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Chapter 1
General Introduction







Vitamin D and Cardio-metabolic Health in the Elderly

1.1 Vitamin D metabolism
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Figure 1.1.1. Vitamin D metabolism(1).

Vitamin D has been discovered at the beginning of the 20" century as a cure
for rickets, a disease softening the bones in children (2, 3). Since then it has
been established as an important factor in bone health, more specifically in
bone metabolism and calcium homeostasis(3). Vitamin D is a lipid soluble
vitamin which has a function of a hormone in the human body(4). There are
two forms of vitamin D present in nature: vitamin D2 (ergocalciferol) and
vitamin D3 (cholecalciferol)(3). Vitamin D2 is found naturally in some
mushrooms while D3 comes from animal foods as fish and eggs and can be
produced in the skin under the effect of solar irradiation(3, 5, 6). Regardless
of the form, both vitamin D2 and D3 when entered in the bloodstream bind to
a protein called vitamin D binding protein (VBP) which is the main
transporter of vitamin D in the circulation(3). Both of these forms of vitamin
D are biologically inert and need to undergo chemical transformations in
order to get activated. The first transformation is 25-hydroxylation which
takes place in the liver. As a result 25-hydroxyvitamin D is produced. This is
the main circulating form of vitamin D in the human body(7). It is used to
assess the vitamin D status of the individual(7). Even though in recent years
scientists acknowledge that it has certain functions in the human body, it is
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still not considered as an active vitamin D metabolite. In order to get activated
25-hydroxyvitamin D needs to undergo further transformation in the kidney
and as a product of this reaction 1,25-dihydroxyvitamin D is synthesized(3).
This is the active form of vitamin D which has a function of a hormone in the
human body. This active form binds to a member of the nuclear receptor
family called vitamin D receptor (VDR) present in many different tissues and
by this manner influences among other things calcium metabolism in the
human body, such as calcium absorption in the intestines or calcium
reabsorption in the kidneys (see Figure 1.1.1)(8). Finally, the excess active
vitamin D can stimulate its own destruction by upregulating the expression of
enzyme 25-hydroxyvitamin D-24-hydroxylase which metabolizes 25-
hydroxyvitamin D but also the active form into inactive forms which are
soluble in water(6, 9).

1.2 Vitamin D sources, recommendations and optimal status

Naturally, humans obtain their vitamin D from two sources: by consuming
foods containing vitamin D and by endogenous production under the effect of
solar irradiation in their skin(6). Some foods such as fatty fish and egg yolks
naturally contain vitamin D while others like milk and margarine are being
fortified with vitamin D in specific countries(4). However, the amount of
vitamin D coming from diet only contributes 10 to 20 percent of the
recommended daily allowance of vitamin D. The major source of vitamin D is
cutaneous production under the effects of UVB irradiation(4). The change in
lifestyle nowadays, preventing people from going outside in the sun and thus
producing enough vitamin D, resulted in a high prevalence of vitamin D
deficiency globally(4). Additionally to sun exposure, factors like skin
pigmentation, use of sun screen, season, latitude, age, obesity, liver and
kidney diseases, malabsorption, and use of different medications are
determinants of vitamin D insufficiency(6). Currently, there is still a
controversy in defining the optimal vitamin D status and subsequently in
defining the recommendation for daily intake of vitamin D. The Institute of
Medicine (IoM) report (10) defines levels of 20 ng/ml of 25-hydroxivitamin D
as adequate while a working group of the Endocrine Society collected
evidence why the IoM recommendations are flawed and why levels of
30ng/ml are to be considered as optimal for vitamin D status(4, 11). In line
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with this controversy there are also different recommendations for daily
vitamin D intake. While the IoM report recommends 600IU/day to be
sufficient for optimal bone health, others suggest more is needed for the
prevention of vitamin D deficiency and maintaining the optimal status(4, 11).
According to these reports vitamin D intake as much as 1500IU/day to
2000IU/day is needed to treat vitamin D deficiency since supplementation
with 100IU per day raises the levels of 25-hydroxivitamin D only with
0.7ng/ml(11).

1.3 Extra-skeletal effects of vitamin D

VDRs are present in almost all of the cells and tissues of the human body(6).
Research into so called extra-skeletal effects of vitamin D demonstrated that
1,25-dihydroxyvitamin D has an effect on approximately 3,000 genes of the
human genome e.g., genes regulating cellular proliferation, cellular
differentiation and cellular apoptosis(6, 12, 13). With this in mind numerous
studies have been performed examining the associations between vitamin D
and diseases like diabetes mellitus, cardio-vascular disease, different cancers,
autoimmune diseases, infections, depression and schizophrenia. However,
most of the evidence on the extra-skeletal effects of vitamin D still comes
from observational studies and also animal model studies, while high quality
randomized controlled trials on vitamin D supplementation are still scarce.
With the extra-skeletal effects of vitamin D in mind we explored in more
depth the effects of vitamin D on mortality. Since there have already been
many studies published on this topic, including reports from supplementation
trials, however yielding contradictory results, we reviewed the literature
systematically and performed a meta-analysis of published results. For this
purpose we used only data from observational cohort studies and intervention
trials.

1.4 The Rotterdam Study

The Rotterdam Study (14, 15) is a prospective population-based cohort study
designed to investigate the determinants of the incidence and progression of
the disease in the elderly. It has been ongoing since 1990 in Rotterdam, the
Netherlands. Briefly, in 1990 all inhabitants of Ommoord, district of
Rotterdam, aged 55 years or older were invited to participate in the study.
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From 11,850 eligible inhabitants 7,983 agreed to participate in the study. The
study has been extended twice since; in 2000 when all inhabitants aged 55
years or older and also those who have migrated into the district were invited
to participate; and in 2006 when all inhabitants aged 45 years and older and
had not been examined earlier were invited. All participants were interviewed
at home and were subsequently invited for extensive examinations to the
research center. The participants were invited to the research center every
three to four years for further examinations of the characteristics that change
over time. These examinations focused also on collecting bodily fluids and
imaging. The Rotterdam Study has been approved by the Medical Ethics
Committee of the Erasmus Medical Center and by the Ministry of Health,
Welfare and Sport of the Netherlands, implementing the “Wet
Bevolkingsonderzoek: ERGO” (Population Studies Act: Rotterdam Study).
All participants provided written consent to participate in the study and to
obtain information from their treating physicians (14, 15).

1.5 Objectives of the thesis

The broad objective of this thesis was to investigate the association of vitamin
D serum levels with human cardio-metabolic health. Firstly, the objective was
to study the effect of vitamin D status on mortality in relation to cause of
death. For this purpose we performed a systematic review and meta-analysis.
Secondly, the objective was to assess the association between vitamin D and
metabolic health. Thirdly, the objective was to investigate the effect of
vitamin D on cardio-vascular health. Additionally we aimed to explore if the
effects of vitamin D might be mediated by serum magnesium status. Finally,
we wanted to explore the directionality of the associations between vitamin D
and serum lipids.

1.6 Thesis outline

Chapter 1 presents the introduction to the thesis focusing on vitamin D and its
metabolism. The next chapter (chapter 2) includes the systematic review and
meta-analysis of observational cohort studies and randomized intervention
studies on vitamin D and risk of death. In chapter 3 the association between
vitamin D and metabolic health is explored; chapter 3.1 describes the
association between vitamin D and metabolic syndrome while chapter 3.2
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focuses on the association between vitamin D and body composition. In
chapter 4 the focus is on cardio-vascular health. More specifically, in this
chapter the association between vitamin D and incidence of atrial fibrillation
is presented. Further, chapter 5 explores two novel approaches in vitamin D
research, namely potential effect modification by magnesium levels and path
analyses. Chapter 5.1 describes possible effect modification of the effects of
vitamin D by serum magnesium status. This chapter focusses on the question
whether the association between vitamin D and the incidence of type 2
diabetes mellitus might be modified by serum magnesium levels. Chapter 5.2
presents a novel approach in analyzing vitamin D data by using path analysis.
With this approach bidirectional associations between vitamin D and serum
lipids were investigated. The results from chapters 3 to 5 were derived from
the data from the Rotterdam Study. Finally, chapter 6 gives overview of all
main findings and the main conclusions of this thesis.

Table 1.1. Overview of studies reported in this thesis

Chapter Study design/study group Research aim
2.1 Systematic review and meta- Association of vitamin D with
analysis the risk of mortality in

observational cohort studies and
in intervention trials

3.1 The Rotterdam Study  Association of vitamin D with
(N=3240) prevalence of metabolic
syndrome in the elderly
3.2 The Rotterdam Study Association of vitamin D status
(N=2158) with differential distribution of
body fat in the elderly
4.1 The Rotterdam Study Association of vitamin D status
(N=3395) with  incidence of atrial
fibrillation in the elderly
5.1 The Rotterdam Study Interaction between serum
(N=8481) magnesium levels and 25-

hydroxyvitamin D in incidence
of type 2 diabetes mellitus

5.2 The Rotterdam Study Bidirectional associations
(N=1165) between circulating 25-
hydroxyvitamin D and serum

cholesterol
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2.1. Vitamin D and risk of cause-specific death: a systematic review and

meta-analysis of prospective observational and randomised intervention

studies

Rajiv Chowdhury, Setor Kunutsor*, Anna Vitezova*, Clare Oliver-Williams,
Susmita Chowdhury, Jessica C. Kiefte-de Jong, Hassan Khan, Cristina P.
Baena, Dorairaj Prabhakaran, Moshe B. Hoshen, Becca S. Feldman, An Pan,
Laura Johnson, Francesca Crowe, Frank B Hu, and Oscar H. Franco

* Denotes equal contribution.
BMJ. 2014 Apr 1;348:21903

Abstract

Objective To evaluate the extent to which
circulating biomarker and supplements of
vitamin D is associated with mortality
from vascular, cancer or other conditions,
under various circumstances.

Design
analysis of observational studies and
randomised controlled trials (RCTs).

Data sources Medline, Embase, Cochrane

Systematic review and meta-

Library, reference lists of relevant studies
to August 2013, and email contact with
investigators.

Study selection Prospective cohort studies
and RCTs in human adults, that had
reported associations between vitamin D
circulating 25-
(25(OH)D)
concentration or vitamin D supplement

(measured as
hydroxyvitamin D

given singly) and cause-specific mortality
outcomes.

Data extraction Data were extracted by
two independent
consensus was reached with involvement
of a third. Study-specific relative risks
(RRs) from 73 cohort studies (848,870
participants) and 22 RCTs (vitamin D
given alone vs. placebo or no treatment;

investigators and a

19

34,023 participants) were meta-analysed
using random-effect models, and were

grouped by study and population
characteristics.
Results In the primary prevention

observational studies, comparing bottom
versus top thirds of baseline circulating
25(OH)D distribution, pooled RRs (95%
confidence intervals) were 1.33 (1.11 to
1.59) for vascular death, 1.14 (1.01 to
1.29) for cancer death, 1.30 (1.07 to 1.59)
for nonvascular-noncancer death and
1.39 (1.25 to 1.54) for all-cause mortality.
Subgroup analyses in the observational
studies indicated that mortality risk was
significantly higher in studies with lower
baseline use of vitamin D supplements In
RCTs, RRs for all-cause mortality were
0.89 (0.80 to 0.99) and 1.04 (0.97 to
1.11), for vitamin Dj; and vitamin D,
supplementations, respectively The effects
observed for vitamin D; supplementation
remained unchanged when grouped by
various characteristics, however, differed
for vitamin D, supplementation, for which
increased risks of mortality were observed
in studies with lower intervention dose
and shorter average intervention period.
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Limitations Potential biases owing to
preferential  publication, unmeasured
confounding  or  lack  of
measurements.

serial

Conclusion Evidence from observational
studies show inverse associations of
circulating  25(OH)D  with risks of
vascular, cancer and nonvascular-

20

noncancer deaths. Supplementation with
vitamin Dj; reduces overall mortality
among  older  adults  significantly;
further  investigations are
required to establish the optimal dose and
duration, and whether vitamin Dj affects
mortality risk differently than vitamin D,.

however,
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2.1.1. Introduction

Vitamin Dis a group of fat-soluble vitamins responsible for intestinal
absorption of calcium and phosphate.(16) There are two major forms of
vitamin D. Vitamin D, (ergocalciferol), found in plants, is produced by
ultraviolet B (UVB) irradiation of ergosterol, and can be consumed as a
supplement or in fortified foods.(17) Vitamin Dj; (cholecalciferol), on the
other hand, a product of UVB irradiation of 7-dehydrocholesterol, is
synthesized in the human epidermis or consumed in the form of natural (e.g.
fish) or fortified food sources, or as a supplement.(17) Supplementing with
vitamin D has shown to benefit skeletal conditions such as rickets, fractures,
and falls (18-20), although a similar effect on bone mineral density was not
evident in a recent review of trials. A growing body of evidence indicate that
vitamin D may reduce risks of a wide range of diseases including multiple
sclerosis,(21) autoimmune disorders,(22) infections,(23) cardiometabolic(24,
25)" and cancer outcomes(26) — indicating a possible pleiotropic effect across
extraskeletal systems. Nonetheless, the evidence for vitamin D reducing risk
of nonskeletal diseases is still being debated.(27)

Suboptimal levels of vitamin D have also been implicated as a potential
determinant of mortality because of its wide-ranging anti-inflammatory and
immune-modulating effects.(17, 28, 29) However, available observational
studies examining this intriguing link are yet to be rigorously reviewed and
the extent to which vitamin D deficiency confers risk of death from vascular,
cancer or other conditions remains uncertain. While several individual
reports(30, 31) and reviews(32-35) have been published on the topic, they
vary greatly and lack sufficient detail (eg, associations for diverse causes of
death; primary versus secondary prevention settings). Additionally,
interpretation of the earlier quantitative reviews(32, 35) of randomised trials is
challenging as they typically include (1) studies with mixed interventions (e.g.
combined with calcium intake, which has been associated with vascular
risk(36) and (2) lack detailed assessments to distinguish the effects across
important characteristics (e.g. geographical location, intervention dosage,
duration and follow-up time). There is a need, therefore, for adequately
powered, comprehensive assessment of associations of vitamin D levels with
the risk of mortality across primary versus secondary prevention settings and
from a broad range of causes. This is of particular significance as mortality
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risk estimates remains a cornerstone in formulating health policies to prevent
or reduce premature deaths and improve quality of life, and in this sense
Vitamin D might play a key role.

In the present study, we have attempted a large-scale synthesis of the
available observational and intervention evidence under one updated
systematic review and meta-analysis to: (1) determine the associations of 25-
hydroxyvitamin levels with the risk of cause-specific mortality outcomes in
observational cohort studies, (2) quantify effects of vitamin D
supplementation (overall and by subtypes), when given alone compared to
placebo or no treatment, on mortality outcomes in the randomised controlled
trials (RCTs), and (3) examine all associations under a wide range of study-
level circumstances.

2.1.2. Methods

2.1.2.1. Data sources, search strategy and eligibility criteria

This review was conducted using a predefined protocol and in accordance
with the PRISMA and MOOSE guidelines (37, 38) (eAppendix 1 and 2).
Two independent authors, in duplication, sought studies published before
August 1, 2013 (date last searched) using Medline, Embase and Cochrane
databases. The computer-based searches combined terms related to the
exposure (eg, vitamin D, 25-hydroxyvitamin D) and outcomes (eg, mortality,
all-cause mortality, death), without any language restriction. Details on the
search strategy are provided in eAppendix 3. Studies were sought that had
reported on associations of circulating vitamin D [measured as 25-
hydroxyvitamin D or 25(OH)D] or vitamin D supplements with all-cause
mortality (defined as deaths from any causes) and/or cause-specific mortality
(defined as deaths due to cardiovascular, cancer, and other nonvascular-
noncancer causes), where fatal outcomes were registered according to the
primary cause (or, in its absence, the underlying cause), on the basis of coding
from the International Classification of Diseases (ICD), or according to
study-defined classifications; ascertainment was based on death certificates.

2.1.2.2. Study selection
Observational cohort studies were eligible for inclusion if they followed
participants prospectively, assessed association of circulating 25(OH)D with
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cause-specific and/or all cause deaths in adults, and recruited participants
from any of the following categories: (1) free-living, healthy participants with
no previous chronic disease at entry including vascular, metabolic, malignant
or renal disorders (i.e., primary prevention cohorts); or (2) people with pre-
existing baseline conditions mentioned above (i.e., secondary prevention
cohorts). Intervention studies were eligible if they: (1) were randomised; (2)
assessed effects of vitamin D supplements singly (i.e., RCTs with a “vitamin
D alone” intervention group) in adults compared to a placebo or no treatment;
and (3) collected cause-specific or all-cause mortality endpoints (as defined
before). Two independent reviewers working in pairs screened the titles and
abstracts of all initially identified studies according to the selection criteria.
Full texts were retrieved from studies that satisfied all selection criteria.
Reference lists of selected studies and relevant reviews identified on the topic
were searched for additional publications.

2.1.2.3. Data extraction

Data were extracted by two independent authors and a consensus was reached
with involvement of a third. A predesigned data abstraction form was used to
extract relevant information. This included questions on study size; study
design; baseline population; location; age at baseline; duration of follow-up;
reported degree of adjustment [defined as ‘+’ when RRs were adjusted for
established vascular risk factors (eg, age, sex, smoking status, lipids,
hypertension, history of cardiometabolic disease); ‘++ adjustment for other
potential risk factors (eg, physical activity, body mass index, social status)
and ‘+++ when adjusted for other additional variables (eg, bone minerals)];
type and numbers of mortality outcomes and reported relative risks (RRs).
Where appropriate, information of subtypes of vitamin D supplement,
baseline level in nanogram per millilitre (ng/mL), assay method, blinding
status, composition of supplement or placebo were extracted. If risk estimates
were unavailable from a published report, we collected relevant data by
corresponding with the authors,(39-41) abstracting from other published
reviews,(33, 35, 42) or hand-calculating based on the available information
from the paper,(43-45) where appropriate. Additionally, in the case of
multiple publications, the most up-to-date or comprehensive information was
included.(46, 47)
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2.1.2.4. Assessing the risk of bias

For prospective observational studies, the Newcastle-Ottawa Scale(48) was
used to assess the risk of bias. This scale uses a star system (with maximum of
nine stars) to evaluate a study in three domains: selection of participants;
comparability of study groups; and the ascertainment of outcomes of interest.
Studies that received a score of nine stars were judged to be of at low risk of
bias; studies that scored seven or eight stars were considered at medium risk;
those that scored six or less were considered at high risk of bias. Similarly, for
the randomised trials, the Cochrane Collaboration’s tool (49) was used for
assessing the risk of bias. This tool evaluates seven possible sources of bias:
random sequence generation, allocation concealment, blinding of participants
and personnel, blinding of outcome assessment, incomplete outcome data,
selective reporting and other bias. For each individual domain, studies were
classified into low, unclear and high risk of bias.

2.1.2.5. Data synthesis and analysis

To enable a consistent approach to meta-analysis and interpretation of
findings in this review, relative risk estimates for association of circulating
25(0OH)D and mortality outcomes that were often differently reported by each
study (e.g. per unit change, or per 1-SD change, or comparing quintiles,
quartiles, thirds, and other groupings) were transformed to consistently
correspond to comparison of the top vs. bottom third of baseline 25(OH)D
distribution in each study, using methods previously described.Briefly, log
risk ratios were transformed assuming a normal distribution, with the
comparison between top and bottom thirds being equivalent to 2.18 times the
log risk ratio for 1 standard deviation increase (or equivalently as 2.18/2.54
times the log risk ratio for a comparison of extreme quarters). Standard errors
of the log risk ratios were calculated using published confidence limits and
were standardised in the same way. Hazard and odds ratios were assumed to
approximate the same measure of RRs. Study-specific RRs were combined
using a random effects model that included between-study heterogeneity (and
additionally using fixed-effect models). Where studies reported RRs with
varying degrees of adjustments, the maximum adjusted estimate was used.
Subsidiary assessments involving circulating 25(OH)D cut-offs (defined as
21-29, 10-20 and <10 ng/mL)(17, 50, 51) compared to the reference category
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(>30 ng/mL) were based on combining comparable RR estimates across
studies using random effects meta-analyses (and additionally using fixed-
effect models).(52, 53)For randomised intervention trials, we used reported
RR or calculated study-specific unadjusted RR for overall vitamin D
supplementation (and individually by supplements of vitamins D3 and D,
subtypes). Hazard ratios and odds ratios were assumed to approximate the
same measure of relative risk. Summary RRs were calculated by pooling the
study-specific estimates using a random-effects model that included between-
study heterogeneity (parallel analyses used fixed-effect models). Consistency
of findings across studies was assessed by standard y* tests and the I
statistic.(54) Heterogeneity was quantified by comparing results from studies
grouped according to study-level characteristics using random-effects meta-
regression. Additionally, univariate meta-regression analyses were conducted
to investigate the impact of study level characteristics such as daily
intervention dose of supplement and duration of intervention or follow-up on
the size of the effect estimates for both supplementation trials and
observational cohort studies. The natural logarithm of the RR was used as the
dependent variable and the study level characteristic was used as the
explanatory factor. Evidence of publication bias was assessed using funnel
plots and Egger test.(55) Population attributable risk (PAR) was calculated by
the  following  equation: PAR%=100xPe(RR—1)/(Pe[RR—1]+1)(56)
[eAppendix 5]. All statistical tests were two-sided and used a significance
level of p<0.05. Analyses were performed using Stata release-12 (StataCorp,
College Station, Texas).

2.1.3. Results

The search strategy identified 2704 unique citations. Following initial
screening based on titles and abstracts 320 articles remained for further
evaluation. Of these articles, 225 were excluded in the subsequent detailed
assessments for reasons shown in eFigure 1. The remaining 95 unique study
reports met our inclusion criteria and were included in the meta-analysis
(eAppendix 6). In aggregate, these included studies comprised of 882,893
unique individuals and 71,332 mortality outcomes (including 10,544 deaths
from cardiovascular disease (CVD) and 6,911 deaths from cancer) (Table
2.1.1.; eTables 1-3).
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2.1.3.1. Association of circulating 25(OH)D levels with cause-specific
mortality

Circulating 25(OH)D in relation to subsequent risk of death was reported in
73 observational cohort studies, involving 848,870 participants and 66,218
mortality events recorded during an average follow-up ranging from 0.3 to 29
years (Table 2.1.1; eTable 1). Out of these observational cohort studies, 38
studies involved participants from Europe, 26 from North America, 8 from the
Asia-Pacific region, and 1 from South America. Average age of all included
participants ranged from 29 to 77 years. Eight studies were judged to be at
low risk of bias, 41 at medium risk, while 24 studies were at high risk of bias
(eTable 1). Of the medium quality studies, all showed a potential bias in the
participant selection. Median baseline level of 25(OH)D in these studies was
20.7 (IQR: 17.5 to 24.3) ng/mL. For the primary prevention cohorts, pooled
RRs (95% CIs) in comparisons of people in the bottom versus top thirds of
the population distribution of baseline circulating 25(OH)D, adjusted for
several potential risk factors, were 1.33 (1.11 to 1.59) for CVD death (6,143
events), 1.14 (1.01 to 1.29) for cancer death (5,003 events), 1.30 (1.07 to
1.59) for other nonvascular-noncancer death (1,444 events) and 1.39 (1.25 to
1.54) for all-cause mortality (48,488 events) (Figure 2.1.1 and eFigure 2).

The corresponding pooled RRs were broadly similar in the secondary
prevention cohorts. Additional analyses by various circulating 25(OH)D cut-
offs, showed a significantly inverse association with all-cause mortality
(P<0.05, Figure 2.1.2). Assuming linearity, each 10 ng/mL decline of
25(0OH)D was associated with a 16% (95% CI: 8-23%) increased risk of all
cause mortality (Figure 2.1.2).

In subsidiary analyses, there were significant inverse associations for various
cause-specific mortality outcomes, including deaths due to coronary disease,
lymphoma, upper digestive tract cancer, and respiratory diseases (eFigure 3).
There was moderate level of heterogeneity observed in observational studies,
which was partly explained by between-study differences in the baseline
usage of vitamin D supplements, average duration of longitudinal follow up,
level of multivariate adjustments and study quality (Pmetaregression <0.05
for all; Figure 2.1.3).
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Table 2.1.1. Summary characteristics of the included studies.

Eligible studies Observational cohort studies Intervention studies
No. of unique studies 73 22
Average follow-up (years), median (IQR) 6 (3-9.5) 1.39 (0.5-3.0)
Participants

Total no. of participants 848 870 34023
No. of participants, median (IQR) 1 073 (510-2312) 343 (124-2578)
Total no. of deaths 66 218 5114
No. of deaths, median (IQR) 224 (106-633) 22.5(7-471)
Male (%), median (IQR) 51 (35-62) -

Age (years), median (range) 63 (59-71) 77 (56-85)
Baseline population, No. of studies (No. of participants)

Not selected based on prior chronic disease 29 (787 682) 9 (24 828)
With pre-existing chronic disease 44 (61 188) 13 (9 195)
Location, No. of studies (No. of participants)

Europe 38 (330 631) 13 (28 464)
North America 26 (89 742) 5(2182)
Asia-Pacific 8 (427 515) 4 (3377)
South America 1 (982) -
Sample, No. of studies (No. of participants)

Serum 57 (821 798) -
Plasma 16 (27 072) -
Assay method, No. of studies (No. of participants)

Radioimmunoassay 3460471 -
Automated immunoassays 19 753 285 -
Chromatographic methods 2035114 -
25-hydroxy vitamin D Level

Pooled average level at baseline (ng/ml), median (IQR) 20.7 (17.5-24.3) 15.2 (10.4-21.3)
Outcome, No. of studies (No. of events)t

All cause mortality 68 (64 636) 22(5 114)
Cardiovascular mortality 29 (9 970) 3 (574)
Cancer mortality 17 (6 620) 2(291)
Other nonvascular-noncancer mortality 10 (2 565) -

7, are not unique studies; CPBA, competitive-binding protein assay
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Figure 2.1.1. Association of circulating 25- hydroxyvitamin D with cause-specific mortality in the
observational cohort studies.

No. of No. of No. of Relative Risk (95% CI)*
Studies Participants deaths for cause-specific mortality
Cardiovascular death
19 80,062 6,143 —— 1.33(1.11, 1.59)
10 21,045 3,827 —A— 1.60 (1.32, 1.94)
29 101,107 9,970 O 1.42 (1.24, 1.62)
Cancer death
12 103,753 5,003 1+ 1.14 (1.01, 1.29)
5 16,382 1,617 —L— 1.57 (1.15, 2.14)
17 120,135 6,620 O 1.25(1.10, 1.43)
Nonvascular, noncancer death
7 38,526 1,444 —0— 1.30(1.07, 1.59)
3 13,035 1,121 EE  — 1.49 (0.94, 2.35)
10 51,561 2,565 —0O— 1.34(1.13, 1.60)
All cause mortality
27 780,390 48,488 -+ 1.39 (1.25, 1.54)
41 59,976 16,148 A 1.50 (1.36, 1.65)
68 840,366 64,636 O 1.44 (1.34, 1.55)
Primary prevention cohorts O ‘ ! !
P 0.50 1.00 2.50 5.00
Secondary prevention cohorts A RR (95% ClI) for bottom versus top thirds of baseline 25(OH)D levels

All cohorts @]

*Pooled estimates are based on random effects meta-analysis. Using fixed effects models, the estimates were [1.39 (1.32, 1.47), 1.50 (1.35, 1.66), 1.41 (1.35, 1.48)], [1.10 (1.02, 1.17), 1.44 (1.27, 1.64), 1.16 (1.10, 1.24)],
[1.28 (1.12, 1.47), 1.38 (1.09, 1.75), 1.30 (1.16, 1.47)], and [1.45 (1.41, 1.49), 1.49 (1.42, 1.56), 1.46 (1.42, 1.49)] for cardiovascular, cancer, nonvascular noncancer, and all cause deaths respectively in the order: primary
prevention cohorts to all cohorts; Size of the data marker is proportional to the inverse of the variance of relative risk (RR) and horizontal line represents 95% confidence interval (Cl). Corresponding forest plots and 12 (95%
Cl) estimates are provided in Supplementary Material

Specifically, all-cause and cancer mortality risk for low baseline circulating
25(OH)D was significantly higher in studies where less than 10% of the
population used vitamin D supplements. Additionally, all-cause mortality risk
in subjects with low 25(OH)D levels was significantly higher in studies with
<§ years of average follow-up (Figure 2.1.3).The overall associations
observed, however, were similar across other subgroups such as latitude of
study location, gender, assay methods, adjustments for seasonality or
socioeconomic status, and geographical location (Figure 2.1.3 and eFigure 4).
Results from univariate meta-regression analyses showed no evidence of
associations of the duration of follow-up with risk of CVD death, cancer
death, other nonvascular-noncancer death, and all-cause mortality (P-values >
0.05 for all) (eFigure 6).
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In subsidiary analyses, there were significant inverse associations for various
cause-specific mortality outcomes, including deaths due to coronary disease,
lymphoma, upper digestive tract cancer, and respiratory diseases (eFigure 3).
There was moderate level of heterogeneity observed in observational studies,
which was partly explained by between-study differences in the baseline
usage of vitamin D supplements, average duration of longitudinal follow up,
level of multivariate adjustments and study quality (Pmetaregression <0.05
for all; Figure 2.1.3).

Figure 2.1.2. Association of circulating 25-hydroxyvitamin D levels with all cause mortality, based on
primarv prevention cohorts.

No. of No. of total No. of

Studies participants total deaths Relative risk (95% Cl)
(1) Pre-specified laboratory
cut-offs (ng/mL)*
1.07 (1.00, 1.15)
21-29 vs. 230 14 500,732 27,093 —
1.20(1.12,1.27)
10-20 vs. 230 12 457,801 22,997 N
1.50 (1.21, 1.87)
<10 vs. 230 11 457,262 23,993
-
(2) Dose-response assessment *
1.16 (1.08, 1.23)
Each 10 ng/mL decrease 18 480,579 29,345 D
T T T 1
0.75 1 1.25 1.50 2.00

Relative risk (95% Cl) of all cause death

*Indirect comparisons based on available studies with relevant information in each category; the summary estimates presented were calculated using random
effects models; Using fixed effects models, the estimates were 1.09 (1.06, 1.11), 1.20 (1.15, 1.26), 1.23 (1.20, 1.26), and 1.19 (1.18, 1.21) for clinical cut-offs 21-
29 vs. 2 30, 10-20 vs. = 30, < 10 vs. 2 30, and per 10 ng/MI decrease respectively.
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Figure 2.1.4. Effects of vitamin D supplementation on all cause mortality when given alone, derived

from the available randomized control trials.

No. of Intervention group

Placebo group

studies No. of participants / deaths  No. of participants / deaths

(1) Trials reporting on vitamin D, alone

RR (95% CI)*

1.04(0.97, 1.11)

5 3,940/ 549 3,926/ 601 — 0.91(0.81, 1.01)
9 2,886/ 538 2,885/ 576 —_— N1 0.84 (0.65, 1.09)
14 6,826/ 1,087 6,811/ 1,177 O 0.89 (0.80, 0.99)
(2) Trials reporting on vitamin D, alone
4 8,313/ 1,420 8,408/ 1,393 — 1.05(0.94, 1.17)
4 180/ 20 178/ 17 1.15(0.63, 2.11)
8 8,493/ 1,440 8,586/ 1,410 O
[ I I 1
0.50 0.75 1.00 1.75 2.00

Community-dwelling [0~ Hospital-based A All studies O

Vitamin D supplement better

Control better

*Pooled estimates are based on random effects meta-analysis. Using fixed effects models, the estimates were [0.91 (0.81, 1.01), 0.88 (0.77, 1.01), 0.90 (0.82, 0.98)] and [1.05 (0.94, 1.17), 1.15

(0.63, 2.11), 1.03 (0.97, 1.09)] for vitamins D3 and vitamin D2 trials resp in the order:

are provided in Supplementary Material

dwelling to overall; the overall fixed effect estimate for all trials was 0.98 (0.94, 1.03); Size of
the data marker is proportional to the inverse of the variance of relative risk (RR) and horizontal line represents 95% confidence interval (Cl). Corresponding forest plots and 12 (95% Cl) estimates

Specifically, all-cause and cancer mortality risk for low baseline circulating
25(OH)D was significantly higher in studies where less than 10% of the
population used vitamin D supplements. Additionally, all-cause mortality risk
in subjects with low 25(OH)D levels was significantly higher in studies with
<§ years of average follow-up (Figure 2.1.3).The overall associations
observed, however, were similar across other subgroups such as latitude of
study location, gender, assay methods, adjustments for seasonality or
socioeconomic status, and geographical location (Figure 2.103 and eFigure 4).
Results from univariate meta-regression analyses showed no evidence of
associations of the duration of follow-up with risk of CVD death, cancer
death, other nonvascular-noncancer death, and all-cause mortality (P-values >
0.05 for all) (eFigure 6).
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2.1.3.2. Effects of vitamin D supplementation on all-cause mortality
Twenty-two RCTs reported effects of vitamin D supplementation in isolation
on mortality outcomes, including a total of 34,023 participants (Table 2.1.1;
eTable 3). Fourteen of these RCTs assessed effect of vitamin D3 whereas 8
studies reported effects of vitamin D,. Thirteen trials involved participants
from Europe, five from North America, and four from the Asia-Pacific region.
Average age of included participants in these trials ranged from 56 to 85
years. Eleven trials included individuals from community-based registers (6
from general population and 5 from care or residential homes), whereas the
rest recruited participants from clinical registers. Risk of bias assessment in
each trial is reported in eAppendix 4. The majority of the trials had low risk of
bias for the random sequence generation, allocation concealment,
participants’ blinding and selective reporting. Seven trials had a high risk of
bias for blinding of outcome assessment and eight had high bias in outcome
data completion. Among the vitamin D; studies, participants in the
intervention arm received vitamin Ds supplementation ranging from 10 to
6000 international units (IUs) per day, where oral tablet

was the principle form of supplementation. The corresponding range was 208
to 4500 1U for vitamin D,. After an average follow-up ranging from 0.38 to
6.8 years, a total of 2,527 all-cause mortality events occurred among
participants in the intervention group compared to 2,587 events in the control
group, with a combined RR (95% CI) of 0.98 (0.94 to 1.02) in all studies. The
corresponding RRs according to type of vitamin D supplementation was 0.89
(0.80 to 0.99) for with vitamin D3 and 1.04 (0.97 to 1.11) for vitamin D,
(Figure 2.1.4).

There was no evidence of heterogeneity across vitamin D; (eFigure Sa:
Pheterogencity = 0.34) or vitamin D, trials (eFigure 5b: Pheterogencity = 0.38). For
vitamin Ds the overall effect did not vary significantly across location,
gender, population source, daily dose, and intervention or follow up duration
(Pmetarcgression>0.05; Figure 2.1.5). The effect, however, differed importantly
for vitamin D, supplementation, for which increased risk of mortality were
observed in the RCTs that used lower intervention dose (600-200 IU per day),
had shorter average intervention period (<1.5 years vs. >1.5 years) and had
high risk of bias (Pmetarcgression <0.05 for all; Figure 2.1.5). Similarly, results
from univariate meta-regression analysis showed no evidence of an
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association of daily intervention dose or average intervention period with
treatment effect for vitamin D3 supplementation (P-values of 0.47 and 0.50
respectively). The evidence was however suggestive of associations of daily
intervention dose and average intervention period with the treatment effect for
vitamin D, supplementation, though these were nominally significant (P-
values of 0.06 and 0.07 respectively) (eFigure 7). There was insufficient data
to meaningfully combine the effects of vitamin D supplementation alone on
cause-specific mortality outcomes. There was no evidence of publication bias
across all included studies in this review (Pggeers asymmeiry >0.05 for all)
(eFigure 8).
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2.1.3.3. Prevalence of vitamin D deficiency and estimated absolute risk

In supplementary analyses, based on data from available cohorts, prevalence
(and 95% CI) of vitamin D insufficiency (defined as 25(OH)D level of <30
ng/mL) was 69.5% (62.1 to 77.7%) for the United States (US) and 86.4%
(78.4 to 95.2%) for Europe. Furthermore, using 25(OH)D concentrations of
<10 ng/mL as the criterion, 4% and 15% of the general population were
severely deficient in the Europe and US , respectively (eFigure 9).
Additionally, using the most recent mortality statistics for the US and
Europe,(57, 58) the estimated absolute risk differences for all-cause mortality
associated with vitamin D deficiency were 75.4 events in Europe and 96.6
events in the US, per 100,000 individuals, per year (eAppendix 5). Using the
population prevalence estimates of vitamin D deficiency from the current
study, 9.4% and 12.8% of all deaths in Europe and in the US, respectively,
could be attributed to vitamin D deficiency.

2.1.4. Discussion

Findings of this review indicate that there is a moderate, however, significant,
inverse association between circulating vitamin D levels and the risk of all-
cause mortality in the primary prevention cohort studies. The inverse
association was evident generally for all broad causes of death and more
specifically for deaths due to coronary disease, lymphoma, upper-digestive
cancer and respiratory disorders. In all RCTs combined, vitamin D
supplementation, when given alone, did not reduce overall mortality
significantly among older adults. However, when stratified by type of
supplementation, vitamin Dj, given singly, reduced all-cause mortality
significantly by 11%. By contrast, there was no apparent benefit of vitamin D,
supplementation in either clinical or community-based trials.

The inverse association between vitamin D and mortality can be explained by
several different mechanisms. First, activated vitamin D may influence a
range of biological responses from cellular growth, proliferation, apoptosis
and immune system functions [2 8]. Vitamin D receptors and the enzyme
required for its activation is present in most human cells and tissues,
indicating a major role for vitamin D in “non-skeletal” physiological
processes. Second, ~3K binding sites for the vitamin D receptor have been
found throughout the human genome ,(59) indicating regulation of a very
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large number of genes (currently estimated to be ~3% of the human genome
[2]) either directly or indirectly responsive to vitamin D receptors. This, along
with the potential adverse consequences of low 25(OH)D levels, such as
CHD, cancer and mortality,(60) found in people with 25(OH)D-related
genetic variants, reinforces the importance of an endocrine system beyond
extracellular calcium and phosphate homeostasis.(59) Third, the positive
association between vitamin D concentrations and longer leukocyte telomere
length, a potential determinant of age-related disorders and overall
longevity,(61) emphasises the possible beneficial effects of vitamin D on
healthy ageing and associated adverse outcomes Fourth, as primary causes of
vitamin D deficiency include insufficient exposure to sunlight, poor diet,
increased adiposity, and reduced synthesis or absorption,(62) it is possible
that a poor vitamin D status essentially reflects suboptimum lifestyle and
socioeconomic circumstances. These individual-level factors may, in turn,
influence risk for their potential roles on several established determinants of
morbidity and mortality such as smoking, blood pressure, body mass index,
and use of supplements.(63) Although the majority of the included studies in
this review controlled for these characteristics and our pooled estimates were
largely unchanged when they were further stratified by adjustment for
standard socioeconomic factors, potential residual and unmeasured
confounding by differences in diet, lifestyle and socioeconomic status remains
a concern. Such unaccounted confounding could partly explain the
discrepancy of findings observed earlier between observational and
intervention studies of other dietary factors.(64) Finally, our study indicates
that vitamin D is inversely and moderately associated with risk of death from
coronary disease, lymphoma, cancers of the upper digestive tract and
respiratory disease. Although causality could not be established for these
associations, local expression of vitamin D receptors(65, 66) and systemic
immunomodulatory(67, 68) roles of vitamin D have been proposed to explain
them.

Subgroup analyses among observational studies indicated that the inverse
associations of circulating 25(OH)D level with all-cause and cancer-specific
mortality were significantly stronger in the populations with a low prevalence
of vitamin D supplement use. This suggests that the effect of vitamin D may
be dependent on baseline vitamin D status. Given that baseline circulating
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25(0OH)D levels in a population with low prevalent vitamin D supplement use
is likely to be low(69) and the risk of mortality outcomes is known to be
greater in the lower levels of 25(OH)D,(41) the current findings are not
unexpected. In addition, a threshold effect in 25(OH)D levels up to 112
nmol/L has been suggested in a previous study, which can be achieved by
daily use of 600 IU of vitamin D;.(70) Additionally, we found a significant
higher mortality risk of low 25(OH) D levels in studies with a follow-up
duration shorter than 5 years. This may be attributed to reverse causality,
where individuals have underlying diseases that are associated with low
25(0OH)D levels such as cardiometabolic diseases.

Our meta-analysis of all available RCTs of vitamin D supplements, given
singly among principally older adults, suggests that this nutrient may not
significantly reduce mortality outcomes. However, when the effects of
specific vitamin D metabolites were considered, supplementation in the form
of vitamin D3 (animal-derived, known as cholecalciferol) but not vitamin D,
(plant-based, known as ergocalciferol) was associated with reduced mortality.
Earlier evidence(71) describe ergocalciferol to be potentially less potent, unit
for unit, in maintaining 25(OH)D levels in the circulation; therefore, the
expected effect of vitamin D3 on mortality could be greater. Additionally,
previous reviews(72, 73)reported that in the absence of concomitant use of
calcium supplements, compared to vitamin Ds, vitamin D, was associated
with significantly lower overall increase in serum 25(OH)D concentration.
Interestingly, concomitant use of 25(OH)D with calcium at baseline was
associated with lower increases in 25(OH)D concentrations.(72) Subgroup
analyses showed that vitamin D, supplementation increased the aggregate risk
of mortality in trials that had shorter average intervention periods. Similar
higher risks were reported for trials using lower intervention doses. The
discrepant findings in our meta-analysis could also be explained by
insufficient power (average follow-up duration in the vitamin D, trials was
about a year less than for Ds; trials) or importantly, factors other than
supplements themselves in these studies (such as diversity in population
characteristics) and therefore, further RCTs are needed to reinforce these
findings.

Findings of this updated meta-analysis generally concur and further extend
the previous reviews in several important ways. First, the current study had
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enhanced power to examine the associations in greater detail. For example,
our meta-analysis of the primary prevention cohort studies involve ~10 times
as many participants and ~3 times as many mortality outcomes as previous
reviews (24, 33, 34) on this topic combined, include ~10 recent, large-scale
prospective cohort studies. Second, in contrast to the earlier reviews, we have
performed systematic synthesis of all available primary and secondary
prevention cohorts to quantify risk of both composite and various cause-
specific death outcomes in a single comprehensive investigation. Third, we
have analysed and presented standardised pooled risk estimates comparing
extreme thirds of baseline distribution of vitamin, and by pre-specified
vitamin D cut-offs. Fourth, unlike previous reviews(32, 35) that included all
randomised studies with mixed interventions, our most up-to-date meta-
analysis of RCTs include exclusively the studies that adminstered vitamin D
alone. Finally, we conducted detailed analyses under a broader range of
individual and study-level circumstances to explore the potential sources of
heterogeneity. Nonetheless, findings from our trial component is consistent
with the earlier meta-analysis (based on RCTs irrespective of concomitant
supplementation with calcium) that also reported heterogeneity in efficacy
between two forms of supplement.

Our findings may have several implications. They underscore a potentially
deleterious role of low vitamin D on all-cause and cause-specific mortality in
both primary and secondary prevention cohorts. Additionally, a beneficial
effect was observed for supplementation with vitamin D3 in the RCTs. This is
of significant public health importance as the gradual decline in circulating
25(OH)D levels reported globally is likely to continue due to the increase in
the proportion of elderly populations, obesity and lack of adequate sun
exposure combined with sunscreen use.(74) The current review underscores
scientific gaps in the current intervention evidence and, therefore, stimulates
further research. For instance, available trials were (1) generally insufficiently
powered to reliably assess the optimum dosage, (ii) not able to examine
potential toxic effects over prolonged use, and (iii) unable to reliably assess
the efficacy in low-risk general populations as the majority of the included
community-based studies involves solely older participants. Finally, when
compared to other conventional risk factors of ill health, the estimated
population attributable risk of death owing to suboptimal vitamin D in our
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study appears to be substantial. For example, in the US, while the population
attributable risk owing to vitamin D deficiency was estimated as ~13%, the
corresponding estimates were ~20% for smoking,(75) ~11% for physical
inactivity(76) and ~9% for alcohol consumption(77) in the US. This
reinforces the potential importance of scalable, cost-effective public health
strategies (such as moderate sun exposure, supplementation and food
fortification) in improving the overall vitamin D status to reduce premature
deaths worldwide.

The generalisability of our findings has been enhanced by the involvement of
data from nearly 900,000 participants in 26 nations. We used standardised
estimates to allow consistent comparisons and examined wide-range of
clinically-relevant characteristics. However, the current review was limited by
the moderate amount of available data on several cause-specific mortality
outcomes. For example, even in aggregate, there were generally fewer than
1000 site-specific cancer deaths recorded in the prospective studies.
Observational data also provide limited clarity whether observed associations
with mortality outcomes are direct (i.e. owing to suboptimal vitamin D) or
indirect (due to shared determinants such as obesity, body composition, social
status). Furthermore, as all included observational studies lacked serial
assessment of circulating 25(OH)D in the same individuals, reliable
assessment of the extent of any within-person variability in circulating
25(OH)D concentration was not possible. Because most characteristics of
epidemiological studies are measured with a degree of error and are subject to
fluctuations within individuals over time, correction of such variability in
future studies would help to avoid ‘regression dilution’.(78, 79) While the
observational studies are unable to assess the causal association, evidence
from the intervention studies could provide concluding evidence in this
respect. However, such trials are generally sparse, include chiefly elderly
individuals (i.e. a population with high competing risk of death owing to
comorbidities(80)) and do not typically present data on cause-specific deaths
as the primary outcomes of interest. Furthermore, although the majority of
trials included in this review appear to have low risk of bias, the current
findings should be interpreted with some caution, owing to the relatively
small number of trials for each intervention subtype, especially for primary
prevention. Therefore, our findings intensify the need for detailed future
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intervention studies that (i) involve free-living general populations; (ii)
quantify efficacy in important subgroups such as non-white ethnicities; (iii)
are adequately powered and sufficiently prolonged to help judge appropriate
dosage and safety; (iv) aim to ascertain a broad range of fatal and nonfatal
outcomes than has been customary in the RCTs thus far; and (v) study both
vitamin D, and Djs to identify which form of vitamin D supplementation can
be most efficient and safe.

2.1.5. Conclusion

Evidence from observational studies show inverse associations of circulating
25(OH)D with risks of vascular, cancer and nonvascular-noncancer deaths.
Supplementation with vitamin D3 reduced overall mortality significantly
among older adults; however, further study is needed to reliably establish
whether vitamin D; affects mortality risk differently than vitamin D,.
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3.1. Vitamin D status and metabolic syndrome in the elderly: the

Rotterdam Study.

Anna Vitezova, M. Carola Zillikens, Thijs T. van Herpt, Eric J. G. Sijbrands,
Albert Hofman, Andre G. Uitterlinden, Oscar H. Franco, Jessica C. Kiefte —

de Jong

Eur J Endocrinol. 2015 Mar;172(3):327-35

Abstract

Objective: The effects of vitamin D in the
elderly are inconsistent. The aim of this
study was to evaluate the association
between the
metabolic syndrome (MetS) in the elderly,
as well as between vitamin D status and

vitamin D status and

the components of MetS (ie. serum
glucose,  triglycerides  (TG), HDL
cholesterol (HDL-C), waist circumference
(WC), and blood pressure (BP)).
Methods: The study was embedded in the
Rotterdam Study, a population-based
cohort of middle-aged and elderly adults.
We analyzed data from 3240 people
(median age 71.2 years) who did not have
type 2 diabetes mellitus at baseline.

Results:  We  found  higher  25-
hydroxyvitamin D (25(OH)D)
concentrations —associated with lower

prevalence of MetS (Odds Ratio (OR);
95% Confidence Interval (CI): 0.61; 0.49,
0.77 for adequate levels (=75nmol/l)
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versus  deficiency (<50nmol/l)
Additionally, in analysis of the individual
components, the ORs for adequate versus
deficient vitamin D levels were: 0.66
(95%CI 0.53,0.83) for elevated WC, 0.67
(95%CI 0.52,0.86) for reduced HDL-C,
0.69 (95%CI 0.54,0.88) for -elevated
triglycerides, 0.80 (95%CI 0.65,0.99) for
elevated fasting glucose. Vitamin D was
elevated blood
pressure, ORs for adequacy versus
deficiency were 0.82 (95%CI 0.65,1.03).
Higher 25(OH)D
the elderly
associated with lower prevalence of MetS
and, in particular, with more beneficial
HDL-C, TG, WC and serum glucose.
Since

not associated with

Conclusion:

concentrations in are

the prevalence of vitamin D
deficiency is common worldwide and its
risk increases with age, if causality is
proven, benefits of improving vitamin D
status among the elderly may be great.
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3.1.1. Introduction

Vitamin D was discovered at the beginning of the 20" century when it
presented a long awaited cure for rickets, a childhood disease consisting of
weak bones(81). Since that time, vitamin D has been established as a major
factor influencing metabolism of bones and calcium metabolism (81, 82).
Active vitamin D binds to a receptor from nuclear family called vitamin D
receptor (VDR), which, subsequently, increases transcription of its target
genes. Recently, scientists discovered that the enzyme needed for the
activation of vitamin D, 1o hydroxylase, is present in most cells and tissues
in the human body, as are VDRs. This discovery led to additional research
into other vitamin D effects beside calcium metabolism and bone health.
Currently, we know there are numerous binding sites for vitamin D in the
human genome, suggesting a wide range of vitamin D effects(6).

However, the cutoff points for adequate vitamin D status are still being
debated. Some experts consider serum 25(OH)D concentrations higher than
75nmol/l as adequate not just for bone health, but for the non-skeletal effects
as well (6, 83). Others suggest that serum 25(OH)D concentrations of
50nmol/l are sufficient (84).

Metabolic Syndrome (MetS) i1s defined as a cluster of risk factors for
cardiovascular disease (CVD) and type 2 diabetes mellitus (DM) (85). Several
commonly used definitions of MetS have been proposed and, (85)although
these definitions differ, they generally agree on the following criteria for
diagnosis of MetS: central obesity, dyslipidemia (elevated triglycerides and
reduced HDL cholesterol), hypertension and hyperglycemia (85).

The association between vitamin D status and MetS has previously been
studied in different populations (86, 87). Animal models and in vitro studies
provide an insight into mechanisms (88, 89) of vitamin D metabolic actions,
while meta-analyses of epidemiological studies confirm inverse associations
between serum vitamin D status and MetS (86, 87). However, the most of the
studies published on this topic were conducted in younger populations (90)
and subgroup analyses of data from the elderly (aged 65 years and older) are
not conclusive and two of the studies focusing on this age group yielded
contradictory results (91, 92). Additionally, there has not been sufficient
attention paid to finding the specific groups among the elderly who may
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benefit the most from improved vitamin D status (e.g. gender or those with
obesity or impaired kidney function).

Thus, our study aimed to evaluate whether vitamin D status is associated with
risk of metabolic syndrome in the elderly. Furthermore, we aimed to evaluate
the association of vitamin D status with individual components of the
metabolic syndrome to assess whether the association differed by age, gender,
BMI, and kidney function. Finally, we assessed which, if any, of the
associations between vitamin D status and individual components of MetS
were the strongest.

3.1.2. Methods

3.1.2.1.Study design

This study was embedded in the Rotterdam Study, a large prospective
population-based cohort study conducted among residents in of Ommoord, a
district of Rotterdam, the Netherlands (15). These participants were aged 55
years or older at baseline. Of 10,275 eligible subjects, 7,983 (78%)
participated in the baseline examinations between 1990 and 1993. All
participants were interviewed at home and visited the research center for
further examinations. Additional follow-up visits were conducted every 3-4
years.

The study was approved by the medical ethics committee at Erasmus
University Rotterdam, The Netherlands and written informed consent was
obtained from all participants.

3.1.2.2. 25-hydroxyvitamin D

Between 1997 and 1999, the third survey of the cohort described above,
serum  25hydroxivitamin D  concentrations were assessed using
electrochemiluminescence immunoassay (COBAS, Roche Diagnostics
GmbH, Germany). The sensitivity of the test was 10nmol/L and serum
25(OH)D concentrations detected were within range of 7.5nmol/l and
175nmol/l. Intra-assay precision was <6.5% and the inter-assay precision was
<11.5%. Concentrations of serum 25(OH)D under 50nmol/l were categorized
as “deficient”, and concentrations of serum 25(OH)D from 50nmol/l to
75nmol/l as “insufficient,” according to cutoffs described by Holick (6).
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3.1.2.3. Metabolic syndrome and its components

To define MetS, we used the joint interim statement of the International
Diabetes Federation Task Force on Epidemiology and Prevention; the
National Heart, Lung, and Blood Institute; the American Heart Association;
the World Heart Federation; the International Atherosclerosis Society; and the
International Association for the Study of Obesity (85). According to this
definition, an individual had MetS if three out of five of the following
conditions are met: (i) waist circumference >102 cm for men and >88 cm for
women; (ii) elevated triglycerides (> 1.7mmol/l) or alternatively drug
treatment for elevated triglycerides; (iii) reduced concentration of HDL
cholesterol (< 1.0mmol/l in males and <1.3mmol/l in females) or,
alternatively, active drug treatment for reduced HDL cholesterol; (iv) elevated
blood pressure (systolic >130mmHg and/or diastolic >85mmHg) or,
alternatively, active antihypertensive drug treatment in a patient with a history
of hypertension; (v) elevated fasting glucose (>100mg/dl) or active drug
treatment of hyperglycemia(85). All components of metabolic syndrome were
assessed during the third survey of the Rotterdam Study cohort (1997-1999).
Waist circumference was measured half way between the lower rib margin
and the iliac crest and presented in centimeters. During measurement
participants were standing, wearing only light clothes, breathing gently.
Serum glucose was measured by hexokinase enzymatic method after
overnight fasting. Fasting serum glucose was not assessed in subjects with
diagnosis of type 2 diabetes mellitus. Hence, these subjects were excluded
from the analysis (N=588).

Triglycerides were measured in fasting serum using enzymatic method. HDL
cholesterol was measured by automatic enzymatic method from fasting serum
after precipitation of non-HDL fraction. Blood pressure was measured at the
right brachial artery using random-zero sphygmomanometer after 5 minutes
of rest with the participants in sitting position. Mean of the two consecutive
measurements was used.

3.1.2.4. Confounders and effect modifiers

At the baseline cohort visit (1989-1991), information on multiple factors was
collected. Trained interviewers conducted home interviews, after which
participants were invited to the research centers for the clinical examination
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and laboratory tests. In our analyses, we used the following information
collected at that time point: diet, family history of diseases, educational level
and household income.

Family history of diseases included following diseases in siblings, children, or
parents: diabetes mellitus, myocardial infarction, and cerebrovascular
accident. Level of education was split into low (primary education or less) and
high (more than primary education). The cutoff value of 2,699 euro per month
(35,999 euro per year) was used to assess household income. Income below
cutoff was considered as low household income, and everything above the
cutoff as high household income. In order to adjust for overall dietary quality,
the Dutch Healthy Diet (DHD) Index was used. DHD is a representative
continuous score of dietary compliance to the Dutch Guidelines for a Healthy
Diet, which has been assessed from the FFQ assessed at baseline and has been
described in detail elsewhere (93).

Information on following factors we used in our analyses was collected during
the third visit of the cohort participants (1997-1999) to the research center:
weight, height, prevalent cardio-metabolic diseases, serum creatinine,
smoking, and physical activity.

Body mass index (BMI) was calculated by dividing body weight (kilograms)
by height (meters) squared. Serum creatinine was measured using an
enzymatic assay method and used to calculate estimated glomerular rate
(eGFR) with simplified Modification of Diet in Renal Disease (MDRD)
formula. Chronic kidney disease was defined as eGFR< 60ml/min per 1.73m>.
Cardio-metabolic baseline diseases (values: 0=no and 1=yes, subjects with
diabetes mellitus were excluded) were identified on the basis of the presence
of at least one of the following: heart failure, coronary heart disease, atrial
fibrillation, cerebrovascular accident, and chronic kidney disease. Smoking
status was assessed on the basis of three categories: non-smoker, former
smoker, and current smoker. Physical activity levels (minutes per week) were
assessed using a validated questionnaire of the Zutphen Study(94). Originally,
the questionnaire provided information about walking, cycling, gardening,
diverse sports and hobbies hence information about outdoors activities. Later,
questions about housekeeping activities were also included.
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3.1.2.5. Population for analysis

The initial study population consisted of 7,983 participants. We used the third
visit of the cohort (1997-1999) in our analyses. A subsample of the initial
population had serum 25(OH)D measured at the third visit (N=3,828). We
excluded participants with diabetes mellitus which had been ascertained at the
first visit or had been diagnosed between the first (1989-1993) and the third
visit of the cohort (1997-1999). These participants had no fasting blood
samples drawn at the third visit due to risk of hypoglycemia. After exclusion
of participants with previously identified type 2 diabetes mellitus diagnosis,
3,240 participants with serum 25(OH)D measurements were available for
analysis, including those with pre-diabetes and insulin resistance syndrome.

3.1.2.6. Statistical analysis

To determine the association between vitamin D status and prevalence of
MetS (and each of its components) we used logistic regression models.

Firstly, a crude model was built adjusted for age and sex. Secondly, a
multivariate model was built, further adjusted for potential confounders. The
confounders were selected based on previously published literature, univariate
inspection based on 10% change in the effect estimate, and association with
the outcome and/or the exposure: dietary quality score, baseline diseases,
family history of diseases, physical activity, season when blood was drawn,
level of education and household income(95, 96). Serum 25(OH)D
concentration was used as continuous variable and also as categorical (cutoff
points described by Holick (6)).

We further tested whether the associations differed by age, gender, eGFR, and
BMI. In case of significant effect modification, stratified analyses were
performed (Pinseraction <0.05).

Additionally, we tested which of the associations between vitamin D status
and individual components of MetS were independent from the rest of the
MetS components. For this purpose we used multivariate model further
adjusted for the rest of the components of MetS, tested individually.

Finally, to assess the effect of BMI on the association between vitamin D
status and MetS, and the effect of BMI on the association between vitamin D
status and individual components of MetS, we further adjusted the
multivariate model to include BMI.
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To reduce the potential for any biases associated with missing data, a multiple
imputation procedure was performed, N=10 imputations. The multiple
imputation procedure is based on prediction of missing data based on
correlation with other observed data. The missing data are imputed with
randomly selected values from the predicted distribution. In the next step, 10
different copies of the original data set with missing data imputed by this
random selection of predicted values are created. The analyses are performed
separately in all of the 10 datasets and pooled results from these 10 imputed
datasets are reported. Final results are presented after the multiple imputation
procedure.

Main results are presented as odds ratios (ORs) and 95% confidence intervals
(ClIs) for metabolic syndrome and for components of metabolic syndrome. A
P- value < 0.05 was considered as statistically significant.

All analyses were performed with IBM SPSS Statistics version 20 (SPSS Inc.,
Chicago, Illinois).

Sensitivity analyses were performed using different cutoff points for serum
25(OH)D concentrations as suggested by the Institute of Medicine (97).
According to these cutoffs, 25(OH)D concentrations less than 40nmol/l were
defined as covering the needs of half of the population, while concentrations
of 50nmol/l were defined as covering the needs of 97.5% of the
population(97). Additional sensitivity analysis included use of alternative cut
points for waist circumference, 94cm for men and 80cm for women (85).

3.1.3. Results

Table 3.1.1 presents the characteristics of our study population by vitamin D
status. Only sixteen percent of our study participants had adequate vitamin D
status (serum 25(OH)D concentrations of 75nmol/ and higher), twenty seven
percent had a vitamin D insufficiency (serum 25(OH)D concentrations
between 50nmol/l and 75nmol/l), and fifty six percent had a vitamin D
deficiency(serum 25(OH)D concentrations lower than 50nmol/l). Participants
with adequate vitamin D status were younger and more likely to be men
(Table 3.1.1). Also, among participants who were vitamin D deficient, there
was a greater prevalence of MetS and these participants also were likelier to
have high blood pressure. However there were no differences in mean waist
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circumference, serum glucose, HDL cholesterol, and total cholesterol across
serum 25(OH)D strata (Table 3.1.1).

3.1.3.1. Vitamin D status and prevalence of metabolic syndrome and its
components

Every 10nmol/l increase in serum 25(OH)D was significantly associated with
a lower prevalence of MetS (OR=0.91, 95%CI 0.88, 0.94 and OR=0.90,
95%CI 0.87, 0.93 for crude model and multivariate model, respectively)
among our study participants. Both insufficient and adequate categories of
vitamin D status were associated with lower prevalence of MetS when
compared to those with a vitamin D deficiency (Table 3.1.2).

Regarding the individual components of the MetS, vitamin D status was
significantly associated with lower prevalence of elevated WC (multivariate
adjusted OR=0.93, 95%CI 0.90, 0.96), lower prevalence of elevated
triglycerides (multivariate adjusted OR=0.94, 95%CI 0.90, 0.97), lower
prevalence of reduced HDL cholesterol (multivariate adjusted OR=0.94,
95%CI 0.90, 0.97), and lower prevalence of elevated fasting glucose
(multivariate adjusted OR=0.96, 95%CI 0.93, 0.99) (Table 3.1.3). We also
found an association between vitamin D status and lower prevalence of
elevated blood pressure (multivariate adjusted OR=0.96, 95%CI 0.92, 0.99),
however this finding was no longer significant when assessing the cutoffs
(Table 3.1.3).

Furthermore, we found WC to be significantly associated with serum
25(OH)D independently of the other MetS components whereas no
independent association was found for the other MetS components after
mutual adjustment (Table 3.1.4). After additional adjustment for BMI, higher
serum 25(OH)D concentrations were still significantly associated with lower
odds of MetS.
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Table 3.1.2. Vitamin D status and prevalence of metabolic syndrome.

Crude model

Multivariate model

N OR (CI 95%) OR (CI 95%)
25(OH)D continuous 3240 0.91(0.88,0.94)* 0.90(0.87,0.93)*
25(0OH)D cut-offs
<50nmol/l 1833 reference Reference
50-75nmol/l 874 0.72(0.60,0.86)* 0.70(0.58,0.84)*
>75nmol/l 533 0.65(0.52,0.81)* 0.61(0.49,0.77)*

Crude model adjusted for age and sex only; Multivariate model is adjusted for age, sex, physical activity,
diet quality score, family history of cardio-metabolic diseases, baseline cardio-metabolic diseases,
smoking, education, income, season of blood draw, and year or blood draw; Prevalent diabetes cases
were excluded in the analyses; Data presented after multiple imputation procedure; *p value <0.001;
OR- odds ratio (for continuous serum 25(OH)D per 10 unit serum 25(OH)D increase); CI- confidence
interval.

Table 3.1.3. Vitamin D status and individual components of metabolic syndrome.

Multivariate model OR (CI 95%)

Elevated waist Elevated Ri;l]l)l;ed Elevated E:'l‘;i:d
N circumference triglycerides cholesterol glucose pressure
25(0OH)D 3240 0.92 0.93 0.93 0.96 0.96
continuous (0.89,0.95)* (0.89,0.96)*  (0.90,0.97)*  (0.93,0.99) (0.93,1.00)
25(0OH)D
cut-offs
<50nmol/l 1833 reference reference reference reference reference
50-75 574 0.76 0.74 0.76 0.94 0.98
nmol/l (0.63,0.91) (0.61,0.90) (0.62,0.93) (0.79,1.12)  (0.80,1.20)
0.66 0.69 0.67 0.80 0.82
=75 nmoll 533 (0.53,0.83)* (0.54,0.88) (0.52,0.86) (0.65,0.99) (0.65,1.03)

Multivariate model is adjusted for age, sex, physical activity, diet quality score, family history of
cardio-metabolic diseases,

baseline cardio-metabolic diseases, smoking, education, income, season of blood draw, and year of
blood draw,; Prevalent diabetes cases were excluded in the analyses; Data presented after multiple
imputation procedure; *p value <0.001; OR- odds ratio (for continuous serum 25(0OH)D per 10 unit
serum 25(OH)D increase); CI- confidence interval.

Furthermore, WC was significantly associated with serum 25(OH)D only
when serum 25(OH)D was assessed continuously. The effect estimates for
triglycerides and HDL cholesterol were slightly attenuated however, direction
of the effects remained the same (data not shown).
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3.1.3.2. Subgroup analysis

We found significant effect modification by gender (Pinteraction <0.05). In
women, higher serum 25(OH)D concentrations were significantly associated
with lower prevalence of elevated TG (data not shown), while lower
prevalence of MetS was significantly associated with higher serum 25(OH)D
in both, men and women, though results were stronger among women (data
not shown).

Table 3.1.4. Vitamin D status and individual components of metabolic syndrome after mutual
adjustment of the other MetS components.

Multivariate model OR (CI 95%)

Elevated waist Elevated Rel;ill;ied Elevated Erl‘:;?d
N circumference triglycerides cholesterol glucose pressure
25(0OH)D 3240 0.93 0.96 0.97 0.99 0.98
continuous (0.90,0.97)* (0.92,1.00) (0.93,1.01)  (0.96,1.02) (0.94,1.01)
25(0OH)D
cut-offs
<50nmol/1 1833 reference reference reference reference reference
0.82 0.90 0.89 1.05 1.04
S0-75mmoll 874 ) 680.99)  (0.72,1.12)  (07LL1I) (0.88,126)  (0.851.27)
0.71 0.82 0.78 0.91 0.89

>
275moll 33 0570900 (063.107)  (0.59.1.04) (0.73,1.13)  (0.70,1.12)

Multivariate model is adjusted for age, sex, physical activity, diet quality score, family history of
cardio-metabolic diseases, baseline cardio-metabolic diseases, smoking, education, income, season of
blood draw, year of blood draw plus additionally adjusted for the rest of the individual components of
the MetS; for example: for WC as an outcome model was adjusted for TG, HDL, glucose and BP;
Prevalent diabetes cases were excluded in the analyses; Data presented after multiple imputation
procedure; *p value <0.001; OR- odds ratio (for continuous serum 25(OH)D per 10 unit serum
25(0OH)D increase); CI- confidence interval;, WC-waist circumference;, TG-triglycerides; HDL-C-
HDL cholesterol; BP-blood pressure.

3.1.3.3. Sensitivity analysis

We conducted sensitivity analyses using alternative cutoff points for WC as
suggested by Alberti et al. (85). For this analysis we considered a WC value
of equal to or greater than 94cm to be elevated for men, and a WC value of
equal to or greater than 80cm as elevated for women. The effect estimates of
this analysis were similar for both groups (data not shown).We also evaluated
whether the use of different cutoff points for serum 25(OH)D, as suggested by
the Institute of Medicine would have any impact on our findings (2, 98), but
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the use of the IoM cutoff points yielded similar effect estimates (data not
shown).

3.1.4. Discussion

3.1.4.1. Main results

We found that vitamin D status, measured by serum 25(OH)D concentrations,
was inversely associated with the prevalence of MetS in the elderly. This
association was mainly driven by elevated waist circumference. In particular,
we found that vitamin D status was inversely associated with the prevalence
of elevated serum triglycerides, elevated waist circumference, reduced HDL
cholesterol levels and elevated glucose levels. No significant association was
found between serum 25(OH)D and blood pressure.

3.1.4.2. Comparison with other studies

Other previous studies have found an inverse association between vitamin D
status and MetS (83, 86, 87, 90) and our estimates fall within the range
reported. However, the majority of the associations reported elsewhere were
observed in younger populations (86, 87), such as the findings from a
longitudinal study conducted among Australian adults by Gagnon et al (11).
They found that lower concentrations of serum vitamin D status were
associated with increased risk of MetS (90). Within elderly populations, we
identified just two cross-sectional studies which reported the association
between vitamin D status and metabolic syndrome: the Rancho Bernardo
Study (91) and the Longitudinal Ageing Study Amsterdam (LASA) (92). The
LASA study found a significant association between higher serum 25(OH)D
(>50nmol/L) and lower prevalence of MetS. Similar to our results, the LASA
study also found a significant association with HDL-C and WC. The Rancho
Bernardo study (mean age >75 years) found no significant association
between serum 25(OH)D and MetS, but they did find a significant association
between serum 25(OH)D and glucose levels, though that finding was in men
only. The discrepancy between our findings and those of The Rancho
Bernardo study may be explained by the relatively high serum 25(OH)D
concentrations in the population of The Rancho Bernardo Study. In addition,
this study took place in California where high exposure to UVB radiation
caused serum 25(OH)D concentrations which were much higher than the
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mean concentration in US elderly population in general (99) (in The Rancho
Bernardo Study the mean serum 25(OH)D concentration was above
100nmol/l with the bottom quintile of 87.5nmol/l). It was hypothesized that
there are different thresholds up to which vitamin D can have beneficial
effects while raising serum 25(OH)D concentrations above the threshold
produces small or no additional benefits (90, 92, 100-102).

The results we found are more closely aligned with those from LASA, where
an association between vitamin D status and prevalence of MetS was found,
odds ratio of 1.54 for serum 25(OH)D concentrations below 50nmol/l vs
above 50nmol/l. These results were comparable to those we report here:
multivariate adjusted odds ratio of 0.61 for serum 25(OH)D concentrations
>75nmol/l vs <50nmol/l.

Based on results from these two studies and our results, we speculate that
there might be a certain threshold effect of vitamin D status on MetS. Raising
serum 25(OH)D concentrations above a certain threshold (eg >75nmol/l) adds
little effect.

3.1.4.3. Potential mechanisms

The association between vitamin D status and MetS and its components can
be explained in several ways. Firstly, vitamin D influences formation of HDL
particles (103, 104) (105) (106) (107). Secondly, serum 25(OH)D inhibits
adipocyte differentiation and may thereby influence the development of
adiposity (88). Also, vitamin D deficiency causes an increase in parathyroid
hormone (PTH), which is known to favor the process of lipid storage (108,
109). Thirdly, serum 25(OH)D regulates an enzyme directly involved in
lipoprotein mechanism- lipoprotein lipase (LPL) (110). Fourthly, the active
form, serum 1,25-dihydroxyvitamin D, acts as a suppressor of the renin-
angiotensin system (RAAS) (111, 112) (113). Finally, angiotensin II has been
shown to cause insulin resistance and, since vitamin D inhibits RAAS, it
might indirectly improve insulin sensitivity (114, 115). Also, vitamin D helps
insulin secretion from pancreatic beta cells because it enhances insulin
sensitivity by stimulating the expression of insulin receptors, and by its
participation in regulation of intracellular Ca*" (116).
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3.1.4.4. Subgroup analysis

We found an effect modification by gender. We found vitamin D status
significantly associated with a lower prevalence of elevated triglycerides in
women. However, vitamin D status was inversely associated with MetS in
men and in women. The effect magnitude was slightly greater in women than
in men (odds ratios 0.88 compared to 0.93 for women and men respectively).
These results may be explained by the increased risk of both metabolic
syndrome and vitamin D deficiency in women (6, 98).

Overall, the subgroup analysis suggests that the effect of serum 25(OH)D may
differ in magnitude among risk groups for both metabolic syndrome and
vitamin D deficiency. Also, it seems that women might benefit more from
adequate vitamin D status. These findings warrant further study in the future.

3.1.4.5. Strengths and limitations

The main strengths of our study were its prospective design and the extensive
records of population characteristics. However, some limitations need to be
taken into account as well. Firstly, we did not assess PTH levels, which is an
important factor related to serum 25(OH)D and calcium metabolism.
Secondly, we were not able to exclude patients with MetS prior to serum
25(0OH)D assessment since we had not measured triglyceride levels and we
had no fasting blood samples at that time. Although we excluded subjects who
had type 2 diabetes mellitus prior to serum 25(OH)D assessment, reverse
causality cannot be fully ruled out (reverse causality occurs when the outcome
is related to the exposure being studied. Specifically, the participant’s ill
health could cause low serum 25(OH)D concentrations rather than the other
way around, which we investigated). Thirdly, some of the population
characteristics we used in our analysis were recorded at the examination
round of the cohort prior to serum 25(OH)D assessment, so some changes in
serum concentration may have occurred within that period. However, only
diet, family medical history, income, and education were assessed at that time,
so the time delay may have influenced our results only in very specific
circumstances. Specifically, this influence may have occurred if the particular
change in the variables differently confounded the relationship between
vitamin D status and metabolic syndrome at the moment of serum 25(OH)D
assessment than prior to the serum 25(OH)D assessment, which is unlikely in
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the elderly. Fourthly, although we adjusted for many potential confounders,
this study is of observational design, so residual confounding may remain. For
example, confounding may have occurred due to lack of data on time spent
outdoors. Finally, we could not explore the relationship longitudinally, since
not all components of metabolic syndrome were measured in the subsequent
rounds of the Rotterdam Study.

3.1.4.6. Main conclusion and future directions

Higher serum 25(OH)D concentrations were associated with lower prevalence
of MetS in the elderly. Moreover, vitamin D status was associated with lower
prevalence of dyslipidemia, abdominal obesity and hyperglycemia.
Additionally, vitamin D status was associated with abdominal obesity
independently of other MetS components. The beneficial effects of vitamin D
might differ in magnitude in different risk groups for the metabolic syndrome.
Some effects of vitamin D were stronger in females. We conclude that the
elderly might benefit from higher serum 25(OH)D, especially women.
However, the causality between vitamin D status and MetS still needs to be
investigated and, therefore, well designed supplementation trials are needed.
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Abstract

Objective: To investigate the association
between vitamin D status and body
composition in the elderly.

Methods: This study was embedded in the
Rotterdam Study, a population-based
prospective study in Rotterdam, the
Netherlands, including subjects aged 55
years Serum 25-
hydroxyvitamin D  (25(OH)D)  was
measured between 1997 and 1999. Total
body fat, android fat, gynoid fat and lean
mass were assessed using dual-energy X-
ray absorptiometry (DXA) during a
follow-up visit after a median time of 5
years (2002-2004). We calculated body
fat percentage, lean mass percentage, and
android/gynoid fat ratio. We had 2,158
participants included in our analysis. We
used multivariable linear regression
models. Serum 25(0OH)D was analyzed
continuously and
according to cut-offs.
Results: Mean (£SD) serum 25(OH)D
concentration of the study population was
52.6 + 25.4nmol/L. Compared to subjects

and older.

after categorization
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with an adequate vitamin D status
(25(OH)D >75nmol/L), vitamin D eficient
participants (25(OH)D <50nmol/L) had a
higher body fat percentage (f=1.29,
95%CI:  0.55, 2.04)
association was found with lean mass
($=0.008, 95%CI: -0.333, 0.35). Lower
25(OH)D was associated with higher total
body fat

participants
disease. Each 10 unit increase in serum
25(OH)D was associated with 0.03 unit
decrease in android fat (f=-0.03, 95%CI:
-0.06, -0.01); after adjustment for BMI the
association was no longer significant.
Serum 25(0OH)D was associated with
gynoid fat, and the android/gynoid fat

whereas  no

specifically in
cardio-metabolic

percentage
without

ratio but this was mainly explained by
BMI.

Conclusion: Lower serum 25(0OH)D
concentrations were associated with a
higher fat mass percentage. The
association between serum 25(OH)D and
differential fat distribution in the elderly
was mainly explained by BMI and

deserves further study.
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3.2.1. Introduction

Low concentrations of Vitamin D (25(OH)D) have been associated with bone
health and also with obesity and many obesity-related disorders such as
metabolic syndrome, cardiovascular disease, diabetes mellitus, and
mortality(6, 117).

The prevalence of obesity is common worldwide(118) and obesity is a well-
known risk factor for diseases like type 2 diabetes mellitus and cardiovascular
disease(119, 120). Fat tissue located in the abdominal region, especially
around the internal organs, is considered to be hormonally active, causing low
grade inflammation, which contributes to the development of insulin
resistance and subsequently type 2 diabetes mellitus (121, 122) (123).

It is known that circulating concentrations of serum 25(OH)D are lower in
obese individuals, most likely due to sequestration of serum 25(OH)D in the
fat tissue and due to other lifestyle factors related with sun exposure (e.g.
physical activity) (124). On the other hand, there are numerous mechanisms
reported in the literature describing the involvement of vitamin D in adipose
tissue metabolism (124) and also mechanisms describing the role of muscle
cells in metabolism of vitamin D (125). For example, it has been suggested
there might be increase in catabolism of vitamin D in the adipose tissue(126),
while, on the other hand, active 1,25(OH),D might activate muscle tissue
growth and improve muscle function(127-129). Observational studies found
serum 25(OH)D associated with different anthropometric measures and body
composition measures such as body mass index, body fat mass, but also
visceral fat and lean mass (124, 130, 131). Conversely, a study using a
bidirectional Mendelian randomization approach found higher body mass
index causing lower serum 25(OH)D concentrations but not the other way
around(132).

However, it is unclear whether vitamin D status is associated with fat mass
stored in specific regions of the body and what is the direction of this
association. Furthermore, since most of the research on this topic was
performed in younger populations the association between vitamin D status
and body composition in the elderly remains unexplored. Knowledge on
potential preferential storage of vitamin D in specific fat depots is important
to clarify because it might help further elucidate the mechanisms how vitamin
D and obesity are associated and may have implications for supplementation
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of specific populations. Therefore, we investigated whether there is an
association between vitamin D status and body composition including
measures of fat and lean mass and fat distribution by DXA in the elderly.
Additionally, we evaluated whether this association differed by age, gender,
presence of cardio-metabolic disease and metabolic syndrome since these are
all factors that might relate to vitamin D status and also body composition.

3.2.2. Methods

3.2.2.1. The Rotterdam Study

The Rotterdam Study is an ongoing prospective population-based follow-up
study comprising of people aged 45 years or older from a suburb of
Rotterdam, the Netherlands(15). The study was approved by the Medical
Ethics Committee of the Erasmus Medical Center and written informed
consent was obtained from all participants. Baseline measurements were
obtained between 1990 and 1993. During this phase, information on current
health status, use of medication, medical history, lifestyle, and risk indicators
for chronic diseases was collected. Subsequently, the participants visited the
study center for detailed clinical examinations and assessment of diet. Follow-
up visits were held every 2 to 3 years(15). The vital status of the participants
was obtained regularly from the municipal population registry. Morbidity and
mortality were assessed using information from the general practitioners or, in
case of hospitalization, by discharge reports from the medical specialists.
Furthermore, data were obtained using linkage with pathology registries.

The Rotterdam Study has been approved by the Medical Ethics Committee of
the Erasmus MC and by the Ministry of Health, Welfare and Sport of the
Netherlands , implementing the Wet Bevolkingsonderzoek: ERGO
(Population Studies Act: Rotterdam Study). All participants provided written
informed consent to participate in the study and to obtain information from
their treating physicians.

3.2.2.2. Serum 25-hydroxyvitamin D

At the third examination round of the cohort (1997-1999) serum 25(OH)D
concentrations were measured using electrochemiluminescence immunoassay
(COBAS< Roche Diagnostics GmbH, Germany). The range of the test for
serum 25(OH)D concentrations was 7.5nmol/L to 175nmol/L. The sensitivity
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of the test was 10nmol/L, within-run precision was <7.8%, and intermediate
precision was <13.1%. We categorized serum 25(OH)D concentrations as
follows: <50nmol/L as vitamin D deficiency, 50-75nmol/L as vitamin D
insufficiency, and >75nmol/L as adequate vitamin D status (6).

3.2.2.3. Anthropometrics

Participants’ height, weight, waist circumference, and hip circumference were
measured at the third examination round of the cohort (1997-1999) and at the
fourth examination round of the cohort (2002-2004), with the participants
standing without shoes and heavy outer garments. Waist circumference was
measured at the level midway between the lower rib margin and the iliac crest
with participants in standing position without heavy outer garments and with
emptied pockets, breathing out gently. Hip circumference was measured as
the maximum circumference over the buttocks. Body mass index (BMI,
kg/m?) and waist-to-hip ratio were calculated.

3.2.2.4. Measures of body composition

Body composition was assessed using Dual-energy X-ray absorptiometry
(DXA) during the fourth examination round of the Rotterdam Study (2002-
2004). Whole body DXA scans were acquired using ProdigyTM total body-
fan beam densitometer (GE Lunar Corp, Madison, WI, USA) (133). Total
body weight (grams) was divided into bone mineral content, lean mass, and
fat mass. In addition, fat mass of android and gynoid regions of the body was
analyzed. Body fat percentage, android fat percentage, gynoid fat percentage
and lean mass percentage where calculated by expressing these measures as
percentage of total body weight. We calculated the ratio of android fat and
gynoid fat, and a ratio of fat mass and lean mass as additional measures of
body fat distribution.

3.2.2.5. Potential confounding variables

Information on current health status, medical history, smoking behavior,
education level attained and socioeconomic status was obtained during home
interviews at the first examination round of the cohort (baseline visit).
Education was defined as low (primary education), intermediate (secondary
general education or secondary vocational education), or high (higher
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vocational education or university). Household income was categorized into
low income, middle income or high income. Cardio-metabolic disease was
defined as presence of cardiovascular disease and/or presence of type 2
diabetes mellitus. History of cardiovascular disease was defined as having a
history of coronary heart diseases (myocardial infarction, revascularization,
coronary artery bypass graft surgery or percutaneous coronary intervention)
and was verified from the medical records of the general practitioner.
Baseline diabetes mellitus was defined as having a serum glucose level
>1Immol/L or use of glucose lowering drugs. Chronic kidney disease was
defined as having an estimated glomerular filtration rate (eGFR)
<60mL/min/1.73m?. Metabolic syndrome was defined according to the
interim definition proposed by Alberti and colleagues(85). Physical activity
was assessed with an adapted version of the Zutphen Physical Activity
Questionnaire(134). Every activity mentioned in the questionnaire was
attributed a MET-value according to the 2011 Compendium of Physical
Activities(135). The questionnaire contained questions on walking, cycling,
gardening, diverse sports, hobbies and on housekeeping. Total time spend on
physical activity was calculated as the sum of minutes per week for each type
of activity. Food intake was assessed at baseline using a semi-quantitative
food frequency questionnaire. To assess overall dietary quality, the Dutch
Healthy Diet (DHD) index was used(93), which is a continuous score that
represents compliance to the Dutch Guidelines for a Healthy Diet. The
following DHD-index components were available and included in the DHD
index in this study: intake of vegetables, fruits, polyunsaturated fatty acids,
saturated fatty acids, trans fatty acids, fish, dietary fiber, alcohol and sodium.
Dates when the blood was drawn were categorized into summer, autumn,
winter and spring according to the Dutch standard seasons.

3.2.2.6. Study population

Participants from the third visit of the first cohort of the Rotterdam Study
(1997-1999) were eligible for inclusion into this analysis (N=4,787). Serum
25(0OH)D data were available for 3,828 of these participants. During 7 years
of follow up 337 participants from the initial population died and 1,333
participants had no dual-energy X-ray absorptiometry (DXA) scan
examination, leaving 2,158 participants for our final analysis.
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3.2.2.7. Statistical analysis

Descriptives are presented as mean + standard deviation (SD) unless indicated
otherwise. Multivariable linear regression was used to examine whether
vitamin D status was independently associated with body fat percentage,
android fat percentage, gynoid fat percentage, android fat/gynoid fat ratio and
lean mass percentage. In the first model, we calculated the age and gender
adjusted regression coefficients and their 95% confidence interval (CI). Then
the second model was built for all outcomes, which was further adjusted for
season when the blood was drawn, total alcohol intake (continuous), total
physical activity (continuous), smoking status, education, income, DHD-index
(continuous), prevalent cardio-metabolic disease (cardiovascular diseases and
diabetes mellitus) and presence of chronic kidney disease. Finally, the third
model was built depending on the outcome of interest; for the analysis
concerning total body fat and lean mass percentage as the outcomes, we
additionally adjusted for height (continuous), weight change (continuous)
during the follow up and lean mass or total fat mass in kilogram respectively;
whereas for the analyses concerning android fat percentage and gynoid fat
percentage, and android fat/gynoid fat ratio as outcomes, we additionally
adjusted for BMI measured at the third visit (the baseline visit for this
analysis). We chose confounders based on a 10% change in regression
coefficient (95) and we consulted previously published literature on the topic.
We tested for possible nonlinear effects by adding a quadratic term of
25(OH)D into the model. To test for effect modification by age, gender,
cardio-metabolic diseases or metabolic syndrome, the product term of
25(0OH)D with each one of the potential effect modifiers separately was added
as independent variable to the models. Results were stratified if an interaction
term was significant at a P-value lower than 0.05.

To examine the association between serum 25(OH)D and repeatedly
measured anthropometric measurements (waist circumference, waist to hip
ratio and BMI) we fitted linear regression models using generalized
estimating equations (GEE) with exchangeable correlation structure adjusting
for the within-subject correlations due to the repeated measurements of
anthropometric measurements in the same individual(136). To account for the
time difference in measurements at the three time points, a time variable was
entered in the model and coded as 1, 6 and 13.
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To adjust for potential bias associated with missing data, a multiple
imputation procedure was performed (N= 5 imputations). For the pooled
regression coefficients () and 95% Cls we used Rubin’s method (137). All
analyses were performed using IBM SPSS Statistics 20. A P-value lower than
0.05 was considered statistically significant.

3.2.3. Results

The mean (£ SD) age of the participants was 70.5 = 5.9 years; mean time
difference between the 25(OH)D measurements and DXA measurements was
4.6 years; 19% of study participants had adequate vitamin D status
(25(OH)D>75 nmol/L), 29% had vitamin D insufficiency (50-75 nmol/L) and
52% had vitamin D deficiency (<50 nmol/L) (Table 3.2.1).

3.2.3.1. Vitamin D, total body fat and lean mass

In the age, gender and covariates adjusted model, subjects with vitamin D
deficiency had a 1.29 unit higher body fat percentage than participants with
adequate vitamin D status (95%CI=0.55, 2.04) (Table 3.2.2). When analyzed
continuously an inverse association was observed between serum 25(OH)D
and body fat percentage: a 10 nmol/L increase in serum 25(OH)D was
associated with a 0.22 unit lower body fat percentage (95%CI= -0.33, -0.11)
in model 2 (adjusted for confounders) (Table 3.2.2). In contrast, a 10 nmol/L
increase in serum 25(OH)D was associated with a 0.23 higher lean mass
percentage (95%CI=0.11, 0.35) in model 2 (Table 3.2.2), which did not
remain significant after further adjustment for height, weight change and total
fat mass in kilogram (model 3). A higher serum 25(OH)D was associated with
a lower fat mass/lean mass ratio (Table 3.2.2).
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Table 3.2.1. Selected characteristics of study population at baseline.

(N=2158) % Missing
Age 70.51 +5.89 0
Female %(n) 56.9 (1227) 0
Smoking status (current smokers) %(n) 18.7 (338) 0.5
Physical activity (total MET hours) 87.67 +44.92 0.6
Alcohol intake (g/day)* 2.86 (12.43) 0.5
Education Level 0.9
Low % (n) 43.4 (937)

Medium % (n) 44.8 (966)

High % (n) 11.8 (255)

Income 10.0
Low % (n) 16.2 (350)

Medium % (n) 41.1 (886)

High % (n) 42.7 (922)

BMI 3" visit (kg/m?) 26.85 +3.83 0.4
BMI 4™ visit (kg/m?) 27.42 +4.02 1.8
BMI 5" visit 27.45+4.22 4238
WC 3" visit 9320+ 11.38 0.37
WC 4™ visit (kg/m?) 93.55+£11.72 0.32
WC 5™ visit 92,31 +12.40 43.0
WHR 3" visit (kg/m?) 0.92+0.1 0.37
WHR 4" visit (kg/m?) 0.91 +0.09 0.32
WHR 5" visit 0.90 + 0.09 43.0
Weight change (%) -1.46 £5.71 2.0
DHDI 48.86 £10.21 11.8
Cardio-metabolic disease %(n) 24,8 (535) 0
Metabolic Syndrome %(n) 40.0 (864) 1.8
Chronic Kidney Disease %(n) 11.7 (253) 0.2
Vitamin D (nmol/L) 52.63 £25.39 0
Deficient %(n) 52.3 (1129)

Insufficient %(n) 28.8 (621)

Adequate %(n) 18.9 (408)

DHDI, Dutch Health Diet Index; BMI, Body mass index; WC, Waist circumference; WHR, Waist hip

Values presented are mean + SD; *Median (interquartile range).
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Table 3.2.2. Serom 25{0H)D and body compasition (2158 subjects).

Total fat (%) § (#5% CI) Lean maz: (%) b (95% CI) Total fat mass’ Lean mass ratio
MODEL MODEL MODEL MODEL MODEL MODEL MODEL MODEL MODEL
Vitamin I¥
1 2 3 1 2 3 1 2 3
1.56 119 135 -1.58 -1.30 0008 004 003 004
Deficient (0.81, (055, (063, (-2.33, -2.07, (-0.33, (002, (002, (002,
21.31) 1.04) 1.06) -0.78) .53) 0.35) 0.046) 0.05) 0.06)
0.62 035 044 -0.42 -0.17 0.03 001 0.01 00l
Insufficient (-0.18, (0.4, (-0.32, (-1.25, (-0.99, (-0.33, (-0.01, (-0.01, (-0.01,
142) 1.14) 1.20) 040 0.65) 03 0.03) 0.03) 0.03)

Adeguate reference  reference  reference  reference  referemce  referemce  reference  reference  reference

P-trend 0001 <0001 <0001 <0001  <0.001 0.999 0001 <0001  =0.001
Continuons 026 - 04 027 023 0.01 -0.01 001 -
(per 10wmit  (-0.37, (033, (035 (015, (011, (-006, {001, (001, {-001,
increase) -0.15) 011) -0.13) 0.38) 0.35) 0.04) -0.00) -0.00) -0.00)

Maodel 1: adiusted for age and gender; Model 2: model | addinonally adjusted for season when the blood was drawn, chronic
Hdney dizease, smoking status, alcohol intake, phyzical activity, highest education attamed, household mcome, Dutch
Healthy Digt-index, pravalent cardio-metabolic dizeases; Model 3: model I addifonally adiusted for height, weight change
measured at the third vizif and lean mass or total body fat i Kilogram accordmg fo the analysis.

Additionally we performed the same analysis using absolute total body fat and
absolute lean mass (data not shown). The results remained unchanged.
Furthermore, we observed an interaction between 25(OH)D and presence of
cardio-metabolic diseases on total body fat percentage (P interaction=0.03).
The inverse association between 25(OH)D and body fat percentage was
present among subjects without cardio-metabolic diseases (B=1.70,
95%CI1=0.87, 2.53 for deficiency vs. adequate vitamin D status, P for trend <
0.001), but not among participants with cardio-metabolic disease (Figure
3.2.1). No effect modification by age, gender and metabolic syndrome was
present (P interaction>0.05).

3.2.3.2. Vitamin D and regional body fat distribution

There was no consistent association between vitamin D status and android fat
percentage, gynoid fat percentage or android/gynoid fat ratio after adjustment
for confounders (Table 3.2.3). Continuous analyses showed a weak inverse
association between 25(OH)D and android fat percentage and android/gynoid
ratio, but this was not independent of BMI.
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Also, a potential quadratic relation was observed in the association between
serum 25(OH)D and android fat and android/gynoid ratio suggesting a non-
linear relation (Table 3.2.3).

Table 3.2.3. Serum 25(0OH)D and regional fat distribution (2158 subjects).

Android fat (%) Gynoid fat (%) Android fat/Gynoid fat ratio
B (95% CT) B (95% CT) B (95% CI)
MODEL MODEL MODEL MODEL MODEL MODEL MODEL MODEL MODEL
Vitamin D
1 2 3 1 2 3 1 2 3
0.18 017 0.08 -0.08 -0.05 0.00 0.02 0.01 0.002
Deficient (0.01, (-0.00, (-0.08, (-0.29, (-0.26, (-0.11, (-0.00, (-0.01, (-0.02,
0.35) 0.34) 0.24) 0.14) 0.17) 0.30) 0.03) 0.03) 0.02)
0.10 0.12 0.11 -0.02 0.00 0.01 0.01 0.01 0.005

Insufficient  (-0.08,  (-0.06,  (0.06, (025, (023, (020, (001 (001, (0.0
0.28) 0.29) 0.28) 0.21) 0.23) 0.22) 0.03) 0.03) 0.02)

Adequate reference reference reference reference reference reference reference reference  reference

P-trend 0.04 0.06 047 043 0.54 030 0.08 0.15 0.91
Confinuous ~ -0.03 0.03 0.01 0.02 0.01 -0.01 0.00 0.00 -0.00
(per 10 unit  (-0.06,-  (-0.06,-  (0.04, (002, (002, (004,  (0.0L- (0.0L-  (-0.00,
increase) 0.01) 0.01) 0.01)* 0.05) 0.05) 0.02) 0.00) 0.00) 0.00)*

Model 1: Adjusted jor age and gender; Model 2: Model 1 additionally adjusted for seasom when the blood was drawn,

chronic kidney disease, smoking stafus, alcohol intake, physical activity, highest education attained, household income,

Dutch Healthy Diet-index, prevalent cardio-metabolic diseases, weight change, Model 3: Model 2 additionally adjusted for

body mass index measured at the third visit; *Quadratic term significant, P<0.05.
3.2.3.3. Additional analysis
We observed an inverse association between vitamin D status and BMI; in the
fully adjusted model, a 10 nmol/L increase in serum 25(OH)D was associated
with a 0.16 unit decrease in BMI (data not shown). When stratified by
metabolic syndrome status (P interaction=0.001) a decrease in BMI with
increasing concentrations of serum 25(OH)D was observed only among
subjects with metabolic syndrome (P for trend=0.001), but not in those
without (data not shown). The analysis of serum 25(OH)D and waist
circumference showed a statistically significant inverse association while in
the case of serum 25(OH)D and waist to hip ratio this inverse association was
weaker and not independent of BMI (data not shown).

3.2.4. Discussion

We found adequate vitamin D status to be inversely associated with total body
fat mass percentage. Our results suggest a BMI dependent role for vitamin D
status in the regional distribution of body fat in the elderly.
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3.2.4.1. Comparison with other studies

In our study, it was observed that low concentrations of serum 25(OH)D are
associated with a higher body fat percentage. Several previous studies also
investigated this association and found similar results, however, most of them
were of cross-sectional design. For example, a cross-sectional study by
Kremer et al. (2008)(138) found that vitamin D insufficiency was associated
with increased body fat in young women. Similarly, a study by Snijder et al.
(2005)(139) found an inverse association between total body fat and serum
25(OH)D concentrations in older men and women. This latter study was
performed in a population similar to ours (mean age +75 years), but with only
453 participants included in the analysis. However, the conclusions coming
from intervention studies are inconsistent. For example, Salehpour et al.
(2012)(140) found that supplementation with vitamin D3 for 12 weeks in 77
overweight and obese healthy subjects led to a statistically significant
decrease in body fat in the intervention group compared to placebo group.
Conversely, Wamberg et al. (2013) (141) found that increasing serum
25(0OH)D concentrations with cholecalciferol treatment during 26 weeks in 52
obese subjects had neither an effect on body fat, nor specifically on
subcutaneous or visceral adipose tissue. However, not many studies
investigated the association between vitamin D status and regional fat
distribution specifically in the elderly. We found a cross-sectional study by
Moschonis et al. (2009) reporting on vitamin D status as an outcome and body
composition, including regional fat mass (measured by calibrated Lange
skinfold caliper) as an exposure. This study was performed in 112 non-
osteoporotic, overweight, postmenopausal women (mean age 60 years)(130)
and showed inverse associations of vitamin D status with total body fat and
with all measures of regional body fat mass (assessed as arms fat mass
percentage, legs fat mass percentage and trunk fat mass percentage) and a
positive association with fat-free mass. Compared to this study by Moschonis
and colleagues(130) we had a bigger sample but we did not find a consistent
association between vitamin D status and gynoid fat but we did find an
association between vitamin D status and android fat even though it was not
independent of BMI. However, our findings of an inverse association between
vitamin D status and total body fat are in line with the results reported by
Moschonis et al.(130).
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3.2.4.2. Potential mechanisms

Even though many studies report associations between low vitamin D status
and obesity, the underlying mechanisms and the direction of this association
are not fully understood. There are several pathways by which vitamin D and
body composition may be connected in both directions. Firstly, obese people
have commonly lower serum 25(OH)D concentrations compared to lean
people(124). This might be a result of decreased bioavailability of vitamin D
because of sequestration of vitamin D by the adipose tissue(126); dilution of
vitamin D in the large fat mass of obese people (142); increased catabolism of
vitamin D in the adipose tissue(143); decreased synthesis of 25(OH)D in the
liver(144); reduced sun-exposure (145); or decreased hepatic synthesis of
25(OH)D caused by a negative feedback loop of 1,25(OH),D and parathyroid
hormone (PTH)(146). Also, clearance of vitamin D might be increased by
inflammation related to obesity(147). In addition, vitamin D might have anti-
inflammatory effects(148) and low vitamin D has been associated with
visceral adiposity that is associated with inflammation (149). Furthermore, a
study using bidirectional Mendelian randomization approach found higher
BMI leading to lower 25(OH)D but not the other way around(132). Secondly,
it has been suggested that low serum 25(OH)D concentrations lead to increase
in PTH levels as a normal physiological response, which in turn may favor the
lipid storage metabolism (150, 151). In vitro studies found that receptors for
vitamin D (VDRs) and the enzyme 1-a-hydroxylase needed for production of
1,25-dihydroxyvitamin D (1,25(OH),D), are both present in adipocytes(110,
143, 152) suggesting a role of 1,25(OH),D in metabolism of the adipose
tissue. Also, 1,25(OH),D was found to regulate expression of some genes
involved in genesis of adipose tissue(88). Thirdly, it was found that skeletal
muscles act as a functional store of 25(OH)D - a proportion of circulating
25(OH)D binds to vitamin D binding protein in muscle cells and can be
released back to the circulation. This retention by muscle cells protects the
25(OH)D from degradation by the Iliver(125). Additionally, active
1,25(OH),D bound to VDR receptor in muscle tissue activates muscle growth
and improves muscle function and may thereby influence overall body
composition(127-129). With this in mind, we speculate that with the increase
in body fat percentage the concentration of 25(OH)D in the circulation
decreases, subsequently leading to a decrease in the functional store of

25(OH)D in the skeletal muscles. This decrease in the functional store of
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25(OH)D might in turn lower serum 25(OH)D concentration that might
contribute to more unfavorable body composition.

3.2.4.3. Interaction with cardio-metabolic diseases

We found an interaction between 25(OH)D, body composition and cardio-
metabolic diseases. Several studies have shown vitamin D status to be
associated with metabolic syndrome, cardiovascular disease and type 2
diabetes mellitus(6, 153). Also, body fat and BMI are associated with an
increased risk of cardiovascular disease, metabolic syndrome and type 2
diabetes mellitus(122).

We found an association between 25(OH)D and total fat percentage only in
subjects free of cardio-metabolic disease. This finding can be explained in
several ways. Firstly, it might be possible that people with cardio-metabolic
disease at baseline changed their life-style after diagnosis(154). This change
might have resulted in for example weight loss or improvement of vitamin D
status and diluting any association between 25(OH)D and body composition.
Secondly, it might be that due to inflammatory processes that may come along
with cardiovascular disease(155) and type 2 diabetes mellitus(156) the
clearance of vitamin D 1s increased (147) diluting the association with
25(OH)D in individuals with cardiovascular disease and type 2 diabetes
mellitus. In contrast, we only found a significant association between
25(OH)D and BMI in those with a metabolic syndrome suggesting that a
complex interaction between 25(OH)D, body composition and cardio-
metabolic diseases may exist and it needs further elucidation.

3.2.4.4. Strengths and limitations

Main strengths of our study are the prospective, population-based design,
large sample size, use of accurate measures of body fat, as well as collection
of numerous population characteristics. However, it is also important to
mention the limitations of our study. There is a time difference between
measurements of 25(OH)D and measurements of body composition, and
changes in serum 25(OH)D could have occurred during this time. Another
limiting factor to the current investigation is that body fat was measured only
once. However, where appropriate we adjusted our analyses for baseline BMI,
which correlates well with total fat (partial Pearson correlation coefficient

0.87) and our results were also confirmed by BMI that was repeatedly
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measured. Another limitation is the fact that we did not have PTH levels
measured and therefore could not test if the observed association between
25(0OH)D and body fat might be explained by PTH.

3.2.4.5. Main conclusion and future directions

Lower serum 25(OH)D concentrations were associated with higher total body
fat percentage, which was independent of BMI. However, the association
between 25(OH)D and fat distribution in this population was mainly
explained by BMI. The association between 25(OH)D and body composition
might be modified by cardio-metabolic disease. Further studies are needed to
confirm our findings and to clarify the underlying mechanisms.
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4.1. Vitamin D Status and Atrial Fibrillation in the Elderly: The

Rotterdam Study
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Albert Hofman, Oscar H. Franco, Jessica C. Kiefte-de Jong
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Abstract

Objective: Atrial fibrillation (AF) is the
most common chronic arrhythmia and it
increases the risk of cardiovascular
morbidity and mortality. Still there is not
a complete understanding of its etiology
and underlying pathways. Vitamin D
might regulate renin-angiotensin-
aldosterone system and might be involved
in inflammation, both implicated in the
pathophysiology of AF. The objective of
this investigate the
association between vitamin D status with
the risk of AF in the elderly.

Methods: This study was conducted
within the Rotterdam Study, a community-
based cohort of middle-aged and elderly
participants in Rotterdam, The
Netherlands. We had 3,395 participants
who were free of AF diagnosis at the start
of our study and who had vitamin D data
available. We analyzed the association
between serum  25-hydroxivitamin D
(25(OH)D) and incidence of AF using

work was to
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Cox regression models. Vitamin D
deficiency was defined as serum 25(0OH)D
concentrations <50nmol/l, insufficiency
between 50nmol/l and 75nmol/l, while
serum 25(OH)D concentrations equal to
and above 75nmol/l were considered as
adequate.

Results: After mean follow-up of 12.0
years 263 (7.7%) participants were
diagnosed with incident AF. Vitamin D
status was not associated with AF in any
of the 3 multivariate models tested (model
adjusted for socio-demographic factors
and life-style factors: HR per 10 unit
increment in serum 25(OH)D 0.96, 95%
CI: 0.91-1.02; HR for insufficiency: 0.82,
95%CI: 0.60-1.11,and HR for adequate
status: 0.76, 95%CI: 0.52-1.12 compared
to deficiency).
Conclusion: This prospective cohort
study does not support the hypothesis that
vitamin D status is associated with AF.
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4.1.1. Introduction

Atrial fibrillation (AF) is the most common chronic arrhythmia and it has a
significant effect on morbidity and mortality (157-160). Since AF is mainly a
disease of the elderly, the prevalence of this arrhythmia is expected to
increase due to aging populations (161), which has a major impact on
healthcare expenditure (162, 163).

Despite extensive research on AF, there is still not a complete understanding
of its etiology and underlying pathways. Risk factors for AF include older
age, male sex, hypertension, valvular heart disease, congestive heart failure,
ischemic heart disease and hyperthyroidism (164-166).

Vitamin D is associated with calcium metabolism and bone health. However,
vitamin D receptors (VDRs) have been found in cells throughout the body,
such as cardiomyocytes and endothelial cells (167), suggesting this hormone
has additional functions in the human body. Furthermore, vitamin D
deficiency is highly prevalent in Western populations and has been considered
a global health issue, especially in the elderly (117, 168-172).

Amongst different mechanisms through which vitamin D is involved in
human health, vitamin D can regulate the renin-angiotensin-aldosterone
system (RAAS) activity and has also been involved in the inflammatory
processes, both implicated in the pathophysiology of AF, therefore suggesting
a potential role of vitamin D in the etiology of AF. Nevertheless, only a few
studies have analyzed the possible association between vitamin D deficiency
and AF. Two cohorts investigating the association between vitamin D status
and atrial fibrillation reported opposite results (173, 174). Thus, it remains
unknown whether there is an association between AF and vitamin D status.
The aim of our study was to investigate the association between serum levels
of 25-hydroxyvitamin D (25(OH)D) with the risk of AF using data from a
community-based cohort study of middle aged and elderly participants.

4.1.2. Methods
4.1.2.1. Study Design

This study was conducted among individuals from The Rotterdam Study, a
population based prospective cohort study investigating frequency and
determinants of disease in the middle aged and the elderly. The Rotterdam
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Study started in 1990 when 10,275 inhabitants of the Ommoord district of
Rotterdam, The Netherlands, aged 55 years and older, were invited to
participate in the study. Of these 7,983 (78%) provided written consent to
participate. They were interviewed at home and subsequently examined in the
research center from 1990 to 1993. The examinations were repeated every 3-4
years. For this study, the third examination round (1997-1999) was considered
as baseline when 25-hydroxivitamin D (25(OH)D) levels were assessed. All
participants gave informed consent and the study was approved by the
medical ethics committee of the Erasmus Medical Center, Rotterdam. The
study is described in more details elsewhere (15).

4.1.2.2.Study Population

From 7,983 participants enrolled to the first examination round of The
Rotterdam Study, 3,828 had data on serum 25(OH)D available at the
examination round between 1997-1999. Of these, 434 participants were
excluded because they had no data on AF, had prevalent AF or did not have
follow-up information recorded. The remaining study population consisted of
3,395 participants of The Rotterdam Study.

4.1.2.3. Assessment of 25(OH)D

Serum 25(OH)D concentrations were assessed in 3,828 participants of the
Rotterdam  Study. The measurements were performed with a
electrochemiluminescence immunoassay (COBAS, Roche Diagnostics
GmbH, Germany). Test sensitivity was 10nmol/L, serum 25(OH)D
concentrations ranged from 7.5nmol/L to 175nmol/L, the within-run accuracy
was less than 7.8% and intermediate precision accuracy was less than 13.1%.
Serum 25(OH)D concentrations were analyzed both as a continuous variable
and as a categorical variable according to cut-offs proposed by M. Holick (6).
Participants were categorized as being vitamin D deficient (<50 nmol/L),
insufficient (50-75 nmol/L) or having adequate vitamin D status (>75 nmol/L)
according to their serum 25(OH)D concentrations.
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4.1.2.4. Assessment of Atrial Fibrillation

Between 1997-1999, AF was collected using 10-second, 12-lead
electrocardiography (ECGs) recorded with an ACTA electrocardiograph
(ESaOte, Florence, Italy) and by screening of general practitioners (GPs)
records from Ommoord region. During follow-up, ECGs were performed
during the re-examinations every 3-4 years. In addition, GPs weekly updated
information on AF based on their own records and hospital discharge letters.
Information on hospital discharge was also collected from a national
registration system (Landelijke Medische Registratie system). A diagnosis of
AF was only accepted when it was supported by a ECG diagnosis. The ECGs
done at baseline and during follow-up were stored digitally, and analyzed by
the modular ECG analysis system (MEANS), which has high specificity
(99.5%) and high sensibility (96.6%) for detection of arrhythmias (175, 176 ).

Two research physicians, who were blinded for the MEANS result, verified
all ECGs with a diagnosis of atrial fibrillation, atrial flutter or any other
arrhythmia done by the computer system (166). In case of disagreement,
diagnosis of a cardiologist was considered as decisive. In this study no
distinction was made between atrial fibrillation and atrial flutter (177, 178). A
participant was not considered to have AF if a transient AF occurred during
myocardial infarction or during cardiac operative procedures. If AF occurred
during the process of dying and was not the cause of death, the person was not
considered as a case and was censored on the date of AF diagnosis.

4.1.2.5. Assessment of Confounders

Socio-demographic, lifestyle and medical information was assessed during a
home interview.

Education was assessed using the highest level attained. Low education level
was considered as primary education only or primary education with
uncompleted higher education. Income was assessed as net income per year.
Income was categorized as high or low income, low income was considered
as less than 35.999 euros per year and high income above or equal to 35.999
euros per year. Smoking was assessed by using questions on current and past
smoking of cigarettes, cigars, or pipe. The information on medication use
included information on lipid lowering and blood pressure lowering drugs.
Information on diet were obtained through a 170-item validated
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semiquantitative food frequency questionnaire (SFFQ)(179). From that an
overall healthy diet score representing adherence to the Dutch dietary
guidelines was calculated as described previously by van Lee et al (93).
Physical activity was assessed using a validated adapted version of Zutphen
Physical Activity Questionnaire(134). Questions on housekeeping activities
were added to the original questionnaire that already included questions on
walking, cycling, gardening, hobbies, and diverse sports.

During the examination visit (1997-1999) physiological measurements were
performed as well as blood collection. Blood pressure (BP) was measured
twice on the right arm in the sitting position with a random zero
sphygmomanometer. The average of two consecutive measurements was
used. Body mass index (BMI) was calculated by dividing weight in kilograms
by height in meters squared. Waist circumference was measured at the level
midway between the lower rib margin and the iliac crest with the participant
in a standing position. Diabetes mellitus was considered to be present if
fasting (8—14 h) glucose value was 7.0 mmol/l or higher or a random or
postload glucose value was 11.1 mmol/l or higher in any of the examination
rounds up to 1997-1999 or if a participant used anti-diabetic medication or
diet treatment and was registered by a general practitioner as having diabetes.
The estimated glomerular filtration rate (eGFR) was computed according to
the simplified Modification of Diet in Renal Disease (MDRD) formula (180),
chronic kidney disease was defined as a eGFR below 60 mL/min/1.73 m?. A
history of stroke at study entrance was defined as a self-reported stroke that
was confirmed by medical records. Subsequently up to 1997-1999 stroke was
assessed from the follow up information obtained from the GP’s files. At
study entrance history of myocardial infarction (MI) was positive if MI was
reported during baseline interview and confirmed by hospital admission
and/or MI was present on the ECG. During follow up until 1997-1999 MI was
confirmed using medical records (181). At the entrance to the Rotterdam
Study cases of heart failure were classified according to definition by the
European Society of Cardiology based on following: 1) at least two symptoms
of heart failure present (shortness of breath, swelling of ankles, or pulmonary
crepitation), 2) use of medication prescribed for heart failure (diuretics,
glycosides, or ACE inhibitors) together with cardiovascular disease (182-
184). During follow up until 1997-1999 the information on heart failure was
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obtained from general practitioner’s records (184). To identify patients
potentially eligible for use of vitamin D medication we used diagnosis of
osteoporosis assessed by dual-energy x-ray absorptiometry as a proxy.

4.1.2.6. Statistical analyses

Cox proportional hazards regression was used to relate serum 25(OH)D
concentrations with incident atrial fibrillation. Proportional hazard assumption
was tested including time variable x serum 25(OH)D and time variable x cut-
offs of serum 25(OH)D into the model. Follow-up duration in years was used
as time variable. The participants were followed from date of the third visit to
the research center of the Rotterdam Study (1997-1999) to the end of follow
up (March 22, 2010). Subjects were censored when they died or were lost to
follow up. Prevalent cases of atrial fibrillation between study entrance and
1999 were excluded from the analyses. Multiple imputation procedure was
performed to reduce bias from missing data (0 — 22%). Ten imputations were
done using Markov chain Monte Carlo method (S1 Table). Potential
confounders were chosen based on change in the effect estimates and/or based
on the literature (95, 185, 186). Three multivariate models were created for
Cox regression analyses. The first model was the crude model, adjusted for
age and gender. The second model was adjusted additionally for the following
confounders: net household income, highest education level attended, BMI,
physical activity, diet quality score, current smoking, and season and year
when the blood was drawn. The third model was additionally adjusted for
potential mediators: use of serum lipid lowering drugs, use of BP lowering
drugs, systolic BP, and prevalent diseases (cardiovascular diseases including
coronary heart disease, heart failure, and stroke; chronic kidney disease;
diabetes mellitus). Stratification was performed by age, gender, smoking, and
use of BP lowering drugs. Also, interaction terms of covariate x serum
25(OH)D and covariate x dummy variables of serum 25(OH)D cut-offs were
created for assessing possible effect modification by these variables.
Additional analyses included testing for potential confounding or
modification by serum calcium; firstly the models were adjusted for serum
calcium concentrations; secondly, the interaction between serum calcium and
serum 25(OH)D was tested; thirdly the analyses were performed excluding
participants with hypercalcaemia. Sensitivity analyses were performed by
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censoring cases of coronary heart disease (CHD) that occurred before the
onset of AF and excluding participants potentially eligible for receiving
vitamin D supplementation (i.e. subjects with osteoporosis). Data analyses
were performed using SPSS version 21.0 (SPSS IBM, New York, USA).

4.1.3. Results

Baseline characteristics of the study population are summarized in Table
4.1.1. The population for analysis consisted of 3,395 participants. After a
mean follow-up of 12.0 years 263 (7.7%) participants were diagnosed with
incident atrial fibrillation. The median (range) age of the study population was
71(44) years and 2,007 (59.1%) participants were female. The mean (SD)
25(OH)D concentration was 49.3 (25.4) nmol/l. According to cutoffs, 57% of
the study population had deficiency (<50nmol/l), 27% had insufficiency (50-
75nmol/l) and 16% had adequate vitamin D status (>75nmol/l). Individuals
with vitamin D deficiency or insufficiency were more often female, more
likely to be older, to have lower education degree, lower income, higher BMI,
and more often had diabetes mellitus and cardiovascular disease (CVD)
(Table 4.1.1). The percentage of missing data varied from O percent for
variables like age and gender up to 12.9 percent for data on physical activity
(data not shown).

After adjustment for age and gender no significant association was found
between vitamin D status and atrial fibrillation, both when serum 25(OH)D
was analyzed continuously (HR per 10 unit increment in serum 25(OH)D:
0.95, 95% CI: 0.90-1.01) or by cutoffs (HR for insufficient levels: 0.79,
95%CI: 0.58-1.07 and HR for adequate levels: 0.74, 95%CI: 0.50 — 1.08,
compared to deficient levels). The results remained non-significant after
further adjustments in model 2 (HR per 10 unit increment in serum 25(OH)D:
0.96, 95% CI: 0.91-
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1.02, HR for insufficient levels: 0.82, 95%CI: 0.60-1.11, HR for adequate
levels: 0.76, 95%CI: 0.52 — 1.12) (Table 4.2.2). Additional adjustment for
potential mediators did not change the results (Table 4.2.2).

Table 4.2.2. Serum 25(0OH)D and incidence of atrial fibrillation.

Model 1 Model 2 Model 3
25(0OH)D cutofis
HR (95% CI) HR (95% CI) HR (95% CI)
Deficient reference reference Reference
Insufficient 0.79 (0.58,1.07) 0.82 (0.60, 1.11) 0.85(0.62, 1.15)
Adequate 0.74 (0.50, 1.08) 0.76 (052, 1.12) 0.81 (0.55,1.20)
25(0H)D continuous+ 0.96 (0.90, 1.01) 0.96 (0.91, 1.02) 0.97(0.92,1.03)

Model 1 adjusted for age ond gender; Model 2 adjusted for age, gender, income# education# BMI, physical activity, diet
quality score, smoking status and season and year when the blood was drawn, Model 3 adjusted for all covariates in
Model 2 plus use of serum lipid lowering drugs, use of blood pressure lowering drugs, systolic blood pressure and
baseline diseases: cardiovascular diseases (coronary heart disease, heart failure, stroke), chronic kidney disease and
diabetes mellitus; =Resulfs shown per 10 units of serum 25(0H)D (nmol/l); #Data collected prior fo serum 25(0H)D
assessment;, Notes: Prevalent cases of AF were excluded from the analysis. Imputed data are shown.

We tested the interaction of serum 25(OH)D with gender, age, current
smoking and use of BP lowering drugs. None of the interaction terms entered
in the model were statistically significant. We also performed stratifications
based on these covariates, but no significant associations were seen in these
strata (data not shown). Additional adjustment for serum calcium did not
change the results (data not shown). We also tested for the interaction
between serum calcium and serum 25(OH)D but this was also not significant
(data not shown). Excluding participants with hypercalcaemia did not change
the results significantly (data not shown).

Furthermore, we did sensitivity analyses. Firstly, we censored cases of CHD
that occurred before the incidence of AF. Secondly, we excluded participants
on therapy with vitamin D. Neither of the two sensitivity analyses markedly
changed the results (data not shown).

4.1.4. Discussion

Overall, vitamin D status was not associated with the incidence of AF in this
prospective cohort study. Besides, no association was found after censoring of
CHD cases that occurred before AF. Stratification according to potential
effect modifiers also did not change the results.
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Vitamin D has attracted much attention for its potential relation with non-
skeletal disorders. Experimental research has supported the role of vitamin D
deficiency in several cardiovascular diseases (187). The role of vitamin D
deficiency in the onset of AF was suggested because of numerous potential
mechanisms described previously. Vitamin D regulates inflammatory
responses and up-regulates the expression of anti-inflammatory cytokines as
IL-10 according to in-vitro experiments (188). Also, vitamin D regulates
RAAS activity. Activated RAAS can lead to oxidative stress and
inflammation both of which can culminate in AF (189, 190). It is
hypothesized that tissue angiotensin II can induce apoptosis of
cardiomyocytes and this way can contribute to changes in atrial structure.
(191). Also, angiotensin II can modulate the expression of several ion
channels in cardiomyocytes (192). Another way how RAAS might be
involved in pathophysiology of AF is the altered atrial expression of
angiotensin receptors found in patients with AF (193). Moreover, angiotensin
antagonists prevent the electrical atrial remodeling seen in AF (194). Finally,
experiments with mice show higher serum angiotensin II and renin activity in
mice knocked-out for VDR (195). In addition, mice unable to synthesize
1,25(OH),D due to 1-alpha—hydroxylase deficiency have elevated RAAS
activity, hypertension and cardiac hypertrophy (196).

Until now not much research has been done on the association of vitamin D
deficiency and the risk of AF. We identified two cohorts reporting on this
topic. The first was Framingham Heart Study and analyses were conducted by
Rienstra and colleagues (174). The study population counted 2930
participants out of which 15 percent developed AF during follow-up. The
mean age was 66 years. Authors report results similar to ours, HR per SD
increment in 25(OH)D fully adjusted model: 0.99, 95% CI: 0.88-1.10 (174).
The second cohort coming from Kansas, USA was used to investigate the
association between vitamin D deficiency, vitamin D supplementation and
numerous outcomes, including AF (173). This was a large cohort counting
10,899 participants with mean age 58 years. Only 5 percent of these
participants developed AF. Even though the authors reported vitamin D
deficiency significantly associated with several cardiovascular diseases and
found vitamin D deficiency to be a strong predictor of all-cause mortality they
also found vitamin D deficiency negatively associated with risk of AF (OR

0.83, 95% CI 0.693, 0.984). However, the authors obtained these results using
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univariate analysis. It might be very likely that these results were confounded
and thus not reflecting the true nature of the relation between vitamin D status
and AF. In their case analysis Qayyum and colleagues found no association
between vitamin D status and AF regardless of valvular disease (197).

Finally, two cross-sectional studies reporting on vitamin D deficiency and AF
(198, 199) found an inverse association between vitamin D status and AF not
related to valvular heart disease. Valvular AF and non-valvular AF is an
important classification from therapeutic perspective. There is not much
literature supporting a difference in the mechanisms underlying these two
conditions (200). Unfortunately, we had no information on valvular heart
disease to reproduce these latter findings. However, our study may mainly
reflect the relation between vitamin D status and AF not related to valvular
heart disease, since it has been estimated that only about 10% of the AF cases
are due to valvular heart disease in The Netherlands (201).

In our study we decided to stratify analyses by gender, age, current smoking
and use of BP lowering drugs because of the interaction they could play with
the incidence of AF. Older age is a major risk factor for AF. In our cohort it
was already shown that the incidence rate of AF increased from 1.1 cases at
ages 55-60 to 20.7 cases at ages 80-85 per 1000 person-years (166). Similar
increases were reported in several studies. The aging process is related to
changes in atrial structure that favor AF development (185, 202). Men and
women differ in incidence and prognostic related to AF (166, 203, 204). The
mechanisms behind these findings are not totally clear. However it was shown
that men and women have a different expression of ion channels in atria and
cardiac myocytes. Also, fibroblasts express functional estrogen receptors.
Moreover, genes related to atrial remodeling can be regulated by estrogens
(205-207). We hypothesized that different mechanisms could be related to
development of AF in men and women and vitamin D deficiency could
interfere differently according to gender. Smoking was shown to alter the
effect of vitamin D in specific diseases; low concentrations of vitamin D
were a risk factor for tobacco related cancers (208). In addition, smoking is a
risk factor for development of AF in the Rotterdam Study (209). Some classes
of blood pressure lowering drugs were also shown to prevent atrial
remodeling in animal models (210). Although the findings in humans are
controversial (210), we hypothesized that some classes of antihypertensive

drugs could interfere with effects of vitamin D status on the atria. In our
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analyses, there was no differential association between vitamin D status and
AF by strata of age, gender, smoking and hypertension however our results
may have been limited due to small sample size to detect any potential effect
modification. Furthermore, we expected that CHD could be a potential
mediator in the association between vitamin D status and incidence of AF
since several studies has shown an association between vitamin D status and
CHD (211) but also association between CHD and AF (212). However, no
changes were seen in the HRs when we censored participants with any CHD
prior to AF.

The strengths of this study are the prospective cohort design and the extensive
information on covariates. There are also some limitations that need to be
addressed. Serum 25(OH)D was measured only once and may not reflect the
values during the onset of AF. Also, the lack of data on valvular heart disease
and parathyroid hormone levels limited replication of previous studies on this
topic. We diagnosed AF with ECG or from medical records. However, many
of the AF cases are asymptomatic, which may have underestimated the true
prevalence of AF in our study population. However, this probably did not
affect the direction of our results since this misclassification likely happened
independently of vitamin D status. Furthermore, in our study the participants
were Caucasians, therefore our findings must be interpreted with caution for
other ethnic populations.

4.1.5. Conclusion

In conclusion, our prospective cohort study does not support the hypothesis
that vitamin D status may play a role in the etiology of AF in the elderly.
Further studies using repeated measurements of serum 25(OH)D as well as
performing analysis in other populations may shed further light on whether
the role of vitamin D status in the etiology of AF is justified.
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5.1. The interplay between magnesium and vitamin D status on incidence
of type 2 diabetes mellitus: The Rotterdam Study

Anna Vitezova, Jessica C. Kiefte-de Jong, Brenda C.T. Kieboom, Symen
Ligthart, Bruno H.C. Stricker, Andre G. Uitterlinden, Albert Hofman, M.

Carola Zillikens, Oscar H. Franco

Abstract

Objective: to investigate whether the
association between 25-hydroxyvitamin D
(25(OH)D) and type two diabetes mellitus
is modified by serum magnesium status.
Methods: The study was embedded in The
Rotterdam  Study,
cohort among middle aged and the elderly
free of type 2 diabetes mellitus at the
baseline examination (N=8,481). Serum

a population-based

25(OH)D and serum magnesium were
assessed at the baseline examination
rounds of the study and diabetes cases
were monitored until 2012.

Results: Compared to adequate vitamin D
levels, D  deficiency
significantly associated with the incidence
of type 2 diabetes mellitus

vitamin was
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(multivariate adjusted HR=1.25, 95%CI
1.02, 1.52). In stratified analysis we found
vitamin D deficiency to be significantly
associated with a higher incidence of type
2 diabetes mellitus (multivariate adjusted
HR=1.59, 95%CI 1.12, 2.26, for 10 units
of 25(OH)D) in the middle tertile of serum
magnesium distribution (representing the
normal serum magnesium levels) but not
in the bottom or the top tertile.
Conclusion: The association between
25(OH)D and type 2 diabetes mellitus
may depend on adequate magnesium
levels. These results imply that it may be
important in clinical practice to assess
serum 25(OH)D and magnesium levels
simultaneously to identify people at risk.
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5.1.1. Introduction

The prevalence of type 2 diabetes mellitus is estimated to be 6.4% among the
adults in the year 2010 and it has been predicted to increase up to 7.7% by the
year 2030(213). Multiple environmental and  genetic risk factors can
contribute to this increase of type 2 diabetes mellitus including vitamin D
deficiency(214, 215). Low vitamin D status has been associated with higher
incidence of type 2 diabetes mellitus in different populations(86, 215-218).
Even though meta-analyses of observational studies confirm these
associations, the results are inconsistent(217).

These inconsistencies may be related to the potential interaction between
vitamin D and magnesium. Back in 1974 Reddy and Sivakumar described two
cases of rickets resistant to vitamin D therapy(219). They demonstrated that
additional supplementation with magnesium reversed the resistance to vitamin
D supplementation(219). Hence they proposed that hypomagnesaemia might
alter vitamin D metabolism by decreasing conversion of the 25-
hydroxyvitamin D tol,25-dihydroxyvitamin D, the main active vitamin D
metabolite(220, 221).

Magnesium (Mg) is the fourth most common mineral in the human body and
functions as cofactor in many different metabolic processes (222). Various
studies have suggested a relation between Mg deficiency and type 2 diabetes
mellitus(223) .

Recently Deng et al. suggested that magnesium might contribute to vitamin D
status and that it might modify the association between 25(OH)D and
mortality(224). Since then, another study confirmed the existence of
interaction between 25(OH)D and magnesium on mortality(225).

Up to date, few studies have shown that 25(OH)D levels might depend on
serum magnesium levels (226-228). More specifically, the enzymes involved
in multiple steps of vitamin D metabolism such as 25-hydroxylase in the liver
or 1-a hydroxylase in the kidneys, are magnesium dependent(224, 226, 227).
Also, the process of vitamin D binding to the vitamin D binding protein seems
to be depend on magnesium(224).

Based on these findings, we hypothesize that any association between vitamin
D and type 2 diabetes mellitus might be modified by magnesium status.
Hence, the aim of the current study is to investigate whether any association
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between 25(OH)D and type 2 diabetes mellitus is modified by serum
magnesium.

5.1.2. Methods

5.1.2.1. Study design

This study was embedded in the Rotterdam Study. The Rotterdam Study is a
large prospective population-based cohort study conducted among inhabitants
of Ommoord, a district of Rotterdam, the Netherlands(15). The start of the
study was in 1990 when all inhabitants of Ommoord district aged 55 years
and older were invited to participate (cohort RS-1). Subsequently, the study
was expanded with additional cohorts in 2000 (cohort RS-2) and in 2006
(cohort RS-3). In 2006 all inhabitants aged 45 years and older were invited to
participate in the study. Since 1990 14,926 people have been enrolled in to the
Rotterdam Study. At baseline visit all participants were interviewed at home
and invited for the detailed examinations at the research center. The follow-up
visits were conducted every three to four years.
All participants provided informed consent and the study was approved by the
medical ethics committee of the Erasmus Medical Center, Rotterdam.

5.1.2.2. 25-hydroxyvitamin D

Serum 25(OH)D was assessed using electrochemiluminescence immunoassay
(COBAS, Roche Diagnostics GmbH, Germany). The test range was between
7.5nmol/l and 175nmol/l with sensitivity of 10nmol/l. Intermediate precision
of the test was <13.1% and within run precision was <7.8%. Vitamin D
deficiency was defined as 25(OH)D concentrations lower than 50nmol/l,
insufficiency was defined as 25(OH)D concentrations from 50nmol/l to
75nmol/l, while adequate vitamin D status was defined as concentrations
equal to or higher than 75nmol/1(6). For the first cohort we used the 25(OH)D
measurements performed at the third visit to the research center (1997-1999)
while for the second and the third cohort we used measurements done at the
first visit to the research center of each cohort (2000-2001 for RS-2 and 2006-
2008 for RS-3).
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5.1.2.3. Serum magnesium

Serum magnesium levels were assessed at the same time points as 25(OH)D
using Roche/Hitachi Cobas c501 analyser. The analyses were performed at
the Erasmus Medical Center Department of Clinical Chemistry. The cutoff
value for clinical hypomagnesaemia was 0.72mmol/l and it was calculated as
mean value minus 1.96 standard deviations as described ecarlier (Kieboom et
al., 2015).

5.1.2.4. Type 2 diabetes mellitus

The participants were followed from the date of baseline center visit onwards.
At baseline and during follow-up, cases of type 2 diabetes mellitus were
ascertained through active follow-up using general practitioners’ records,
hospital discharge letters and glucose measurements from Rotterdam Study
visits which take place approximately every 4 years (181). Diabetes,
prediabetes and normoglycemia were defined according to recent WHO
guidelines (World Health Organization. Definition and diagnosis of diabetes
mellitus and intermediate hyperglycemia: report of a WHO/IDF consultation.
Geneva: World Health Organization 2006). Normoglycemia was defined as a
fasting blood glucose level lower than 6.0 mmol/L; prediabetes was defined
as a fasting blood glucose between 6.0 mmol/L and 7.0 mmol/L or a non-
fasting blood glucose between 7.7 mmol/L and 11.1 mmol/L (when fasting
samples were absent); type 2 diabetes mellitus was defined as a fasting blood
glucose >7.0 mmol/L, a non-fasting blood glucose > 11.1 mmol/L (when
fasting samples were absent), or the use of blood glucose lowering
medication. Information regarding the use of blood glucose lowering
medication was derived from both structured home interviews and linkage to
pharmacy records (181). At baseline, more than 95% of the Rotterdam Study
population was covered by the pharmacies in the study area. All potential
events of type 2 diabetes mellitus were independently adjudicated by two
study physicians. In case of disagreement, consensus was sought with an
endocrinologist. Follow-up data was complete until January 1* 2012.

5.1.2.5. Population for analysis
Serum 25(OH)D was measured at the third examination round of the first
cohort (this time point was considered as a baseline for the first cohort), and at
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the first examination round of the second and the third cohort. Out of 14,926
Rotterdam study participants 9,746 had their serum 25(OH)D measured. After
exclusion of those with prevalent type 2 diabetes mellitus we had 8,481
participants from all three cohorts included in to our analyses.

5.1.2.6. Covariates

At first examination rounds of all three cohorts home interviews were
conducted and numerous individual characteristics were collected such as
demographics, lifestyle and medical factors. Smoking status was categorized
into current smoker, former smoker and never smoker. Also, information on
family history of cardio-metabolic diseases was collected at this time point.
Family history of diseases (yes, no, not known) was defined on the basis of
history of stroke, myocardial infarction or type 2 diabetes mellitus in parents.
Further, variable baseline cardio-vascular disecases was created based on
presence of myocardial infarction or stroke. At the same time point the
information on highest education attained was collected and categorized as
follows: 0- primary education; 1- lower/intermediate general education or
lower vocational education; 2- intermediate vocational education or higher
general education; 3- higher vocational education or university. Information
on diet quality were collected at the first examination round of the first cohort,
at the third examination round of the second cohort and at the first
examination round for the third cohort. The Dutch Healthy Diet (DHD) index
was then computed as described earlier (93). At the baseline visit to the
research center participants had their weight and height measured. These were
used to calculate body mass index (BMI) by dividing body weight (kilograms)
by height (meters) squared. The adapted version of the Zutphen Physical
Activity Questionnaire was used to assess physical activity (134). Every form
of physical activity was attributed a MET-value according to the 2011
Compendium of Physical Activities (135). Questions on walking, cycling,
gardening, diverse sports, hobbies and housekeeping were included in the
questionnaire. Total time spend on physical activity was calculated as the sum
of minutes per week for all types of activities mentioned. Dates when the
blood was drawn were categorized into spring, summer, autumn and winter.
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5.1.2.7. Statistical analysis

We used Cox proportional hazard model to determine the association between
25(OH)D and the risk of developing type 2 diabetes mellitus. The crude
model was built after adjustment for age, gender and the Rotterdam Study
cohort. Additionally a multivariate model was built adjusted for age, gender,
body mass index (BMI), smoking status, season when the blood was drawn
and the Rotterdam Study cohort. Variables such as highest education attained,
prevalent baseline diseases, family history of diseases and diet quality score
were also tested as potential confounders.

To test for interaction between serum 25(OH)D and magnesium an interaction
term 25(OH)D x magnesium was entered into the model. To facilitate
comparison across the three cohorts, the stratified analyses by magnesium
levels were performed according tertiles of magnesium (the middle tertile
representing adequate magnesium levels).

Additionally, sensitivity analyses were performed to adjust for physical
activity levels since these were not available for the Rotterdam Study 3. We
run the analysis in the Rotterdam Study cohort 1 and 2 with additional
adjustment for physical activity. Furthermore, we run the analysis according
to magnesium strata based on clinical cutoffs for hypomagnesaemia in The
Rotterdam Study, as described earlier by Kieboom et al.(229). To test if the
vitamin and mineral supplementation might have affected our results we have
performed additional sensitivity analysis excluding participants who reported
supplement use.

To reduce the bias associated with missing data a multiple imputation
procedure was performed (N=10 imputations). Final results that are presented
are after the multiple imputation procedure.

All analyses were performed with IBM SPSS Statistics version 21 (SPSS Inc.,
Chicago, Illinois).

A P-value of less than 0.05 was considered as statistically significant.

5.1.3. Results

During median follow-up of 6 years (range 14 years), 801 participants
developed type 2 diabetes mellitus. Baseline characteristics of our study
population are presented in Table 5.1.1. Briefly, participants with vitamin D
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deficiency were older and more often women compared to the other two

groups.

Table 5.1.1. Study population baseline characteristics according to vitamin D status.

Total Deficiency Insufficiency Adequate

N=8481 N=3838 N=2503 N=2140
Age* (years) 62,0 (8,2) 63,6 (9,1) 60,92 (7.3) 60,40 (6,8)
Gender (female) N (%) 4961 (58,5) 2446 (63,7) 1367 (54,6) 1103 (51,5)
25(OH)D* (mmlo/1) 57,3 (27.9) 33,04 (10,4) 61,8 (7,1) 95,44 (17,1)
Magnesium* (mmol/l) 0,85 (0,06) 0,85 (0,006) 0,85 (0,06) 0,84 (0,006)
BMI* (kg/m2) 27,0 (4,1) 27,5 (4,4) 26,8 (3,8) 26,33 (3,5)
Smoking (current) N (%) 1693 (20,0) 820 (21,4) 461 (18,4) 411 (19,2)
Prevalent CVD N(%) 4028 (47,5) 2034 (53,0) 1131 (45,2) 863 (40,3)
Education (primary) N (%) 1012 (11,9) 550 (14,3) 253 (10,1) 209 (9,8)
Season when the blood
was drawn (winter) N (%) 1852 (21,8) 937 (24,4) 536 (21,4) 379 (17,7)

*mean (SD)

On average they had a lower educational level and smoked more often (Table
5.1.1).

After adjustment for confounders, vitamin D deficiency was significantly
associated with a higher incidence of type 2 diabetes mellitus (HR for
deficiency compared to adequate vitamin D status 1.25, 95%CI 1.02, 1.52)
(Table 5.1.2). Further, serum magnesium levels were associated with serum
25(0OH)D concentrations (B=-33.2, 95%CI -44.4, -23.1) (data not shown).

5.1.3.1. Stratified analysis according to serum magnesium

We found a significant interaction between tertiles of serum magnesium and
vitamin D status on the risk of type 2 diabetes mellitus (Tables 5.1.3 and
5.1.4). In crude analyses, we found that higher serum 25(OH)D was
significantly associated with a lower incidence of type 2 diabetes mellitus in
bottom tertile of magnesium distribution (HR=0.94, 95%CI 0.89, 0.98 per 10
unit increase in 25(OH)D) and in the middle tertile of magnesium distribution
(HR=0.91, 95%CI 0.86, 0.95 per 10 unit increase in 25(OH)D), but not in the
top tertile (Table 5.1.3).
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Table 5.1.2. Serum 25(OH)D and incidence of type 2 diabetes mellitus.

Model 1 Model 2
25(OH)D N=8481/797 N=8481/797
HR (95%CTI) HR (95%CI)
continuous* 0,94 (0,91 0,96) 0,96 (0,94 0,99)
Deficiency 1,46 (1,20 1,76) 1,25 (1,02 1,52)
Insufficiency 1,20 (0,98 1,48) 1,16 (0,95 1,43)
Adequate reference reference

Model 1 adjusted for age, gender and Rotterdam study cohort; Model 2: model 1 additionally
adjusted for BMI, smoking status, and season when the blood was drawn; *For continuous 25(OH)D
per 10 units increase in 25(OH)D; Imputed data are shown.

In the multivariate analysis we found serum 25(OH)D inversely associated
with incidence of diabetes mellitus only in middle tertile of magnesium
distribution (Table 5.1.4). Similarly, we found that vitamin D deficiency was
associated with increased risk of diabetes (HR=1.59, 95%CI 1.12, 2.26;
Pinteraction =0.05) only in the middle magnesium tertile (Table 5.1.4).

5.1.3.2. Sensitivity analysis

Sensitivity analysis excluding the third Rotterdam Study cohort yield similar
results (for middle tertile of magnesium distribution HR=0.94, 95%CI 0.89,
0.99 per 10 unit increase in 25(OH)D) (data not shown). Additional
adjustment for physical activity also did not change the results markedly (for
middle tertile of magnesium distribution HR=0.94, 95%CI 0.89, 1.00 per 10
unit increase in 25(0OH)D) (data not shown). Additional sensitivity analysis
performed excluding vitamin and mineral supplement users did not change
the results (for middle tertile of magnesium distribution HR=0.91, 95%CI
0.86, 0.96 per 10 unit increase in 25(OH)D) (data not shown).
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5.1.4. Discussion

This study demonstrated that the association between 25(OH)D deficiency
and incidence of type 2 diabetes mellitus may be modified by magnesium
status. Moreover, the inverse association between 25(OH)D and incidence of
type 2 diabetes mellitus was present in only those participants in the normal
range of serum magnesium status.

As expected, we found an inverse association between serum 25(OH)D and
incidence of type 2 diabetes mellitus. This association has been already
established (86) and the mechanism behind it goes most likely via influence
of vitamin D on insulin metabolism, more specifically insulin secretion and
insulin activity (230).

As to our knowledge, this is the first study to explore the interaction between
25(OH)D and serum magnesium levels on incidence of type 2 diabetes
mellitus. Up to date, we have identified two other studies focusing on this
interaction, however, both of the studies used magnesium data based on
dietary intake. The first study, by Deng et al.(224), performed in the National
Health and Nutrition Examination Survey (NHANES) found higher 25(OH)D
concentrations to be associated with a lower risk of total mortality in
participants who had higher intake of magnesium. The median magnesium
intake in this population (264mg/day) was used as a cutoff point for high and
low magnesium intake. Even though we have focused on a different health
outcome, our results are in line with the study by Deng et al. since we also
found the association between 25(OH)D and risk of type 2 diabetes mellitus
to be significant in the middle tertile of serum magnesium distribution
representing normal magnesium status. Unexpectedly, the second study by
Mursu and colleagues found an association between 25(OH)D and risk of
mortality only in the lower magnesium intake group, but not in the group with
higher intake of magnesium(225). In this study median intake of magnesium
that was used as a cutoff point for high and low magnesium group was
414mg/day which was much higher compared to the US study but also higher
than recommended daily intake which is 330mg/day for magnesium (222). It
may be argued that the results from these two studies contradict each other.
However, the intervals of magnesium intake in which the associations
between 25(OH)D and risk of mortality was found, overlap (264mg/day-
414mg/day). Nonetheless, there are also some inconsistencies between these
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two studies which are worth of further exploration: mainly, as mentioned
before, the intake of magnesium was higher in the Finnish study population
compared to the one in the US (224). In contrast, mean 25(OH)D
concentrations were lower in this population. These discrepancies may be
explained by the fact that both studies used dietary magnesium data, which
cannot depict the true magnesium status as serum magnesium concentrations
can reflect.

The potential mechanisms behind the potential interaction between 25(OH)D
and magnesium levels are not yet fully understood. It has been suggested that
serum magnesium is needed as a key co-factor in multiple steps of vitamin D
metabolism; more specifically enzymes 1-a-hydroxylase, and 25-hydroxylase,
which are all crucial in determining 25(OH)D concentrations, as well as
vitamin D binding protein are all magnesium dependent (220, 226-228).

Our findings imply that in the future it might be useful for clinicians to assess
serum magnesium together with serum 25(OH)D concentrations in order to
identify people at higher risk of developing type 2 diabetes mellitus,
especially having in mind that the loss of magnesium is increased in type 2
diabetes mellitus(231, 232).

Main strengths of our study are its prospective design and large study size
(8,481 participants included). Also, we used serum magnesium concentrations
instead of dietary magnesium intake that was used in previous studies.
However, the limitations of our study should be mentioned as well. Firstly,
since we combined three cohorts within The Rotterdam Study we did not have
all the covariates assessed all three time points, which limited our ability to
adjust for all possible confounders such as physical activity data. Further,
when stratified by magnesium status according to hypomagnesaemia cutoffs
(229) we had a very small group of participants with actual hypomagnesaemia
which limited our ability to perform all the analyses in this specific subgroup.
Since magnesium is a co-factor in many enzymatic systems in the human
body (222) it is possible that there are other factors influencing magnesium
metabolism but also vitamin D metabolism which might have affected our
results.

To conclude, we found the inverse association between 25(OH)D and
incidence of type 2 diabetes mellitus to be modified by serum magnesium
status suggesting magnesium might play a role in determination of vitamin D
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status. This finding implies that besides vitamin D monitoring patients
magnesium status might be important in future clinical practice. Since this is
the first study to use serum magnesium data and also the first one focusing on
diabetes mellitus as an outcome we believe further studies on this topic are
warranted.
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5.2. Bidirectional associations between circulating vitamin D and
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Abstract

Objectives: Higher levels of vitamin D
have been associated with lower rates of
cardiovascular disease perhaps through
improved lipid profiles. However, results
are inconsistent and the direction of the
association between vitamin D and lipid
levels remains unknown. We examined
bidirectional associations between serum
25-hydroxyvitamin D (25(OH)D) and
cholesterol concentrations.

Study design: We used data from 1165
participants aged 55 to 88 years from the
Rotterdam Study, a population-based
prospective cohort study.

Main measures:  Serum
concentrations  of  25(OH)D,  total
cholesterol (TC) and HDL cholesterol
(HDL-C) were measured at two time
points with a median time difference of 6
years. Bidirectional associations between
25(OH)D and each of the blood lipids was
examined with path analyses in cross-
lagged models. All models were

outcome
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adjusted for baseline age, sex, BMI,
smoking status, and diet quality.

Results: The best-fit model for 25(OH)D
and TC indicated that higher baseline TC
concentrations were
25(OH)D
(standardized regression coefficient -0.05
(SE 0.02)), but 25(OH)D at baseline did
not predict TC. For HDL-C, the best-fit
model suggested a bidirectional inverse
association ~ between = HDL-C
25(OH)D (standardized  regression
coefficients of -0.03 (SE 0.02)) for both
directions.

associated with

lower concentrations

and

Conclusions: Our results from path
analyses  on  repeatedly = measured
25(0OH)D and lipid levels suggest that
total cholesterol may be associated with
decreased in 25(OH)D concentrations,
but not the other way around, whereas the
inverse association between

25(0H)D be

observed
HDL-C
bidirectional.

and may
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5.2.1. Introduction

Vitamin D deficiency is a highly prevalent condition associated with multiple
health outcomes including diabetes mellitus, cancer, and cardiovascular
disease (CVD) (6, 86).Furthermore, repletion of vitamin D status might
reduce the risk of death from CVD and several other diseases(117). It is
known that dyslipidemia is a major risk factor for CVD and it has been
hypothesized that vitamin D deficiency is linked to higher CVD risk via
different pathways including lipid levels (233). Studies showing that
heterozygotes with familiar hypercholesterolemia suffer more often from
vitamin D deficiency support this hypothesis (234). Additionally, an
association between vitamin D deficiency and dyslipidemia has been reported
in several populations (235-237).

Nevertheless, the direction of the association between vitamin D status and
blood lipid levels remains unclear. Previous observational studies all had a
cross-sectional design and could therefore not study the directionality of the
association (238). Vitamin D might affect dyslipidemia via increased
intestinal calcium absorption, suppression of secretion of parathyroid
hormone (239), or through effects on insulin secretion (240). On the other
hand cholesterol is a precursor of 25(OH)D and may thereby affect circulating
25(OH)D concentrations (241). Finally, adequate vitamin D status may also
just be a mere reflection of overall health status and may not be causally
associated with blood lipids. A recent Mendelian Randomization Study by
Ooi et al. suggested that increased total cholesterol levels lead to lower
vitamin D levels, but these results were not found for high-density lipoprotein
(HDL)cholesterol (242). Intervention studies may provide answers on
potential causality. Some intervention studies have indeed shown
improvement of lipid levels after vitamin D supplementation (243), but
mostly with joint calcium supplementation (244-247) whereas others did not
find any effect of single vitamin D supplementation (248-250).

The aim of our study was to examine the bi-directionality of the associations
between repeatedly measured serum vitamin D and lipids (total cholesterol
and HDL-cholesterol), in a population-based prospective cohort study, using a
cross-lagged modeling approach.
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5.2.2. Methods

5.2.2.1. Study design

The current study was embedded in the first cohort of The Rotterdam Study
(237). The Rotterdam Study is a prospective population-based cohort carried
out in the Ommoord district, in the city of Rotterdam. All 10,275 inhabitants
of the Ommoord district who were aged 55 years and older were invited to
participate in the study. Baseline examinations (RS-I-1) were conducted
between 1989 and 1993 with 7,983 subjects participating (98% Caucasian).
The participants were interviewed at home and later visited the research
center for additional examinations. Every 3-4 years the participants were
invited for follow-up visits. The study was approved by the medical ethics
committee at Erasmus University Rotterdam, the Netherlands and all
participants gave written consent to participate in the study.

5.2.2.2. 25-hydroxyvitamin D

At the baseline examination round of the cohort (1989-1993) serum 25(OH)D
concentrations were assessed using radioimmunoassays (IDS Ltd, Boldon,
UK, available at www.idsltd.com). The test sensitivity was 3 nmol/L, the
range of the test was 4 to 400 nmol/L, intra-assay accuracy was <8%, and
inter-assay accuracy was <12%. Between 1997 and 1999, during the third
examination round, serum 25(OH)D concentrations were re-assessed using
electrochemiluminescence immunoassay (COBAS, Roche Diagnostics
GmbH, Germany). For this analysis, test sensitivity was 10 nmol/L, and the
test range for 25(OH)D 7.5 nmol/L to 175 nmol/L. Within-run precision of
the test was <7.8% and intermediate precision was <13.1%.

5.2.2.3. Serum lipids

At the first examination round of the cohort (1989-1993) total cholesterol and
HDL-C were measured in non-fasting serum samples according to the
CHOD-PAP method (Monotest Cholesterol kit, Boehringer Mannheim
Diagnostica). At the third examination round (1997-1999), the lipids were
measured in fasting serum using the same enzymatic method. HDL-C was
measured in serum after precipitation of non-HDL fraction.
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5.2.2.4. Population for analysis

At the first examination round of the cohort (1989-1993), most of the
participants had cholesterol levels analyzed, but only a subgroup of 1,437
participants had serum 25(OH)D measured. This subgroup was selected based
on availability of knee radiographs as described by Bergink et al.(251) The
differences between this subsample and the complete Rotterdam Study are
described elsewhere(252). At the third examination round (1997-1999), a
subgroup of 3,828 participants had serum 25(OH)D measured. Altogether
1,333 participants had their serum 25(OH)D and cholesterol levels measured
at both time points. We excluded those who used lipid lowering medication at
any of the two examination rounds leaving 1,165 participants for final
analysis.

5.2.2.5. Covariates

At the baseline examination round of the cohort (1989-1993), information on
numerous population characteristics was collected using home interviews.
Smoking status was categorized as following: current smoker, former smoker
and non-smoker. We used the Dutch Healthy Diet (DHD) index to assess
overall diet quality (93) based on a validated food frequency questionnaire at
baseline (179). The DHD index initially consisted of ten components:
physical activity, vegetable, fruit, dietary fiber, fish, saturated fat, transfat,
consumption of acidic drinks and foods, sodium and alcohol described
previously (93). Since physical activity data were not assessed at baseline but
only during the third examination round (1997-1999), we excluded physical
activity from the DHD-index and adjusted for it in sensitivity analyses. Also,
consumption of acidic drinks and foods was omitted from the DHD-index
since the food frequency questionnaire did not include specific questions on
the frequency of acidic food intake.

Height and weight were measured at the research center, with participants
wearing only light clothes and no shoes. Body mass index (BMI) was
calculated as weight divided by height in meters squared. We had information
available on the date and year when the blood was drawn. The dates were
categorized into summer, fall, winter, and spring based on the Dutch standard
seasons.
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5.2.2.6. Statistical analysis

To account for missing data, we multiple imputed (n=10 imputations) missing
values of HDL-C at baseline (<0.01% missing), HDL-C at follow-up (1.46%
missing), smoking (1.03% missing), BMI (0.60% missing), and diet quality
(13.05% missing) using the Markov chain Monte Carlo method (253).
Concentrations of 25(OH)D were adjusted for season and year of blood draw
using the residual method.

In order to assess the direction of the association between serum 25(OH)D
and serum lipids we used a cross-lagged modelling approach. In these path
analyses all associations are adjusted for each other (eg. analyses are adjusted
for the underlying association between 25(OH)D at two time points (stability
paths), lipid levels at the two time points (stability paths) and the cross
sectional, and the mutual prospective association between 25(OH)D and
lipids). These path analyses generates standardized coefficients that can be
directly compared to assess which direction of the association between
25(0OH)D and serum lipids is stronger.

These path analyses were all adjusted for age, sex, smoking status, BMI, and
diet quality at the first visit (Supplemental figure S1). We built four different
models, for which schematic examples are provided in Supplemental figure
S1. The first was baseline model which did not include any cross-lagged
associations (model 1). In models 2 through 4 we entered different jcross-
lagged associations and for these models we assessed goodness-of-fit and
improvement of model-fit over the baseline model (Supplemental figure S1).
The model fit was considered to be good with a comparative fit index > 0.90
and a root mean squared error of approximation < 0.08. Model improvement
was assessed using the Satorra-Bentler X2-difference test for maximum
likelihood estimation (254).

Since physical activity data was only available at the 3rd visit, we additionally
adjusted the analyses for physical activity (minutes/week) in sensitivity
analyses to assess whether physical activity levels had an impact on the
analyses.

Statistical analyses were performed using SPSS version 21.0 and Mplus
version 6.0.
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5.2.3. Results

5.2.3.1. Subject characteristics

Characteristics of our study population are shown in Table 5.2.1. Mean age at
baseline examination (1989-1993) was 67 years and 60 percent of participants
were females. Mean serum 25(OH)D concentration at the first examination
round was 65.7 nmol/L while at the third examination round it was 46.8
nmol/L. The prevalence of vitamin D insufficiency was 68% at the first visit,
which increased to a prevalence of 75% at the second visit.

Table 5.2.1. Selected characteristics of study population for 25(OH)D and serum lipids path analysis.

First visit of the cohort Third visit of the cohort

(1989-1993) (1997-1999)
No of participants 1165 1165
Age (years)* 66.6 (6.9) 73.2(6.9)
Gender %(N) female 60 (699) 60 (699)
Serum 25(OH)D (nmol/L)* 65.7 (27.3) 46.8 (25.4)
Total cholesterol (mmol/L)* 6.6 (1.1) 5.9 (1.0)
HDL cholesterol (mmol/L)* 1.4 (0.4) 1.4 (0.4)
BMI (kg/m2)* 26.3 (3.6) 26.7 (4.0)
Physical activity (min/week)* NA 2693 (1170)
Diet quality index* 50.3 (10.5) NA
Smoking %(N) current 21.2 (247) 15.4 (179)

* mean (standard deviation)

Serum TC concentrations also decreased between the two time points; the
mean TC concentration at the first examination round was 6.6 mmol/L, while
at the third round it was 5.8 mmol/L. HDL-C and BMI did not differ between
the two examination rounds. Median time difference between the two time
points was 6 years (range 6-9 years).

Cross sectional analyses showed that 25(OH)D was negatively associated
with TC but not with HDL-C (data not shown).

Additional adjustment for physical activity levels did slightly alter the
analysis on HDL cholesterol (f=1.007E-005 per mmol/L; 95%CI: -0.001-
0.001, P=0.098 and -4.539E-005 per mmol/L; -0.001-0.001, P=0.929).
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5.2.3.2. Correlations between measurements at two time points

The correlation between 25(OH)D levels between the first and the third
examination round was 0.575 (p<0.001) while the correlations between lipid
levels between the first and the third examination round were 0.745 (p<<0.001)
for TC and 0.751 (p<0.001) for HDL-C.

5.2.3.3. Bidirectional analysis of 25(OH)D and total cholesterol levels

The best-fit model for circulating 25(OH)D and TC levels was model 3 (Table
5.2.2). This model significantly improved the basic model fit. This model
included the cross-lagged association from TC to 25(OH)D.

Table 5.2.2. Model Fit of Different Cross-lagged Models With TC.

Model 1: Model 2: Model 3: Model 4:
Stability 25(OH)D to TC TC to 25(OH)D Bidirectional
CFI 0.914 0.913 0.917 0.917
RMSEA 0.101 0.106 0.104 0.109
X2 (df) 155.020 (12) 155.137 (11) 148.598 (11) 148.609 (10)
A X2 (df) - 0.117 (1) 6.422 (1) 6.411 (2)
p value A X - 0.72 0.0113 0.0405

Model 1 (stability) includes the association between 25(OH)D levels at visit 1 and visit 2 as well as the
association between TC at visit 1 and visit 2; Model 2 (25(OHD) to TC) includes the association
between 25(OH)D at visit 1 and TC at visit 2 after adjustment for model 1; Model 3 (TC to 25(OH)D)
includes the association between TC at visit 1 and 25(OH)D at visit 2 after adjustment for model 1;
Model 4 (bidirectional) reflects all the associations mutually adjusted for model 1, 2, and 3;

The comparative fit index (CF1) indicates improvement in fit of the model relative to the baseline model
(model 1) where a value of 1 indicates perfect fit and lower values indicates a worse fit. The root mean
squared error of approximation (RMSEA) indicates the overall model fit where a value of 0 indicates a
perfect fit and a higher values indicates a worse fit.

Baseline TC was significantly inversely associated with later serum 25(OH)D
(B=-0.053 per SD, SE=0.023, p=0.019) (Figure 5.2.1). Model 4, including
both cross-lagged associations, also improved the model fit of the basic model
however it did not improve the model fit of model 3. Additional adjustment
for physical activity levels did not alter these results (data not shown).
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Figure 5.2.1. Best fitted model (model3) + effect estimates (TC).

Stnd
25(0OH)D (1) B=0.600 SE | 25(OH)D (3)
Age /
Sex Stnd p=-0.053
Smoking SE =0.023
BMI
DHD index
TC (1) | TC@®3)
Stnd g
p=0.745
SE =0.015

5.2.3.4. Bidirectional analysis of 25(OH)D and HDL cholesterol levels

For 25(OH)D and HDL-C levels, both the second and the third cross-lagged
models improved the model fit of the first basic model (Table 5.2.3). The best
model fit was achieved with model 4, which included both the associations
from HDL-C to 25(OH)D and from 25(OH)D to HDL-C.

Table 5.2.3. Model Fit of Different Cross-lagged Models With HDL-C.

Model 2: Model 3:
I;/Itzlli:llltly 25(OH)D to HDL-C to Bilc\i/:::::i:r;al
HDL-C 25(OH)D
CFI 0.894 0.898 0.896 0.900
RMSEA 0.091 0.093 0.094 0.097
X2 (df) 128.324 (12) 122.978 (11) 125.420 (11) 119.817 (10)
A X2 (df) - 5.340 (1) 2.904 (1) 8.507 (2)
p value A X - 0.0208 0.088 0.014

Model 1 (stability) includes the association between 25(OH)D levels at visit 1 and visit 2 as well as the
association between HDL-C at visit 1 and visit 2; Model 2 (25(OHD) to HDL-C) includes the
association between 25(OH)D at visit 1 and HDL-C at visit 2 after adjustment for model 1; Model 3
(HDL-C to 25(OH)D) includes the association between HDL-C at visit 1 and 25(OH)D at visit 2 after
adjustment for model 1. Model 4 (bidirectional) reflects all the associations mutually adjusted for
model 1, 2, and 3. The comparative fit index (CFI) indicates improvement in fit of the model relative to
the baseline model (model 1) where a value of 1 indicates perfect fit and lower values indicates a worse
fit. The root mean squared error of approximation (RMSEA) indicates the overall model fit where a
value of 0 indicates a perfect fit and a higher values indicates a worse fit.
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However, none of the inverse associations between 25(OH)D and HDL-C
were statistically significant (f=-0.033 per SD, SE=0.024, p=0.162 for the
association from HDL-C to 25(OH)D; and B=-0.031 per SD, SE=0.016,
p=0.054 for the association from 25(OH)D to HDL-C) (Figure 5.2.2).

Figure 5.2.2. Best fitted model (model4) + effect estimates (HDL-C).

Stnd p=0.600
25(0H)D (1) SE=0.024 | 25(0H)D (3)
Stnd $=-0.033
SE = 0.024
Age
Sex
Smoking
BMI Stnd p=-0.031
SE=0.016
Stnd
HDL-C (1) p=0.750 | HDL-C (3)

Additional adjustment for physical activity levels did not alter the results from
the pathway analyses (data not shown).

5.2.4. Discussion

According to our knowledge this is the first study to examine the
directionality of the association between 25(OH)D and serum lipids. Using a
cross-lagged modeling approach on repeated measurements of 25(OH)D and
cholesterol levels, we observed that the direction of the inverse association
between total cholesterol and 25(OH)D levels is likely to follow the direction
from cholesterol to 25(OH)D, therefore cholesterol levels might actively
contribute in the determination of future Vitamin D levels. In contrast, we
found both- 25(OH)D to be associated with lower HDL as well as HDL itself
to be associated with lower vitamin D suggesting that the relation might be
bidirectional.

111



Vitamin D and Cardio-metabolic Health in the Elderly

5.2.4.1. Other studies

The results of our study are in line with findings by Ooi et al., who performed
a bidirectional Mendelian randomization study on the relation between
25(OH)D and blood lipids(242). This study found that genetically elevated
total cholesterol was associated with low 25(OH)D levels, but that genetically
elevated vitamin D levels were not related to lipids, suggesting a causal effect
of cholesterol on decreased 25(OH)D, but not vice versa. The results from our
path analysis of 25(OH)D and total cholesterol point in the same direction.
Furthermore, also in line with our results, Ooi and colleagues unexpectedly
found an inverse association between HDL cholesterol levels and 25(OH)D
levels, which was bidirectional: genetically elevated HDL-C was associated
with lower 25(OH)D and genetically higher 25(OH)D was associated with
lower HDL-C.

To date several studies have been published on vitamin D and its potential
effect on blood lipids. They are summarized in two recent reviews by Jorde et
al. (238) and Zittermann et al. (255). Briefly, cross-sectional analyses within
observational studies report an inverse association between serum 25(OH)D
and serum total cholesterol and a positive association between serum
25(OH)D and serum HDL cholesterol. Randomized control trials (RCTs)
report contradictory results and therefore cannot confirm the reports coming
from observational studies. A meta-analysis published in 2012 on effects of
vitamin D supplementation on serum lipids found no beneficial effect (256).
However, most of the vitamin D RCTs were heterogeneous; for example they
used a wide range of vitamin D dosages, they combined vitamin D with other
nutrients in one supplement, or they were performed in different patient
groups. Furthermore, many of the RCTs were not specifically designed to
answer this question (238, 255) and therefore could not shed additional light
on the direction of the association between 25(OH)D and blood lipids.

5.2.4.2. Potential mechanisms

The effects of vitamin D on serum lipids might not be that straight forward
since vitamin D metabolism and lipids metabolism are connected in through
multiple pathways. Firstly, we found that TC is associated with lower
25(OH)D but not the other way around. From genome-wide association
studies it is known that some genetic variants share activities related to
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cholesterol metabolism but also in vitamin D transport, such as DHDR?7,
CYP24A1, CYP2RI1, which implies common pathways (257). For example,
25(OH)D and cholesterol have the same precursors: 7-dehydrocholesterol
(7DHC). 7DHC is being transformed into pre-vitamin D under the effects of
UVB radiation but 7DHC 1is also a substrate for the enzyme 7-
dehydrocholesterol reductase (DHCR7) which catalyzes the production of
cholesterol. Although the regulation of 7DHC has not been completely
understood, it has been shown that for example statin treatment decreases
cholesterol but surprisingly increases 25(OH)D (255) whereas several
intervention studies did not show an effect of single vitamin D
supplementation on lipid levels(248-250). This may confirm the hypothesis
that change in cholesterol levels may be related to a change in 25(OH)D but
not the other way around.

Secondly, vitamin D and HDL-C are related as well. For example, a recent
study by Schuch et al. found an interaction between vitamin D receptor
polymorphisms and HDL-C (258). A study by Shirts et al., investigating
vitamin D dependent effects of APOAS polymorphisms on HDL-C, found
APOA promoter polymorphism (which is modified by VDR) to be associated
with lower HDL-C (259). Conversely, the Mendelian randomization study
mentioned earlier found an inverse bidirectional association between HDL-C
and 250HD levels (242). Based on research of statin use and its effect on
25(0OH)D levels(260, 261) Ooi and colleagues speculate that up-regulation in
cholesterol biosynthesis leads to down-regulation of 25(OH)D synthesis.
Subsequently, the unexpected association between 25(OH)D and HDL
cholesterol according to their hypothesis may be related to already established
inverse association between HDL cholesterol and total cholesterol(242).
However, since for example Schwartz and colleagues found that even
supplementing with vitamin D can lower total cholesterol levels it seems that
a more complex mechanisms might be involved in the association between
25(0OH)D and serum lipids(262).

All the potential mechanisms mentioned above illustrate that the association
between 25(OH)D and blood lipids is not that straight forward and the
specific mechanisms need further study and clarification.
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5.2.4.3. Strengths and limitations

The main strengths of our study include its longitudinal design with
measurements of both serum 25(OH)D and serum cholesterol at different time
points. Furthermore, an important strength is that we used these repeated
measurements in a cross-lagged modeling approach to assess the direction of
the associations. To our knowledge, our study is one of the first studies with
longitudinal data on both 25(OH)D and cholesterol levels, and the first to use
cross-lagged modeling to assess bi-directionality between serum 25(OH)D
and serum lipids.

There were some differences in our assessment procedures during the first and
second biomarker measurement (fasting vs. non-fasting and assay methods). It
has been shown that lipid levels may be subject to changes in fasting status
(263). However, it is unlikely that these different procedures affect the
relations under study (264). In addition, 25(OH)D levels are not dependent on
short-term fasting status since 25(OH)D levels has a half-life of 10-40 days
(265). We used different assay methods for the two measurements of
25(OH)D (IDS RIA vs. Roche Elecsys). Nevertheless the within-batch and
between-batch CVs are fairly similar and both have a specificity of 100% to
detect 25(OH)D. Detection limits are slightly different between the essays: 3-
300 nmol/L for ISD RIA and 10-250 nmol/L for Roche Elecsys. Nonetheless,
it has been shown previously that 25(OH)D results from Roche Elecsys are in
good overall agreement with those measured with RIA (difference only 0.7
nmol/L on a group level) (266). Since we also adjusted the pathway analyses
for the correlation between 25(OH)D between the two visits, it is unlikely that
the different assay methods have majorly influenced our results.

Our models fit indicated a RMSEA >0.08 whereas the CFI were all lower or
around 0.90 indicating reasonable fit. This may be explained by the different
approximations that these measures reflect (267). RMSEA is a measure of
approximation and may be subject to sampling error since it takes sample size
into account whereas the CFI represents the difference of the model relative to
the baseline/simplified model. In addition, it has been discussed that the
RMSEA tend to over reject good population models if compared to the CFI
when sample sizes are small (268), which may have been the case in our
study.
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A limitation of our study is that we had no information on triglyceride levels
to discuss the complete lipid profile. Furthermore, serum 25(OH)D
concentrations were available only in a subgroup of the cohort, which reduced
the power of our analyses. It can be expected that directionality of results does
not differ between the group included in to our study and the total study
population(269).

5.2.4.4. Conclusion

Using cross-lagged modeling of repeated measurements, our results suggest
that total cholesterol levels may be associated with decreased vitamin D levels
but not the other way around, whereas the inverse association between HDL
cholesterol and vitamin D levels may be bidirectional.

These results imply that the direction of the relation between vitamin D and
lipid metabolism may not be that straightforward and may depend on the type
of lipids. Further studies to clarify the complex interplay between serum lipids
and 25(OH)D pathways are warranted.

115






Chapter 6
General Discussion







Vitamin D and Cardio-metabolic Health in the Elderly

6.1. Summary of results and main conclusions

6.1.1. Vitamin D and mortality- systematic review and meta-analysis

As mentioned earlier in the introduction, the discovery of extra-skeletal
effects of vitamin D has attracted a lot of attention in research in the past
decades but also in public health policy makers. Based on the hypothesis of
extra-skeletal effects of vitamin D but also having in mind sometimes
opposite results reported on this topic, we systematically studied if there is an
effect of vitamin D on risk of death (chapter 2). For this purpose we
performed a systematic review and meta-analysis of reports from
observational cohort studies and also from intervention studies. To study the
sole effect of vitamin D we only included intervention studies using vitamin
D supplementation only. With this inclusion criterion we wanted to elucidate
further the effect of vitamin D supplementation, since up to date many
intervention studies have been performed but quite large portion of them used
combined supplementation, usually vitamin D in combination with calcium,
which subsequently prevented interpretation of the results in the light of
vitamin D effects only (246).

With the results of our analysis confirmed that with higher concentrations of
25-hydroxyvitamin D was associated with a decreased risk of all-cause
mortality. Further, we found that supplementation with vitamin D3 but not D2
decreased the risk of death.

6.1.2. Metabolic syndrome

Incidence of cardiovascular diseases and diabetes mellitus type 2 has
increased markedly worldwide in the last decades (270). The association of
vitamin D with these conditions has been well established in epidemiological
studies (chapter 3.1). With our research presented in this chapter, we studied
the association of vitamin D with metabolic syndrome. Metabolic syndrome is
a risk-factor for diabetes mellitus type 2 and cardiovascular disease. It is
already known that the prevalence of these diseases and vitamin D deficiency
is especially present in the elderly, which is why we decided to test this
association in the sample of this population.

In our analyses we found that higher 25-hydroxyvitamin D concentrations
were associated with a lower prevalence of metabolic syndrome. Participants
with adequate vitamin D status had a 39 percent lower odds of having

metabolic syndrome compared to those with vitamin D deficiency. Further we
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found higher 25(OH)D concentrations in the elderly to be associated with
higher HDL cholesterol and lower triglycerides levels, waist circumference
and serum glucose levels.

According to a recent review, findings from epidemiological and intervention
studies so far are not consistent to conclude that there is an effect of vitamin D
on metabolic syndrome and its components(271). These inconsistencies
mainly originate from different quality of the studies reviewed such as
adjustment for confounders in observational studies. On the other hand,
intervention studies may not be able to assess the true effect of vitamin D
because of low supplementation dosage or because of short duration of
supplementation.

6.1.3. Body composition

Obesity correlates with increased waist circumference, as one of the
components of the metabolic syndrome. Several studies have shown an
association between vitamin D levels and obesity (chapter 3.2). We extended
the current body of evidence by additionally analyzing vitamin D and its
association with body fat distribution. While obesity is a well-known risk
factor for cardiovascular disease as well as for diabetes mellitus type 2, the
role of vitamin D in the development of abdominal obesity is still unclear.
Some observational studies found significant associations of vitamin D and
certain body composition measures (138, 139) however, the direction of this
association remains under investigation. The question of causality and the
effect direction has been further analyzed in the recent Mendelian
randomization study using genetic variants related to both BMI and vitamin
D, which has found that higher body mass index causes lower levels of
vitamin D(132). Our research mirrors these findings well since we have found
significant negative association between vitamin D and fat mass percentage.
As opposed to most of the empirical findings so far, we confirmed this
association is also present in the elderly population. Additionally, we found
the association of vitamin D and differential fat distribution to be mainly
explained by body mass index.

6.1.4. Atrial fibrillation
Another condition that is likely to occur more frequently in the elderly is atrial

fibrillation (chapter 4.1). It is also one of the most common chronic
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arrhythmias related to morbidity and mortality (157), and therefore its impact
on public health is large. While its etiology and underlying pathways of this
disease are not completely known yet, there is evidence suggesting vitamin D
may play a significant role in atrial fibrillation at a cellular level. It has been
suggested that this mechanism mainly goes through the proposed role of
vitamin D in regulation of renin angiotensin aldosterone system (RAAS)
activity which might be related to incidence of atrial fibrillation (189-191).
We tested the association between vitamin D and the incidence of atrial
fibrillation and we did not confirm the hypothesis that vitamin D status was
associated with the incidence of atrial fibrillation. Therefore, based on the
evidence of this thesis we conclude vitamin D may not have a role in atrial
fibrillation in the elderly.

Up to date only two cohort studies investigated the possible association
between vitamin D status and incidence of atrial fibrillation- one of them
reported statistically non-significant results, very similar to ours(174). The
other study found a significant inverse association between vitamin D
deficiency and the risk of atrial fibrillation; however these results were
obtained using univariate analysis(173). Further, two cross-sectional studies
found an inverse association between vitamin D status and atrial fibrillation
while a case analysis study did not find any association(272, 273).

Since the existing research on this association between vitamin D and atrial
fibrillation is scarce, we can draw limited conclusions on the consistency of
our findings with other literature on this topic.

6.1.5. Serum magnesium- vitamin D interaction

The association between vitamin D and diabetes mellitus type 2 has been well
studied in the literature (chapter 5.1). However, some studies show
inconsistent results(217). We hypothesized that these inconsistencies may be
due to the potential role that magnesium may have in the vitamin D
metabolism and subsequently the possible effect magnesium might have on
the association between vitamin D and diabetes mellitus type 2. Our research
has addressed this possibility as one of the first ones in the research literature.
As to our knowledge only two more studies investigated this possible
interaction but focusing on mortality as an outcome(224, 225). Further, both
of the studies used dietary magnesium data while we are the first to use serum
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magnesium levels in our analysis which depict the true magnesium status
more precisely.

We have found that the association between vitamin D and type 2 diabetes
mellitus might be modified by the magnesium status. In particular, the reverse
association between serum 25-hydroxyvitamin D and incidence of type 2
diabetes mellitus was found to be present only in the case of the participants
with adequate magnesium levels.  Further studies to elucidate the
physiological interaction of serum magnesium and vitamin D are warranted.

6.1.6. Bidirectional associations between vitamin D and serum lipids
Dyslipidemia is also a well-known risk-factor for cardiovascular disease. The
association between vitamin D and dyslipidemia is hypothesized to be inverse
but the direction of the effect has not been firmly established (chapter 5.1).
We used a unique approach by examining the directionality of the association
by employing cross-legged modeling approach as well as longitudinal data.
Using the novel cross-legged modeling approach on repeated measurements
of vitamin D and cholesterol levels we have found that total cholesterol levels
might lead to lower vitamin D levels, but not the other way around. Also, we
found an inverse association between HDL cholesterol and vitamin D which
might be bidirectional. This finding is consistent with the finding reported by
Ooi et al. from 2014 who found genetically elevated total cholesterol to be
associated with low vitamin D using a Mendelian randomization approach for
this analysis(242). This study also found a bidirectional inverse association
between genetically elevated HDL cholesterol and low vitamin D. Based on
the evidence collected so far we conclude that the relationship between
vitamin D and lipid metabolism is not straightforward and may be
bidirectional for specific lipids but warrants further investigation.

6.2. Methodological considerations

6.2.1. Residual confounding

In observational studies there remains a possibility of residual
confounding(274). Our work presented in this thesis uses mainly an
observational design. Even though we used vitamin D status measured as
serum 25-hydroxivitamin D which captures deficiency more precisely than it
could be done with dietary data, the relations between this variable and

outcomes studied in this thesis are still influenced by a number of lifestyle and
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socio-demographic factors. For example time spent on physical activity might
influence the vitamin D status, as suggested in a study by Wanner et al.,
published in 2015(275). In The Rotterdam Study we have many of such
factors collected, also at different time points, and we have taken into account
many of them in our analyses. However, there is also a possibility that some
of these factors have not been measured precisely, which is especially the case
with data derived from interviews and questionnaires. As a result these
imprecisions might contribute further to residual confounding. Further, the
interplay between lifestyle and socio-demographics and vitamin D status is
still under investigation and thus we cannot state with total certainty that we
have managed to take all relevant factors into consideration. Hence, residual
confounding may have influenced the observed associations in this thesis.

6.2.2. Reverse causality

Reverse causality is another factor that needs to be taken into account when
interpreting the results from observational studies(274). Reverse causality
occurs when the outcome of the analysis is related to the exposure being
studied. This is especially important when interpreting results from cross-
sectional observational studies because there we cannot follow certain
characteristics and their changes over time. Our analysis on vitamin D status
and metabolic syndrome can serve as an example: for this analysis we used
vitamin D status assessed at the same time point as the components of
metabolic syndrome, making it more complicated to determine if ill health,
thus metabolic syndrome, caused low levels of vitamin D or the other way
around (chapter 3.1).

6.2.3. Information bias

One other important factor that might have affected our analyses is
information bias(274). This type of bias might cause misclassification of the
outcome or of the exposure. The exposure in all of our analyses is serum 25-
hydroxyvitamin D (25(OH)D). Even though serum levels might be considered
more precise than dietary data when it comes to assessment of vitamin D
status, a possibility of misclassification remains. For example, the season
when the blood was drawn might cause a person to be misclassified with
regard to vitamin D status. This can easily happen if we compare vitamin D

levels which were obtained during winter or early spring when the 25(OH)D
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concentrations are at their lowest to 25(OH)D concentrations measured at the
end of the summer when they peak. We adjusted the analyses for season to
overcome this potential misclassification to certain extent.

Also, although 25(OH)D levels is a reliable biomarker for vitamin D status,
variability in assay's for vitamin D assessment exist. At the time of data
collected we used radioimmunoassays (IDS-RIA) and
electrocemiluminescence  immunoassays  (EIA) but not  liquid
chromatography-tandem mass spectrometry (LC-MS/MS). Although
25(0OH)D assessment from IDS-RIA and EIA are comparable, they differ
from assessment by LC-MS/MS (276). As a result 25(OH)D may be over- or
underestimated using IDS-RIA or EIA. Nonetheless, it may be likely that the
accuracy of these essays may not be related to the health outcomes of our
study and therefore not affect the direction of our observed associations.
Further, when it comes to certain health outcomes such as for example atrial
fibrillation, the possibility of misclassification is present since atrial
fibrillation might occur silently without recognizable symptoms (chapter 4.1).
In this case the patient with atrial fibrillation would be categorized as not
having an event- thus dilution of the effect might occur. Another example
where misclassification might have occurred is the use of lipid-lowering
medication in analysis of serum lipid levels (chapter 3.1). Even though we
have excluded participants using lipid-lowering medication from this analysis
if there was a case when the use of lipid-lowering medication was not
documented properly the patient might have been classified as having
normolipaemia which would also lead to dilution of the effect under
investigation. Finally, some confounders that we used in our analyses might
have been misclassified, for example history of diseases such as stroke or
myocardial infarction. Although seldom, it might be the case that these
conditions, if not severe, remain undetected. The main reason why we take
into account prevalent diseases of the participants is to avoid potential reverse
causality or recall bias in which subjects with prevalent disease may change
their lifestyle which in turn might influence the association between vitamin
D and the health outcome studied.. Dietary data collected based on food
frequency questionnaires in subgroup of obese subjects might serve as good
example of differential misclassification. It is possible that subjects with
overweight or obesity might underreport their true daily food intake which in
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turn might lead to underestimation or overestimation of the association
studied.

6.2.4. Missing data and attrition bias

Another important issue that is often present in observational epidemiological
studies is the issue of missing data(274, 277). There might be several reasons
for occurrence of missing data. Firstly, missing data might occur as a result of
a random mistake- for example the interviewer makes a mistake during the
data entry or a laboratory technician makes a mistake while analyzing certain
blood sample. Secondly, the missing data might occur in a specific case of
non-response, for example, when subjects from certain socio-economic class
refuse to answer the question about their income or for example in the case
when obese people refuse to answer a question regarding their eating habits.
Further on, missing data might occur due to loss-to-follow-up, which in the
case of Rotterdam Study means that the subjects did not return to the research
center for the subsequent examinations rounds. Loss-to-follow-up is also
known as an attrition bias.

In order to deal with the issue of missing data we used multiple imputation
procedure which reduced the potential bias associated with missing data
related to participant characteristics(277).

Also, it may be argued whether our results may be influenced by selection or
attrition bias. Nonetheless, according to recent study by Lacey et al. (2013),
attrition in cohort studies does not necessarily indicate presence of bias(278).
They found there was very little evidence for differential associations between
those with or without follow-up(278).

6.3. Public health implications

In last couple of years vitamin D deficiency has been reported word wide,
affecting both genders and all age categories. Based on the research
conducted so far it seems that optimal vitamin D status might have beneficial
effects on certain aspects of human health, even though the final conclusions
regarding causality on cardio-metabolic outcomes cannot bemade yet. Since
repletion of vitamin D status by supplementation or just mere sun exposure is
quite inexpensive it might be considered as cost-effective public health
measure in prevention of certain conditions and improving some aspects of

overall human health.
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Before discussing the potential implications of adequate vitamin D status it is
important to acknowledge the controversy behind the assessment of adequate
vitamin D status and recommended daily allowance (RDA) of vitamin D
intake. In 2011 the Institute of Medicine (IoM) published a report declaring
600IU daily intake of vitamin D to be enough to meet the requirements of
97.5% of the population regarding bone health. This recommendation caused
many vitamin D experts to object(11). Very soon after The Endocrine Society
published a clinical practice guideline for evaluation, treatment and
prevention of vitamin D deficiency where they recommended a much higher
RDA for vitamin D; for example while the IoM RDA for the elderly (over 70
years) was 800IU of vitamin D the Endocrine Society recommended daily
requirement from 1500IU to 20001U(4). Further, the IoM report concluded
the recommended 600IU to be enough to raise serum concentrations of 25-
hydroxyvitamin D above 50nmol/l which they defined as adequate for
ensuring bone health. Although cautiously, the Endocrine Society panel
suggested that this concentration of serum 25-hydroxyvitamin D might not be
enough to ensure optimal health. They suggested the concentrations of
75nmol/l and higher to be adequate. Since then, the debate on this topic had
been ongoing but providing no definite answers. Finally, last year a report by
Veugelers and Ekwaru shed some light on this issue(279). They found the
calculations behind the IoM recommendations to be incorrect. According to
calculations of Veugelers and Ekwaru using the IoM data they found the
recommended 600IU of vitamin D intake to be sufficient to raise the 25-
hydroxyvitamin D concentrations only up to 26.8nmol/l instead of 50nmol/l
as suggested by IoM. Moreover, they calculated that 8895IU per day of
vitamin D to be needed to raise serum 25-hydroxyvitamin D concentrations
above 50nmol/l in 97.5% of the population. Of note is that this dosage is
much higher than 4000IU which are defined as tolerable upper intake for
vitamin D according to IoM. Recently, another confirmation of calculations of
Veugelers and Ekwaru was published. Earlier this year Heaney and
colleagues also confirmed the findings of these investigators (280). As a result
RDAs for vitamin D and also cutoff levels for adequate vitamin D status are
being analyzed by many investigators from the vitamin D field. Until final
consensus is reached, it is important to note that the relation between vitamin
D and health outcomes may be highly dependent on the dosage of vitamin D

supplementation as well as how optimal levels of vitamin D are defined.
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6.3.1. Screening for vitamin D deficiency

Many general practitioners have started testing for vitamin D deficiency on
regular basis. The potential of having such a straightforward, cost-effective
and easy to implement measure which would help prevent many diseases and
contribute to increase in life expectancy together with the increase in overall
quality of life raised enthusiasm among many.

However, according to a joint statement by a group of leading scientists
researching on vitamin D, screening for vitamin D deficiency is not
recommended for the general population but only for the specific groups at
high risk of vitamin D deficiency, such as the elderly or pregnant women(4).
In the future, if causality is proven for other specific health outcomes
including cardiometabolic diseases, screening for vitamin D deficiency in the
general population could be a powerful tool in the prevention of different
highly prevalent diseases since the costs of these measurements may be
outweighed by the benefits of replete vitamin D status(281, 282).

6.3.2. Potential strategies to improve vitamin D status

Food fortification might serve as one of the tools in fighting the global
challenge of vitamin D deficiency. Countries like the United States already
fortify some of the basic food items like milk, margarine, orange juice or
breakfast cereals. In Europe this is still not a common practice even though it
is possible to buy for example margarine fortified with vitamin D(4).

Perhaps the most straightforward way to tackle the issue of vitamin D
deficiency is vitamin D supplementation. Even though according to the
Endocrine Society guidelines the tolerable upper intake level of vitamin D for
adults considered to be safe is up to 10,000IU per day, some issues regarding
this strategy still need to be clarified. As mentioned before, there is still no
universal agreement on the right dosage of vitamin D needed for achieving
the adequate vitamin D status and which concentrations of 25-hydroxyvitamin
D represent the adequate vitamin D status. Also, it seems that vitamin D3
supplementation should be encouraged at the expense of supplementation
with vitamin D2(9). Finally, the most natural way of improving ones vitamin
D status is exposure to sunlight. To avoid the excessive sun exposure leading
to sun burns and possibly to subsequent skin cancer it is important to educate
the public on exposing safely to sunlight. For example, according to the recent

recommendation by Vitamin D society of Canada short but frequent bouts of
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sun exposure is the best way to make enough vitamin D. However, sometimes
it is not wise to use general recommendations for all, since the duration of
safe sun exposure also depends on skin pigmentation, geographical latitude,
and time of the day. The education of public could be conducted via health
promotion programs promoting activity outside which could offer an
approach to eliminating vitamin D deficiency based on advice regarding safe
sun exposure, adequate diet and supplement use.

6.4. Future perspectives

Large part of the literature published on vitamin D and its effects on human
health still comes from observational studies. Observational studies might
reveal associations between vitamin D status and different diseases however
they can never be used to imply causality of these associations. To prove
causality studies by randomized control trials (RCTs) are needed. Even
though some RCTs have already been conducted most of them did not
supplement vitamin D in dosages sufficient to adequately raise serum
concentrations of 25-hydroxyvitamin D or were of very short duration- not
sufficient to see the potential effects of the vitamin D supplementation. Now,
the public but also vitamin D research society awaits the results from an
ongoing vitamin D supplementation trial such as the VITAL study(283),
which should shed some additional light on true effects of vitamin D on
numerous aspects of human health. Briefly, VITAL is an ongoing study in
25,875 men and women in the United States. It investigates whether
taking daily dietary supplements of vitamin D3 or omega-3 fatty acids reduces
the risk for developing different diseases. The first results are expected to be
published in 2017.

In conclusion, vitamin D seems to be a promising factor in prevention of
premature death and probably of many prevalent diseases nowadays.
However, the latter can be confirmed only after properly designed high
quality supplementation trials publish their results.
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Summary

Chapter 1 of this thesis introduces the reader to the background of the main
topic — vitamin D, its metabolism and physiological effects. Since its
discovery vitamin D has been recognized as an important factor in calcium
homeostasis and bone metabolism. Recently, there has been extensive
research performed on possible extra-skeletal effects of vitamin D. Nowadays
vitamin D deficiency has been linked to a higher risk of many prevalent
diseases such as cardio-vascular disease or type 2 diabetes mellitus. Based on
this new research it is considered that improving vitamin D status may be a
cost-effective tool to improve public health. The main objective of this thesis
was to investigate the association of vitamin D and cardio-metabolic health.
Chapter 2 presents a systematic review and meta-analysis of observational
studies and randomised controlled trials (RCTs) on vitamin D and the risk of
mortality. The objective was to evaluate the extent to which circulating
biomarker and supplements of vitamin D are associated with mortality under
various circumstances. With this meta-analysis we found that the evidence
from observational studies shows inverse associations of circulating 25-
hydroxyvitamin D with risks of vascular, cancer and nonvascular-noncancer
deaths. Further we found that supplementation with vitamin D; reduces
overall mortality among older adults significantly; however, further
investigations are required to establish the optimal dose and duration, and
whether vitamin D; affects mortality risk differently than vitamin D,.

In chapter 3 we investigated the associations between vitamin D and
metabolic outcomes. More specifically, in chapter 3.1 we focused on possible
association between vitamin D status and prevalence of metabolic syndrome
in the elderly since the findings on this topic in the elderly are inconsistent.
The aim was to evaluate the association between vitamin D status and the
metabolic syndrome in the elderly, as well as between vitamin D status and
the components of metabolic syndrome (i.e. serum glucose, triglycerides
(TG), HDL cholesterol (HDL-C), waist circumference (WC), and blood
pressure (BP)). We found higher 25-hydroxyvitamin D concentrations in the
elderly to be associated with a lower prevalence of metabolic syndrome and,
in particular, with more beneficial HDL-C, TG, WC and serum glucose.
Further in this chapter (3.2) we examined the association between vitamin D
and body composition in the elderly. We found lower serum 25-

hydroxyvitamin D concentrations to be associated with a higher fat mass
131



Vitamin D and Cardio-metabolic Health in the Elderly

percentage. We also demonstrated that the association between serum 25-
hydroxyvitamin D and differential fat distribution in the elderly was mainly
explained by BMI, which deserves further study.

The focus of chapter 4 was on the association of vitamin D and cardio-
vascular health. Here we investigated the possible association between
vitamin D status and the incidence of atrial fibrillation in the elderly. We
found vitamin D status not to be associated with atrial fibrillation in any of the
3 multivariate models tested and concluded that this prospective cohort study
did not support the hypothesis that vitamin D status is associated with atrial
fibrillation.

Chapter 5 introduces new ideas in the vitamin D research. Firstly, we have
investigated the possible interaction between serum magnesium levels and
vitamin D in relation to incidence of type 2 diabetes mellitus (5.1). We found
that the association between 25-hydroxyvitamin D and type 2 diabetes
mellitus may depend on adequate serum magnesium levels. These results
imply that it may be important in clinical practice to assess serum 25-
hydroxyvitamin D and magnesium levels simultaneously to identify people at
risk of type 2 diabetes mellitus. In the second part of chapter 5 (5.2), we
explored the association between vitamin D and serum lipids. Higher levels of
vitamin D have been associated with lower rates of cardiovascular disease
perhaps through improved lipid profiles. However, results reported were
inconsistent and the direction of the association between vitamin D and lipid
levels remained unknown. For that reason the aim of this chapter was to
assess the potential bidirectional associations between 25-hydroxyvitamin D
and blood lipids using path analyses in cross-lagged models a novel approach
in analyzing this kind of data. Our results from path analyses on repeatedly
measured 25-hydroxyvitamin D and lipid levels suggest that total cholesterol
might be related with a decrease in 25-hydroxyvitamin D concentrations, but
not the other way around, whereas the observed inverse association between
HDL cholesterol and 25-hydroxyvitamin D may be bidirectional.

Chapter 6 discusses the main findings of this thesis as well as methodological
issues arising from the design of our study, public health implications of our
findings and future directions in vitamin D research. Repletion of vitamin D
status might be considered as a cost-effective public health measure in
prevention of certain conditions and improving some aspects of overall

human health. However, to prove the causality of the association of vitamin D
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and different diseases with the certainty, properly designed randomized
controlled trials are needed.

Samenvatting

Hoofdstuk 1 is beschrijft de algemene introductie van vitamine D, en het
metabolisme en fysiologische effecten. Vanaf de ontdekking van vitamine D
werd deze vitamine gezien als een belangrijke factor in de stofwisseling van
calcium en de aanmaak van bot. Recent is er uitgebreid onderzoek verricht
naar mogelijke effecten van vitamine D buitende effecten op botgezondheid.
Vandaag de dag laten steeds meer studies zien dat vitamine D deficiéntie ook
gerelateerd aan een hoger risico op veelvoorkomende aandoeningen zoals
cardiovasculaire ziekten en type 2 diabetes mellitus. Gebaseerd op deze
bevindingen, wordt verondersteld dat het verbeteren van de vitamine D status
van de bevolking wellicht een kosten-effectieve methode is om de
volksgezondheid te verbeteren. Het primaire doel van dit proefschrift was om
de relatie te onderzoeken tussen vitamine D en cardiometabole gezondheid.
Hoofdstuk 2 beschrijft een systematisch literatuurreview met een meta-
analyse van observationele onderzoeken en gerandomiseerde interventie
studies die de relatie bestudeerden van vitamine D en het risico op
vroegtijdige sterfte. Het doel van deze review was om te onderzoeken in
welke mate vitamine D bloedwaardes of vitamine D supplementen gerelateerd
waren aan hetrisico op sterfte . De meta-analyse liet zien dat er in
observationele onderzoeken een relatie is tussen lagere bloedwaarden van
vitamine D en een hoger risico op sterfte aan hart-en-vaatziekten, sterfte aan
aan kanker, en sterfte door andere oorzaken. Ook werd gevonden dat vitamine
D; supplementen het risico op vroegtijdige sterfte verlagen. Echter,
vervolgonderzoek moet uitwijzen wat de optimale dosis en duur van
supplementatie is, en of vitamine Ds; een ander effect heeft op
overlijdensrisico dan vitamine D,.

In hoofdstuk 3 is de relatie tussen vitamine D en metabole uitkomsten
bestudeerd. In het eerste gedeelte, hoofdstuk 3.1., lag de focus op mogelijke
associaties tussen vitamine D bloedwaarden en metabool syndroom bij
ouderen, aangezien bevindingen van eerder onderzoek bij ouderen
inconsistent waren. Het doel was daarom om bij ouderen te onderzoeken of er
een relatie was tussen vitamine D bloedwaarden en metabool syndroom, en de

individuele componenten van het metabool syndroom; bloedwaarden van
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glucose, triglycerides en HDL cholesterol, en buikomtrek en bloeddruk.
Mensen met hogere bloedwaarden van 25-hydroxyvitamine D hadden minder
vaak metabool syndroom, en hadden met name gunstigere waardes van HDL-
cholesterol, triglycerides en glucose en een lagere buikomvang.

In het tweede gedeelte van dit hoofdstuk, hoodstuk 3.2, lag de focus op de
relatie van vitamine D met lichaamssamenstelling van ouderen. Lagere
bloedwaardes van 25-hydroxyvitamine D waren gerelateerd aan een lager
vetpercentage. Daarnaast werd gezien dat de associatie tussen bloedwaardes
van 25-hydroxyvitamine D en vetverdeling van het lichaam voornamelijk
werd verklaard door BMI.

De focus van hoofdstuk 4 lag op de relatie tussen vitamine D en
cardiovasculaire gezondheid. Hierin werd onderzocht wat de relatie is tussen
bloedwaarden van vitamine D en de aanwezigheid van boezemfibrilleren bij
ouderen. Er werd geen relatie gevonden tussen vitamine D bloedwaarden en
boezemfibrilleren in de verschillende multivariate modellen die geanalyseerd
waren. Geconcludeerd kan worden dat er op basis van deze studie geen
bewijs is voor de hypothese dat vitamine D gerelateerd is aan
boezemfibrilleren.

Hoofdstuk 5 beschrijft nieuwe hypotheses in vitamine D onderzoek. In
hoofdstuk 5.1. is de mogelijke interactie van vitamine D en magnesium
bestudeerd, in relatie tot type 2 diabetes mellitus. Er werd gezien dat de relatie
tussen 25-hydroxyvitamine D bloedwaarden en type 2 diabetes mellitus
mogelijk afhangt van bloedwaarden van magnesium. Deze resultaten
impliceren dat het wellicht belangrijk is om in de klinieck zowel 25-
hydroxyvitamine D als magnesium waarden in het bloed te bepalen, om
mensen met een hoog risico op type 2 diabetes mellitus te identificeren.

In het tweede gedeelte van dit hoofdstuk, hoofdstuk 5.2, is de relatie tussen
vitamine D en cholesterol bloedwaarden onderzocht. De relatie tussen
vitamine D en risico op cardiovasculaire aandoeningen zou wellicht verklaard
kunnen worden door gunstigere cholesterol waarden. Eerder onderzoek was
echter niet consistent en de richting van de relatie tussen vitamine D en
cholesterol was niet bekend. Daarom was het doel van het onderzoek in dit
hoofdstuk om de mogelijke biderectionele relatie te analyseren tussen 25-
hydroxyvitamine D en cholesterol waarden, met behulp van analyses met
herhaaldelijk gemeten 25-hydroxyvitamine D en cholesterol waarden. De

resultaten van deze analyses suggereren dat hoger totaal cholesterol wellicht
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gerelateerd is aan een afname van 25-hydroxyvitamine D bloedwaardes, maar
niet andersom. Echter was de relatie tussen hoger HDL-cholesterol en lagere
25-hydroxyvitamine D mogelijk wel bidirectioneel.

Tot slot worden in hoofdstuk 6 de belangrijkste bevindingen van dit
proefschrift bediscussieerd, evenals de methodologische problemen bij dit
type onderzoek en de implicaties voor de maatschappelijke gezondheidszorg.
Ook worden aanwijzingen gegeven voor vervolgonderzoek naar vitamine D.
Het optimaliseren van vitamine D bloedwaardes is mogelijk een kosten-
effectieve methode voor de maatschappij om sommige chronische
aandoeningen te voorkémen en gezondheid te verbeteren. Echter is het
noodzakeljjk dat er meer interventie studies worden gedaan om de mogelijke
causale gezondheidseffecten van vitamine D aan te tonen.

135






Chapter 8
Appendices







Vitamin D and Cardio-metabolic Health in the Elderly

8.1. References

1. Deeb KK, Trump DL, Johnson CS. Vitamin D signalling pathways in
cancer: potential for anticancer therapeutics. Nat Rev Cancer. 2007
Sep;7(9):684-700.

2. Holick MF. Vitamin D status: measurement, interpretation, and
clinical application. Ann Epidemiol. 2009 Feb;19(2):73-8.
3. Holick MF. Resurrection of vitamin D deficiency and rickets. J Clin

Invest. 2006 Aug;116(8):2062-72.

4, Holick MF, Binkley NC, Bischoff-Ferrari HA, Gordon CM, Hanley
DA, Heaney RP, et al. Evaluation, treatment, and prevention of vitamin D
deficiency: an Endocrine Society clinical practice guideline. J Clin Endocrinol
Metab. 2011 Jul;96(7):1911-30.

5. Rajakumar K. Vitamin D, cod-liver oil, sunlight, and rickets: a
historical perspective. Pediatrics. 2003 Aug;112(2):e132-5.

6. Holick MF. Vitamin D deficiency. N Engl J Med. 2007 Jul
19;357(3):266-81.

7. Holick MF. Vitamin D: importance in the prevention of cancers, type
1 diabetes, heart disease, and osteoporosis. Am J Clin Nutr. 2004
Mar;79(3):362-71.

8. Christakos S, Dhawan P, Liu Y, Peng X, Porta A. New insights into
the mechanisms of vitamin D action. J Cell Biochem. 2003 Mar 1;88(4):695-
705.

9. Houghton LA, Vieth R. The case against ergocalciferol (vitamin D2)
as a vitamin supplement. Am J Clin Nutr. 2006 Oct;84(4):694-7.

10.  Medicine lo. Dietary reference intakes for calcium and vitamin D2011.
11.  Heaney RP, Holick MF. Why the IOM recommendations for vitamin
D are deficient. J] Bone Miner Res. 2011 Mar;26(3):455-7.

12.  Ramagopalan SV, Heger A, Berlanga AJ, Maugeri NJ, Lincoln MR,
Burrell A, et al. A ChIP-seq defined genome-wide map of vitamin D receptor
binding: associations with disease and evolution. Genome Res. 2010
Oct;20(10):1352-60.

13.  Arnson Y, Amital H, Shoenfeld Y. Vitamin D and autoimmunity: new
aetiological and therapeutic considerations. Ann Rheum Dis. 2007
Sep;66(9):1137-42.

139



Vitamin D and Cardio-metabolic Health in the Elderly

14. Hofman A, Grobbee DE, de Jong PT, van den Ouweland FA.
Determinants of disease and disability in the elderly: the Rotterdam Elderly
Study. Eur J Epidemiol. 1991 Jul;7(4):403-22.
15. Hofman A, Darwish Murad S, van Duijn CM, Franco OH,
Goedegebure A, Ikram MA, et al. The Rotterdam Study: 2014 objectives and
design update. Eur J Epidemiol. 2013 Nov;28(11):889-926.
16.  Holick MF. Vitamin D: Physiology, dietary sources and requirements.
Encyclopedia of Human Nutrition (Second Edition): Oxford; 2005.
17.  Holick MF. Vitamin D deficiency. N Engl J Med. [Research Support,
N.LH., Extramural
Research Support, Non-U.S. Gov't
Review]. 2007 Jul 19;357(3):266-81.
18. Bischoff-Ferrari HA, Willett WC, Orav EJ, Lips P, Meunier PJ, Lyons
RA, et al. A pooled analysis of vitamin D dose requirements for fracture
prevention. N Engl J Med. [Meta-Analysis
Research Support, Non-U.S. Gov't]. 2012 Jul 5;367(1):40-9.
19. Bischoff-Ferrari HA, Dawson-Hughes B, Willett WC, Staehelin HB,
Bazemore MG, Zee RY, et al. Effect of Vitamin D on falls: a meta-analysis.
Jama. [Meta-Analysis
Research Support, Non-U.S. Gov't
Review]. 2004 Apr 28;291(16):1999-2006.
20. Winzenberg TM, Powell S, Shaw KA, Jones G. Vitamin D
supplementation for improving bone mineral density in children. Cochrane
Database Syst Rev. [Meta-Analysis
Review]. 2010(10):CD006944.
21. Munger KL, Levin LI, Hollis BW, Howard NS, Ascherio A. Serum
25-hydroxyvitamin D levels and risk of multiple sclerosis. Jama. [Research
Support, N.I.H., Extramural
Research Support, Non-U.S. Gov't]. 2006 Dec 20;296(23):2832-8.
22.  Amson Y, Amital H, Shoenfeld Y. Vitamin D and autoimmunity: new
aetiological and therapeutic considerations. Ann Rheum Dis. [Review]. 2007
Sep;66(9):1137-42.
23. Sabetta JR, DePetrillo P, Cipriani RJ, Smardin J, Burns LA, Landry
ML. Serum 25-hydroxyvitamin d and the incidence of acute viral respiratory
tract infections in healthy adults. PLoS One. [Research Support, Non-U.S.
Gov't]. 2010;5(6):e11088.

140



Vitamin D and Cardio-metabolic Health in the Elderly

24, Brondum-Jacobsen P, Benn M, Jensen GB, Nordestgaard BG. 25-
hydroxyvitamin d levels and risk of ischemic heart disease, myocardial
infarction, and early death: population-based study and meta-analyses of 18
and 17 studies. Arterioscler Thromb Vasc Biol. [Meta-Analysis

Research Support, Non-U.S. Gov't]. 2012 Nov;32(11):2794-802.

25. Khan H, Kunutsor S, Franco OH, Chowdhury R. Vitamin D, type 2
diabetes and other metabolic outcomes: a systematic review and meta-analysis
of prospective studies. Proc Nutr Soc. 2013 Feb;72(1):89-97.

26. Gandini S, Boniol M, Haukka J, Byrnes G, Cox B, Sneyd MJ, et al.
Meta-analysis of observational studies of serum 25-hydroxyvitamin D levels
and colorectal, breast and prostate cancer and colorectal adenoma. Int J
Cancer. [Comparative Study

Meta-Analysis

Research Support, Non-U.S. Gov't]. 2011 Mar 15;128(6):1414-24.

27.  Flores M. A role of vitamin D in low-intensity chronic inflammation
and insulin resistance in type 2 diabetes mellitus? Nutr Res Rev. 2005
Dec;18(2):175-82.

28. Liu PT, Stenger S, Li H, Wenzel L, Tan BH, Krutzik SR, et al. Toll-
like receptor triggering of a vitamin D-mediated human antimicrobial
response. Science. [Research Support, N.I.H., Extramural

Research Support, Non-U.S. Gov't

Research Support, U.S. Gov't, Non-P.H.S.]. 2006 Mar 24;311(5768):1770-3.
29. Mahon BD, Gordon SA, Cruz J, Cosman F, Cantorna MT. Cytokine
profile in patients with multiple sclerosis following vitamin D
supplementation. J Neuroimmunol. [Clinical Trial

Randomized Controlled Trial

Research Support, Non-U.S. Gov't]. 2003 Jan;134(1-2):128-32.

30.  Melamed ML, Michos ED, Post W, Astor B. 25-hydroxyvitamin D
levels and the risk of mortality in the general population. Arch Intern Med.
2008 Aug 11;168(15):1629-37.

31. Zittermann A, Schleithoff SS, Frisch S, Gotting C, Kuhn J, Koertke H,
et al. Circulating calcitriol concentrations and total mortality. Clin Chem.
2009 Jun;55(6):1163-70.

32. Bjelakovic G, Gluud LL, Nikolova D, Whitfield K, Wetterslev J,
Simonetti RG, et al. Vitamin D supplementation for prevention of mortality in

adults. Cochrane Database Syst Rev. [Meta-Analysis
141



Vitamin D and Cardio-metabolic Health in the Elderly

Review]. 2011(7):CD007470.

33, Zittermann A, lodice S, Pilz S, Grant WB, Bagnardi V, Gandini S.
Vitamin D deficiency and mortality risk in the general population: a meta-
analysis of prospective cohort studies. Am J Clin Nutr. [Meta-Analysis
Research Support, Non-U.S. Gov't]. 2012 Jan;95(1):91-100.

34, Pilz S, lIodice S, Zittermann A, Grant WB, Gandini S. Vitamin D
status and mortality risk in CKD: a meta-analysis of prospective studies. Am J
Kidney Dis. [Meta-Analysis

Review]. 2011 Sep;58(3):374-82.

35.  Autier P, Gandini S. Vitamin D supplementation and total mortality: a
meta-analysis of randomized controlled trials. Arch Intern Med. [Meta-
Analysis

Review]. 2007 Sep 10;167(16):1730-7.

36. Bolland MJ, Grey A, Avenell A, Gamble GD, Reid IR. Calcium
supplements with or without vitamin D and risk of cardiovascular events:
reanalysis of the Women's Health Initiative limited access dataset and meta-
analysis. Bmj. [Meta-Analysis

Research Support, Non-U.S. Gov't

Review]. 2011;342:d2040.

37.  Moher D, Liberati A, Tetzlaff J, Altman DG. Preferred reporting items
for systematic reviews and meta-analyses: the PRISMA statement. PLoS
Med. [Guideline

Research Support, Non-U.S. Gov't]. 2009 Jul 21;6(7):e1000097.

38. Stroup DF, Berlin JA, Morton SC, Olkin I, Williamson GD, Rennie D,
et al. Meta-analysis of observational studies in epidemiology: a proposal for
reporting. Meta-analysis Of Observational Studies in Epidemiology
(MOOSE) group. Jama. [Consensus Development Conference

Research Support, U.S. Gov't, P.H.S.

Review]. 2000 Apr 19;283(15):2008-12.

39, Meyer F, Liu G, Douville P, Samson E, Xu W, Adjei A, et al. Dietary
vitamin D intake and serum 25-hydroxyvitamin D level in relation to disease
outcomes in head and neck cancer patients. Int J Cancer. [Randomized
Controlled Trial

Research Support, N.I.H., Extramural

Research Support, Non-U.S. Gov't]. 2011 Apr 1;128(7):1741-6.

142



Vitamin D and Cardio-metabolic Health in the Elderly

40. Mezawa H, Sugiura T, Watanabe M, Norizoe C, Takahashi D,
Shimojima A, et al. Serum vitamin D levels and survival of patients with
colorectal cancer: post-hoc analysis of a prospective cohort study. BMC
Cancer. [Research Support, Non-U.S. Gov't]. 2010;10:347.

41.  Michaelsson K, Baron JA, Snellman G, Gedeborg R, Byberg L,
Sundstrom J, et al. Plasma vitamin D and mortality in older men: a
community-based prospective cohort study. Am J Clin Nutr. [Research
Support, Non-U.S. Gov't]. 2010 Oct;92(4):841-8.

42, Tomson J, Emberson J, Hill M, Gordon A, Armitage J, Shipley M, et
al. Vitamin D and risk of death from vascular and non-vascular causes in the
Whitehall study and meta-analyses of 12 000 deaths. Eur Heart J. 2012 Dec
20.

43, Avenell A, MacLennan GS, Jenkinson DJ, McPherson GC, McDonald
AM, Pant PR, et al. Long-term follow-up for mortality and cancer in a
randomized placebo-controlled trial of vitamin D(3) and/or calcium
(RECORD trial). J Clin Endocrinol Metab. [Multicenter Study

Randomized Controlled Trial

Research Support, Non-U.S. Gov't]. 2012 Feb;97(2):614-22.

44. Trivedi DP, Doll R, Khaw KT. Effect of four monthly oral vitamin D3
(cholecalciferol) supplementation on fractures and mortality in men and
women living in the community: randomised double blind controlled trial.
Bmj. [Clinical Trial

Randomized Controlled Trial

Research Support, Non-U.S. Gov't]. 2003 Mar 1;326(7387):469.

45, Punthakee Z, Bosch J, Dagenais G, Diaz R, Holman R, Probstfield J,
et al. Design, history and results of the Thiazolidinedione Intervention with
vitamin D Evaluation (TIDE) randomised controlled trial. Diabetologia.
[Comparative Study

Multicenter Study

Randomized Controlled Trial

Research Support, Non-U.S. Gov't]. 2012 Jan;55(1):36-45.

46. Skaaby T, Husemoen LL, Pisinger C, Jorgensen T, Thuesen BH,
Fenger M, et al. Vitamin D status and incident cardiovascular disease and all-
cause mortality: a general population study. Endocrine. 2012 Sep 27.

47, Kritchevsky SB, Tooze JA, Neiberg RH, Schwartz GG, Hausman DB,

Johnson MA, et al. 25-Hydroxyvitamin D, parathyroid hormone, and
143



Vitamin D and Cardio-metabolic Health in the Elderly

mortality in black and white older adults: the health ABC study. J Clin
Endocrinol Metab. [Research Support, N.LH., Extramural]. 2012
Nov;97(11):4156-65.

48. Wells GA, Shea B, O'Connell D, Peterson J, Welch V, Losos M, et al.
The Newcastle-Ottawa Scale (NOS) for assessing the quality of
nonrandomised studies in meta-analyses. 2011 [cited 2012 20 August];
Available from:
http://www.ohri.ca/programs/clinical _epidemiology/oxford.asp

49, Higgins JP, Altman DG, Gotzsche PC, Juni P, Moher D, Oxman AD,
et al. The Cochrane Collaboration's tool for assessing risk of bias in
randomised trials. Bmj. [Research  Support, Non-U.S. Gov't].
2011;343:d5928.

50. Lee JH, O'Keefe JH, Bell D, Hensrud DD, Holick MF. Vitamin D
deficiency an important, common, and easily treatable cardiovascular risk
factor? J Am Coll Cardiol. [Review]. 2008 Dec 9;52(24):1949-56.

51. Ginde AA, Liu MC, Camargo CA, Jr. Demographic differences and
trends of vitamin D insufficiency in the US population, 1988-2004. Arch
Intern Med. [Comparative Study

Research Support, N.I.H., Extramural]. 2009 Mar 23;169(6):626-32.

52.  Larsson SC, Orsini N. Fish consumption and the risk of stroke: a dose-
response meta-analysis. Stroke. [Meta-Analysis

Research Support, Non-U.S. Gov't]. 2011 Dec;42(12):3621-3.

53. He K, Song Y, Daviglus ML, Liu K, Van Horn L, Dyer AR, et al. Fish
consumption and incidence of stroke: a meta-analysis of cohort studies.
Stroke. [Meta-Analysis]. 2004 Jul;35(7):1538-42.

54.  Higgins JP, Thompson SG, Deeks JJ, Altman DG. Measuring
inconsistency in meta-analyses. Bmj. [Research Support, Non-U.S. Gov't
Review]. 2003 Sep 6;327(7414):557-60.

55.  Egger M, Davey Smith G, Schneider M, Minder C. Bias in meta-
analysis detected by a simple, graphical test. Bmj. [Research Support, U.S.
Gov't, Non-P.H.S.]. 1997 Sep 13;315(7109):629-34.

56.  Rothman K, Greenland S. Modern Epidemiology. 2nd Edition ed:
Lippincott Williams & Wilkins; 1998.

57.  World Health Organization. Global Health Observatory. Country
statistics. WHO. Accessed from: http://www.who.int/gho/countries/en/.

144


http://www.ohri.ca/programs/clinical_epidemiology/oxford.asp
http://www.who.int/gho/countries/en/

Vitamin D and Cardio-metabolic Health in the Elderly

58. Skyler JS, Jovanovic L, Klioze S, Reis J, Duggan W, Inhaled Human
Insulin Type 1 Diabetes Study G. Two-year safety and efficacy of inhaled
human insulin (Exubera) in adult patients with type 1 diabetes. Diabetes Care.
2007 Mar;30(3):579-85.

59.  Ramagopalan SV, Heger A, Berlanga AJ, Maugeri NJ, Lincoln MR,
Burrell A, et al. A ChIP-seq defined genome-wide map of vitamin D receptor
binding: associations with disease and evolution. Genome Res. [Research
Support, Non-U.S. Gov't]. 2010 Oct;20(10):1352-60.

60. Levin GP, Robinson-Cohen C, de Boer IH, Houston DK, Lohman K,
Liu Y, et al. Genetic variants and associations of 25-hydroxyvitamin D
concentrations with major clinical outcomes. Jama. [Research Support,
N.LH., Extramural

Research Support, N.I.H., Intramural

Research Support, Non-U.S. Gov't

Research Support, U.S. Gov't, P.H.S.]. 2012 Nov 14;308(18):1898-905.

61. Richards JB, Valdes AM, Gardner JP, Paximadas D, Kimura M, Nessa
A, et al. Higher serum vitamin D concentrations are associated with longer
leukocyte telomere length in women. Am J Clin Nutr. [Research Support,
N.LH., Extramural

Research Support, Non-U.S. Gov't]. 2007 Nov;86(5):1420-5.

62.  Lips P. Vitamin D status and nutrition in Europe and Asia. J Steroid
Biochem Mol Biol. 2007 Mar;103(3-5):620-5.

63.  Bolland MJ GA, Avenell A,. Calcium supplements with or without
vitamin D and risk of cardiovascular events: reanalysis of the Women's Health
Initiative limited access dataset and meta-analysis. BMJ. 2011;19:342.

64. Ye Z, Song H. Antioxidant vitamins intake and the risk of coronary
heart disease: meta-analysis of cohort studies. Eur J Cardiovasc Prev Rehabil.
2008 Feb;15(1):26-34.

65. Renne C, Benz AH, Hansmann ML. Vitamin D3 receptor is highly
expressed in Hodgkin's lymphoma. BMC Cancer. 2012;12:215.

66. Somjen D, Weisman Y, Kohen F, Gayer B, Limor R, Sharon O, et al.
25-hydroxyvitamin D3-lalpha-hydroxylase is expressed in human vascular
smooth muscle cells and is upregulated by parathyroid hormone and
estrogenic compounds. Circulation. 2005 Apr 5;111(13):1666-71.

145



Vitamin D and Cardio-metabolic Health in the Elderly

67. Herr C, Greulich T, Koczulla RA, Meyer S, Zakharkina T, Branscheidt
M, et al. The role of vitamin D in pulmonary disease: COPD, asthma,
infection, and cancer. Respir Res. [Research Support, Non-U.S. Gov't
Review]. 2011;12:31.

68. Trowbridge R, Mittal SK, Agrawal DK. Vitamin D and the
Epidemiology of Upper Gastrointestinal Cancers: A Critical Analysis of the
Current Evidence. Cancer Epidemiol Biomarkers Prev. 2013 Apr 5.

69. Dror Y, Giveon S, Hoshen M, Feldhamer I, Balicer R, Feldman B.
Vitamin D Levels for Preventing Acute Coronary Syndrome and Mortality:
Evidence of a Non-Linear Association. J Clin Endocrinol Metab. 2013 Mar
26.

70. Gallagher JC, Sai A, Templin T, 2nd, Smith L. Dose response to
vitamin D supplementation in postmenopausal women: a randomized trial.
Ann Intern Med. 2012 Mar 20;156(6):425-37.

71. Armas LA, Hollis BW, Heaney RP. Vitamin D2 is much less effective
than vitamin D3 in humans. J Clin Endocrinol Metab. [Research Support,
Non-U.S. Gov't]. 2004 Nov;89(11):5387-91.

72. Autier P, Gandini S, Mullie P. A systematic review: influence of
vitamin D supplementation on serum 25-hydroxyvitamin D concentration. J
Clin Endocrinol Metab. [Meta-Analysis

Research Support, Non-U.S. Gov't

Review]. 2012 Aug;97(8):2606-13.

73. Tripkovic L, Lambert H, Hart K, Smith CP, Bucca G, Penson S, et al.
Comparison of vitamin D2 and vitamin D3 supplementation in raising serum
25-hydroxyvitamin D status: a systematic review and meta-analysis. Am J
Clin Nutr. [Comparative Study

Meta-Analysis

Research Support, Non-U.S. Gov't

Review]. 2012 Jun;95(6):1357-64.

74.  Holick MF, Chen TC. Vitamin D deficiency: a worldwide problem
with health consequences. Am J Clin Nutr. [Review]. 2008 Apr;87(4):1080S-
6S.

75.  Fenelon, Andrew and Samuel H. Preston. 2011. "Estimating smoking-
attributable mortality in the United States." PSC Working Paper Series, PSC
11-02.

146



Vitamin D and Cardio-metabolic Health in the Elderly

76. Lee IM, Shiroma EJ, Lobelo F, Puska P, Blair SN, Katzmarzyk PT, et
al. Effect of physical inactivity on major non-communicable diseases
worldwide: an analysis of burden of disease and life expectancy. Lancet. 2012
Jul 21;380(9838):219-29.

77. Shield KD, Gmel G, Kehoe-Chan T, Dawson DA, Grant BF, Rehm J.
Mortality and potential years of life lost attributable to alcohol consumption
by race and sex in the United States in 2005. PLoS One. 2013;8(1):€51923.
78. Clarke R, Shipley M, Lewington S, Youngman L, Collins R, Marmot
M, et al. Underestimation of risk associations due to regression dilution in
long-term follow-up of prospective studies. Am J Epidemiol. [Research
Support, Non-U.S. Gov't]. 1999 Aug 15;150(4):341-53.

79. Fibrinogen Studies C, Wood AM, White I, Thompson SG, Lewington
S, Danesh J. Regression dilution methods for meta-analysis: assessing long-
term variability in plasma fibrinogen among 27,247 adults in 15 prospective
studies. Int J Epidemiol. 2006 Dec;35(6):1570-8.

80.  Berry SD, Ngo L, Samelson EJ, Kiel DP. Competing risk of death: an
important consideration in studies of older adults. ] Am Geriatr Soc. 2010
Apr;58(4):783-7.

81. Wacker M, Holick MF. Vitamin D - effects on skeletal and
extraskeletal health and the need for supplementation. Nutrients. 2013
Jan;5(1):111-48.

82.  Pramyothin P, Holick MF. Vitamin D supplementation: guidelines and
evidence for subclinical deficiency. Curr Opin Gastroenterol. 2012
Mar;28(2):139-50.

83.  Awad AB, Alappat L, Valerio M. Vitamin d and metabolic syndrome
risk factors: evidence and mechanisms. Crit Rev Food Sci Nutr.
2012;52(2):103-12.

84. Dehghan A, Leening MJ, Solouki AM, Boersma E, Deckers JW, van
Herpen G, et al. Comparison of prognosis in unrecognized versus recognized
myocardial infarction in men versus women >55 years of age (from the
Rotterdam Study). Am J Cardiol. 2014 Jan 1;113(1):1-6.

85. Alberti KG, Eckel RH, Grundy SM, Zimmet PZ, Cleeman JI, Donato
KA, et al. Harmonizing the metabolic syndrome: a joint interim statement of
the International Diabetes Federation Task Force on Epidemiology and
Prevention; National Heart, Lung, and Blood Institute; American Heart

Association; World Heart Federation; International Atherosclerosis Society;
147



Vitamin D and Cardio-metabolic Health in the Elderly

and International Association for the Study of Obesity. Circulation. 2009 Oct
20;120(16):1640-5.

86.  Khan H, Kunutsor S, Franco OH, Chowdhury R. Vitamin D, type 2
diabetes and other metabolic outcomes: a systematic review and meta-analysis
of prospective studies. Proc Nutr Soc. 2013 Feb;72(1):89-97.

87. Parker J, Hashmi O, Dutton D, Mavrodaris A, Stranges S, Kandala
NB, et al. Levels of vitamin D and cardiometabolic disorders: systematic
review and meta-analysis. Maturitas. 2010 Mar;65(3):225-36.

88.  Kong J, Li YC. Molecular mechanism of 1,25-dihydroxyvitamin D3
inhibition of adipogenesis in 3T3-L1 cells. Am J Physiol Endocrinol Metab.
2006 May;290(5):E916-24.

89. Zhou QG, Hou FF, Guo ZJ, Liang M, Wang GB, Zhang X. 1,25-
Dihydroxyvitamin D improved the free fatty-acid-induced insulin resistance
in cultured C2C12 cells. Diabetes Metab Res Rev. 2008 Sep;24(6):459-64.

90. Gagnon C, Lu ZX, Magliano DJ, Dunstan DW, Shaw JE, Zimmet PZ,
et al. Low serum 25-hydroxyvitamin D is associated with increased risk of the
development of the metabolic syndrome at five years: results from a national,
population-based prospective study (The Australian Diabetes, Obesity and
Lifestyle Study: AusDiab). J Clin Endocrinol Metab. 2012 Jun;97(6):1953-61.
91. Reis JP, von Muhlen D, Kritz-Silverstein D, Wingard DL, Barrett-
Connor E. Vitamin D, parathyroid hormone levels, and the prevalence of
metabolic syndrome in community-dwelling older adults. Diabetes Care. 2007
Jun;30(6):1549-55.

92. Oosterwerft MM, Eekhoff EM, Heymans MW, Lips P, van Schoor
NM. Serum 25-hydroxyvitamin D levels and the metabolic syndrome in older
persons: a population-based study. Clin Endocrinol (Oxf). 2011
Nov;75(5):608-13.

93. van Lee L, Geelen A, van Huysduynen EJ, de Vries JH, van't Veer P,
Feskens EJ. The Dutch Healthy Diet index (DHD-index): an instrument to
measure adherence to the Dutch Guidelines for a Healthy Diet. Nutr J.
2012;11:49.

94.  Westerterp KR, Saris WHM, Bloemberg BPM, Kempen K, Caspersen
CJ, Kromhout D. Validation of the Zutphen physical activity questionnaire for
the elderly with double labeled water [abstract]. Med Sci Sport Exerc.
1992;24:568.

148



Vitamin D and Cardio-metabolic Health in the Elderly

95.  Mickey RM, Greenland S. The impact of confounder selection criteria
on effect estimation. Am J Epidemiol. 1989 Jan;129(1):125-37.

96. Hernan MA. Causal Inference 2014. Available from:
http://www.hsph.harvard.edu/wp-
content/uploads/sites/1268/2014/05/hernanrobins_v1.10.25.pdf.

97. Ross AC, Manson JE, Abrams SA, Aloia JF, Brannon PM, Clinton
SK, et al. The 2011 report on dietary reference intakes for calcium and
vitamin D from the Institute of Medicine: what clinicians need to know. J Clin
Endocrinol Metab. 2011 Jan;96(1):53-8.

98. Holick MF. High prevalence of vitamin D inadequacy and
implications for health. Mayo Clin Proc. 2006 Mar;81(3):353-73.

99, Looker AC, Johnson CL, Lacher DA, Pfeiffer CM, Schleicher RL,
Sempos CT. Vitamin D status: United States, 2001-2006. NCHS Data Brief.
2011 Mar(59):1-8.

100. Reis JP, von Muhlen D, Miller ER, 3rd. Relation of 25-
hydroxyvitamin D and parathyroid hormone levels with metabolic syndrome
among US adults. Eur J Endocrinol. 2008 Jul;159(1):41-8.

101.  Hypponen E, Boucher BJ, Berry DJ, Power C. 25-hydroxyvitamin D,
IGF-1, and metabolic syndrome at 45 years of age: a cross-sectional study in
the 1958 British Birth Cohort. Diabetes. 2008 Feb;57(2):298-305.

102.  Hypponen E, Power C. Vitamin D status and glucose homeostasis in
the 1958 British birth cohort: the role of obesity. Diabetes Care. 2006
Oct;29(10):2244-6.

103. Kazlauskaite R, Powell LH, Mandapakala C, Cursio JF, Avery EF,
Calvin J. Vitamin D 1is associated with atheroprotective high-density
lipoprotein profile in postmenopausal women. J Clin Lipidol. 2010 Mar-
Apr;4(2):113-9.

104. John WG, Noonan K, Mannan N, Boucher BJ. Hypovitaminosis D is
associated with reductions in serum apolipoprotein A-I but not with fasting
lipids in British Bangladeshis. Am J Clin Nutr. 2005 Sep;82(3):517-22.

105. Wehmeier KR, Mazza A, Hachem S, Ligaray K, Mooradian AD,
Wong NC, et al. Differential regulation of apolipoprotein A-I gene expression
by vitamin D receptor modulators. Biochim Biophys Acta. 2008
Feb;1780(2):264-73.

149


http://www.hsph.harvard.edu/wp-content/uploads/sites/1268/2014/05/hernanrobins_v1.10.25.pdf
http://www.hsph.harvard.edu/wp-content/uploads/sites/1268/2014/05/hernanrobins_v1.10.25.pdf

Vitamin D and Cardio-metabolic Health in the Elderly

106. Rye KA, Bursill CA, Lambert G, Tabet F, Barter PJ. The metabolism
and anti-atherogenic properties of HDL. J Lipid Res. 2009 Apr;50
Suppl:S195-200.

107. Matsuura F, Wang N, Chen W, Jiang XC, Tall AR. HDL from CETP-
deficient subjects shows enhanced ability to promote cholesterol efflux from
macrophages in an apoE- and ABCGI-dependent pathway. J Clin Invest.
2006 May;116(5):1435-42.

108. Zemel MB. Role of dietary calcium and dairy products in modulating
adiposity. Lipids. 2003 Feb;38(2):139-46.

109. Zemel MB. Role of calcium and dairy products in energy partitioning
and weight management. Am J Clin Nutr. 2004 May;79(5):907S-12S.

110. Querfeld U, Hoffmann MM, Klaus G, Eifinger F, Ackerschott M,
Michalk D, et al. Antagonistic effects of vitamin D and parathyroid hormone
on lipoprotein lipase in cultured adipocytes. J Am Soc Nephrol. 1999
Oct;10(10):2158-64.

111. Hajas A, Sandor J, Csathy L, Csipo I, Barath S, Paragh G, et al.
Vitamin D insufficiency in a large MCTD population. Autoimmun Rev. 2011
Apr;10(6):317-24.

112.  Forman JP, Williams JS, Fisher ND. Plasma 25-hydroxyvitamin D and
regulation of the renin-angiotensin system in humans. Hypertension. 2010
May;55(5):1283-8.

113. Li YC, Qiao G, Uskokovic M, Xiang W, Zheng W, Kong J. Vitamin
D: a negative endocrine regulator of the renin-angiotensin system and blood
pressure. J Steroid Biochem Mol Biol. 2004 May;89-90(1-5):387-92.

114. Leiter LA, Lewanczuk RZ. Of the renin-angiotensin system and
reactive oxygen species Type 2 diabetes and angiotensin II inhibition. Am J
Hypertens. 2005 Jan;18(1):121-8.

115. Wei Y, Sowers JR, Clark SE, Li W, Ferrario CM, Stump CS.
Angiotensin II-induced skeletal muscle insulin resistance mediated by NF-
kappaB activation via NADPH oxidase. Am J Physiol Endocrinol Metab.
2008 Feb;294(2):E345-51.

116. Tai K, Need AG, Horowitz M, Chapman IM. Vitamin D, glucose,
insulin, and insulin sensitivity. Nutrition. 2008 Mar;24(3):279-85.

117. Chowdhury R, Kunutsor S, Vitezova A, Oliver-Williams C,
Chowdhury S, Kiefte-de-Jong JC, et al. Vitamin D and risk of cause specific

150



Vitamin D and Cardio-metabolic Health in the Elderly

death: systematic review and meta-analysis of observational cohort and
randomised intervention studies. BMJ. 2014;348:21903.
118. Popkin BM. Recent dynamics suggest selected countries catching up
to US obesity. Am J Clin Nutr. 2010 Jan;91(1):284S-8S.
119. Luca AC, lordache C. Obesity--a risk factor for cardiovascular
diseases. Rev Med Chir Soc Med Nat Iasi. 2013 Jan-Mar;117(1):65-71.
120. Mokdad AH, Ford ES, Bowman BA, Dietz WH, Vinicor F, Bales VS,
et al. Prevalence of obesity, diabetes, and obesity-related health risk factors,
2001. JAMA. 2003 Jan 1;289(1):76-9.
121.  Kershaw EE, Flier JS. Adipose tissue as an endocrine organ. J Clin
Endocrinol Metab. 2004 Jun;89(6):2548-56.
122.  Steinberger J, Daniels SR, American Heart Association
Atherosclerosis H, Obesity in the Young C, American Heart Association
Diabetes C. Obesity, insulin resistance, diabetes, and cardiovascular risk in
children: an American Heart Association scientific statement from the
Atherosclerosis, Hypertension, and Obesity in the Young Committee (Council
on Cardiovascular Disease in the Young) and the Diabetes Committee
(Council on Nutrition, Physical Activity, and Metabolism). Circulation. 2003
Mar 18;107(10):1448-53.
123.  Das M, Gabriely I, Barzilai N. Caloric restriction, body fat and ageing
in experimental models. Obes Rev. 2004 Feb;5(1):13-9.
124. Earthman CP, Beckman LM, Masodkar K, Sibley SD. The link
between obesity and low circulating 25-hydroxyvitamin D concentrations:
considerations and implications. Int J Obes (Lond). 2012 Mar;36(3):387-96.
125. Abboud M, Puglisi DA, Davies BN, Rybchyn M, Whitehead NP,
Brock KE, et al. Evidence for a specific uptake and retention mechanism for
25-hydroxyvitamin D (250HD) in skeletal muscle cells. Endocrinology. 2013
Sep;154(9):3022-30.
126.  Wortsman J, Matsuoka LY, Chen TC, Lu Z, Holick MF. Decreased
bioavailability of vitamin D in obesity. Am J Clin Nutr. 2000 Sep;72(3):690-
3.
127. Bischoff HA, Borchers M, Gudat F, Duermueller U, Theiler R,
Stahelin HB, et al. In situ detection of 1,25-dihydroxyvitamin D3 receptor in
human skeletal muscle tissue. Histochem J. 2001 Jan;33(1):19-24.
128. Boland R. Role of vitamin D in skeletal muscle function. Endocr Rev.
1986 Nov;7(4):434-48.

151



Vitamin D and Cardio-metabolic Health in the Elderly

129. Bischoff-Ferrari HA, Dietrich T, Orav EJ, Dawson-Hughes B. Positive
association between 25-hydroxy vitamin D levels and bone mineral density: a
population-based study of younger and older adults. Am J Med. 2004 May
1;116(9):634-9.

130. Moschonis G, Tanagra S, Koutsikas K, Nikolaidou A, Androutsos O,
Manios Y. Association between serum 25-hydroxyvitamin D levels and body
composition in postmenopausal women: the postmenopausal Health Study.
Menopause. 2009 Jul-Aug;16(4):701-7.

131. Hao Y, Ma X, Shen Y, Ni J, Luo Y, Xiao Y, et al. Associations of
serum 25-hydroxyvitamin D3 levels with visceral adipose tissue in Chinese
men with normal glucose tolerance. PLoS One. 2014;9(1):e86773.

132.  Vimaleswaran KS, Berry DJ, Lu C, Tikkanen E, Pilz S, Hiraki LT, et
al. Causal relationship between obesity and vitamin D status: bi-directional
Mendelian randomization analysis of multiple cohorts. PLoS Med.
2013;10(2):¢1001383.

133.  Hofman A, van Duijn CM, Franco OH, lkram MA, Janssen HL,
Klaver CC, et al. The Rotterdam Study: 2012 objectives and design update.
Eur J Epidemiol. 2011 Aug;26(8):657-86.

134. Caspersen CJ, Bloemberg BP, Saris WH, Merritt RK, Kromhout D.
The prevalence of selected physical activities and their relation with coronary
heart disease risk factors in elderly men: the Zutphen Study, 1985. Am J
Epidemiol. 1991 Jun 1;133(11):1078-92.

135. Ainsworth BE, Haskell WL, Herrmann SD, Meckes N, Bassett DR,
Jr., Tudor-Locke C, et al. 2011 Compendium of Physical Activities: a second
update of codes and MET wvalues. Med Sci Sports Exerc. 2011
Aug;43(8):1575-81.

136. Zeger SL, Liang KY, Albert PS. Models for longitudinal data: a
generalized estimating equation approach. Biometrics. 1988 Dec;44(4):1049-
60.

137. Rubin, B. D. Multiple Imputation for Nonresponse in Surveys.
Investigative Radiology. 1987 Mar.

138.  Kremer R, Campbell PP, Reinhardt T, Gilsanz V. Vitamin D status
and its relationship to body fat, final height, and peak bone mass in young
women. J Clin Endocrinol Metab. 2009 Jan;94(1):67-73.

139. Snijder MB, van Dam RM, Visser M, Deeg DJ, Dekker JM, Bouter

LM, et al. Adiposity in relation to vitamin D status and parathyroid hormone
152



Vitamin D and Cardio-metabolic Health in the Elderly

levels: a population-based study in older men and women. J Clin Endocrinol
Metab. 2005 Jul;90(7):4119-23.

140. Salehpour A, Hosseinpanah F, Shidfar F, Vafa M, Razaghi M,
Dehghani S, et al. A 12-week double-blind randomized clinical trial of
vitamin D(3) supplementation on body fat mass in healthy overweight and
obese women. Nutr J. 2012;11:78.

141. Wamberg L, Kampmann U, Stodkilde-Jorgensen H, Rejnmark L,
Pedersen SB, Richelsen B. Effects of vitamin D supplementation on body fat
accumulation, inflammation, and metabolic risk factors in obese adults with
low vitamin D levels - results from a randomized trial. Eur J Intern Med. 2013
Oct;24(7):644-9.

142.  Drincic AT, Armas LA, Van Diest EE, Heaney RP. Volumetric
dilution, rather than sequestration best explains the low vitamin D status of
obesity. Obesity (Silver Spring). 2012 Jul;20(7):1444-8.

143. LiJ, Byrne ME, Chang E, Jiang Y, Donkin SS, Buhman KK, et al.
lalpha,25-Dihydroxyvitamin D hydroxylase in adipocytes. J Steroid Biochem
Mol Biol. 2008 Nov;112(1-3):122-6.

144.  Targher G, Bertolini L, Scala L, Cigolini M, Zenari L, Falezza G, et al.
Associations between serum 25-hydroxyvitamin D3 concentrations and liver
histology in patients with non-alcoholic fatty liver disease. Nutr Metab
Cardiovasc Dis. 2007 Sep;17(7):517-24.

145. Kull M, Kallikorm R, Lember M. Body mass index determines
sunbathing habits: implications on vitamin D levels. Intern Med J. 2009
Apr;39(4):256-8.

146. Bell NH, Shaw S, Turner RT. Evidence that 1,25-dihydroxyvitamin
D3 inhibits the hepatic production of 25-hydroxyvitamin D in man. J Clin
Invest. 1984 Oct;74(4):1540-4.

147.  Compher CW, Badellino KO, Boullata JI. Vitamin D and the bariatric
surgical patient: a review. Obes Surg. 2008 Feb;18(2):220-4.

148.  Giulietti A, van Etten E, Overbergh L, Stoffels K, Bouillon R, Mathieu
C. Monocytes from type 2 diabetic patients have a pro-inflammatory profile.
1,25-Dihydroxyvitamin D(3) works as anti-inflammatory. Diabetes Res Clin
Pract. 2007 Jul;77(1):47-57.

149. Fontana L, Eagon JC, Trujillo ME, Scherer PE, Klein S. Visceral fat
adipokine secretion is associated with systemic inflammation in obese

humans. Diabetes. 2007 Apr;56(4):1010-3.
153



Vitamin D and Cardio-metabolic Health in the Elderly

150. McCarty MF, Thomas CA. PTH excess may promote weight gain by
impeding catecholamine-induced lipolysis-implications for the impact of
calcium, vitamin D, and alcohol on body weight. Med Hypotheses. 2003 Nov-
Dec;61(5-6):535-42.

151. Xue B, Greenberg AG, Kraemer FB, Zemel MB. Mechanism of
intracellular calcium ([Ca2+]i) inhibition of lipolysis in human adipocytes.
FASEB J. 2001 Nov;15(13):2527-9.

152. Kamei Y, Kawada T, Kazuki R, Ono T, Kato S, Sugimoto E. Vitamin
D receptor gene expression is up-regulated by 1, 25-dihydroxyvitamin D3 in
3T3-L1 preadipocytes. Biochem Biophys Res Commun. 1993 Jun
30;193(3):948-55.

153. Vitezova A, Zillikens C, van Herpt T, Sijbrands E, Hofman A,
Uitterlinden A, et al. Vitamin D status and metabolic syndrome in the elderly:
the Rotterdam Study. Eur J Endocrinol. 2014 Dec 2.

154. Urbinati S, Olivari Z, Gonzini L, Savonitto S, Farina R, Del Pinto M,
et al. Secondary prevention after acute myocardial infarction: Drug adherence,
treatment goals, and predictors of health lifestyle habits. The BLITZ-4
Registry. Eur J Prev Cardiol. 2014 Dec 1.

155. Haffner SM. The metabolic syndrome: inflammation, diabetes
mellitus, and cardiovascular disease. Am J Cardiol. 2006 Jan 16;97(2A):3A-
11A.

156. Mraz M, Haluzik M. The role of adipose tissue immune cells in
obesity and low-grade inflammation. J Endocrinol. 2014 Sep;222(3):R113-27.
157. Benjamin EJ, Wolf PA, D'Agostino RB, Silbershatz H, Kannel WB,
Levy D. Impact of atrial fibrillation on the risk of death: the Framingham
Heart Study. Circulation. 1998 Sep 8;98(10):946-52.

158. Stewart S, Hart CL, Hole DJ, McMurray JJ. A population-based study
of the long-term risks associated with atrial fibrillation: 20-year follow-up of
the Renfrew/Paisley study. Am J Med. 2002 Oct 1;113(5):359-64.

159. Ott A, Breteler MM, de Bruyne MC, van Harskamp F, Grobbee DE,
Hofman A. Atrial fibrillation and dementia in a population-based study. The
Rotterdam Study. Stroke. 1997 Feb;28(2):316-21.

160. Wang TJ, Larson MG, Levy D, Vasan RS, Leip EP, Wolf PA, et al.
Temporal relations of atrial fibrillation and congestive heart failure and their
joint influence on mortality: the Framingham Heart Study. Circulation. 2003

Jun 17;107(23):2920-5.
154



Vitamin D and Cardio-metabolic Health in the Elderly

161. Friberg J, Scharling H, Gadsboll N, Jensen GB. Sex-specific increase
in the prevalence of atrial fibrillation (The Copenhagen City Heart Study).
Am J Cardiol. 2003 Dec 15;92(12):1419-23.

162.  Go AS, Hylek EM, Phillips KA, Chang Y, Henault LE, Selby JV, et
al. Prevalence of diagnosed atrial fibrillation in adults: national implications
for rhythm management and stroke prevention: the AnTicoagulation and Risk
Factors in Atrial Fibrillation (ATRIA) Study. Jama. 2001 May
9;285(18):2370-5.

163. Kirijthe BP, Kunst A, Benjamin EJ, Lip GY, Franco OH, Hofman A, et
al. Projections on the number of individuals with atrial fibrillation in the
European Union, from 2000 to 2060. Eur Heart J. 2013 Sep;34(35):2746-51.
164. Benjamin EJ, Levy D, Vaziri SM, D'Agostino RB, Belanger AJ, Wolf
PA. Independent risk factors for atrial fibrillation in a population-based
cohort. The Framingham Heart Study. Jama. 1994 Mar 16;271(11):840-4.

165. Klein I, Ojamaa K. Thyrotoxicosis and the heart. Endocrinol Metab
Clin North Am. 1998 Mar;27(1):51-62.

166. Heeringa J, van der Kuip DA, Hofman A, Kors JA, van Herpen G,
Stricker BH, et al. Prevalence, incidence and lifetime risk of atrial fibrillation:
the Rotterdam study. Eur Heart J. 2006 Apr;27(8):949-53.

167. DeLuca HF. Overview of general physiologic features and functions
of vitamin D. Am J Clin Nutr. 2004 Dec;80(6 Suppl):1689s-96s.

168. Calvo MS, Whiting SJ, Barton CN. Vitamin D intake: a global
perspective of current status. J Nutr. 2005 Feb;135(2):310-6.

169. Corless D, Gupta SP, Sattar DA, Switala S, Boucher BJ. Vitamin D
status of residents of an old people's home and long-stay patients.
Gerontology. 1979;25(6):350-5.

170. MacLaughlin J, Holick MF. Aging decreases the capacity of human
skin to produce vitamin D3. J Clin Invest. 1985 Oct;76(4):1536-8.

171.  van der Wielen RP, Lowik MR, van den Berg H, de Groot LC, Haller
J, Moreiras O, et al. Serum vitamin D concentrations among elderly people in
Europe. Lancet. 1995 Jul 22;346(8969):207-10.

172. Prentice A. Vitamin D deficiency: a global perspective. Nutr Rev.
2008 Oct;66(10 Suppl 2):S153-64.

173.  Vacek JL, Vanga SR, Good M, Lai SM, Lakkireddy D, Howard PA.
Vitamin D deficiency and supplementation and relation to cardiovascular

health. Am J Cardiol. 2012 Feb 1;109(3):359-63.
155



Vitamin D and Cardio-metabolic Health in the Elderly

174. Rienstra M, Cheng S, Larson MG, McCabe EL, Booth SL, Jacques
PF, et al. Vitamin D status is not related to development of atrial fibrillation in
the community. Am Heart J. 2011 Sep;162(3):538-41.

175.  van Bemmel JH, Kors JA, van Herpen G. Methodology of the modular
ECG analysis system MEANS. Methods Inf Med. 1990 Sep;29(4):346-53.
176. Kors JA, van Herpen G, Wu J, Zhang Z, Prineas RJ, van Bemmel JH.
Validation of a new computer program for Minnesota coding. J
Electrocardiol. 1996;29 Suppl:83-8.

177. Lelorier P, Humphries KH, Krahn A, Connolly SJ, Talajic M, Green
M, et al. Prognostic differences between atrial fibrillation and atrial flutter.
Am J Cardiol. 2004 Mar 1;93(5):647-9.

178. Halligan SC, Gersh BJ, Brown RD, Jr., Rosales AG, Munger TM,
Shen WK, et al. The natural history of lone atrial flutter. Ann Intern Med.
2004 Feb 17;140(4):265-8.

179. Klipstein-Grobusch K, den Breeijen JH, Goldbohm RA, Geleijnse JM,
Hofman A, Grobbee DE, et al. Dietary assessment in the elderly: validation of
a semiquantitative food frequency questionnaire. Eur J Clin Nutr. 1998
Aug;52(8):588-96.

180. Manjunath G, Sarnak MJ, Levey AS. Prediction equations to estimate
glomerular filtration rate: an update. Curr Opin Nephrol Hypertens. 2001
Nov;10(6):785-92.

181. Leening MJ, Kavousi M, Heeringa J, van Rooij FJ, Verkroost-van
Heemst J, Deckers JW, et al. Methods of data collection and definitions of
cardiac outcomes in the Rotterdam Study. Eur J Epidemiol. 2012
Mar;27(3):173-85.

182. Swedberg K, Cleland J, Dargie H, Drexler H, Follath F, Komajda M,
et al. Guidelines for the diagnosis and treatment of chronic heart failure:
executive summary (update 2005): The Task Force for the Diagnosis and
Treatment of Chronic Heart Failure of the European Society of Cardiology.
Eur Heart J. 2005 Jun;26(11):1115-40.

183. Mosterd A, Hoes AW, de Bruyne MC, Deckers JW, Linker DT,
Hofman A, et al. Prevalence of heart failure and left ventricular dysfunction in
the general population; The Rotterdam Study. Eur Heart J. 1999
Mar;20(6):447-55.

156



Vitamin D and Cardio-metabolic Health in the Elderly

184. Nanchen D, Leening MJ, Locatelli I, Cornuz J, Kors JA, Heeringa J, et
al. Resting heart rate and the risk of heart failure in healthy adults: the
Rotterdam Study. Circ Heart Fail. 2013 May;6(3):403-10.

185. Andrade J, Khairy P, Dobrev D, Nattel S. The clinical profile and
pathophysiology of atrial fibrillation: relationships among clinical features,
epidemiology, and mechanisms. Circ Res. 2014 Apr 25;114(9):1453-68.

186. Mithal A, Wahl DA, Bonjour JP, Burckhardt P, Dawson-Hughes B,
Eisman JA, et al. Global vitamin D status and determinants of
hypovitaminosis D. Osteoporos Int. 2009 Nov;20(11):1807-20.

187. Norman PE, Powell JT. Vitamin D and cardiovascular disease. Circ
Res. 2014 Jan 17;114(2):379-93.

188. Canning MO, Grotenhuis K, de Wit H, Ruwhof C, Drexhage HA. 1-
alpha,25-Dihydroxyvitamin D3 (1,25(OH)(2)D(3)) hampers the maturation of
fully active immature dendritic cells from monocytes. Eur J Endocrinol. 2001
Sep;145(3):351-7.

189. Frustaci A, Chimenti C, Bellocci F, Morgante E, Russo MA, Maseri
A. Histological substrate of atrial biopsies in patients with lone atrial
fibrillation. Circulation. 1997 Aug 19;96(4):1180-4.

190. Lappegard KT, Hovland A, Pop GA, Mollnes TE. Atrial fibrillation:
inflammation in disguise? Scand J Immunol. 2013 Aug;78(2):112-9.

191. Cardin S, Li D, Thorin-Trescases N, Leung TK, Thorin E, Nattel S.
Evolution of the atrial fibrillation substrate in experimental congestive heart
failure: angiotensin-dependent and -independent pathways. Cardiovasc Res.
2003 Nov 1;60(2):315-25.

192.  Goette A, Lendeckel U. Electrophysiological effects of angiotensin II.
Part I: signal transduction and basic electrophysiological mechanisms.
Europace. 2008 Feb;10(2):238-41.

193.  Goette A, Arndt M, Rocken C, Spiess A, Staack T, Geller JC, et al.
Regulation of angiotensin II receptor subtypes during atrial fibrillation in
humans. Circulation. 2000 Jun 13;101(23):2678-81.

194. Nakashima H, Kumagai K, Urata H, Gondo N, Ideishi M, Arakawa K.
Angiotensin II antagonist prevents electrical remodeling in atrial fibrillation.
Circulation. 2000 Jun 6;101(22):2612-7.

195. Li YC. Vitamin D regulation of the renin-angiotensin system. J Cell
Biochem. 2003 Feb 1;88(2):327-31.

157



Vitamin D and Cardio-metabolic Health in the Elderly

196. Zhou C, Lu F, Cao K, Xu D, Goltzman D, Miao D. Calcium-
independent and 1,25(OH)2D3-dependent regulation of the renin-angiotensin
system in lalpha-hydroxylase knockout mice. Kidney Int. 2008 Jul;74(2):170-
9.

197. Qayyum F, Landex NL, Agner BR, Rasmussen M, Jons C, Dixen U.
Vitamin D deficiency is unrelated to type of atrial fibrillation and its
complications. Dan Med J. 2012 Sep;59(9):A4505.

198. Demir M, Uyan U, Melek M. The Effects of Vitamin D Deficiency on
the Atrial Fibrillation. Clin Appl Thromb Hemost. 2012 Jul 23.

199. Chen WR, Liu ZY, Shi Y, Yin DW, Wang H, Sha Y, et al. Relation of
Low Vitamin D to Nonvalvular Persistent Atrial Fibrillation in Chinese
Patients. Ann Noninvasive Electrocardiol. 2013 Nov 8.

200. Boldt A, Wetzel U, Lauschke J, Weigl J, Gummert J, Hindricks G, et
al. Fibrosis in left atrial tissue of patients with atrial fibrillation with and
without underlying mitral valve disease. Heart. 2004 Apr;90(4):400-5.

201. Oldgren J, Healey JS, Ezekowitz M, Commerford P, Avezum A, Pais
P, et al. Variations in cause and management of atrial fibrillation in a
prospective registry of 15,400 emergency department patients in 46 countries:
the RE-LY Atrial Fibrillation Registry. Circulation. 2014  Apr
15;129(15):1568-76.

202. Koura T, Hara M, Takeuchi S, Ota K, Okada Y, Miyoshi S, et al.
Anisotropic conduction properties in canine atria analyzed by high-resolution
optical mapping - Preferential direction of conduction block changes from
longitudinal to transverse with increasing age. Circulation. 2002 Apr
30;105(17):2092-8.

203. Friberg J, Scharling H, Gadsboll N, Truelsen T, Jensen GB,
Copenhagen City Heart S. Comparison of the impact of atrial fibrillation on
the risk of stroke and cardiovascular death in women versus men (The
Copenhagen City Heart Study). Am J Cardiol. 2004 Oct 1;94(7):889-94.

204. Dagres N, Nieuwlaat R, Vardas PE, Andresen D, Levy S, Cobbe S, et
al. Gender-related differences in presentation, treatment, and outcome of
patients with atrial fibrillation in Europe: a report from the Euro Heart Survey
on Atrial Fibrillation. ] Am Coll Cardiol. 2007 Feb 6;49(5):572-7.

205. Grohe C, Kahlert S, Lobbert K, Stimpel M, Karas RH, Vetter H, et al.
Cardiac myocytes and fibroblasts contain functional estrogen receptors. FEBS

Lett. 1997 Oct 13;416(1):107-12.
158



Vitamin D and Cardio-metabolic Health in the Elderly

206. Gaborit N, Varro A, Le Bouter S, Szuts V, Escande D, Nattel S, et al.
Gender-related differences in ion-channel and transporter subunit expression
in non-diseased human hearts. J] Mol Cell Cardiol. 2010 Oct;49(4):639-46.
207. Yu W, Dahl G, Werner R. The connexin43 gene is responsive to
oestrogen. Proc Biol Sci. 1994 Feb 22;255(1343):125-32.

208. Afzal S, Bojesen SE, Nordestgaard BG. Low plasma 25-
hydroxyvitamin D and risk of tobacco-related cancer. Clin Chem. 2013
May;59(5):771-80.

209. Heeringa J, Kors JA, Hofman A, van Rooij FJ, Witteman JC. Cigarette
smoking and risk of atrial fibrillation: the Rotterdam Study. Am Heart J. 2008
Dec;156(6):1163-9.

210. Woods CE, Olgin J. Atrial fibrillation therapy now and in the future:
drugs, biologicals, and ablation. Circ Res. 2014 Apr 25;114(9):1532-46.

211. Kunadian V, Ford GA, Bawamia B, Qiu W, Manson JE. Vitamin D
deficiency and coronary artery disease: a review of the evidence. Am Heart J.
2014 Mar;167(3):283-91.

212. Zoni-Berisso M, Lercari F, Carazza T, Domenicucci S. Epidemiology
of atrial fibrillation: European perspective. Clin Epidemiol. 2014;6:213-20.
213.  Shaw JE, Sicree RA, Zimmet PZ. Global estimates of the prevalence
of diabetes for 2010 and 2030. Diabetes Res Clin Pract. 2010 Jan;87(1):4-14.
214. Chan JM, Rimm EB, Colditz GA, Stampfer MJ, Willett WC. Obesity,
fat distribution, and weight gain as risk factors for clinical diabetes in men.
Diabetes Care. 1994 Sep;17(9):961-9.

215. Mathieu C. Vitamin D and diabetes: Where do we stand? Diabetes Res
Clin Pract. 2015 Feb 7.

216. Pilz S, Kienreich K, Rutters F, de Jongh R, van Ballegooijen AlJ,
Grubler M, et al. Role of vitamin D in the development of insulin resistance
and type 2 diabetes. Curr Diab Rep. 2013 Apr;13(2):261-70.

217. Van Belle TL, Gysemans C, Mathieu C. Vitamin D and diabetes: the
odd couple. Trends Endocrinol Metab. 2013 Nov;24(11):561-8.

218. Mezza T, Muscogiuri G, Sorice GP, Prioletta A, Salomone E,
Pontecorvi A, et al. Vitamin D deficiency: a new risk factor for type 2
diabetes? Ann Nutr Metab. 2012;61(4):337-48.

219. Reddy V, Sivakumar B. Magnesium-dependent vitamin-D-resistant
rickets. Lancet. 1974 May 18;1(7864):963-5.

159



Vitamin D and Cardio-metabolic Health in the Elderly

220. Rosler A, Rabinowitz D. Magnesium-induced reversal of vitamin-D
resistance in hypoparathyroidism. Lancet. 1973 Apr 14;1(7807):803-4.

221. Horsting M, DelLuca HF. In vitro production of 25-
hydroxycholecalciferol. Biochem Biophys Res Commun. 1969 Jul
23;36(2):251-6.

222. Institute of Medicine. Dietary Reference Intakes: Calcium,
Phosphorus, Magnesium, Vitamin D and Fluoride. Washington, DC: National
Academy Press; 1997.

223. Niranjan G, Anitha D, Srinivasan AR, Velu VK, Venkatesh C, Babu
MS, et al. Association of inflammatory sialoproteins, lipid peroxides and
serum magnesium levels with cardiometabolic risk factors in obese children
of South Indian population. Int J Biomed Sci. 2014 Jun;10(2):118-23.

224. Deng X, Song Y, Manson JE, Signorello LB, Zhang SM, Shrubsole
MJ, et al. Magnesium, vitamin D status and mortality: results from US
National Health and Nutrition Examination Survey (NHANES) 2001 to 2006
and NHANES III. BMC Med. 2013;11:187.

225. Mursu J, Nurmi T, Voutilainen S, Tuomainen TP, Virtanen JK. The
association between serum 25-hydroxyvitamin D3 concentration and risk of
disease death in men: modification by magnesium intake. Eur J Epidemiol.
2015 Apr;30(4):343-7.

226. Rude RK, Adams JS, Ryzen E, Endres DB, Niimi H, Horst RL, et al.
Low serum concentrations of 1,25-dihydroxyvitamin D in human magnesium
deficiency. J Clin Endocrinol Metab. 1985 Nov;61(5):933-40.

227. Risco F, Traba ML. Influence of magnesium on the in vitro synthesis
of 24,25-dihydroxyvitamin D3 and 1 alpha, 25-dihydroxyvitamin D3. Magnes
Res. 1992 Mar;5(1):5-14.

228. Risco F, Traba ML. Possible involvement of a magnesium dependent
mitochondrial alkaline phosphatase in the regulation of the 25-
hydroxyvitamin D3-1 alpha-and 25-hydroxyvitamin D3-24R-hydroxylases in
LLC-PK1 cells. Magnes Res. 1994 Dec;7(3-4):169-78.

229. Kieboom BCTK-dJJCE, M.; et al. Proton Pump Inhibitors and
Hypomagnesiemia in the General Population: A Population-Based Cohort
Study. American Journal of Kidney Diseases. 2015.

230. Lee S, Clark SA, Gill RK, Christakos S. 1,25-Dihydroxyvitamin D3
and pancreatic beta-cell function: vitamin D receptors, gene expression, and

insulin secretion. Endocrinology. 1994 Apr;134(4):1602-10.
160



Vitamin D and Cardio-metabolic Health in the Elderly

231. Chaudhary DP, Sharma R, Bansal DD. Implications of magnesium
deficiency in type 2 diabetes: a review. Biol Trace Elem Res. 2010
May;134(2):119-29.

232. Tosiello L. Hypomagnesemia and diabetes mellitus. A review of
clinical implications. Arch Intern Med. 1996 Jun 10;156(11):1143-8.

233. Kim DH, Sabour S, Sagar UN, Adams S, Whellan DJ. Prevalence of
hypovitaminosis D in cardiovascular diseases (from the National Health and
Nutrition Examination Survey 2001 to 2004). Am J Cardiol. 2008 Dec
1;102(11):1540-4.

234. Wilczek H, Sobra J, Justova V, Ceska R, Juzova Z, Prochazkova R, et
al. [latropathogenic effect of Mevacor on vitamin D metabolism]
Iatropatogenni efekt Mevacoru na metabolismus vitaminu D. Cas Lek Cesk.
1989 Sep 29;128(40):1254-6.

235. Martins D, Wolf M, Pan D, Zadshir A, Tareen N, Thadhani R, et al.
Prevalence of cardiovascular risk factors and the serum levels of 25-
hydroxyvitamin D in the United States: data from the Third National Health
and Nutrition Examination Survey. Arch Intern Med. 2007 Jun
11;167(11):1159-65.

236. Lu L, Yu Z, Pan A, Hu FB, Franco OH, Li H, et al. Plasma 25-
hydroxyvitamin D concentration and metabolic syndrome among middle-aged
and elderly Chinese individuals. Diabetes Care. 2009 Jul;32(7):1278-83.

237. Cheng S, Massaro JM, Fox CS, Larson MG, Keyes MJ, McCabe EL,
et al. Adiposity, cardiometabolic risk, and vitamin D status: the Framingham
Heart Study. Diabetes. 2010 Jan;59(1):242-8.

238. Jorde R, Grimnes G. Vitamin D and metabolic health with special
reference to the effect of vitamin D on serum lipids. Prog Lipid Res. 2011
Oct;50(4):303-12.

239. Zemel MB, Shi H, Greer B, Dirienzo D, Zemel PC. Regulation of
adiposity by dietary calcium. FASEB J. 2000 Jun;14(9):1132-8.

240. Kamycheva E, Jorde R, Figenschau Y, Haug E. Insulin sensitivity in
subjects with secondary hyperparathyroidism and the effect of a low serum
25-hydroxyvitamin D level on insulin sensitivity. J Endocrinol Invest. 2007
Feb;30(2):126-32.

241. Browne RW, Weinstock-Guttman B, Zivadinov R, Horakova D,
Bodziak ML, Tamano-Blanco M, et al. Serum lipoprotein composition and

161



Vitamin D and Cardio-metabolic Health in the Elderly

vitamin D metabolite levels in clinically isolated syndromes: Results from a
multi-center study. J Steroid Biochem Mol Biol. 2014 Sep;143:424-33.

242.  Ooi EM, Afzal S, Nordestgaard BG. Elevated remnant cholesterol in
25-hydroxyvitamin D deficiency in the general population: Mendelian
randomization study. Circ Cardiovasc Genet. 2014 Oct;7(5):650-8.

243. Asemi Z, Hashemi T, Karamali M, Samimi M, Esmaillzadeh A.
Effects of vitamin D supplementation on glucose metabolism, lipid
concentrations, inflammation, and oxidative stress in gestational diabetes: a
double-blind randomized controlled clinical trial. Am J Clin Nutr. 2013
Dec;98(6):1425-32.

244, Asemi Z, Tabassi Z, Samimi M, Fahiminejad T, Esmaillzadeh A.
Favourable effects of the Dietary Approaches to Stop Hypertension diet on
glucose tolerance and lipid profiles in gestational diabetes: a randomised
clinical trial. Br J Nutr. 2013 Jun;109(11):2024-30.

245. Islam MZ, Watanabe Y, Nguyen HT, Yamazaki-Himeno E, Obi T,
Shiraishi M, et al. Vasomotor effects of acetylcholine, bradykinin,
noradrenaline, 5-hydroxytryptamine, histamine and angiotensin II on the
mouse basilar artery. J Vet Med Sci. 2014 Oct;76(10):1339-45.

246. Bjelakovic G, Gluud LL, Nikolova D, Whitfield K, Wetterslev J,
Simonetti RG, et al. Vitamin D supplementation for prevention of mortality in
adults. Cochrane Database Syst Rev. 2014;1:CD007470.

247. Tabesh M, Azadbakht L, Faghihimani E, Tabesh M, Esmaillzadeh A.
Effects of calcium-vitamin D co-supplementation on metabolic profiles in
vitamin D insufficient people with type 2 diabetes: a randomised controlled
clinical trial. Diabetologia. 2014 Oct;57(10):2038-47.

248. Islam MZ, Shamim AA, Akhtaruzzaman M, Karkkainen M, Lamberg-
Allardt C. Effect of vitamin D, calcium and multiple micronutrients
supplementation on lipid profile in pre-menopausal Bangladeshi garment
factory workers with hypovitaminosis D. J Health Popul Nutr. 2014
Dec;32(4):687-95.

249. Wood AD, Secombes KR, Thies F, Aucott L, Black AJ, Mavroeidi A,
et al. Vitamin D3 supplementation has no effect on conventional
cardiovascular risk factors: a parallel-group, double-blind, placebo-controlled
RCT. J Clin Endocrinol Metab. 2012 Oct;97(10):3557-68.

250. Maki KC, Rubin MR, Wong LG, McManus JF, Jensen CD, Lawless

A. Effects of vitamin D supplementation on 25-hydroxyvitamin D, high-
162



Vitamin D and Cardio-metabolic Health in the Elderly

density lipoprotein cholesterol, and other cardiovascular disease risk markers
in subjects with elevated waist circumference. International journal of food
sciences and nutrition. 2011 Jun;62(4):318-27.

251. Bergink AP, Uitterlinden AG, Van Leeuwen JP, Buurman CJ, Hofman
A, Verhaar JA, et al. Vitamin D status, bone mineral density, and the
development of radiographic osteoarthritis of the knee: The Rotterdam Study.
J Clin Rheumatol. 2009 Aug;15(5):230-7.

252. Bergink AP, van der Klift M, Hofman A, Verhaar JA, van Leeuwen
JP, Uitterlinden AG, et al. Osteoarthritis of the knee is associated with
vertebral and nonvertebral fractures in the elderly: the Rotterdam Study.
Arthritis Rheum. 2003 Oct 15;49(5):648-57.

253.  Sterne JA, White IR, Carlin JB, Spratt M, Royston P, Kenward MG, et
al. Multiple imputation for missing data in epidemiological and clinical
research: potential and pitfalls. BMJ. 2009;338:b2393.

254. Jansen PW, Giallo R, Westrupp EM, Wake M, Nicholson JM.
Bidirectional associations between mothers' and fathers' parenting consistency
and child BMI. Pediatrics. 2013 Dec;132(6):e1513-20.

255. Zittermann A, Gummert JF, Borgermann J. The role of vitamin D in
dyslipidemia and cardiovascular disease. Curr Pharm Des. 2011;17(9):933-42.
256. Wang H, Xia N, Yang Y, Peng DQ. Influence of vitamin D
supplementation on plasma lipid profiles: a meta-analysis of randomized
controlled trials. Lipids Health Dis. 2012;11:42.

257. Wang TJ, Zhang F, Richards JB, Kestenbaum B, van Meurs JB, Berry
D, et al. Common genetic determinants of vitamin D insufficiency: a genome-
wide association study. Lancet. 2010 Jul 17;376(9736):180-8.

258.  Schuch NJ, Garcia VC, Vivolo SR, Martini LA. Relationship between
Vitamin D Receptor gene polymorphisms and the components of metabolic
syndrome. Nutr J. 2013;12:96.

259. Shirts BH, Howard MT, Hasstedt SJ, Nanjee MN, Knight S, Carlquist
JF, et al. Vitamin D dependent effects of APOAS polymorphisms on HDL
cholesterol. Atherosclerosis. 2012 May;222(1):167-74.

260. Ertugrul DT, Yavuz B, Cil H, Ata N, Akin KO, Kucukazman M, et al.
STATIN-D study: comparison of the influences of rosuvastatin and
fluvastatin treatment on the levels of 25 hydroxyvitamin D. Cardiovasc Ther.
2011 Apr;29(2):146-52.

163



Vitamin D and Cardio-metabolic Health in the Elderly

261. Perez-Castrillon JL, Vega G, Abad L, Sanz A, Chaves J, Hernandez G,
et al. Effects of Atorvastatin on vitamin D levels in patients with acute
ischemic heart disease. Am J Cardiol. 2007 Apr 1;99(7):903-5.

262. Schwartz JB. Effects of vitamin D supplementation in atorvastatin-
treated patients: a new drug interaction with an unexpected consequence. Clin
Pharmacol Ther. 2009 Feb;85(2):198-203.

263. Sidhu D, Naugler C. Fasting time and lipid levels in a community-
based population: a cross-sectional study. Arch Intern Med. 2012 Dec
10;172(22):1707-10.

264. Doran B, Guo Y, Xu J, Weintraub H, Mora S, Maron DJ, et al.
Prognostic value of fasting versus nonfasting low-density lipoprotein
cholesterol levels on long-term mortality: insight from the National Health
and Nutrition Examination Survey III (NHANES-III). Circulation. 2014 Aug
12;130(7):546-53.

265. Vicchio D, Yergey A, O'Brien K, Allen L, Ray R, Holick M.
Quantification and kinetics of 25-hydroxyvitamin D3 by isotope dilution
liquid chromatography/thermospray mass spectrometry. Biol Mass Spectrom.
1993 Jan;22(1):53-8.

266. Leino A, Turpeinen U, Koskinen P. Automated measurement of 25-
OH vitamin D3 on the Roche Modular E170 analyzer. Clin Chem. 2008
Dec;54(12):2059-62.

267. Brown M, Cudeck R. Alternative ways of assessing model fit. In:
Bollen K, Long J, eds. Testing Structural Equation Models. Newbury Park,
CA: Sage; 1993:136-162.

268. Hu L., Bentler, PM. Cutoff Criteria for Fit Indexes in Covariance
Structure Analysis: Conventional Criteria versus New Alternatives. Structural
Equation Modeling. 1999; 6(1): 1-55.

269. Pizzi C, De Stavola B, Merletti F, Bellocco R, dos Santos Silva I,
Pearce N, et al. Sample selection and validity of exposure-disease association
estimates in cohort studies. J Epidemiol Community Health. 2011
May;65(5):407-11.

270. WHO. Global Status Report on NCDs.
http://www.who.int/chp/ncd_global_status_report/en/; [cited 2015 15.08.].
271. Prasad P, Kochhar A. Interplay of vitamin D and metabolic syndrome:
A review. Diabetes Metab Syndr. 2015 Mar 6.

164


http://www.who.int/chp/ncd_global_status_report/en/;

Vitamin D and Cardio-metabolic Health in the Elderly

272.  Demir M, Uyan U, Melek M. The effects of vitamin D deficiency on
atrial fibrillation. Clin Appl Thromb Hemost. 2014 Jan;20(1):98-103.

273. Chen WR, Liu ZY, Shi Y, Yin da W, Wang H, Sha Y, et al. Relation
of low vitamin D to nonvalvular persistent atrial fibrillation in Chinese
patients. Ann Noninvasive Electrocardiol. 2014 Mar;19(2):166-73.

274. Rothman KG, S.; Lash, T. Modern Epidemiology: Philadelphia:
Lipincott Williams and Wilkins; 2008.

275. Wanner M, Richard A, Martin B, Linseisen J, Rohrmann S.
Associations between objective and self-reported physical activity and
vitamin D serum levels in the US population. Cancer Causes Control. 2015
Jun;26(6):881-91.

276. Roth HJ, Schmidt-Gayk H, Weber H, Niederau C. Accuracy and
clinical implications of seven 25-hydroxyvitamin D methods compared with
liquid chromatography-tandem mass spectrometry as a reference. Ann Clin
Biochem. 2008 Mar;45(Pt 2):153-9.

277. Dohoo IR. Dealing with deficient and missing data. Prev Vet Med.
2015 Apr 20.

278. Lacey RJ, Jordan KP, Croft PR. Does attrition during follow-up of a
population cohort study inevitably lead to biased estimates of health status?
PLoS One. 2013;8(12):e83948.

279. Veugelers PJ, Ekwaru JP. A statistical error in the estimation of the
recommended dietary allowance for vitamin D. Nutrients. 2014
Oct;6(10):4472-5.

280. Heaney R, Garland C, Baggerly C, French C, Gorham E. Letter to
Veugelers, P.J. and Ekwaru, J.P., A statistical error in the estimation of the
recommended dietary allowance for vitamin D. Nutrients 2014, 6, 4472-4475;
doi:10.3390/nu6104472. Nutrients. 2015 Mar;7(3):1688-90.

281. Karczmarewicz E, Czekuc-Kryskiewicz E, Pludowski P. Effect of
vitamin D status on pharmacological treatment efficiency: Impact on cost-
effective management in medicine. Dermatoendocrinol. 2013 Jan 1;5(1):1-6.
282. Hiligsmann M, Ben Sedrine W, Bruyere O, Evers SM, Rabenda V,
Reginster JY. Cost-effectiveness of vitamin D and calcium supplementation
in the treatment of elderly women and men with osteoporosis. Eur J Public
Health. 2015 Feb;25(1):20-5.

283. VITAL study. [31.05.2015]; Available from:
http://www.vitalstudy.org/.

165


http://www.vitalstudy.org/




Vitamin D and Cardio-metabolic Health in the Elderly

8.2. Acknowledgements

It is amazing how things work in life, how pieces of puzzle have to come
together in order for something great to happen. Today, at the very end of my
PhD I am very much aware of this. I would not be writing this dankwoord if
so many good people haven’t in some way enabled my PhD journey to
happen.

Dear Professor Hofman, the first thank you goes to you - thank you for
making ERAWEB program happen and for enabling us, students from
western Balkans who are hungry for learning, for new experiences but also for
a chance to make it in life, to come here to the Netherlands and to learn from
the best. You were one of the first people I met here in Rotterdam, and I was
amazed how easy it was to talk to you; you made me feel so welcome and
appreciated. Thank you for that!

Dear Oscar, muchas gracias por todo! 1 still remember our first
communication - this was back in 2012 when you replied to my email saying
that I would be very much welcomed addition to the ErasmusAGE group. The
tone of your email was warm and welcoming and it made me cry of
happiness. With this very feeling of happiness I came to Rotterdam to start
my PhD. I would like to thank you for believing in me and for giving me this
once in a life time opportunity to learn and work under your lead in one of the
best research centers in the world as a member of ErasmusAGE group. Thank
you for setting the bar a little bit higher every time so that I would work
harder and eventually become a better researcher. Your support spanned
beyond my career - you were there for me also when my baby boy was to be
born. From the bottom of my heart thank you!

Dear Jessica, where to start? Thank you so much for everything! Thank you
for all your help and patience, especially at the beginning when I was still
struggling with things like syntaxes in SPSS. Thank you for believing in me
from the start, for not letting me doubt myself and making me too believe I
can do this. You were the best supervisor one could wish for - always nice
and kind, but fair and just. You were always there for me, regardless if it was
something huge like preparing for 2020 presentation or just a small thing like
writing a letter to editor of a journal. You always cheered for me and shared
the ups and downs with me. I am absolutely convinced that only with your
support I made it until the end. Thank you!

167



Vitamin D and Cardio-metabolic Health in the Elderly

Dear Professor Uitterlinden thank you very much for being my second
promotor. Even though we didn’t have the opportunity to be in touch very
often, I appreciate very much your guidance during this journey!

Dear doctor Zillikens thank you very much for your support during these
three years and also for your contribution to this work. It was a good
collaboration - you could see the things from a different perspective and
always had additional ideas what we could do. Thank you for everything!
Dear colleagues from the 29" floor, am very happy and proud that most of
you I can also call my dear friends. Dear Klodian, Myrte, Trudy, Paul, Lisan,
Sanaz, Charlotte, Audry, Debora, Lisanne, Nicole, Layal, Hoyan, Loes,
Symen, Ester, Taulant, Mohsen, Jelena, Adela, Kim, Chantal, Rebecca, Jana,
Mathilde, also Maryam, Edith, Josje, Joleen, Gaby, Abbas, Raha, Janine -
thank you for all the coffee - cookie breaks, lunches and borrels. It was very
gezellig working with you during these three years. I hope that even though I
will no longer be on the 29™ floor we can still keep in touch.

Dear father, thank you for encouraging me to leave our home and our country
and to look for my happiness elsewhere. Without your support I wouldn’t
have made it! Thank you for that!

My dear sister, I have no words to describe how grateful I am to you! You
have believed in me and supported me all my life. You helped me every step
of the way, cheered for me even in the most difficult times of our lives. Your
love and support made me evolve and grow as a person and become who I am
today. Thank you! I am proud to have a sister like you.

Dear Gerard, my love and my best friend - thank you for coming into my life!
I feel blessed to have a man like you by my side and am grateful for every
moment spent with you. Thank you for your endless patience especially
during these last couple of months, for your love and support. We made it
together!

168



Vitamin D and Cardio-metabolic Health in the Elderly

8.3. PhD Portfolio

Summary of PhD training and teaching

Name of the PhD student:
Erasmus MC department:
PhD period:

Promotors:

Co-promotors:

Training

Anna Vitezova

Department of Epidemiology
August 2012 - July 2015
Prof.dr. Oscar H. Franco
Prof.dr. Andre G. Uitterlinden
Dr. Jessica C. Kiefte - de Jong
Dr. M. Carola Zillikens

Master of Science in Health Sciences (NIHES)

Specialization: Epidemiology

Courses:

Principles of research in medicine
Methods of public health research
Topics in meta-analysis

Health economics

Introduction to global public health
Methods of health services
research

Primary and secondary prevention
research

Causal inference

History of epidemiologic ideas
Social epidemiology

Markers and prognostic research
Advances in genomics research
Advances in epidemiologic
analysis

Study design

169

(2012-2013)

Biostatistical methods I: basic
principles

Methodological topics in
epidemiologic research
Biostatistical methods II: classical
regression models

Public health research method
Women'’s health
Environmental epidemiology
(Institute of Public Health,
Cambridge, UK)

Public health in low and middle
income countries

Introduction to medical writing
Courses of the quantitative
researcher



Vitamin D and Cardio-metabolic Health in the Elderly

Other courses and workshops

English biomedical writing, ErasmusMC (2013)
Integrity in scientific research, ErasmusMC (2014)
Literature search - Pubmed, Medical library, ErasmusMC (2013)
Literature serach - other databases, Medical library,

ErasmusMC (2013)
Endnote course, Medical library, ErasmusMC (2013)
Workshop systematic review and meta - analysis,

ErasmusAGE (2012)
Master classes in epidemiology, NIHES (2012, 2013)
Advanced medical writing and editing, NIHES (2014)
Introduction to R, MolMed (2014)

Seminars and conferences

Seminars, Department of epidemiology (2012-2015)
Research meetings, ErasmusAGE (2012-2015)
Research meetings, CVD group (2012-2015)
2020 meetings, Department of epidemiology (2012-2015)
Research meetings, nutritional epidemiology (SIGN-E),

Department of epidemiology (2012-2015)
PhD day, Promeras, ErasmusMC (2014)
Presentations

Poster presentation:

EUROPrevent, Amsterdam, the Netherlands (2014)
Oral presentation:

Meeting of Vitamin D Society of Canada, Toronto, Canada (2014)
ErasmusAGE research meeting, Department of epidemiology,
ErasmusMC (2014)
CVD group research meeting, Department of epidemiology,
ErasmusMC (2014)
2020 meeting, Department of epidemiology,

ErasmusMC (2014)

170



Vitamin D and Cardio-metabolic Health in the Elderly

Teaching

Leiden University College, The Hague, the Netherlands (2014)
Supervising students

Natasha Cartolano, student of medicine, Brazil

Tugce Aca, undergraduate student of nutrition, Turkey

Anna Popkova, student of medicine, Russia

Additional publications (not included into the thesis)

1. Authors' reply to Grant and Garland and to Bolland and colleagues;
coauthor; published (BMJ. 2014 Apr 29;348:22931);
2. Effects of protein intake on blood pressure, insulin sensitivity and

blood lipids in children: a systematic review; second author; published
(Br J Nutr. 2015 Feb;113(3):383-402);

3. Gene environment interactions of circadian-related genes for cardio-
metabolic traits; contributing author; accepted for publication
(Diabetes Care);

4. Vitamin D and C-Reactive Protein: A Mendelian Randomization
Study; coauthor; published (PLoS One. 2015 Jul 6;10(7):e0131740.);

5. The effects of lutein on cardiometabolic health across the life course: a

systematic review and meta-analysis; coauthor; under review (BMJ).

171



	Vitamin D and Cardio-metabolic Health in the Elderly. The Rotterdam Study = Vitamine D en cardiometabole gezondheid in ouderen:  De Rotterdam Studie
	Content
	Manuscripts included into the thesis
	Chapter 1 - General Introduction
	Chapter 2 - Vitamin D and Mortality
	2.1. Vitamin D and risk of cause specific death: systematic review and meta-analysis of observational cohort and randomised intervention studies.

Chowdhury R, Kunutsor S, Vitezova A, Oliver-Williams C, Chowdhury S, Kiefte-de-Jong JC, Khan H, Baena CP, Prabhakaran D, Hoshen MB, Feldman BS, Pan A, Johnson L, Crowe F, Hu FB, Franco OH.

BMJ. 2014 Apr 1;348:g1903. doi: 10.1136/bmj.g1903. Review.

PMID:
    24690623

Free PMC Article

	Chapter 3 - Vitamin D and Metabolic Health
	3.1. Vitamin D status and metabolic syndrome in the elderly: the Rotterdam Study.

Vitezova A, Zillikens MC, van Herpt TT, Sijbrands EJ, Hofman A, Uitterlinden AG, Franco OH, Kiefte-de Jong JC.

Eur J Endocrinol. 2015 Mar;172(3):327-35. doi: 10.1530/EJE-14-0580. Epub 2014 Dec 2.

PMID:
    25468955 
	3.2. Vitamin D and body composition in the elderly

	Chapter 4 - Vitamin D and Cardio-vascular Health
	4.1. Vitamin D Status and Atrial Fibrillation in the Elderly: The Rotterdam Study. PUBLISHGED AS: Vitamin D and the risk of atrial fibrillation--the Rotterdam Study.

Vitezova A, Cartolano NS, Heeringa J, Zillikens MC, Hofman A, Franco OH, Kiefte-de Jong JC.

PLoS One. 2015 May 1;10(5):e0125161. doi: 10.1371/journal.pone.0125161. eCollection 2015.

PMID:
    25933375

Free PMC Article

	Chapter 5 - Pathways of Vitamin D and Health
	5.1. The interplay between magnesium and vitamin D status on incidence of type 2 diabetes mellitus: The Rotterdam Study. Anna Vitezova, Jessica C. Kiefte-de Jong, Brenda C.T. Kieboom, Symen
Ligthart, Bruno H.C. Stricker, Andre G. Uitterlinden, Albert Hofman, M.
Carola Zillikens, Oscar H. Franco
	5.2. Bidirectional associations between circulating vitamin D and cholesterol levels: The Rotterdam Study.

Vitezova A, Voortman T, Zillikens MC, Jansen PW, Hofman A, Uitterlinden AG, Franco OH, Kiefte-de Jong JC.

Maturitas. 2015 Aug 21. pii: S0378-5122(15)30040-2. doi: 10.1016/j.maturitas.2015.08.005. [Epub ahead of print]

PMID:
    26358932 

	Chapter 6 - General Discussion
	Chapter 7 - Summary
	Summary
	Samenvatting

	Chapter 8 - Appendices
	8.1. References
	8.2. Acknowledgements
	8.3. PhD Portfolio




