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Aims: The urinary marker of RNA oxidation, 8-oxo-7,8-dihydroguanosine (8-oxoGuo), but not the corresponding
marker of DNA oxidation, 8-0xo0-7,8-dihydro-2’-deoxyguanosine (8-0xodG), is a prognostic biomarker in patients
with type 2 diabetes (T2D). The aim of the present study was to investigate the effect of structured personal care
(individualized multifactorial treatment) versus standard care on RNA oxidation level in patients with T2D and to
assess if the effect of structured personal care on all-cause and diabetes-related mortality was modified by RNA
oxidation level.

Methods: Urine samples were analyzed for 8-oxoGuo/8-0xodG from 1381 newly diagnosed T2D patients from the
cluster randomized trial Diabetes Care in General Practice cohort, and 970 patients were reexamined after six
years of intervention.

Results: The yearly variation in RNA oxidation levels were not significantly different between the structured per-
sonal care group and standard care group. The effect of treatment on all-cause and diabetes-related mortality was
not modified by the level of RNA oxidation.

No changes in DNA oxidation were seen.

Conclusions: Structured personal care does not influence RNA oxidation level nor is it better for patients with high
RNA oxidation level. Thus, structured personal care may not impact the disease-related aspects identified by RNA
oxidation level in T2D patients.
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1. Introduction mechanisms not achieved by traditional extracellular markers.” In two

large, independent prospective cohort studies we have recently

Diabetes is an increasing global burden affecting 425 million people
in 2017, and of which 90% are patients with type 2 diabetes.! Despite
improved survival of diabetes patients in recent years,? the increasing
number of patients calls for continuous optimization of diabetes care
to prevent related complications.

Evidence shows that oxidative stress is involved in the pathogenesis
of type 2 diabetes complications and can damage nucleic acids.>*
Nucleic acid oxidation markers are believed to reflect intracellular
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documented that the urinary nucleic acid oxidation marker for RNA,
8-0x0-7,8-dihydroguanosine  (8-oxoGuo), but not for DNA,
8-0x0-7,8-dihydro-2’-deoxyguanosine (8-0xodG), is prognostic for all-
cause and cardiovascular mortality in patients with type 2 diabetes
irrespective of disease duration.® However, to our knowledge, recom-
mended treatment with the potential of lowering nucleic acid oxidation
markers has not been studied in large prospective cohorts.

In the randomized controlled trial Diabetes Care in General Practice
(DCGP), patients with type 2 diabetes were allocated to six years of ei-
ther intervention to support structured personal care (individualized
multifactorial treatment) for type 2 diabetes or standard care.'®!!
After 19 years of follow-up the intervention group experienced almost
20% reduction in incidence of the aggregate outcome “any diabetes-
related outcome” and myocardial infarction.!' This effect was to a
major degree confined to women. '
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The aim of this study was to assess the effect of an intervention of
structured personal care in patients with type 2 diabetes compared
with standard care on urinary nucleic acid oxidation markers. The sec-
ond aim was to investigate if the effect of the intervention on hard clin-
ical outcomes could be explained by high or low nucleic acid oxidation
level at baseline. For both aims, sex differences were explored.

2. Methods
2.1. Study population

In this study, 1381 patients with newly diagnosed type 2 diabetes
aged >40 years from the DCGP study were included. Of these, 97.5%
were considered to have type 2 diabetes.'® Patients were enrolled be-
tween 1 March 1989 and 28 February 1992. During the last year of inclu-
sion, only the 71 general practitioners (GPs) in the structured care group
recruited patients for the intervention.'! The eligibility criteria were
raised blood glucose and/or symptoms of hyperglycemia. Subsequently,
diagnosis was confirmed in a major laboratory by fasting whole blood
or plasma glucose concentration > 7.0/8.0 mmol/l. Exclusion criteria
were severe mental illness, life-threatening somatic disease or unwilling-
ness to participate. The intervention was terminated on 26 September
1995, and 970 patients completed 6-year follow-up. Due to emigration
in 1992, the vital status of one patient could not be assessed. Detailed in-
formation about study design has previously been published.'®

2.2. Intervention

In the structured personal care group, the GP was asked to work to-
gether with the patient to define the optimal goals for controlling im-
portant risk factors with focus on glycemic control.!® Both three-
monthly follow-up and annual screening for diabetes complications
were supported by sending a questionnaire to the GP one month prior
the next expected consultation.

The GPs were offered six annual half-day seminars, through which
they were introduced to possible solutions to therapeutic problems,
and they received annual descriptive feedback reports on individual
patients.'® Folders and leaflets on diet and pharmacological treatment
were made for both doctors and patients. In general, the importance
of diet was emphasized, and doctors were advised to postpone, if possi-
ble, the beginning of glucose-lowering drugs until at least 3 months
after diabetes diagnosis to see the effect of a potential weight loss.!°
Moreover, the GPs were advised to advocate for simple dietary rules
and increased physical exercise. The GPs were encouraged to get an
agreement with the overweight patients on a small, realistic weight re-
duction. The GPs were allowed to deviate from the recommendations in
order to individualize treatment.'®

In the standard care group, GPs were allowed to choose any treat-
ment and to adjust it over time.!° The standard care practices were
not contacted by the study coordinating center during the trial period
after inclusion had ended.

2.3. Urinary biomarkers of DNA and RNA oxidation analyses

The urinary nucleic acid oxidation markers were measured using
freshly voided morning spot urine samples collected near the time of en-
rollment and again at the end of intervention (median follow-up:
5.7 years). Analyses were conducted at the Laboratory of Clinical Pharma-
cology, Rigshospitalet and Glostrup Hospital, between 2009 and 2010,
with ultra-performance liquid chromatography-tandem mass spectrome-
try (UPLC-MS/MS) using the Acquity UPLC system (Waters Corp., Milford,
USA) and API 3000 triple quadrupole mass spectrometer (Sciex, Toronto,
Canada). UPLC-MS/MS is a validated method for measuring urinary
nucleic acid oxidation products and the urine sample analyses of 8-
oxodG (DNA) and 8-oxoGuo (RNA) were corrected for urinary creatinine
levels.’>1* The urinary creatinine levels were analyzed by the Jaffe
method. Storage of urine samples were kept at —80 °C until analysis.

2.4. Outcomes

Primary outcomes were the yearly changes in the two nucleic acid ox-
idation markers calculated as the difference between the marker at the
end of the intervention and the marker at baseline, divided by the time
between these two measurements. Secondary outcomes were time
from baseline until death, either all-cause or diabetes-related mortality.

2.4.1. Assessment of vital status

Vital status was certified on 1 January 2009 by the Danish Civil Reg-
istration System.'” In accordance with previous publications,'! the def-
inition of diabetes-related mortality was based on the Danish National
Register of Causes of Death'® including >1 of following entries: sudden
death or death from myocardial infarction, stroke, peripheral vascular
disease, renal disease, hyperglycemia, or hypoglycemia.'’

2.5. Statistics

Descriptive statistics of baseline variables were reported as medians
(interquartile range, IQR) or numbers (%).

For the primary outcomes a robust method to account for non-
normal distribution and outliers was chosen. The primary outcomes
were compared between the structured personal care group and the
standard care group by the difference of their medians; 95% confidence
intervals and p-values were obtained by non-parametric bootstrap
using 10,000 replicates. To account for possible differential dropout
we used the medians of the non-missing outcomes weighted by the in-
verse probability of not having dropped out among those still alive at
the end of the intervention'”; these probabilities were estimated from
a logistic regression model including treatment group, baseline level
of the nucleic acid oxidation biomarker, inclusion in the original trial
(1989-1991 or 1991-1992), age and sex as covariates. This analysis
was repeated stratified on sex. The unadjusted medians with IQR were
also reported which include all patients observed at baseline and
follow-up, thus not accounting for patient dropout or death.

The secondary outcomes were compared between the structured
personal care group and the standard care group in Cox proportional
hazard regression models (Main treatment effect model). The treat-
ment effects were then contrasted between sex (Treatment contrasted
by sex model) and patients with high and low oxidation (defined as
above or below the median; for 8-oxodG: 2.1 nmol/mmol creatinine
and for 8-oxoGuo: 3.6 nmol/mmol creatinine) (Treatment contrasted
by oxidation model) separately and combined (Treatment contrasted
by sex and oxidation). All analyses were adjusted for nucleic acid oxida-
tion marker level at baseline (continuous or dichotomous, respectively),
age, sex, smoking status, cohabitation status, physical activity, educa-
tion, body mass index (BMI), hypertension, microalbuminuria, glycated
hemoglobin, total cholesterol, triglycerides, serum creatinine, retinopa-
thy, peripheral neuropathy and history of myocardial infarction or
stroke. To justify the proportional hazard assumption, the baseline haz-
ard was estimated separately for the age categories: 40-50, 50-60, 60—
70, 70-80, >80 years and the serum creatinine categories: <80, 80-90,
90-100, 2100 pmol/1. To account for the clustering of patients in prac-
tices, the models were fitted using a robust variance estimator.

R 3.5.0 was used for the statistical analyses.'® A significance level of
5% was used.

2.6. Ethics

The study protocol was approved by the ethics committee of Copen-
hagen and Frederiksberg. All patients gave their informed consent and
the study was in accordance with the Helsinki declaration. The original
study with follow-up was registered at Clinicaltrials.gov, number
NCT01074762.
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Table 1
Baseline characteristics.

Baseline characteristics

No. of patients (standard/structured personal care)

Standard care

Structured personal care

Sociodemographic

Age [years; median (IQR)] 620/761 65.2 (56.2-73.4) 65.5 (55.6-73.7)

Sex [Men; n, (%)] 620/761 329 (53.1) 404 (53.1)

Cohabitation status [living alone; n, (%)] 606/743 198 (32.7) 236 (31.8)

Education [basic level; n, (%)] 588/723 459 (78.1) 574 (79.4)
Urinary biomarker outcomes

8-0x0dG [nmol/mmol u-creatinine; median (IQR)] 609/744 2.10 (1.60-2.76) 2.11 (1.60-2.77)

8-oxoGuo [nmol/mmol u-creatinine; median (IQR)] 608/744 3.55 (2.82-4.67) 3.69 (2.94-4.80)

U-creatinine [mmol (IQR)] 611/747 8.60 (6.10-12.10) 8.90 (5.90-12.00)
Clinical

Body mass index [kg/m?; median (IQR)] 619/745 28.7 (26.0-32.2) 29.4 (26.2-33.0)

Hypertension [n, (%)] 620/761 458 (73.9) 568 (74.6)
History of MI [n, (%)] 618/759 55 (8.9) 63 (8.3)
History of stroke [n, (%)] 619/760 28 (4.5) 3 (4.3)
Retinopathy [n, (%)] 559/668 25 (4.5) 0 (4.5)
Peripheral neuropathy [n, (%)] 609/751 123 (20.2) 140 (18.6)
Biochemical

Glycosylated hemoglobin (%, DCCT) 512/624 10.2 (8.7-11.9) 10 2 (8.6-11.7)

Glycosylated hemoglobin (mmol/mol; IFCC) 88 (72-107) 88 (70-104)

Total cholesterol [mmol/l; median (IQR)] 610/740 2 (5.5-7.2) 2 (5.3-7.1)

Fasting triglycerides [mmol/l; median(IQR)] 610/736 1 99 (1.39-2.96) 1 97 (1.42-2.85)

Serum creatinine [pumol/l; median (IQR)] 611/740 8 (79-100) 90 (80-101)

Urinary albumin [mg/l; median (IQR)] 595/723 ]1 8 (5.7-27.2) 11.5 (6.0-29.4)
Behavioral

Current smoking [n, (%)] 604/742 208 (34.4) 264 (35.6)

Low physical activity [n, (%)] 604/741 162 (26.8) 210 (28.3)

Sociodemographic, clinical and biochemical characteristics for standard care group and structured personal care group are presented as medians with interquartile range (IQR) or as num-

bers with percentages (%).
3. Results
3.1. Patient characteristics

Baseline characteristics are presented in Table 1. All socio-
demographic, clinical, biochemical and behavioral characteristics were
similar across treatment groups (Table 1).

3.2. Primary outcomes

The yearly change in nucleic acid oxidation markers from base-
line to the end of intervention did not differ between the structured

personal care and the standard care group (Table 2). 50% of those in
the structured personal care group that was still alive when the in-
tervention ended had a yearly change in RNA oxidation +0.031
95% CI (—0.005 to 0.074) and for standard care group 0.001 95% CI
(—0.026 to 0.056), p-value = 0.45. 50% of those, in the structured
personal care group, that was still alive when the intervention
ended had a yearly change in DNA oxidation +0.006 95% CI
(—0.023 to 0.032) and for standard care group —0.001 95% CI
(—0.028 to 0.025), p-value = 0.77.

Stratified results for sex showed no significantly differences be-
tween treatment groups on yearly change in nucleic acid oxidation
markers (Table 3).

Table 2
Overall treatment effect.
Variable Standard care Standard care Structured personal care Structured personal care P-value
Unadjusted median (IQR) Median (bootstrapped 95% Unadjusted median (IQR) Median (bootstrapped 95%
confidence interval) confidence interval)
Yearly change in 8-oxodG —0.001 —0.001 0.006 0.006 0.77
(nmol/mmol creatinine/year) (—0.092 to 0.094) (—0.028 to 0.025) (—0.093 to 0.101) (—0.023 t0 0.032)
Yearly change in 8-oxoGuo 0.001 0.001 0.031 0.031 045
(nmol/mmol creatinine/year) (—0.129 t0 0.167) (—0.026 to 0.056) (—0.118 to 0.205) (—0.005 to 0.074)
Table shows the yearly change in nucleic acid oxidation markers in the two treatment groups and respective p-values from comparing the medians.
Table 3
Overall treatment effect by sex.
Sex Variable Standard care Standard care Structured personal care Structured personal care P-value
Unadjusted median (IQR) Median (bootstrapped 95% Unadjusted median (IQR) Median (bootstrapped 95%
confidence interval) confidence interval)
Women Yearly change in 8-oxodG 0.000 —0.001 0.013 0.011 0.78
(nmol/mmol creatinine) (—0.106 to 0.113) (—0.047 to 0.052) (—0.098 to 0.109) (—0.036 to 0.052)
Women Yearly change in 8-oxoGuo 0.036 0.033 0.032 0.029 0.92
(nmol/mmol creatinine) (—0.190 to 0.209) (—0.046 to 0.109) (—0.135 t0 0.187) (—0.021 to 0.087)
Men Yearly change in 8-oxodG —0.005 —0.001 0.002 0.003 0.89
(nmol/mmol creatinine) (—0.088 to 0.076) (—0.033 t0 0.027) (—0.090 to 0.099) (—0.037 to 0.037)
Men Yearly change in 8-oxoGuo —0.008 —0.008 0.031 0.031 0.30

(nmol/mmol creatinine)

(—0.105t0 0.112)

(—0.041 to 0.051)

(—0.092 to 0.234)

(—0.023 t0 0.103)

Table shows the yearly change in nucleic acid oxidation markers in the two treatment groups for each sex and respective p-values from comparing the medians.
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3.3. Secondary outcomes

There was no significant effect of treatment on all-cause survival
when adjusted for the urinary nucleic acid oxidation markers or modi-
fied by a high or low level of urinary nucleic acid oxidation markers
after multiple adjustments (Fig. 1). No significant treatment differences
were seen within each sex.

There was no significant effect of treatment on diabetes-related
mortality, except differences in the oxidation markers were seen for
men in the low RNA oxidation group who had a 50% increase in

mortality rate (HR 1.50, 95% CI 1.02-2.20) and women who had a 41%
decrease (HR 0.59, 95% CI 0.35-0.99) (Fig. 1, gray lines with a rhombus).

4. Discussion

This study did not show any differences in yearly change in urinary
nucleic acid oxidation markers between structured personal care versus
standard care during six years of intervention. Moreover, our study did
not find any difference in the treatment effect on survival among those
with high versus low urinary nucleic acid oxidation. There were no sex

8-ox0dG

8-oxoGuo

All-cause mortality
OverallA

Men -

Women -

Diabetes-related mortality

OverallA

Men -

Women -
All-cause mortality

Low Oxidation
OverallA

Men -

Women -

High Oxidation

Overall

Men -

Women -
Diabetes-related mortality

Low Oxidation
Overall A

‘WHH‘HM

e oY

Men -

Women - +

#

High Oxidation

Overall4q — —
Men A . —_— e
1 1
i i
Women A —_— —_—
05 1.0 15 05 10 15

Hazard ratio of treatment

Fig. 1. Effect of treatment on all-cause and diabetes-related mortality and modified by the level of nucleic acid oxidation markers and sex. Main treatment effect model (black lines with
circles): Cox model adjusted for treatment, nucleic acid oxidation marker level at baseline, age, sex, smoking status, cohabitation status, physical activity, education, body mass index
(BMI), presence or absence hypertension and of microalbuminuria, glycated hemoglobin, total cholesterol, triglycerides, serum creatinine, presence or absence of retinopathy and of
peripheral neuropathy, history of MI, and stroke. Treatment contrasted by sex model (gray lines with triangles): As ‘Main treatment effect model’ but included an interaction term
between treatment and sex. Treatment contrasted by oxidation model (black lines with squares): As ‘Main treatment effect model” except for nucleic acid oxidation markers were
grouped into high and low oxidation (according to median). Treatment contrasted by sex and oxidation model (gray lines with rhombus): As ‘Treatment contrasted by oxidation
model’ but included interactions between treatment and grouped nucleic acid oxidation markers, sex and treatment, and sex and grouped nucleic acid oxidation markers.
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differences found between treatment groups, except for the low RNA
oxidation group on diabetes-related mortality.

The original DCGP study did not show an effect of structured per-
sonal care versus standard care on all-cause mortality during 19 years
of follow-up.'! However, the original DCGP study found that classic clin-
ical risk factors for diabetic complications were reduced by structured
personal care.'® We found that RNA oxidation was prognostic for
death in our original study,” and changes in RNA oxidation reflected
changes in mortality,® but it does not seem to be related to the differ-
ences in treatment regimen.

More evidence on nucleic acid oxidation markers as prognostic
markers has been produced in this field of research. A new case-
cohort study of 3766 patients with type 2 diabetes from the Action in Di-
abetes and Vascular Disease: Preterax and Diamicron Modified Release
Controlled Evaluation (ADVANCE) trial shows that plasma 8-o0xodG is
prognostic for all-cause and cardiovascular mortality.'® As a cautionary
remark, the method used is ELISA, and the manufacture's homepage
states that approximately 23% of the measured nucleic acid oxidation
markers originates from 8-oxoGuo (8-OHG),?° thus it may be more ac-
curate to say that this methodology produces a marker of nucleic acid
oxidation than of 8-0xodG alone. To our knowledge, the impact of treat-
ment was not investigated in the study. However, we have recently
shown that RNA oxidation can identify high risk groups in patients
with type 2 diabetes and microalbuminuria after an intensified multi-
factorial treatment.?'

Although studies on the prognostic aspects of nucleic acid oxidation
markers in patients with type 2 diabetes have been validated in large
prospective studies,®® it is still uncertain whether the markers are re-
lated to treatment and/or can be used to monitor treatment. Mean-
while, it is recognized that reactive oxygen species are involved in the
pathogenesis of diabetic complications,?>?> and reactive oxygen species
can damage macromolecules such as DNA and RNA.?*~2¢ In our previous
study, we found that change in urinary levels of RNA oxidation from
high to low or vice versa was prognostic for mortality in patients with
type 2 diabetes.® Therefore, if pathways involved in the formation of ox-
idatively generated damage to RNA could be manipulated a potential
causative treatment would be available.??

Examples of studies showing induced changes in urinary nucleic
acid oxidation markers are limited but involve both lifestyle and phar-
macological interventions. In healthy humans, olive oil was shown to
decrease the biomarker of DNA oxidation by 13% in a randomized con-
trolled trial.>” Moreover, in healthy smokers quitting cigarettes, a 16%
reduction was seen in DNA oxidation four weeks after cessation com-
pared with persistent smokers.?® Exercise and caloric restriction in
healthy humans have also been shown to reduce DNA and RNA oxida-
tion in white blood cells but not in urine.?® In terms of pharmacological
treatment, clarithromycin was shown to increase both DNA and RNA
oxidation but trimethoprim lowered DNA oxidation in healthy
humans.?® Whether the abovementioned examples are applicable and
beneficial in patients with type 2 diabetes is uncertain.

The current evidence highlights the need to better understand of the
protective and pathogenic processes in diabetic complications?> and the
development of further clinical biomarkers could hopefully contribute
to further insights. For example, in the Cardiovascular Outcome Event
Trial in Type 2 Diabetes Mellitus Patients (EMPA-REG) trial,®! other
mechanism than merely HbA;. reduction seem to be involved,' and
animal studies found implications of oxidative stress involvement.>? Fu-
ture studies are needed to elaborate the effect of SGLT-2 inhibitors on
nucleic acid oxidation markers in a clinical setting, which our group is
currently investigating.>* If empagliflozin has an effect on nucleic acid
oxidation markers the markers could be used to monitor treatment,
and a randomized controlled trial with long-term follow-up could clar-
ify if nucleic acid oxidation markers could be used as predictive
biomarkers.

Whereas DNA oxidation has been implicated in mutagenic pro-
cesses, some would argue that oxidatively generated damage to RNA

is an epiphenomenon and not directly involved in disease pathogenesis
(primarily studied in neurodegenerative diseases).>* However, evi-
dence on RNA oxidation in various diseases are increasingly being
appreciated.?>*2 Our group has previously shown that RNA and DNA
oxidation is primarily determined by environmental, non-genetic
factors>> which leaves ample room for manipulation of RNA and DNA
oxidation by intervention.

The aim of this post-hoc study was to gain novel insights in the clin-
ical utility of the urinary nucleic acid oxidation markers, and thus fur-
ther research is needed to evaluate urinary nucleic acid oxidation
markers as predictive biomarkers in patients with type 2 diabetes.

We investigated the impact of sex on RNA and DNA oxidation ac-
cording to intervention. No differences were seen between sexes. A pre-
vious study has shown that structured personal care decreased
mortality rate in women but not in men.'? According to our study,
this sex difference in mortality does not seem to be related to nucleic
acid oxidation levels. To the best of our knowledge, this has not been
done previously in a large cohort of patients with type 2 diabetes.

4.1. Strengths and limitations

Despite only one available urine sample per patient at enrollment
and again at the end of intervention we used a validated analytical
method of urinary nucleic acid oxidation markers with UPLC-MS/MS. '3

The strengths of this study rest on the large number of patients, the
prospective randomized trial design, the long-term follow-up, and the
low lost-to-follow-up rate due to the Danish registries. We used robust
statistical methods and, as this is a post hoc-analysis of a randomized
controlled trial, corrected for a comprehensive selection of confounders
to minimize bias.

The intervention was multifaceted, i.e. included both non-
pharmacological and pharmacological treatment. Thus, we did not in-
vestigate specific treatment subelements between the trial arms on
RNA and DNA oxidation. Moreover, antioxidant supplements were not
registered in the study.

5. Conclusions

We conclude that six years of structured personal care did not affect
the urinary markers of nucleic acid oxidation. Furthermore, the effects
of structured personal care on all-cause and diabetes-related mortality
were not expressed differently for different levels of the markers of
nucleic acid oxidation; in fact, no such treatment effects were found.

Future randomized controlled trials with up-to-date anti-diabetic
treatment and long-term follow-up should be performed to assess the
potential of using urinary markers of nucleic acid oxidation as bio-
markers for monitoring treatment in patients with type 2 diabetes.

Acknowledgements

We thank chemist Trine Henriksen and laboratory technician Katja
Luntang Christensen for the excellent technical assistance with the anal-
yses of the urinary nucleic acid oxidation markers.

Contribution statement

HEP and NdFO are guarantors. NdFO is responsible for the original
DCGP study. LKK researched data, contributed to interpretation, wrote
the draft of the manuscript and reviewed and edited the manuscript.
MKG and VS did the statistical analyses. All authors made substantial
contribution to the research question, design, analyses and interpreta-
tion of data. All authors have approved the final version of the manu-
script for submission.



LK. Kjaer et al. / Journal of Diabetes and Its Complications 33 (2019) 202-207

Funding

This study was funded by the Toyota Foundation Denmark. The

DCGP study received its major funding from the Danish Medical Re-
search Council, the Danish Ministry of Health, the Danish Research
Foundation for General Practice, the Health Insurance Foundation, the
Pharmacy Foundation, the Novo Nordisk Farmaka Denmark, and the
Novo Nordisk Foundation.

References

. IDF Diabetes atlas - 2017 Atlas. http://diabetesatlas.org/resources/2017-atlas.html.

Accessed July 19, 2018.

. Rawshani A, Rawshani A, Franzén S, et al. Mortality and cardiovascular disease in

type 1 and type 2 diabetes. N Engl ] Med 2017;376:1407-18, https://doi.
0rg/10.1056/NE]Moa1608664.

. Brownlee M. The pathobiology of diabetic complications: a unifying mechanism. Di-

abetes 2005;54:1615-25.

. Valko M, Moncol J, Cronin MTD, Mazur M, Telser J, LD. Free radicals and antioxidants

in normal physiological functions and human disease. Int | Biochem Cell Biol
2007;39:44-84.

. Broedbaek K, Stovgaard ES, Poulsen HE, WA. Urinary 8-oxo-7,8-dihydro-2’-

deoxyguanosine as a biomarker in type 2 diabetes. Free Radic Biol Med 2011;51:
1473-9.

. Kjeer LK, Cejvanovic V, Henriksen T, et al. Cardiovascular and all-cause mortality risk

associated with urinary excretion of 8-oxoGuo, a biomarker for RNA oxidation, in pa-
tients with type 2 diabetes: a prospective cohort study. Diabetes Care 2017;40:
1771-8, https://doi.org/10.2337/dc17-1150.

. Broedbaek K, Siersma V, Henriksen T, et al. Urinary markers of nucleic acid oxidation

and long-term mortality of newly diagnosed type 2 diabetic patients. Diabetes Care
2011;34:2594-6, https://doi.org/10.2337/dc11-1620.

. Broedbaek K, Siersma V, Henriksen T, et al. Association between urinary markers of

nucleic acid oxidation and mortality in type 2 diabetes: a population-based cohort
study. Diabetes Care 2013;36:669-76, https://doi.org/10.2337/dc12-0998.

. Broedbaek K, Kgster-Rasmussen R, Siersma V, Persson F, Poulsen HE, de Fine

Olivarius N. Urinary albumin and 8-oxo-7,8-dihydroguanosine as markers of mortal-
ity and cardiovascular disease during 19 years after diagnosis of type 2 diabetes - a
comparative study of two markers to identify high risk patients. Redox Biol 2017;13:
363-9, https://doi.org/10.1016/j.redox.2017.06.005.

. Olivarius NF, Beck-Nielsen H, Andreasen AH, Herder M, Pedersen PA. Randomised

controlled trial of structured personal care of type 2 diabetes mellitus. BM]
2001;323:970-5, https://doi.org/10.1136/BM].323.7319.970.

. Hansen LJ, Siersma V, Beck-Nielsen H, de Fine Olivarius N. Structured personal care of

type 2 diabetes: a 19 year follow-up of the study diabetes Care in General Practice
(DCGP). Diabetologia 2013;56:1243-53, https://doi.org/10.1007/s00125-013-2893-1.

. Krag M@, Hasselbalch L, Siersma V, et al. The impact of gender on the long-term mor-

bidity and mortality of patients with type 2 diabetes receiving structured personal
care: a 13 year follow-up study. Diabetologia 2016;59:275-85, https://doi.
org/10.1007/500125-015-3804-4.

. Henriksen T, Poulsen HE, Weimann A, HPR, Henriksen T, Hillestrem PR, et al. Automated

method for the direct analysis of 8-oxo-guanosine and 8-0xo0-2’-deoxyguanosine in
human urine using ultraperformance liquid chromatography and tandem mass
spectrometry. Free Radic Biol Med 2009;47:629-35, https://doi.org/10.1016/j.
freeradbiomed.2009.06.002.

. Barregard L, Henriksen T, Mistry V, Koppen G, Rossner P, MP, et al. Human and

methodological sources of variability in the measurement of urinary
8-0x0-7,8-dihydro-2’-deoxyguanosine. Antioxid Redox Signal 2013;18:2377-91.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

207

Schmidt M, Pedersen L, Serensen HT. The Danish civil registration system as a tool in
epidemiology. Eur ] Epidemiol 2014;29:541-9, https://doi.org/10.1007/s10654-014-
9930-3.

Helweg-Larsen K. The Danish register of causes of death. Scand ] Public Health
2011;39:26-9, https://doi.org/10.1177/1403494811399958.

Dufouil C, Brayne C, Clayton D. Analysis of longitudinal studies with death and
drop-out: a case study. Stat Med 2004;23:2215-26, https://doi.org/10.1002/
sim.1821.

R: The R Project for Statistical Computing. https://www.r-project.org/. Accessed May
14, 2018.

Thomas MC, Woodward M, Li Q, et al. Relationship between plasma 8-OH-
deoxyguanosine and cardiovascular disease and survival in type 2 diabetes mellitus:
results from the ADVANCE trial. ] Am Heart Assoc 2018;7, e008226, https://doi.
org/10.1161/JAHA.117.008226.

StressMarq Biosciences. DNA Damage (8-OHdG) ELISA kit. https://www.stressmarq.
com/products/assay-kits/dna-damage-8-ohdg-elisa-kit-skt-120/?v=dd65ef9a5579.
Accessed July 27, 2018.

Kjaer LK, Oellgaard ], Henriksen T, Gaede P, Pedersen O, Poulsen HE. Indicator
of RNA oxidation in urine for the prediction of mortality in patients with type 2 dia-
betes and microalbuminuria: a post-hoc analysis of the Steno-2 trial. Free Radic Biol
Med 2018;129:247-55, https://doi.org/10.1016/j.freeradbiomed.2018.09.030.
Giacco F, Brownlee M. Oxidative stress and diabetic complications. Circ Res
2010;107:1058-70, https://doi.org/10.1161/CIRCRESAHA.110.223545.

Forbes JM, Cooper ME. Mechanisms of diabetic complications. Physiol Rev 2013;93:
137-88, https://doi.org/10.1152/physrev.00045.2011.

Cadet J, Douki T, Gasparutto D, Ravanat J-L. Oxidative damage to DNA: formation,
measurement and biochemical features. Mutat Res 2003;531:5-23http://www.ncbi.
nlm.nih.gov/pubmed/14637244. Accessed July 27, 2018.

Kong Q, Lin CG. Oxidative damage to RNA: mechanisms, consequences, and diseases.
Cell Mol Life Sci 2010;67:1817-29, https://doi.org/10.1007/s00018-010-0277-y.
Poulsen HE, Specht E, Broedbaek K, et al. RNA modifications by oxidation: a novel dis-
ease mechanism? Free Radic Biol Med 2012;52:1353-61, https://doi.org/10.1016/j.
freeradbiomed.2012.01.009.

Machowetz A, Poulsen HE, Gruendel S, et al. Effect of olive oils on biomarkers of ox-
idative DNA stress in northern and southern Europeans. FASEB ] 2007;21:45-52,
https://doi.org/10.1096/fj.06-6328com.

Priemé H, Loft S, Klarlund M, Grenbaek K, Tennesen P, Poulsen HE. Effect of smoking ces-
sation on oxidative DNA modification estimated by 8-oxo-7,8-dihydro-2’-deoxyguanosine
excretion. Carcinogenesis 1998;19:347-51.

Hofer T, Fontana L, Anton SD, et al. Long-term effects of caloric restriction or exercise
on DNA and RNA oxidation levels in white blood cells and urine in humans. Rejuve-
nation Res 2008;11:793-9, https://doi.org/10.1089/rej.2008.0712.

Larsen EL, Cejvanovic V, Kjer LK, et al. Clarithromycin, trimethoprim, and penicillin
and oxidative nucleic acid modifications in humans: randomised, controlled trials.
Br J Clin Pharmacol 2017;83:1643-53, https://doi.org/10.1111/bcp.13261.

Zinman B, Wanner C, Lachin JM, et al. Empagliflozin, cardiovascular outcomes, and
mortality in type 2 diabetes. N Engl ] Med 2015;373:2117-28, https://doi.
org/10.1056/NE]Moa1504720.

Oelze M, Kroller-Schon S, Welschof P, et al. The sodium-glucose co-transporter 2
inhibitor empagliflozin improves diabetes-induced vascular dysfunction in the
streptozotocin diabetes rat model by interfering with oxidative stress and
glucotoxicity. PLoS One 2014;9, e112394, https://doi.org/10.1371/journal.
pone.0112394.

Larsen EL, Cejvanovic V, Kjar LK, et al. The effect of empagliflozin on oxidative nucleic
acid modifications in patients with type 2 diabetes: protocol for a randomised,
double-blinded, placebo-controlled trial. BM] Open 2017;7, e014728, https://doi.
org/10.1136/bmjopen-2016-014728.

Kong Q, Shan X, Chang Y, Tashiro H, Lin C-LG. RNA oxidation: a contributing factor or
an epiphenomenon in the process of neurodegeneration. Free Radic Res 2008;42:
773-7, https://doi.org/10.1080/10715760802311187.

Broedbaek K, Henriksen T, Weimann A, Petersen M, Andersen JT, R-MR, et al. Genetic
and environmental influences on oxidative damage assessed in elderly Danish twins.
Free Radic Biol Med 2011;50:1488-91.


http://diabetesatlas.org/resources/2017-atlas.html
https://doi.org/10.1056/NEJMoa1608664
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0015
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0015
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0020
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0020
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0020
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0025
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0025
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0025
https://doi.org/10.2337/dc17-1150
https://doi.org/10.2337/dc11-1620
https://doi.org/10.2337/dc12-0998
https://doi.org/10.1016/j.redox.2017.06.005
https://doi.org/10.1136/BMJ.323.7319.970
https://doi.org/10.1007/s00125-013-2893-1
https://doi.org/10.1007/s00125-015-3804-4
https://doi.org/10.1016/j.freeradbiomed.2009.06.002
https://doi.org/10.1016/j.freeradbiomed.2009.06.002
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0070
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0070
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0070
https://doi.org/10.1007/s10654-014-9930-3
https://doi.org/10.1007/s10654-014-9930-3
https://doi.org/10.1177/1403494811399958
https://doi.org/10.1002/sim.1821
https://doi.org/10.1002/sim.1821
https://www.r-project.org/
https://doi.org/10.1161/JAHA.117.008226
https://www.stressmarq.com/products/assay-kits/dna-damage-8-ohdg-elisa-kit-skt-120/?v=dd65ef9a5579
https://www.stressmarq.com/products/assay-kits/dna-damage-8-ohdg-elisa-kit-skt-120/?v=dd65ef9a5579
https://doi.org/10.1016/j.freeradbiomed.2018.09.030
https://doi.org/10.1161/CIRCRESAHA.110.223545
https://doi.org/10.1152/physrev.00045.2011
http://www.ncbi.nlm.nih.gov/pubmed/14637244
http://www.ncbi.nlm.nih.gov/pubmed/14637244
https://doi.org/10.1007/s00018-010-0277-y
https://doi.org/10.1016/j.freeradbiomed.2012.01.009
https://doi.org/10.1016/j.freeradbiomed.2012.01.009
https://doi.org/10.1096/fj.06-6328com
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0140
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0140
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0140
https://doi.org/10.1089/rej.2008.0712
https://doi.org/10.1111/bcp.13261
https://doi.org/10.1056/NEJMoa1504720
https://doi.org/10.1371/journal.pone.0112394
https://doi.org/10.1371/journal.pone.0112394
https://doi.org/10.1136/bmjopen-2016-014728
https://doi.org/10.1080/10715760802311187
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0175
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0175
http://refhub.elsevier.com/S1056-8727(18)31189-9/rf0175

	The effect of structured personal care on RNA oxidation: A 19-�year follow-�up of the randomized trial Diabetes Care in Gen...
	1. Introduction
	2. Methods
	2.1. Study population
	2.2. Intervention
	2.3. Urinary biomarkers of DNA and RNA oxidation analyses
	2.4. Outcomes
	2.4.1. Assessment of vital status

	2.5. Statistics
	2.6. Ethics

	3. Results
	3.1. Patient characteristics
	3.2. Primary outcomes
	3.3. Secondary outcomes

	4. Discussion
	4.1. Strengths and limitations

	5. Conclusions
	section17
	Acknowledgements
	Contribution statement
	Funding
	References


