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Major inter-personal variation in the increase and
maximal level of 25-hydroxy vitamin D induced by
UVB+
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Niels Morling® and Hans C. Wulf®

Vitamin D influences skeletal health as well as other aspects of human health. Even when the most
obvious sources of variation such as solar UVB exposure, latitude, season, clothing habits, skin pigmenta-
tion and ethnicity are selected for, variation in the serum 25-hydroxy vitamin D (25(OH)D) response to
UVB remains extensive and unexplained. Our study assessed the inter-personal variation in 25(0OH)D
response to UVR and the maximal obtainable 25(OH)D level in 22 healthy participants (220 samples) with
similar skin pigmentation during winter with negligible ambient UVB. Participants received identical UVB
doses on identical body areas until a maximal level of 25(0OH)D was reached. Major inter-personal
variation in both the maximal obtainable UVB-induced 25(OH)D level (range 85-216 nmol [}, mean
134 nmol I™Y and the total increase in 25(0H)D (range 3-139 nmol [, mean 48 nmol ™)) was found. A
linear model including measured 25(0OH)D baselines as personal intercepts explained 54.9% of the
variation. By further including personal slopes in the model, as much as 90.8% of the variation could be
explained. The explained variation constituted by personal differences in slopes thus represented 35.9%.
Age, vitamin D receptor gene polymorphisms, height and constitutive skin pigmentation (a skin area
not exposed to UVB) explained 15.1% of this variation. Despite elimination of most known external
sources of variation, our study demonstrated inter-personal variation corresponding to an observed
maximal difference of 136 nmol [™! in the total increase of 25(OH)D and 131 nmol I™* in the maximal level

WWW.rsc.org/pps of 25(0OH)D.

Introduction

Vitamin D plays an important role for bone health® and poss-
ibly several extra-skeletal diseases.” Serum 25-hydroxy vitamin
D (25(0OH)D) is a commonly used marker of vitamin D status.
Assessment of personal vitamin D status displays considerable
variation in addition to variation attributable to the assess-
ment method. Much of this variation is thought to arise from
variations in different aspects of vitamin D metabolism such
as synthesis, storage capacity and degradation.® Furthermore,
a substantial part of the inter-personal variation in the UVB-
induced 25(OH)D synthesis in skin may be ascribed to differ-
ences in sun altitude, season, weather conditions, sun habits,
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clothing habits and skin pigmentation.”® In ultraviolet radi-
ation (UVR) treatment studies, much of the variation in
vitamin D deriving from these mainly external parameters can
be eliminated when identical UVB doses are given to identical
body areas on participants with similar ethnic origin, skin pig-
mentation and body mass index (BMI) over a period with negli-
gible ambient UVB.® In studies with uniform UVB doses and
exposed body areas, a consistent relation between UVB dose
and increase in 25(OH)D is usually found. Still, these studies
also indicate that variation in the UVB-induced vitamin D syn-
thesis continues to be considerable although the magnitude
and background for this variation have not as yet been investi-
gated as a primary objective.®’

If this variation arises from internal non-modifiable para-
meters, it is possible that the recommended optimal 25(0OH)D
level displays considerable variation as well. It is therefore
important to determine whether vitamin D variation is (1)
predominantly due to external, modifiable parameters or (2)
mainly caused by personal biology or (3) by a mixture of both.

Inter-personal variation in two aspects of vitamin D meta-
bolism was investigated: (1) the maximal UVB-inducible level
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and (2) the course of experimental UVB-induced increase.
These aspects were studied in a homogeneous population
consisting of Caucasian participants with similar light skin
pigmentation and similar BMIL Study-start was set to 1%
October as 25(0OH)D baselines are relatively high at that time
of year in order to eliminate the influence of baseline 25(0OH)D
and ambient UVB on the inter-personal variation in 25(OH)D
synthesis. Despite the restrictive selection of participants,
major inter-personal variations in the maximal level and the
UVB inducible increase of 25(0OH)D were found.

Results and discussion

To determine the variation in the maximal UVB-induced
25(0H)D level and the UVB induced 25(OH)D increase,
22 healthy Danish sun worshippers with similar light skin
colour and similar BMI were exposed to an identical UVR dose
treatment regimen (Table 1). They were irradiated on approxi-
mately 80% of the total body area for nine weeks post-summer
in a period when ambient UVB is negligible (1°° October to
mid-December) with concurrent weekly measurements of
serum 25(OH)D (Fig. 1). Participants were instructed not to
use vitamin D supplements one month prior up to and during
the study period and by completing a questionnaire to record
the number of fatty fish-meals consumed daily. Vitamin D for-
tified food was not available in Denmark during the study
period.

Variation in UVB-induced maximal serum 25(OH)D level

The mean 25(OH)D level after ended UVB treatment was
134 nmol 17" (N = 22, range 85-216 nmol 1™*, SD 33.7 nmol 17,
Fig. 2 and 3).

Table 1 UVB doses and 25(OH)D levels. Study Part 1 comprises the 25
(OH)D responses to UVB treatment (N = 22). Study part 2 comprises the
25(OH)D responses to the sun holiday (N = 19 of the 22). Mean personal
solar UVB doses were measured with personal, electronic UV
dosimeters

Study Mean Weekly UVB 25(OH)D
part day dose (k] m™?) (nmol 17" + SD(range))
1.
0 — 85 + 21 (46-120)
7 1.9 90 + 22 (49-143)
13 1.9 97 + 21 (59-143)*”
20 2.8 97 + 25 (55-147)
27 2.8 106 + 26 (63-175)°
34 2.8 112 + 29 (66-179)°
41 2.8 116 + 27 (69-178)
48 2.8 119 + 27 (62-184)
54 4.2 128 + 32 (63-196)°
61 4.2 134 + 33 (85-216)"
2.
61 132 + 28 (85-191)°
72 66 129 + 27 (69-176)

“Significant (P < 0.05) increase in 25(OH)D from this point and
forward compared to day 0. ” Significant (P < 0.05) increase in 25(0H)D
compared to prior sample point.
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To ensure that the maximal 25(OH)D levels were achieved
after ended UVR treatment, 19 of the 22 participants were sent
on a one-week sun holiday with good sunbathing opportu-
nities. During the sun holiday personal time-stamped solar
UVB doses (k] m™?) were measured as each participant wore a
personal electronic UV dosimeter (Table 1). The maximal
exposed body areas during UVB treatment (80%) and sun
holiday (72%) were similar. All participants received a total
UVB dose of 4.2 k] m™ during the last week of UVB treatment.
In comparison, the 19 participants received a mean solar UVB
dose to the skin of 66 k] m™> and a mean dose estimated at
22 kJ m™? after correction for measured sunscreen use during
the subsequent one week of sun holiday.'’ Despite this, the
mean 25(OH)D level of 132 nmol 1™* (range 85-191 nmol 17"
in the 19 participants after UVB treatment had not changed
significantly at the conclusion of the sun holiday (mean
25(OH)D level: 129 nmol 17, range 69-176, P = 0.317). Thus,
the maximal observed 25(OH)D level on a group basis had
been reached after ended UVB treatment. The range in the
22 participants resulted in an observed maximal difference of
131 nmol 17" (range 85-216 nmol 17') in the maximal UVB-
induced 25(OH)D level.

UVB-induced 25(OH)D synthesis is higher at low 25(0OH)D
levels and gradually decreases with increasing 25(0OH)D levels.°
Hence, it is commonly believed that the 25(OH)D response to
UVB is non-linear and with an upper maximal UV-inducible
level of 25(OH)D that prevents vitamin D intoxication."*** The
fact that the mean 25(OH)D after UVB treatment did not
increase further after a mean solar exposure of 22 k] m™> on
around 72% of the body area strongly supports this notion. A
prolonged UVB treatment period with further increasing doses
would have been preferable to ensure with greater certainty
that stable maximal 25(OH)D levels had been reached in all
participants. However, this would have led to a high risk of
skin burn and reduced compliance. The coming Christmas
holidays would probably also have led to poorer compliance.
A possible effect from solar UVA on 25(OH)D synthesis during
the sun holiday could not be assessed as there was a
strong linear relation between UVA and UVB (R®> = 0.997,
P=1.1x10"%).

Parameters influencing the variation of maximal serum
25(0OH)D

Twelve accessible parameters (Table 2), some of which were
kept within a narrow range, were investigated for their influ-
ence on the maximal 25(0OH)D level using general linear
models (GLM). Baseline facultative PPF (range 5.2-9.1)
decreased significantly (P = 0.005, range 5.2-8.3) after UVB
treatment, confirming that the UVB doses had been kept at a
non-erythematous level (Table S1, Fig. S31). Both facultative
(mean PPF of five measurement sites on upper body) and con-
stitutive PPF (buttock) after UVB treatment increased signifi-
cantly (P < 0.005) after the sun holiday. The skin area receiving
the least UVB exposure is usually the buttocks. This site is
therefore used to measure constitutive PPF. However, the area
is nevertheless exposed to very slight UVB radiation that pene-
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Fig.1 Mean 25(0OH)D levels, UVB treatment and solar UVB doses during study period. The dark blue curve shows mean 25(OH)D with 1 standard
error of the mean bars (left y-axis) over time in days (x-axis) for the 22 participants. Artificial UVB doses given (right y-axis) over time are shown with
red bars. Mean daily solar UVB doses for the 19 persons participating in one week of sun holiday (N = 19) are indicated with green bars. Each bar rep-
resents one day with UVB exposure. Solar doses are not corrected for the use of sunscreen and UVB-exposed body areas. For these 19 participants,
the mean 25(0H)D level (132 nmol I™%) before the sun holiday did not change significantly (paired t-test, two-tailed, P = 0.317) after the sun holiday
(129 nmol I™Y).
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Fig. 2 Personal variation in maximal 25(OH)D compared with baseline 25(OH)D. Data from each of the 22 persons (x-axis) with corresponding
25(0OH)D levels (y-axis) are shown. The blue bars indicate the 25(OH)D baseline levels. The green bars indicate maximal UVB-induced 25(OH)D
level after identical UVB exposure for nine weeks. The relative total increase of 25(OH)D is seen as the difference between maximal and baseline
25(OH)D levels.
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Fig. 3 The cumulative distribution of maximal 25(OH)D level in 22 par-
ticipants. The maximal 25(0OH)D level (nmol [Y) is shown on the x-axis
and the cumulative number of participants (%) is shown on the y-axis.
Boundaries indicating 10% and 90% of the total number of participants
are marked with dotted lines.

Table 2 Demographic data. Skin pigmentation protection factor (PPF) is
an objective measurement of skin pigmentation with a measurement
range of 1-25. Measuring sites were buttock (constitutive) and a mean
of chest, midriff, back of shoulder, medial and lateral sides of arm
(facultative)

Participants - no. 22

Gender - no. female/male 11/11

Age - years” 45+ 9 (22-62)
Weight - kg* 77 + 10 (60-100)
Height - cm® 174 + 9.0 (160-190)

Body mass index - kg/m > ¢ 25.2 2.4 (21.0-29.7)
Fatty fish meals per week™” 2.7 £1.4 (0-5.2)
Vitamin D receptor markers

rs1544410 genotypes — no. AA/GG/AG 2/7/13
r$2228570 genotypes — no. TT/CC/TC 3/11/8
Fitzpatrick skin type - no. I/II/III/IV 0/6/11/5

Constitutive PPF*
Facultative PPF*
25(OH)D baseline level - nmol 17" ¢

3.7+ 0.9 (2.0-6.0)
7.2 +1.1 (5.2-9.1)
85 + 21 (46-120)

“Mean + 1 SD (range). ”? Maximal possible number of fish meals per
week was 14.

trates swimwear during sunbathing and explains the small
increase in constitutive PPF."

Parathyroid hormone (PTH) (mean range 3.2-4.0 pmol 17"
at all sample time points) did not change significantly over the
study period (Fig. S2,T linear regression analysis, P = 0.323)
and was therefore not investigated as a parameter with poss-
ible influence on 25(OH)D. As 25(OH)D baselines were rela-
tively high this was to be expected.

The highly variable maximal 25(OH)D (range 85-216 nmol
17") was found to be influenced only by baseline 25(OH)D (P =
0.018, R* = 0.249). Baseline 25(0OH)D may partly reflect differ-
ences in prior summer solar UVB exposure, which was not
assessed. Baseline 25(0OH)D may also reflect inter-personal
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differences in 25(OH)D reactivity to previous sun exposure, i.e.
an influence from both internal and external parameters.

Variation of the linear UVB-induced 25(OH)D increase

The UVB treatment-induced 25(OH)D increase over time was
best described by a linear model. However, this response was
from relatively high 25(OH)D baselines and to a nonlinear
increasing UVB treatment dose regimen indicating a nonlinear
dose-response relationship in accordance with previous
findings.'>"?

The average increase in 25(OH)D after nine weeks of UVB
treatment was 48 nmol I (SD 29 nmol 1) exhibiting substan-
tial inter-personal variation (range 3-139 nmol 17'). The
observed maximal difference in the increase of 25(0OH)D was
thus 136 nmol 17", This is exemplified by the comparison of
participant no. 6 with no. 21 in Fig. 2. Despite similar 25(OH)
D baselines for participant no. 6 (103.4 nmol 17!) and no. 21
(99.7 nmol 17') the difference in total 25(0OH)D increase was
85 nmol 17", The mean increase in 25(OH)D was 0.79 nmol 1"
per day (slope) corresponding to a mean weekly increase of
5.5 nmol 17" (range 0.32-15.4). Thus the slope of increase dis-
played major variation as well.

The proportion of explainable variation in slope during the
course of increase was explored by comparing different GLMs.
A GLM with common slope and common baseline (intercept)
described a modest part of the observed variation corres-
ponding to 25.8% (R* = 0.258). When measured personal base-
lines were included as personal intercepts in the GLM, the
proportion of explainable variation increased from 29.1% to
54.9% (R* = 0.549, Table 3). Still, a considerable part of the
variation of about 45% (100-54.9) remained unexplained by
this model. To assess the proportion of the maximal explain-
able observed variation, personal intercepts as well as personal
slopes were included in the model. This model indicated that
as much as 90.8% (R* = 0.908) of the variation was in principle
explainable, if all the relevant parameters were known and
investigated. It also indicated that around 36% (90.8-54.9) of
the variation could be accounted for by the influence of
internal and some external personal parameters on the slope
of the increase.

Parameters with separate influence on the slope of the
25(OH)D increase

The separate influence of 12 available parameters (Table 2) on
the slope of increase with GLM was investigated. The GLM
included personally measured baselines as intercepts. Eight
parameters had separate significant effects (Tables 2 and 3) on
the inter-personal variation of the slope: age, a genetic vitamin
D receptor (VDR) marker (rs1544410), height, BMI, constitutive
and facultative PPF, gender and intake of fatty fish. 25(OH)D
baseline level did not influence the slope significantly (P =
0.67, Table 3). This was expected as baselines were relatively
high and only lower 25(OH)D baseline levels have been shown
to impact UVB-induced increase.®

This journal is © The Royal Society of Chemistry and Owner Societies 2016
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Table 3 Personal parameter influence on the variation of the slope in
the UVB treatment-induced increase of 25(OH)D over time. A total of
54.9% of the variation in the increase was explained by a linear model
comprising personal measured baselines as intercepts and common
slope. Additional explanation of the variation was obtained by investi-
gating the influence of different parameters on the variation of the
slope. Constitutive skin pigmentation protection factor (PPF) was
measured on buttock and facultative PPF was defined as a mean of
measurements on chest, midriff, back of shoulder, medial and lateral
sides of arm. R? is squared correlation coefficient

Parameters R’ Pvalue Power”
Model with common slope 0.549 2.99x107° 1.000
and personal intercepts

25(OH)D baseline level — 0.67 —
Gender® 0.567 31x107° 0.846
Age” 0.596 1.1x107° 0.999
Weight — 0.29 —
Height" 0.589 7.2%x107° 0.996
Body mass index 0.569 1.7 x1073 0.883
Fatty fish intake” 0.527 42x107* 0.946
151544410 (AA/GG/AG)” 0.636 1.1x107" 1.000
152228570 (TT/CC/TC) — 0.13 —
Constitutive PPF* 0.566 3.7%x107° 0.832
Facultative PPF at baseline® 0.559 3.2x1072 0.573
Fitzpatrick skin type (II, III, IV) — 0.38 —

“Single significant (P < 0.05) parameters that remained significant in a
subsequent combined stepwise backward elimination of a general
linear model (results not shown here). ® Power is the probability of
confirming the given result in a new material with similar size and
uncertainties as in this material.

Backward elimination of separate influential parameters in a
combined GLM

Parameters with separate influence on the slope were deployed
in a combined GLM and eliminated according to P values in a
stepwise backward analysis. Age, rs1544410, height, constitutive
PPF, gender and intake of fatty fish combined influenced the
slope of the increase significantly (R* = 0.733, P = 2.6 x 107°°).
As power is an estimate of the probability of confirming the
given result in a similar new material, a power of at least 0.750
was retained. Consequently, intake of fatty fish and gender were
eliminated from the combined GLM as well (data not shown).
The genetic VDR marker, rs1544410, did not exhibit an
allele dosage effect possibly due to there being only two par-
ticipants with the AA genotype (Table 2). Therefore, in the
final step of the backward GLM analysis participants with AA
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and AG genotypes were combined and compared with the GG
genotype group. A GLM comprising the four parameters (age,
height, constitutive PPF and rs1544410) influencing the slope
of the 25(OH)D increase explained 70.0% of the observed vari-
ation (R* = 0.700, P = 5.4 x 10°?). This final GLM of 25(0OH)D
increase over time (¢) could be expressed as:

25(0OH)D(t) =1.6 + 0.98 x 25(0OH)D(ty) + t(days)
x [—0.031 x age(years) + 0.027 x height(cm)
— 0.11 x constitutive PPF
+ 0.26 (if rs1544410 genotype is GG)|

If a participant has the rs1544410 genotype of AG or AA
instead of GG, the coefficient of 0.26 is replaced by zero.
25(OH)D(¢0) is the measured personal baseline level.

From this model the independent influence of these four
parameters on the slope can be calculated (Table 4). Apart
from the impact of obvious external influential parameters on
variation, these results suggest an important contribution
from internal non-modifiable parameters as well. An influence
of age on 25(OH)D synthesis has previously been identified
and had the largest impact on 25(OH)D within our age span of
22-62. The amount of the precursor 7-dehydrocholesterol in
the skin cells has been found to decrease with age, thereby
reducing the capacity to synthesise 25(0OH)D.">"® The activated
VDR is a transcription factor active in regulating several steps
in vitamin D metabolism and thus constitutes an obvious
influential candidate gene in synthesis and regulation.'”'®
Inconsistent reports of VDRs’ influence on vitamin D may be
due to the confounding effect of external parameters and use
of different populations, which was selected for in the present
study."®>" BMI did not ultimately exert an influence on the
25(OH)D increase most likely due to a relatively narrow range
(21.0-29.7 kg m™>). There was a positive effect of height on the
slope of the 25(0OH)D increase. This presumably represents a
relative increase in UVB-exposed body area as there was a
relation between height and body area (R* = 0.711, P < 0.001)
and not between height and BMI (P = 0.12). Despite conflicting
results, skin pigmentation is often presumed to reduce UVB-
induced 25(0OH)D synthesis®®**>*> as melanin absorbs
UVB.?® A narrow PPF span was therefore intentionally selected
to minimise the influence of skin pigmentation as our study
was not designed to elucidate the influence of this factor.
Consistent with this, neither facultative PPF representing the

Table 4 Model estimated parameter influence for the four parameters identified as being of importance in this study. Estimates, with influence on
the variation of the slope in the UVB treatment-induced linear increase of 25(0OH)D, are given within full parameter range and without accounting for
interactions (N = 22). Pigmentation protection factor (PPF) is an objective measurement of skin pigmentation (range of 1-25). Rs1544410 is a genetic

vitamin D receptor gene marker

Common course/parameter Pvalue Power Range/category Per day (nmol 17) Per week (nmol 17%)
Mean change — 0.79 5.5

Age 1.1x107" 1.000 22-62 years —-1.24 -7.68

Rs1544410 7.2x107" 0.927 GG versus AG + AA 0.26 1.8

Height 7.2x107% 1.000 160-190 cm 0.81 5.7

Constitutive PPF (buttock) 6.7 x107° 0.779 2.0-6.0 —0.45 -3.2

This journal is © The Royal Society of Chemistry and Owner Societies 2016
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pigmentation on the UVB-exposed body area, nor Fitzpatrick
skin type classification had any final significant effect on the
slope of the 25(OH)D increase. Unexpectedly, constitutive PPF,
representing a body area not exposed to UVB, had a significant
negative effect on the slope of the 25(0OH)D increase. However,
the observed influence of constitutive PPF may reflect other
underlying parameters, possibly genetic. Still, in the final com-
bined GLM constitutive PPF had a somewhat lower power of
0.780 compared to the other parameters, age, rs1544410 and
height, which each had a power of at least 0.920 in the final
GLM (Table 4). So the influence of constitutive PPF has not
been conclusively determined in this study.

General discussion

We demonstrated a major inter-personal variation in the
25(OH)D response to UVB as well as maximal UVB-induced
25(OH)D level mostly explained by internal non-modifiable
parameters when the influence of most external modifiable
parameters were eliminated. This should perhaps have been
expected, as variation arising from different aspects of vitamin
D metabolism, such as personal capacity for skin synthesis,
uptake of dietary supplement, storage, supplementary daily
consumption, degradation and excretion, contributes the
overall variation of vitamin D status. The 25(OH)D level, at
which bone health is optimally preserved indicated by
maximal suppressed PTH, has been shown to display wide
variation as well.”” Despite the negative relation between
25(OH)D and PTH, elevated PTH may only be present in
around 30-40% of patients with insufficient 25(OH)D.*®

Our findings suggest that each individual may have an
inborn profile composed by internal and non-modifiable para-
meters determining the personal 25(0OH)D responsiveness to
UVB and the maximal obtainable 25(OH)D level. In addition to
this, a study by Aloia et al., found that a group of African
Americans had lower total 25(0OH)D, higher serum PTH but
higher bone density compared to a white control group, thus
demonstrating a possible race based variation.* Is it therefore
possible that the adequate 25(0H)D level presently defined as a
single cut-off value may display major inter-personal variation as
well? From a physiological perspective it could be unreasonable
to require an optimal level of 50 nmol 1”* throughout the year'
from a person with a maximal 25(OH)D level of 85 nmol 1™, only
obtainable after 9 weeks of intensive full body UVB irradiation.
Conversely, it could be insufficient to require an optimal level of
50 nmol 1" when the highest obtainable level is 216 nmol 17"
Hence, our results challenges the wide use of recommended
single cut-off values or fixed reference levels of 25(OH)D as a
measure of adequate vitamin D status. Other aspects of the suit-
ability of using 25(OH)D as a biomarker of vitamin D status are
currently being debated as free 25(OH)D or bioavailable (vitamin
D binding protein and albumin bound) 25(0OH)D may provide
better correlates to bone mineral density.***°

In the present study, the influence of most external and be-
havioural confounding parameters on vitamin D variation was
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effectively eliminated. As participants with a narrow span of
skin pigmentation were selected, the UVB dose penetration
into the skin could be kept nearly identical for all persons. All
these selected conditions allowed an assessment of the contri-
bution of some internal and non-modifiable parameters to the
variation of two aspects of vitamin D metabolism. The influ-
ence of VDBP gene polymorphism on inter-personal variation
was not investigated. However, as our participant group con-
sisted of healthy Caucasians with pale skin, the influence of
VDBP gene polymorphism was slight.>'?> Our study was
limited by the relatively small number of participants. This
applies especially to the investigation of personal parameters
influencing the maximal 25(0OH)D level, for which only one
sample per participant was available. Consequently, only one
influential parameter was identified. In the evaluation of the
course of 25(0H)D increase sufficient sampling over a
relatively long investigation period was accessible to show
personal responses, and many more influential parameters
were identified.

On the basis of our findings concerning major inter-
personal variation in 25(OH)D metabolism, we hope to con-
tribute to the overall discussion of the suitability of using
25(OH)D as a biomarker of vitamin D status and bone health.

Experimental
Study design

This single-centre, open and non-blinded clinical trial was
conducted at Bispebjerg University Hospital, Denmark (56° N)
from 1% October to December in 2010, a period during which
ambient UVB is insignificant.>® The participants were
irradiated repeatedly with an identical UVB dose regimen on
approximately 80% of the total body area for nine weeks with
concurrent weekly measurements of 25(OH)D (220 samples).
This was followed by one week of sun holiday (Hurghada,
Egypt, latitude: 27° N), with sunbathing to ensure that
maximal 25(OH)D had been reached.

Participants

22 healthy Caucasians sun worshippers originating from
northern countries (Denmark, the Faroe Islands and England)
with similar light skin pigmentation and similar BMI partici-
pated in the study. The inclusion criteria were: (1) age 18-70;
and (2) parents of Caucasian origin. Exclusion criteria were (1)
supplementary vitamin D intake exceeding 10 pg per day one
month prior to study start; (2) use of supplementary vitamin D
during study period; (3) sun holiday south of latitude 45° N
one month prior to or during the study period (except the sun
holiday that was a part of the study); (4) use of solarium one
month prior to or during the study period; (5) chronic disease;
(6) skin disease; (7) intake of cholesterol-lowering or photosen-
sitising medication; (8) pregnancy; (9) drug addiction; (10) psy-
chiatric disorder; (11) physical disabilities. Three participants
did not participate in the sun holiday for personal reasons.
Demographic data are shown in Table 2. Written, informed
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consent was obtained from all participants. Study protocols
(H-2-2010-097, H-C-2008-072 and H-B-2007-100) were approved
by the Danish Medical Ethics Committee and completed in
accordance with the Declaration of Helsinki.

UVR exposure

UVB treatment. UVR cabinets (Waldmann, Willingen-
Schwenningen, Germany) with 26 F85/100W UV6 tubes
(290-350 nm, broadband) covering the vitamin D action spec-
trum were used to irradiate approximately 80% of the partici-
pants’ total body area®* with an identical and gradually
increasing UVR dose treatment regimen (Table 1) for nine
weeks from October to December. Ambient UVB radiation and
solar-exposed body areas during this period are negligible in
regard to vitamin D synthesis.*® UVB doses were given as
physical doses in kilojoules (kJ) per m®. UVB treatments, each
of 0.94 k] m™2, were given bi-weekly in the first two weeks. The
frequency was then increased to three sessions per week, each
of 0.94 k] m™2, for a further five weeks. In the last two weeks, 3
weekly sessions, each of 1.4 k] m™?, were given. This corres-
ponded to a total UVB dose of 26 k] m™> per participant. The
UVA and UVB fractions were 63% and 37%, respectively, corres-
ponding to a UVA/UVB ratio of 0.587. Irradiation time was
determined and regulated by measuring UV intensity with a
Sola-Hazard spectroradiometer (Solatell, Cornwall, UK) at base-
line, after five weeks and at the end of the exposure period.

Solar UVR exposure. The UVB treatment dose was limited to
avoid erythema. To examine if the maximal 25(0OH)D level had
been reached the participants were subsequently sent on a
one-week sun holiday in Hurghada, Egypt (latitude: 27° N).
Previous studies have shown that during sun holidays partici-
pants expose their skin on their own initiative to solar UVB to
a higher degree than acceptable under laboratory conditions.>
The purpose of the holiday was to make sure that maximal
25(OH)D levels had been reached by UVB exposure. During the
sun holiday personal time-stamped doses of UVB and UVA
(k] m~?) were measured by personal electronic UV dosimeters
(SunSavers)*® and solar exposed body areas registered. There
was a close linear relation between the UVB and UVA doses
received (R* = 0.997, P = 1.1 x 10~>%), which meant that the
possible influence of UVA on 25(OH)D increase could not be
investigated. It has previously been demonstrated that the
mean wrist dose is 50% of the dose received on the top of the
head.*” As solar exposure is usually on one side of the body at
a time, the wrist dose provides a suitable estimate of the UVB
dose received. The SunSavers were an updated versions of the
personal electronic UVR dosimeter described elsewhere.*®
Participants used a mean sunscreen factor of SPF15 with an
average application thickness of 0.79 mg cm™>. This corres-
ponded to an average effective protection factor of approxi-
mately three.'®

Skin pigmentation

Self-reported skin photo-type according to Fitzpatrick’s
criteria’®® was assessed along with objective constitutive
(buttocks) and facultative (mean of chest, midriff, back of
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shoulder, medial and lateral sides of arm) pigment protection
factor (PPF, measuring range 1-25) measured with a skin
reflectance meter (UV-Optimize Scientific, Chromo-light,
Espergaerde, Denmark)* at baseline and after 4, 9, 10 and 18
weeks. Constitutive PPF is a measure of the innate skin
pigmentation on a body area not exposed to UVB. Facultative
PPF represents body areas influenced by prior history of solar
exposure and in this study the UVB-exposed areas.

Blood analysis

Serum 25(OH)D. Vitamin D, is scarce in common diet, the
main source in Europe being mushrooms. Therefore, serum
25(0OH)D; (250H)D was used as a parameter of vitamin Dj
status and analysed on a liquid chromatography tandem mass
spectrometer (LC-MS/MS, Agilent 1100 HPLC & Micromass
Quattro Ultima mass spectrometer).>*® Samples were pre-
treated with acetonitrile containing the internal standard hexa-
deuterium labeled 25-OH D; (Synthetica, Oslo, Norway) to
release vitamin D binding protein bound 25(OH)D. A
minimum of three analyses were performed to minimise analy-
sis variance (technical replicates). All 25(0OH)D samples from
the same participant were analysed in one batch. Quantifi-
cation was performed using calibrators from Chromsystems
(Grifelfing, Germany) and controls from Recipe (Munich,
Germany) and a low QC blood sample from an employee in
the department.

The total relative standard deviation (SD) varied between
4.9% and 14.1% at 20-222 nmol 17" reflecting experimental
variability. Serum 25(OH)D was measured at baseline (i.e.
study start) and from after that weekly at least two days after
the last UVB treatment as 25(OH)D production is sustained for
around two to three days after UVB exposure.*' 25(0OH)D was
also measured after the conclusion of the sun holiday in the
19 participants in the holiday.

Serum parathyroid hormone (PTH). Serum PTH was ana-
lysed using an Immulite 2500 Biochemistry Analyzer (Diagnos-
tic Products Corporation, Los Angeles, CA). This measurement
was based on a chemiluminescence-immunometric assay with
a detection limit of 0.3 pmol 17", Intra-series variance was 15%
at 2.4 pmol 1™, 10% at 6.3 pmol 1™ and 12% at 22.8 pmol 17"
PTH status was evaluated at baseline and, approximately, on
days 13, 27, 41, 61, 72, 95 and 123.

Vitamin D receptor (VDR) gene SNP. The influence of the
vitamin D receptor gene was investigated by genotyping the
two single nucleotide polymorphisms (SNP), rs1544410 (Bsml)
and rs2228570 (Fokl), located in the gene (ENSG00000111424,
Chromosome 12q13). These two SNPs were selected due
to their association with bone diseases as well as many other
diseases thereby indicating that polymorphisms in those
regions of VDR are important for the functioning of VDR. DNA
purification and method for SNP typing are described in ESL

Statistics

Personal data were tested with the Kolmogorov-Smirnov test to
assess whether the data were normally distributed. Normally
distributed data were tested by paired ttest (two-tailed) to
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determine if maximal steady state level of 25(OH)D had been
reached after ended UVB treatment. The influence of
12 parameters (Table 3) on the variation of maximal level of
25(OH)D was then examined.

To describe the increase in 25(0OH)D over time in days (220
samples), the following models were investigated: linear,
inverse, quadratic, cubic, power, sigmoid and exponential. The
derivate function was defined as the average daily change in
25(OH)D between two sample time points (A25(OH)D per day)
and prior successive 25(OH)D level. Determination of the best
suitable model was based on the accordance between the
investigations of the 25(OH)D increase over time and the
derivate function.

The inter-personal variations in the linear increase of
25(OH)D were explored by determining the variation of the
slope. This was performed by comparing general linear
models (GLM) with: (1) common slope and common baseline
values as intercepts, (2) common slopes and personally
measured baseline values as intercepts and (3) personal
slopes, i.e. personal constant and personally measured base-
line values as intercepts.

The influence of parameters with independent significant
influence on the slope variation in the increase of 25(0OH)D
over time was not independent and was therefore investigated
via a stepwise backward elimination of a combined GLM.*
Only parameters with a power of at least 0.750 were retained in
the final GLM explaining the variation of the increase.

Comparison of 25(OH)D levels at different time points was
performed using paired t-test (two-tailed) and the relation
between solar UVA and UVB by GLM.

P-value < 0.05 was considered significant. Data were statisti-
cally analysed using SPSS 22.0 for Windows (SPSS Inc.,
Chicago, IL, USA).

Sample size calculation. SD was 14.1 nmol 17" for high-end
25(0H)D samples.”® The expected detectable difference was
15 nmol 17" based on a previous study of two weeks.® The
sample size was estimated to be 16 participants, given a
significance level of 5% and 80% power to detect a difference
of 15 nmol 1I'. Due to the relatively long study period,
22 participants were included. This allowed for a drop out of
six participants corresponding to 27%. However, there was no
drop out.

Conclusions

The inter-personal variation primarily due to internal non-
modifiable parameters was investigated in two different
aspects of vitamin D metabolism: the maximal 25(OH)D level
induced by UVB and the 25(OH)D response to experimentally
given UVB.

Despite the restrictive selection of participants, substantial
inter-personal differences were present in both the maximal
25(OH)D level and the 25(OH)D response to UVB. Age, vitamin
D receptor gene polymorphisms in the SNPs rs1544410, height
and constitutive skin pigmentation explained 15% of the
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variation in the slope. The remaining unexplained 21% of the
variation due to the slope is most likely constituted by other
internal and non-modifiable parameters such as genetic
factors.

It is our view that the observed inter-personal variation
should be taken into account in the use 25(0OH)D as a bio-
marker of vitamin D status and bone health.

Acknowledgements

This work has been supported by Copenhagen University Hos-
pital, Bispebjerg. The authors thank the participants in the
study, Pia Eriksen and Catharina Margrethe Lerche for assist-
ance in UVB radiation of participants and Jacob Heydenreich
for technical assistance.

References

1 A. C. Ross, ]J. E. Manson, S. A. Abrams, ]J. F. Aloia,
P. M. Brannon, S. K. Clinton, R. A. Durazo-Arvizu,
J. C. Gallagher, R. L. Gallo, G. Jones, C. S. Kovacs,
S. T. Mayne, C. J. Rosen and S. A. Shapses, The 2011 report
on dietary reference intakes for calcium and vitamin D
from the Institute of Medicine: what clinicians need to
know, J. Clin. Endocrinol. Metab., 2011, 96, 53-58.

2 S. Spedding, S. Vanlint, H. Morris and R. Scragg, Does
vitamin D sufficiency equate to a single serum 25-hydroxy-
vitamin d level or are different levels required for non-skel-
etal diseases?, Nutrients, 2013, 5, 5127-5139.

3 T. D. Thacher and B. L. Clarke, Vitamin D insufficiency,
Mayo Clin. Proc., 2011, 86, 50-60.

4 M. F. Holick, T. C. Chen, Z. Lu and E. Sauter, Vitamin D
and skin physiology: a D-lightful story, J. Bone Miner. Res.,
2007, 22, V28-V33.

5 K. A. Kennel, M. T. Drake and D. L. Hurley, Vitamin D
deficiency in adults: when to test and how to treat, Mayo
Clin. Proc., 2010, 85, 752-757.

6 M. K. Bogh, A. V. Schmedes, P. A. Philipsen, E. Thieden
and H. C. Wulf, Vitamin D production after UVB exposure
depends on baseline vitamin D and total cholesterol but
not on skin pigmentation, J. Invest Dermatol., 2010, 26,
546-553.

7 M. K. Bogh, A. V. Schmedes, P. A. Philipsen, E. Thieden
and H. C. Wulf, Interdependence between body surface
area and ultraviolet B dose in vitamin D production: a ran-
domized controlled trial, Br. J. Dermatol., 2011, 164, 163-
169.

8 M. D. Farrar, R. Kift, S. ]J. Felton, J. L. Berry, M. T. Durkin,
D. Allan, A. Vail, A. R. Webb and L. E. Rhodes, Rec-
ommended summer sunlight exposure amounts fail to
produce sufficient vitamin D status in UK adults of South
Asian origin, Am. J. Clin. Nutr., 2011, 94, 1219-1224.

9 M. D. Farrar, A. R. Webb, R. Kift, M. T. Durkin, D. Allan,
A. Herbert, J. L. Berry and L. E. Rhodes, Efficancy of a dose

This journal is © The Royal Society of Chemistry and Owner Societies 2016


http://dx.doi.org/10.1039/c5pp00462d

Published on 15 March 2016. Downloaded by UNIVERSITY OF NEBRASKA on 28/03/2016 04:09:12.

Photochemical & Photobiological Sciences

10

11

12

13

14

15

16

17

18

19

20

21

range of simulated sunlight exposures in raising vitamin D
status in South Asian adults: implications for targeted gui-
dance on sun exposure, Am. J. Clin. Nutr., 2013, 97, 1210-
1216.

B. Petersen, P. Datta, P. A. Philipsen and H. C. Wulf, Sun-
screen use and failures-on site observations on a sun-
holiday, Photochem. Photobiol. Sci., 2013, 12, 190-196.

M. F. Holick, Vitamin D deficiency, N. Engl. J. Med., 2007,
357, 266-281.

W. J. Olds, A. R. McKinley, M. R. Moore and M. G. Kimlin,
In vitro model of vitamin D3 (cholecalciferol) synthesis by
UV radiation: dose-response relationships, J. Photochem.
Photobiol., B, 2008, 93, 88-93.

R. McKenzie, R. Scragg, B. Liley, P. Johnston, J. Wishart,
A. Stewart and R. Prematunga, Serum 25-hydroxyvitamin-D
responses to multiple UV exposures from solaria: infer-
ences for exposure to sunlight, Photochem. Photobiol. Sci.,
2012, 11, 1174-1185.

J- Lock-Andersen and H. C. Wulf, Seasonal variation of skin
pigmentation, Acta Derm. — Venereol., 1997, 77, 219-221.

M. F. Holick, L. Y. Matsuoka and J. Wortsman, Age, vitamin
D, and solar ultraviolet, Lancet, 1989, 2, 1104-1105.

J. MacLaughlin and M. F. Holick, Aging decreases the
capacity of human skin to produce vitamin D3, J. Clin.
Invest., 1985, 76, 1536-1538.

P. R. Ebeling, Vitamin D and bone health: Epidemiologic
studies, BoneKEy Rep., 2014, 3, 511.

G. Jones, D. E. Prosser and M. Kaufmann, Cytochrome
P450-mediated metabolism of vitamin D, J. Lipid Res.,
2014, 55, 13-31.

A. J. Berlanga-Taylor and ]J. C. Knight, An integrated
approach to defining genetic and environmental determi-
nants for major clinical outcomes involving vitamin d, Mol
Diagn. Ther., 2014, 18, 261-272.

G. P. Levin, C. Robinson-Cohen, I. H. de Boer,
D. K. Houston, K. Lohman, Y. Liu, S. B. Kritchevsky,
J. A. Cauley, T. Tanaka, L. Ferrucci, S. Bandinelli,
K. V. Patel, E. Hagstrom, K. Michaelsson, H. Melhus,
T. Wang, M. Wolf, B. M. Psaty, D. Siscovick and
B. Kestenbaum, Genetic variants and associations of 25-
hydroxyvitamin D concentrations with major clinical out-
comes, JAMA, J. Am. Med. Assoc., 2012, 308, 1898-1905.

T. J. Wang, F. Zhang, J. B. Richards, B. Kestenbaum,
J. B. van Meurs, D. Berry, D. P. Kiel, E. A. Streeten,
C. Ohlsson, D. L. Koller, L. Peltonen, ]J. D. Cooper,
P. F. O'Reilly, D. K. Houston, N. L. Glazer, L. Vandenput,
M. Peacock, ]J. Shi, F. Rivadeneira, M. I. McCarthy,
P. Anneli, I. H. de Boer, M. Mangino, B. Kato, D. J. Smyth,
S. L. Booth, P. F. Jacques, G. L. Burke, M. Goodarzi,
C. L. Cheung, M. Wolf, K. Rice, D. Goltzman,
N. Hidiroglou, M. Ladouceur, N. J. Wareham, L. J. Hocking,
D. Hart, N. K. Arden, C. Cooper, S. Malik, W. D. Fraser,
A. L. Hartikainen, G. Zhai, H. M. Macdonald,
N. G. Forouhi, R. J. Loos, D. M. Reid, A. Hakim,
E. Dennison, Y. Liu, C. Power, H. E. Stevens, L. Jaana,
R. S. Vasan, N. Soranzo, ]J. Bojunga, B. M. Psaty,

This journal is © The Royal Society of Chemistry and Owner Societies 2016

22

23

24

25

26

27

28

29

30

31

32

33

34

View Article Online

Paper

M. Lorentzon, T. Foroud, T. B. Harris, A. Hofman,
J. O. Jansson, J. A. Cauley, A. G. Uitterlinden, Q. Gibson,
M. R. Jarvelin, D. Karasik, D. S. Siscovick, M. J. Econs,
S. B. Kritchevsky, J. C. Florez, J. A. Todd, ]J. Dupuis,
E. Hypponen and T. D. Spector, Common genetic determi-
nants of vitamin D insufficiency: a genome-wide associ-
ation study, Lancet, 2010, 376, 180-188.

T. C. Chen, F. Chimeh, Z. Lu, J. Mathieu, K. S. Person,
A. Zhang, N. Kohn, S. Martinello, R. Berkowitz and
M. F. Holick, Factors that influence the cutaneous
synthesis and dietary sources of vitamin D, Arch. Biochem.
Biophys., 2007, 460, 213-217.

T. L. Clemens, J. S. Adams, S. L. Henderson and
M. F. Holick, Increased skin pigment reduces the capacity
of skin to synthesise vitamin D3, Lancet, 1982, 1, 74-76.

M. F. Holick, J. A. MacLaughlin and S. H. Doppelt, Regu-
lation of cutaneous previtamin D3 photosynthesis in man:
skin pigment is not an essential regulator, Science, 1981,
211, 590-593.

A. R. Webb, Who, what, where and when-influences on
cutaneous vitamin D synthesis, Prog. Biophys. Mol. Biol.,
2006, 92, 17-25.

P. Meredith and ]. Riesz, Radiative relaxation quantum
yields for synthetic eumelanin, Photochem. Photobiol., 2004,
79, 211-216.

M. C. Chapuy, P. Preziosi, M. Maamer, S. Arnaud, P. Galan,
S. Hercberg and P. J. Meunier, Prevalence of vitamin D
insufficiency in an adult normal population, Osteoporosis
Int., 1997, 7, 439-443.

A. Shibli-Rahhal and B. Paturi, Variations in parathyroid
hormone concentration in patients with low 25 hydroxyvita-
min D, Osteoporosis Int., 2014, 25, 1931-1936.

J. Aloia, M. Mikhail, R. Dhaliwal, A. Shieh, G. Usera,
A. Stolberg, L. Ragolia and S. Islam, Free 25(OH)D and the
Vitamin D Paradox in African Americans, J. Clin. Endo-
crinol. Metab., 2015, 100, 3356-3363.

C. E. Powe, C. Ricciardi, A. H. Berg, D. Erdenesanaa,
G. Collerone, E. Ankers, J. Wenger, S. A. Karumanchi,
R. Thadhani and I. Bhan, Vitamin D-binding protein
modifies the vitamin D-bone mineral density relationship,
J. Bone Miner. Res., 2011, 26, 1609-1616.

P. Yousefzadeh, S. A. Shapses and X. Wang, Vitamin D
Binding Protein Impact on 25-Hydroxyvitamin D Levels
under Different Physiologic and Pathologic Conditions,
Int. J. Endocrinol., 2014, 2014, 981581.

J. R. Delanghe, R. Speeckaert and M. M. Speeckaert,
Behind the scenes of vitamin D binding protein: more than
vitamin D binding, Best. Pract. Res., Clin. Endocrinol.
Metab., 2015, 29, 773-786.

A. R. Webb, L. Kline and M. F. Holick, Influence of season
and latitude on the cutaneous synthesis of vitamin D3:
exposure to winter sunlight in Boston and Edmonton will
not promote vitamin D3 synthesis in human skin, J. Clin.
Endocrinol. Metab., 1988, 67, 373-378.

A. Augustsson, U. Stierner, I. Rosdahl and M. Suurkula,
Regional distribution of melanocytic naevi in relation to sun

Photochem. Photobiol. Sci.


http://dx.doi.org/10.1039/c5pp00462d

Published on 15 March 2016. Downloaded by UNIVERSITY OF NEBRASKA on 28/03/2016 04:09:12.

Paper

35

exposure, and site-specific counts predicting total number of
naevi, Acta Derm. — Venereol., 1992, 72, 123-127.

E. Thieden, P. A. Philipsen, J. Heydenreich and H. C. Wulf,
UV radiation exposure related to age, sex, occupation, and
sun behavior based on time-stamped personal dosimeter
readings, Arch. Dermatol., 2004, 140, 197-203.

36 J. Heydenreich and H. C. Wulf, Miniature personal

37

38

electronic UVR dosimeter with erythema response and
time-stamped readings in a wristwatch, Photochem. Photo-
biol., 2005, 81, 1138-1144.

E. Thieden, M. S. Agren and H. C. Wulf, The wrist is a
reliable body site for personal dosimetry of ultraviolet radi-
ation, Photodermatol., Photoimmunol. Photomed., 2000, 16,
57-61.

T. B. Fitzpatrick, The validity and practicality of sun-reac-
tive skin types I through VI, Arch. Dermatol., 1988, 124,
869-871.

Photochem. Photobiol. Sci.

39

40

41

42

View Article Online

Photochemical & Photobiological Sciences

H. C. Wulf, Method and an apparatus for determining an
individual’s ability to stand exposure to ultraviolet radi-
ation, America Patent and Trademark Office, US Patent no.
4882598, 1986, 1-32.

P. Datta, M. K. Bogh, P. Olsen, P. Eriksen, A. V. Schmedes,
M. M. Grage, P. A. Philipsen and H. C. Wulf, Increase in
serum 25-hydroxyvitamin-D(3) in humans after solar
exposure under natural conditions compared to artificial
UVB exposure of hands and face, Photochem. Photobiol. Sci.,
2012, 11, 1817-1824.

M. F. Holick, J. A. MacLaughlin, M. B. Clark, S. A. Holick,
J. T. Potts, Jr., R. R. Anderson, 1. H. Blank, J. A. Parrish and
P. Elias, Photosynthesis of previtamin D3 in human skin and
the physiologic consequences, Science, 1980, 210, 203-205.

P. Armitage, G. Berry and J. N. S. Matthews, Statistical
Methods in Medical Research, Wiley-Blackwell, 2001, ch. 11,
pp. 312-377.

This journal is © The Royal Society of Chemistry and Owner Societies 2016


http://dx.doi.org/10.1039/c5pp00462d

	Button 1: 


