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Background: Serum 25-hydroxyvitamin D (25-[OH]D) is considered the best biomarker of clinical vitamin D status.
Objective: To determine the effect of increasing oral doses of
vitamin D3 on serum 25-(OH)D and serum parathyroid hormone
(PTH) levels in postmenopausal white women with vitamin D insufficiency (defined as a 25-[OH]D level ⱕ50 nmol/L) in the
presence of adequate calcium intake. These results can be
used as a guide to estimate the Recommended Dietary Allowance (RDA) (defined as meeting the needs of 97.5% of
the population) for vitamin D3.
Design: Randomized, placebo-controlled trial. (ClinicalTrials.gov
registration number: NCT00472823)
Setting: Creighton University Medical Center, Omaha, Nebraska.
Participants: 163 healthy postmenopausal white women with
vitamin D insufficiency enrolled in the winter or spring of 2007
to 2008 and followed for 1 year.
Intervention: Participants were randomly assigned to receive placebo or vitamin D3, 400, 800, 1600, 2400, 3200, 4000, or 4800 IU
once daily. Daily calcium supplements were provided to increase
the total daily calcium intake to 1200 to 1400 mg.

Results: The mean baseline 25-(OH)D level was 39 nmol/L. The
dose response was curvilinear and tended to plateau at approximately 112 nmol/L in patients receiving more than 3200 IU/d of
vitamin D3. The RDA of vitamin D3 to achieve a 25-(OH)D level
greater than 50 nmol/L was 800 IU/d. A mixed-effects model
predicted that 600 IU of vitamin D3 daily could also meet this goal.
Compared with participants with a normal body mass index (⬍25
kg/m2), obese women (ⱖ30 kg/m2) had a 25-(OH)D level that
was 17.8 nmol/L lower. Parathyroid hormone levels at 12 months
decreased with an increasing dose of vitamin D3 (P ⫽ 0.012).
Depending on the criteria used, hypercalcemia occurred in 2.8% to
9.0% and hypercalciuria in 12.0% to 33.0% of participants; events
were unrelated to dose.
Limitation: Findings may not be generalizable to other age groups
or persons with substantial comorbid conditions.
Conclusion: A vitamin D3 dosage of 800 IU/d increased serum
25-(OH)D levels to greater than 50 nmol/L in 97.5% of women;
however, a model predicted the same response with a vitamin D3
dosage of 600 IU/d. These results can be used as a guide for the
RDA of vitamin D3, but prospective trials are needed to confirm the
clinical significance of these results.
Primary Funding Source: National Institute on Aging.

Measurements: The primary outcomes were 25-(OH)D and PTH
levels at 6 and 12 months.
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A

effects for nearly all persons in the general population—it
is not a recommended intake (Table 1).
The IOM attempted to determine the RDA for vitamin D and found no comprehensive studies on the relationship between doses of vitamin D on serum 25-(OH)D;
a lack of intervention trials that could establish an RDA for
25-(OH)D linked to clinical outcomes; and that most
studies reported combined, not separate, calcium and vitamin D levels (4). Further complicating the determination
of an RDA for vitamin D is that its supply depends on
other factors, including sun exposure (5), body mass index
(BMI) (6), and skin color (7, 8).

side from the classic actions of vitamin D on bone
metabolism and calcium homeostasis, experts postulate that it may play an important role in cellular proliferation and differentiation and survival of cells in disorders
of immunity (1), as well as in cancer (2). Serum 25hydroxyvitamin D (25-[OH]D) is considered the best biomarker of vitamin D status (3). Vitamin D is a unique
nutrient because its requirement can be met by both endogenous production from sunlight and dietary sources,
which complicates determining the body’s daily nutritional
requirements.
To better quantify requirements for intake of nutrients, including vitamin D, the Institute of Medicine
(IOM) and the U.S. National Academy of Science developed a system known as Dietary Reference Intakes (3).
This system provides an Estimated Average Requirement
(EAR) of a nutrient that meets the needs of 50% of the
population and the Recommended Dietary Allowance
(RDA), which is the level of a given nutrient that meets the
needs of 97.5% of the population. In addition, the tolerable upper intake level is as the highest average daily intake
of a nutrient that is likely to pose no risk for adverse health
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Context
Vitamin D supplementation is widely recommended to
patients, but the optimal dose is debated.

Contribution
Postmenopausal white women with vitamin D insufficiency
received either placebo or increasing doses of vitamin D3,
as well as calcium supplements. A dosage of vitamin D3,
800 IU/d, achieved a serum 25-hydroxyvitamin D level
greater than 50 nmol/L, which is the Recommended
Dietary Allowance for vitamin D3 recently recommended
by the Institute of Medicine.

Caution
This study did not assess clinical outcomes. A dosage of
600 IU/d of vitamin D3 was not studied but might have
been comparable to 800 IU/d.

Implication
Relatively modest doses of vitamin D3 can achieve the
current Recommended Dietary Allowance for vitamin D.
—The Editors

The IOM updated its guidelines on Dietary Reference
Intakes in 2011. A serum 25-(OH)D level greater than 50
nmol/L was selected to indicate efficacy, mainly on the
basis of fracture studies (4, 9). An analysis of data from the
literature was used to correlate total vitamin D intake with
25-(OH)D on the basis of studies performed in winter to
minimize the effects of the sun. On the basis of these
findings, the new IOM guidelines estimated the RDA for
vitamin D as 600 IU/d for adults aged 19 to 70 years and
800 IU/d for adults older than 70 years and defined the
EAR for vitamin D3 as 400 IU/d. In a separate analysis, the
tolerable upper intake level was set at 4000 IU/d (4, 9).
The main objective of this randomized clinical trial
was to study the effect of increasing doses of vitamin D3 on
serum 25-(OH)D and serum parathyroid hormone (PTH)
levels in postmenopausal white women with vitamin D
insufficiency, defined as a 25-(OH)D level of 50 nmol/L or
less by the World Health Organization in 2003, in the
presence of sufficient calcium intake (10). This differs from
vitamin D deficiency, generally defined as a 25-(OH)D
level less than 25 nmol/L (11). Our overall goal was to
determine the RDA and EAR of vitamin D3 based on the
response of serum 25-(OH)D to various doses of vitamin
D3. Our results can be used to guide future trials of clinical
outcomes, such as fractures, cancer, and heart disease.

METHODS
Design Overview

Our study was a 1-year randomized, prospective,
placebo-controlled clinical trial, VIDOS (Vitamin D Supplementation in Older Subjects), aimed at establishing the
426 20 March 2012 Annals of Internal Medicine Volume 156 • Number 6

dose of vitamin D3 required to increase serum 25-(OH)D
levels to 75 nmol/L and normalize serum PTH levels in
participants with a starting 25-(OH)D level of 50 nmol/L
or less and sufficient intake of calcium. The trial was stratified by race (white and African Americans) and screening
25-(OH)D levels less than 30 nmol/L versus those 30
nmol/L or higher for African American participants and
less than 37.5 nmol/L versus those 37.5 nmol/L or higher
for white participants.
This article reports only on the stratum of white
women. Participants were equally allocated to a placebo
group and 7 dose groups. We used vitamin D3 as the
study supplement because it is the physiologic form of
vitamin D.
The institutional review board at Creighton University, Omaha, Nebraska, approved the study protocol,
and all participants signed and received a copy of an
informed consent form. A data safety and monitoring
board was established before the study started. Because
of slower recruitment of African American participants,
we requested extending recruitment for an additional
year and reducing the treatment groups from 8 to 5; the
data safety and monitoring board and institutional review board approved these changes for protocol amendment. No other important changes were made to the
protocol during the study.
Setting and Participants

We enrolled 163 healthy, white, postmenopausal
women aged 57 to 90 years who were at least 7 years
postmenopausal (determined from the history of their last
menstrual period) with vitamin D insufficiency. Volunteers
were recruited by advertisements in local newspapers and
church bulletins with a toll-free telephone number. The
recruiter then contacted respondents and interviewed them
about exclusion and inclusion criteria (Figure 1). All laboratory tests and participant examinations were done in a

Table 1. Terms Used to Quantify Requirements for Nutrient
Intake
Term

Definition

Dietary Reference
Intakes

A system developed by the Institute of Medicine and
the U.S. National Academy of Science to quantify
nutrient intake; it includes the Estimated Average
Requirement, Recommended Dietary Allowance,
and tolerable upper intake level
The average daily nutrient intake level that is
estimated to meet the requirements of 50% of the
healthy persons in a particular life stage and sex
group
The average daily dietary intake level that is
sufficient to meet the nutrient requirements of
nearly all (97.5%) healthy persons in a particular
life stage and sex group
The highest average daily intake of a nutrient that is
likely to pose no risk for adverse health effects for
nearly all persons in the general population; it is
not a recommended intake

Estimated
Average
Requirement
Recommended
Dietary
Allowance
Tolerable upper
intake level
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Discontinued intervention (n = 4)
Personal reasons: 2
Persistent
hypercalciuria: 1
On recommendation by PCP: 1

Completed the trial
(n = 17)
Included in intentionto-treat analysis
(n = 18)†

Completed the trial
(n = 16)
Included in intentionto-treat analysis
(n = 18)*

Allocated to
vitamin D, 800
IU/d (n = 21)

Ineligible because
aged <57 y (n = 2)
Lost to follow-up
(n = 1)
Discontinued intervention because of
nonadherence
(n = 1)

Allocated to
vitamin D, 400
IU/d (n = 20)

Completed the trial
(n = 19)
Included in intentionto-treat analysis
(n = 19)

Discontinued intervention because of
protocol deviation
(started hormone
therapy) (n = 1)

Allocated to
vitamin D, 1600
IU/d (n = 20)

Completed the trial
(n = 20)
Included in intentionto-treat analysis
(n = 20)

Discontinued intervention because of
personal reasons: 1

Allocated to
vitamin D, 2400
IU/d (n = 21)

Completed the trial
(n = 16)
Included in intentionto-treat analysis
(n = 17)*

Ineligible because
aged <57 y (n = 1)
Lost to follow-up
(n = 1)
Discontinued intervention because of
personal reasons
(n = 2)

Allocated to
vitamin D, 4000
IU/d (n = 20)

Allocated to
vitamin D, 4800
IU/d (n = 20)

Completed the trial
(n = 18)
Included in intentionto-treat analysis
(n = 18)

Lost to follow-up
(n = 2)

Excluded (n = 470)
Serum 25-(OH)D level
>20 ng/mL: 361
BMI >45 kg/m2: 2
BMD T-score <–3: 9
Declined to participate: 54
Excluded because of medical
problems: 28
Took excluded medication: 5
Other: 11

Excluded (n = 1480)
Declined to participate: 1480

Completed the trial
(n = 18)
Included in intentionto-treat analysis
(n = 18)

Discontinued intervention because
of adverse events
(n = 2)
Myocardial
infarction: 1
Congestive heart
failure: 1

Allocated to
vitamin D, 3200
IU/d (n = 20)

Randomly assigned (n = 163)

Came for screening
visit (n = 633)

Screened for eligibility (n = 2113)

Completed the trial
(n = 18)
Included in intentionto-treat analysis
(n = 19)†

Lost to follow-up
(n = 1)
Discontinued intervention (n = 2)
Nonadherence: 1
Personal reasons: 1

Allocated to
placebo (n = 21)
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Figure 1. Study flow diagram.

25-(OH)D ⫽ 25-hydroxyvitamin D; BMD ⫽ bone mineral density; BMI ⫽ body mass index; PCP ⫽ primary care physician.
* Participants who discontinued the study who came in for the final visit.
† Participants who were ineligible because of age criteria were included in the intention-to-treat analysis; there were no crossovers from assigned groups.
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Table 2. Exclusion Criteria
Substantial comorbid conditions
Any history of cancer (except skin cancer) within the past 10 y
Terminal illness
Previous hip fracture
Hemiplegia
Uncontrolled diabetes with or without significant proteinuria or a fasting
blood glucose level ⬍7.8 mmol/L (⬍140 mg/dL) in persons with type 2
diabetes
Active kidney stone disease or a history of kidney stones more than twice in
a lifetime
Chronic renal failure*
Evidence of chronic liver disease, including alcoholism
Physical conditions, such as rheumatoid arthritis, osteoarthritis, and heart
failure, severe enough to prevent reasonable physical activity
Unwillingness to discontinue therapy with vitamin D supplements after
entering the study
25-(OH)D level ⬍13 nmol/L or ⬎50 nmol/L
BMI ⬎45 kg/m2
Serum calcium level ⬎2.57 mmol/L (⬎10.3 mg/dL) on 2 baseline tests
24-hour urinary calcium level ⬎7.3 mmol/d (⬎290 mg/d) on 2 baseline
tests
Bone mineral density T-score less than ⫺3 at the spine or hip
Current use of bisphosphonates or prior use for ⬎3 mo
Use of fluoride, PTH, or PTH derivatives (e.g., teriparatide) in the past 6 mo
Use of calcitonin or estrogen in the past 6 mo
Use of a corticosteroid, ⬎10 mg/d, for more than 6 mo
Current use of phenytoin or phenobarbital, high-dose thiazide therapy†, or
any drugs interfering with vitamin D metabolism
Inability to give informed consent

25-(OH)D ⫽ 25-hydroxyvitamin D; BMI ⫽ body mass index; PTH ⫽ parathyroid hormone.
* Defined as a serum creatinine level ⬎124 mol/L (⬎1.4 mg/dL).
† Defined as a thiazide dosage ⬎37.5 mg/d.

research study center at Creighton University Medical
Center.
At the initial telephone interview, participants were
instructed to stop taking multivitamins containing vitamin D
before the screening visit; there was no defined washout period. Table 2 shows exclusion criteria.
Randomization and Interventions

White women who met the eligibility criteria signed
informed consent forms and were randomly assigned to 1
of 7 vitamin D3 doses (400, 800, 1600, 2400, 3200, 4000,
and 4800 IU/d) or placebo for 1 year. The study statistician generated the randomization list by using the letters A
through H, with SAS software, version 9.2 (SAS Institute,
Cary, North Carolina). The randomization method was
randomly assigned blocks of 8 and 16, stratified by screening 25-(OH)D levels less than 37.5 nmol/L versus 37.5
nmol/L or more.
The research coordinators dispensed study medication
to the participants and managed the allocation record.
Each bottle had a label with one of the letters A to H, the
study number, and the date dispensed. The information
was simultaneously entered in each participant’s medication log. Participants, researchers, and all staff involved in
the study were blinded to treatment assignment throughout the study with administration of matching placebos.
Only the statistician had access to the randomization code.
428 20 March 2012 Annals of Internal Medicine Volume 156 • Number 6

The blinding was removed in case of a serious adverse
event or some other compelling reason. The drug company
provided the supplement in appropriately labeled bottles
and the dose code to the statisticians but had no further
role in the study.
Participants were screened in late winter and early
spring to minimize seasonal effects. The first phase was
primarily between April and May 2007, and the second
phase was from January to May 2008. Random assignment
occurred an average of 5 weeks after initial screening for
25-(OH)D levels.
Vitamin D3 in 400-, 800-, 1600-, 2400-, 3200-,
4000-, and 4800-IU capsules and matching placebo capsules were custom-manufactured for the study (Douglas
Laboratories, Pittsburgh, Pennsylvania). The actual vitamin D3 concentrations in the capsules were measured independently in a laboratory at the University of Wisconsin,
Madison, Wisconsin, every 6 months for 3 years. No significant change in potency occurred during this time. The
average of 6 analyses of the vitamin D3 capsules for each
dose group was 503 IU for the 400-IU capsules, 910 IU
for the 800-IU capsules, 1532 IU for the 1600-IU capsules, 2592 IU for the 2400-IU capsules, 2947 IU for the
3200-IU capsules, 4209 IU for the 4000-IU capsules, and
4937 IU for the 4800-IU capsules. The capsules were
stored in dark bottles at room temperature in a locked,
temperature-monitored storage room.
Every participant received 1 vitamin D3 capsule in the
morning. Citracal calcium supplements (Bayer HealthCare, Morristown, New Jersey) were administered to
maintain a total calcium intake of 1200 to 1400 mg/d,
based on a baseline 7-day food diary. Participants were
advised to take calcium tablets twice daily.
A central medication log of all study drugs administered to the participants was maintained. At 3-, 6-, 9-, and
12-month follow-ups, adherence was calculated by counting the pills; new bottles of vitamin D3 and calcium were
supplied at these visits.
Participants underwent a comprehensive medical history at baseline. Questionnaires included smoking history,
alcohol use, caffeine intake, depression scale, sun exposure,
physical activity, and fall and fracture history or incidence,
as was done in our previous studies (12). Fasting blood
samples were collected at all visits (baseline and at 3, 6, 9,
and 12 months) between 7:00 and 10:00 a.m., were allowed to clot, and then were centrifuged at 4 °C for 15
minutes at 2056g to separate serum. All samples were
stored frozen at ⫺70 °C until analysis.
A comprehensive panel that included serum electrolytes, calcium, creatinine, blood glucose, urea, liver enzyme, bilirubin, and protein levels was done at baseline and
at 12 months. A basic panel, including sodium, chloride,
potassium, blood glucose, urea, creatinine, and calcium
levels, was done at 3, 6, and 9 months. Serum levels of
25-(OH)D and PTH were measured at baseline and at 6
and 12 months. In addition, 24-hour urine samples were
www.annals.org
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collected at baseline and at 3, 6, 9, and 12 months to
measure calcium and creatinine levels. All serum and urine
chemistries were measured at Creighton University Clinical Chemistry Laboratory by standard autoanalyzer methods. The laboratory is approved by the Clinical Laboratory
Improvement Amendment and certified by the College of
American Pathologists.
In the Bone Metabolism Laboratory at Creighton
University, serum 25-(OH)D was measured by using radioimmunoassay kits (Diasorin, Stillwater, Minnesota).
The minimum detection range reported from Diasorin and
in Creighton University’s laboratory is 12.5 nmol/L. Over
3 years, the interassay variation in our laboratory standards
was 10.3% for 32.5 ng/mL, 12.7% for 70 ng/mL, and
8.9% for 125 ng/mL. The laboratory participates in the
Vitamin D External Quality Assessment Scheme, which is
an international program for monitoring the accuracy and
precision of 25-(OH)D assays; our results were within 1
SD of the all-laboratory trimmed mean (13). Serum intact
PTH levels were measured by immunoradiometric assay
(Diasorin). The interassay variation for standards was
10.1% for 25 pg/mL and 15% for 51 pg/mL.
Dietary intake of calcium, vitamin D, protein, fat, carbohydrates, phosphorus, caffeine, and other components
was collected from 7-day food diaries by a trained dietitian
using the Food Processor II Plus, version 5.1 (ESHA Research, Salem, Oregon), nutrition and diet analysis system.
This was done at baseline and at the end of the study.
Plastic food models (Nasco, Fort Atkinson, Wisconsin)
were used to help participants better estimate the quantities
consumed, as was done in our previous studies (12).
Outcomes and Follow-up

Primary outcomes were serum 25-(OH)D and PTH
levels after 6 months and 1 year. The dose–response effect
of vitamin D3, 400, 800, 1600, 2400, 3200, 4000, and
4800 IU/d, plus calcium were compared with a matching
placebo vitamin D plus calcium control group. Serum levels of 25-(OH)D and PTH were measured at baseline and
at 6 and 12 months. Secondary outcomes of the study
were levels of serum 1,25-dihydroxyvitamin D3 (1,25[OH]2D3), serum calcium and creatinine, 24-hour urinary
calcium and creatinine, and urine bone markers; bone
mineral density; calcium absorption; incidence of falls; pulmonary function (FEV1); physical performance tests; blood
pressure; and cellular studies. Only the results of primary
outcomes are presented here.
Data on harms were collected at each visit. An adverse
event was defined as any adverse effect that occurred during the trial. Adverse events were subdivided into serious
and nonserious categories; they were coded by level of
intensity (that is, mild, moderate, severe, and lifethreatening) and qualified by the relationship to the study
drug, action taken on the drug, and clinical outcome, similar to forms used in guidelines from the National Institute
on Aging (14).
www.annals.org
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Before enrollment, participants were informed about
the possibility and medical significance of adverse effects
from the study medication. At the time of the initial administration of the study drug, each participant was advised to call the study coordinator to report any new symptoms. When a participant called about symptoms between
regularly scheduled visits, the study coordinator reviewed
the symptoms with the physician, who determined their
relationship to the study drug and the action to be taken.
At each regularly scheduled visit, the study coordinator
reviewed the participants’ medical progress since the previous visit. To monitor all medical events, the study coordinator consistently asked general, direct questions, such as,
“Since your last visit: Have you had any illnesses?”; “Have
you visited your physician?”; “Have you been hospitalized?”; and “Have you started taking any new medications
or experienced a change in any medications?” All adverse
events since the last visit were recorded on a form; after the
participant signed a Health Insurance Portability and Accountability Act release form, information was obtained
from medical records that was adequate to determine the
outcome and whether the medical event met the criteria
for a serious adverse event.
At each visit, vital signs were measured and forms were
filled out on current medications, falls, and sun exposure at
6 and 12 months. Participants also completed forms on
physical activity and quality of life. An internal monitor
reviewed all records on an ongoing basis.
Hypercalcemia was defined as a fasting serum calcium
level greater than 2.65 mmol/L (⬎10.6 mg/dL) or more
than 0.075 mmol/L (⬎0.3 mg/dL) above the upper limit
of normal at baseline and at 3, 6, 9, and 12 months. If
hypercalcemia was noted, then fasting serum calcium levels
were measured again within 2 weeks. If the repeated value
was confirmed as high, calcium supplements were withdrawn and serum calcium level was measured again within
1 week. If calcium levels remained high, then the study
drug was withdrawn.
Hypercalciuria was defined as a 24-hour urinary calcium level greater than 10 mmol/d (⬎400 mg/d) at any of
the follow-up visits. If hypercalciuria developed during the
treatment period, the 24-hour urinary calcium level was
measured again within 2 weeks. If hypercalciuria persisted,
then calcium supplements were withdrawn and dietary calcium levels were rechecked. The 24-hour urinary calcium
levels were measured again in another 2 weeks; if the elevation persisted, then the study drug was withdrawn.
Statistical Analysis

The study was powered to detect differences among
the dose groups for 12-month serum 25-(OH)D levels; a
sample size calculation was not performed for PTH. On
the basis of our previous studies, the placebo group was
conservatively estimated to have an average 12-month 25(OH)D level of 39 nmol/L (SD, 8.2). We used results of
vitamin D supplementation studies in North America and
20 March 2012 Annals of Internal Medicine Volume 156 • Number 6 429
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Table 3. Baseline Characteristics*
Characteristic

Study Group
All Participants
(n ⴝ 163)

Age, y
Weight, kg
BMI, kg/m2
Smoking status, n (%)
Current
Former
Never
Alcohol use, n (%)
No
Yes
Serum calcium level
mmol/L
mg/dL
Urinary calcium level
mmol/d
mg/d
Serum creatinine level
mol/L
mg/dL
Serum ALP level, kat/L
Blood glucose level
mmol/L
mg/dL
Serum AST level, U/L
Serum ALT level, U/L
Serum 25-(OH)D level, nmol/L
Serum PTH level, ng/L
Calcium intake, mg/d†
Vitamin D intake, IU/d†
Medication use, n (%)
Thiazide diuretic
Loop diuretic

Vitamin D, 400
IU/d (n ⴝ 20)

Vitamin D, 800
IU/d (n ⴝ 21)

67 (7.3)
79 (16)
30.2 (5.7)

68 (8.6)
78 (14)
30.3 (5.4)

68 (8.1)
75 (17)
28.2 (6.1)

17 (10)
60 (37)
86 (53)

2 (10)
7 (35)
11 (55)

1 (5)
7 (33)
13 (62)

72 (44)
91 (56)

13 (65)
7 (35)

9 (43)
12 (57)

2.37 (0.075)
9.5 (0.3)

2.40 (0.075)
9.6 (0.3)

2.35 (0.05)
9.4 (0.2)

3.62 (2)
145 (80)

3.25 (2.1)
130 (84)

3.87 (1.9)
155 (76)

71 (9)
0.8 (0.1)
1.3 (0.3)

71 (18)
0.8 (0.2)
1.3 (0.3)

71 (9)
0.8 (0.1)
1.2 (0.2)

5.6 (0.6)
101.0 (18.0)
19.2 (4.3)
19.0 (7.6)
38.2 (9.4)
36.1 (14.0)
685 (259)
114 (69)

5.6 (1.0)
100.0 (17.6)
19.0 (4.1)
18.6 (7.3)
37.8 (10.8)
38.3 (16.7)
606 (212)
98 (58)

5.6 (1.0)
100.0 (18.6)
19.3 (4.0)
18.1 (6.1)
39.0 (9.5)
33.0 (10.3)
741 (247)
135 (70)

38 (23)
11 (7)

3 (15)
3 (15)

2 (10)
2 (10)

25-(OH)D ⫽ 25-hydroxyvitamin D; ALP ⫽ alkaline phosphatase; ALT ⫽ alanine aminotransferase; AST ⫽ aspartate aminotransferase; BMI ⫽ body mass index; PTH ⫽
parathyroid hormone.
* Values are reported as means (SDs), unless otherwise noted.
† Derived from 7-d food diary.

Europe to create a predictive model by using linear regression to estimate the final 25-(OH)D level at each of the
chosen dose levels (31–52). From this model, the estimated
12-month 25-(OH)D levels were 38.9 nmol/L for placebo,
60.9 nmol/L for the 400-IU/d dosage, 74.4 nmol/L for the
800-IU/d dosage, 87.9 nmol/L for the 1600-IU/d dosage,
95.8 nmol/L for the 2400-IU/d dosage, 101.3 nmol/L for
the 3200-IU/d dosage, 105.8 nmol/L for the 4000-IU/d
dosage, and 109.3 nmol/L for the 4800-IU/d dosage.
We assumed that the within-group SD was 37.5
nmol/L, with a significance level of 0.05 and a uniform
withdrawal rate of 10% across dose groups. Twenty participants who are randomly assigned to each dose group will
provide more than 90% power to detect a difference between dose groups in a 1-way analysis of variance model.
PASS and NCSS (NCSS, Kaysville, Utah) software was
used to calculate the sample size.
Analyses included all randomly assigned participants.
Data from participants who withdrew or were removed
from the study were included if available, as were data from
3 ineligible persons who were randomly assigned. Addi430 20 March 2012 Annals of Internal Medicine Volume 156 • Number 6

tional analyses, called adherent analyses, were conducted
with participants who were eligible for the study and adherent to the protocol, which was defined as having a mean
adherence of 80% or higher during the course of the study.
Characteristics of the participants at baseline were descriptively compared among the dose groups, with data
presented as means and SDs and counts and frequencies.
Mixed-effects models were used to estimate dose–response
curves for serum 25-(OH)D and PTH. Dose (as continuous) and time (as categorical, baseline, 6, and 12 months)
were included as fixed effects, and participant was included
as a random effect.
Quadratic terms and log transformations were explored for dose. Interactions between dose and time were
also explored; a significance level of 0.10 was chosen to
evaluate the interaction terms. Dose was divided by 1000
to prevent numerical overflow in the model estimation
(doses used in the models were 0, corresponding to dosages
of 0 IU/d, 0.4 for 400 IU/d, 0.8 for 800 IU/d, 1.6 for
1600 IU/d, 2.4 for 2400 IU/d, 3.2 for 3200 IU/d, 4.0 for
4000 IU/d, and 4.8 for 4800 IU/d). Covariance structures
www.annals.org
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Table 3—Continued
Study Group
Vitamin D, 1600
IU/d (n ⴝ 20)

Vitamin D, 2400
IU/d (n ⴝ 21)

Vitamin D, 3200
IU/d (n ⴝ 20)

Vitamin D, 4000
IU/d (n ⴝ 20)

Vitamin D, 4800
IU/d (n ⴝ 20)

Placebo
(n ⴝ 21)

66 (7.4)
77 (15)
30.0 (5.4)

66 (6.3)
79 (12)
30.4 (5.4)

69 (7.7)
79 (16)
30.2 (5.7)

66 (7.1)
77 (17)
29.7 (6.4)

65 (6.1)
84 (18)
32.1 (6.2)

66 (6.5)
82 (17)
31.1 (5.3)

4 (20)
8 (40)
8 (40)

1 (5)
8 (38)
12 (57)

3 (15)
4 (20)
13 (65)

0 (0)
10 (50)
10 (50)

2 (10)
9 (45)
9 (45)

4 (19)
7 (33)
10 (48)

10 (50)
10 (50)

10 (48)
11 (52)

6 (30)
14 (70)

6 (30)
14 (70)

4 (20)
16 (80)

14 (67)
7 (33)

2.40 (0.075)
9.6 (0.3)

2.37 (0.075)
9.5 (0.3)

2.35 (0.1)
9.4 (0.4)

2.35 (0.1)
9.4 (0.4)

2.37 (0.075)
9.5 (0.3)

2.37 (0.1)
9.4 (0.4)

3.50 (1.8)
140 (74)

3.47 (1.6)
139 (64)

4.42 (2.6)
177 (104)

3.55 (1.8)
142 (75)

3.27 (2.1)
131 (85)

3.6 (1.9)
144 (77)

71 (9)
0.8 (0.1)
1.4 (0.3)

71 (9)
0.8 (0.1)
1.4 (0.3)

71 (9)
0.8 (0.1)
1.2 (0.2)

71 (9)
0.8 (0.1)
1.3 (0.4)

71 (9)
0.8 (0.1)
1.3 (0.4)

71 (18)
0.8 (0.2)
1.4 (0.3)

5.4 (0.5)
98.0 (9.3)
18.8 (3.3)
18.8 (7.9)
37.4 (10.2)
37.6 (14.1)
754 (244)
125 (71)

5.7 (1.3)
103.0 (23.1)
18.5 (3.1)
17.5 (6.9)
38.2 (10.1)
35.7 (9.9)
621 (190)
98 (55)

5.6 (1.0)
101.0 (18.2)
19.5 (4.0)
19.9 (7.4)
39.8 (8.2)
31.9 (10.9)
725 (263)
109 (62)

5.6 (0.9)
101.0 (16.7)
18.4 (3.9)
19.0 (8.0)
37.2 (9.2)
37.7 (20.1)
673 (324)
106 (83)

5.9 (1.4)
106.0 (25.2)
20.6 (5.1)
20.4 (9.3)
38.6 (9.1)
35.2 (13.6)
768 (348)
137 (86)

5.5 (0.5)
99.0 (9.3)
19.5 (6.1)
19.8 (8.6)
37.7 (9.1)
39.6 (14.3)
593 (182)
105 (61)

6 (30)
2 (10)

4 (19)
0 (0)

5 (25)
1 (5)

were compared by using the Akaike information criterion;
the autoregressive structure and the compound symmetry
structure had similar Akaike information criterion values,
so the compound symmetry structure was chosen.
Model fit was examined by looking at various residual plots. A sensitivity analysis was performed by using
multiple imputation to determine whether the missing
data affected the serum 25-(OH)D and serum PTH
models. An additional sensitivity analysis of serum 25(OH)D was performed by examining total vitamin D
intake, measured as supplemental dose plus dietary vitamin D intake at baseline by using the methods described previously.
A goal of the study aside from estimating the dose–
response curves was to determine the dosage of vitamin D3
that meets the RDA and EAR for various 25-(OH)D levels. This dose could be interpreted as that at which 97.5%
of new persons will have a 25-(OH)D level greater than 75
nmol/L or 50 nmol/L corresponding to the IOM guidelines (3, 4). One thousand bootstrapped samples were used
to determine the 95% prediction limits for the 6- and
www.annals.org

4 (20)
1 (5)

7 (35)
0 (0)

7 (33)
2 (10)

12-month 25-(OH)D levels from the predicted values of
the random effects, or best linear unbiased predictors, of
the mixed-effects model. Repeated sampling for the bootstrap procedure was done at the individual level within
each dose group, keeping repeated within-participant measures intact. The dose at which participants reach the RDA
is the dose at which the 95% prediction lower limit is
greater than 75 nmol/L of 25-(OH)D. The EAR, or the
dose at which the 25-(OH)D level is greater than 75
nmol/L in 50% of the participants, was found with a similar method.
Multivariate mixed-effects models were examined by
using the same dose and time terms found in the previous
analysis for serum 25-(OH)D and PTH. The models were
adjusted for known covariates on the basis of clinical experience. Covariates were age, BMI category (normal, ⬍25.0
kg/m2; overweight, 25.0 to 29.9 kg/m2; or obese, ⱖ30.0
kg/m2), calcium intake, smoking status, alcohol use, average caffeine intake, and serum creatinine level. Correlations
between the covariates were examined before model entry
to determine whether multicollinearity existed.
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Post hoc comparisons were made by examining BMI
categories as predictors of serum 25-(OH)D levels. A
mixed-effects model for 25-(OH)D that was similar to the
initial model was fit, with dose and time and their interactions, as well as BMI category and the interaction between
BMI and time. Interactions among BMI category and dose
terms were also explored. At the 12-month time point, the
fitted dose–response curves for 25-(OH)D by BMI category were developed. SAS/STAT software, version 9.2
(SAS Institute), was used for the statistical analysis. The
statistical computing language R, version 2.11.0 (R Foundation for Statistical Computing, Vienna, Austria), was
used to create graphical displays. P values less than 0.05
were considered statistically significant.
Reports were sent to the data safety and monitoring
board approximately every 6 months to monitor accrual
and safety data, including adverse events and serum and
urinary calcium data. No interim monitoring of the primary outcome was conducted.
Role of the Funding Source

This study was supported by a grant from the National Institute on Aging. The sponsor had no role in designing, developing the protocol, or conducting the trial; in
data collection, analysis, management, or interpretation of
the data; or in preparing the manuscript.

RESULTS
Figure 1 shows the participants who completed the
study. However, 1 participant in the 800-IU/d vitamin

Figure 2. Vitamin D dose–response curve.
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Baseline, 6-mo, and final serum 25-(OH)D levels are presented according to dosage of vitamin D or placebo. A quadratic curve was the best fit
for data. Levels of 25-(OH)D at 6 and 12 mo were significantly lower in
the placebo group compared with all vitamin D dose groups individually
(P ⬍ 0.05). 25-(OH)D ⫽ 25-hydroxyvitamin D.
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D3 group and 1 participant in the placebo group who
discontinued the study came in for the study visits, including the final visit. These 2 participants were included in the analysis, as were 3 women who were 56
years of age and thus did not fulfill the age requirement;
however, they completed the study. This brings the total
number of persons analyzed to 147 (Figure 1). The
median follow-up of all 163 randomly assigned participants was 12 months (range, 0.9 to 14.0 months); for
the 16 participants who withdrew from the study, the
median follow-up was 4.4 months (range, 0.9 to 11.4
months). Table 3 shows the baseline characteristics for
the groups.
Mean dietary intake of vitamin D3 and calcium at
baseline was 114 IU/d and 685 mg/d, respectively, and was
similar among treatment groups. Adherence was measured
at 3, 6, 9, and 12 months as a percentage: (number of pills
supplied ⫺ number of pills returned)/number of pills supplied ⫻ 100%. The average of the adherence at 3, 6, 9,
and 12 months was calculated to give an overall adherence
value for 12 months. Mean adherence averaged over 12
months was 94% for vitamin D3 and 91% for calcium.
25-(OH)D and PTH Levels at 6 and 12 Months

One hundred sixty-three participants had serum 25(OH)D levels at baseline, 149 at 6 months, and 147 at 12
months. A quadratic dose–response curve was determined
to fit the 25-(OH)D data well. The interaction between
dose2 and time was significant for 25-(OH)D, indicating a
quadratic dose–response curve that differs between at least
2 of the time points (P ⬍ 0.001) (Figure 2). The curve
started to plateau at approximately 112 nmol/L of 25(OH)D. The dose–response curves for 6- and 12-month
25-(OH)D levels were almost identical (Figure 2).
In Appendix Table 1 (available at www.annals.org),
the coefficients for time and interactions between time and
dose and time and dose2 at 6 months are not significantly
different from those at 12 months on the basis of the CIs
(Appendix Table 1) and the pairwise P values between 6
months and 12 months (6-month vs. 12-month time difference [P ⫽ 0.58], difference between 6-month vs. 12month time and dose interaction [P ⫽ 0.73], difference
between 6-month vs. 12-month time and dose2 interaction
[P ⫽ 0.54]). The estimated dose–response curve at 12
months for 25-(OH)D in nmol/L is 54.5 ⫹ 24.6 ⫻ dose/
1000 ⫺ 2.5 ⫻ dose2/10002.
The lower 95% prediction limits reach greater than 75
nmol/L at a dose of 1600 IU/d, indicating that 97.5% of
persons will obtain a serum 25-(OH)D level of 75 nmol/L
at a vitamin D3 dosage of 1600 IU/d; therefore, the estimated RDA to achieve a 25-(OH)D level of 75 nmol/L is
1600 IU of vitamin D3 daily. Analyzing vitamin D3 intake
as total intake by including the dietary intake as well as the
dose made no significant difference to the results, probably
because dietary intake was low (results not shown). For
97.5% of persons to achieve a 25-(OH)D level greater than
www.annals.org
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Figure 3. Effect of BMI and vitamin D dose on levels of
serum 25-(OH)D at 12 months.
BMI <25.0 kg/m2

160

BMI 25.0–29.9 kg/m2
140

Serum 25-(OH)D Level, nmol/L

50 nmol/L (as recommended by the IOM), we would require a dosage of vitamin D3 between 400 and 800 IU/d.
If we assume the variability is similar in the 400- and
800-IU/d dose groups, we can extrapolate the lower prediction limits and get a lower prediction limit of 51.3
nmol/L for a dosage of 600 IU/d, which meets the IOM
recommendation of 50 nmol/L of vitamin D3.
Appendix Figure 1 (available at www.annals.org)
shows the 12-month 25-(OH)D data with the fitted line
from the mixed-effects model with the 95% bootstrapped
prediction limits, used to estimate the RDA dose. To estimate the dose of 25-(OH)D that achieves the EAR, 50%
of new persons need to achieve a 25-(OH)D level greater
than 75 nmol/L. At a dosage of vitamin D3 between 800
and 1600 IU/d, the median predicted value would be
greater than 75 nmol/L for a new person. At a vitamin D3
dosage of 800 IU/d, the median predicted value is 70
nmol/L at 6 and 12 months; therefore, this model would
predict that a dosage of vitamin D3 slightly higher than
800 IU/d would result in a 25-(OH)D level greater than
75 nmol/L in 50% of persons. To obtain an EAR of 25(OH)D of 50 nmol/L, a dosage of 400 IU of vitamin D3
daily is required.
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BMI ⬍25 kg/m2, n ⫽ 31; BMI 25.0 –29.9 kg/m2, n ⫽ 56; and BMI
ⱖ30.0 kg/m2, n ⫽ 76. 25-(OH)D ⫽ hydroxyvitamin D; BMI ⫽ body
mass index.

Multivariate Results

The mixed-effects models of dose response described
previously were adjusted for clinically important covariates.
Average caffeine intake was highly correlated (Pearson correlation coefficient, ⬎0.4) with age and total calcium and
creatinine levels and was also associated with smoking status; therefore, it was not considered in the model to help
avoid multicollinearity. Final covariates included in the
model were age, BMI category, calcium intake, smoking
status, alcohol use, and serum creatinine.
Interactions between dose and covariates were explored. All interactions between covariates and doses in the
25-(OH)D model were not significant (P ⬎ 0.20); therefore, they were removed. Appendix Table 2 (available at
www.annals.org) shows the estimated model for 25(OH)D. The coefficients of the multivariate mixed-effects
model for 25-(OH)D are similar to those in the unadjusted
model, with the exception of the intercept term.
Body mass index was the only covariate with a significant effect on 25-(OH)D levels in the model. Because
BMI was significantly predictive of 25-(OH)D in the multivariate model, we performed post hoc analyses that more
closely examined the relationship between BMI category
and 25-(OH)D levels. Mixed-effects models were examined by looking at the effect of BMI, dose of vitamin D3,
and time and their interactions on 25-(OH)D levels. Significant interactions were found between dose and time,
dose2 and time, and BMI and time. None of the other
interactions was significant (P ⬎ 0.20 for all). Appendix
Table 3 (available at www.annals.org) shows the estimated
model, and Figure 3 shows the effect of BMI and dose on
25-(OH)D levels at 12 months.
www.annals.org

Because there was no significant interaction between
BMI and dose of vitamin D3, the 3 BMI curves at 12
months are parallel. Thirty-one participants had a normal
BMI, 56 were overweight, and 76 were obese. At 12
months, serum 25-(OH)D levels were higher in normalweight women than in the overweight women (mean difference, 12.2 nmol/L [95% CI, 4.2 to 20.2 nmol/L]; P ⫽
0.003). The mean difference between normal-weight
women and obese women was 17.7 nmol/L (CI, 10.2 to
25.2 nmol/L; P ⬍ 0.001). At 12 months, 25-(OH)D levels
were not significantly different between overweight and
obese women (mean difference, 5.5 nmol/L [CI, ⫺0. 7 to
12.0 nmol/L]; P ⫽ 0.089).
Serum PTH levels were available for 163 participants
at baseline, 148 at 6 months, and 147 at 12 months. The
interaction between vitamin D3 dose and time was significant, indicating a linear relationship between vitamin D3
dose and PTH that differed for each time point. The quadratic dose term and interaction between dose2 and time
were not significant in the PTH model (P ⬎ 0.10 for
both).
As Appendix Figure 2 and Appendix Table 1 (available at www.annals.org) show that the coefficients for time
and the interaction between dose of vitamin D3 and time
at 6 months were not significantly different from those at
12 months on the basis of the CIs and the pairwise P
values between 6 and 12 months (P ⫽ 0.11 and 0.76,
respectively). The estimated dose–response curve at 12
months for PTH was 34.2 ⫺ 1.6 ⫻ dose/1000, with the
slope showing a significant decrease in PTH levels as the
dose of vitamin D3 increases (␤ ⫽ ⫺1.6 [CI,⫺2.8 to
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Table 4. Adverse Events*
Variable

Study Group
Placebo
(n ⴝ 21)

Deaths, n
Withdrawals due
to AEs, n
Patients with any
AE, n
Patients with any
serious AEs, n
Reported serious
AEs

Vitamin D,
400 IU/d
(n ⴝ 20)

0
0

0
0

18

15

2

0

Syncope;
total hip
replacement

Vitamin D,
800 IU/d
(n ⴝ 21)
0
1†

–

Vitamin D,
1600 IU/d
(n ⴝ 20)

Vitamin D,
2400 IU/d
(n ⴝ 21)

Vitamin D,
3200 IU/d
(n ⴝ 20)

Vitamin D,
4000 IU/d
(n ⴝ 20)

Vitamin D,
4800 IU/d
(n ⴝ 20)

0
0

0
0

0
2

0
0

0
0

17

19

18

17

18

17

1

2

3

2

0

1

Diverticulitis

Cerebrovascular
accident; knee
replacement

Partial thyroidectomy;
tibia–fibula fracture;
cholecystectomy

CHF; angina
and stent

–

COPD
exacerbation

AE ⫽ adverse event; CHF ⫽ congestive heart failure; COPD ⫽ chronic obstructive pulmonary disease.
* Numbers represent frequency.
† Due to persistent hypercalciuria.

⫺0.4]; P ⫽ 0.031) (Appendix Figure 2). Appendix Table
1 shows the estimated models for 25-(OH)D and PTH.
The results for 25-(OH)D and PTH were similar in the
adherent analysis (data not shown).
A multivariate model for PTH was fit similarly to the
25-(OH)D data. All interactions between covariates and
dose were not significant and therefore were removed from
the model (P ⬎ 0.20 for all). Appendix Table 2 shows the
estimated model for PTH. The coefficients in the multivariate mixed-effects model for PTH are similar to those in
the unadjusted model, although the interaction term between dose and time is no longer as significant (P ⫽
0.195). Of the covariates, BMI is marginally significant,
with the underweight to normal-weight and overweight
groups tending to have lower PTH levels than the obese
group (P ⫽ 0.065); Appendix Table 2 (available at www
.annals.org) shows the coefficients. The results of the sensitivity analysis using multiple imputation models (data not
shown) were similar to the missing-completely-at-random
models presented here.
Safety and Adverse Events

A total of 11 serious adverse events occurred in 11
patients (Table 4). Three of these events were rated as
severe, including diverticulitis, congestive heart failure, and
a tibia–fibula fracture. Seven of the events were described
as moderate, including angina, syncope, hip surgery, radial
fracture, an exacerbation of chronic obstructive pulmonary
disease, stroke, and partial thyroidectomy for a nodule. No
events were attributed to vitamin D3 use.
Table 5 shows the number of participants with hypercalcemia and hypercalciuria events. All episodes of hypercalcemia were normalized at repeated testing, and 24-hour
urinary calcium levels greater than 10 mmol/d (⬎400
mg/d) were normalized at repeated testing in all but 3
participants. Therapy with calcium supplements was discontinued in 2 of these participants, and both calcium and
vitamin D3 were discontinued permanently in the third.
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There were no reports of renal stones. Among the
groups, there were no significant changes in levels of serum
creatinine, blood urea nitrogen, liver enzymes (aspartate
and alanine aminotransferase), glucose, or electrolytes (serum sodium, potassium, chloride, and calcium and 24hour urinary calcium).

DISCUSSION
To our knowledge, this is the first randomized, controlled, dose–response study of vitamin D in older white
women. Its primary finding was that increased levels of
serum 25-(OH)D were not linear but followed a quadratic
curve suggestive of a rate-limiting mechanism for 25(OH)D. Further supporting evidence for a control mechanism was the lack of a seasonal increase in serum 25(OH)D in participants receiving vitamin D3 at the end of
summer and autumn, which is usually approximately 25
nmol/L in our area (12). This could be attributed to 24hydroxylation and formation of the inactive metabolite
24,24-dihydroxyvitamin D instead of the active metabolite
1,25-(OH)2D3 (15), a safety mechanism to avoid excessive
formation of 1,25-(OH)2D3.
Control of serum 25-(OH)D levels is also genetically
determined. Four genes that help metabolize vitamin D
have recently been found; 2 are involved in the metabolism
of vitamin D, 1 encodes the CYP2R1 enzyme that converts
vitamin D to 25-(OH)D in the liver, and 1 encodes the
CYP24A1 enzyme that converts 25-(OH)D to 24,24dihydroxyvitamin D (16). Another gene, GC, encodes a
protein that transports vitamin D and its metabolites in
the blood, and a gene that encodes the enzyme
7-dehydrocholesterol helps to form vitamin D3 in skin.
These results indicate that regulation and maintenance of
serum 25-(OH)D is complex.
Body mass index had a significant effect on serum
25-(OH)D levels, as well as on the dose of vitamin D3.
Overweight women had 25-(OH)D levels approximately
www.annals.org
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Other evidence also shows that a lower vitamin D3
dose of 400 IU/d plus calcium is clinically effective. In the
Women’s Health Initiative (WHI) study of 36 282
women, the adherent group had a 30% reduction in hip
fractures (27).
Defining an RDA for vitamin D depends ideally on 3
end points: serum 25-(OH)D level associated with a clinical outcome, the dose of vitamin D that achieves that
level, and the dose of vitamin D that prevents or treats the
outcome (for example, fractures). By using a 25-(OH)D
level less than 50 nmol/L as the end point for the RDA, the
800-IU/d dose group experienced an increase in 25(OH)D levels greater than 50 nmol/L in 97.5% of women;
however, a dosage of 600 IU/d, although not tested, was
extrapolated from our model to do the same. The EAR
was 400 IU/d. If a serum 25-(OH)D level of 75 nmol/L
was used as an optimal value, then the RDA could be
defined as the vitamin D3 dosage greater than 1600 IU/d
and the EAR would be between 800 and 1600 IU/d.
In the recent report from the IOM, the investigators
also chose a serum 25-(OH)D level of 50 nmol/L on the
basis of a clinical outcome of hip fracture incidence that
was significantly decreased only in the groups with a 25(OH)D level less than 50 nmol/L (4, 9). An analysis of
literature studies performed in northern latitudes estimated
that an EAR of 400 IU/d and an RDA of 600 to 800 IU/d
would be adequate to meet that level (4, 9).
The effects of vitamin D in other diseases, such as
cancer, immune diseases, diabetes, the metabolic syndrome, and cardiovascular disease, have not been established. These nonclassical actions of vitamin D require the
peripheral conversion of 25-(OH)D to 1,25-(OH)2D in
local tissues, and the importance of this conversion relative
to systemic production in the kidneys and low 25-(OH)D
levels is not readily understood in humans at this time.
Therefore, the IOM did not find sufficient evidence to
recommend an RDA for vitamin D for these conditions.
Regarding the safety of high doses of vitamin D and calcium, our results show that, depending on the cutoff levels of

12.5 nmol/L lower and obese women had levels approximately 17.5 nmol/L lower than those of women with a
normal BMI. Whether the higher BMI causes substantial
physiologic changes, such as higher PTH levels and higher
bone resorption, is unknown; however, overweight women
with lower 25-(OH)D levels do not have lower bone mineral density (17). The parallelism in the 3 dose–response
curves in relation to the BMI categories (Figure 3) suggests
that the difference in 25-(OH)D levels is caused by 1 factor, such as extracellular pool size; had the difference been
caused by fat, we would have expected more variability in
25-(OH)D levels.
At 12 months, there was a significant decrease in serum PTH levels associated with increasing vitamin D3
doses. This was expected, because there is an inverse relation between serum PTH and serum 25-(OH)D levels
(18). Also, vitamin D increases 25-(OH)D and thus would
be expected to decrease PTH levels. However, this change
may be clinically important only in persons with very low
25-(OH)D levels and elevated PTH levels, because a recent
review of 70 studies (18) showed that decreases in serum
PTH levels reached a plateau (that is, did not decrease
further) at serum 25-(OH)D levels that varied greatly between 25 and 125 nmol/L.
Moreover, bone resorption markers that increase with
higher PTH levels (19) decrease as 25-(OH)D levels increase and reach a plateau at a low 25-(OH)D level of 42
to 43 nmol/L (18). Many studies show that increased rates
of hip fracture and bone loss are only associated with 25(OH)D levels less than 50 nmol/L; therefore, higher levels
are not essential for skeletal health (11, 20 –25).
A new finding in our study was the potency of 400
IU/d of vitamin D3 in increasing serum 25-(OH)D levels
by an average of 32.5 nmol/L. Recent data suggest that 400
IU/d of vitamin D3 would increase 25-(OH)D levels only
by 6.7 to 15.0 nmol/L (26). This discrepancy can be explained by the fact that, in our study, baseline serum 25(OH)D levels were lower than in other studies and treatment started on the steep part of the dose–response curve.

Table 5. Occurrence of Hypercalcemia and Hypercalciuria*
Study Group

Placebo
Vitamin
Vitamin
Vitamin
Vitamin
Vitamin
Vitamin
Vitamin
Total

D,
D,
D,
D,
D,
D,
D,

400 IU/d
800 IU/d
1600 IU/d
2400 IU/d
3200 IU/d
4000 IU/d
4800 IU/d

Serum Calcium Level

Urinary Calcium Level

>2.5 mmol/L
(>10.3 mg/dL)

>2.7 mmol/L
(>10.6 mg/dL)

>7.5 mmol/d
(>300 mg/d)

>10 mmol/d
(>400 mg/d)

1
1
1
5
4
1
1
2
16

0
1
1
0
2
0
0
1
5

4
9
7
5
6
6
6
5
48

3
2
3
2
4
1
2
2
19

* The number of participants who had ⱖ1 event during the study.
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serum and 24-hour urinary calcium for defining hypercalcemia and hypercalciuria, respectively, approximately 2.8% to
9% of participants had an episode of hypercalcemia and 12%
to 33% had an episode of hypercalciuria. These numbers may
represent a safety risk, as the risk for renal stones increases by
almost 2.5 times if the 24-hour urinary calcium level is greater
than 7.5 mmol/d (⬎300 mg/d) (28, 29). It is noteworthy that
a 17% increase in kidney stones occurred after 7 years of
treatment with vitamin D, 400 IU/d, and a calcium intake of
2000 mg/d in the WHI study (27), and a recent analysis from
the same study showed an increase in cardiovascular disease in
the subset of women not receiving calcium supplements at
random assignment (30).
Vitamin D and calcium intake and their effects on serum
and urinary calcium levels are seldom routinely monitored in
research studies. Many people take vitamin D and calcium
supplements; given the safety concerns in the WHI study and
our results, caution is warranted. The hypercalcemia and hypercalciuria events were not related to the vitamin D dose,
and whether vitamin D supplements, calcium supplements, or
both cause these events is unclear.
Strengths of our study include its design and that it
had adequate power to detect differences in 25-(OH)D
levels across a broad range of dose groups. Most vitamin D
studies have been single-dose studies and did not use a dose–
response design. To our knowledge, our study is the first longterm, multiple-dose–response, randomized, double-blind,
placebo-controlled trial done in any population.
Our study also has limitations. The sample sizes were
relatively small for each dose group. Furthermore, it was
conducted in healthy postmenopausal white women, and
the findings may not be generalizable to other groups. The
highest vitamin D dosage used in our study was 4800
IU/d; thus, it is not possible to accurately predict the dose–
response curve beyond this dosage.
In summary, serum 25-(OH)D increased with higher
dosages of vitamin D3 and tended to plateau at approximately 112 nmol/L with vitamin D3 dosages of 3200 to
4800 IU/d. Vitamin D3, 800 IU/d, increased 25-(OH)D
levels greater than 50 nmol/L in 97.5% of women. This
level is associated with significant reductions in hip fractures (21–25). The results from this dose–response study
are in good agreement with the IOM’s recent recommendation that the RDA for vitamin D should be 600 IU/d in
women less than 70 years and 800 IU/d in women older
than 70 years (4, 9). For nonskeletal outcomes, optimal
25-(OH)D levels and, therefore, the RDA and EAR will
have to be determined in future clinical trials. Our results
may be helpful in designing such trials.
From Bone Metabolism Unit, Creighton University School of Medicine,
and College of Public Health, University of Nebraska Medical Center,
Omaha, Nebraska.
Acknowledgment: The authors thank all study participants and the
Bone Metabolism Unit research staff for their hard work and contribu436 20 March 2012 Annals of Internal Medicine Volume 156 • Number 6

tion to the study; Jane Meza, PhD, University of Nebraska Medical
Center, for important statistical advice; Vinod Yalamanchili, MBBS, for
review of the article; the members of the data safety and monitoring
board (Meir Stampfer, MD, DrPH; Doug Kiel, MD; Bruce Hollis, PhD;
Bess Dawson-Hughes, MD; Munro Peacock, MD; Judy Hannah, PhD;
and Becky Costello, PhD) for their scientific guidance; and the institutional review board at Creighton University School of Medicine.
Grant Support: By the National Institute on Aging (RO1-AG28168).
Potential Conflicts of Interest: Disclosures can be viewed at www
.acponline.org/authors/icmje/ConflictOfInterestForms.do?msNum⫽M11
-1566.
Reproducible Research Statement: Study protocol: Available from Dr.
Gallagher (e-mail, jcg@creighton.edu). Statistical code and data set: Not
available.
Requests for Single Reprints: J. Christopher Gallagher, MD, Bone

Metabolism Unit, Creighton University School of Medicine, 601 North
30th Street, Suite 6718, Omaha, NE 68131; e-mail, jcg@creighton.edu.
Current author addresses and author contributions are available at www
.annals.org.

References
1. Adams JS, Liu PT, Chun R, Modlin RL, Hewison M. Vitamin D in defense
of the human immune response. Ann N Y Acad Sci. 2007;1117:94-105. [PMID:
17656563]
2. Garland CF, Gorham ED, Mohr SB, Garland FC. Vitamin D for cancer
prevention: global perspective. Ann Epidemiol. 2009;19:468-83. [PMID:
19523595]
3. Institute of Medicine, Standing Committee on the Scientific Evaluation of
Dietary Reference Intakes, Food and Nutrition Board. Vitamin D. In: Dietary
Reference Intakes for Calcium, Phosphorus, Magnesium, Vitamin D, and Fluoride. Washington, DC: National Academies Pr; 1997. Accessed at www.nap.edu
/openbook.php?record_id⫽5776 on 6 September 2011.
4. Ross AC, Taylor CL, Yaktine AL, Del Valle HB, eds; Institute of Medicine
Committee to Review Dietary Reference Intakes for Vitamin D and Calcium.
Dietary Reference Intakes for Calcium and Vitamin D. Washington, DC: National Academies Pr; 2011.
5. Holick MF, Matsuoka LY, Wortsman J. Age, vitamin D, and solar ultraviolet
[Letter]. Lancet. 1989;2:1104-5. [PMID: 2572832]
6. Wortsman J, Matsuoka LY, Chen TC, Lu Z, Holick MF. Decreased bioavailability of vitamin D in obesity. Am J Clin Nutr. 2000;72:690-3. [PMID:
10966885]
7. Looker AC. Body fat and vitamin D status in black versus white women. J
Clin Endocrinol Metab. 2005;90:635-40. [PMID: 15546897]
8. Aloia JF, Patel M, Dimaano R, Li-Ng M, Talwar SA, Mikhail M, et al.
Vitamin D intake to attain a desired serum 25-hydroxyvitamin D concentration.
Am J Clin Nutr. 2008;87:1952-8. [PMID: 18541590]
9. Ross AC, Manson JE, Abrams SA, Aloia JF, Brannon PM, Clinton SK, et al.
The 2011 report on dietary reference intakes for calcium and vitamin D from the
Institute of Medicine: what clinicians need to know. J Clin Endocrinol Metab.
2011;96:53-8. [PMID: 21118827]
10. World Health Organization. Prevention and Management of Osteoporosis:
Report of a WHO Scientific Group. Geneva: World Health Organization; 2003.
11. Gallagher JC, Sai AJ. Vitamin D insufficiency, deficiency, and bone health
[Editorial]. J Clin Endocrinol Metab. 2010;95:2630-3. [PMID: 20525913]
12. Rapuri PB, Kinyamu HK, Gallagher JC, Haynatzka V. Seasonal changes in
calciotropic hormones, bone markers, and bone mineral density in elderly
women. J Clin Endocrinol Metab. 2002;87:2024-32. [PMID: 11994336]
13. Carter GD, Berry JL, Gunter E, Jones G, Jones JC, Makin HL, et al. Proficiency testing of 25-hydroxyvitamin D (25-OHD) assays. J Steroid Biochem Mol
Biol. 2010;121:176-9. [PMID: 20302938]
www.annals.org

Dose Response to Vitamin D in Postmenopausal Women
14. National Institute on Aging. Clinical Research Study Investigator’s Toolbox.
Accessed at www.nia.nih.gov/ResearchInformation/CTtoolbox on 20 September
2011.
15. Wagner D, Hanwell HE, Schnabl K, Yazdanpanah M, Kimball S, Fu L,
et al. The ratio of serum 24,25-dihydroxyvitamin D(3) to 25-hydroxyvitamin
D(3) is predictive of 25-hydroxyvitamin D(3) response to vitamin D(3) supplementation. J Steroid Biochem Mol Biol. 2011;126:72-7. [PMID: 21605672]
16. Wang TJ, Zhang F, Richards JB, Kestenbaum B, van Meurs JB, Berry D,
et al. Common genetic determinants of vitamin D insufficiency: a genome-wide
association study. Lancet. 2010;376:180-8. [PMID: 20541252]
17. Macdonald HM, Mavroeidi A, Barr RJ, Black AJ, Fraser WD, Reid DM.
Vitamin D status in postmenopausal women living at higher latitudes in the UK
in relation to bone health, overweight, sunlight exposure and dietary vitamin D.
Bone. 2008;42:996-1003. [PMID: 18329355]
18. Sai AJ, Walters RW, Fang X, Gallagher JC. Relationship between vitamin
D, parathyroid hormone, and bone health. J Clin Endocrinol Metab. 2011;96:
E436-46. [PMID: 21159838]
19. Krall EA, Dawson-Hughes B, Hirst K, Gallagher JC, Sherman SS, Dalsky G.
Bone mineral density and biochemical markers of bone turnover in healthy elderly
men and women. J Gerontol A Biol Sci Med Sci. 1997;52:M61-7. [PMID:
9060971]
20. Cauley JA, Lacroix AZ, Wu L, Horwitz M, Danielson ME, Bauer DC,
et al. Serum 25-hydroxyvitamin D concentrations and risk for hip fractures. Ann
Intern Med. 2008;149:242-50. [PMID: 18711154]
21. Cauley JA, Parimi N, Ensrud KE, Bauer DC, Cawthon PM, Cummings
SR, et al; Osteoporotic Fractures in Men (MrOS) Research Group. Serum
25-hydroxyvitamin D and the risk of hip and nonspine fractures in older men. J
Bone Miner Res. 2010;25:545-53. [PMID: 19775201]
22. Gerdhem P, Ringsberg KA, Obrant KJ, Akesson K. Association between
25-hydroxy vitamin D levels, physical activity, muscle strength and fractures in
the prospective population-based OPRA Study of Elderly Women. Osteoporos
Int. 2005;16:1425-31. [PMID: 15744449]
23. Looker AC, Mussolino ME. Serum 25-hydroxyvitamin D and hip fracture
risk in older U.S. white adults. J Bone Miner Res. 2008;23:143-50. [PMID:
17907920]
24. Melhus H, Snellman G, Gedeborg R, Byberg L, Berglund L, Mallmin H,
et al. Plasma 25-hydroxyvitamin D levels and fracture risk in a community-based
cohort of elderly men in Sweden. J Clin Endocrinol Metab. 2010;95:2637-45.
[PMID: 20332246]
25. Ensrud KE, Taylor BC, Paudel ML, Cauley JA, Cawthon PM, Cummings
SR, et al; Osteoporotic Fractures in Men Study Group. Serum 25hydroxyvitamin D levels and rate of hip bone loss in older men. J Clin Endocrinol Metab. 2009;94:2773-80. [PMID: 19454586]
26. Hanley DA, Cranney A, Jones G, Whiting SJ, Leslie WD, Cole DE, et al;
Guidelines Committee of the Scientific Advisory Council of Osteoporosis Canada. Vitamin D in adult health and disease: a review and guideline statement
from Osteoporosis Canada. CMAJ. 2010;182:E610-8. [PMID: 20624868]
27. Jackson RD, LaCroix AZ, Gass M, Wallace RB, Robbins J, Lewis CE, et al;
Women’s Health Initiative Investigators. Calcium plus vitamin D supplementation and the risk of fractures. N Engl J Med. 2006;354:669-83. [PMID:
16481635]
28. Curhan GC, Taylor EN. 24-h uric acid excretion and the risk of kidney
stones. Kidney Int. 2008;73:489-96. [PMID: 18059457]
29. Curhan GC, Willett WC, Speizer FE, Stampfer MJ. Twenty-four-hour
urine chemistries and the risk of kidney stones among women and men. Kidney
Int. 2001;59:2290-8. [PMID: 11380833]
30. Bolland MJ, Grey A, Avenell A, Gamble GD, Reid IR. Calcium supplements with or without vitamin D and risk of cardiovascular events: reanalysis of
the Women’s Health Initiative limited access dataset and meta-analysis. BMJ.
2011;342:d2040. [PMID: 21505219]
31. Van Der Klis FR, Jonxis JH, Van Doormaal JJ, Sikkens P, Saleh AE,
Muskiet FA. Changes in vitamin-D metabolites and parathyroid hormone in
plasma following cholecalciferol administration to pre- and postmenopausal
women in the Netherlands in early spring and to postmenopausal women in
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Appendix Figure 1. Serum 25-(OH)D levels according to
vitamin D dosage.
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Levels are shown with a fitted line by using the mixed-effects model, with
95% bootstrapped limits at 12 mo. 25-(OH)D ⫽ 25-hydroxyvitamin D.
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Appendix Table 1. Dose–Response Mixed-Effects Model, by Estimating the Dose Response of Serum 25-(OH)D and PTH Levels at
Each Time Point*
Serum 25-(OH)D Level, nmol/L

Effect

␤ Estimate
Intercept
Time
Baseline
6 mo
12 mo
Dose (1000-IU increase)
Dose ⫻ time
Baseline
6 mo
12 mo
Dose2
Dose2 ⫻ time
Baseline
6 mo
12 mo

SE

95% CI

Serum PTH Level, ng/L
Overall
P Value

54.536

3.161

48.294 to 60.778

⫺16.741
1.608
0
24.614

3.218
3.247
–
3.431

⫺23.075 to –10.407
⫺4.782 to 7.998
–
17.861 to 31.367

⫺24.175
⫺1.970
0
⫺2.535

3.494
3.525
–
0.708

⫺31.052 to ⫺17.297
⫺8.907 to 4.967
–
⫺3.928 to ⫺1.142

2.462
0.218
0

0.721
0.728
–

1.043 to 3.881
⫺1.214 to 1.650
–

⬍0.001

⬍0.001
⬍0.001

0.003

␤ Estimate

SE

95% CI

34.241

1.675

30.934 to 37.548

3.038
⫺2.134
0
⫺1.586

1.310
1.319
–
0.626

0.459 to 5.617
⫺4.729 to 0.462
–
⫺2.817 to ⫺0.355

1.037
0.148
0
–

0.490
0.494
–
–

0.072 to 2.002
⫺0.824 to 1.121
–
–

–
–
–

–
–
–

⬍0.001

Overall
P Value

⬍0.001

0.031
0.074

–
–
–

25-(OH)D ⫽ 25-hydroxyvitamin D; PTH ⫽ parathyroid hormone.
* Dose was divided by 1000 to fit the models. To estimate the outcome variable, use dose 0 in the models above to correspond to placebo; 0.4 for vitamin D, 400 IU/d; 0.8
for vitamin D, 800 IU/d; 1.6 for vitamin D, 1600 IU/d; 2.4 for vitamin D, 2400 IU/d; 3.2 for vitamin D, 3200 IU/d; 4.0 for vitamin D, 4000 IU/d; and 4.8 for vitamin
D, 4800 IU/d.

Appendix Table 2. Multivariate Mixed-Effects Models of Serum 25-(OH)D and PTH Levels*
Serum 25-(OH)D Level, nmol/L

Effect

␤ Estimate
Intercept
Age (1-y increase)
BMI
⬍25.0 kg/m2
25.0–29.9 kg/m2
ⱖ30.0 kg/m2
Smoking status
Current
Former
Never
Alcohol use (no vs. yes)
Total calcium intake (1-mg increase)
Serum creatinine (76-mol [1.0-mg/dL] increase)
Time
Baseline
6 mo
12 mo
Dose
Dose ⫻ time
Baseline
6 mo
12 mo
Dose2
Dose2 ⫻ time
Baseline
6 mo
12 mo

SE

95% CI

Serum PTH Level, ng/L
Overall
P Value

36.398
0.126

18.125
0.178

0.518 to 72.278
⫺0.224 to 0.477

11.371
3.504
0

3.462
2.871
–

4.554 to 18.189
⫺2.150 to 9.158
–

0.003

⫺2.665
1.550
0
⫺2.711
0.002
7.051

4.272
2.732
–
2.708
0.009
11.600

⫺11.078 to 5.748
⫺3.829 to 6.930
–
⫺8.042 to 2.621
⫺0.016 to 0.019
⫺15.792 to 29.893

0.60

⫺15.010
2.565
0
24.264

3.458
3.458
–
3.547

⫺21.819 to ⫺8.201
⫺4.244 to 9.374
–
17.280 to 31.248

⫺26.501
⫺2.368
0
⫺2.405

3.731
3.731
–
0.732

⫺33.847 to ⫺19.155
⫺9.714 to 4.978
–
⫺3.845 to ⫺0.964

2.860
0.243
0

0.768
0.768
–

1.348 to 4.373
⫺1.269 to 1.756
–

0.46

0.36
0.81
0.53
⬍0.001

⬍0.001
⬍0.001

0.018
⬍0.001

␤ Estimate

SE

95% CI

26.300
⫺0.077

13.352
0.133

⫺0.126 to 52.725
⫺0.338 to 0.185

⫺4.716
⫺4.352
0

2.571
2.135
–

⫺9.779 to 0.347
⫺8.556 to ⫺0.147
–

0.065

0.309
0.741
0
2.417
0.007
7.285

3.187
2.038
–
2.019
0.007
8.653

⫺5.966 to 6.583
⫺3.272 to 4.754
–
⫺1.560 to 6.393
⫺0.006 to 0.020
⫺9.754 to 24.324

0.94

3.379
⫺2.014
0
⫺1.818

1.366
1.366
–
0.673

0.688 to 6.069
⫺4.704 to 0.677
–
⫺3.144 to ⫺0.492

0.914
0.260
0
–

0.519
0.519
–
–

⫺0.108 to 1.936
⫺0.762 to 1.281
–
–

–
–
–

–
–
–

Overall
P Value
0.56

0.23
0.28
0.40
⬍0.001

0.019
0.195

–
–
–

25-(OH)D ⫽ 25-hydroxyvitamin D; BMI ⫽ body mass index; PTH ⫽ parathyroid hormone.
* Dose was divided by 1000 to fit the models. To estimate the outcome variable, use dose 0 in the models above to correspond to placebo; 0.4 for vitamin D, 400 IU/d; 0.8
for vitamin D, 800 IU/d; 1.6 for vitamin D, 1600 IU/d; 2.4 for vitamin D, 2400 IU/d; 3.2 for vitamin D, 3200 IU/d; 4.0 for vitamin D, 4000 IU/d; and 4.8 for vitamin
D, 4800 IU/d.
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Appendix Table 3. Mixed-Effects Model of BMI, Dose, and

Appendix Figure 2. Serum PTH levels, according to vitamin D

Time on Serum 25-(OH)D*

dosage at 12 months.

Intercept
BMI
ⱖ30.0 kg/m2
25.0–29.9 kg/m2
⬍25.0 kg/m2
Time
Baseline
6 mo
12 mo
Dose
Dose ⫻ time
Baseline
6 mo
12 mo
Dose2
Dose2 ⫻ time
Baseline
6 mo
12 mo
Time ⫻ BMI
Baseline
ⱖ30.0 kg/m2
25.0–29.9 kg/m2
⬍25.0 kg/m2
6 mo
ⱖ30.0 kg/m2
25.0–29.9 kg/m2
⬍25.0 kg/m2
12 mo
ⱖ30.0 kg/m2
25.0–29.9 kg/m2
⬍25.0 kg/m2

␤ Estimate SE
67.502

95% CI

4.198

Overall
P Value

⫺17.886
⫺12.343
0

3.837 ⫺25.438 to ⫺10.333 ⬍0.001
4.062 ⫺20.337 to ⫺4.348
–
–

⫺30.615
2.524
0
23.176

4.283 ⫺39.045 to ⫺22.184 ⬍0.001
4.305
⫺5.950 to 10.998
–
–
3.264
16.751 to 29.600
⬍0.001

⫺22.792
⫺2.319
0
⫺2.179

3.328 ⫺29.343 to ⫺16.241 ⬍0.001
3.357
⫺8.927 to 4.289
–
–
0.675
⫺3.508 to ⫺0.849
0.011

2.119
0.300
0

0.689
0.695
–

0.763 to 3.474
⫺1.068 to 1.668
–

18.609
14.066
0

3.915
4.141
–

10.904 to 26.315
5.915 to 22.217
–

⫺1.964
0.618
0

3.936
4.182

⫺9.712 to 5.785
⫺7.614 to 8.849

0
0
0

–
–
–

80

59.210 to 75.793

0.004

Serum PTH Level, ng/L

Effect

60
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Vitamin D Dosage, IU/d
⬍0.001

Baseline
6 mo
12 mo

PTH ⫽ parathyroid hormone.

–
–
–

25-(OH)D ⫽ 25-hydroxyvitamin D; BMI ⫽ body mass index.
* Serum 25-(OH)D levels are measured in nmol/L. Dose was divided by 1000 to
fit the models. To estimate the outcome variable, use dose 0 in the models above
to correspond to placebo; 0.4 for vitamin D, 400 IU/d; 0.8 for vitamin D, 800
IU/d; 1.6 for vitamin D, 1600 IU/d; 2.4 for vitamin D, 2400 IU/d; 3.2 for
vitamin D, 3200 IU/d; 4.0 for vitamin D, 4000 IU/d; and 4.8 for vitamin D,
4800 IU/d.
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