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Abstract

Background

Associations between Vitamin D3 [25(OH)D], vitamin D binding protein (VDBP) and chronic

obstructive pulmonary disease (COPD) are previously reported. We aimed to further investi-

gate these associations on longitudinal outcomes.

Methods

426 COPD patients from western Norway, GOLD stage II-IV, aged 40–76, were followed

every six-month from 2006 through 2009 with spirometry, bioelectrical impedance measure-

ments and registration of exacerbation frequency. Serum 25(OH)D and VDBP levels were

determined at study-entry by high-performance liquid chromatography coupled with mass

spectrometry and enzyme immunoassays respectively. Yearly change in lung function and

body composition was assessed by generalized estimating equations (GEE), yearly exacer-

bation rate by negative binomial regression models, and 5 years all-cause mortality by Cox

proportional-hazard regression.

Results

1/3 of the patients had vitamin D deficiency (<20ng/mL) and a greater decline in both FEV1

and FVC, compared to patients with normal levels; for FEV1 this difference only reached statis-

tical significance in the 28 patients with the lowest levels (<10ng/mL, p = 0.01). Neither 25(OH)

D nor VDBP levels predicted exacerbation rate, change in fat free mass index or risk of death.

Conclusion

Severe vitamin D deficiency may affect decline in lung function parameters in COPD. Nei-

ther 25(OH)D nor VDBP levels did otherwise predict markers of disease progression.
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Introduction
Chronic obstructive pulmonary disease (COPD) is one of the leading causes of morbidity and
mortality worldwide [1]. The progression of COPD varies greatly between afflicted subjects,
both in terms of lung function decline [2], exacerbation frequency [3], and development of co-
morbidities [4]. The reasons for this heterogeneity are largely unknown.

In cross-sectional studies, vitamin D deficiency (VDD) is common in COPD patients, and
has been associated with lower lung function both in COPD patients [5–7] and in the general
population [8]. Recently, a large longitudinal population based study found an association be-
tween lower plasma 25(OH)D levels with faster decline in lung function and a higher risk of
COPD [9]. There are plausible mechanisms by which vitamin D could impact COPD patho-
genesis, as the vitamin D receptor (VDR) is a nuclear transcription factor regulating the expres-
sion of more than 900 genes, many with immune functions [10]. Laboratory studies have
found associations between vitamin D and a strengthened innate immune response against air-
way infections by the production of antimicrobial peptides (AMPs) together with enhanced
macrophage phagocytic and chemotactic activity [11], improved lung development and lung
tissue repair [12, 13]. On the other hand, vitamin D may down-regulate inflammation through
decreased T-cell reactivity and pro-inflammatory response [14, 15]. Thus the impact of vitamin
D on the pulmonary inflammatory response is yet unclear.

Vitamin D binding protein (VDBP) is the main carrier of vitamin D metabolites, and gene
polymorphisms in the VDBP gene have been associated with COPD [5] and levels of 25(OH)D
[5, 16]. It has recently been suggested that low levels of 25(OH)D do not indicate true vitamin
D deficiency when levels of vitamin D binding protein also are low [16]. VDBP may also have
functions relevant to COPD progression independent of vitamin D carriage such as macro-
phage activation [17] and recruitment of neutrophils [18].

Thus, there is a rationale for examining the association of circulating levels of 25(OH)D and
VDBP on longitudinal COPD outcomes. To date, only the predictive value of circulating 25
(OH)D has been reported in a longitudinal setting; three studies have examined decline in lung
function, in which two were based on a general population [9, 19, 20], three studies assessed
the risk for acute exacerbations (AECOPD) [21–23], two studies have examined mortality
[22, 24], and none the decline in lean body mass, which is indicative of development of cachex-
ia. In addition, the results from these studies have been conflicting, possibly due to lack of ad-
justment for supplementation in some studies [19–21, 23, 24] and possibly due to a selected
study population, as some were post-hoc analyses from randomized trials on azithromycin in
COPD [21, 24].

The Bergen COPD Cohort Study is a well-described 3-year cohort study of COPD patients
and healthy controls from western Norway. The aim of the current study was to examine the
association of circulating 25(OH)D and VDBP on 5 years all-cause mortality, number of
AECOPD over three years, as well as change in lung function and lean body mass in COPD
patients.

Methods

Study population
The Bergen COPD Cohort Study (BCCS) was conducted between 2006 and early 2010. The cur-
rent study comprises 426 COPD patients enrolled in 2006, aged 40–76 years, and for whom vita-
min D3 [25(OH)D] were measured at baseline. The patients had a clinical diagnosis of COPD, a
smoking history of�10 pack-years, and a post-bronchodilation FEV1/FVC ratio<0.7 and
FEV1<80% predicted. The patients were recruited during stable state, and active autoimmune
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diseases or cancer within the last 5 years were cause for exclusion. The sampling of the study
population in the BCCS and the data collection has been described in detail previously [6, 25].

All patients received written and oral information prior to inclusion, and provided signed
consent. The regional committee for medical and health research ethics, Western Norway, ap-
proved the study (study number 165.08).

Data sampling
A study physician examined all patients upon inclusion, and a structured interview regarding
smoking habits, exacerbation history the last 12 months, respiratory symptoms, general medi-
cal history, and medication use was undertaken.

All patients performed spirometry after inhalation of 0.4 mg salbutamol, on a Viasys Mas-
terscope (Viasys, Hoechberg, Germany).

Body composition was examined with bioelectrical impedance measurements in fasting
state, with a Bodystat 1500 (Bodystat Ltd, Douglas, Isle of Man, UK). Fat free mass index
(FFMI) was calculated as fat free mass in kilograms divided by the square of height in meters
(kg/m2), and similarly fat mass index was calculated as fat mass (kg) divided by height squared
(m2). Patients were classified as cachectic if FFMI<14 in women or<17 in men [26], or obese
if FMI>13.5 in women or>9.3 in men [27]. Measurements were not performed in two pa-
tients due to non-consent, and not in a patient who had a pacemaker.

Laboratory measurements
Peripheral venous blood was attempted sampled from all patients at baseline. Serum samples
were coagulated at room temperature for 30–45 minutes, followed by centrifugation at 2500 x
g for 15 minutes at 4°C. The serum was aliquoted and stored at −80°C in ultrafreezers.

A liquid chromatography double mass spectrometry (LC-MS/MS) [28] was used on serum
never previously thawed to measure 25(OH)D, as described in detail previously [6]. The mea-
surements of VDBP were performed on the same serum samples, during second thawing, by
enzyme immunoassay (R&D systems, Stillwater, MN, USA). Intra- and inter- assay coefficients
of variation were<10%.

Missing values
For 2 patients we lacked serum for VDBP analyses, thus measurements of this parameter were
available for 424 of the 426 patients. 29 patients only participated in the baseline visit. Among
reasons for discontinuation were use of oral steroids, lung cancer revealed by early CT scans,
withdrawal of consent and decease before any follow-up visits were performed. Thus, 426 pa-
tients were included in analyses on mortality, and 397 in analyses on later exacerbations, longi-
tudinal change in lung function and body composition. For the other baseline variables there
were no missing values.

Outcome variables
For the subsequent three years follow-up, patients were invited to visits every 6 months. At all
visits post-bronchodilation spirometry was performed. The study physician interviewed the
patients at all visits, collecting a detailed history of COPD exacerbations since last visit with the
aid of the patients' journal. The majority of patients were affiliated to our hospital; admission
to our hospital was registered. Also, patients were instructed to contact the study-staff at peri-
ods at worsening of symptoms by a cell phone, and were offered a clinical examination by the
study physician at the outpatient clinic, Dept. of Thoracic Medicine within 24 hours of contact,
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all of which would be recorded in the patients' journal. All exacerbations requiring treatment
with either oral steroids or antibiotics were recorded during follow-up, and were included in
the analyses. Bioelectrical impedance was measured yearly.

All citizens in Norway have a unique identification number given by birth, and all deaths
are recorded in national registers that are linked to the electronic patient journals. After study
completion, on the 25th of August 2011, the patients' records were screened for mortality. Date
of death was recorded if applicable, whereas cause of death was not available for the current
analyses.

Statistical analyses
Whereas 25(OH)D had a normal distribution, the VDBP had an upper detection level of 500μg/
mL, where higher levels were simply classified as higher (n = 2). Thus, non-parametric tests
were applied to VDBP when examined as an outcome. A cut-off level of<20ng/mL, was used to
define vitamin D deficiency (VDD). In addition sub-categories; less severe (10–20ng/mL) and
severe deficiency (<10ng/mL) was used in analyses. VDBP was categorized in three categories
and the ratio between 25(OH)D and VDBP was categorized in quartiles. Differences between
patients with normal or deficient vitamin D levels, and low, medium or high levels of VDBP
were examined with chi-square tests, t-tests or ANOVA.

For all-cause mortality, a Cox proportional-hazard model was fitted. A negative binomial
regression model was used for analyses of annual exacerbation rate due to between-subject var-
iation (overdispersion) [29] and the model was extended for panel data and allowed random
effects to capture within subject associations over the time periods. The effects of 25(OH)D,
VDBP and quartiles of their ratio on mean yearly change in FEV1, FVC and FFMI were investi-
gated by generalized estimating equations (GEE) models [30] by including the outcome vari-
ables by time interaction and adjusting for baseline season, use of vitamin D supplements, sex,
age, smoking, body composition, GOLD stage, and number of exacerbations (>2; yes or no)
the last year before baseline. The mean number of FEV1 and FVC measurements included in
the GEE models was 6 per subject, and for FFMI 3.7 per subject.

All analyses were performed with Stata version 13.1 (Statacorp LP, College Station, TX,
USA).

Results
COPD patients with VDD (<20ng/mL, n = 142) were more often current smokers, had more
severe COPD, were more likely to be frequent exacerbators, and were more often either cachec-
tic or obese compared to patients with non-deficient levels (n = 284) (Table 1). Female COPD
patients were more likely to have higher levels of VDBP (p = 0.05), otherwise associations be-
tween VDBP and clinical characteristics were non-significant (Table 1).

A scatterplot of measured 25(OH)D and VDBP is presented in Fig. 1, and shows a low cor-
relation between 25(OH)D and VDBP.

Thus, some patients with for instance low levels of 25(OH)D will have quite low levels of
VDBP and therefore possibly a normal bioavailability of 25(OH)D, whereas other patients
with low levels of 25(OH)D and high levels of VDBP could theoretically have a lower bioavail-
ability of 25(OH)D.

During a follow-up time of 5 years, 69 patients out of 426 were deceased. 25(OH)D or
VDBP levels at baseline in patients that died did not differ from patients still alive, generating
non-significant hazard ratios and no predictive value of either 25(OH)D, VDBP or the ratio of
25(OH)D to VDBP on risk of death (Table 2).

There was a wide variety in exacerbation frequency, and its distribution is shown in Fig. 2.

Vitamin D and Vitamin D Binding Protein in COPD

PLOSONE | DOI:10.1371/journal.pone.0121622 March 24, 2015 4 / 14



Neither 25(OH)D nor VDBP levels or the ratio between 25(OH)D and VDBP were signifi-
cant predictors of subsequent moderate or severe COPD exacerbations, where the incidence
rate ratios approached 1 for most all categories regardless of adjustment (Table 3).

Examining the effects of vitamin D deficiency on later change in lung function, it was found
that COPD patients with vitamin D deficiency had a greater decline in both FEV1 and FVC per
year, compared to patients with normal levels of 25(OH)D; both in the model only adjusted for
season and supplements as well as in the fully adjusted model (Table 4). Vitamin DBP levels
did not show any significant associations with change in either FEV1 or FVC (Table 4). COPD
patients with smaller 25(OH)D/VDBP ratio had greater declines in FEV1, however only statis-
tically significant for the second and third quartile, and not in the fully adjusted model.

To better show the meaning of the coefficients presented in Table 4, we graphed the estimat-
ed yearly change in lung function for patients with different levels of measured 25(OH)D at
baseline, calculated from the coefficients from the multivariable regression analyses (Fig. 3).

Specifically, COPD patients with the lowest levels (<10ng/mL) of 25(OH)D had the largest
decline in both FVC and FEV1 in percent predicted, whereas patients with intermediate defi-
ciency (10–20ng/mL) also had significantly greater declines than patients without VDD.

Table 1. Baseline characteristics of the COPD patients in the study sample categorized by measured levels of serum vitamin D (25(OH)D) and Vita-
min D binding protein (VDBP).

25(OH)D > 20 ng/
mL (n = 284)

25(OH)D < 20 ng/
mL (n = 142)

p* VDBP <200 μg/
mL (n = 138)

VDBP 200–
299 μg/mL
(n = 240)

VDBP � 300 μg/mL
(n = 46)

p**

Sex, % 0.73 0.05

Women 40.5 38.7 37.2 37.7 59.1

Men 59.5 61.3 62.8 62.3 40.9

Age, mean (SD) 63.9 (6.8) 62.8 (7.0) 0.13 63.9 (7.4) 63.4 (6.8) 62.7 (5.9) 0.54

Smoking, % <0.01 0.78

Ex 61.3 45.8 53.6 56.7 58.7

Current 38.7 54.2 46.4 43.3 41.3

GOLD 2007 stage, % <0.01 0.80

II 56.0 27.5 44.2 46.7 54.4

III 36.3 53.5 42.8 42.1 37.0

IV 7.8 19.0 13.0 11.3 8.7

Number of exacerbations last
year before inclusion, %

0.02 0.12

0–1 85.6 76.8 83.3 84.2 71.7

2+ 14.4 23.2 16.7 15.8 28.3

Body composition, % <0.01 0.98

Normal 61.3 46.5 55.8 57.1 54.4

Cachectic 26.8 31.7 29.7 27.1 30.4

Obese 12.0 21.8 14.5 15.8 15.2

Taking calcium & vitamin D
supplements, %

0.27 0.11

No 95.8 97.9 96.4 97.5 91.3

Yes 4.2 2.1 3.6 2.5 8.7

* ttest for age, chi square for all other variables

** ANOVA for age, chi square for all other variabels.

doi:10.1371/journal.pone.0121622.t001
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As shown in Table 5, neither levels of 25(OH)D nor levels of VDBP impacted later change
in FFMI, however there was a trend towards a smaller decline for the patients with the largest
25(OH)D/VDBP ratio (Table 5).

Discussion
In this longitudinal COPD cohort, in whom one third of the study sample had VDD, we were
unable to find a predictive value of 25(OH)D on exacerbation rate, change in body composition
or 5 years all-cause mortality. Meanwhile, we found a significant effect of deficient 25(OH)D
levels on change in lung function parameters FEV1 and FVC, most convincingly for FVC.
Alongside, VDBP was examined for the same outcomes but had no significant effect on neither
of them.

Our study results must be interpreted within the limitations of having one single measure-
ment of 25(OH)D, that only moderate to severe exacerbations were recorded, that only a small
subgroup of patients (n = 28) had 25(OH)D levels<10ng/mL, and that we did not have data
on gene polymorphisms in the VDBP gene. Also, the use of 25(OH)D as a substrate for vitamin
D status may be less sensitive as it do not necessarily reflect local bioavailability/metabolism, as
1,25(OH)D would.

However, the strengths of this study includes adjustments for supplements, use of liquid
chromatography double mass spectrometry for the measurement of 25(OH)D, the comprehen-
sive follow-up of the study sample, and the hitherto unexamined potential influence of VDBP.

Fig 1. Scatterplot of measured 25(OH)D and Vitamin D binding protein in 426 and 424 COPD patients respectively.

doi:10.1371/journal.pone.0121622.g001
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Table 2. Predictive value of levels of 25(OH)D and Vitamin D binding protein on 5 years all-causemortality (69 events) in 426* COPD patients (Haz-
ard ratios with 95% confidence intervals).

Adjusted only for season and supplements Adjusted for season, supplements, sex, age,
smoking, body composition, GOLD stage and
number of exacerbations the last year before

baseline

HR 95% CI p HR 95% CI p

Vitamin D

Per 10 ng/mL decrease 1.10 0.86, 1.41 0.46 0.95 0.71, 1.26 0.71

Deficiency

>20 ng/mL 1 1

10–20 ng/mL 1.62 0.94, 2.76 0.08 1.44 0.82, 2.55 0.21

<10 ng/mL 1.04 0.36, 2.94 0.95 0.80 0.26, 2.40 0.68

Vitamin DBP

0–199 μg/mL 1 1

200–299 μg/mL 0.88 0.53, 1.46 0.62 1.03 0.60, 1.75 0.93

300+ μg/mL 0.58 0.22, 1.54 0.27 0.76 0.28, 2.02 0.58

Vitamin D3/ DBP ratio

Q4 (largest) 1 1

Q3 1.01 0.51, 1.99 0.97 0.95 0.48, 1.90 0.89

Q2 1.22 0.64, 2.35 0.60 1.11 0.56, 2.19 0.76

Q1 (smallest) 0.86 0.40, 1.82 0.69 0.77 0.35, 1.68 0.51

* the analyses including vitamin DBP includes 424 COPD patients, of which 68 were later deceased.

doi:10.1371/journal.pone.0121622.t002

Fig 2. Total number of exacerbations during 3 years in 397 COPD patients.

doi:10.1371/journal.pone.0121622.g002
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25(OH)D and mortality
Two previous population-based studies [31, 32] (with a median of 3.1 and 8.7 years of follow-
up) have found higher mortality in subjects with very low 25(OH)D levels, a finding not repli-
cated in our study on COPD patients.

We can not exclude that the lack of association between 25(OH)D and mortality in our
study was due to lack of statistical strength. However, our results were in accordance with two
recent studies; one 10-year follow-up study on 426 COPD patients originally included in a ran-
domized trial with azithromycin [24] and another 2-year follow-up study on 356 COPD pa-
tients [22].

25(OH)D and exacerbation frequency
By modulating innate and adaptive immune responses, vitamin D may increase the production
of antimicrobial peptides and autophagy of macrophages [11, 33] and thereby strengthen the
host defense against infection. Clinical studies suggest an anti-infectious role of 25(OH)D in
patients with bronchiectasis, and upper respiratory infection [34, 35].

To our knowledge, three previous studies with longitudinal design [21–23] and one ran-
domized trial [36] have examined possible effects of 25(OH)D levels on infectious COPD exac-
erbations. These studies and our study report negative findings. One study was a secondary
analysis of a randomized trial in 993 patients at risk of exacerbation [21], follow-up between
the four studies varied between 1 to 3 years, and only one adjusted for supplements [22].

The mean number of exacerbations per patient-year in our study was identical to the aver-
age rate of 0.73 in the UPLIFT study [37] and slightly lower than the rates presented in the
TORCH study (0.85) and the ECLIPSE study (0.85–1.34) [2, 38]. Thus, the combination of a
high prevalence of vitamin D deficiency in our study population and a distribution of

Table 3. Predictive value of levels of 25(OH)D and Vitamin D binding protein on subsequent yearly exacerbation rate in the 397 COPD patients (In-
cidence rate ratio with 95% confidence intervals) for whomwe had follow-data on exacerbations.

Adjusted only for season and supplements Adjusted for season, supplements, sex, age,
smoking, body composition, GOLD stage and
number of exacerbations the last year before

baseline

IRR 95% CI p IRR 95% CI p

Vitamin D

Per 10 ng/mL decrease 1.05 0.93, 1.19 0.46 0.96 0.85, 1.08 0.47

Deficiency

>20 ng/mL 1 1

10–20 ng/mL 1.09 0.82, 1.45 0.56 0.92 0.70, 1.19 0.52

<10 ng/mL 1.42 0.89, 2.27 0.15 1.09 0.72, 1.66 0.69

Vitamin DBP

0–199 μg/mL 1 1

200–299 μg/mL 0.96 0.74, 1.25 0.76 1.02 0.81, 1.29 0.88

300+ μg/mL 0.92 0.61, 1.40 0.71 0.96 0.66, 1.39 0.82

Vitamin D3/ DBP ratio

Q4 (largest) 1 1

Q3 1.03 0.74, 1.46 0.85 1.04 0.77, 1.39 0.82

Q2 1.12 0.79, 1.58 0.53 1.10 0.81, 1.49 0.55

Q1 (smallest) 0.98 0.68, 1.41 0.92 0.81 0.59, 1.12 0.20

doi:10.1371/journal.pone.0121622.t003
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exacerbation frequencies representative for COPD patients in general, we believe, should gen-
erate statistical power enough to capture differences of clinical importance.

25(OH)D and lung function
A positive association between lung function and levels of 25(OH)D has been demonstrated in
large population-based cross-sectional [8] and longitudinal studies [9]. This was also repro-
duced in cross-sectional studies on COPD that found an association between FEV1, FVC and
25(OH)D [7], or with FEV1 and 25(OH)D only [5, 6]. There have been few longitudinal studies
to date on VDD and change in lung function. Kunisaki et al. followed 196 continuous smokers
with COPD during 6 years and found no difference in baseline 25(OH)D levels between pa-
tients with rapid and slow decline in FEV1 [19]. This is in contrast to findings in a large popula-
tion-based study where lower 25(OH)D levels was associated with faster decline in FEV1 in
1647 COPD patients [9]. Moreover, in a community-based sample of 626 elderly men followed
for 20 years, the combination of current smoking and VDD was significantly associated with a
faster decline in FEV1 [20]. Different from Afzal et al [9], we found a greater decline in both
FVC and FEV1 per year in patients with severe VDD (<10ng/mL) compared to patients with
normal levels. Similar observations were made for FVC (and with borderline significance for
FEV1) in patients with less severe VDD (10–20ng/mL). Unsurprisingly, yearly change in the
FEV1/FVC ratio was indifferent to 25(OH)D levels when examined in the same statistical
model used in separate analyses on FEV1 and FVC (data not shown).

Vitamin D deficiency was more common in current smokers at baseline in our study sam-
ple. However, a post-hoc analysis, including an interaction term with 25(OH)D and smoking

Fig 3. Yearly estimated change in FVC and FEV1 in percent predicted by levels of measured vitamin D
at baseline.

doi:10.1371/journal.pone.0121622.g003
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status, did not support previous findings [20], indicating effect modification of smoking on as-
sociations between 25(OH)D and lung function.

25(OH)D and body composition
The adverse event of a disproportional loss of fat-free mass, cachexia, is common, depicts
higher risk for morbidity and mortality in COPD, and has been linked to increased systemic in-
flammation [4]. Vitamin D supplements have been shown to have a positive effect on lower-ex-
tremity function, muscle strength and balance in elderly [39] and higher levels of vitamin D
have been associated with increased exercise capacity in COPD patients in a cross-sectional
study [7]. Meanwhile, our data suggested no association between 25(OH)D and loss of fat free
mass in this COPD population. Several other mechanisms are likely of greater importance than
25(OH)D considering the complexity of a cachectic condition. Our data does not exclude a
possible association of 25(OH)D on muscle weakness or physical endurance in COPD; these is-
sues should be addressed in future research.

Vitamin D binding protein (VDBP)
Effects of VDBP were investigated on the same outcomes as for 25(OH)D, both as an indepen-
dent factor and as a co-factor to vitamin D with the 25(OH)D/VDBP ratio. We calculated the
25(OH)D/VDBP ratio to theorize a substrate for bioavailable 25(OH)D, as total 25(OH)D lev-
els may be impacted by the concentrations of VDBP [16]. However, taking VDBP into account
when assessing VDD did not seem to add vital information to the status or effect of VDD in

Table 5. Predictive value of levels of Vitamin D3 (25OH) and Vitamin D binding protein on yearly change in fat free mass index (FFMI) in 397 COPD
patients estimated by generalized estimating equations (GEE).

Adjusted only for season and supplements Adjusted for season, supplements, sex, age,
smoking, body composition, GOLD stage and
number of exacerbations the last year before

baseline

yearly change in fat free mass index (FFMI) p yearly change in fat free mass index (FFMI) p

Vitamin D

Per 10 ng/mL decrease −0.026 0.22 −0.025 0.16

Deficiency

>20 ng/mL −0.043 −0.044

10–20 ng/mL −0.108 0.18 −0.109 0.12

<10 ng/mL −0.025 0.84 −0.031 0.86

Vitamin DBP

0–199 ug/mL −0.086 −0.088

200–299 ug/mL −0.030 0.22 −0.031 0.14

300+ ug/mL −0.054 0.65 −0.056 0.60

Vitamin D3/ DBP ratio

Q4 (largest) −0.012 −0.013

Q3 −0.024 0.83 −0.026 0.78

Q2 −0.120 0.06 −0.119 0.03

Q1 (smallest) −0.068 0.32 −0.069 0.25

doi:10.1371/journal.pone.0121622.t005
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our study sample. Adding VDBP as a potential confounder in all multivariable regression mod-
els did not alter any effects of 25(OH)D, supporting this finding (data not shown).

We also hypothesized that functions of VDBP independent from 25(OH)D carriage may in-
fluence COPD progression, based on previous studies where VDBP was found to activate alve-
olar macrophages in sputum [17] and induce recruitment of neutrophils by increasing
chemotactic activity of the complement peptide C5a [18]. Also, in cross-sectional data, higher
systemic levels of VDBP have been associated with lower FEV1 in COPD patients [17], and
higher sputum levels have been linked to increased airway inflammation and exacerbation fre-
quency in patients with bronchiectasis followed for 3 years [34]. However these findings were
not supported in our data. Likewise, VDBP showed no significant effect on mortality or change
in body composition.

We were restricted by having serum VDBP levels only and are therefore unable to discuss
the impact of local VDBP levels (sputum) on airway inflammation. The relationship between
VDBP and COPD is previously described on the basis of gene polymorphisms in VDBP genes
(GC) that show association with increased risk of COPD [5, 40] and low levels of 25(OH)D [5].
In our data, we cannot exclude a possible effect of different gene combination on
outcomes examined.

In conclusion, we used the gold standard method to measure 25(OH)D levels and found
that severe vitamin D deficiency predicted later decline in lung function in COPD patients, an
important parameter of COPD disease progression.

25(OH)D or VDBP levels did otherwise not predict markers of disease progression. This
may imply that the effects of vitamin D in COPD disease progression are so small as to be clini-
cally less relevant, or that vitamin D deficiency is a later event rather than a potentially
causal factor.

Supporting Information
S1 Dataset. Dataset used to build Table 1 and 2.
(XLSX)

S2 Dataset. Dataset used to build Table 3.
(XLSX)

S3 Dataset. Dataset used to build Table 4.
(XLSX)

S4 Dataset. Dataset used to build Table 5.
(XLSX)

Author Contributions
Conceived and designed the experiments: TMLE PSB JAH PSH PA TU. Performed the experi-
ments: AEM TMLE LJPP PSB JAHMA. Analyzed the data: LJPP TMLE. Contributed re-
agents/materials/analysis tools: TMLE PSB JAH PSH PA TU AEM. Wrote the paper: LJPP
TMLE PSB MA PSH. Interpreted the data: PSB MA JAH PSH TU PA LJPP TMLE. Revised
and approved the final manuscript: LJPP TMLE PSB MA JAH PSH PA TU AEM.

References
1. Mannino DM, Buist AS. Global burden of COPD: risk factors, prevalence, and future trends. Lancet.

2007; 370: 765–773. PMID: 17765526

Vitamin D and Vitamin D Binding Protein in COPD

PLOSONE | DOI:10.1371/journal.pone.0121622 March 24, 2015 12 / 14

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121622.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121622.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121622.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121622.s004
http://www.ncbi.nlm.nih.gov/pubmed/17765526


2. Vestbo J, Edwards LD, Scanlon PD, Yates JC, Agusti A, Bakke P et al. Changes in forced expiratory
volume in 1 second over time in COPD. N Engl J Med. 2011; 365: 1184–1192. doi: 10.1056/
NEJMoa1105482 PMID: 21991892

3. Hurst JR, Vestbo J, Anzueto A, Locantore N, Mullerova H, Tal-Singer R et al. Susceptibility to exacer-
bation in chronic obstructive pulmonary disease. N Engl J Med. 2010; 363: 1128–1138. doi: 10.1056/
NEJMoa0909883 PMID: 20843247

4. Decramer M, Rennard S, Troosters T, Mapel DW, Giardino N, Mannino D et al. COPD as a lung dis-
ease with systemic consequences—clinical impact, mechanisms, and potential for early intervention.
COPD. 2008; 5: 235–256. doi: 10.1080/15412550802237531 PMID: 18671149

5. JanssensW, Bouillon R, Claes B, Carremans C, Lehouck A, Buysschaert I et al. Vitamin D deficiency is
highly prevalent in COPD and correlates with variants in the vitamin D-binding gene. Thorax. 2010; 65:
215–220. doi: 10.1136/thx.2009.120659 PMID: 19996341

6. Persson LJ, Aanerud M, Hiemstra PS, Hardie JA, Bakke PS, Eagan TM. Chronic obstructive pulmonary
disease is associated with low levels of vitamin D. PLoS One. 2012; 7: e38934. doi: 10.1371/journal.
pone.0038934 PMID: 22737223

7. Romme EA, Rutten EP, Smeenk FW, Spruit MA, Menheere PP, Wouters EF. Vitamin D status is asso-
ciated with bone mineral density and functional exercise capacity in patients with chronic obstructive
pulmonary disease. Ann Med. 2013; 45: 91–96. doi: 10.3109/07853890.2012.671536 PMID: 22462562

8. Black PN, Scragg R. Relationship between serum 25-hydroxyvitamin d and pulmonary function in the
third national health and nutrition examination survey. Chest. 2005; 128: 3792–3798. PMID: 16354847

9. Afzal S, Lange P, Bojesen SE, Freiberg JJ, Nordestgaard BG. Plasma 25-hydroxyvitamin D, lung func-
tion and risk of chronic obstructive pulmonary disease. Thorax. 2014; 69: 24–31. doi: 10.1136/
thoraxjnl-2013-203682 PMID: 23908128

10. Kongsbak M, Levring TB, Geisler C, von Essen MR. The vitamin d receptor and T cell function. Front
Immunol. 2013; 4: 148. doi: 10.3389/fimmu.2013.00148 PMID: 23785369

11. Baeke F, Takiishi T, Korf H, Gysemans C, Mathieu C. Vitamin D: modulator of the immune system. Curr
Opin Pharmacol. 2010; 10: 482–496. doi: 10.1016/j.coph.2010.04.001 PMID: 20427238

12. Liu X, Nelson A, Wang X, Farid M, Gunji Y, Ikari J et al. Vitamin d modulates prostaglandin e2 synthesis
and degradation in human lung fibroblasts. Am J Respir Cell Mol Biol. 2014; 50: 40–50. doi: 10.1165/
rcmb.2013-0211OC PMID: 23941558

13. Zosky GR, Berry LJ, Elliot JG, James AL, Gorman S, Hart PH. Vitamin D deficiency causes deficits in
lung function and alters lung structure. Am J Respir Crit Care Med. 2011; 183: 1336–1343. doi: 10.
1164/rccm.201010-1596OC PMID: 21297070

14. Baeke F, Korf H, Overbergh L, Verstuyf A, Thorrez L, Van Lommel L et al. The vitamin D analog,
TX527, promotes a human CD4+CD25highCD127low regulatory T cell profile and induces a migratory
signature specific for homing to sites of inflammation. J Immunol. 2011; 186: 132–142. doi: 10.4049/
jimmunol.1000695 PMID: 21131424

15. Dimeloe S, Richards DF, Urry ZL, Gupta A, Stratigou V, Farooque S et al. 1alpha,25-dihydroxyvitamin
D3 promotes CD200 expression by human peripheral and airway-resident T cells. Thorax. 2012; 67:
574–581. doi: 10.1136/thoraxjnl-2011-200651 PMID: 22334534

16. Powe CE, Karumanchi SA, Thadhani R. Vitamin D-binding protein and vitamin D in blacks and whites.
N Engl J Med. 2014; 370: 880–881. doi: 10.1056/NEJMc1315850 PMID: 24571762

17. Wood AM, Bassford C, Webster D, Newby P, Rajesh P, Stockley RA et al. Vitamin D-binding protein
contributes to COPD by activation of alveolar macrophages. Thorax. 2011; 66: 205–210. doi: 10.1136/
thx.2010.140921 PMID: 21228423

18. Zhang J, Kew RR. Identification of a region in the vitamin D-binding protein that mediates its C5a che-
motactic cofactor function. J Biol Chem. 2004; 279: 53282–53287. PMID: 15485893

19. Kunisaki KM, Niewoehner DE, Singh RJ, Connett JE. Vitamin D status and longitudinal lung function
decline in the Lung Health Study. Eur Respir J. 2011; 37: 238–243. doi: 10.1183/09031936.00146509
PMID: 20595151

20. Lange NE, Sparrow D, Vokonas P, Litonjua AA. Vitamin D deficiency, Smoking, and Lung Function in
the Normative Aging Study. Am J Respir Crit Care Med. 2012; 186: 616–621. doi: 10.1164/rccm.
201110-1868OC PMID: 22822023

21. Kunisaki KM, Niewoehner DE, Connett JE. Vitamin D levels and risk of acute exacerbations of chronic
obstructive pulmonary disease: a prospective cohort study. Am J Respir Crit Care Med. 2012; 185:
286–290. doi: 10.1164/rccm.201109-1644OC PMID: 22077070

22. Puhan MA, Siebeling L, Frei A, Zoller M, Bischoff-Ferrari H, Ter Riet G. No association of 25-hydroxyvi-
tamin D with exacerbations in primary care patients with COPD. Chest. 2014; 145: 37–43. doi: 10.1378/
chest.13-1296 PMID: 24008868

Vitamin D and Vitamin D Binding Protein in COPD

PLOSONE | DOI:10.1371/journal.pone.0121622 March 24, 2015 13 / 14

http://dx.doi.org/10.1056/NEJMoa1105482
http://dx.doi.org/10.1056/NEJMoa1105482
http://www.ncbi.nlm.nih.gov/pubmed/21991892
http://dx.doi.org/10.1056/NEJMoa0909883
http://dx.doi.org/10.1056/NEJMoa0909883
http://www.ncbi.nlm.nih.gov/pubmed/20843247
http://dx.doi.org/10.1080/15412550802237531
http://www.ncbi.nlm.nih.gov/pubmed/18671149
http://dx.doi.org/10.1136/thx.2009.120659
http://www.ncbi.nlm.nih.gov/pubmed/19996341
http://dx.doi.org/10.1371/journal.pone.0038934
http://dx.doi.org/10.1371/journal.pone.0038934
http://www.ncbi.nlm.nih.gov/pubmed/22737223
http://dx.doi.org/10.3109/07853890.2012.671536
http://www.ncbi.nlm.nih.gov/pubmed/22462562
http://www.ncbi.nlm.nih.gov/pubmed/16354847
http://dx.doi.org/10.1136/thoraxjnl-2013-203682
http://dx.doi.org/10.1136/thoraxjnl-2013-203682
http://www.ncbi.nlm.nih.gov/pubmed/23908128
http://dx.doi.org/10.3389/fimmu.2013.00148
http://www.ncbi.nlm.nih.gov/pubmed/23785369
http://dx.doi.org/10.1016/j.coph.2010.04.001
http://www.ncbi.nlm.nih.gov/pubmed/20427238
http://dx.doi.org/10.1165/rcmb.2013-0211OC
http://dx.doi.org/10.1165/rcmb.2013-0211OC
http://www.ncbi.nlm.nih.gov/pubmed/23941558
http://dx.doi.org/10.1164/rccm.201010-1596OC
http://dx.doi.org/10.1164/rccm.201010-1596OC
http://www.ncbi.nlm.nih.gov/pubmed/21297070
http://dx.doi.org/10.4049/jimmunol.1000695
http://dx.doi.org/10.4049/jimmunol.1000695
http://www.ncbi.nlm.nih.gov/pubmed/21131424
http://dx.doi.org/10.1136/thoraxjnl-2011-200651
http://www.ncbi.nlm.nih.gov/pubmed/22334534
http://dx.doi.org/10.1056/NEJMc1315850
http://www.ncbi.nlm.nih.gov/pubmed/24571762
http://dx.doi.org/10.1136/thx.2010.140921
http://dx.doi.org/10.1136/thx.2010.140921
http://www.ncbi.nlm.nih.gov/pubmed/21228423
http://www.ncbi.nlm.nih.gov/pubmed/15485893
http://dx.doi.org/10.1183/09031936.00146509
http://www.ncbi.nlm.nih.gov/pubmed/20595151
http://dx.doi.org/10.1164/rccm.201110-1868OC
http://dx.doi.org/10.1164/rccm.201110-1868OC
http://www.ncbi.nlm.nih.gov/pubmed/22822023
http://dx.doi.org/10.1164/rccm.201109-1644OC
http://www.ncbi.nlm.nih.gov/pubmed/22077070
http://dx.doi.org/10.1378/chest.13-1296
http://dx.doi.org/10.1378/chest.13-1296
http://www.ncbi.nlm.nih.gov/pubmed/24008868


23. Quint JK, Donaldson GC,Wassef N, Hurst JR, Thomas M,Wedzicha JA. 25-hydroxyvitamin D deficien-
cy, exacerbation frequency and human rhinovirus exacerbations in chronic obstructive pulmonary dis-
ease. BMC PulmMed. 2012; 12: 28. doi: 10.1186/1471-2466-12-28 PMID: 22726649

24. Holmgaard DB, Mygind LH, Titlestad IL, Madsen H, Fruekilde PB, Pedersen SS et al. Serum vitamin D
in patients with chronic obstructive lung disease does not correlate with mortality—results from a 10-
year prospective cohort study. PLoS One. 2013; 8: e53670. doi: 10.1371/journal.pone.0053670 PMID:
23341971

25. Eagan TM, Ueland T, Wagner PD, Hardie JA, Mollnes TE, Damas JK et al. Systemic inflammatory
markers in COPD: results from the Bergen COPD Cohort Study. Eur Respir J. 2010; 35: 540–548. doi:
10.1183/09031936.00088209 PMID: 19643942

26. Wagner PD. Possible mechanisms underlying the development of cachexia in COPD. Eur Respir J.
2008; 31: 492–501. doi: 10.1183/09031936.00074807 PMID: 18310396

27. Schutz Y, Woringer V. Obesity in Switzerland: a critical assessment of prevalence in children and
adults. Int J Obes Relat Metab Disord. 2002; 26 Suppl 2: S3–S11. PMID: 12174323

28. Grimnes G, Almaas B, Eggen AE, Emaus N, Figenschau Y, Hopstock LA et al. Effect of smoking on the
serum levels of 25-hydroxyvitamin D depends on the assay employed. Eur J Endocrinol. 2010; 163:
339–348. doi: 10.1530/EJE-10-0150 PMID: 20479012

29. Suissa S. Statistical treatment of exacerbations in therapeutic trials of chronic obstructive pulmonary
disease. Am J Respir Crit Care Med. 2006; 173: 842–846. PMID: 16439716

30. Gardiner JC, Luo Z, Roman LA. Fixed effects, random effects and GEE: what are the differences? Stat
Med. 2009; 28: 221–239. doi: 10.1002/sim.3478 PMID: 19012297

31. Durup D, Jorgensen HL, Christensen J, Schwarz P, Heegaard AM, Lind B. A Reverse J-Shaped Asso-
ciation of All-Cause Mortality with Serum 25-Hydroxyvitamin D in General Practice: The CopD Study. J
Clin Endocrinol Metab. 2012; 97: 2644–2652. doi: 10.1210/jc.2012-1176 PMID: 22573406

32. 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; 168: 1629–1637. doi: 10.1001/archinte.168.15.1629 PMID:
18695076

33. Yuk JM, Shin DM, Lee HM, Yang CS, Jin HS, Kim KK et al. Vitamin D3 induces autophagy in human
monocytes/macrophages via cathelicidin. Cell Host Microbe. 2009; 6: 231–243. doi: 10.1016/j.chom.
2009.08.004 PMID: 19748465

34. Chalmers JD, McHugh BJ, Docherty C, Govan JR, Hill AT. Vitamin-D deficiency is associated with
chronic bacterial colonisation and disease severity in bronchiectasis. Thorax. 2013; 68: 39–47. doi: 10.
1136/thoraxjnl-2012-202125 PMID: 23076388

35. Ginde AA, Mansbach JM, Camargo CAJ. Association between serum 25-hydroxyvitamin D level and
upper respiratory tract infection in the Third National Health and Nutrition Examination Survey. Arch In-
tern Med. 2009; 169: 384–390. doi: 10.1001/archinternmed.2008.560 PMID: 19237723

36. Lehouck A, Mathieu C, Carremans C, Baeke F, Verhaegen J, Van Eldere J et al. High doses of vitamin
D to reduce exacerbations in chronic obstructive pulmonary disease: a randomized trial. Ann Intern
Med. 2012; 156: 105–114. doi: 10.7326/0003-4819-156-2-201201170-00004 PMID: 22250141

37. Tashkin DP, Celli B, Senn S, Burkhart D, Kesten S, Menjoge S et al. A 4-year trial of tiotropium in chron-
ic obstructive pulmonary disease. N Engl J Med. 2008; 359: 1543–1554. doi: 10.1056/
NEJMoa0805800 PMID: 18836213

38. Calverley PM, Anderson JA, Celli B, Ferguson GT, Jenkins C, Jones PW et al. Salmeterol and flutica-
sone propionate and survival in chronic obstructive pulmonary disease. N Engl J Med. 2007; 356: 775–
789. PMID: 17314337

39. Bischoff-Ferrari HA, Dawson-Hughes B, Staehelin HB, Orav JE, Stuck AE, Theiler R et al. Fall preven-
tion with supplemental and active forms of vitamin D: a meta-analysis of randomised controlled trials.
BMJ. 2009; 339: b3692. doi: 10.1136/bmj.b3692 PMID: 19797342

40. Bakke PS, Zhu G, Gulsvik A, Kong X, Agusti AG, Calverley PM et al. Candidate genes for COPD in two
large data sets. Eur Respir J. 2011; 37: 255–263. doi: 10.1183/09031936.00091709 PMID: 20562129

Vitamin D and Vitamin D Binding Protein in COPD

PLOSONE | DOI:10.1371/journal.pone.0121622 March 24, 2015 14 / 14

http://dx.doi.org/10.1186/1471-2466-12-28
http://www.ncbi.nlm.nih.gov/pubmed/22726649
http://dx.doi.org/10.1371/journal.pone.0053670
http://www.ncbi.nlm.nih.gov/pubmed/23341971
http://dx.doi.org/10.1183/09031936.00088209
http://www.ncbi.nlm.nih.gov/pubmed/19643942
http://dx.doi.org/10.1183/09031936.00074807
http://www.ncbi.nlm.nih.gov/pubmed/18310396
http://www.ncbi.nlm.nih.gov/pubmed/12174323
http://dx.doi.org/10.1530/EJE-10-0150
http://www.ncbi.nlm.nih.gov/pubmed/20479012
http://www.ncbi.nlm.nih.gov/pubmed/16439716
http://dx.doi.org/10.1002/sim.3478
http://www.ncbi.nlm.nih.gov/pubmed/19012297
http://dx.doi.org/10.1210/jc.2012-1176
http://www.ncbi.nlm.nih.gov/pubmed/22573406
http://dx.doi.org/10.1001/archinte.168.15.1629
http://www.ncbi.nlm.nih.gov/pubmed/18695076
http://dx.doi.org/10.1016/j.chom.2009.08.004
http://dx.doi.org/10.1016/j.chom.2009.08.004
http://www.ncbi.nlm.nih.gov/pubmed/19748465
http://dx.doi.org/10.1136/thoraxjnl-2012-202125
http://dx.doi.org/10.1136/thoraxjnl-2012-202125
http://www.ncbi.nlm.nih.gov/pubmed/23076388
http://dx.doi.org/10.1001/archinternmed.2008.560
http://www.ncbi.nlm.nih.gov/pubmed/19237723
http://dx.doi.org/10.7326/0003-4819-156-2-201201170-00004
http://www.ncbi.nlm.nih.gov/pubmed/22250141
http://dx.doi.org/10.1056/NEJMoa0805800
http://dx.doi.org/10.1056/NEJMoa0805800
http://www.ncbi.nlm.nih.gov/pubmed/18836213
http://www.ncbi.nlm.nih.gov/pubmed/17314337
http://dx.doi.org/10.1136/bmj.b3692
http://www.ncbi.nlm.nih.gov/pubmed/19797342
http://dx.doi.org/10.1183/09031936.00091709
http://www.ncbi.nlm.nih.gov/pubmed/20562129


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


