT THE SECOND BREATH SAMPLE

One and one half hours after drinking the solution, collect
the second breath sample into the collection tube fol-
lowing the same directions as for the first breath sample
in step 1.

Allix ihe compieied yellow label io ihe iube.

Step 4: RETURN THE SAMPLES FOR ANALYSIS

Insert the 2 collection tubes along with the signed and
completed registration card in the mailing box.

Return the mailing box as instructed to the site of dis-
pensing.

EXAMPLE 2

Breath Test Administration

" Lo cneniir o
r tibe with the screw c: P

, they are asked to breathe into the
tube, exhaling normally, for 4 to 8 seconds. Next, each
patient is instructed to drink a solution containing about 25
mg of uniformly labeled **C glucose in combination with
about 15 g of unlabeled glucose in 100 mL of tap water.
After 12 hours, the patients are given a new tube to breathe
in as described above. The breath collection is then com-
plete.

Storage and Shipping

Rreath tegt tubeg are tynically lahel
srealn test tubes are typically 1aoeied

oy

ed with the natient’s
wilh the palient's

name and identification number and shipped to an analytical
laboratory for analysis. No refrigeration or special storage
techniques are necessary.

EXAMPLE 3
Analytical Methodology

Breath anecimens are analvrzed by isotone ra
arc

Breath specimens analyzed by isotope rati
spectroscopy. NDIRS is also a preferred method to analyze
breath test samples. Other methods known in the art may
also be used.

Stalistical Analysis

The cpnmmqm cppmﬁmr 7

nredic

precic-

nositive and neoative
POSLIVE and negative p

tive values of the breath test are compared to that of the oral
glucose tolerance test. Receiver operator characteristic curve
analysis is performed to confirm the discrimination between
type 2 diabetes or gestational diabetes and individuals with
nnrmzl (T]"f‘ﬁQf‘ m(‘l’ﬂhﬁl](m

normal glucose melabolisiy

1 0€ SCOSIUY CCLICLYY,

EXAMPLE 4

Basis of the Method of IRMS

Isotope ratio mass spectroscopy (IRMS) is a highly pre-
cise method of analysis which is able to measure small
samples (low nanogram amounts). For example, >C/**C
ratios are det ed
‘I'he CO, gas can be directed to the spectrometer by means
of a continuous flow IRMS (also called CF-IRMS).

The statistical combination of the isolopes of carbon (**C
and **>C) and oxygen (*°0, 170, *®0) to generate the CO,

molecules rnvec rice to the formation of various mr\tr\nr\mprq

whose n]oleeular weights are 44, 45, and 40, respeetlvely.
Thus, for measuring carbon isotope ratios, three ion beams
are generated and recorded in the IRMS, corresponding to
the masses of the various isotopomers of CO,.

ed on a mono-carbon mr\lf‘r‘nli= Fﬂ gas.
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In order to obtain a high precision and a high accuracy,
reference gases of absolutely known isotopic composition
are used and a dual inlet system allows an alternative
admission of both sample and reference gases into the
ionizaiion source via a gas-swiiching vaive. The measure-
ment of the various ion beams allows for the calculation of
the *3C enrichment of the sample. The value of this calcu-
lation is given 8'>C(%) notation. The *>C abundance is
expressed as '*C(%) according to the following:

813C(%)=([(**C/**C) sample/(**C/**C)PDB]-1)x1000

This 8>C(%) value measures the variations in parts per
thousand of the carbon isotope ratio from the standard. For
carbon, PDB was selected as the international reference.

DNR i¢ Dae Nee Reala italla (o fregil from the Dae Nee
/0 15 £ U8C LOICMINIena (@ 10SsL 1fom e red Lee

geological formation in South Carolina). The **C/*2C ratio
from the calcium carbonate of this fossil is 0.011237.
Compared to PDB, most of the natural compounds display
a negative delta value. In the above equation, >C/*2C refers

to the isotopomers.

Using the breath test of this invention, IRMS is an
example method to diagnose type 2 and gestational diabetes,
and for monitoring glycemic control of diabetes patients.

EXAMPLE 5

3C Glucose Breath Test Results of Normal,
Gestational Diabetes and Impaired Glucose
Tolerance Patient

Example 4 describes a method to analyze breath samples
of this invention. FIG. 1 shows the mean (xSD) Delta per
mil over Baseline (DOB) of the normal population. Also
shown are the DOB’s of a gestational diabetic and impaired
glucose tolerance patients. Breath samples collected 0, 1, 1.5
and 2 hours according to the protocol were analyzed by
IRMS. IRMS ana1y51s of the collected breath sampies can be
performed on various instruments, including but not limited
to the AP2003 and AP2002 (Analytical Precision Ltd),
ABCA (POZ Europa) and the Breath MAT (Finnigan MAT).
The DOB values of the gestational diabetes and the impaired
glubUbC iolerance pdllCHlb arc WCll DCIUW lHC DOB UL lHC
normal population (FIG. 1). The impaired glucose tolerance
diagnosis was initially determined by OGTT, the gestational
diabetes screen was used to confirm gestational diabetes.

Impaired glucose tolerance (IGT) refers to a condition in
which bilood sugar levels are higher than normai, but are not
high enough to be classified as diabetes. IGT is a major risk
factor for type 2 diabetes. IGT is present in about 11 percent
of adults, or approximately 20 million Americans. About
4045 percenl of persons age 65 years of age or older have
elther type 2 diabeies or IGT. A person 1s currenily diag-
nosed with IGT when the 2-hour glucose results from a
glucose tolerance test are greater than 7.8 mmol/L, but less
than 11.0 mmol/L.. A woman is diagnosed with gestational
diabetes when she is pregnant and has any two of the
Luuuwulg a Ld.bl.l‘ﬂﬁ pms‘ma g1uu336 of more than 5.3 mmol/
L, a 1-hour glucose level of more than 10.6 mmol/L, a
2-hour glucose level of more than 8.9 mmol/L. However, as
this method of diagnosis is invasive, the breath tests of the
current invention is the preferred d1agnos1s method The 13C

S4der

hrooth na o
5|uuu\\/ breath test is SCTISiiive, a

EXAMPLE 6

13C Glucose Breath Test Results of a Normal,
Insulin Resistant and Diabetes Patient

In this example, both breath test and blood glucose levels
were done on a normal, diabetic and insulin resistant patient.
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FIG. 2 shows the DOB of 0, 1, 1.5 and 2 hours breath

samples of a normal subject analyzed by IRMS. The blood
glucose level of this normal individual is also displayed.

FIG. 3 illustrates the breath test and blood glucose levels
of a diabetic patient. ‘The DOR of the breath samples are
significantly lower than the DOB of the normal individual
(FIG. 2), the blood glucose levels are typical of a diabetic
\ . 7 o JIr
patient.

In FIG. 4, the breath test and blood glucose levels of an
insulin-resistant patient are depicted. The DOB of these
breath samples are significantly lower 1han the normal DOB
(BIG: N the Blood olucos

(FIG. 2}, the blood glucose
resistant patient.

These results demonstrate one preferred utility of the
breath test of the current invention to diagnose diabetes and
insulin resistance. In another a<pect of the invention, the
arcas UbLVVCCll Lllb Ulca.tll icst aﬁu UIUUU gluuubu tcst curves
can be used to diagnose patients with insulin resistant or
diabetes and confirm glucose tolerance in normal individuals
by the comparison of the areas to the different groups of
normal, diabetic and insulin resistant patients.

al of an insulin-
1 01 a4l INSULn

FIG. § illustrates the *C glucose breath test results of a
normal individual, insulin resistant and diabetes patient. The
DOB’s of the insulin resistant and diabetes patients is
significantly lower than that of the normal DOB results.

NDIRS Instrumentation

Breath test samples of the invention can also be analyzed
using NDIRS instrumentation. The course of the 13C02/
14C0a Idl.lU 111 Drcdlﬂ dllUWb lUI UldgllUblb Ul uldDCle
NDIRS can be turther used to diagnose type 2 and gesta-
tional diabetes patients and for monitoring therapy of dia-

betes patients (glycemic control of these patients).
The metabolism of '*C labeled substrate leads to a

different isotope ratio. NDIRS analysis of the invention can
be performed on various instruments, including but not
limited to the MicroLyzer (QuinTron), UbiT-IR200 and
UbiT-100 (Otsuka Pharmaceutical Co., Ltd.), the URAS 10

(Hartmann and Braun) and the Isomax 2000 (Isotechnika).

EXAMPLE 8

v .. - - P
Hyperinsulinemic Euglycemic Clamp Method for
the Measurement of Insulin Resistance

PRI
e

ase of i0-
logical action of insulin, and it mainly presents as an
hyperinsulinemia. The hyperinsulinemic euglycemic clamp
is currcntly the reference mcthod for quantifying insulin
resistance. The clamp technique consists of infusing insulin
at a constant ratc and, to prevent any decrcasc in the plasma
glucose level, by infusing dextrose. The rate of dextrose
infused to maintain euglycemia is an estimate of the amount
of glucose, which is taken up by the tissues under the effect
of a defined plasma insulin concentration. Using several

rates of inculin infucion allows the establichment of the
racs Ol 1INSudn IuSioN aulCWws e CSlaciusSament O il

relationship between the whole body glucose disposal and
plasma insulin levels, and to discriminate between the states
of decreased insulin sensitivity and/or allered maximal
capacity to dispose of glucose. However, the hyperinsuline-
mic euglycemic clamp method is very invasive,
consuming, costly and variable. The breath test of this
invention is a preferred method to measure insulin resistance
as it is reliable, sensitive, specific, cost-effective and non-
invasive.
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EXAMPLE 9

Monitoring Long-Term Control of Diabetes

Measuring glycated hemoglobin is a current test used for
monitoring long-term control of diabetes. Glycated hemo-
globins are increased as a reflection ol hyperglycemia during

alytical

fegnan of ervthrocvtes awever different
Giicrént anaiyucar

the 11 H,
the lifespan of ervthrocytes. However,

methods may measure different glycated hemoglobins and
caution must be exercised in the interpretation of results.
HPLC or column chromatography methods used to analyse
glycated hemoglobin are also highly sensitive to variations

in temperature and pH. This test is also invasive, requiring

several blood samples. The breath test of the present inven-
tion is preferred as it is non-invasive, sensitive, accurate and
cost-cffective.

EXAMPLE 10

Usefulness of °C Glucose Breath Test in

Diagnosis of Diabetes

Diabetes mellitus is a group of diseases characterized by
high levels of blood glucose resulting from defects in insulin
secretion, insulin actlon, or both. Dlabetes can be associated
with serious complications and premature death if left
undiagnosed and untreated. It has been estimated by the
World Health Organization that the number of people suf-
fering from diabetes worldwide will more than double from
about 135 million now to 300 million by the year 2025. Of
those estimated to have diabetes, it is believed that approxi-
mately one third of those are undiagnosed. It is also known
that the prevalence of diabetes increases with age. It is
estimated that 0.16% of people under the age of 20 have
diabetes but this number dramatically increases to 18.4% for
people over the age of 65.

There are four types of diabetes; type 1 (insulin
dependent) represents 5 o 10% of all diagnosed cases, type
Amhpmc\ represents a0 to 95% of

2 (non-insulin- Apnpndpnt
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all diagnosed cases, gestational dlabetes develops in 2 to 5%
of all pregnancies but disappears when a pregnancy is over,
and other specific types of diabetes resulting from specific
genetic syndromes, surgery, drugs, malnutrition, infections
and other illnesses may account for 1 to 2% of all diagnosed
cases. A number of different methods exist for determining
diabetes. These include postprandial blood glucose, oral
glucosc tolcrance test (OGTT), O’Sullivan glucosc tolcrance
test (gestational test), hemoglobin Alc, islet cell antibodies,
glutamic acid decarboxylase (GAD) antibodies, and insulin
antibodies. However, diabetes is most readily detected when
the carbohydrate metabolic capacity is tested. This is done
by stressing the system with a defined giucose ioad as in the
OGTT.

A]rhmmh the OGTT is a standard test for diabetes, it has
been cr1t1c1zed because many of the variables affecting the
test results are difficult to control for; the standardized
carbohydrate diet, eight to sixteen hour fast, stress, exercise,
hormone imbalances, and various drugs can cause test
variables. These variables lead to poor reproducibility and
limit the diagnostic usefulness of this test. In addltlon, the
OGTT involves the collection of numerous blood specimens
making it an invasive procedure.

The development of a *>C- glucose breath test for the
detection of diabetes offers a non-invasive method that is not
affected by the above mentioned variables. >C is a non-
radioactive isotope that occurs naturally in food and animal
tissues. In the past the disadvantage of **C had been the

shortage of the gas isotope mass spectrometers used for
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analysis. With the ready availability of the necessary instru-
mentation and the *>C-labeled compounds required, the use

of C-labeled compounds in breath tests is more feasible.
Clinical Study

Ohiective-
UOJeCUve!

evaluate the sensitivity, specificity and reliability of a **C-
D-glucose breath test in the diagnosis of type 2 and gesta-
tional diabetes as compared to the already validated glucose
tolerance test that will be considered the standard.

Design: A multi-center, blinded, non-randomized design
is utilized. Only the referring physicians have knowledge of
the participants’ status. Participants undergo a glucose tol-
Within

vwiulll WO

The nrimarv aim of this nilot study is to
1€ primary aim ol s puot swuay is o

narticinanis
parucipants

undergo a *>C-D-glucose breath test. The findings from both
tests are examined for concordance.

STUDY PARTICIPANTS: This investigation is carried
out by recruiting 50 individuals each [or type 2 and gesta-
tional diabetes. For type 2 diabetes, the participants are
suspected to be diabetic. For gestational diabetes, the par-
ticipants are women in their 24th to 28th week of pregnancy

who have nresented lor the standard cestational diabeles
W00 ave presenied 100 e Suanaard gestationas: Glaoeles

mellitus screening test. Any diagnosis of diabetes is based on
the results of the glucose tolerance test.
TESTING STRATEGY: Eligible participants, after giving

informed consent, undergo the glucose tolerance test and the
13C-D-olucose breath test senarated ]'\v a

120 giucose brealn test separated a

hours and a maximum of two weeks. Thc glucose tolerance
test is performed according to the guidelines of the Canadian
Diabetes Association (CMAJ, JAMC Oct. 20, 1998;159(8
suppl):S1-S29). Briefly, for the gestational diabetes screen,
the glucose tolerance test consists of the consumption of a 50
g glucose tolerance drink and the collection of a venous
blood sample one hour later for glucose determination. For
the time between the drink consumption and the blood
sampling, the participant remains sedentary and refrains
from smoking or eating. Small sips of water may be taken
if necessary.

For type 2 diabetes, an overnight fast (10-16 hours)
precedes the giucose tolerance test. A fasting giucose biood
sample is drawn prior to the consumption of a 75 g glucose
tolerance drink. Two hours after the ingestion of the drink,
a venous blood sample is collected for glucose determina-
tion. For the time between the drink consumption and the
blood sampling, the pariicipani remains sedeniary and
refrains from smoking or eating. Small sips of water may be
taken if necessary.

‘The **C-D-glucose breath test is preceded by an overnight
fast (mlmmum eight hours) After fastlng, the part1c1pants
arc lcquucu lU PIUVIUC a UdbCllllC UlCdl.Ll bdlllplC
participants then ingest the **C-D-glucose drink preparation
and will provide breath samples at 1, 1.5, and 2 hours.
During the test the participants remain scdentary and arc not
permitted to smoke or eat. Only small sips of water are

ad A
ll\/lllllll\/\.l o III% I.II\J L\/\I.
OVERALL STUDY DESIGN: A total of 50 participants
are investigated each for type 2 and gestational diabetes.
Visit One: During the recruitment process, each indi-
vidual is asked to review a Participant Information Sheet and

to tallk with the labgoratorv nersonnel to ensure that all
10 laik Wil 13¢ 1adoralory personne: o ensure inatl ai

eligibility requirements are met. The individual is given an
opportunity to ask questions and if they meet all the eligi-
bility criteria, they are asked (o read and sign an informed
Consent Form.

All participants who have met the eli v
signed a consent form are tested by both the glucosc
tolerance test (Visit Two) and *C-D-glucose breath test
(Visit ‘Three) separated by a minimum of 24 hours and a

maximum of two weeks.

1wo weeks followinoe

WCECKS 10L0WiIE,

test
o5t

erance
<rance

minimum of 24

1 UC



US 6,602,715

(1]

7
Visit Two: The glucose tolerance test follows the guide-
lines set out by the Canadian Diabetes Association (CMAJ,
JAMC Oct. 20, 1998;159(8 suppl):S1-S29). Briefly, for the
gestational diabetes screen, the participants are asked to

consume a commercially available olicose tolerance drink
COOSUMIC a COMMCIliauy avauaci® guliose toilranct Griix

consisting of 50 g of dextrose in 296 mL. One hour
following consumption, a venous blood sample is collected
into a red-topped vacutainer tube. For type 2 diabetes,
participants first complete an overnight fast (10-16 hours)
and then nmv1df' a fastl_no blood O]HK‘QQF <amn]e Partici-
pants then i ingest a commercmlly available glucose tolerance
drink consisting of 75 g of dextrose in 296 mL followed by
the coiiection of a venous biood sampie 2 hours post-
consumption.

Visit Three: For the **C-D-glucose breath test, partici-
pants first complete an overnight fast (minimum of 8 hours).
Participants provide a baseline breath sample which is
followed by consumption of a '*C-D-glucose-enriched sotu-
tion containing 25 mg of *>*C-D-glucose in combination with
15 g of unlabeled USP dextrose in 100 ml of water. Partici-
pants then provide breath samples at 1, 1.5, and 2 hours.

Note: Visit One and Visit Two may be combined if it is
more convenient and all the testing criteria are met.

NUMBER OI' PARTICIPANTS AND TARGET POPU-
LATION: A total of 100 adult participants (18 years of age
or older) who are suspected of having type 2 diabetes (n=50)
or are being screened for gestational diabetes (n—50) are
recruited from those individuals P1636ﬁﬁug for the oral
glucose tolerance test.

INTERIM ANALYSIS: After 25 participants are enrolled
for a particular type of diabetes, all parties are unblinded to
the participants’ status. At this point in the study, the results

are evaliated Ifthe 130 N _chicose breath test results do not
are evaluated. If the 7 C-D-glucose breath test results do not

correlate with the standard, the oral glucose tolerance test,
such that greater than 5% of the participants are reported as
false negatives or false positives, the study is temporarily
halted. If the study is halted, the protocol is amended Lo
3C-D-glicose breath test kit

reflect an adiustment in the
refiect ar qustment m

components such that it contains 50 mg of **C-D-glucose
and 15 g of unlabeled USP dextrose.

CXAMPLE 11

Advantages of the >C Glucose Test for the
Diagnosis of Diabetes

The disadvantages of the OGTT include uncontrollable
factors which cause variability or spurious results and the
invasiveness of the test. Other tests known in the art are not
gnacific ara invagive are warinhla and ara lahar intangive
specific, are invasive, are variable and are labor intensive.
The '3C glucose breath test of the present invention is
sensitive, reliable and specific. The
shows minimal intra-individual variation, excellent analyti-

cal precision and breath specimens are stable for at least six
Bo glucose breath test is

weeks at room temnerature. The
Io ath fes
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preferred over tests known in the art, 1t is non-invasive, easy
to perlorm, has very good sensitivity and specificity and is
cost effective. A preferred use of the breath test of this
invention is for the d1agn051s of type 2 and gestatlonal
diabetes. This inv .
level of insulin resistance and tor monitoring the appropri-
ateness of the therapy of diabetes patients.

Further variations and modification of the present inven-

tion will be apparent to those skilled in the art and are
intended to be Pnr‘r\mnaqcpd hv the qnpmﬁr‘nnr\n and claims

appended hereto.

We claim:

1. A diagnostic kit for the determination of baseline
glucose metabolism in the absence of an indication of

is also nrﬁf‘ﬁ

13C glucose breath test s
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glucose intolerance, diabetes or gestational diabetes in a
subject comprising:

a predetermined quantity of uniformly labeled '3C-

cnriched glucosc; and

a breaih colleciion coniainer.

2. Adiagnostic kit according to claim 1, said diagnostic kit
comprising at least two breath collection containers.

3. Adiagnostic kit according Lo claim 1, said diagnostic kit
comprising a first breath collection container for receiving a
bhaseline bhreath :zmp]ﬁ taken from the mlh}gg[ nrl_gr i7e)
ingestion of any the predetermined quantity of the umformly
labeled "*C-enriched glucose;

and a second breath coliection container for receiving a

breath sample after the uniformly labeled >C-enriched
glucose is ingested.

4. Adiagnostic kit according to claim 3, said diagnostic kit
further comprising a set of instructions wherein the instruc-

tions direct the subiect to collect a firgt breath samnle in said
tions direct the supject (o coliect a Irst brealn sampie m said

first breath collection container, ingest the uniformly labeled
3C-enriched glucose and collect a second breath sample at
a time point that is after ingestion of the uniformiy iabeied
13C-enriched glucose, in said second breath collection con-
tainer.

5. Adiagnostic kit according to claim 1, said diagnostic kit
further comprising a tube that transfers the breath of the

guhiect into the breath collection container,
supject 1nio the dreatn coliection container.

6. Adiagnostic kit according to claim 1, said diagnostic kit
further including analysis means for measuring >CO,
metabolized from said uniformly labeled **C-enriched
glucose, in a breath sample, said analysis means being
selected from the group consisting of an isotope ratio mass
spectroscope (IRMS), a continuous flow isotope ratio mass
spectroscope (CE-IRMS) and a non-dispersive infrared
y (NDIRS).

7. The diagnostic kit of claim 6 wherein said analysis
means is CF-IRMS.

8. The diagnostic kit of claim 6 whercin said analysis
means is NDIRS.

AAAAAAAAA
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predetermined quantity contains 25 mg or less of the uni-
formly labeled **C-enriched glucose.

10. A diagnostic kit according to claim 1, further com-
prising about 15 g of unlabeled glucose.

11 A diaonostic kit accordine to claim 1
ax. /3 GIagnosucl it aCCOrGing O Ciainl 1,

predetermined quantity comprises about 25 mg of the
formly labeled **C-enriched glucose.

12. A diagnostic kit according to claim 11, said diagnostic
kit comprising a breath collection container for receiving a
baseline breath sample taken from the subject prior to
ingestion of any of the predetermined quantity of the uni-
formly labeled *>C-enriched glucose; and

at least two breath collection containers for receiving a

breath sample at predetermined time points after inges-

tion of the uniformlv labeled 3C-enriched olucose
ton COf 1€ Unuormiy 1301 " L-Snricaca giucose.

wherein gai
WoCrein Ssax

uni-

CE

13. A diagnostic kit according to claim 11, said diagnostic
kit comprising a [irst breath collection container [or receiv-
ing a baseline breath sample taken from the subject prior to
ingestion of any of the predetermined quantity of the uni-
formly labeled 13C.en

a second breath collection container for receiving a breath
sample at a first time point after ingestion of the
uniformly labeled **C-enriched glucose and a third
breath collection container for receiving a breath

of the

ed Uhlrnv:

uniformly labeled *>C- curmhcd gluu)sc.
14. A diagnostic kit for the determination of glucose
metabolism 1n a subject comprising a predetermined quan-
tity of uniformly labeled *C-enriched glucose;

sample at a second time nrnnr after 1nm>cl ion
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breath collection container for receiving a baseline
breath sample taken from the subject prior to ingestion
of any of the predetermined quantity of the uniformly
labeled *>C-enriched glucose; and
at least two breath collection containers for receiving a
breath sample at predetermined time points after inges-
tion of the uniformly labeled **C-enriched glucose.
15. A diagnostic kit according to claim 14, said diagnostic
kit further comprising a set of instructions wherein the

instructions direct the subiect to collect a firet breath samnle

nstructions grect the subject 1o collect a st brealn samplie

in the breath collection container, ingest the uniformly
labeled **C-enriched glucose and collect at least two breath

samples at the predetermined time points after ingestion of

the uniformly labclcd 13C-cnrichcd glucosc in said at lcast
two breath coll conta

16. Adlagnostlc klt accordmg to claim 14, said diagnostic
kit further comprising a tube that transfers the breath of the
subject into the breath collection containers.

17. A diagnostic kit according to claim 14, said diagnostic
kit further including analysis means for measuring **CO,
metabolized from said uniformly labeled **C-enriched
glucose, in a breath sample, said analysis means being
selected from the group consisting of an isotope ratio mass
spectroscope (IRMS), a continuous [low isotope ratio mass
spectroscope (CE-IRMS) and a non-dispersive infrared
spectroscopy (NDIRS).

18. The diagnostic kit of claim 17 wherein said analysis
means is CF- IRMS

19. The diagnostic kit of claim 17, wherein said analysis
means is NDIRS.

20. A diagnostic kit according to claim 14 wherein said
predetermined quantity contains 25 mg or less of the uni-
formly labeled *C-enriched glucose.

21. A diagnostic kit according to claim 14 further com-
prising about 15 g of unlabeled glucose.

22. A diagnostic kit according to claim 14, whercin said
predetermined quantity comprises about 25 mg of the uni-
formly labcled "*C-cnriched glucosc.

23. A diagnostic kit for the determination of glucose
metabolism in a subject comprising a predetermined quan-
tity of uniformly labeled **C-enriched glucose;

a first breath collection container for receiving a bascline
breath sample taken from the S‘lejﬁCL priar to ngﬁSLIGu
of any of the predetermined quantity of the uniformly
labeled **C-enriched glucose;

a second breath collection container for receiving a breath
sample at a first time point after ingestion of the
uniformly labeled *C-enriched glucose and a third
breath collection container for receiving a breath

sample at a second time point after ingestion of the :

uniformly labeled **C-cnriched glucosc.
24. A diagnostic kit according to claim 23 said diagnostic

Tt Fartha
Rit Turther L/UIIIl

sing, a sct of instructions whercin the
instructions direct the subject to collect a first breath sample
in said first breath collection container, ingest the uniformly
labeled *>C-enriched glucose, collect a second breath
sample at the first time point after ingestion of the uniformly

1abeled 13C-enriched olicose in the second breath collection
labeled ““C-enriched glucose in the second breath collection

container and collect a third breath sample at the second time
point after ingestion of the uniformly labeled *>C-enriched
glucose in the third breath collection container.

25. Adiagnostic kit according to claim 23, said diagnostic

kit further r‘nmnrmlnrr a tube that transfers the breath of the

subject into the breath collection containers.

26. A diagnostic kit according to claim 23, said diagnostic
kit further including analysis means for measuring >CO,
metabolized from said uniformly labeled '>C-enriched
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glucose, in a breath sample, said analysis means being
selected from the group consisting of an isotope ratio mass
spectroscope (IRMS), a continuous flow isotope ratio mass
spectroscope (CF-IRMS) and a non-dispersive infrared
enectroscony (T\TT\TD <)

spectroscopy (NDIRS).

27. The diagnostic kit of claim 26, wherein said analysis
means is CF-IRMS.

28. The diagnostic kit of claim 26, wherein said analysis
means is NDIRS.

29. A diagnostic kit according to claim 23, said predeter-
mined quantity contains 25 mg or less of the uniformly
labeled **C-enriched glucose.

W A disonostic kit accordine (o ¢laim
SUL A GIAEgRosUC v aClOTGIIE WO Cldlill &3, W

prising about 15 g of unlabeled glucose.

31. A diagnostic kit according to claim 23, wherein said
predetermined quantity comprises about 25 mg of the uni-
formly labeled "*C-enriched glucose.

32. Amethod for the determination of glucose metabolism
in a subject comprising:

a) collecting a first breath sample from said subject in a

first breath collection container;

b) administering uniformly labeled **C-enriched glucose

to said subject;

¢) collecting a second breath sample from said subject in

a second breath collection container at a time point

after administration of said uniformlv labeled 13C.
after administration of said uniformly labeled °C

enriched glucose;

d) collecting a third breath sample from said subject in a
third breath collection container at a second time point
alter administration of said uniformly labeled ">C-
enriched glucose;

¢) measuring 13CO2 in each of said first, second, and third
breath samples; and

f) comparing the amount of *>CO, in said first, second and
third breath samples wherein the difference between

*CO, determines the glucose metabo-

lism in the subject.
33. The method of claim 32 wherein steps d) and e) are
repeated at least at one additional time point after adminis-
tration of said **C-enriched glucose and said comparison in

s the amount of 1300 in all breath samsles
s the amount of ~~CQO, in all breath samples

armeTinte oF

said amouits of

qtan F\ comnare
step f) compare
collected.

34. A method of diagnosing a condition in a subject, said
condition selected from the group consisting of diabetes,
insulin resistance, impaired glucose tolerance, impaired fast-
diabetes

and normal

CO nerma

metabohsm, said method comprising;:

a) collecting a first breath sample from said subject in a
first breath collection container;

b) measuring a first blood glucose level;

¢) adminisiering uniformly labeled "*C-enriched glucose

to said subject;

d) collecting at least a second and third breath sample
from said subject in at least a second and third breath
collection container, each at a time point after admin-
istration of said uniformly iabeied *C-enriched gliu-
cose;

e) measuring *>CO, in each of said first and at least said
second and third breath samples and comparing said
measurements to obtain delta over baseline (DOB)
values;

f) measuring at least a second and third blood glucose
level, each at a time point after administration of said
uniformly labcled **C-cnriched glucosc;

¢) plotting said first and at least said second and third
blood glucose levels over time to define a blood glu-
cose test curve,

ino n]ur‘ncp oestational ohicose
g gilucose, gestational gIUCose
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h) plotting said DOB values over time to define a breath
test curve;

i) measuring the arcas between said breath test curve and
said blood glucose test curve; and

k) comparing said areas between said breath test curve
and said blood glucose test curve with such areas
mcasurcd from yauuutb havnug a condition sclected
from the group consisting of diabetes, insulin
resistance, impaired glucose tolerance, impaired fasting
glucose, gestational diabetes and normal glucose

metabolism to diagnose said conditions in said subject.
35, The method of claim 34, wherein said condition is

The method of claim 34, wherein said condition is
diabetes.

36. The method of claim 34, wherein said condition is
insulin resistance.

37. The method of claim 34, wherein said condition is

impaired olucose tolerance

npaired glucose tolerance.

38. The method of claim 34, wherein said condition is
impaired fasting glucose.

39. The method of claim 34, wherein said condition is
gestational diabetcs.

40. A diagnostic kit for the diagnosis of !
subject, accordmg to the method of claim 34, the diagnostic
kit comprising:

a predetermined quantity of uniformly labeled '>C-

enriched glucose;

a condition in a

w
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a breath collection container; and

a blood samnling dev
a 801000 sampang ¢e

41. Adlagnostle kit aewrdmg to claim 40, the diagnostic
kit comprising a first breath collection container for receiv-
ing a baseline breath sample taken from the subject prior to
ingestion of any of the predetermined quanlily of the uni-

o111 1.1 13~
LOormly labcled L -cuu(,ueu glULUSC (lllU
a second breath collection container for receiving a breath

samnle after the uniformly labeled *3C-enriched olu-

Sampie atier pe umiormly iabele cnriched giu

cose is ingested.
42. A diagnostic kit for the determination of glucose
metabolism in a subject by comparing blood glucose levels
with breath levels of **C-enriched COZ, said diagnostic kit

nnnnnnnnnnnnnnnnnnnnnn
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13C-enriched glucose;
a blood sampling device;

a breath collection container for receiving a baseline
breath sample taken from the subject prior to ingestion
of any of the predetermined quantity of the uniformly
labeled **C-cnriched glucosc; and

at lcast two breath collection containcrs for recciving a
breath sample at predetermined time points after inges-
tion of the uniformly labeled *C-enriched glucose.



