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Abstract

Background: Advanced glycation end products (AGES) are formed during the processing, storage, and cooking of foods. As
part of a western diet, AGEs are consumed in excess and impair glucose metabolism in patients with type 2 diabetes. In the
absence of diabetes, AGE-mediated decreases in insulin sensitivity and signaling have been postulated. However, randomized
studies to test this relationship in humans are limited.

Objective: The primary aim of thistrial isto determine whether dietary consumption of AGEs will decrease insulin sensitivity
in healthy overweight adults. A secondary aim isto determine the effects of dietary AGEs on insulin secretion, circulating soluble
receptor for AGEs (SRAGE), and inflammation markers.

Methods: Overweight, but otherwise healthy, non-diabetic adults (N=20) aged 18-50 years old will complete a randomized
cross-over design intervention study alternating low and high (4-fold increase) AGE diets (2-week duration). At baseline,
participantswill undergo amedical review including an intravenous glucose tolerancetest (IVGTT), ahyperinsulinemic-euglycemic
clamp, and anthropometric measures and questionnaires assessing diet, physical activity, and general wellness. Each test diet will
be followed for 14 days, followed by a 4-week washout period before commencement of the second alternate dietary period.
Energy, macronutrient, and AGE intake will be calculated for each dietary period. Additionally, the AGE content of foods used
in the study will be measured by ultra performance liquid chromatography mass spectrometry. All measurementswill be repeated
at the beginning and end of each dietary period. Primary and secondary outcomes will be expressed as a change over the dietary
period for insulin sensitivity, secretion, anthropometric parameters, SRAGE, and inflammation markers and compared by paired
t test and analysis of variance (ANOVA).

Results: The study will be completed in early 2016.
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Conclusion: The proposed trial will provide much needed clinical evidence on the impact of excess dietary AGE consumption
on insulin sensitivity and will indicate whether lowering dietary AGE intake can improve insulin sensitivity and/or secretion,

thereby decreasing risk for type 2 diabetes.

Trial Registration:
at http://lwww.webcitation.org/6ZXLhT89c)

(JMIR Res Protoc 2015;4(3):€93) doi: 10.2196/resprot.4552
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Introduction

In both developed and developing countries, the consumption
of highly processed foods has increased dramatically over the
past 30 years[1]. This change in diet has been associated with
increased exposure to advanced glycation end products (AGES),
which areformed in foods by processes such as non-enzymatic
browning (Maillard reaction). AGEs and Maillard reaction
products are important for flavor and color and increase the
shelf-life of treated foods [2]. While foods high in sugar and
protein are most susceptible to AGE formation, long-term
storage, heating, and physical or chemical processes may also
produce AGEs even in foods regarded as healthy such as fruit
juice, milk, and cereals. In addition, foods high in fat and sugar
can also facilitate in vivo formation and deposition of AGEs
within tissues [3,4]. Cooking temperature with promotion of
surface browning is also a critical factor: baking, roasting,
frying, and grilling are potent promoters of advanced glycation
[5]. Highlevelsof AGEsarethusfound in many common foods
such as heated milk and other dairy foods, baked breads, biscuits
and cookies, toasted breakfast cereals, grilled steak, brewed
beer, and roasted coffee beans.

Type 2 diabetes is a globa health problem and in many
developed countriesit has already reached epidemic proportions
over the past few decades [6]. There is accumulating evidence
from anima studies indicating that high dietary AGE
consumption contributes to increased insulin levels, insulin
resistance, defects in first phase insulin secretion, and type 2
diabetes[7-9]. Interestingly, low AGE diets can protect against
declining insulin sensitivity and the onset of type 2 diabetesin
animal models, evenin the context of high fat intake and marked
weight gain [7,8]. This suggeststhat it isthe high AGE content
in high fat dietsand not the fat content per se, aswas previously
thought, that impairs glucose metabolism. In addition, successive
generational feeding of a high AGE diet to rodents results in
descendants with increased adiposity, insulin resistance,
impaired insulin signaling, and a proinflammatory phenotype
[20], which further implicates dietary AGEs in the etiology of
type 2 diabetes.

In humans, one clinical trial demonstrated an association
between the low dietary consumption of AGESand improvement
ininsulin sendgitivity in patientswith type 2 diabetes[11]. Similar
results were seen in another trial in people without diabetes
[12], although macronutrientswere not matched in these studies.
Both trials used a homeostasis model assessment (HOMA-IR),
which is an indirect measure of insulin sensitivity. HOMA-IR
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isunabletoreliably differentiate between theinsulin sensitivity
and insulin secretion (HOMA-[3) because both are calculated
from fasting glucose and insulin concentrations. No studies
have used gold standard measurements of insulin sensitivity
and secretion to investigate the metabolic effects of high and
low AGE diets. In particular, there is a paucity of data testing
the effects of dietary AGEs oninsulin secretion in both animals
and humans. We have recently shown in rodents that changes
in insulin secretion following long-term exposure to AGES
[13,14] can be prevented with AGE-lowering therapy [13]. In
addition, there is a suggestion that an AGE-RAGE interaction
could mediate 3-cell failurefrom cell [13,15] and animal studies
[16].

To date, there have been no human tria sinvestigating the impact
of a dietary AGE intervention on direct measures of insulin
sensitivity and insulin secretion or on the development of type
2 diabetes. Therefore, our aim isto compare the effects of high
and low AGE diets, followed for 2 weeks, on direct measures
of insulin sensitivity and insulin secretion in healthy yet
overweight or obeseindividual s without diabetes. We also plan
to assess the contribution of AGE receptors and chronic
low-grade inflammation to the changes in insulin sensitivity
and secretion observed during the trial.

Methods
Study Design and Setting

Overview

Thisstudy hasarandomized, two period double-blind cross-over
design (Figure 1). We aim for 20 overweight but otherwise
healthy normoglycemic adults, aged 18-50 years to complete
the trial. Participants will commence the study after a 2-week
run-inon their habitual diet, but with restricted intake of acohol,
fast food, and coffee. Test diets will then each be followed for
2 weeks, separated by a 4-week washout period (return to
habitual diet). Usual levels of physical activity will be continued
throughout the study. Overweight participants will be selected
for enrolment in this study as they represent the average
Australian population, are generally moreinsulin resistant, more
sedentary, and have higher levels of inflammatory markers, all
factors that increase their risk for type 2 diabetes [17,18].
Participants will be sought using a number of advertising
strategies including posters, flyers, newspaper, and online
advertising and email newsletters from the Alfred Hospital in
Melbourne, Australia.
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Inclusion Criteria

Inclusion criteria for the study will include the following (1)
aged 18-50 years, (2) free of diabetes (previously diagnosed or
on the basis of the screening OGTT), (3) generally healthy upon
medical screening, (4) overweight or obese but not morbidly
obese (body mass index (BM1)>25 kg/m? but <40 kg/m?), and
(5) stable body weight, having exhibited a weight change <5
kg in the preceding year with no intention to lose weight or
change physical activity during the trial.

Exclusion Criteria

Exclusion criteria will include (1) substance abuse including
smoking and high acohol use (>4 and >2 standard drinks per
week for males and females, respectively), (2) known alergies,
(3) use of medications including vitamin supplements and
hormonal contraceptives, (4) any renal, cardiovascular,
hematological, respiratory, gastrointestinal, endocrine or central
nervous system diseases, psychiatric disorders, active cancer
within the preceding 5 years, or the presence of acute
inflammation or infection based on the medical history and the
physical and laboratory examinations obtained at recruitment,
and (5) women in menopause, or pregnant and/or lactating.

Statistical Consider ations

Sample Size Calculation

The sample size is estimated on the basis of the primary
hypothesis including being able to detect a 20% difference in
insulin sensitivity following dietary AGE modification using
G*Power, an online tool to compute statistical power analyses.
This effect sizeis clinically significant and similar to that seen
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after a6-month intervention period using troglitazone, aninsulin
sensitizing therapy. Troglitazone improved insulin sensitivity
asmeasured by glucose clamp in obese, non-diabetic individuals
[19] whose initial glucose disposal rate was 8.1 (+2.0)
mg/kg/min. To detect a 20% difference in insulin sengitivity in
a cross-over design by paired t test, we will require complete
data from 20 individuals (power 80%, alpha 5%, SD 1.0).

Data Analysis

Descriptive analysis will be performed on baseline
characteristics and covariates. We will use paired t test to
determinethe significance of the changein measured parameters
during test diets. Multiple regression will be used to assess the
determinants of insulin secretion after adjusting for covariates.
Dietary order will beincluded in multiple regression models as
abetween participant variable. Carryover effectswill be tested
in an expanded model including diet and period interaction
when evaluating the effects of diet over the 2 test periods. Period
effectsrefer to achange between intervention and measurement
periods and within subjects, which would have occurred
independently from any diet given. Plausible period effectsin
diet-based trials might arise from behavioral changes by
participants as a result of enrolment in a dietary-based trial

Adjustment to P values for multiple comparisons will be
performed using the Holm method, and statistical significance
will be assumed when P<.05.

Screening

The study timelines are presented in Figure 1. Female
participants will be required to commence metabolic testing
while they are in the follicular phase of their menstrual cycle
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and a urine pregnancy test will be performed to exclude
pregnancy. At visit 1, screening will be undertaken by a
registered medical practitioner who will collect the medical
history and perform a physical examination including
measurement of blood pressure, height, body weight, and wai st
and hip circumference using the methods outlined in the
following sections.

At the second visit, participants will undergo an OGTT with
measurement of fasting and 2-hour glucose levels to exclude
diabetes according to the World Health Organization (WHO)
1999 criteria[20]. Blood samples will be analyzed by asingle
accredited laboratory for full blood count, kidney and liver
function, lipid profile, and C-reactive protein (CRP) asamarker
of inflammation. Participants will also be given a 3-day food
diary to record their habitual dietary intake and this will be
returned on their next visit where it will be used to aid the
dietitian in the development of individualized test diets (as
following).

Baseline Assessment

Baseline assessments will commence at the third visit which
will involve measurement of blood pressure and body
composition by bioimpedance. At the fourth and fifth baseline
visits, an intravenous glucose tolerance test (IVGTT) and a
hyperinsulinemic euglycemic clamp will be performed (detailed
below in Data Collection and Analyses). Participants will
complete the International Physical Activity Questionnaire
(IPAQ) questionnaire to assess habitual physical activity [21].

Randomization and Blinding

Following successful screening and baseline assessment,
subjects will be randomized by a computer program to
commence the study with either the high or low AGE diet.
Randomization will be done in blocks of four by gender using
a relevant computer program to ensure balance in each test
group and will be conducted by a researcher from within our
department who is not involved in the trial data collection,
analysis, or reporting. Diet type will be coded as (red or blue)
by the dietitian, so that participants and blinded investigators
remain unaware of which dietary period they are undertaking
or how diet might affect glucose metabolism. Clinical and
laboratory investigators will also be masked to diet allocation.

Intervention

Using Australian food composition data in addition to data on
the AGE, N-carboxymethyllysine (CML), N-carboxyethyllysine
(CEL), and methylglyoxal-derived hydroimidazolone (MGH1)
content of common foods [3], a set of carefully matched
alternative food choices has been designed with each alternate
food choice having similar macronutrient and total energy
content but differing greatly in AGE (referred to as the "Food
List") [9].

To ascertain dietary AGE content, food items used in the study
were obtained from local supermarkets and prepared according
to the instructions of the study. To prevent neo-formation of
CML during acid hydrolysis, a reduction step with sodium
borohydride was used. Food items containing <20% fat were
mixed and subsequently deproteinized with 1000 pl cold (4°C)
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TFA. Food items >20% fat were mixed and subsequently
deproteinized with amixture of chloroform:methanol (2:1, v/v)
[22]. After centrifugation (4300 g, 4°C, 20 min), the supernatant
(TFA) or lower phase (chloroform) was carefully removed. For
validation experiments, 25 UL of a standard solution (six point
calibration curve; 5250-0 nmol/L CML, 6250-0 nmol/L CEL
and 14749-0 nmol/L MGH1) was added. Samples were then
hydrolyzed by adding 500 pul 6N HCI and incubated for 16 hours
at 100°C. After hydrolysis, 40 uL hydrolysateand 20 pL internal

standard (containing 1432 nmol/L 2H2-CML, 1378 nmol/L

2H4-CEL, and 1322 nmol/L 2H3-MGH1) were mixed in a
reaction vial. The mixture was evaporated to dryness under a
stream of nitrogen gas at 70°C. To increase senditivity during
electrospray ionization and increase retention time using
reversed phase chromatography, samples were subsequently
derivatized with 100 uL 1-butanol:HCI (3:1, v/v) for 90 minutes
at 70°C. After derivatisation, the samples were evaporated to
dryness under nitrogen, redissolved in 300 uL water, mixed,
and subsequently centrifuged at 20,000 g for 20 minutes.
AGE-free adducts in foods were measured.

Using the 3-day diet diary recorded by each participant during
the "run-in" period, the dietitian will help participants select
foods for their first test diet from the "Food List", guided by
their individual preferences and energy requirements. The
content of their second test diet will comprise the aternate
paired foods. Food choices on the high-AGE diet thus will
approximate a typical Australian diet, while the isoenergetic
low AGE diet, matched for macronutrient content, will have
reduced AGE content through altered cooking techniques [23]
and use of differently processed foods. All food required for
both test diets will be provided weekly to the participants as
ready-to-eat items or as packed food portions together with
detailed instructions for storage and re-heating or cooking
(method, temperature, duration). Participants will be asked to
eat to appetite throughout both dietary periods to maintain
constant body weight and to complete adaily record indicating
the number of portions eaten for each food item supplied, any
foods not consumed, or any additional foods that were eaten.

Participantswill be contacted twice aweek by the dietitian who
designed the dietary protocol to resolve any problems and to
ensure dietary compliance.

Follow-Up Visits

Participants will be scheduled for their follow-up visits after
completing each test diet for 2 weeks. All the procedures
performed during baseline assessment including blood pressure,
anthropometry, IVGTT, physical activity questionnaire, and
glucose clamp will be repeated with the exception of the OGTT,
as this will only be performed once at screening to identify
undiagnosed diabetes.

Safety Considerations

During the screening, baseline, and follow-up procedures, any
medical conditions or abnormalities detected will be promptly
discussed with the participant by aqualified medical practitioner
involved in the study. Where applicable, participants will be
treated, referred, and/or advised to visit their general practitioner
for follow-up. All participants will be advised of the results of
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their medical review and blood tests after completion of the
study, and a medica practitioner from the study team will
provide them with strategies to improve their diabetes and
cardiovascular risk profile.

Ethics

Thistrial hasreceived ethical approval fromthe Alfred Hospital
Ethics Committeein Melbourne, Australia (Protocol 1D: 36/06).

Outcome M easurements

The primary outcome in this tria is the difference (change) in
insulin sensitivity between the 2 diets. Secondary outcomes
include changes in insulin secretion, body weight, body mass
index (BMI), waist, waist-to-hip ratio (WHR), resting systolic
and diastolic blood pressure, lipid profile and markers of
inflammation (ie, interleukin (IL)-1f3, IL-6, IL-8, and IL-10),
tumour necrosis factor-a (TNFa), macrophage migration
inhibitory factor (MIF), monocyte chemotactic protein-1
(MCP-1), C-reactive protein (CRP), nuclear factor-kB (NF-kB)
activity, and circulating SRAGEs.

Data Collection and Analyses
Anthropometry

Body Mass Index (BMI) and Percent Body Fat

Body weight (kg) and height (cm) will be measured using a
digital scale (BC-418MA, TanitaUK Ltd) and stable stadiometer
(Seca 206), respectively, at baseline and following the
intervention period during which participants will be lightly
clothed and without shoes. BMI will be calculated as weight
(kg)/height (m)?. Body composition will be determined by
bioelectrical impedance analysis (BC-418MA, TanitaUK Ltd).
Waist-To-Hip Ratio (WHR)

Central adiposity will be assessed using waist and hip
circumferences, taken in duplicate by an experienced researcher
using a constant-tension tape. Waist circumference will be
measured at the midpoint between the upper iliac crest and the
lowermost rib at the end of a normal expiration, while hip
circumference will be taken around the widest part of the
buttocks. The WHR will be determined aswaist (cm)/hip (cm).

Metabolic Measures

All metabalic testing will be performed after a12-hour overnight
fast. Prior to metabolic testing, participants will be asked to
abstain from strenuous exercise and caffeine for 3 days. The
first metabolic testing day in females will be scheduled in the
follicular phase of their menstrual cycle.

Oral Glucose Tolerance Test (OGTT)

Participants will ingest 75 g of glucose over 2 minutes. Blood
samples will be drawn at 0 and 120 minutes to analyze plasma
glucose levels and to determine diabetes status (WHO 1999
criteria).

I ntravenous Glucose Tolerance Test (IVGTT)

Using IVGTT, acute insulin secretory response will be
measured. First, baseline blood will be collected at -10 and O
minutes, after which 50 ml of 50% glucose will be delivered
intravenously over a 3-minute period. Blood will then be
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collected for measurement of insulin at the 3, 4, 5, 6, 8, 10, 15,
20, 25, and 30 minute time points. The early insulin secretory
response will be calculated as the mean incremental plasma
insulin level from the 3rd to the 5th minute after the glucose
bolus.

Hyperinsulinemic Euglycemic Clamp

A euglycemic glucose clamp will be used to measure insulin
sensitivity. After collecting baseline blood and plasma glucose
levelsat 0 minutes, the clamp will beinitiated by an intravenous
bolus injection of insulin (9 mU/kg). Insulin will then be
constantly infused at arate of 40 mU/m2/minfor approximately
120 minuteinto an arm vein, whilst glucose is variably infused
to maintain euglycemia. Plasma glucose values will be
monitored every 5 minutes during the clamp while the variable
infusion rate of glucose is adjusted to maintain blood glucose
at aconstant concentration of 5 mmol/L for the last 40 minutes
of the clamp.

Plasmaglucose concentrationswill be measured by the glucose
oxidase method (ELM 105 Radiometer). Plasmainsulin levels
will be measured by chemiluminescent microparticle
immunoassay and plasma high sensitivity CRP will be
determined by immunotubimetric assay (Abbott Archicentre
€i162000).

Measurement of Advanced Glycation End Products
(AGESs) and Their Receptors

The concentrations of AGE- (CML, CEL, and MG-H1) modified
proteins in serum and free AGEs in urine will be quantified
usng UPLC MSMS as previousy described [24].
AGE-modified proteins will also assayed [25] in urine (neat)
using an indirect ELISA as previously described [26].

The pool of sRAGE (circulating RAGE from proteolytic
cleavage and AGER gene transcription; RnD Systems) and
endogenous secretory RAGE (esRAGE) (circulating RAGE
from AGER1 genetranscription only) will beanalyzed in plasma
by ELISA according to the manufacturer’s instructions.

Cardiovascular Measures

Blood Pressure

Resting systolic and diastolic blood pressure and pulse rate will
be measured using an automated oscillometric measurement
system (Omron) after a30 minute rest. The mean blood pressure
derived from 3 measurements will be recorded.

Lipid Profile

Lipid profile-related parametersto be measured include plasma
total cholesterol, triglycerides, and low density lipoprotein
(LDL) and high density lipoprotein (HDL) cholesterol using a
standard commercial enzymatic assay (Beckman Coulter
LX20PRO Anayzer and Synchron) and Systems Lipid and
Multi Calibrators (Beckman Coulter Diagnostics).

I nflammatory Markers

Cytokines and Chemokines

Plasma inflammatory markers (IL-1B, -6, -8 and -10, TNFa,
MIF, and MCP-1) will be measured using a commercial
automated chemiluminescent enzymeimmuno assay (EIA) and
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immulite analyzer (Diagnostic Products Corporation), while
plasma CRP will beanayzed using highly sensitive near infrared
particleimmunoassay rate methodol ogy and aBeckman Coulter
Synchron LX system Chemistry Analyzer (Beckman Coulter
Inc).

Nuclear Factor-kB (NF-kB) Activity

Nuclear extracts of white blood cells will be obtained and
analyzed for the binding capacity of the p50/p65 subunit of
NF-kB to an NF-kB oligonucl ectide consensus sequence as per
the manufacturer’sinstructions (Active Matif, CA, USA).

Self-Reported Measures

Nutrient Analyses

During the test diets, the daily records of all foods eaten will
be collected weekly from study participants. Food intake will
then be analyzed for nutrient content by a dietitian using an
Australian Food Composition program. Based on these records,
thedietary intake of CML, CEL, and MGH1 will be determined
for each participant over each dietary period. The mean daily
energy, macronutrient, and AGE intake of participants during
the 2 test diets will then be compared.

International Physical Activity Questionnaire (1PAQ)

The validated IPAQ determines the type of everyday physical
activity that people engagein [21]. Wewill usethe short version
of IPAQ as atimely, convenient method to determine whether
study participants have made any change in their physical
activity which could influence our study outcomes. The short
IPAQ asks participants to reflect on the past 7 days and report
time spent on vigorous activity (eg, aerobics), moderate activity
(eg, carrying light loads), walking, and sitting [21].

Discussion

Principal Findings

To the best of our knowledge, there is no human clinical trial
published investigating the effect of high and low AGE diets
on insulin sensitivity and secretion in individuals without
diabetes, employing gold standard measures of insulin sensitivity
and secretion, and comprehensively investigating mechanisms
including chronic low-grade inflammation.

Insulin resistanceincreases with obesity and isakey pathogenic
process underpinning type 2 diabetes. | nterventionsthat reduce
insulin resistance such as lifestyle measures including diet and
exercise resulting in weight loss, as well as pharmacological
therapies are used to prevent and treat type 2 diabetes [27].
However, to date, these agents have failed to decrease the burden
of this disease. Diabetes is a major cause of morbidity and
mortality, primarily due to chronic complications including an
increased risk of cardiovascular disease. It isvital that additional
effective primary prevention strategies are established to reduce
insulin resistance and prevent and manage type 2 diabetes[28].
The current trial should thusinform and advance thisimportant
field of research.

By demonstrating that intake of alow AGE diet improvesinsulin
sensitivity and/or secretion, large scale interventions using low
AGE diets could potentially become a mainstream strategy for
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diabetes prevention in overweight and obese individuals. This
strategy would offer a cost-effective and easily administered
intervention that could have a considerable impact on health
outcomes in Australia and worldwide since it can be achieved
by simple changes in cooking methods by individuals and/or
processing by the food industry. Such improvements will not
only lower diabetesrisk, but since AGEs are al so known to play
an essential role in the development of micro-vascular
complications, a low AGE dietary intervention could reduce
cardiovascular risk factors as well as chronic low grade
inflammation [11]. Therefore, lowering AGEs could have
beneficial effects on decreasing risk factors associated with a
wide range of metabolic conditions. High-quality clinical trials
such as this are, therefore, an important first step towards
elucidating the effects of alow AGE diet in promoting health
and well-being by improving insulin sensitivity, decreasing
cardiovascular risk factors, and potentially decreasing the risk
of type 2 diabetes and its associated micro and macro vascular
co-morbidities.

There is a paucity of human data investigating the effect of
AGEs on insulin resistance in humans. One previous study by
Uribarri et al [11] examined the effect of dietary AGE restriction
on glucose homeostasis in 18 diabetic and 18 healthy
individuals. They showed that in patients with type 2 diabetes,
but not in healthy individuals, insulin resistance (estimated by
HOMA-IR) improved after 4 months of dietary AGE restriction.
We have recently published another trial in overweight and
obese people without diabetes that demonstrated an
improvement of HOMA-IR with alow AGE dietary intervention
when compared to ahigh AGE diet [12]. In both of these studies,
theintake during the 2 dietswasisocal oric but not macronutrient
matched. Therefore, some of the changes observed could have
been due to differences in macronutrient intake. In addition,
these studies depended on HOMA-IR, whichiscalculated from
fasting glucose and insulin levelsand hence cannot differentiate
between insulin sensitivity and secretion. No human trials with
AGE dietary manipulation have been carried out to date
measuring insulin secretion, but we and others have previously
shown that a greater exposure to AGEs either at very high
concentrations or for an extended duration may ultimately impair
pancreatic beta cell function resulting in reduced insulin
secretion, particularly of the first phase in cells and in animal
models[13,15]. Such effects appear to be mediated by changes
in the AGE receptor RAGE [13,14,16]. A few previous studies
have suggested that cooking methods, which result in lower
AGEs in the food, can alter glucose homeostasis, but these
studies used either single meal challenges [29-31] or did not
account for changes in body weight [32].

With regard to putative mechanismsinvolved, AGE modul ation
could impact on insulin sensitivity via effects on insulin
signaling pathways [33,34], likely mediated by a chronic
low-grade inflammation [35]. Consistent with this, in the study
by Uribarri [11], adiet low in AGE content was associated with
a decrease in circulating concentrations of inflammatory
cytokines in patients with type 2 diabetes but not healthy
individuals.

Recent reports have al so demonstrated a possible role of another
AGE receptor AGE-R1 in the development of insulin resistance
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in the type 2 diabetic population [11]. In the study by Uribarri,
adiet low in AGE content was associated with an elevation in
AGE-R1 expression on peripheral blood mononuclear cells
(PBMC)s in patients with type 2 diabetes but not heathy
individuals[11].

M ethodological Considerations

The strengths of the proposed study protocol include the gold
standard study design, randomization, and double-blinding of
both participants and investigators to limit bias. Other major
strengths include the cross-over design which controls for
individual variation between participants, the assessment of
confounders such as dietary macronutrient and energy content
and physical activity, and the use of direct rather than indirect
measures of insulin sensitivity and secretion such asthe OGTT,
IVGTT, and the gold standard euglycemic clamp. Determination
of many blood components will aso alow for the
comprehensive exploration of potential mechanisms involved.
Wewill also have acomprehensive analysis of the dietary AGEs
which are consumed during the study period which will be
matched with AGE levelsin both the blood and urine.

Despite these strengths, there are al so potential limitations. First,
self-selection bias may be present given that recruitment isbased
on voluntary participation by interested subjects. These subjects
may not represent the entire target popul ation because they may

Acknowledgments

de Courten et d

be characteritically different to other volunteers (ie, potentially
more health conscious). Secondly, we are only recruiting
overweight or obese adults (BM1>25), who are otherwise healthy
(not medicated and without diabetes etc), and therefore the
results of the study will not be generalizableto other populations
such as those within a healthy weight range or those with
diagnosed diabetes or other medical conditions and
co-morbidities. Third, our study will only measure risk factors
such as blood pressure, fasting glucose, and insulin sensitivity
and insulin secretion. Longitudinal follow-up studies would be
necessary to ascertain if change in these risk factors translates
into decreased incidence of type 2 diabetes.

Conclusions

Type 2 diabetes and its associated complications are associated
with significant morbidity and mortality as well as healthcare
costs. Insulin resistance, the key risk factor for type 2 diabetes,
increases with increasing body weight. While existing research
suggests that consumption of a low AGE diet may prevent
insulin resistance and type 2 diabetes, well-designed randomi zed
trials are lacking. If our clinical trial shows that low AGE diet
can improve risk for diabetes, our study may have important
public health implications and could lead to feasible and
cost-effective strategies to prevent type 2 diabetes and its
complications.

Assistant Professor Barborade Courten and Professor Josephine Forbes are supported by the National Health and Medical Research
Council. This research was supported by National Health and Medical Research Council and Diabetes Australia Research Trust
Millennium Award.

Authors Contributions

Barbora de Courten and Josephine Forbes designed and wrote the study protocol, obtained funding for the trial’s execution, and
wrote the first draft of the manuscript. Professor Maximilian de Courten and Associate Professor Karen Walker contributed to
the study design, abtaining of funding, and to writing and editing the manuscript. Professor Casper Schalkwijk established the
dietary AGE databases and gold standard measures of AGEs in plasma and urine for use in the study. All authors read and
approved the final manuscript.

Conflictsof Interest
None declared.

Multimedia Appendix 1
NHMRC assessment.

[PDE File (Adobe PDF File), 122K B-Multimedia Appendix 1]

References

1. CordainL, Eaton SB, Sebastian A, Mann N, Lindeberg S, Watkins BA, et a. Origins and evolution of the Western diet:
health implications for the 21st century. Am J Clin Nutr 2005 Feb;81(2):341-354 [FREE Full text] [Medline: 15699220]

2. HenleT. Protein-bound advanced glycation endproducts (AGES) as bioactive amino acid derivativesin foods. Amino Acids
2005 Dec;29(4):313-322. [doi: 10.1007/s00726-005-0200-2] [Medline: 15997413]

3. LiS LiuY, Sigmon VK, McCort A, Ren J. High-fat diet enhances visceral advanced glycation end products, nuclear
O-Glc-Nac modification, p38 mitogen-activated protein kinase activation and apoptosis. Diabetes Obes Metab 2005
Jul;7(4):448-454. [doi: 10.1111/j.1463-1326.2004.00387.x] [Medline: 15955132]

4.  Nangaku M, lzuharaY, Usuda N, Inagi R, Shibata T, Sugiyama S, et al. In atype 2 diabetic nephropathy rat model, the
improvement of obesity by alow calorie diet reduces oxidative/carbonyl stress and prevents diabetic nephropathy. Nephrol
Dial Transplant 2005 Dec;20(12):2661-2669 [ FREE Full text] [doi: 10.1093/ndt/gfi096] [Medline: 16188903]

http://www.researchprotocols.org/2015/3/e93/ JMIR Res Protoc 2015 | vol. 4 |iss. 3| €93 | p. 7

(page number not for citation purposes)


https://jmir.org/api/download?alt_name=resprot_v4i3e93_app1.pdf&filename=57cb178246a677656d95c0166f1bb127.pdf
https://jmir.org/api/download?alt_name=resprot_v4i3e93_app1.pdf&filename=57cb178246a677656d95c0166f1bb127.pdf
http://www.ajcn.org/cgi/pmidlookup?view=long&pmid=15699220
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=15699220&dopt=Abstract
http://dx.doi.org/10.1007/s00726-005-0200-2
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=15997413&dopt=Abstract
http://dx.doi.org/10.1111/j.1463-1326.2004.00387.x
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=15955132&dopt=Abstract
http://ndt.oxfordjournals.org/cgi/pmidlookup?view=long&pmid=16188903
http://dx.doi.org/10.1093/ndt/gfi096
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=16188903&dopt=Abstract
http://www.w3.org/Style/XSL
http://www.renderx.com/

JMIR RESEARCH PROTOCOLS de Courten et d

5.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

Uribarri J, Woodruff S, Goodman S, Cai W, Chen X, Pyzik R, et a. Advanced glycation end productsin foods and a
practical guide to their reduction in the diet. JAm Diet Assoc 2010 Jun;110(6):911-16.e12 [FREE Full text] [doi:
10.1016/j.jada.2010.03.018] [Medline: 20497781]

Wild S, Roglic G, Green A, Sicree R, King H. Global prevalence of diabetes: estimates for the year 2000 and projections
for 2030. Diabetes Care 2004 May;27(5):1047-1053. [Medline: 15111519]

Hofmann SM, Dong H, Li Z, Cai W, Altomonte J, Thung SN, et a. Improved insulin sensitivity isassociated with restricted
intake of dietary glycoxidation productsin the db/db mouse. Diabetes 2002 Jul;51(7):2082-2089 [ FREE Full text] [Medline:
12086936]

Sandu O, Song K, Cai W, Zheng F, Uribarri J, Vlassara H. Insulin resistance and type 2 diabetes in high-fat-fed mice are
linked to high glycotoxin intake. Diabetes 2005 Aug;54(8):2314-2319 [FREE Full text] [Medline: 16046296]

Harcourt BE, SourrisKC, Coughlan M T, Walker KZ, Dougherty SL, Andrikopoulos S, et al. Targeted reduction of advanced
glycation improves renal function in obesity. Kidney Int 2011 Jul;80(2):190-198. [doi: 10.1038/ki.2011.57] [Medline:
21412218]

Ca W, He JC, Zhu L, Lu C, VlassaraH. Advanced glycation end product (AGE) receptor 1 suppresses cell oxidant stress
and activation signaling via EGF receptor. Proc Natl Acad Sci USA 2006 Sep 12;103(37):13801-13806 [FREE Full text]
[doi: 10.1073/pnas.0600362103] [Medline: 16954185]

Uribarri J, Cai W, Ramdas M, Goodman S, Pyzik R, Chen X, et al. Restriction of advanced glycation end productsimproves
insulin resistance in human type 2 diabetes: potential role of AGER1 and SIRT1. Diabetes Care 2011 Jul;34(7):1610-1616
[FREE Full text] [doi: 10.2337/dc11-0091] [Medline: 21709297]

Mark AB, Poulsen MW, Andersen S, Andersen JM, Bak MJ, Ritz C, et al. Consumption of adiet low in advanced glycation
end products for 4 weeks improves insulin sensitivity in overweight women. Diabetes Care 2014;37(1):88-95. [doi:
10.2337/dc13-0842] [Medline: 23959566]

Coughlan MT, Yap FY, Tong DC, Andrikopoulos S, Gasser A, Thallas-Bonke V, et a. Advanced glycation end products
are direct modulators of 3-cell function. Diabetes 2011 Oct;60(10):2523-2532 [FREE Full text] [doi: 10.2337/db10-1033]
[Medline: 21911745]

Zhao Z, Zhao C, Zhang XH, Zheng F, Cai W, VlassaraH, et al. Advanced glycation end productsinhibit glucose-stimul ated
insulin secretion through nitric oxide-dependent inhibition of cytochrome c oxidase and adenosine triphosphate synthesis.
Endocrinology 2009 Jun;150(6):2569-2576 [FREE Full text] [doi: 10.1210/en.2008-1342] [Medline: 19246537]

Kaneto H, Fujii J, Myint T, Miyazawa N, Islam KN, Kawasaki Y, et al. Reducing sugars trigger oxidative modification
and apoptosis in pancreatic beta-cells by provoking oxidative stress through the glycation reaction. Biochem J 1996 Dec
15;320 ( Pt 3):855-863. [Medline: 9003372]

Forbes JM, Soderlund J, Yap FY, Knip M, Andrikopoulos S, llonen J, et al. Receptor for advanced glycation end-products
(RAGE) provides alink between genetic susceptibility and environmental factorsin type 1 diabetes. Diabetologia 2011
May;54(5):1032-1042. [doi: 10.1007/s00125-011-2058-z] [Medline: 21298413]

Arunabh S, Pollack S, Yeh J, AloiaJF. Body fat content and 25-hydroxyvitamin D level sin healthy women. J Clin Endocrinol
Metab 2003 Jan;88(1):157-161. [doi: 10.1210/j¢.2002-020978] [Medline: 12519845]

Bischof MG, Heinze G, Vierhapper H. Vitamin D status and its relation to age and body massindex. Horm Res
2006;66(5):211-215. [doi: 10.1159/000094932] [Medline: 16900001]

Yu JG, Javorschi S, Hevener AL, Kruszynska YT, Norman RA, Sinha M, et a. The effect of thiazolidinediones on plasma
adiponectin levelsin normal, obese, and type 2 diabetic subjects. Diabetes 2002 Oct;51(10):2968-2974 [FREE Full text]
[Medline: 12351435]

Alberti KG, Zimmet PZ. Definition, diagnosisand classification of diabetes mellitusand itscomplications. Part 1: diagnosis
and classification of diabetes mellitus provisional report of aWHO consultation. Diabet Med 1998 Jul;15(7):539-553. [doi:
10.1002/(SIC1)1096-9136(199807)15:7<539::A1D-DIA668>3.0.CO;2-S] [Medline: 9686693]

Craig C, Marshall AL, Sjostrom M, Bauman AE, Booth ML, Ainsworth BE, et al. International physical activity questionnaire:
12-country reliability and validity. Med Sci Sports Exerc 2003 Aug;35(8):1381-1395. [doi:

10.1249/01.M SS.0000078924.61453.FB] [Medline: 12900694]

Folch J, LeesM, Sloane Stanley GH. A simple method for theisolation and purification of total lipidesfrom animal tissues.
JBiol Chem 1957 May;226(1):497-509 [FREE Full text] [Medline: 13428781]

Goldberg T, Cai W, PeppaM, Dardaine V, BaligaBS, Uribarri J, et al. Advanced glycoxidation end products in commonly
consumed foods. J Am Diet Assoc 2004 Aug;104(8):1287-1291. [doi: 10.1016/j.jada.2004.05.214] [Medline: 15281050]
Hanssen NM, Engelen L, Ferreiral, Scheijen JL, Huijberts M S, van Greevenbroek MM, et al. Plasma levels of advanced
glycation endproducts Ne-(carboxymethyl)lysine, Ne-(carboxyethyl)lysine, and pentosidine are not independently associated
with cardiovascular diseasein individual swith or without type 2 diabetes: the Hoorn and CODAM studies. J Clin Endocrinol
Metab 2013 Aug;98(8):E1369-E1373. [doi: 10.1210/jc.2013-1068] [Medline: 23780372]

Foerster A, Henle T. Glycation in food and metabolic transit of dietary AGESs (advanced glycation end-products): studies
ontheurinary excretion of pyrraline. Biochem Soc Trans 2003 Dec;31(Pt 6):1383-1385. [doi: 10.1042/bst0311383] [Medline:
14641068]

http://www.researchprotocols.org/2015/3/e93/ JMIR Res Protoc 2015 | vol. 4 | iss. 3| €93 | p. 8

(page number not for citation purposes)


http://europepmc.org/abstract/MED/20497781
http://dx.doi.org/10.1016/j.jada.2010.03.018
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=20497781&dopt=Abstract
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=15111519&dopt=Abstract
http://diabetes.diabetesjournals.org/cgi/pmidlookup?view=long&pmid=12086936
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=12086936&dopt=Abstract
http://diabetes.diabetesjournals.org/cgi/pmidlookup?view=long&pmid=16046296
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=16046296&dopt=Abstract
http://dx.doi.org/10.1038/ki.2011.57
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=21412218&dopt=Abstract
http://www.pnas.org/cgi/pmidlookup?view=long&pmid=16954185
http://dx.doi.org/10.1073/pnas.0600362103
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=16954185&dopt=Abstract
http://europepmc.org/abstract/MED/21709297
http://dx.doi.org/10.2337/dc11-0091
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=21709297&dopt=Abstract
http://dx.doi.org/10.2337/dc13-0842
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=23959566&dopt=Abstract
http://diabetes.diabetesjournals.org/cgi/pmidlookup?view=long&pmid=21911745
http://dx.doi.org/10.2337/db10-1033
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=21911745&dopt=Abstract
http://europepmc.org/abstract/MED/19246537
http://dx.doi.org/10.1210/en.2008-1342
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=19246537&dopt=Abstract
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=9003372&dopt=Abstract
http://dx.doi.org/10.1007/s00125-011-2058-z
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=21298413&dopt=Abstract
http://dx.doi.org/10.1210/jc.2002-020978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=12519845&dopt=Abstract
http://dx.doi.org/10.1159/000094932
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=16900001&dopt=Abstract
http://diabetes.diabetesjournals.org/cgi/pmidlookup?view=long&pmid=12351435
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=12351435&dopt=Abstract
http://dx.doi.org/10.1002/(SICI)1096-9136(199807)15:7<539::AID-DIA668>3.0.CO;2-S
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=9686693&dopt=Abstract
http://dx.doi.org/10.1249/01.MSS.0000078924.61453.FB
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=12900694&dopt=Abstract
http://www.jbc.org/cgi/pmidlookup?view=long&pmid=13428781
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=13428781&dopt=Abstract
http://dx.doi.org/10.1016/j.jada.2004.05.214
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=15281050&dopt=Abstract
http://dx.doi.org/10.1210/jc.2013-1068
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=23780372&dopt=Abstract
http://dx.doi.org/10.1042/bst0311383
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=14641068&dopt=Abstract
http://www.w3.org/Style/XSL
http://www.renderx.com/

JMIR RESEARCH PROTOCOLS de Courten et d

26.

27.

28.

29.

30.

31.

32.

33.

35.

Penfold SA, Coughlan MT, Patel SK, Srivastava PM, Sourris KC, Steer D, et al. Circulating high-molecular-weight RAGE
ligands activate pathways implicated in the development of diabetic nephropathy. Kidney Int 2010 Aug;78(3):287-295.
[doi: 10.1038/ki.2010.134] [Medline: 20463655]

Diabetes Prevention Program (DPP) Research Group, Hamman RF, Horton E, Barrett-Connor E, Bray GA, Christophi CA,
et al. Factors affecting the declinein incidence of diabetes in the Diabetes Prevention Program Outcomes Study (DPPOS).
Diabetes 2015 Mar;64(3):989-998. [doi: 10.2337/db14-0333] [Medline: 25277389]

Shaw J. Diabetes: the silent pandemic and its impact on Australia.: Diabetes Australia; 2012. URL: http://www.
diabetesaustralia.com.auw/Documents/ DA/What%627s%20N ew/12.03.14%20Di abetes¥20management%20bookl et%20F I NAL .
pdf [accessed 2015-07-04] [WebCite Cache ID 6ZIPXwePD]

Brown MA, Storlien LH, Brown IL, Higgins JA. Cooking attenuates the ability of high-amylose meals to reduce plasma
insulin concentrations in rats. Br J Nutr 2003 Oct;90(4):823-827. [Medline: 13129452]

Lioger D, Fardet A, Foassert P, Davicco M, Mardon J, Gaillard-Martinie B, et a. Influence of sourdough prefermentation,
of steam cooking suppression and of decreased sucrose content during wheat flakes processing on the plasma glucose and
insulin responses and satiety of healthy subjects. JAm Coll Nutr 2009 Feb;28(1):30-36. [Medline: 19571157]

Vaaler S, Hanssen KF, Aagenaes O. The effect of cooking upon the blood glucose response to ingested carrots and potatoes.
Diabetes Care 1984;7(3):221-223. [Medline: 6734389]

Birlouez-Aragon |, Saavedra G, Tessier FJ, Galinier A, Ait-Ameur L, Lacoste F, et a. A diet based on high-heat-treated
foods promotes risk factors for diabetes mellitus and cardiovascular diseases. Am J Clin Nutr 2010 May;91(5):1220-1226
[FREE Full text] [doi: 10.3945/8jcn.2009.28737] [Medline: 20335546]

JiaX, Wu L. Accumulation of endogenous methylglyoxal impaired insulin signaling in adipose tissue of fructose-fed rats.
Mol Cell Biochem 2007 Dec;306(1-2):133-139. [doi: 10.1007/s11010-007-9563-x] [Medline: 17660951]
Riboulet-Chavey A, Pierron A, Durand |, Murdaca J, Giudicelli J, Van OE. Methylglyoxal impairs the insulin signaling
pathways independently of the formation of intracellular reactive oxygen species. Diabetes 2006 May;55(5):1289-1299
[EREE Full text] [Medline: 16644685]

Bierhaus A, Schiekofer S, Schwaninger M, Andrassy M, Humpert PM, Chen J, et al. Diabetes-associated sustained activation
of the transcription factor nuclear factor-kappaB. Diabetes 2001 Dec;50(12):2792-2808 [ FREE Full text] [Medline: 11723063]

Abbreviations

AGE: advanced glycation end product

BMI: body massindex

BP: blood pressure

CEL: carboxyethyllysine

CML: carboxymethyllysine

CRP: C-reactive protein

CVD: cardiovascular disease

DXA: dual-energy x-ray absorptiometry scan

ELISA: enzyme-linked immunosorbent assay

HbA1c: hemoglobin A1C

HDL/LDL: high-/low-density lipoprotein cholesterol
HOMA-IR: homeostasis model assessment for insulin resistance
IL: interleukin

INFy: interferon-gamma

IPAQ: International Physical Activity Questionnaire

[U: international units

IVGTT: intravenous glucose tolerance test

MCP-1: monocyte chemotactic protein 1

MGH1: methylglyoxal-derived hydroimidizolone

MIF: macrophage migration inhibitory factor

NF-kB: nuclear factor-kB

NHMRC: National Health and Medical Research Council
OGTT: ora glucose tolerance test

SRAGE: soluble receptor for advanced glycation end products
TG: triglycerides

TNFa: tumour necrose factor-a

WHR: waist-to-hip ratio
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