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Abstract

Background: Osteocalcin (OC) is a bone-specific protein produced primarily by osteoblasts during bone formation.
Besides its role in bone formation, osteocalcin may play a role in the regulation of energy metabolism and male
fertility. To interpret serum OC data, reference intervals adapted to a specific laboratory method are needed.

Methods: A healthy reference population was selected from the first follow-up of the Study of Health in
Pomerania. Serum OC concentrations were measured with the IDS-iSYS N-Mid Osteocalcin assay on the IDS-iSYS
Automated System (Immunodiagnostic Systems, Frankfurt am Main, Germany). The reference interval was defined
as the central 95% range (2.5th-97.5th percentile). Age-specific reference intervals were calculated by quantile
regression for 1107 men (25-79 years) and 545 premenopausal women (25-54 years). The reference interval for 498
postmenopausal women (50-79 years) was calculated irrespective of age.

Results: Median (1st-3rd quartile) serum OC concentrations were 154 ng/mL (12.0-194 ng/mL) in men, 14.4 ng/mL
(11.3-185 ng/ml) in premenopausal women, and 18.6 ng/mL (13.6-25.6 ng/mL) in postmenopausal women. Serum
OC concentrations were highest in men and premenopausal women aged 25-29 years, were stable during midlife,
and rose again after 65 years of age in men and at transition to menopause in women. Serum OC concentrations
were lower in women taking oral contraceptives or who were under hormone replacement therapy after
menopause and in subjects with diabetes mellitus or with body mass index < 18 or > 30 kg/m? than in subjects
without these conditions.

Conclusions: We established sex-specific adult reference intervals for the serum OC concentration measured by the
IDS-iSYS N-Mid Osteocalcin assay.

Keywords: Reference interval, Serum osteocalcin concentration, Healthy adult men and women

Background

Bone is a dynamic tissue undergoing constant remodelling.
In healthy adults maintenance of bone mass is achieved by
coupling of bone formation and bone resorption pro-
cesses [1]. These processes can be assessed by determin-
ation of bone turnover markers (BTMs) [2]. Although
BTMs show promise for the determination of fracture
risk, current evidence is insufficient to recommend the
clinical application of BTMs in fracture risk prediction [3].
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In addition to their potential role in fracture risk evaluation,
BTMs indicate rapid changes in bone metabolism after ini-
tiation of antiresorptive or anabolic osteoporosis therapy
[2,4,5]. It has been suggested that BTMs may aid selecting
the optimal therapy and medication dose but also to moni-
tor treatment compliance and efficacy in the individual pa-
tient [2,6].

There are several bone formation and resorption
markers [2]. According to the 2012 European guidance for
the diagnosis and management of osteoporosis in post-
menopausal women [3], the most informative BTMs for
osteoporosis monitoring are procollagen I N-terminal ex-
tension peptide and C-telopeptide breakdown products.
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Another BTM, characteristic for bone formation, is
osteocalcin (OC). OC is a bone-specific protein produced
primarily by osteoblasts during bone formation [2].

Besides its role in bone formation, several studies
demonstrated a potential relevance of undercarboxylated
OC in energy metabolism [7,8] and male fertility [9,10].
Also correlations between total OC, including undercar-
boxylated and carboxylated OC, and fasting glucose
[11-13] or fasting insulin [12] were detected and it was
demonstrated that OC levels are lower in diabetic than in
healthy subjects [11,14].

Circulating OC concentrations vary according to age
and sex [15-19]. Previous studies suggested that young
adult men have higher levels than young women of the
same age [20,21], as they have longer and wider bones
and reach peak BMD later in life [17]. After peak BMD
is reached, serum OC concentrations decline in men
and women [15,17,19,22]. In middle-aged and elderly
men beyond 50-60 years of age, serum OC concentrations
become stable or increase slightly [15,16]. In premeno-
pausal women between 35-45 years of age serum concen-
trations of OC and other BTMs are stable and it has been
suggested, that female bone health is at its best at this age
[19,22]. In women at transition to menopause, serum OC
concentrations increase strongly [5]. Therefore, several
investigators proposed to use the lower half of the OC
reference interval for women between 35-45 years of age
as the target for antiresorptive therapy in postmenopausal
women [22-24].

There are several laboratory methods for OC measure-
ment, which may differ in various aspects including the
recognition of circulating OC fragments [25]. As the
different OC assays may yield different results, it is of
major importance to establish method-specific reference
intervals to adequately interpret serum OC concentra-
tions. Currently, most studies on reference intervals for
serum OC concentrations focused on premenopausal
women [19,22,23,26], while normative data for postmen-
opausal women [21] and men [16,21] are sparse. The
aim of our study was to provide sex- and age-specific
reference intervals for serum OC concentrations mea-
sured with the IDS-iSYS N-Mid Osteocalcin assay
obtained in healthy adults aged 25-79 years.

Methods

The Study of Health in Pomerania (SHIP)

SHIP is a population-based cohort study in the northeast
of Germany. Study design and sampling methods have
been previously described [27]. In short, for the baseline
study (SHIP-0) a representative sample of 7008 adults
aged 20-79 years was drawn from the population living in
the region of West Pomerania (n = 158,864). The study re-
gion comprised the three cities Greifswald, Stralsund and
Anklam and the surrounding 29 communities. The
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baseline examinations were conducted in 4308 men and
women between October 1997 and May 2001. Five years
later, between March 2003 and July 2006, the first follow-
up examination, designated as SHIP-1, was conducted
with 3300 participants being re-examined. The present
analyses are based on SHIP-1 data. Due to drop-out be-
tween baseline and follow-up examination, the SHIP-1
study population is not truly representative for the study
region. All participants gave written informed consent.
The study was reviewed by an external scientific review
board and conformed to the principles of the Declaration
of Helsinki as reflected by an a priori approval of the Ethics
Committee of the Board of Physicians Mecklenburg-West
Pomerania at the University of Greifswald.

Instruments and measurements
Information on socio-demographic characteristics and
medical histories was obtained by computer-aided per-
sonal interviews. Medication was classified using the
Anatomical Therapeutic Chemical Classification System
(ATC) code. Menopausal status was defined according to
age and self-reported menstrual cycling. All women youn-
ger than 40 years of age and all women between 40 and
60 years of age who reported menstrual cycling were de-
fined as premenopausal, all other women were defined as
postmenopausal. It was not possible to define perimeno-
pause as the respective information was not collected.
Non-fasting blood samples were taken from the cubital
vein of participants in the supine position between
8.00 am. and 8.00 p.m. Serum aliquots were stored
at —80°C. Serum OC concentrations were measured with
the IDS-iSYS N-Mid Osteocalcin assay on the IDS-iSYS
Multi-Discipline Automated Analyser (Immunodiagnos-
tic Systems Limited, Frankfurt am Main, Germany)
according to the instructions for use. This assay detects
the intact OC polypeptide (amino acids 1-49) and the
N-terminal-Mid OC fragment (amino acids 1-43). The
measurement range of the assay was 2-200 ng/mL. The
limits of blank and detection were 0.27 ng/mL. The limit
of quantitation was 1.57 ng/mL. As recommended by
the manufacturer, three levels of control material were
measured in order to verify a decent working mode.
During the course of the study, the coefficients of vari-
ation were 6.93% at low, 6.83% at medium, and 5.06% at
high serum OC concentrations in the control material.

Reference population

We selected a healthy reference population by excluding
all subjects with missing data on serum OC concentration
(n = 36), presence of or missing information on any of the
following conditions: renal disease defined as estimated
glomerular filtration rate (Cockcroft-Gault) <30 mL/min
(n=30), hyperparathyroidism defined as serum para-
thyroid hormone concentration >120 pg/mL (n=24),
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hyperthyroidism defined according to local reference
ranges [28] as serum thyroid-stimulating hormone con-
centration <0.25 mU/L and serum free thyroxine concen-
tration >18.9 pmol/L (n ="71), or a self-reported history of
cancer (n=189), osteoporosis (n=209), or liver disease
(n =41). In addition to these subjects, we excluded further
participants with conditions known to affect bone metab-
olism including all pregnant women (n=12), all subjects
with serum 25-hydroxy vitamin D concentration <10 pg/L
(n=342), and all subjects (n =85) who reported intake of
any of the following medication: bisphosphonates (ATC
MO5BA, MO5BB), selective estrogen receptor modulators
(ATC G03XC), vitamin D (ATC A11CC), calcitonin (ATC
HO5BA), strontium ranelate (ATC M05BX03), parathyroid
hormone (ATC HO5AA), testosterone (ATC GO3BAO02,
GO03BAO03), anticonvulsants (ATC NO3A), heparin (ATC
BO1AB), steroids (ATC HO02AB), calcium (ATC A12A),
antiandrogens (ATC LO02BB), or aromatase inhibitors
(ATC L02BG). Moreover, due to the small number of sub-
jects older than 79 years of age (n =59 men and women)
we also excluded those subjects. This resulted in a male
reference population of 1107 subjects aged 25 to 79 years.
In females we differentiated between pre- and postmeno-
pausal women. As there were only few premenopausal
women older than 54 years of age (n=3) and few post-
menopausal women younger than 50 years of age (n =49)
these women were also excluded from the analyses. This
resulted in a reference population of 545 premenopausal
women aged 25 to 54 years and 498 postmenopausal
women aged 50 to 79 years.

Statistical analyses

Continuous data are expressed as median (1st-3rd quar-
tile) and nominal data are expressed as percentage. Group
comparisons were performed using Kruskal-Wallis tests.
One-way analysis of variance was used to test for signifi-
cant effects of month of blood sampling, and significant
effects of daytime of blood sampling on log-transformed
mean serum OC concentrations. P-values <0.05 were
considered statistically significant. To estimate reference
limits nonparametric quantile regression was used, a
method for estimating models for conditional quantile
functions [29]. Unlike the linear regression approach, this
method does not require that the data follow a Gaussian
distribution. A transformation of the dependent variable
was thus not necessary. To estimate the reference limits
for serum OC concentrations as a function of age, we
developed a polynomial model of the form f(age) = b +
b,*age + by*age® + ...+ b%age®. The highest degree d in
the polynomial was determined by consecutively adding
higher degree polynomials, until the added term was no
longer statistically significant. The age-related changes of
serum OC concentrations in men and premenopausal
women were modeled by fitting a quadratic equation. The
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2.5th and 97.5th percentiles of the OC distribution were
estimated for each single year of age. Subsequently, mean
values for five-year age groups were calculated. In post-
menopausal women serum OC concentrations did not
vary with age, thus an age-independent reference interval
is reported. All statistical analyses were performed with
SAS 9.1.3 (SAS Institute Inc., Cary, NC, USA).

Results

In 1107 male subjects from the reference population the
median serum OC concentration was 15.4 ng/mL (1st—3rd
quartile: 12.0-19.4 ng/mL). In 545 premenopausal women
the median serum OC concentration was 14.4 ng/mL
(1st—3rd quartile: 11.3-18.5 ng/mL) and in 498 postmeno-
pausal women the median serum OC concentration was
18.6 ng/mL (1st-3rd quartile: 13.6-25.6 ng/mL). Further
characteristics of the reference population are presented in
Table 1. Age-related changes in serum OC concentrations
are displayed in Table 2.

Throughout the calendar year there was little variation
in serum OC concentrations. In the entire reference popu-
lation the serum OC concentrations were lowest in March
(median 15.0 ng/mL; 1st-3rd quartile: 11.9-19.1 ng/mL)
and highest in December (median 16.9 ng/mL; 1st-3rd
quartile: 13.5-22.3 ng/mL) (Additional file 1: Figure S1).
Regarding daytime of blood sampling (Additional file 1:
Figure S2), we observed no statistically significant varia-
tions in serum OC concentrations.

Premenopausal women using oral contraceptives (ATC
GO03A; n=126) had significantly lower serum OC con-
centrations (median: 13.0 ng/mL; 1st-3rd quartile: 10.3-
16.7 ng/mL) than premenopausal women not using oral
contraceptives (median: 15.0 ng/mL; 1st-3rd quartile:
11.6-18.9 ng/mL; n = 419). Furthermore, postmenopausal
women using hormone replacement therapy (ATC G03C
GO03D GO3F; n=48) had significantly lower serum OC
concentrations (median: 14.9 ng/mL; 1st-3rd quartile:
11.9-19.9 ng/mL) than women not using hormone re-
placement therapy (median: 19.1 ng/mL; 1st-3rd quar-
tile: 13.9-26.2 ng/mL; n = 450).

In addition, we found that men with diabetes mellitus or
body mass index (BMI) <18 or >30 kg/m? had significantly
lower serum OC concentrations (median: 13.7 ng/mlL;
1st-3rd quartile: 10.5-17.4, ng/mL; n=391) than non-
diabetic, normal weight men (median: 16.4 ng/mL; 1st-3rd
quartile: 13.0-20.5, ng/mL; n =716). Also pre- and post-
menopausal women with diabetes mellitus or BMI <18
or >30 kg/m* had significantly lower serum OC concen-
trations (premenopausal women median: 13.7 ng/mL; 1st-
3rd quartile: 10.4-16.5 ng/mL; n=105; postmenopausal
women median: 16.7 ng/mL; 1st-3rd quartile: 11.9-
22.3 ng/mL; n=195) than non-diabetic, normal weight
pre- and postmenopausal women (premenopausal women
median: 14.6 ng/mL; 1st-3rd quartile: 11.5-18.8, ng/mL;
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Table 1 Characteristics of the reference population
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Characteristics

Men (n=1107)

Women

Premenopausal (n = 545)

Postmenopausal (n =498)

Age [years] 53.0 (41.0 - 64.0) 39.0 (33.0 - 44.0) 62.0 (56.0 - 67.0)
BMI [kg/mz] 279 (255 -307) 24.5(22.1-28.1) 28.1 (25.0-32.1)
Diabetes mellitus [%] 10.1 092 13.1

Oral contraceptives (ATC GO3A) [%] 23.1 -
Hormone replacement therapy (ATC GO3C GO3D GO3F) [%] - 9.6

25-hydroxy vitamin D [ug/L]
Parathyroid hormone [pg/mL]

Osteocalcin [ng/mL]

19.2 (146 - 25.1)
33.7 (25.7 - 432)
154 (120 - 194)

200 (145 - 283)
284 (20.8 - 37.5)
144 (11.3 - 185)

182 (13.7 - 23.8)
363 (274 -454)
186 (136 - 25.6)

BMI, Body Mass Index.

Continuous variables are presented as median (1st - 3rd quartile), dichotomous variables are presented as proportions.

n = 440; postmenopausal women median: 21.6 ng/mL; 1st-
3rd quartile: 16.0-28.6, ng/mL; n = 255).

To account for the observed effects on the serum
osteocalcin concentration, reference limits were deter-
mined (1.) for the entire reference population and (2.) after
exclusion of women taking sex hormones for contracep-
tion or hormone replacement and subjects with diabetes
mellitus or BMI <18 or >30 kg/m®.

In men and premenopausal women reference limits
were modeled by quantile regression. The models were
fitted with parameters presented in Table 3. In postmeno-
pausal women reference limits were determined irrespec-
tive of age. Reference intervals for five-year age groups are
presented in Table 4. The respective reference curves are
presented in Figure 1. In men aged 25-49 years upper and
lower reference limits for serum OC concentrations de-
creased continuously with increasing age. In middle-aged
and older men the upper and lower reference limits were
relatively stable but increased slightly after age 65. In

premenopausal women the upper and lower reference
limits for serum OC concentrations decreased markedly
between 25-34 years of age and remained stable after an
age of 34 years. Previous studies [19,22] proposed that
antiresorptive therapy should lower serum OC concentra-
tions in postmenopausal women to the lower half of the
reference interval of premenopausal women between
35-45 years of age. In our study, the reference interval
for 35-44 year-old premenopausal women was 7.4-
30.8 ng/mL, the lower half of the reference interval was
(2.5th-50th percentile) 7.4-13.9 ng/mL.

The reference limits in subjects not taking oral contra-
ceptives or hormone replacement therapy, without diabetes
mellitus and with BMI between 18-30 kg/m* (716 men,
329 pre- and 255 postmenopausal women) were higher
than the reference limits obtained in the whole reference
population (Table 4). This is particularly true for the upper
reference limits, whereas the lower reference limits were
less affected (Figure 2). In premenopausal women not

Table 2 Serum osteocalcin concentrations in five-year age groups

Age Men Women
?;:;’:] n Serum OC concentration [ng/mL] Menopausal status n Serum OC concentration [ng/mL]
25-29 49 212 (165 - 25.0) Pre-menopausal 71 172 (13.2-21.8)
30-34 79 189 (153 -214) 96 155 (12.2-19.0)
35-39 13 174 (147 - 20.6) 125 145 (104 - 185)
40-44 113 16.9 (14.0 - 20.5) 118 134 (102 - 16.5)
45-49 123 145(116-17.2) 87 129 (106 - 16.2)
50-54 127 13.5(10.2 - 18.8) 48 142 (114-173)
Post-menopausal 81 189 (125 -273)
55-59 118 141 (11.2-17.8) 107 206 (143 - 286)
60-64 132 145 (114 -18.1) 131 179 (135-228)
65-69 114 134 (108 -17.2) 87 19.5 (129 - 26.3)
70-74 85 14.2 (104 - 18.5) 57 188 (13.7 - 28.0)
75-79 54 16.7 (12.3 - 20.0) 37 182 (144 - 254)

Values are presented as median (1st - 3rd quartile).
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Table 3 Parameter estimates with 95% confidence intervals (Cl) for quantile regression models

Model Lower reference limit Upper reference limit
(2.5th percentile) (97.5th percentile)

Parameter estimate (95% ClI) Parameter estimate (95% ClI)
Men
Intercept 194778 (15.7036; 26.1654) 553758 (42.6834; 76.1057)
Age —-0.3806 (=0.5235; -0.2307) —0.8982 (=1.9454; -0.3549)
Age’ 0.0028 (0.0012; 0.0052) 0.0076 (0.0029; 0.0181)
Men, without diabetes mellitus and with BMI 18-30 kg/m2
Intercept 16.8043 (11.6050; 26.3003) 50.5885 (39.3315; 75.4833)
Age —-0.2382 (—=0.5940; -0.0961) —0.6898 (—2.2462; -0.2172)
Age2 0.0014 (—0.0001; 0.0048) 0.0058 (0.0010; 0.0158)
Women, premenopausal
Intercept 25.825 (2.6944; 32.5959) 73.8844 (—37.2837; 310.5797)
Age -0.8844 (-1.2162; 0.7307) -1.7612 (—=12.3023; 4.2155)
Age2 0.0106 (=0.0169; 0.0145) 0.0169 (=0.0551; 0.1337)
Women, premenopausal without oral contraceptives, without diabetes mellitus, and with BMI 18-30 kg/m?
Intercept 46.8442 (14278; 53.8028) 62.0062 (—70.8969; 3609.508)
Age -1.8757 (=2.2815; 0.0366) -1.1167 (—66.4225; 6.5886)
Age’ 0.0224 (—=0.0006; 0.0279) 0.0104 (—0.0889; 0.8494)

BMI, Body Mass Index.
For postmenopausal women 2.5th and 97.5th percentiles were determined irrespective of age.

Table 4 Reference intervals (2.5th - 97.5th percentiles) for the serum osteocalcin concentration in five-year age groups

Age All men Men without diabetes Women All women (N=545  Women without hormone intake,
group (N=1107) mellitus and with BMI premenopausal N=498  without diabetes mellitus and
[years] 18-30 kg/m? (N=716) postmenopausal) with BMI 18-30 kg/m? (N = 440

premenopausal N =255
postmenopausal)

Reference interval  Reference interval Menopausal status Reference interval Reference interval
[ng/mL] [ng/mL] [ng/mL] [ng/mL]
25-29 11.2-36.7 114 - 362 Premenopausal 9.7 - 387 126 - 395
30-34 10.2 - 344 10.6 - 345 84 -348 98 -370
35-39 9.2-325 9.9 -33.1 76-319 8.1-350
40-44 84-310 92-319 7.3-29.7 76-335
45-49 7.7 -299 86-31.1 76 -284 82-326
50-54 7.2-292 8.1 -30.5 84 -280 9.8 -32.1
Postmenopausal (all ages) 8.0 -409 104 - 438
55-59 6.8 - 288 7.7 -303
60-64 6.6 - 288 7.3-303
65-69 6.5-29.2 70-306
70-74 6.5 - 30.0 6.7-312
75-80 6.7 -31.2 6.5 -32.1

Reference limits for men and premenopausal women were determined by quantile regression and are displayed for five-year age groups. For postmenopausal
women 2.5th and 97.5th percentiles were determined irrespective of age. Subjects with diabetes mellitus or BMI <18 or >30 kg/m? and women using oral
contraceptives or hormone replacement therapy had significantly lower serum OC concentrations than normal weight subjects without diabetes mellitus and
women without intake of oral contraceptives or hormone replacement therapy. The exclusion of subjects with diabetes mellitus, BMI <18 or >30 kg/m? and
women taking oral contraceptives or hormone replacement therapy shifted the distribution of serum osteocalcin concentrations and the reference intervals to
higher values.
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Men (n=1107) ‘Women, premenopausal (n=545) ‘Women, postmenopausal (n=498)
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Figure 1 Reference curves for serum osteocalcin concentrations in men as well as pre- and postmenopausal women. Individual values

(dots) and reference curves for the median (dashed lines) as well as the 2.5th and 97.5th percentiles (solid lines) are displayed. Reference limits for
men and premenopausal women were determined by quantile regression. For postmenopausal women 2.5th and 97.5th percentiles were

determined irrespective of age.

taking oral contraceptives, without diabetes mellitus and
with BMI between 18-30 kg/m? the reference interval for
35-44 year-old women was 7.8-34.2 ng/mL, and the lower
half of the reference interval was 7.8-14.4 ng/mL.

Discussion

We established reference intervals for serum OC concen-
trations measured with the IDS-iSYS N-Mid Osteocalcin
assay in a large cohort of subjects with European ancestry.
We observed age- and sex-specific differences in serum
OC concentrations in healthy adults. Next to age and sex,
the normative data was influenced by intake of oral con-
traceptives or hormone replacement therapy as well as by
altered anthropometry (BMI <18 or >30 kg/m?) and dia-
betes mellitus.

The estimated reference intervals for men, as well as
pre- and postmenopausal women follow previously de-
scribed age-related patterns [5,17,19,22]. In premenopausal
women reference limits were highest in the youngest age
group of 25-29 years. In premenopausal women older than
34 years of age, reference intervals were relatively stable.
The relatively high serum osteocalcin concentrations in
premenopausal women below 30 years of age may indi-
cate that peak bone mass is not yet reached at this age,
while the stable and low serum osteocalcin concentra-
tions in premenopausal women aged 35 or older may indi-
cate that these women have reached skeletal maturity and a
phase of stable bone turnover [22]. Afterwards, at transi-
tion to menopause, the loss of estrogen results in a dis-
equilibrium between bone formation and bone resorption

‘Women, premenopausal

‘Women, postmenopausal

Serum osteocalcin concentration [ng/mL]

0 T T T T T T T T 1 T T
25 30 35 40 45 50 55 60 65 70 75 80 25 30 35

40 45 50 55 50 55 60 65 70 75 80

Age [years]

Age [years]

Age [years|

Figure 2 Reference curves for serum osteocalcin concentrations from the whole reference population and from two subpopulations.
Reference curves include (1.) all subjects from the reference population (solid lines), (2.) premenopausal women not taking oral contraceptives or
postmenopausal women without hormone replacement therapy (dotted lines) and (3.) all subjects without diabetes mellitus or with BMI <18

or >30 kg/m? (dashed lines). Reference limits for men and premenopausal women were determined by quantile regression. For postmenopausal
women 2.5th and 97.5th percentiles were determined irrespective of age.
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processes [30,31]. During this period, serum OC concentra-
tions rise considerably, by about 50-150% [5]. Our data are
in line with these results: median serum OC concentrations
and serum OC reference limits increased strongly in post-
menopausal women compared to premenopausal women.
Especially the upper reference limit for postmenopausal
women (40.9 ng/mL) was markedly higher than the upper
reference limit for premenopausal women aged 50—54 years
(28.0 ng/mL). Male reference limits decreased between 25
to 49 years of age, were stable between 50 to 65 years of
age, and increased minimally in the late 6th and 7th decade
of life. The increase in serum OC reference limits in elderly
men was, however, not comparable to the increase ob-
served in females during transition to menopause.

In addition to the effects of age and sex, there may be
other factors influencing serum OC concentrations such
as the use of oral contraceptives [23,32,33], hormone re-
placement therapy [18,34], diabetes mellitus [35,36], and
BMI [18,23]. Furthermore, serum OC concentrations
were reported to be affected by calcium intake [19,37]
and to be subject to circadian [38,39], or seasonal varia-
tions [18,40,41]. The potential effects of these factors on
serum OC concentrations are controversial. While we
did not observe circadian or seasonal variations of serum
OC concentrations in our study population, our data
confirm the influence of oral contraceptives, hormone
therapy, diabetes mellitus, and BMI on serum OC con-
centrations. Overall, the examined factors had stronger
impacts on the upper than on the lower reference limits.
After exclusion of all subjects using oral contracep-
tives or hormone replacement therapy, with diabetes
or BMI<18 or >30 kg/m? the upper reference limits
increased by maximally 4.2 ng/mL in women and by ma-
ximally 1.5 ng/mL in men while the lower reference limits
increased by maximally 2.9 ng/mL in women and by max-
imally 0.9 ng/mL in men.

In general, female osteoporosis has been more intensively
investigated than male osteoporosis, probably because the
prevalence of osteoporotic fractures is much higher in
women than in men [42]. The focus on female osteoporosis
is reflected in the larger number of studies reporting female
[19,21-23,26] than male [21] reference intervals for serum
OC concentrations. For premenopausal women previous
studies report serum OC reference intervals based on data
from 153 women between 35-45 years of age from the
UK. (7.0-28.3 ng/mL) [22], 82 women between 46—50 years
of age from Italy (1.91-4.87 ng/mlL) [23], 765 women
between 35-45 years of age from Saudi Arabia (247 -
16.78 ng/mL) [19], and 475 women between 30—44 years
of age from Japan (2.0-7.6 ng/mL) [26]. In the study from
the UK. [22] serum OC concentrations were measured
with an enzyme-linked immunosorbent assay (ELISA)
from Nordic Bioscience Diagnostics. In the Italian [23]
and Saudi Arabian studies [19] immunoassays from Roche
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Diagnostics were used, and in the Japanese study [26] an
immunoradiometric assay from Mitsubishi Kagaku Iatron
Inc. was used. Our reference interval for 35-44 year-old
premenopausal women (7.4-30.8 ng/mL) is in good agree-
ment with that reported for premenopausal women from
the U.K. [22], while those from Italy [23], Saudi Arabia
[19], and Japan are considerably lower [26]. It is well
known that different OC assays may yield different results
[25]. The main reasons for this include differences in rec-
ognition of circulating OC fragments and differences in
cross-reactivity to other molecules [25]. Next to differ-
ences in laboratory methods also sample handling influ-
ences the serum OC concentration, as it is sensitive to
freeze-thaw cycles and haemolysis [25]. In how far the la-
boratory methods and the sample handling contributed to
the differences in the serum OC reference intervals
reported above cannot be quantified in present study. Yet,
the differences between the laboratory methods may not
be large, as the assays used in the studies from the U.K.
[22], Ttaly [23], and Saudi Arabia [19] detect the intact OC
polypeptide and the N-terminal-Mid OC fragment, as
does the assay used in the present study.

Serum OC concentrations are further affected by eth-
nicity. In a study conducted in 2313 pre- or early peri-
menopausal Caucasian, African American, Chinese, and
Japanese women serum OC concentrations were higher in
Caucasian women than in all other ethnic groups [43].
Ethnic differences in serum OC concentrations may thus
explain the lower reference intervals obtained in women
from Iran (30—40 years: 3.46-19.95 ng/mL; 40-50 years:
2.88-26.30) [21] compared to those obtained in women
from the U.K. [22], although serum osteocalcin concentra-
tions were measured with the same assay. The Iranian
study [21] also reported reference intervals for men. The
reference limits for men aged 30 years and older were
lower than those obtained in our study, probably due to
ethnic differences.

In the current European guidance for the diagnosis and
management of osteoporosis in postmenopausal women
[3] PINP, but not OC, is recommended for the laboratory
assessment of bone formation. Nevertheless, normative,
method-specific OC data can be applied to assess indivi-
dual OC levels. Moreover, normative OC data may be use-
ful to investigate the relation between OC and energy
metabolism [44,45], as OC has been suggested to be a bio-
marker for insulin resistance [44].

Our study has several strengths and limitations.
Strengths include the large sample size of extensively
characterized study participants. Moreover, all laboratory
measurements were performed in a central laboratory by
trained personnel according to the manufacturers’ rec-
ommendations. A major limitation of our study is the
lack of BMD measurement in our study participants.
Thus, we could not verify whether subjects who did not
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report osteoporosis were truly healthy or were yet un-
aware of an existing osteoporosis. This may have led to
the inclusion of subjects with unknown osteoporosis in
the reference population and to inaccuracies in the esti-
mated reference intervals. Another limitation relates to
the definition of menopausal status, which was based on
age and self-reported menstrual cycling. As perimeno-
pause could not be defined, a misclassification of the
respective women as pre- or postmenopausal may have
occurred. This in turn could have biased pre- and post-
menopausal reference intervals. Yet, the consistency of
our results with those reported for premenopausal women
from the U.K. [22] suggests that our study accurately re-
flects the reference ranges for serum OC concentrations
in healthy premenopausal women. Moreover, our refe-
rence ranges are method-sensitive and may not be applic-
able to other methods of OC measurement. In addition,
our sample is restricted to Caucasian subjects. It may
therefore not be appropriate to apply our reference ranges
to other ethnicities.

Conclusions

We presented reference intervals for serum OC concen-
trations measured by the IDS-iSYS N-Mid Osteocalcin
assay for men as well as for pre- and postmenopausal
women from Northeast Germany. In addition to age and
sex-related differences, we further detected an influence
of oral contraceptives, hormone replacement therapy,
diabetes mellitus, and BMI on serum OC concentrations
in healthy Caucasian subjects.

Additional file

Additional file 1: Figure 1. Box-plots for seasonal variation in serum
osteocalcin concentrations in 2150 subjects from the reference
population. The width of the plots is proportional to the number of
blood samples obtained in each month. Five extreme observations have
been omitted. Figure 2. Box-plots for variation of serum osteocalcin
concentrations in 2150 subjects from the reference population by time of
day. The width of the plots is proportional to the number of blood
samples obtained during each hour of the day. Five extreme
observations have been omitted.

Competing interest
The authors declare that there is no conflict of interest that could be
perceived as prejudicing the impartiality of the research reported.

Author contributions

Study design, data analysis, and data interpretation: AH, NF, CS, RR, TI, MN
and HW. Drafting manuscript and revising manuscript content: AH, NF, CS,
RR, TI, MN and HW. Approving final version of manuscript: AH, NF, CS, RR, TI,
MN and HW.

Funding

This work was funded by grants from the German Federal Ministry of
Education and Research (BMBF, Grants 01220403, 01220103, 01GI0883), the
Ministry for Education, Research and Cultural Affairs as well as the Ministry of
Social Affairs of the Federal State of Mecklenburg-West Pomerania. This work
is also part of the research project Greifswald Approach to Individualized
Medicine (GANI_MED). The GANI_MED consortium is funded by the Federal

Page 8 of 9

Ministry of Education and Research and the Ministry of Cultural Affairs of the
Federal State of Mecklenburg — West Pomerania (03IS2061A). Furthermore,
we received an independent research grant for determination of serum
samples from Immunodiagnostic Systems.

Author details

'Institute of Clinical Chemistry and Laboratory Medicine, University Medicine
Greifswald, Greifswald, Germany. ZInstitute of Physiology, University Medicine
Greifswald, Greifswald-Karlsburg, Germany. Institute for Community
Medicine, University Medicine Greifswald, Greifswald, Germany. “Institute of
Clinical Chemistry and Laboratory Medicine, University Medicine Greifswald,
Greifswald, Germany.

Received: 1 November 2012 Accepted: 6 March 2013
Published: 13 March 2013

References

1. Seeman E: Structural basis of growth-related gain and age-related loss of
bone strength. Rheumatology (Oxford) 2008, 47(Suppl 4):iv2-iv8.

2. Vasikaran S, Eastell R, Bruyere O, Foldes AJ, Garnero P, Griesmacher A,
McClung M, Morris HA, Silverman S, Trenti T, Wahl DA, Cooper C, Kanis JA:
Markers of bone turnover for the prediction of fracture risk and
monitoring of osteoporosis treatment: a need for international reference
standards. Osteoporos Int 2011, 22:391-420.

3. Kanis JA, McCloskey EV, Johansson H, Cooper C, Rizzoli R, Reginster JY:
European guidance for the diagnosis and management of osteoporosis
in postmenopausal women. Osteoporos Int 2013, 24:23-57.

4. Olmos JM, Hernandez JL, Martinez J, Pariente E, Llorca J, Gonzalez-Macias J:
Bone turnover markers in Spanish adult men the camargo cohort study.
Clin Chim Acta 2010, 411:1511-1515.

5. Eastell R, Hannon RA: Biomarkers of bone health and osteoporosis risk.
Proc Nutr Soc 2008, 67:157-162.

6. Lee J, Vasikaran S: Current recommendations for laboratory testing and
use of bone turnover markers in management of osteoporosis. Ann Lab
Med 2012, 32:105-112.

7. Ducy P: The role of osteocalcin in the endocrine cross-talk between
bone remodelling and energy metabolism. Diabetologia 2011,
54:1291-1297.

8. Villafan-Bernal JR, Sanchez-Enriquez S, Munoz-Valle JF: Molecular
modulation of osteocalcin and its relevance in diabetes (review).

Int J Mol Med 2011, 28:283-293.

9. Karsenty G: Bone endocrine regulation of energy metabolism and male
reproduction. C R Biol 2011, 334:720-724.

10. Oury F: A crosstalk between bone and gonads. Ann N Y Acad Sci 2012,
1260:1-7.

11, Kindblom JM, Ohlsson C, Ljunggren O, Karlsson MK, Tivesten A, Smith U,
Mellstrom D: Plasma osteocalcin is inversely related to fat mass and
plasma glucose in elderly Swedish men. J Bone Miner Res 2009,
24:785-791.

12. Pittas AG, Harris SS, Eliades M, Stark P, Dawson-Hughes B: Association
between serum osteocalcin and markers of metabolic phenotype. J Clin
Endocrinol Metab 2009, 94:827-832.

13. Yeap BB, Chubb SA, Flicker L, McCaul KA, Ebeling PR, Beilby JP, Norman PE:
Reduced serum total osteocalcin is associated with metabolic syndrome
in older men via waist circumference, hyperglycemia, and triglyceride
levels. Eur J Endocrinol 2010, 163:265-272.

14, Im JA, Yu BP, Jeon JY, Kim SH: Relationship between osteocalcin and
glucose metabolism in postmenopausal women. Clin Chim Acta 2008,
396:66-69.

15. Gundberg CM, Looker AC, Nieman SD, Calvo MS: Patterns of osteocalcin
and bone specific alkaline phosphatase by age, gender, and race or
ethnicity. Bone 2002, 31:703-708.

16. Fatayerji D, Eastell R: Age-related changes in bone turnover in men.

J Bone Miner Res 1999, 14:1203-1210.

17. Szulc P, Kaufman JM, Delmas PD: Biochemical assessment of bone
turnover and bone fragility in men. Osteoporos Int 2007, 18:1451-1461.

18. Midtby M, Magnus JH, Joakimsen RM: The Tromso Study: a population-
based study on the variation in bone formation markers with age,
gender, anthropometry and season in both men and women. Osteoporos
Int 2001, 12:835-843.


http://www.biomedcentral.com/content/supplementary/1472-6823-13-11-S1.doc

Hannemann et al. BMC Endocrine Disorders 2013, 13:11
http://www.biomedcentral.com/1472-6823/13/11

20.

21,

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Ardawi MS, Maimani AA, Bahksh TA, Rouzi AA, Qari MH, Raddadi RM:
Reference intervals of biochemical bone turnover markers for Saudi
Arabian women: a cross-sectional study. Bone 2010, 47:804-814.

Fares JE, Choucair M, Nabulsi M, Salamoun M, Shahine CH, Fuleihan Gel H:
Effect of gender, puberty, and vitamin D status on biochemical markers
of bone remodedeling. Bone 2003, 33:242-247.

Nabipour |, Larijani B, Jafari SM, Amiri M, Amiri Z: Reference database of
CrossLaps and osteocalcin for a healthy Iranian population. Arch Iran Med
2008, 11:203-206.

Glover SJ, Garnero P, Naylor K, Rogers A, Eastell R: Establishing a reference
range for bone turnover markers in young, healthy women. Bone 2008,
42:623-630.

Adami S, Bianchi G, Brandi ML, Giannini S, Ortolani S, DiMunno O, Frediani
B, Rossini M: Determinants of bone turnover markers in healthy
premenopausal women. Calcif Tissue Int 2008, 82:341-347.

Glover SJ, Gall M, Schoenborn-Kellenberger O, Wagener M, Garnero P,
Boonen S, Cauley JA, Black DM, Delmas PD, Eastell R: Establishing a
reference interval for bone turnover markers in 637 healthy, young,
premenopausal women from the United Kingdom, France, Belgium, and
the United States. J Bone Miner Res 2009, 24:389-397.

Lee AJ, Hodges S, Eastell R: Measurement of osteocalcin. Ann Clin Biochem
2000, 37(Pt 4):432-446.

Iki M, Akiba T, Matsumoto T, Nishino H, Kagamimori S, Kagawa Y,
Yoneshima H: Reference database of biochemical markers of bone
turnover for the Japanese female population. Japanese population-
based osteoporosis (JPOS) study. Osteoporos Int 2004, 15:981-991.

Volzke H, Alte D, Schmidt CO, Radke D, Lorbeer R, Friedrich N, Aumann N,
Lau K Piontek M, Born G, Havemann C, Ittermann T, Schipf S, Haring R,
Baumeister SE, Wallaschofski H, Nauck M, Frick S, Arnold A, Junger M,
Mayerle J, Kraft M, Lerch MM, Dorr M, Reffelmann T, Empen K, Felix SB, Obst
A, Koch B, Glaser S, et al- Cohort profile: the study of health in Pomerania.
Int J Epidemiol 2010, 40:294-307.

Volzke H, Alte D, Kohlmann T, Ludemann J, Nauck M, John U, Meng W:
Reference intervals of serum thyroid function tests in a previously
iodine-deficient area. Thyroid 2005, 15:279-285.

Koenker R: Quantile regression. New York: Cambridge University Press; 2005.
Clarke BL, Khosla S: Female reproductive system and bone. Arch Biochem
Biophys 2010, 503:118-128.

Khosla S: Update on estrogens and the skeleton. J Clin Endocrinol Metab
2010, 95:3569-3577.

Wei S, Winzenberg T, Laslett LL, Venn A, Jones G: Oral contraceptive use
and bone. Curr Osteoporos Rep 2011, 9:6-11.

Garnero P, Sornay-Rendu E, Delmas PD: Decreased bone turnover in oral
contraceptive users. Bone 1995, 16:499-503.

Hannon R, Blumsohn A, Naylor K, Eastell R: Response of biochemical
markers of bone turnover to hormone replacement therapy: impact of
biological variability. J Bone Miner Res 1998, 13:1124-1133.

Akin O, Gol K, Akturk M, Erkaya S: Evaluation of bone turnover in
postmenopausal patients with type 2 diabetes mellitus using
biochemical markers and bone mineral density measurements. Gynecol
Endocrinol 2003, 17:19-29.

Achemlal L, Tellal S, Rkiouak F, Nouijai A, Bezza A, El Derouiche M, Ghafir D,
El Maghraoui A: Bone metabolism in male patients with type 2 diabetes.
Clin Rheumatol 2005, 24:493-496.

Ginty F, Flynn A, Cashman KD: The effect of short-term calcium
supplementation on biochemical markers of bone metabolism in
healthy young adults. Br J Nutr 1998, 80:437-443.

Swaminathan R: Biochemical markers of bone turnover. Clin Chim Acta
2001, 313:95-105.

Hannon R, Eastell R: Preanalytical variability of biochemical markers of
bone turnover. Osteoporos Int 2000, 11(Suppl 6):530-544.

Hill TR, McCarthy D, Jakobsen J, Lamberg-Allardt C, Kiely M, Cashman KD:
Seasonal changes in vitamin D status and bone turnover in healthy Irish
postmenopausal women. Int J Vitam Nutr Res 2007, 77:320-325.
Blumsohn A, Naylor KE, Timm W, Eagleton AC, Hannon RA, Eastell R:
Absence of marked seasonal change in bone turnover: a longitudinal
and multicenter cross-sectional study. J Bone Miner Res 2003,
18:1274-1281.

Johnell O, Kanis JA: An estimate of the worldwide prevalence and
disability associated with osteoporotic fractures. Osteoporos Int 2006,
17:1726-1733.

Page 9 of 9

43, Finkelstein JS, Sowers M, Greendale GA, Lee ML, Neer RM, Cauley JA,
Ettinger B: Ethnic variation in bone turnover in pre- and early
perimenopausal women: effects of anthropometric and lifestyle factors.
J Clin Endocrinol Metab 2002, 87:3051-3056.

44. Karsenty G, Ferron M: The contribution of bone to whole-organism
physiology. Nature 2012, 481:314-320.

45. Schwetz V, Pieber T, Obermayer-Pietsch B: The endocrine role of the
skeleton: background and clinical evidence. Eur J Endocrinol 2012,
166:959-967.

doi:10.1186/1472-6823-13-11

Cite this article as: Hannemann et al.: Reference intervals for serum
osteocalcin concentrations in adult men and women from the study of
health in Pomerania. BMC Endocrine Disorders 2013 13:11.

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

www.biomedcentral.com/submit

Submit your manuscript at ( BiolMled Central




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	The Study of Health in Pomerania (SHIP)
	Instruments and measurements
	Reference population
	Statistical analyses

	Results
	Discussion
	Conclusions
	Additional file
	Competing interest
	Author contributions
	Funding
	Author details
	References

