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Abstract

nmol/l were defined as suboptimal.

L

Background: According to Danish national guidelines, elderly should take vitamin D supplements.

The aims of this study were to examine the prevalence of non-supplemented and the prevalence of suboptimal
serum vitamin D level among frail elderly hip fracture patients. Furthermore, to determine the gain from serum-25-
hydroxyvitamin D (25(OH)D) analysis upon admission and three months later.

Methods: The subjects were frail elderly, defined as 65+ year olds living in nursing homes or sheltered housings,
admitted with a hip fracture to the orthopaedic ward. We assessed vitamin D supplementation before and after hip
fracture surgery and measured serum-25-(OH)D upon admission and three months later. Serum levels below 75

Results: A total of 121 patients (59%) did not receive vitamin D supplements, and 73% had suboptimal levels
upon admission. We found that the serum-25(OH)D level did not influence the subsequent decision of whether or
not to start treatment in the non-supplemented patients. Three months after hip fracture surgery all patients that
started treatment, or whose dose was increased, reached optimal vitamin D levels.

Conclusions: A high percentage of frail elderly hip fracture patients did not receive vitamin D supplements.
Furthermore a high percentage had a suboptimal level upon admission. Measurement of serum-25(OH)D upon
admission seems unnecessary in non-supplemented patients, and may also be so three months later if compliance
to vitamin D supplements is closely monitored and no antiresorptive treatment is intended.
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Introduction

Vitamin D deficiency has been linked to an increased risk of hip
fracture [1-6]. Previous studies have found low levels of vitamin D in
institutionalised elderly [7-10], among medical inpatients [11], and hip
fracture patients [12]. Elderly living in nursing homes or sheltered
housings are at particularly high risk of developing vitamin D
deficiency; as increasing age, reduced sunlight exposure, and
inadequate dietary intake of vitamin D are all factors that increase the
risk of hypovitaminosis D [11,13]. The skin’s ability to produce
vitamin D3 from the pre-vitamin 7-dehydrocholesterol also declines
with advancing age [14]. In addition, many frail elderly have medical,
cognitive, and functional disabilities [15], which can adversely affect
dietary intake of vitamin D. These elderly have also been found to have
an increased risk of hip fracture when compared to elderly without
need for assistance in daily living [13].

For the last ten years the Danish Health and Medicines Authority
has recommended that elderly, 70 years or older, and institutionalised
elderly, should supplement their diet with vitamin D and calcium [16].
However, previous studies have found that not all hip fracture patients
benefit from supplements [17,18], and that as many as up to 56% may
still be in the suboptimal range after three months of treatment [17].

It is recommended to examine the serum-25(OH)D in elderly hip
fracture patients when they are admitted to hospital. If a suboptimal
level is detected, or the attending physician finds other indications,
supplementation is started, or the on-going dose increased. To ensure
that the desired level has been reached the patient’s general
practitioner may repeat the analysis three months later, since this is
the time needed for the vitamin D supplements to have their full effect
[16]. Considering the cost of the serum-25(OH)D analyses and the
number of hip fracture patients it would be desirable, from a
socioeconomic point of view, if some of the tests were dispensable.

In this study of frail elderly hip fracture patients living in nursing
homes or sheltered housing we wished to examine the prevalence of
those not receiving vitamin D supplementation upon admission, and
the prevalence of suboptimal vitamin D levels. Further we wished to
assess the need for serum-25(OH)D measurements upon admission
and three months later.
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Materials and Methods

Study design and study population

This paper is primarily a descriptive article, which comprises a
cross-sectional and a follow-up study. The cross-sectional part was a
sub-study of the Transfusion Requirements in Frail Elderly (TRIFE)
study, which examined the effect of expanding the target for blood
transfusions [19]. The participants were frail elderly, defined as 65+
year olds living in nursing homes or sheltered housings. They were all
admitted with a hip fracture to Aarhus University Hospital between
18th of January 2010 and Ist of October 2012, treated surgically, and
had a haemoglobin level between 6 and 7 mmol/l within the first six
postoperative days. The patients were excluded if they had an active
cancer, a pathological fracture, or rejected blood transfusions.
Informed consent, or deputy informed consent, was obtained for all
participants. In this sub-study we examined the percentage of patients
not supplemented with vitamin D and the prevalence of suboptimal
vitamin D levels. We only included patients whose serum-25(OH)D
was measured upon admission.

In the follow-up study, we evaluated the effect of three months of
vitamin D supplementation on the levels of serum-25(OH)D. This
study was also a sub-study of the TRIFE study with an inclusion period
from 1st of July 2012 to 25th of March 2013. We examined the
patients’ vitamin D status three months after their hip fracture if they
had had a suboptimal level upon admission and had initiated
treatment (or been increased in treatment dose) during admission.

Data collection

From the medical records of participating patients, we extracted
baseline demographic information, including gender, age, and type of
housing (nursing home or sheltered housing). Dose of vitamin D
supplementation (pg/day), if any, upon admission was registered.
Patients were categorised as non-supplemented if supplementation
dose was 5 pg/day or lower since this is the dose found in normal
vitamin pills. Diagnoses up to ten years prior to admission were also
extracted from the medical records and comorbidity, measured by
Charlson Comorbidity Index (CCI), was calculated.

For patients enrolled in the follow-up study we also collected data
on the vitamin D supplementation dose prescribed after surgery and
the following three months. These data were extracted from the
discharge drug list, and compared to the information found on the
drug list in the patients’ homes three months later. If a discrepancy
was found, the drug list from the patient’s home would be used.

Blood sample analysis

Blood samples were obtained from the patients during
hospitalisation or on an outpatient basis, no longer than 14 days prior
to admission or no more than 14 days after discharge. Measurement of
serum levels of vitamin D is a standard recommendation in hip
fracture patients. From the patients included in the follow-up study an
additional blood sample was collected three months after their surgery.

All blood sample analyses were performed at the Department of
Clinical Biochemistry at Aarhus University Hospital. Blood samples
were analysed for levels of serum-25(OH)D3 and serum-25(OH)D2, as
indicators of vitamin D status by using high-throughput liquid-liquid
extraction and liquid chromatography-tandem mass spectrometry
methods [20].

Levels of serum-25(OH)D below 75nmol/l were defined as
suboptimal according to the limit set by a consensus panel [21].

Statistical considerations

Data on serum vitamin D levels are presented as mean with a
standard deviation. Association between serum levels upon admission
and the subsequent dosage of vitamin D supplementation was
examined by simple linear regression analysis with p=0.05 as the
significance level.

Results

The cross-sectional study

The TRIFE study included 227 patients. Of these, 23 had missing
serum-25(OH)D values upon admission, and 204 were included in our
cross-sectional study (Figure 1 and 2). The characteristics of the
patients are shown in Table 1. 121 (59%) did not receive vitamin D
supplements when admitted (Table 2). Amongst all included 73% had
a suboptimal vitamin D level. In the subgroup of non-supplemented
patients the prevalence of suboptimal levels was 88%. Among
supplemented patients, who received 10-76 pg of vitamin D daily,
suboptimal levels were found in 51% of patients.

Included in TRIFE

227
Missing 25(0OH)D
> 23
v
Included
204

Figure 1: Flowchart for inclusion in the cross-sectional study.

Included in TRIFE

58
2 drop out
3 missing serum-25(0OH)D
—> | 4 no treatment change
v 14 optimal serum-25(OH)D
15 died
Included
20

Figure 2: Flowchart for inclusion in the follow-up study

There were 15 non-supplemented patients who had optimal serum
levels, 13 of these still initiated vitamin D supplementation (25-43 pg)
during admission and only two remained untreated. There was no
association (p=0.09) between serum levels upon admission and the
subsequent supplementation doses in this subgroup.
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Characteristic Included (n=204)
Men n (%) 54 (26)

Women n (%) 150 (74)

Age: mean-years (range) 87 (65-100)
Senior housing n (%) 82 (40)

Nursing home n (%) 122 (60)
Comorbidity (IQR) 1(0-2)

Table 1: Baseline characteristics for the cross-sectional study.

Vitamin D level Non-supplemented Supplemented | All included
n=121 n=83 n=204

Suboptimal level | 106 (88%) 42 (51%) 148 (73%)

(<75 nmol/l)

Optimal level 15 (12%) 41 (49%) 56 (27%)

(=75 nmolll)

Total 121 (100%) 83 (100%) 204 (100%)

<50 nmol/l 71 (59%) 13 (16%) 84 (41%)

250 nmol/l 50 (41%) 70 (84%) 120 (59%)

Total 121 (100%) 83 (100%) 204 (100%)

Table 2: Vitamin D levels in hip fracture patients.

The follow-up study

From the 1st of July 2012 to the 25th of March 2013 58 patients
were included in the TRIFE study. Upon admission 14 patients had an
optimal vitamin D level, three did not have their serum-25(OH)D
examined, and four were not started on/increased in vitamin D
supplementation. This left us with 37 patients to include in the study.
During the follow-up period fifteen patients died and two were lost to
follow-up since they did not wish to have the second blood sample
taken. Twenty patients were left and had their serum-25(OH)D was
analysed three months after their hip fracture surgery.

Three months of supplementation resulted in optimal levels in all
20 patients, ranging from 75 to 147 nmol/l. The supplementation dose
of vitamin D differed quite a lot between patients; some achieved
optimal levels on doses as low as 15 pg daily, while others were
prescribed up to 78ug daily.

Discussion

In spite of the recommendations given by The Danish Health and
Medicines Authority, more than half (59%) of the frail elderly hip
fracture patients did not receive vitamin D supplementation upon
admission. These findings suggest that there is not enough focus on
the importance of vitamin D supplements to frail elderly at risk of hip
fractures.

The percentages of hip fracture patients with suboptimal vitamin D
levels found in the present study were lower than found by Lauretani
et al. where 94% of hip fracture patients had suboptimal levels [12].
However, in the study by Lauretani et al. the participants were older

and this could explain some of the disagreement. Due to different cut
off values it is hard to compare our results with results found in other
studies. Meyer et al. examined nursing home residents and found that
a third of the included had serum levels below 30 nmol/l, while 15%
had levels below 20 nmol/l [7]. Gloth et al. found that 38% had levels
below 25 nmol/l in the same type of population [9], while Liu et al. in
long term care facility residents found 9-18% with levels below 25
nmol/l depending on the time of the year [10]. Thomas et al. examined
patients admitted to a general medical ward and found that 57% had
levels below 15 ng/ml equalling 40 nmol/l [11]. It is possible that these
studies would have found percentages similar to ours if the cut off
value had been set at 75 nmol/l.

The mean serum-25(OH)D among non-supplemented in our study
was 47+25nmol/l, this was similar to the 51 + 33 nmol/l and 47 + 26
nmol/l found by Meyer et al. among elderly living in nursing homes
who received no more than 10 pg of vitamin D daily [7]. A lower level
of 11.9 + 1.2 pg/l, equalling approximately 30 nmol/l, was found by
Krieg et al. in a similar population of institutionalised elderly women

(8].

Part of the explanation for the discrepancy between studies may be
found in geographical location with different latitude and therefore
differences in sun exposure. Dietary intake of vitamin D may also
differ depending on geographical location. Furthermore, there have
been an increased focus on the importance of a varied diet, including
vitamin D rich fish, but this may also differ between countries.

Among the non-supplemented patients, 106 (88%) should be given
extra vitamin D due to their suboptimal levels. In 13 of the remaining
15 patients, the physician still decided to start vitamin D
supplementation. These numbers suggest that all (>98%) frail elderly
hip fracture patients who do not already receive supplements should
start during admission, regardless of the measured serum-25(OH)D.
Furthermore we found no pattern between the serum level measured
at admission and the subsequent supplementation dose started. This
means that the serum analysis upon admission had no subsequent
influence and may therefore be discarded in this particular subgroup.
However, there are still situations, e.g. start of antiresorptive
treatment, where the analysis may be essential.

Among patients, who according to their records received
supplements, more than half (59%) still had suboptimal vitamin D
levels when admitted with a hip fracture. This is in agreement with the
study by Papaioannou et al. who found that 25-56% of hip fracture
patients had suboptimal levels after three months of supplementation
with 25 pg of vitamin D daily [17]. However, it is in contrast to the
results from our follow-up study where we demonstrated that it is
possible for all frail elderly hip fracture patients to achieve an optimal
serum-25(OH)D level within three months. Part of the explanation for
this discrepancy may be found in the fact that the information about
supplementation was obtained from the drug list in the patient’s
admission papers. The drug lists contain no information about
treatment duration or compliance, factors that impact the
serum-25(OH)D level [16]. Patients and caregivers may have an
increased focus on the supplementation treatment after a hip fracture,
which is likely to increase compliance after discharge.

The follow-up study only included 37 patients, of which 15 died and
two were lost to follow-up. The small number makes it difficult to
expand the results to the general population of frail elderly hip fracture
patients. However, the fact that not a single patient stayed in the
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suboptimal range indicates that this should be possible for all frail
elderly surviving three months after a hip fracture.

In conclusion, we found a high percentage of patients not
supplemented with vitamin D in a population of frail elderly hip
fracture patients, though all elderly should receive supplements
according to the Danish national guidelines. Furthermore, we found a
high prevalence of suboptimal vitamin D levels, both among
supplemented and non-supplemented patients. Regarding the
supplemented patients, this could reflect a lack in treatment
compliance, since we demonstrated that it is possible for all frail
elderly hip fracture patients to reach optimal serum-25(OH)D levels
after three months of vitamin D supplementation.

The serum-25(OH)D analysis upon admission in non-
supplemented frail elderly hip fracture patients may be discarded as it
does not influence decisions about vitamin D supplementation.
However, vitamin D should be measured if antiresorptive treatment is
intended. Furthermore, our results indicate that serum-25(OH)D
analyses three months after surgery may be discarded, if compliance to
treatment is closely monitored.

This study has several limitations. In the cross-sectional study we
only had few baseline measurements, and no data on compliance prior
to admission. Furthermore, we only had the CCI and no specific data
on comorbidities that could influence the effectiveness of treatment
such as e.g. gastro-intestinal disorders. In the follow-up study the
supplementation dose varied between patients (15-78 ug daily).
Therefore we cannot give clear recommendations on the
supplementation dose needed for frail elderly to reach optimal levels.
Furthermore, the study only included 37 patients, of which two were
lost to follow-up. We did not examine any adverse effects to treatment
like obstipation or toxicity. At present we have no data to explain the
apparent contradicting results between our studies where a large
percentage of supplemented patients have suboptimal levels upon
admission, while our follow-up study found that all patients reached
optimal levels. This could be a question of treatment compliance,
health related issues, or other unmeasured factors.

Future studies should include more baseline characteristics,
regarding both socio-demographic and health related data, which
could influence the effectiveness of supplements. Furthermore, future
studies should examine treatment compliance and elucidate reasons
for non-compliance among the frail elderly. Studies examining the
response to vitamin D supplementation are recommended to include a
larger number of patients, and to examine if patients reach a
serum-25(OH)D too high, or experience any adverse effects to the
treatment.

References

1. Weatherall M (2000) A meta-analysis of 25 hydroxyvitamin D in older
people with fracture of the proximal femur. N Z Med J 113: 137-140.

2. Bischoft-Ferrari HA1, Willett WC, Wong JB, Stuck AE, Staehelin HB, et
al. (2009) Prevention of nonvertebral fractures with oral vitamin D and
dose dependency: a meta-analysis of randomized controlled trials. Arch
Intern Med 169: 551-561.

3. Bischoft-Ferrari HA1, Willett WC, Orav EJ, Lips P, Meunier PJ, et al.
(2012) A pooled analysis of vitamin D dose requirements for fracture
prevention. N Engl ] Med 367: 40-49.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

Boonen S1, Lips P, Bouillon R, Bischoft-Ferrari HA, Vanderschueren D,
et al. (2007) Need for additional calcium to reduce the risk of hip fracture
with vitamin d supplementation: evidence from a comparative
metaanalysis of randomized controlled trials. ] Clin Endocrinol Metab
92: 1415-1423.

Avenell A, Gillespie WJ, Gillespie LD, O'Connell D (2009) Vitamin D
and vitamin D analogues for preventing fractures associated with
involutional and post-menopausal osteoporosis. Cochrane Database Syst
Rev 15.

Bischoff-Ferrari HA1, Willett WC, Wong JB, Giovannucci E, Dietrich T,
et al. (2005) Fracture prevention with vitamin D supplementation: a
meta-analysis of randomized controlled trials. JAMA 293: 2257-2264.
Meyer HE1, Smedshaug GB, Kvaavik E, Falch JA, Tverdal A, et al. (2002)
Can vitamin D supplementation reduce the risk of fracture in the elderly?
A randomized controlled trial. ] Bone Miner Res 17: 709-715.

Krieg MALI, Jacquet AF, Bremgartner M, Cuttelod S, Thiébaud D, et al.
(1999) Effect of supplementation with vitamin D3 and calcium on
quantitative ultrasound of bone in elderly institutionalized women: a
longitudinal study. Osteoporos Int 9: 483-488.

Gloth FM 3rd1, Gundberg CM, Hollis BW, Haddad JG Jr, Tobin JD
(1995) Vitamin D deficiency in homebound elderly persons. JAMA 274:
1683-1686.

Liu BA1, Gordon M, Labranche JM, Murray TM, Vieth R, et al. (1997)
Seasonal prevalence of vitamin D deficiency in institutionalized older
adults. ] Am Geriatr Soc 45: 598-603.

Thomas MKI1, Lloyd-Jones DM, Thadhani RI, Shaw AC, Deraska D], et
al. (1998) Hypovitaminosis D in medical inpatients. N Engl ] Med 338:
777-783.

Lauretani F1, Frondini C, Davoli ML, Martini E, Pellicciotti F, et al.
(2012) Vitamin D supplementation is required to normalize serum level
of 250H-vitamin D in older adults: an observational study of 974 hip
fracture inpatients. ] Endocrinol Invest 35: 921-924.

Ooms MEL, Vlasman P, Lips P, Nauta J, Bouter LM, et al. (1994) The
incidence of hip fractures in independent and institutionalized elderly
people. Osteoporos Int 4: 6-10.

MacLaughlin J, Holick MF (1985) Aging decreases the capacity of human
skin to produce vitamin D3. J Clin Invest 76: 1536-1538.

Beck AM1, Damkjaer K, El Kholy K, Schroll M (2008) [The care
requirements of residents in Danish nursing homes]. Ugeskr Laeger 170:
749-752.

http://sundhedsstyrelsen.dk/da/sundhed/ernaering/d-vitamin/
forebyggende-d-vitamintilskud?sc_site=website.

Papaioannou Al, Kennedy CC, Giangregorio L, Ioannidis G, Pritchard J,
et al. (2011) A randomized controlled trial of vitamin D dosing strategies
after acute hip fracture: no advantage of loading doses over daily
supplementation. BMC Musculoskelet Disord 12: 135.

Harwood RH1, Sahota O, Gaynor K, Masud T, Hosking DJ; Nottingham
Neck of Femur (NONOF) Study (2004) A randomised, controlled
comparison of different calcium and vitamin D supplementation
regimens in elderly women after hip fracture: The Nottingham Neck of
Femur (NONOF) Study. Age Ageing 33: 45-51.
http://clinicaltrial.gov/ct2/show/NCT01102010?term=blood
+transfusion&rank=18.

Hojskov CS1, Heickendorff L, Meller HJ (2010) High-throughput liquid-
liquid extraction and LCMSMS assay for determination of circulating
25(OH) vitamin D3 and D2 in the routine clinical laboratory. Clin Chim
Acta 411: 114-116.

Dawson-Hughes B, Heaney RP, Holick MF, Lips P, Meunier PJ, et al.
(2005) Estimates of optimal vitamin D status. Osteoporos Int 16:
713-716.

] Gerontol Geriat Res
ISSN:2167-7182 JGGR, an open access journal

Volume 3 « Issue 5 « 180


http://www.ncbi.nlm.nih.gov/pubmed/19307517
http://www.ncbi.nlm.nih.gov/pubmed/19307517
http://www.ncbi.nlm.nih.gov/pubmed/19307517
http://www.ncbi.nlm.nih.gov/pubmed/19307517
http://www.ncbi.nlm.nih.gov/pubmed/22762317
http://www.ncbi.nlm.nih.gov/pubmed/22762317
http://www.ncbi.nlm.nih.gov/pubmed/22762317
http://www.ncbi.nlm.nih.gov/pubmed/17264183
http://www.ncbi.nlm.nih.gov/pubmed/17264183
http://www.ncbi.nlm.nih.gov/pubmed/17264183
http://www.ncbi.nlm.nih.gov/pubmed/17264183
http://www.ncbi.nlm.nih.gov/pubmed/17264183
http://www.ncbi.nlm.nih.gov/pubmed/16034849
http://www.ncbi.nlm.nih.gov/pubmed/16034849
http://www.ncbi.nlm.nih.gov/pubmed/16034849
http://www.ncbi.nlm.nih.gov/pubmed/16034849
http://www.ncbi.nlm.nih.gov/pubmed/15886381
http://www.ncbi.nlm.nih.gov/pubmed/15886381
http://www.ncbi.nlm.nih.gov/pubmed/15886381
http://www.ncbi.nlm.nih.gov/pubmed/11918228
http://www.ncbi.nlm.nih.gov/pubmed/11918228
http://www.ncbi.nlm.nih.gov/pubmed/11918228
http://www.ncbi.nlm.nih.gov/pubmed/10624454
http://www.ncbi.nlm.nih.gov/pubmed/10624454
http://www.ncbi.nlm.nih.gov/pubmed/10624454
http://www.ncbi.nlm.nih.gov/pubmed/10624454
http://www.ncbi.nlm.nih.gov/pubmed/7474272
http://www.ncbi.nlm.nih.gov/pubmed/7474272
http://www.ncbi.nlm.nih.gov/pubmed/7474272
http://www.ncbi.nlm.nih.gov/pubmed/9158582
http://www.ncbi.nlm.nih.gov/pubmed/9158582
http://www.ncbi.nlm.nih.gov/pubmed/9158582
http://www.ncbi.nlm.nih.gov/pubmed/9504937
http://www.ncbi.nlm.nih.gov/pubmed/9504937
http://www.ncbi.nlm.nih.gov/pubmed/9504937
http://www.ncbi.nlm.nih.gov/pubmed/22717382
http://www.ncbi.nlm.nih.gov/pubmed/22717382
http://www.ncbi.nlm.nih.gov/pubmed/22717382
http://www.ncbi.nlm.nih.gov/pubmed/22717382
http://www.ncbi.nlm.nih.gov/pubmed/8148574
http://www.ncbi.nlm.nih.gov/pubmed/8148574
http://www.ncbi.nlm.nih.gov/pubmed/8148574
http://www.ncbi.nlm.nih.gov/pubmed/2997282
http://www.ncbi.nlm.nih.gov/pubmed/2997282
http://www.ncbi.nlm.nih.gov/pubmed/18307964
http://www.ncbi.nlm.nih.gov/pubmed/18307964
http://www.ncbi.nlm.nih.gov/pubmed/18307964
http://sundhedsstyrelsen.dk/da/sundhed/ernaering/d-vitamin/forebyggende-d-vitamintilskud?sc_site=website
http://sundhedsstyrelsen.dk/da/sundhed/ernaering/d-vitamin/forebyggende-d-vitamintilskud?sc_site=website
http://www.ncbi.nlm.nih.gov/pubmed/21689448
http://www.ncbi.nlm.nih.gov/pubmed/21689448
http://www.ncbi.nlm.nih.gov/pubmed/21689448
http://www.ncbi.nlm.nih.gov/pubmed/21689448
http://www.ncbi.nlm.nih.gov/pubmed/14695863
http://www.ncbi.nlm.nih.gov/pubmed/14695863
http://www.ncbi.nlm.nih.gov/pubmed/14695863
http://www.ncbi.nlm.nih.gov/pubmed/14695863
http://www.ncbi.nlm.nih.gov/pubmed/14695863
http://clinicaltrial.gov/ct2/show/NCT01102010?term=blood+transfusion&rank=18
http://clinicaltrial.gov/ct2/show/NCT01102010?term=blood+transfusion&rank=18
http://www.ncbi.nlm.nih.gov/pubmed/19850018
http://www.ncbi.nlm.nih.gov/pubmed/19850018
http://www.ncbi.nlm.nih.gov/pubmed/19850018
http://www.ncbi.nlm.nih.gov/pubmed/19850018
http://www.ncbi.nlm.nih.gov/pubmed/15776217
http://www.ncbi.nlm.nih.gov/pubmed/15776217
http://www.ncbi.nlm.nih.gov/pubmed/15776217

	Contents
	Frail Elderly Hip Fracture Patients and Vitamin D
	Abstract
	Keyword
	Abbreviations
	Introduction
	Materials and Methods
	Study design and study population
	Data collection
	Blood sample analysis
	Statistical considerations

	Results
	The cross-sectional study
	The follow-up study

	Discussion
	References


