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Abstract

Context: Vitamin K has been implicated in bone health, primarily in observational studies. However,
little is known about the role of phylloquinone supplementation on prevention of bone loss in men and
women.

Objective: The objective of this study was to determine the effect of 3-yr phylloquinone
supplementation on change in bone mineral density (BMD) of the femoral neck bone in older men and
women who were calcium and vitamin D replete.

Design, Participants, and Intervention: In this 3-yr, double-blind, controlled trial, 452 men and
women (60—80 yr) were randomized equally to receive a multivitamin that contained either 500 pg/d
or no phylloquinone plus a daily calcium (600 mg elemental calcium) and vitamin D (400 IU)
supplement.

Main Outcome Measures: Measurements of the femoral neck, spine (L2—L4), and total-body BMD,
bone turnover, and vitamins K and D status were measured every 6—12 months. Intent-to-treat analysis
was used to compare change in measures in 401 participants who completed the trial.

Results: There were no differences in changes in BMD measurements at any of the anatomical sites
measured between the two groups. The group that received the phylloquinone supplement had
significantly higher phylloquinone and significantly lower percent undercarboxylated osteocalcin
concentrations compared with the group that did not receive phylloquinone. No other biochemical
measures differed between the two groups.

Conclusions: Phylloquinone supplementation in a dose attainable in the diet does not confer any
additional benefit for bone health at the spine or hip when taken with recommended amounts of
calcium and vitamin D.

Epidemiological evidence has shown associations between poor vitamin K nutrition and age-related
bone loss in elderly men and women (1,2). Vitamin Kis a cofactor for the posttranslational y-
carboxylation of glutamic acid in certain proteins, including osteocalcin, which has been thought to act
as a regulator of bone mineralization. The mineral-binding capacity of osteocalcin is dependent on the
y-carboxylation of its three glutamate residues, such that partially carboxylated osteocalcin may have
reduced binding to the mineral in bone. The proportion of osteocalcin that is not carboxylated [percent

www.ncbi.nlm.nih.gov/pmc/articles/PMC2291488/?report=printable 112


http://dx.doi.org/10.1210%2Fjc.2007-2490
http://www.ncbi.nlm.nih.gov/pubmed/?term=Booth%20SL%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Dallal%20G%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Shea%20MK%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Gundberg%20C%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Peterson%20JW%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Dawson-Hughes%20B%5Bauth%5D
mailto:sarah.booth@tufts.edu
http://www.ncbi.nlm.nih.gov/pmc/about/copyright.html

12/23/13 Effect of Vitamin K Supplementation on Bone Loss in Elderly Men and Women

undercarboxylated osteocalcin (%ucOC)] is used as a sensitive marker of vitamin K status (3). Usual
dietary intakes of vitamin K do not support complete carboxylation of osteocalcin (4), and short-term
dietary vitamin K deficiency may increase bone turnover in older adults (5).

In a recent metaanalysis of 13 randomized controlled trials with data on bone loss, the authors
concluded that supplementation with either of two forms of vitamin K, menaquinone-4 (MK-4) and
phylloquinone, reduces bone loss because all but one study reported a benefit in bone mineral density
(BMD) in response to vitamin K supplementation (6). However, the optimal dose and form of vitamin K
for this putative protective effect on bone loss is currently unknown, with the majority of studies using
doses of MK-4 that are approximately 400-fold higher than current dietary recommendations of 90—
120 pg phylloquinone/d for women and men, respectively (7). Furthermore, the studies had been
conducted almost exclusively in Japanese postmenopausal women, and there is little information about
the role of vitamin K supplementation in reducing bone loss in older men or women of other ethnicities.
The authors of the metaanalysis concluded that although vitamin K-rich diets should be encouraged,
larger clinical trials were required before conclusions could be drawn regarding the use of vitamin K
supplements to reduce fracture risk (6).

The primary objective of this study was to determine whether 3 yr of supplementation with
phylloquinone, in an amount that is expected to be both nutritionally optimal and safe, would reduce
bone loss in older men and women when taken with recommended amounts of calcium and vitamin D.
Phylloquinone, which is present in leafy green vegetables and certain plant oils, is the predominant
dietary form of vitamin K (8). A secondary objective of this study was to determine the effect of
supplemental phylloquinone on measures of bone turnover, as defined by serum osteocalcin and
collagen type-I-cross-link N-telopeptides (NTx).

Subjects and Methods

Study participants

Healthy, ambulatory men and postmenopausal women, aged 60—80 yr, were recruited though direct
mailings, newspaper advertisements, and notices in community centers. Exclusion criteria included a
kidney stone in the past 5 yr; hyperthyroidism; bilateral hip surgery; therapy with a bisphosphonate,
calcitonin, estrogen, tamoxifen, testosterone, or warfarin in the previous 6 months; known coronary
disease; prior open heart surgery; atrial fibrillation; pacemaker; femoral neck BMD more than 1.8 sp
below the mean for subjects of the same age and sex; laboratory evidence of kidney or liver disease; and
inability to provide informed consent. We assessed 599 individuals for eligibility through a physical
examination and assessment of the individuals’ medical history and diet, analysis of blood and urine,
and measurement of femoral neck BMD. Of these, 125 were found to be ineligible. Of those eligible,
equal numbers were randomly assigned to either treatment (n = 238) or nontreatment (n = 236). Of
those randomized, 22 (nine in the treatment group and 13 in the nontreatment group) chose not to
enroll (Fig. 1).

Study design

In this 3-yr, double-blind, controlled trial, study participants came to the research site every 6—12
months for measurements of BMD, biochemical assays, and other measurements. Participants were
randomized to either the treatment or nontreatment group, with stratification according to sex. Of the
421 whites, 14 Blacks, four Hispanics, 11 Asians, and two Native Americans who enrolled, 51
discontinued taking one or both of the daily supplements, five died, 13 withdrew for medical reasons, 11
were no longer able to come to the study site, and 22 either lost interest or were lost to contact (Fig. 1).
All participants signed a written informed consent, and this study was approved by the Institutional
Review Board at Tufts University. This study was also registered with ClinicalTrials.gov
(NCT00183001).
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The majority of the 51 participants who discontinued taking the supplements did so in the first 6
months. These participants were encouraged to return for all subsequent follow-up study visits. At the
last visit, 401 study participants (88.7% of the 452 enrolled) were evaluated and were included in the
main intention-to-treat analyses. The 358 participants who took the supplements throughout the study
period were included in the secondary analysis.

Supplements

The subjects were advised to maintain their usual diets and to avoid taking dietary supplements,
including calcium, vitamin D, or vitamin K, throughout the study. The treatment group received 500 ug
phylloquinone as part of a daily effervescent multivitamin formulation (one tablet), whereas the
nontreatment group received the multivitamin formulation without phylloquinone (one tablet). The
basic effervescent multivitamin tablet contained vitamin B, (1.6 mg), vitamin B, (1.8 mg), vitamin Bg
(2.1 mg), vitamin B, (3 pg), vitamin C (75 mg), vitamin E (12 mg), pantothenic acid (6 mg), niacin
(20 mg), folate (160 pg), and biotin (30 pg). Each study participant was instructed to take the
multivitamin tablet each morning dissolved in a 5- to 6-ounce glass of water. All study participants also
received a second daily effervescent tablet that contained 600 mg elemental calcium in the form of
calcium carbonate, and 10 ug (400 IU) vitamin D in the form of cholecalciferol. Subjects were
instructed to take the calcium and vitamin D supplement at the same time as the multivitamin tablet.
The mean rate of adherence with treatment, assessed on the basis of pill counts over 3 yr, was 89.1% for
the multivitamin supplemented with phylloquinone and 88.5% for the group who received the
multivitamin without phylloquinone. Adherence to the calcium and vitamin D supplements was 92.0%
in the phylloquinone group and 91.0% in the nonphylloquinone group. For those who continued taking
the supplements throughout the study, mean adherence was 93.7% for the multivitamin supplemented
with phylloquinone and 93.8% for those taking the multivitamin without phylloquinone.

The supplement manufacturer (Hermes Arzeneimittel GMBH, Munich, Germany) produced a 12-
month supply on an annual basis. The multivitamins containing phylloquinone were packaged in
unmarked plastic tubes (20 supplements per tube), identical to those multivitamins not containing
phylloquinone, and stored at room temperature. Only the pharmacy (Birds Hill Pharmacy, Needham,
MA) and the study statistician were unblinded to the randomization scheme. To verify stability of the
phylloquinone, a tablet from 10% of the tubes containing phylloquinone were analyzed upon receipt and
every 4—5 months. Each tablet containing phylloquinone contained a mean + sp of 564 + 77 ug
phylloquinone upon receipt; at 19 months, the final content was 428 + 32 pug phylloquinone.

Measurements

BMD of the spine (L2—L4), femoral neck, and whole body was determined at baseline and 6, 12, 24, and
36 months of follow-up by dual-energy x-ray absorptiometry (GE Lunar Prodigy, Madison, WI).
Scanner software version 5.0 was used for acquisition and analysis. The group root mean square
average coefficients of variations for the dual-energy x-ray absorptiometry measurements were 1.66%
(femoral neck), 1.04% (L2—-L4), and 0.67% (total body) (9). A phantom was scanned every other week
as a control; the BMD of the phantom was stable throughout the study. Three-year change in BMD was
calculated by subtracting baseline from the yr 3 measure at each anatomical site.

All blood samples were drawn between 0700 and 1000 h after a minimum of a 10-h fast, and dedicated
aliquots of plasma and serum were stored at —80 C and protected from light until the time of analysis.
Urine measurements were made in 24-h collections. Analyses were performed as the samples were
collected. Plasma concentrations of phylloquinone (done as singlet determinations) were determined by
reversed-phase HPLC using post-column chemical reduction of phylloquinone to hydroquinone,
followed by fluorometric detection (10). The total coefficients of variation (CV) for the two control sera
with an average phylloquinone result of 1.2 and 4.5 nmol/liter were 7.4 and 8.0%, respectively. Plasma
25-hydroxyvitamin D was measured by RIA (DiaSorin, Stillwater, MN). The total CV for the in-house
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control value with a mean value of 20.6 ng/ml was 16.0%. This control was run from July 2002 to
January 2007. Plasma 1,25-dihydroxyvitamin D was measured by RIA (DiaSorin). An in-house control
pool was run on all assays. The total CV for this control was 15.9%. The mean value of the control was
45.8 pg/ml. This control was run from October 2002 to March 2007. Serum total and
undercarboxylated osteocalcin was measured by RIA, using the method of Gundberg et al. (3). The
antibody recognizes both carboxylated and undercarboxylated osteocalcin. Carboxylated osteocalcin
was separated from undercarboxylated osteocalcin by adsorption on hydroxyapatite. Total osteocalcin
was determined in the serum before adsorption and undercarboxylated osteocalcin was measured in the
adsorbed serum. The total CV for the three control sera with an average total OC result of 6.4, 14.7, and
23.8 pg/liter were 8.8, 8.9, and 77.6%, respectively. Urinary NTx was measured by ELISA (Osteomark
International, Seattle, WA). The total CV for a control with a mean NTx concentration of 14.4 nm bone
collagen equivalents was 18.8%.

Leisure, household, and occupational activity was estimated with use of the Physical Activity Scale for
the Elderly questionnaire (11). Tobacco and alcohol use was determined by questionnaire. Height was
measured with a stadiometer and weight with a digital scale. Usual dietary intakes over the year before
entry in the study were assessed using the Willett Food Frequency Questionnaire, which has been
validated for the assessment of vitamin K intake (12).

Statistical analysis

The two study groups were compared at baseline by using Student’s t tests for independent samples. The
effect of treatment on bone density was assessed by fitting analysis of covariance models with final
BMD (or, equivalently, change in BMD) as the response, treatment as a study factor, and baseline BMD
and sex as covariates. There were no significant interactions of sex and study group in the ANOVA
models of change in BMD. All analyses were carried out using SAS version 9.1, and were considered to
be statistically significant at P < 0.05. Selected secondary analyses were restricted to the study
participants who completed the study and took the supplements throughout the study period. There
were five outliers (one had a double hip replacement, and four had invalid final scans, possibly due to
poor positioning) that were removed from the analysis because there were no statistically significant
effects regardless of their inclusion or exclusion.

Results

As summarized in Table 1, baseline characteristics of the participants were similar in the two treatment
groups, with the exception of a lower body weight and lower lumbar spine BMD among the women in
the non-vitamin-K-supplemented group.

The vitamin K-supplemented group had a significant 3-yr increase in plasma phylloquinone
concentrations (P < 0.0001) and a significant 3-yr decrease in %ucOC (P < 0.0001), whereas there
were no changes over the same time period in the non-vitamin-K-supplemented group (Table 2). With
the exception of women in the non-vitamin-K-supplemented group (P = 0.27), there was an overall
increase in mean plasma 25-hydroxyvitamin D concentrations (P < 0.001) and a decrease in mean
1,25-dihydroxyvitamin D concentrations (P < 0.001) in response to a daily supplement of 400 IU
vitamin D (Table 2). However, the magnitude of change did not differ between the vitamin K-
supplemented group and the non-vitamin-K-supplemented group. There were no other significant
changes in measures over the 3-yr period, including measures of bone turnover (serum NTx and total
osteocalcin) (Table 2).

There was no difference in 3-yr change in femoral neck BMD between the vitamin K- and non-vitamin-
K-supplemented groups (P = 0.94) (Fig. 2A). Likewise, there were no differences in 3-yr change in
lumbar spine or whole-body BMD between the two groups (P = 0.98 and 0.81, respectively) (Fig. 2, B
and C). There were also no effects of vitamin K on any of the outcomes when stratified within each
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group by baseline %ucOC (data not shown).

When the statistical analyses were restricted to those study participants who completed the study and
took the supplements throughout the study period, the results were similar to those reported in the
intent-to-treat analysis (data not shown). Similarly, when statistical analyses were conducted separately
for men and women, the results were similar to those reported for men and women combined (data not
shown).

Discussion

In this 3-yr, randomized, double-blind, controlled trial, daily supplemental vitamin K, in amounts that
are achievable by dietary intake, did not have an effect on bone health, as measured by change in BMD
or bone turnover in older men and women who were calcium and vitamin D replete.

Poor vitamin K nutrition has been linked to osteoporosis in observational studies. Dietary surveys
indicate that different subgroups of the population, including the elderly, are at risk of vitamin K intakes
below the adequate intake, which is defined as 9o—120 pg/d for women and men, respectively (7,13).
The associations between phylloquinone intakes and low BMD or increased risk of hip fractures may be
suggestive of causality or simply consistent with an overall healthy diet. By nature of their study design,
observational studies usually are unable to isolate the effects of a single nutrient from those of the
dietary patterns associated with high intakes of foods rich in that nutrient. Phylloquinone intake may be
a marker for an overall healthy diet because green leafy vegetables are consistently the primary dietary
form of vitamin K (14). In addition, high intakes of alkaline-producing foods, specifically the fruits and
vegetables, and their associated minerals, have also been associated with higher BMD (15). Food sources
rich in vitamin K contain other nutrients and phytochemicals that are associated with bone health, thus
clinical trials are required to isolate the effects of vitamin K supplementation on bone.

Results of only two long-term clinical trials investigating phylloquinone supplementation on bone loss
are currently available. In the study by Braam et al. (16), 3-yr intake of 1 mg/d phylloquinone plus
calcium and vitamin D in supplement form reduced bone loss at the femoral neck in postmenopausal
women, aged 50—60 yr, compared with a placebo or a supplement containing calcium and vitamin D
(16). There was no beneficial effect of phylloquinone observed in the spine BMD. These results are
confounded by the fact that the calcium- and vitamin D-supplemented group had similar bone loss to
the placebo group at the 3-yr measures. In a second, 2-yr study of healthy, nonosteoporotic women at
least 60 yr of age, 200 ng phylloquinone plus calcium and vitamin D daily resulted in a modest increase
in bone mineral content of the radius but not at the femoral neck or trochanter (17). In contrast, our
results indicate no beneficial effect of phylloquinone supplementation at doses that fall between these
two published trials. Because we did not measure the ultradistal radius in our study, it is not known
whether we would have observed a similar positive finding at this anatomical site to those of Bolton-
Smith et al. (17). In addition, our control group, who received supplemental calcium and vitamin D in
amounts that have been demonstrated to reduce age-related bone loss in elderly men and women (18),
did not lose bone over the 3-yr period of measurement. Therefore, we conclude that phylloquinone
supplementation in doses attainable in the diet does not confer any additional benefit for bone health at
the spine or hip when taken concurrently with recommended amounts of calcium and vitamin D.
Likewise, phylloquinone supplementation did not confer any additional benefits on measures of bone
turnover above that achieved by calcium and vitamin D supplementation alone.

There has been much emphasis on the use of %ucOC as a marker of vitamin K in bone. However, it is
still not known what the physiological implications are for a high %ucOC (i.e. poor vitamin K status). It
has been reported that supplementation with about 1000 pg/d phylloquinone is necessary to achieve
maximal carboxylation of osteocalcin (19). However, this conclusion can be influenced by the
methodology used to determine %ucOC. In the current study, there was a significant increase in mean
plasma phylloquinone concentrations and a significant decrease in mean %ucOC, which confirms an
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improvement in vitamin K status in the treatment group. However there was no concomitant
improvement in bone measures in the treatment group when compared with the control group,
regardless of baseline %ucOC. In the context of our findings, it is still not known what the physiological
implications are for a maximally carboxylated osteocalcin measure.

The authors of the first metaanalysis to assess whether oral vitamin K supplementation can reduce bone
loss and prevent fractures concluded that although vitamin K-rich diets should be encouraged, the
burden of proof to justify vitamin K supplementation in the elderly needed to be established in larger
clinical trials (6). All the studies used in the metaanalysis for hip fracture risk were limited to Japan,
which may reflect unique dietary, environmental, and/or genetic factors that favor the positive effects
of MK-4 supplementation. The majority of clinical trials evaluated used daily doses of 45 mg MK-4,
which are about 500-fold higher than current adequate intakes for women (7). A recent editorial
identified unpublished data from a trial involving about 3000 patients that were not included in the
metaanalysis (20). The unpublished data indicated a lack of effect of 36-month MK-4 supplementation
of 45 mg MK-4/d on fracture risk, which may have changed the outcome of the metaanalysis had these
data been available for inclusion. MK-4 can also be the product of tissue-specific conversion directly
from dietary phylloquinone (21), a conversion that can occur in bone, albeit in much lower
concentrations compared with those attained through supplementation at 45 mg/d. The mechanism by
which MK-4 confers a potential protective effect on bone is not well understood, and it is plausible that
the effects of these doses are conferred by a different mechanism to any putative effects using
nutritional doses of dietary forms of vitamin K.

Supplemental calcium and vitamin D has been demonstrated to reduce age-related bone loss in elderly
men and women (18), so we designed this study to address the question of whether vitamin K
supplementation conferred an effect in addition to calcium and vitamin D. Although the biological
mechanisms are unknown, there is some evidence from observational (22) and intervention (23,24)
studies to suggest that there is either an additive or synergistic effect of vitamin D and vitamin K on
bone health. However, in our study, vitamin K did not confer any additional benefit on bone loss.
Although their mean baseline phylloquinone concentrations were lower that those reported in a
community-based sample from the same geographical region (25), the men and women who
participated in our study had self-reported phylloquinone intakes well above the current adequate
intakes (7) and were, in general, a healthy population for this age group. It is plausible that given their
healthy status and generous intakes of vitamin K in their usual diets, the additional vitamin K did not
confer any additional benefit. We also did not assess fracture risk or the impact of vitamin K on bone
geometry.

In conclusion, vitamin K supplementation in amounts that are achievable in the diet do not confer any
additional benefit on bone health in healthy older men and women when taken with recommended
amounts of calcium and vitamin D.

Acknowledgments

We express our appreciation to Nancy Palermo, Anne Charette, Molly Damon, the staff of the Metabolic
Research Unit and Nutrition Evaluation Laboratory, and all the study participants for their invaluable
contribution to this study. Hermes Arzeneimittel GMBH, Munich, Germany generously donated the
supplements used for this study. Dr. Ines Golly of Ludwig-Maximilians University of Munich provided
valuable input into the study design and logistics.

Footnotes

This work was based upon work supported by the U.S. Department of Agriculture, Agricultural Research Senice under
Cooperative Agreement No. 58-1950-7-707, National Institutes of Health (AG14759, HL69272, and T32 HL69772-01A1),
and American Heart Association (0515605T). Any opinions, findings, conclusions or recommendations expressed in
this publication are those of the authors, and do not necessarily reflect the view of the U.S. Department of Agriculture.

www.ncbi.nlm.nih.gov/pmc/articles/PMC2291488/?report=printable 6/12



12/23/13

Effect of Vitamin K Supplementation on Bone Loss in Elderly Men and Women

This study is registered with ClinicalTrials.gov (NCT00183001). This manuscript has not been submitted to Clinical
Trials.gov.

Disclosure Statement: S.L.B., M.K.S., C.G., JW.P., and B.D.-H. have nothing to declare; G.D. consulted for a legal
matter unrelated to this study.

First Published Online February 5, 2008

Abbreviations: BMD, Bone mineral density; CV, coefficients of variation; MK-4, menaquinone-4; NTx, collagen type-I-
cross-link N-telopeptides; %ucOC, percent undercarboxylated osteocalcin.

References

1.

10.

11.

12.

13.
14.

15.

16.

Booth SL, Tucker KL, Chen H, Hannan MT, Gagnon DR, Cupples LA, Wilson PW,
Ordovas J, Schaefer EJ, Dawson-Hughes B, Kiel DP2000 Dietary vitamin K intakes are
associated with hip fracture but not with bone mineral density in elderly men and women. Am
J Clin Nutr 71:1201—1208.

Booth SL, Broe KE, Peterson JW, Cheng DM, Dawson-Hughes B, Gundberg CM,
Cupples LA, Wilson PW, Kiel DP2004 Associations between vitamin K biochemical
measures and bone mineral density in men and women. J Clin Endocrinol Metab 89:4904—
4909.

Gundberg CM, Nieman SD, Abrams S, Rosen H1998 Vitamin K status and bone health:
an analysis of methods for determination of undercarboxylated osteocalcin. J Clin Endocrinol
Metab 83:3258—-3266.

Binkley NC, Krueger DC, Kawahara TN, Engelke JA, Chappell RJ, Suttie JW2002 A
high phylloquinone intake is required to achieve maximal osteocalcin y-carboxylation. Am J
Clin Nutr 76:1055-1060.

Booth SL, Lichtenstein AH, O’Brien-Morse M, McKeown NM, Wood RJ, Saltzman
E, Gundberg CM2001 Effects of a hydrogenated form of vitamin K on bone formation and
resorption. Am J Clin Nutr 74:783—790.

Cockayne S, Adamson J, Lanham-New S, Shearer MJ, Gilbody S, Torgerson DJ2006
Vitamin K and the prevention of fractures: systematic review and meta-analysis of randomized
controlled trials. Arch Intern Med 166:1256—1261.

2001 Dietary Reference intakes for vitamin A, vitamin K, arsenic boron, chromium, copper,
iodine, iron, manganese, molybdenum, nickel, silicon, vanadium, and zinc. Institute of
Medicine. Washington, DC: National Academy Press.

Booth SL, Suttie JW1998 Dietary intake and adequacy of vitamin K. J Nutr 128:785—788.
White J, Harris SS, Dallal GE, Dawson-Hughes B2003 Precision of single vs bilateral hip
bone mineral density scans. J Clin Densitom 6:159—162.

Booth SL, Tucker KL, McKeown NM, Davidson KW, Dallal GE, Sadowski JA1997
Relationships between dietary intakes and fasting plasma concentrations of fat-soluble vitamins
in humans. J Nutr 127:587—-592.

Washburn RA, Ficker JL1999 Physical activity scale for the elderly (PASE): the relationship
with activity measured by a portable accelerometer. J Sports Med Phys Fitness 39:336—340.
McKeown NM, Jacques PF, Gundberg CM, Peterson JW, Tucker KL, Kiel DP,
Wilson PW, Booth SL2002 Dietary and nondietary determinants of vitamin K biochemical
measures in men and women. J Nutr 132:1329—-1334.

Booth SL2007 Vitamin K status in the elderly. Curr Opin Clin Nutr Metab Care 10:20—23.
Erkkila AT, Booth SL, Hu FB, Jacques PF, Manson JE, Rexrode JE, Stampfer M,
Lichtenstein A2005 Phylloquinone intake as a marker for coronary heart disease risk but not
stroke in women. Eur J Clin Nutr 59:196—204.

New SA2003 Intake of fruit and vegetables: implications for bone health. Proc Nutr Soc
62:889—899.

Braam LA, Knapen MH, Geusens P, Brouns F, Hamulyak K, Gerichhausen MJ,

www.ncbi.nlm.nih.gov/pmc/articles/PMC2291488/?report=printable

712



12/23/13

17.

18.

19.

20.

21.

22,

23.

24.

25.

Effect of Vitamin K Supplementation on Bone Loss in Elderly Men and Women

Vermeer C2003 Vitamin K1 supplementation retards bone loss in postmenopausal women
between 50 and 60 years of age. Calcif Tissue Int 73:21—26.

Bolton-Smith C, McMurdo ME, Paterson CR, Mole PA, Harvey JM, Fenton ST,
Prynne CJ, Mishra GD, Shearer MJ2007 Two-year randomized controlled trial of vitamin
K1 (phylloquinone) and vitamin D3 plus calcium on the bone health of older women. J Bone
Miner Res 22:509—519.

Dawson-Hughes B, Harris SS, Krall EA, Dallal GE1997 Effect of calcium and vitamin D
supplementation on bone density in men and women 65 years of age or older. N Engl J Med
337:670—676.

Binkley NC, Krueger DC, Engelke JA, Foley AL, Suttie JW2000 Vitamin K
supplementation reduces serum concentrations of under-y-carboxylated osteocalcin in healthy
young and elderly adults. Am J Clin Nutr 72:1523—1528.

Tamura T, Morgan SL, Takimoto H2007 Vitamin K and the prevention of fractures. Arch
Intern Med 167:94; author reply 94—95.

Thijssen HH, Vervoort LM, Schurgers LJ, Shearer MJ2006 Menadione is a metabolite
of oral vitamin K. Br J Nutr 95:260—266.

Szulc P, Chapuy MC, Meunier PJ, Delmas PD1993 Serum undercarboxylated osteocalcin
is a marker of the risk of hip fracture in elderly women. J Clin Invest 91:1769—1774.

[PMCID: PMC288157]

Iwamoto I, Kosha S, Noguchi S, Murakami M, Fujino T, Douchi T, Nagata Y1999 A
longitudinal study of the effect of vitamin K2 on bone mineral density in postmenopausal
women a comparative study with vitamin D3 and estrogen-progestin therapy. Maturitas
31:161-164.

Sato Y, Kanoko T, Satoh K, Iwamoto J2005 Menatetrenone and vitamin D2 with calcium
supplements prevent nonvertebral fracture in elderly women with Alzheimer’s disease. Bone
36:61—68.

Booth S, Broe K, Gagnon D, Tucker KL, Hannan MT, McLean RR, Dawson-Hughes
B, Wilson PWF, Cupples LA, Kiel DP2003 Vitamin K intake and bone mineral density in
women and men. Am J Clin Nutr 77:512-516.

Figures and Tables

Figure 1

www.ncbi.nlm.nih.gov/pmc/articles/PMC2291488/?report=printable

8/12



12/23/13 Effect of Vitamin K Supplementation on Bone Loss in Elderly Men and Women

Asgessed for eligibility

(n=590)
r _ Dvid not meet
¥ inclusion criteria (r=125)
r
Randomized to Vitamin K Treatrment Randomized to Non Vitamin K Treatment
(n=238) {n=236)
Did not receive allocated intervention g p| Didnot receive allocated intervention
because no longer interested (n=9%) because no longer interested (n=13)
b 4
Eeveived allocated intervention (n=229) Received allocated intervention (n=223)
Lost to Follow-up (n=25) Lost to Follow-up (n=26)
Deceased n=2 Deceased =3
Medical reasons =6 - »| Medical reasons =7
Uniable to come to study site n=5 Unable to come to study site n=é
Lost contact =6 Laost contact =6
Mo longer interested n=6 Mo longer interested n=4
wy
Completed Study (n=204) Completed Study (0=197)
(interit to treat analysis) (intent to treat analysis)

Discontinued supplements: Discontinued supplements:
Multivitamin (=4, + o Multivitamin {n='lz;|,
Caleium + Vitamin D (n=8) Calcium + Vitamin D (n=T)
Bothin=11} Both (1=13)

¥ ¥
Secondary analysis Secondary analysis
(n=181) (r=175)
Study profile.
Figure 2

www.ncbi.nlm.nih.govipmc/articles/PMC2291488/?report=printable 9/12



12/23/13

Effect of Vitamin K Supplementation on Bone Loss in Elderly Men and Women

Femoral Neck

060 |

oo0 -

|
ve
|

Ychangs from baseline
-
|
|
|

D60 -

2 -

bageine 12 24
Momths

300 ¢
B Lumbar Spine

220 -

060 ¢ S

%change from baseline

D20 -

bassline 12 24 3
Moarniths

C e Total Body

040

£.20 |

080 | I

%schanga from baseling

-2.00
basaling 12 24 ¥

Maonths

Mean (sEm) percent 3-yr change in BMD relative to baseline in the vitamin K () and non-vitamin K (s)
supplementation groups. A, Femoral neck; B, lumbar spine; C, total body.

Table 1

Baseline characteristics of vitamin K and non-vitamin K supplementation groups

Param eters Men Women

Vitamin K No Vitamin K Vitamin K No Vitamin K
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supplementation supplementation (n supplementation supplementation (n
(n =95) =90) (n =134) =133)

Age (yr) 69 (5) 69 (6) 68 (6) 68 (5)
Height (cm) 174(7) 174 (7) 161 (7) 160 (6)
Weight (kg) 85 (15) 84 (15) 74 (15)% 70 (14)?
Smoker, n (%) 3(3.2) 9 (10.0) 10 (7.5) 3(2.3)
Physical 130 (66.0) 140 (62) 123 (54) 127 (62)
activity score
Phylloquinone 180 (121) 166 (118) 173 (92 179 (104)
intake (ug/d)
BMD (g/cm?)

Femoral 0.946 (0.139) 0.954 (0.126) 0.875 (0.118) 0.866 (0.116)
neck

Lumbar 1.310 (0.229) 1.318 (0.232) 1.167 (0.205)2 1.113 (0.184)a
spine

Total body 1.274 (0.109) 1.271 (0.109) 1.141 (0.104) 1.122 (0.092)

Results are mean (sp) unless otherwise indicated.

aSignificant difference between treatment groups at baseline (P < 0.05).

Table 2

Mean (sp) initial biochemical and BMD measures and 3-yr change for vitamin K and non-vitamin K

supplementation groups

Men (n = 164)

Women (n =237)

Baseline 3-yrchange Baseline 3-yrchange

Plasma phylloquinone (nmol/liter)

Vitamin K supplemented 1.4 (2.2) +1.5(2.4) 1.1(1.4) +2.3(2.7)

Non-vitamin K supplemented 1.1 (1.9) -0.3 (1.8)2 1.2 (1.1) +0.1 (1.3)a
%ucOC

Vitamin K supplemented 35.9 (15.7) -18.5 (22.9) 42.8 (16.9) -18.7 (20.1)

Non-vitamin K supplemented 39.1(14.9) +0.8(18.1)%  41.6(17.3)  +3.1(21.0)2
Plasma 25-hydroxyvitamin D (ng/ml)

Vitamin K supplemented 22.8(9.2) +3.7 (10.2) 22.7 (8.5) +2.3(9.1)

Non-vitamin K supplemented 20.8(8.0) +4.3(7.9) 24.3 (8.5) +0.9 (8.7)
Plasma 1,25-dihydroxyvitamin D (pg/ml)

Vitamin K supplemented 46.0 (23.3) -7.4(25.0) 46.8 (20.7) -7.3(21.5)

Non-vitamin K supplemented 44.7 (18.1) -7.2(19.4) 49.1 (20.0) -8.2(23.0)
Serum total osteocalcin (ng/ml)

Vitamin K supplemented 7.7 (2.6) -0.8(2.0) 8.7 (3.2) -1.0 (3.0)

Non-vitamin K supplemented 7.7 (2.4) -0.8(1.8) 9.0 (3.1) -0.9(3.1)
NTx (nMm BCE)

Vitamin K supplemented 14.1 (3.3) +1.1 (4.6) 15.3 (4.0) +0.03 (6.1)
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Non-vitamin K supplemented 14.4 (4.3) +1.3 (5.0) 16.5 (4.8) -1.0 (6.1)
Ca:creatinine ratio, 24-h urine (mg/g)

Vitamin K supplemented 93 (62) +8(51) 131 (69) +5 (60)

Non-vitamin K supplemented 95 (56) +13 (50) 143 (76) +6(73)
Femoral neck BMD (g/cm?)

Vitamin K supplemented 0.946 (0.139) —0.001 (0.038) 0.875 (0.118) —0.009 (0.041)

Non-vitamin K supplemented 0.954 (0.126) +0.005 (0.036) 0.866 (0.116) —0.008 (0.035)
Lumbar spine BMD (g/cm?)

Vitamin K supplemented 1.310 (0.229) +0.044 (0.053) 1.167 (0.205) +0.009 (0.057)

Non-vitamin K supplemented 1.318 (0.232) +0.043 (0.048) 1.113(0.184) +0.009 (0.054)
Total-body BMD (g/cm2)

Vitamin K supplemented 1.274 (0.109) —0.009 (0.025) 1.141 (0.104) -0.018 (0.025)

Non-vitamin K supplemented 1.271 (0.109) -0.008 (0.033) 1.122 (0.092) -0.018 (0.023)

3Significant difference in 3-yr change between treatment groups (P < 0.001).
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Society
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