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Background: Following activation by vitamin K (VK), matrix Gla protein (MGP) inhibits arterial calcification, but
its role in preserving renal function remains unknown.
Methods: In 1166white Flemish (mean age, 38.2 years) and 714 South Africans (49.2% black; 40.6 years), we cor-
related estimated glomerular filtration (eGFR [CKD-EPI formula]) and stage of chronic kidney disease (CKD
[KDOQI stages 2–3]) with inactive desphospho-uncarboxylated MGP (dp-ucMGP), using multivariable linear
and logistic regression.
Results: Among Flemish and white and black Africans, between-group differences in eGFR (90, 100 and
122 mL/min/1.73 m2), dp-ucMGP (3.7, 6.5 and 3.2 μg/L), and CKD prevalence (53.5, 28.7 and 10.5%)
were significant, but associations of eGFR with dp-ucMGP did not differ among ethnicities (P ≥ 0.075).
For a doubling of dp-ucMGP, eGFR decreased by 1.5 (P = 0.023), 1.0 (P = 0.56), 2.8 (P = 0.0012)
and 2.1 (P b 0.0001) mL/min/1.73 m2 in Flemish, white Africans, black Africans and all participants combined;
the odds ratios for moving up one CKD stage were 1.17 (P = 0.033), 1.03 (P = 0.87), 1.29 (P = 0.12) and 1.17
(P = 0.011), respectively.
Interpretation: In the general population, eGFR decreases and CKD risk increaseswith higher dp-ucMGP, amarker
of VK deficiency. These findings highlight the possibility that VK supplementation might promote renal health.

© 2016 The Authors. Published by Elsevier B.V. This is an open access article under the CC BY license
(http://creativecommons.org/licenses/by/4.0/).
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1. Introduction

Vascular smooth muscle cells synthesize matrix Gla protein
(MGP), a small secretory protein (11 kD), which contains five
γ-carboxyglutamate (Gla) amino-acid residues (Hackeng et al.,
2001). Activation of MGP requires two posttranslational modifica-
tions: the vitamin-K dependent γ-glutamate carboxylation and
serine phosphorylation (Schurgers et al., 2008). Carboxylated MGP
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is a potent inhibitor of arterial calcification (Schurgers et al., 2008). In
patients with diabetes (Dalmeijer et al., 2013), renal dysfunction,
(Schurgers et al., 2010) or macrovascular disease (Mayer et al., 2014),
inactive desphospho-uncarboxylated MGP (dp-ucMGP) behaves as a
circulating biomarker associated with cardiovascular risk (Dalmeijer
et al., 2013), more severe vascular illness (Schurgers et al., 2010), and
higher mortality (Mayer et al., 2014). In the Flemish Study on Environ-
ment, Genes and Health Outcomes (FLEMENGHO), circulating dp-
ucMGP predicted total and cardiovascular mortality (Liu et al., 2015).
Total uncarboxylated MGP (t-ucMGP), in contrast to dp-ucMGP, is not
a marker of vitamin K status, but reflects arterial calcification, lower
values being associated with more widespread calcium deposits
(Cranenburg et al., 2009; Schurgers et al., 2005).

Previous research on MGP focused on macrovascular complications
in patients (Dalmeijer et al., 2013; Schurgers et al., 2010; Mayer et al.,
the CC BY license (http://creativecommons.org/licenses/by/4.0/).
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2014) or populations (Liu et al., 2015). MGP is abundantly expressed in
the kidney with MGP immunoreactivity being associated with the epi-
thelium of Bowman's capsule and the proximal tubules (Fraser and
Price, 1988). Mineral nanoparticles containing calcium phosphate and
calcification inhibitors are present in kidneys of patients with end-
stage renal disease, but not healthy controls, and probably precede ec-
topic renal calcification (Wong et al., 2015). Moreover, calcification of
the arterial wall is the hallmark of renal impairment (Lanzer et al.,
2014; Moe and Chen, 2004) and may involve arterioles with a diam-
eter as small as 10 to 500 μm (Lanzer et al., 2014). Based on these
recent insights (Wong et al., 2015; Lanzer et al., 2014), we hypoth-
esized that renal microvascular traits, such as glomerular filtration
or microalbuminuria (Chade, 2013; Navar et al., 2008), might be ad-
versely affected by deficient vitamin-K dependent activation of MGP,
as exemplified by circulating dp-ucMGP.We investigated our hypothe-
sis in white people enrolled in the FLEMENGHO study (Liu et al., 2015)
and sought replication in the white and black participants enrolled in
the South African Study Regarding the Influence of Sex, Age and Ethnic-
ity on Insulin Sensitivity and Cardiovascular Function (SAfrEIC) (Kruger
et al., 2012).
2. Methods

2.1. Recruitment of Participants

The two population studies complied with the Helsinki declara-
tion for research in human subjects (World Medical Association,
2013), which were approved by the competent local ethics commit-
tees. Participants gave informed written consent. FLEMENGHO is a
large-scale family-based population study, for which recruitment
started in 1985 (participation rate, 78.0%) (Liu et al., 2015). The
3343 participants remained in follow-up, of whom 1179 had plasma
dp-ucMGP and total uncarboxylated MGP (t-ucMGP) and serum
and urinary creatinine and 24-h microalbuminuria measured at
the same follow-up visit (Fig. S1). Black and white SAfrEIC residents
of the Potchefstroom district in the North West Province of South
Africa were recruited in 2007 (Kruger et al., 2012). Via advertise-
ments or solicitation by community workers, apparently healthy
people from 20 to 70 years old were invited (Kruger et al., 2012).
Of 754 applicants complying with the entry criteria, 735 had both
plasma dp-ucMGP and serum creatinine available for analysis. We
excluded participants from analysis (Fig. S1), if they were taking
warfarin (2 Flemish and 4 Africans), if MGP levels were more than
3 SDs away from the population mean (3 Flemish and 8 Africans),
or if required covariables were unavailable (8 Flemish and 9
Africans). Thus, the number of participants statistically analyzed
amounted to 1166 white Flemish and 714 South Africans, whose
self-declared ethnicity was white in 362 and black in 352.
2.2. Clinical Measurements

In both the Flemish and African cohorts blood pressure was mea-
sured after participants had rested for at least 5 min in the seated posi-
tion. In FLEMENGHO(Liu et al., 2015), blood pressurewas the average of
five consecutive auscultatory readings obtainedwith a standardmercu-
ry sphygmomanometer. In SAfrEIC (Schutte et al., 2010), blood pressure
was the average of two oscillometric readings acquired by the OMRON
HEM-757 device (El Assaad et al., 2003) (Omron Healthcare, Kyoto,
Japan). Hypertensionwas a blood pressure of at least 140mmHg systol-
ic or 90 mmHg diastolic, or use of antihypertensive drugs. Trained
nurses administered questionnaires inquiring into each participant's
medical history, smoking and drinking habits, and intake of medica-
tions. Body mass index was weight in kilograms divided by height in
meters squared.
2.3. Biochemical Measurements

Blood samples collected from an antecubital vein after the partic-
ipants had been fasting for 6 to 8 h were analyzed for glucose and
the serum levels of total and high-density lipoprotein (HDL) choles-
terol, creatinine and γ-glutamyltransferase (biomarker of alcohol
intake), using automated methods in certified laboratories. Diabetes
mellitus was a fasting glucose exceeding 7.0 mmol/L (126 mg/dL) or
use of antidiabetic agents (Expert Committee on the Diagnosis and
Classification of Diabetes Mellitus, 2003). Estimated glomerular fil-
tration rate (eGFR) was derived from serum creatinine, according
to the Chronic Kidney Disease Epidemiology Collaboration (CKD-
EPI) equation (Levey et al., 2009). We staged chronic kidney disease
(CKD) according to the National Kidney Foundation (KDOQI) guide-
line (Levey et al., 2005) as eGFR ≥90, 89–60, 59–30 mL/min/1.73 m2.

Flemish participants collected a timed 24-h urine sample for the
measurement of microalbumin and creatinine. Microalbuminuria was
an albumin-to-creatinine ratio of at least 3.5 mg/mmol in women or
2.5 mg/mmol in men (Mancia et al., 2013). Human immunodeficiency
virus (HIV) status was determined in South Africanswith rapid tests ac-
cording to the protocol of the National Department of Health (Pretoria)
and confirmed with the Pareeshak test (BHAT Bio-tech, Bangalore,
India) (Kruger et al., 2012).

For measurement of MGP, plasma was immediately separated from
whole blood by 10 min of centrifugation at 1500 g-force. Plasma ali-
quots of 2 mL were deep frozen at −20 °C or −80 °C within 30 min
of blood sampling. For long-term storage exceeding 2 months, all sam-
ples were kept at −80 °C until assayed. dp-ucMGP (both cohorts) and
t-ucMGP (Flemish only) were measured by pre-commercial ELISA kits
at VitaK (Maastricht University, The Netherlands) (Cranenburg et al.,
2010). The concentration of dp-ucMGP was assessed using the inaKtif
MGP iSYS kit (Immunodiagnostic Systems Ltd., Boldon, UK), which is a
dual-antibody test based on the sandwich ELISA developed by VitaK.
Circulating t-ucMGP levels were measured by a competitive mono-
antibody ELISA of the same origin.
2.4. Statistical Analyses

For database management and statistical analysis, we used the SAS
system, version 9.4 (SAS Institute Inc., Cary, NC). Significance was a
two-tailed α-level of 0.05 or less. Means and proportions were com-
pared using the large-sample z-test or ANOVA and Fisher's exact test,
respectively. We normalized the distributions of dp-ucMGP, t-ucMGP
and γ-glutamyltransferase by a logarithmic transformation.

We determined differences in renal function across thirds of the
MGP distributions from generalized linear models. In multivariable-
adjusted linear and logistic regression with eGFR (continuous) or
stage of chronic kidney disease (categorical) as outcome, we entered
as covariables mean arterial pressure, heart rate, fasting glucose, the
HDL-to-total cholesterol ratio, γ-glutamyltransferase, smoking, and
treatment with antihypertensive drugs. Additional covariables in
South Africans included HIV carrier state and in Flemish antihyperten-
sive drug treatment, broken down into diuretics (thiazides, loop
diuretics and aldosterone antagonists), β-blockers, inhibitors of the
renin-angiotensin system (angiotensin-converting enzyme inhibitors
and angiotensin type-1 receptor blockers), and vasodilators (calcium-
channel blockers and α-blockers). For microalbuminuria, measured in
Flemish only, we additionally adjusted models for sex, age, and body
mass index. We expressed multivariable-adjusted association sizes
between indexes of renal function and circulating MGP for a dou-
bling of the biomarker. We determined differences in these associa-
tions between country of origin or ethnicity from the appropriate
interaction terms. We also used multivariable mixed models, in
which country, ethnicity or both were introduced as random effects
and the other covariables as fixed effects.



Table 1
Characteristics of participants.

Characteristic White Flemish White South Africans Black South Africans P

Number of participants (%)
All participants in category 1166 362 352
Women 598 (51.3) 205 (56.6) 184 (52.3) 0.20
Smokers 256 (22.0) 53 (14.6)† 211 (59.9)§ b0.0001
Drinking alcohol 720 (61.8) 238 (65.8) 240 (68.2) 0.060
Hypertension 337 (28.9) 48 (13.3)§ 120 (34.1)§ b0.0001
Antihypertensive treatment 168 (14.4) 71 (19.6)* 0 (0)§ b0.0001
Diabetes mellitus 53 (4.6) 27 (7.5)* 10 (2.8)† 0.013
Previous cardiovascular disease 35 (3.0) 3 (0.8)§ 2 (0.6) b0.0001

Mean (SD) of characteristic
Age (years) 38.2 (15.8) 40.3 (12.9)* 40.9 (11.5) 0.0018
Body mass index (kg/m2) 25.4 (4.3) 27.7 (5.8)§ 24.0 (6.9)§ b0.0001
Systolic pressure (mm Hg) 125.9 (14.8) 119.1 (15.9)§ 125.4 (20.7)§ b0.0001
Diastolic pressure (mm Hg) 78.5 (10.2) 78.1 (9.8) 84.6 (13.3)§ b0.0001
Heart rate (beats per minute) 66.2 (9.3) 67.5 (9.2)* 71.2 (13.4)§ b0.0001
Serum total cholesterol (mmol/L) 5.14 (1.05) 5.86 (1.42)§ 4.36 (1.08)§ b0.0001
Serum HDL cholesterol (mmol/L) 1.43 (0.40) 1.38 (0.41) 1.49 (0.63)† 0.0073
HDL-to-total cholesterol ratio 0.29 (0.09) 0.24 (0.08)§ 0.35 (0.12)§ b0.0001
Plasma glucose (mmol/L) 5.02 (1.22) 5.54 (1.19)§ 5.13 (1.03)§ b0.0001
Serum creatinine (μmol/L) 85.6 (14.8) 72.8 (12.7)§ 67.4 (12.7)§ b0.0001
eGFR (mL/min/1.73 m2) 89.5 (19.8) 100.3 (20.3)§ 121.8 (21.7)§ b0.0001

Geometric mean (IQR) of characteristic
γ-glutamyltransferase (units/L) 17.8 (12.0–24.0) 30.5 (19.0–41.7)§ 66.1 (30.5–125.9)§ b0.0001
dp-ucMGP (μg/L) 3.68 (2.60–5.31) 6.54 (5.31–8.82)§ 3.20 (2.07–6.54)§ b0.0001

Abbreviations: dp-ucMGP, desphospho-uncarboxylatedmatrix Gla protein; IQR, interquartile range; HDL, high-density lipoprotein. To convert dp-ucMGP from μg/L into pmol/L, multiply
by 94.299. Hypertensionwas a blood pressure of ≥140mmHg systolic or ≥90mmHg diastolic, or use of antihypertensive drugs. Diabetesmellitus was a fasting blood glucose ≥7.0mmol/L
(126mg/dL) or use of antidiabetic agents. P values denote the significance of the overall difference in prevalence or mean between groups. Significance of the difference with the left ad-
jacent group: * P ≤ 0.05; † P ≤ 0.01; ‡ P ≤ 0.001; § P ≤ 0.0001.
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3. Results

3.1. Characteristics of Participants

Table 1 provides the characteristics of participants by ethnic
group. eGFR was significantly lower in white Flemish than in white
South Africans and in white compared with black South Africans
(P b 0.0001; Table 1). Indeed, eGFR averaged (SD) 89.5 (19.8) mL/min/
1.73 m2 (range, 31.6–148.9) in Flemish, 100.3 (20.3) mL/min/1.73 m2

(range, 39.0–156.5) in white South Africans, and 121.8 (21.7) mL/min/
1.73m2 (range, 58.4–184.7) in black South Africans (Table 1). Circulating
dp-ucMGP was lower in black South Africans than in white Flemish
(P = 0.002), who in turn had lower dp-ucMGP levels than white
South Africans (P b 0.0001). The geometric mean concentrations were
3.20 μg/L (range, 0.22–15.0) in black South Africans, 3.68 μg/L
(0.23–27.8) in white Flemish, and 6.54 μg/L (0.56–25.6) in black South
Africans. In Flemish, the geometric mean of t-ucMGP was 45.2 (range,
3.35–168.1) mg/L.

In Flemish, in whom blood samples were collected from 29 April
1996 until 29 November 2011 (5th to 95th percentile interval, 14 Octo-
ber 1996 until 18 July 2005), the MGP distributions did not materially
differ according to the date of blood sampling (Fig. S2). Compared
with Africans (P ≤ 0.0004), Flemish were younger (38.2 vs. 40.6 years)
and had lower plasma glucose (5.02 vs. 5.34 mmol/L) and serum
γ-glutamyltransferase (17.8 vs. 44.7 units/L). Compared with blacks
(P ≤ 0.0007), whites had lower diastolic pressure (78.4 vs.
84.6 mmHg), lower heart rate (66.5 vs. 71.2 beats per minute) and
a lower prevalence of hypertension (385 [25.2%] vs. 120 [34.1%]),
whereas the opposite was true for treatment rates of hypertension
(239 [62.3%] vs. 0 [0%]). Men compared with women were more
likely to be smokers among Flemish (139 [24.5%] vs. 117 [19.6%]) and
Africans (156 [48.0%] vs. 108 [27.8%]) or to report alcohol intake (433
[76.2%] vs. 287 [48.0%] and 257 [79.1%] vs. 221 [56.8%], respectively).
The prevalence of HIV carrier state was 1 (0.3%) and 104 (29.6%)
among white and black Africans.

In Flemish (Fig. S3), dp-ucMGP increased whereas eGFR decreased
with age. Furthermore, in Flemish (Table S1), age, body mass index,
systolic and diastolic blood pressure, prevalence of hypertension,
blood glucose and serum total cholesterol and γ-glutamyltransferase
increased (P ≤ 0.029) across thirds of the dp-ucMGP distributions,
whereas HDL cholesterol and the HDL-to-total cholesterol ratio showed
opposite trends (P ≤ 0.022). These observations were consistent among
white and black Africans (Table S2). Measurements of t-ucMGP were
available in Flemish only (Table S3). Body mass index, total cholesterol
and γ-glutamyltransferase increasedwith higher t-ucMGP (P ≤ 0.0006),
whereas the opposite was the case for HDL cholesterol and the HDL-to-
total cholesterol ratio (P ≤ 0.0033).

3.2. Unadjusted Analyses of Renal Function

Among 1166 Flemish, 543 (46.6%) were in stage 1 of chronic kidney
disease, 563 (48.3%) in stage 2, and 60 (5.2%) in stage 3; among 714
South Africans, these numbers were 573 (80.2%), 129 (18.1%), and 12
(1.7%), respectively (Table 2). Only 7 Flemish and 2 white Africans had
an eGFR less than 45 mL/min/1.73 m2. No participant of either country
had an eGFR below 30 mL/min/1.73 m2. Across increasing categories
of dp-ucMGP (Table 2 and Fig. S4), eGFR decreased (P b 0.0001) and
the prevalence of chronic kidney disease increased (P ≤ 0.0093).
Among Flemish participants, microalbuminuria was present in 53
(4.6%), but was not associated with dp-ucMGP (Table 2; P ≥ 0.59). Nei-
ther eGFR nor microalbuminuria was associated with t-ucMGP
(P ≥ 0.32; Table S4 and Fig. S4).

Unadjusted analyses of dp-ucMGP as continuous variable appear in
Table S5. eGFR decreased (P b 0.0001) and the risk of renal dysfunction
increased (P ≤ 0.024) with higher dp-ucMGP in white Flemish (n =
1166), black South Africans (n = 352), all South Africans (n = 714),
and in all participants combined (n= 1880), whereas none of these as-
sociations was significant in white South Africans (n = 362; P ≥ 0.25).

3.3. Multivariable-Adjusted Analyses

In multivariable-adjusted analyses with effect sizes expressed for a
doubling of dp-ucMGP (Table 3), eGFR decreased by 1.46 mL/min/
1.73 m2 (P = 0.023) in Flemish and by 2.78 mL/min/1.73 m2 (P =



Table 2
Renal function by cohort and thirds of the dp-ucMGP distribution.

Characteristic Category of dp-ucMGP P

FLEMENGHO
Limits, (μg/L) b3.02 3.02–4.75 ≥4.75
Number of participants (%)

All participants in category 388 389 389
Microalbuminuria 19 (4.9) 13 (3.3) 21 (5.4) 0.36
Stage of chronic kidney disease
1 200 (51.6) 196 (50.4) 147 (37.8)†

9=
;

b0.0001
2 184 (47.4) 176 (45.2) 203 (52.2)
3 4 (1.0) 17 (4.4)† 39 (10.0)†

Mean (SD) of characteristic
Serum creatinine (μmol/L) 84.8 (12.6) 85.2 (14.7) 86.7 (16.8) 0.19
eGFR (mL/min/1.73 m2) 92.7 (17.6) 90.9 (19.8) 85.0 (21.1)§ b0.0001

Geometric mean (IQR) of characteristic
Urinary ACR (mg/mmol) 0.79 (0.45–1.35) 0.78 (0.41–1.44) 0.81 (0.45–1.38) 0.73
24-h microalbuminuria (mg) 8.5 (5.0–15.1) 8.1 (4.5–15.1) 8.5 (4.9–15.1) 0.59

SAfrEIC
Limits, (μg/L) b4.39 4.39–7.20 ≥7.20
Number of participants (%)

All participants in category 237 238 239
Stage of chronic kidney disease
1 207 (87.3) 187 (78.6) 179 (74.9)

9=
;

0.0093
2 28 (11.8) 45 (18.9) 56 (23.4)
3 2 (0.8) 6 (2.5) 4 (1.7)

Mean (SD) of characteristic
Serum creatinine (μmol/L) 68.1 (12.4) 71.3 (13.2)† 71.0 (13.0) 0.014
eGFR (mL/min/1.73 m2) 121.2 (23.3) 108.1 (23.2)§ 103.5 (20.6)* b0.0001

Abbreviations: dp-ucMGP, desphospho-uncarboxylated matrix GLA protein; eGFR, estimated glomerular filtration rate according to the Chronic Kidney Disease Epidemiology Collabora-
tion (CKD-EPI) equation; IQR, interquartile range; ACR, urinary albumin-to-creatinine ratio. Microalbuminuriawas an albumin-to-creatinine ratio ≥ 3.5mg/mmol inwomen and ≥2.5mg/
mmol in men. Chronic kidney disease was staged according to the National Kidney Foundation (KDOQI) guideline as eGFR ≥90, 60–89, 30–59 mL/min/1.73 m2. P values denote the sig-
nificance of the difference in prevalence ormean across thirds of the distribution of dp-ucMGP. Significance of the differencewith the adjacent lower third: * P ≤ 0.05; † P ≤ 0.01; ‡ P ≤ 0.001;
and § P ≤ 0.0001.
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0.0012) in black Africans with a directionally similar but substantially
weaker association in white Africans (−1.00 mL/min/1.73 m2; P =
0.56). These findings remained consistent if models for Flemish were
adjusted for individual antihypertensive drug classes instead of all
classes combined in a summary variable or if in blacks HIV carrier status
was introduced as an additional covariable (Table 3). In Flemish, for a
doubling of t-ucMGP, eGFR increased by 1.91 mL/min/1.73 m2 (95%
confidence interval [CI], 0.08 to 3.73; P = 0.038). In models including
both MGP conformations, the effect sizes were −1.42 mL/min/
Table 3
Adjusted associations of renal function with desphospho-uncarboxylated matrix Gla
protein.

Participants
model

eGFR (mL/min/1.73 m2) Chronic kidney disease

Association size (95% CI) P Odds ratio (95% CI) P

White Flemish
Standard −1.46 (−2.71 to −0.20) 0.0230 1.17 (1.01 to 1.36) 0.033
Alternative −1.57 (−2.83 to −0.31) 0.0146 1.19 (1.02 to 1.38) 0.022

White South
Africans

−1.00 (−4.42 to 2.42) 0.56 1.03 (0.70 to 1.53) 0.87

Black South
Africans
Standard −2.78 (−4.45 to −1.11) 0.0012 1.29 (0.94 to 1.79) 0.12
Alternative −2.80 (−4.47 to −1.13) 0.0011 1.30 (0.94 to 1.80) 0.12

All Whites −1.33 (−2.52 to −0.12) 0.0314 1.15 (1.00 to 1.31) 0.049
All South
Africans

−2.55 (−4.02 to 1.08) 0.0007 1.19 (0.94 to 1.52) 0.16

All participants −2.07 (−3.02 to −1.12) b0.0001 1.17 (1.04 to 1.33) 0.011

Association sizes and odds ratios express the change in the dependent variable associated
with a doubling of desphospho-uncarboxylatedmatrix Gla protein (dp-ucMGP). Standard
models accounted formean arterial pressure, heart rate, plasmaglucose, HDL-to-total cho-
lesterol ratio, γ-glutamyltransferase, smoking, and antihypertensive drug treatment. The
alternative model in FLEMENGHO participants was adjusted for treatment with diuretics,
β- blockers, inhibitors of the renin-angiotensin system, and vasodilators instead of all an-
tihypertensive drug classes combined in a single variable. The alternative model in blacks
was additionally adjusted for HIV carrier state. Covariables coding for the strata were
entered into models including participants from two countries or two ethnicities. Interac-
tions of dp-ucMGP with country of origin or ethnicity were not significant (P ≥ 0.075).
1.73 m2 (CI, −2.66 to −0.19; P = 0.026) for dp-ucMGP and 1.86 (CI,
0.03 to 3.68; P=0.044) for t-ucMGP (Fig. 1). In models additionally ad-
justed for country of origin, ethnicity or both, the association sizes of
eGFR with dp-ucMGP were −1.33 (P = 0.031) in all whites (n =
Fig. 1. Multivariable-adjusted associations of estimated glomerular filtration rate
with circulating matrix Gla proteins in Flemish participants. The plane shows the
independent associations of eGFR (glomerular filtration rate derived from the serum
creatinine concentration by Chronic Kidney Disease Epidemiology Collaboration
equation) with dp-ucMGP (desphospho-uncarboxylated matrix Gla protein) and
t-ucMGP (total uncarboxylated matrix Gla protein). The plotted plane was standardized
to the mean distribution in the whole study population of mean arterial pressure, heart
rate, HDL-to-total cholesterol ratio, plasma glucose, smoking, γ-glutamyltransferase,
and treatment with diuretics, β- blockers, inhibitors of the renin-angiotensin system
and vasodilators. dp-ucMGP increases with vitamin K deficiency, whereas t-ucMGP
decreases with prevalent calcifications.

Image of Fig. 1
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1528), −2.55 (P = 0.0007) in Africans (n = 714), and −2.07
(P b 0.0001) in all participants (n = 1880). Interactions of dp-ucMGP
with country (P ≥ 0.39) or ethnicity (P ≥ 0.075) were not significant.

Table 3 lists the multivariable-adjusted odds ratios describing the
risk of moving up one stage in the classification of chronic kidney dis-
ease associated with a doubling of dp-ucMGP. The odds ratios
amounted to 1.17 (P = 0.033) in Flemish, and 1.29 (P = 0.12) and
1.03 (P=0.87) in black and white South Africans. Alternatively adjust-
ed models (Table 3) in Flemish and black Africans were confirmatory.
The odds ratios in multivariable-adjusted logistic models that addition-
ally include stratification variableswere 1.15 (P=0.049) inwhites, 1.19
(P=0.16) in Africans, and 1.17 (P=0.011) in all participants (interac-
tion P-values, ≥0.16). Mixed models with eGFR or stage of chronic kid-
ney disease as dependent variable and including country of origin and
ethnicity modeled as random effects and the other covariables as fixed
effects also produced consistent results.

4. Discussion

We assessed the association of renal microvascular function as
exemplified by eGFR with both circulating dp-ucMGP and t-ucMGP in
a multi-ethnic population study. High dp-ucMGP is a marker of vitamin
K deficiency (Dalmeijer et al., 2012), whereas t-ucMGP decreases with
prevalent vascular calcification (Cranenburg et al., 2009; Schurgers
et al., 2005). In Flemish, with adjustments applied for covariables,
eGFR measured on a continuous scale was inversely associated with
dp-ucMGP and positively with t-ucMGP. Furthermore, in categorical
analyses, the risk of moving up one stage in the classification of chronic
kidney disease increased with higher dp-ucMGP. We confirmed the in-
verse association of eGFRwith dp-ucMGP in black South Africans and all
South Africans combined. The potential relevance of these observations
relates to the global epidemic of chronic kidney disease (Wang et al.,
2012; Vos et al., 2012). The Global Burden of Disease Study 2010 collab-
oration estimated that worldwide 0.403 million of nearly 50 million
deaths occurring annually, were attributable to renal failure in 1990
and 0.736 in 2010, representing an increase by 82.3% (Wang et al.,
2012). Across all ages, over the same time span, the years lived with
chronic kidney disease increased by 57.1% from 2.56 to 4.02 million,
while the disability-adjusted life years, a metric that captures both
premature mortality and the prevalence of ill-health caused by renal
disease increased by 51.7% from 13.9 to 21.2 million (Vos et al., 2012).

Circulating levels of vitamin K are rarely measured in clinical prac-
tice, because of the complexity of the assay and the lack of a high-
throughput method (Riphagen et al., 2015), and because plasma levels
only reflect dietary intake (vitamin K1; phylloquinone) and production
by the gutmicroflora (vitamin K2;menaquinones) over fewhourswith-
out any indication of functionality (Dalmeijer et al., 2012; Westenfeld
et al., 2012), whereas what really counts is the tissue level of active car-
boxylated MGP. We convincingly showed that high levels of dp-ucMGP
indicate poor vitamin K status (Dalmeijer et al., 2012; Westenfeld et al.,
2012). For instance, among60middle-aged healthy volunteers random-
ized in a placebo-controlled double-blind trial, circulating dp-ucMGP
dropped dose-dependently by 31% and 46% in response to supplemen-
tation with 180 μg and 360 μg of menaquinone-7 (vitamin K2) daily
for 12 weeks, whereas no changes occurred in t-ucMGP (P = 0.23)
(Dalmeijer et al., 2012). Along similar lines, among 174 patients with
chronic kidney disease, stages 3 to 5, the criteria for vitaminK deficiency
were met in 6%, 60% and 97% based on plasma levels of phylloquinone,
percent uncarboxylated osteocalcin, or proteins induced by vitamin K
absence (PIVKA; des-γ-carboxy-prothrombin) (Holden et al., 2010).
Poor vitamin K status in patients with chronic kidney disease or on he-
modialysis not only results from higher needs of activation of MGP in
the presence of the increased risk of arterial calcification, but also from
lower dietary intake compared with healthy controls (Cranenburg
et al., 2012). By far, the most extensive vascular calcifications occur in
patients with chronic kidney disease (Lanzer et al., 2014; Moe and
Chen, 2004). In keeping with our current findings, impaired inhibition
of calcification might be a major player underlying the high risk of arte-
rial calcification, macrovascular complications, and ultimately death in
patients with chronic kidney disease (Moe and Chen, 2004). However,
studies in selected patients with renal dysfunction cannot be general-
ized. In our Flemish population study, circulating dp-ucMGP measured
at baseline, over 14.1 years of follow-up, predicted cardiovascular mor-
tality and fatal combined with nonfatal cardiovascular events (Liu et al.,
2015). Such events are caused by macrovascular disease. Our current
cross-sectional studies in Flemish and South Africans, extend these ob-
servations to renal function, as exemplified by eGFR, a microcirculatory
trait (Chade, 2013; Navar et al., 2008). In Flemish, in whom we
measured the urinary excretion of microalbumin, the association with
dp-ucMGP was not significant. However, in this Flemish population
sample, the amount of microalbumin excreted and the prevalence of
microalbuminuria (4.6%) were too low to reach statistical significance.

Both fetuin-A and MGP are inhibitors of calcification, but have com-
plementary, albeit distinct, biological roles. Fetuin-A is a liver-secreted
protein that is not vitamin K dependent and complexes with calcium
and phosphate in the circulation to prevent precipitation of these min-
erals in tissues (Heiss et al., 2003; Schafer et al., 2003). In genetically
engineered mice, knocking out MGP or fetuin-A results in arterial or
soft tissue calcification or both (Schafer et al., 2003; Luo et al., 1997). Se-
lectively reintroducingMGP expression in the liver of theMGP deficient
mice, produced circulating MGP levels 6- to 10-fold higher than in wild
type animals (Murshed et al., 2004). The MGP originating from the
transgene conserved its biological activity in vitro, but did not inhibit ar-
terial calcification (Murshed et al., 2004). Thus, fetuin-A is a systemically
active protein, whereas MGP is locally synthesized and activated in
vascular smooth muscle cells and prevents arterial calcification
through local effects in the arterial wall. The recently introduced cal-
cium propensity test (Pasch et al., 2012) measures a patient's sys-
temic predisposition to extracellular matrix mineralization, which
is controlled by fetuin-A, but probably not by locally synthesized MGP,
as no correlation exits between circulating levels of fetuin-A and MGP
(Javadzadeh et al., 2015).

In keeping with a previous report in 842 out-patients with stable
cardiovascular disease (Parker et al., 2009), t-ucMGP correlated pos-
itively with eGFR. t-ucMGP, in the literature often referred to as
ucMGP, predominantly consists of phosphorylated MGP and at vari-
ance with dp-ucMGP is not a biomarker of vitamin K status, but
lower levels reflect more extensive cardiovascular calcifications
(Cranenburg et al., 2009; Schurgers et al., 2005). t-ucMGP accumulates
at arterial calcification sites, possibly by binding through its negatively
charged phosphoserine residues (Cranenburg et al., 2009; Schurgers
et al., 2005). Upregulation of MGP transcription in response to vascular
stress influences circulating t-ucMGP levels (Cranenburg et al., 2009). In
40 patients on hemodialysis, the mean t-ucMGP level was significantly
lower than in healthy age-matched controls. Additionally, higher
coronary calcification scores determined by multi-slice computed to-
mography were associated with lower t-ucMGP levels (r = −0.41;
P = 0.009). This correlation persisted after adjustment for age, dialysis
vintage, and high-sensitivity C-reactive protein as marker of inflamma-
tion (Cranenburg et al., 2009).

Several points related to the ethnic and lifestyle differences in our
study deserve to be specifically highlighted. First, Flemish were ran-
domly recruited from the general population. South Africans were also
enrolled from the local community via advertisements and by invitation
by health workers, but only qualified for participation if they were
healthy. This difference in recruitment strategy explains the lower prev-
alence of hypertension and higher eGFR among SouthAfrican compared
with Flemish whites. Second, compared with whites, blacks have a
higher glomerular filtration rate indicative of glomerular hyperfiltration
(Kotchen et al., 2000). eGFR as estimated from serum creatinine by the
CKD-EPI equation (Levey et al., 2009) accounts for this well established
ethnic difference. In addition, blacks compared with whites are more



167F.-F. Wei et al. / EBioMedicine 4 (2016) 162–169
susceptible to hypertension and its complications (Burt et al., 1995;
Hara et al., 2015). The observation of a higher eGFR (Kotchen et al.,
2000) and higher prevalence of hypertension among blacks (Burt
et al., 1995; Hara et al., 2015) compared with whites is therefore in
keeping with the literature and constitutes an external validation of
our study. Finally, the association between eGFR and dp-ucMGP in
white South Africans, although directionally consistent with the associ-
ation in white Flemish and in black South Africans, did not reach signif-
icance. However, dp-ucMGP levels in white South Africans were
approximately twice as high compared with white Flemish and their
black counterparts. Elevated dp-ucMGP levels with little interindividual
variation in white South Africans in the presence of normal variation in
eGFR may have weakened the association (Fig. S5). Low dp-ucMGP re-
flects high intake of vitamin K, mostly vitamin K2. Fermented products
are the main dietary source of menaquinones. Europeans get most of
their intake from cheese. In South Africa, cheese consumption is much
lower than in Europe. The per capita consumption is approximately
0.9 kg per year compared to 19.2 kg per year in Belgium (data for
2011 available at http://www.helgilibrary.com/indicators/index/
cheese-consumption-per-capita). Traditionally, consumption of
fermented foods is high in black populations of sub-Saharan Africa, par-
ticularly in rural areas, andmakes up for the cheese as source of vitamin
K in Flemish. Moreover, abuse of antibiotics is very common in South
Africa (Gelband and Duse, 2011), in particular among affluent whites,
whichmight adversely affect production of vitamin K2 by the gutmicro-
flora. In 2000, the per capita use of antibiotics was approximately 20
standard units in Belgium and 15 standard units in South Africa, all eth-
nicities combined (Gelband et al., 2015). From 2000 to 2010, the per
capita use decreased by 18% in Belgium (Gelband et al., 2015) as a con-
sequence of policies instituted by the Federal Government (Goossens,
2000), but over the same time span rose by 280% in South Africa
(Gelband et al., 2015).

The current study must be interpreted within the context of its
strengths and potential limitations. A strong point is that we measured
both dp-ucMGP and t-ucMGP in a relatively large sample representative
of the Flemish population and that we replicated the inverse association
of eGFR or chronic kidney disease with dp-ucMGP in a multi-ethnic
South African cohort. We demonstrated that our MGP assay was not
sensitive to long-term storage of blood samples (Fig. S2). Generation
of creatinine differs among ethnic groups (Stevens et al., 2011; Udler
et al., 2015) and HIV carrier state affects estimates of eGFR and chronic
kidney disease (Seape et al., 2016). However, among the creatinine-
based equations, the CKD-EPI approach (Levey et al., 2009) performed
best in estimating renal function in treatment-naïve HIV patients
(Seape et al., 2016) and South African blacks (Matsha et al., 2013), and
in predicting risk in over one million people recruited from 40 multi-
ethnic cohort studies (Matsushita et al., 2012).

Among the potential limitations of our current study is its cross-
sectional design, which precludes direct causal inference. Second, the
historical record of migration into South Africa implies that genetic ad-
mixture is common place (Stull et al., 2014). Ethnicity among our South
African participants was self-reported. However, for research purposes,
experts still assign great value to racial self-categorization (Risch et al.,
2002) and South African studies demonstrated good agreement
between racial self-categorization and forensic (Stull et al., 2014) and
genetic (Patterson et al., 2010)markers of race. Third, because of admix-
ture and diversity in lifestyle and living environment, whites of Flemish
and South African originmust bemore dissimilar than just suggested by
ethnicity. Finally, we could not reliably assess the dietary intake of
vitamin K, because validated food frequency questionnaires and food
composition tables are unavailable for use in Flemish or South African
populations.

Notwithstanding potential limitations, our findings may have
important clinical implications. High levels of plasma dp-ucMGP are a
proxy for vitamin K deficiency (Dalmeijer et al., 2012; Westenfeld
et al., 2012). Levels ranging from ~1.4 to ~4.6 μg/L are probably optimal
in terms of the risk of mortality andmacrovascular cardiovascular com-
plications (Liu et al., 2015). In Flemish, the 4.6 μg/L threshold
corresponded with the 65th percentile of the dp-ucMGP distribution,
indicating that 35% of Flemish might be vitamin K deficient. In South
Africa, lactic acid bacteria dominate the microflora of fermented milk
products (Beukes et al., 2001), but with urbanization and the associated
socioeconomic and lifestyle changes, traditional technologies for the
production of fermented foods will eventually be lost together with
the associated micro-organisms, thereby increasing the risk of vitamin
K deficiency (Anukam and Reid, 2009). The recommended dietary al-
lowance for vitamin K is 1 μg per kilogram of body weight per day,
which is sufficient to ensure normal hemostasis (Weber, 2001). However,
in apparently healthy individuals, a substantial fraction of MGP remains
in the uncarboxylated forms (Schurgers et al., 2005). This raises the ques-
tion as to whether the present recommended dietary allowance for vita-
min K intake is sufficient to prevent macrovascular disease. In Swiss
randomly recruited from the general population, aortic pulsewave veloc-
ity was positively associated with plasma dp-ucMGP, even after adjust-
ment for cardiovascular risk factors and renal dysfunction (Pivin et al.,
2015). Vitamin K supplementation reduced aortic pulse wave velocity
in healthy postmenopausal women (Knapen et al., 2015). Assuming re-
versibility, our current findings extend the protective role of vitamin K
from the macrocirculation to renal function and possibly reveal a poten-
tial for prevention by supplementation, for instance by biologically
enriched fermented vegetable or dairy products. Moreover, vitamin K
has a very wide safety range, irrespective whether the sources are
leafy vegetables (phylloquinone; vitamin K1) or fermented foods
(menaquinones; vitamin K2) (Weber, 2001). While dp-ucMGP might be
a biomarker relevant to prevent disease, circulating t-ucMGP might find
its way to clinical application as a marker of arterial calcification at a
stage when macrovascular disease is still asymptomatic.

5. Conclusion

Inwhite Flemish and black SouthAfricans recruited from the general
population, eGFR decreased and the risk of renal impairment increased
with higher dp-ucMGP, a marker of vitamin K deficiency. These epide-
miological findings support the concept that active MGP might not
only inhibit calcification in large arteries, as was well known before
(Knapen et al., 2015), but might also protect renal function. Our obser-
vations potentially highlight new avenues for promoting renal health,
for instance by increasing the dietary intake of vitamin K either by sup-
plementation or by increasing the intake of nutrients rich in vitamin K.

Funding

The European Union (HEALTH-2011.2.4.2-2-EU-MASCARA,
HEALTH-F7-305507 HOMAGE and the European Research Council
Advanced Researcher Grant-2011-294713-EPLORE) and the Fonds voor
Wetenschappelijk Onderzoek Vlaanderen, Ministry of the Flemish com-
munity, Brussels, Belgium (G.0881.13, G.088013 and 11Z0916N) cur-
rently support the Studies Coordinating Centre in Leuven. Furthermore,
the South African Study received funding from the South African Nation-
al Research Foundation (GUN2073040), theMedical Research Council of
South Africa, and the Africa Unit for Transdisciplinary Health Research
(AUTHeR) of the North-West University (Potchefstroom Campus).

Role of sponsors

The sponsors had no role in the design of the study, the collection
and analysis of the data, or the preparation of the manuscript.

Author Contributions

J.A. Staessen conceived and coordinated the Flemish Study on Envi-
ronment, Genes and Health Outcomes (FLEMENGHO). L Thijs, L Jacobs,



168 F.-F. Wei et al. / EBioMedicine 4 (2016) 162–169
T Kuznetsova, and JA Staessen constructed the FLEMENGHO database.
F-F Wei, T Petit, W-Y Yang, Z-Y Zhang and Y-M Gu did field work in
Flanders. AE Schutte, R Schutte and W Smith provided the South
African data. N Drummen and C Vermeer supervised themeasurements
of matrix Gla protein. K Allegaert, P Evenepoel, E Lerut and P Verhamme
advised on interpretation of themicrocirculatory and renal phenotypes.
F-F Wei, C Vermeer, and JA Staessen wrote the first draft of the manu-
script. All authors interpreted the results, commented on successive
drafts of the manuscript, and approved the final version.

Conflict of Interest

NAE Drummen and C Vermeer are employees of the VitaK R&D
Group. The other authors have no conflict of interest.

Acknowledgments

We sincerely thank the participants and staff involved in both
FLEMENGHO and SAfrEIC study.

Appendix A. Supplementary Data

Supplementary data to this article can be found online at http://dx.
doi.org/10.1016/j.ebiom.2016.01.011.

References

Anukam, K.C., Reid, G., 2009. African traditional fermented foods and probiotics. J. Med.
Food 12, 1177–1184. http://dx.doi.org/10.1089/jmf.2008.0163.

Beukes, E.M., Bester, B.H., Mostert, J.F., 2001. Themicrobiology of South African traditional
fermented milks. Int. J. Food Microbiol. 63, 189–197. http://dx.doi.org/10.1016/
S0168-1605(00)00417–7.

Burt, V.L., Cutler, J.A., Higgins, M., Horan,M.J., Labarthe, D., Whelton, P., Brown, C., Roccella,
E.J., 1995. Trends in the prevalence, awareness, treatment, and control of hyperten-
sion in the adult US population. Data from the Health Examination Surveys, 1960
to 1991. Hypertension 26, 60–69. http://dx.doi.org/10.1161/01.HYP.26.1.60.

Chade, A.R., 2013. Renal vascular structure and rarefaction. Comp. Physiol. 3, 817–831.
http://dx.doi.org/10.1002/cphy.c120012.

Cranenburg, E.C., Brandenburg, V.M., Vermeer, C., Stenger, M., Muhlenbruch, G., Mahnken,
A.H., Gladziwa, U., Ketteler, M., Schurgers, L.J., 2009. Uncarboxylated matrix Gla pro-
tein (ucMGP) is associated with coronary artery calcification in haemodialysis pa-
tients. Thromb. Haemost. 10, 359–366. http://dx.doi.org/10.1160/TH08-04-0241.

Cranenburg, E.C.M., Koos, R., Schurgers, L.J., Magdeleyns, E.J., Schoonbrood, T.H.M.,
Landewé, R.B., Brandenburg, V.M., Bekers, O., Vermeer, C., 2010. Characterisation
and potential diagnostic value of circulating matrix gla protein (MGP) species.
Thromb. Haemost. 104, 811–822. http://dx.doi.org/10.1160/TH09-11-0786.

Cranenburg, E.C.M., Schurgers, L.J., Uiterwijk, H.H., Beulens, J.W., Dalmeijer, G.W.,
Westerhuis, R., Magdeleyns, J., Herfs, M., Vermeer, C., Laverman, G.D., 2012. Vitamin
K intake and status are low in hemodialysis patients. Kidney Int. 82, 605–610.
http://dx.doi.org/10.1038/ki.2012.191.

Dalmeijer, G.W., van der Schouw, Y.T., Magdeleyns, E., Ahmed, N., Vermeer, C., Beulens,
J.W., 2012. The effect of menaquinone-7 supplementation on circulating species of
matrix Gla protein. Atherosclerosis 225, 397–402. http://dx.doi.org/10.1016/j.
atherosclerosis.2012.09.019.

Dalmeijer, G.W., van der Schouw, Y.T., Magdeleyns, E.J., Vermeer, C., Verschuren, W.M.,
Boer, J.M., Beulens, J.W., 2013. Matrix Gla protein species and risk of cardiovascular
events in type 2 diabetic patients. Diabetes Care 36, 3766–3771. http://dx.doi.org/
10.2337/dc13–0065.

El Assaad, M.A., Topouchian, J.A., Asmar, R.G., 2003. Evaluation of two devices for self-
measurement of blood pressure according to the international protocol: the Omron
M5-I and the Omron 705IT. Blood Press. Monit. 8, 127–133. http://dx.doi.org/10.
1097/01.mbp.0000087393.96145.b1.

Expert Committee on the Diagnosis and Classification of Diabetes Mellitus, 2003a. Report
of the Expert Committee on the diagnosis and classification of diabetes mellitus. Di-
abetes Care 26, S5–S20. http://dx.doi.org/10.2337/diacare.26.2007.S5.

Fraser, J.D., Price, P.A., 1988. Lung, heart, and kidney express high levels of mRNA for the
vitamin K-dependent matrix Gla protein. Implications for the possible functions of
matrix Gla protein and for the tissue distribution of the γ-carboxylase. J. Biol.
Chem. 263, 11033–11036 (doi: http://www.jbc.org/content/263/23/11033.long).

Gelband, H., Duse, A.G., 2011. Global Antibiotic Resistance Partnership (GARP): executive
summary. S. Afr. Med. J. 101, 552–555 (http://www.samj.org.za/index.php/samj/
article/view/5091/3363).

Gelband, H., Miller-Petrie, M., Pant, S., Gandra, S., Levinson, J., Barter, D., White, A.,
Laxminarayan, R., 2015. Human use of antibiotics. The State of theWorld's Anibiotics
2015 (http://issuu.com/cddep/docs/swa_2015_final/1?e=0). Center for Disease
Dynamics,Economics and Policy, Washington DC, pp. 26–35.
Goossens, H., 2000. Antibiotic resistance and policy in Belgium. Verh. K. Acad. Geneeskd.
Belg. 62, 439–469 (http://www.ncbi.nlm.nih.gov/pubmed/11144690).

Hackeng, T.M., Rosing, J., Spronk, H.M., Vermeer, C., 2001. Total chemical synthesis of
human matrix Gla protein. Protein Sci. 10, 864–870. http://dx.doi.org/10.1110/ps.
4470.

Hara, A., Thijs, L., Asayama, K., Gu, Y.M., Jacobs, L., Zhang, Z.Y., Liu, Y.P., Nawrot, T.S.,
Staessen, J.A., 2015. Blood pressure in relation to environmental lead exposure in
the National Health and Nutrition Examination Survey 2003 to 2010. Hypertension
65, 62–69. http://dx.doi.org/10.1161/HYPERTENSIONAHA.114.04023.

Heiss, A., DuChesne, A., Denecke, B., Grötzinger, J., Yamamoto, K., Renné, T., Jahnen-
Dechent, W., 2003. Structural basis of calcification inhibition by alpha 2-HS
glycoprotein/fetuin-A. Formation of colloidal calciprotein particles. J. Biol. Chem.
278, 13333–13341. http://dx.doi.org/10.1074/jbc.M210868200.

Holden, R.M., Morton, A.R., Garland, J.S., Pavlov, A., Day, A.G., Booth, S.L., 2010. Vitamins K
and D status in stages 3–5 chronic kidney disease. Clin. J. Am. Soc. Nephrol. 5,
590–597. http://dx.doi.org/10.2215/CJN.06420909.

Javadzadeh, A., Ghorbanihaghjo, A., Heidari, E., Baharivand, N., Sadeghi, K., Sorkhabi, R.,
Ahoor, M.H., 2015. Matrix γ-carboxyglutamate protein and Fetuin-A, in wet type
age-related macular degeneration. Int. J. Ophthalmol. 8, 556–559. http://dx.doi.org/
10.3980/j.issn.2222–3959.2015.03.21.

Knapen, M.H.J., Braam, L.A.J.L.M., Drummen, N.E., Bekers, O., Hoeks, A.P.G., Vermeer, C.,
2015. Menaquinone-7 supplementation improves arterial stiffness in healthy post-
menopausal women. Thromb. Haemost. 113, 1135–1144. http://dx.doi.org/10.1160/
TH14-08-0675.

Kotchen, T.A., Piering, A.W., Cowley, A.W., Grim, C.E., Gaudet, D., Hamet, P., Kaldunski,
M.L., Kotchen, J.M., Roman, R.J., 2000. Glomerular hyperfiltration in hypertensive
African Americans. Hypertension 35, 822–826. http://dx.doi.org/10.1161/01.HYP.35.
3.822.

Kruger, R., Schutte, R., Huisman, H.W., Argraves, W.S., Rasmussen, L.M., Olsen, M.H.,
Schutte, A.E., 2012. NT-proBNP is associated with fibulin-1 in Africans: the SAfrEIC
study. Atherosclerosis 222, 216–221. http://dx.doi.org/10.1016/j.atherosclerosis.
2012.01.045.

Lanzer, P., Boehm, M., Sorribas, V., Thiriet, M., Janzen, J., Zeller, T., St Hilaire, C., Shanahan,
C., 2014. Medial vascular calcification revisited: review and perspectives. Eur. Heart J.
35, 1515–1525. http://dx.doi.org/10.1093/eurheartj/ehu16.

Levey, A.S., Eckaerdt, K.U., Tsukamoto, Y., Levin, A., Coresh, J., Rossert, J., de Zeeuw, D.,
Hostetter, T.H., Lameire, N., Eknoyan, G., 2005. Definition and classification of chronic
kidney disease: a position statement from Kidney Disease: Improving Global Out-
comes (KDIGO). Kidney Int. 67, 2089–2100. http://dx.doi.org/10.1111/j.1523–1755.
2005.00365.x.

Levey, A.S., Stevens, L.A., Schmid, C.H., Zhang, Y., Castro III, A.F., Feldman, H.I., Kusek, J.W.,
Eggers, P., Van Lente, F., Greene, T., Coresh, J., 2009. for the CKD-EPI (Chronic Kidney
Disease Epidemiology Collaboration). A new equation to estimate glomerular filtra-
tion rate. Ann. Intern. Med. 150, 604–612. http://dx.doi.org/10.7326/0003–4819-
150-9-200905050-00006.

Liu, Y.P., Gu, Y.M., Thijs, L., Knapen, M.H.J., Salvi, E., Citterio, L., Petit, T., Delli Carpini, S.,
Zhang, Z., Jacobs, L., Jin, Y., Barlassina, C., Manunta, P., Kuznetsova, T., Verhamme, P.,
Struijker-Boudier, H.A., Cusi, D., Vermeer, C., Staessen, J.A., 2015. Inactive matrix gla
protein is causally related to adverse health outcomes: a Mendelian randomization
study in a Flemish population. Hypertension 65, 463–470. http://dx.doi.org/10.
1161/HYPERTENSIONAHA.114.04494.

Luo, G., Ducy, P., McKee, M.D., Pinero, G.J., Loyer, E., Behringer, R.R., Karsenty, G., 1997.
Spontaneous calcification of arteries and cartilage inmice lackingmatrix GLA protein.
Nature 386, 78–81. http://dx.doi.org/10.1038/386078a0.

Mancia, G., Fagard, R., Narkiewicz, K., Redón, J., Zanchetti, A., Böhm, M., Christiaens, T.,
Cifkova, R., De Backer, G., Dominiczak, A., Galderisi, M., Grobbee, D.E., Jaarsma, T.,
Kirchhof, P., Kjeldsen, S.E., Laurent, S., Manolis, A.J., Nilsson, P.M., Ruilope, L.M.,
Schmieder, R.E., Sirnes, P.A., Sleight, P., Viigimaa, M., Waeber, B., Zannad, F., 2013.
2013 ESH/ESC Guidelines for the management of arterial hypertension: the task
force for the management of arterial hypertension of the European Society of Hyper-
tension (ESH) and of the European Society of Cardiology (ESC). Eur. Heart J. 34,
2159–2219. http://dx.doi.org/10.1093/eurheartj/eht151.

Matsha, T.E., Yako, Y.Y., Rensburg, M.A., Hassan, M.S., Kengne, A.P., Erasmus, R.T., 2013.
Chronic kidney disease in meixed ancestry South African populations: prevalence,
determinants and concordance between kidney function estimators. BMC Nephrol.
14, 75. http://dx.doi.org/10.1186/1471–2369-14-75.

Matsushita, K., Mahmoodi, B.K., Woodward, M., Emberson, J.R., Jafar, T.H., Jee, S.H.,
Polkinghorne, K.R., Shankar, A., Smith, D.H., Tonelli, M., Warnock, D.G., Wen, C.P.,
Coresh, J., Gansevoort, R.T., Hemmelgarn, B.R., Levey, A.S., 2012. For the chronic kid-
ney disease prognosis consortium. Comparison of risk prediction using the CKD-EPI
equation and the MDRD study equation for estimated glomerular filtration rate.
J. Am. Med. Assoc. 307, 1941–1951. http://dx.doi.org/10.1001/jama.2012.3954.

Mayer Jr., O., Seidlerová, J., Bruthans, J., Filipovský, J., Timoracká, K., Vanek, J., Cerná, L.,
Wohlfart, P., Cífková, R., Theuwissen, E., Vermeer, C., 2014. Desphospho-
uncarboxylated matrix Gla-protein is associated with mortality risk in patients with
chronic stable vascular disease. Atherosclerosis 235, 162–168. http://dx.doi.org/10.
1016/j.atherosclerosis.2014.04.027.

Moe, S.M., Chen, N.X., 2004. Pathophysiology of vascular calcification in chronic kidney
disease. Circ. Res. 95, 560–567. http://dx.doi.org/10.1161/01.RES.0000141775.
67189.98.

Murshed, M., Schinke, T., McKee,M.D., Karsenty, G., 2004. Extracellularmatrix mineraliza-
tion is regulated locally; different roles of two gla-containing proteins. J. Cell Biol. 165,
625–630. http://dx.doi.org/10.1083/jcb.200402046.

Navar, L.G., Arendshorst, W.I., Pallone, T.L., Inscho, E.W., Imig, J.D., Bell, P.D., 2008. The renal
microcirculation. Handbook of Physiology: Microcirculation. Elsevier, Amsterdam, The
Netherlands, pp. 550–683 http://dx.doi.org/10.1016/B978-0-12-374530-9.00015-2.

http://dx.doi.org/10.1016/j.ebiom.2016.01.011
http://dx.doi.org/10.1016/j.ebiom.2016.01.011
http://dx.doi.org/10.1089/jmf.2008.0163
http://dx.doi.org/10.1016/S0168-1605(00)00417�7
http://dx.doi.org/10.1016/S0168-1605(00)00417�7
http://dx.doi.org/10.1161/01.HYP.26.1.60
http://dx.doi.org/10.1002/cphy.c120012
http://dx.doi.org/10.1160/TH08-04-0241
http://dx.doi.org/10.1160/TH09-11-0786
http://dx.doi.org/10.1038/ki.2012.191
http://dx.doi.org/10.1016/j.atherosclerosis.2012.09.019
http://dx.doi.org/10.1016/j.atherosclerosis.2012.09.019
http://dx.doi.org/10.2337/dc13�0065
http://dx.doi.org/10.1097/01.mbp.0000087393.96145.b1
http://dx.doi.org/10.1097/01.mbp.0000087393.96145.b1
http://dx.doi.org/10.2337/diacare.26.2007.S5
http://www.jbc.org/content/263/23/11033.long
http://www.samj.org.za/index.php/samj/article/view/5091/3363
http://www.samj.org.za/index.php/samj/article/view/5091/3363
http://refhub.elsevier.com/S2352-3964(16)30009-3/rf0070
http://refhub.elsevier.com/S2352-3964(16)30009-3/rf0070
http://refhub.elsevier.com/S2352-3964(16)30009-3/rf0070
http://refhub.elsevier.com/S2352-3964(16)30009-3/rf0070
http://refhub.elsevier.com/S2352-3964(16)30009-3/rf0070
http://www.ncbi.nlm.nih.gov/pubmed/11144690
http://dx.doi.org/10.1110/ps.4470
http://dx.doi.org/10.1110/ps.4470
http://dx.doi.org/10.1161/HYPERTENSIONAHA.114.04023
http://dx.doi.org/10.1074/jbc.M210868200
http://dx.doi.org/10.2215/CJN.06420909
http://dx.doi.org/10.3980/j.issn.2222�3959.2015.03.21
http://dx.doi.org/10.1160/TH14-08-0675
http://dx.doi.org/10.1160/TH14-08-0675
http://dx.doi.org/10.1161/01.HYP.35.3.822
http://dx.doi.org/10.1161/01.HYP.35.3.822
http://dx.doi.org/10.1016/j.atherosclerosis.2012.01.045
http://dx.doi.org/10.1016/j.atherosclerosis.2012.01.045
http://dx.doi.org/10.1093/eurheartj/ehu16
http://dx.doi.org/10.1111/j.1523�1755.2005.00365.x
http://dx.doi.org/10.1111/j.1523�1755.2005.00365.x
http://dx.doi.org/10.7326/0003�4819-150-9-200905050-00006
http://dx.doi.org/10.7326/0003�4819-150-9-200905050-00006
http://dx.doi.org/10.1161/HYPERTENSIONAHA.114.04494
http://dx.doi.org/10.1161/HYPERTENSIONAHA.114.04494
http://dx.doi.org/10.1038/386078a0
http://dx.doi.org/10.1093/eurheartj/eht151
http://dx.doi.org/10.1186/1471�2369-14-75
http://dx.doi.org/10.1001/jama.2012.3954
http://dx.doi.org/10.1016/j.atherosclerosis.2014.04.027
http://dx.doi.org/10.1016/j.atherosclerosis.2014.04.027
http://dx.doi.org/10.1161/01.RES.0000141775.67189.98
http://dx.doi.org/10.1161/01.RES.0000141775.67189.98
http://dx.doi.org/10.1083/jcb.200402046
http://dx.doi.org/10.1016/B978-0-12-374530-9.00015-2


169F.-F. Wei et al. / EBioMedicine 4 (2016) 162–169
Parker, B.D., Ix, J.H., Cranenburg, E.C.M., Vermeer, C., Whooley, M.A., Schurgers, L.J., 2009.
Association of kidney function and uncarboxylated matrix Gla protein: data from the
heart and soul study. Nephrol. Dial. Transplant. 24, 2095–2101. http://dx.doi.org/10.
1093/ndt/gfp024.

Pasch, A., Farese, S., Gräber, S., Wald, J., Richtering, W., Floege, J., Jahnen-Dechent, W.,
2012. Nanoparticle-based test measures overall propensity for calcification in serum.
J. Am. Soc. Nephrol. 23, 1744–1752. http://dx.doi.org/10.1681/ASN.2012030240.

Patterson, N., Petersen, D.C., van der Ross, R.E., Sudoyo, H., Glashoff, R.H., Marzuki, S.,
Reich, D., Hayes, V.M., 2010. Genetic struture of a unique admixed population: impli-
cations for medical research. Hum. Mol. Genet. 19, 411–419. http://dx.doi.org/10.
1093/hmg/ddp505.

Pivin, E., Ponte, B., Pruijm, M., Ackermann, D., Guessous, I., Ehret, G., Liu, Y.P., Drummen,
N.E.A., Knapen, M.H.J., Pechère-Bertschi, A., Paccaud, F., Mohaupt, M., Vermeer, C.,
Staessen, A.J., Vogt, B., Martin, P.Y., Burnier, M., Bochud, M., 2015. Inactive matrix
Gla-protein is associated with arterial stiffness in an adult population-based study.
Hypertension 66, 85–92. http://dx.doi.org/10.1161/HYPERTENSIONAHA.115.05177.

Riphagen, I.J., van der Molen, J.C., van Faassen, M., Navis, G., de Borst, M.H., Muskiet, F.A.J.,
de Jong, W.H.A., Bakker, S.J.L., Kema, I.P., 2015. Measurement of plasma vitamin K1
(phylloquinone) and K2 (menaquinones-4 and -7) using HPLC-tandem mass spec-
trometry. Clin. Chem. Lab. Med. http://dx.doi.org/10.1515/cclm-2015-0864 (in
press).

Risch, N., Burchard, E., Ziv, E., Tang, H., 2002. Categorization of humans in biomedical re-
search: genes, race and disease. Genome Biol. 2002 (3), 1–2007.12. http://dx.doi.org/
10.1186/gb-2002-3-7-comment2007.

Schafer, C., Heiss, A., Schwarz, A., Westenfeld, R., Ketteler, M., Floege, J., Muller-Esterl, W.,
Schinke, T., Jahhen-Dechent, W., 2003. The serum protein alpha 2-Heremans-Schmid
glycoprotein/fetuin-A is a systematically acting inibitor of ectopic calcification. J. Clin.
Invest. 112, 357–366. http://dx.doi.org/10.1172/JCI200317202.

Schurgers, L.J., Teunissen, K.J., Knapen, M.H.J., Kwaijtaal, M., van Diest, R., Appels, A.,
Reutelingsperger, C.P., Cleutjens, J.P., Vermeer, C., 2005. Novel conformation-specific an-
tibodies against matrix gamma-carboxyglutamic acid (Gla) protein: undercarboxylated
matrix Gla protein as marker for vascular calcification. Arterioscler. Thromb. Vasc.
Biol. 25, 1629–1633. http://dx.doi.org/10.1161/01.ATV.0000173313.46222.43.

Schurgers, L.J., Cranenburg, E.C.M., Vermeer, C., 2008. VitaK and Cardiovascular Research
Institute (CARIM) Maastricht University Maastricht The Netherlands. Matrix gla-
protein: the calcification inhibitor in need of vitamin k. Thromb. Haemost. 100,
593–603. http://dx.doi.org/10.1160/TH08-02-0087.

Schurgers, L.J., Barreto, D.V., Barreto, F.C., Liabeuf, S., Renard, C., Magdeleyns, E.J., Vermeer,
C., Choukroun, G., Massy, Z.A., 2010. The circulating inactive form of matrix gla
protein is a surrogate marker for vascular calcification in chronic kidney disease: a
preliminary report. Clin. J. Am. Soc. Nephrol. 5, 568–575. http://dx.doi.org/10.2215/
CJN.07081009.

Schutte, A.E., Huismans, H.W., van Rooyen, J.M., Malan, L., Malan, N.T., Fourie, C.M.T.,
Louw, R., van der Westhuizen, F.H., Schutte, R., 2010. A significant decline in IGF-I
may predispose young Africans to subsequent cardiometabolic vulnerability. J. Clin.
Endocrinol. Metab. 95, 2503–2507. http://dx.doi.org/10.1210/jc.2009–2329.

Seape, T., Gounden, V., van Deventer, H.E., Candy, G.P., George, J.A., 2016. Cystatin C- and
creatinine-based equations in the assessment of renal function in HIV-positive pa-
tients prior to commencing highly active antiretroviral therapy. Ann. Clin. Biochem.
53, 58–66. http://dx.doi.org/10.1177/0004563215579695.

Stevens, L.A., Claybon, M.A., Schmid, C.H., Chen, J., Horio, M., Imai, E., Nelson, R.G., Van
Deventer, M., Wang, H.Y., Zuo, L., Zhang, Y.L., Levey, A.S., 2011. Evaluation of the
CKD-EPI equation in multiple races and ethnicities. Kidney Int. 79, 555–562. http://
dx.doi.org/10.1038/ki.2010.462.

Stull, K.E., Kenyhercz, M.W., L'Abbé, E.N., 2014. Ancestry estimation in South Africa using
craniometrics and geometric morphometrics. Forensic Sci. Int. 245 (206), e1-206.e7.
http://dx.doi.org/10.1016/j.forsciint.2014.10.021.

Udler, M.S., Nadkarni, G.N., Belbin, G., Lotay, V., Wyatt, C., Gottesman, O., Bottinger, E.P.,
Kenny, E.E., Peter, I., 2015. Effect of genetic African ancestry on eGFR and kidney dis-
ease. J. Am. Soc. Nephrol. 26, 1682–1692. http://dx.doi.org/10.1681/ASN.2014050474.
Vos, T., Flaxman, A.D., Naghavi, M., Lozano, R., Michaud, C., Ezzati, M., Shibuya, K.,
Salomon, J.A., Abdalla, S., Aboyans, V., Abraham, J., Ackerman, I., Aggarwal, R., Ahn,
S.Y., Ali, M.K., Alvarado, M., Anderson, H.R., Anderson, L.M., Andrews, K.G., Atkinson,
C., Baddour, L.M., Bahalim, A.N., Barker-Collo, S., Barrero, L.H., Bartels, D.H., Basáñez,
M.G., Baxter, A., Bell, M.L., Benjamin, E.J., Bennet, D., Bernabé, E., Bhalla, K., Bhandari,
B., Bikbov, B., Bin Abdulhak, A., Birbeck, G., Black, J.A., Blencowe, H., Blore, J.D., Blyth,
F., Bolliger, I., Bonaventure, A., Boufous, S., Bourne, R., Boussinesq, M., Braithwaite, T.,
Brayne, C., Bridgett, L., Brooker, S., Brooks, P., Brugha, T.S., Bryan-Hancock, C., Bucello,
C., Buchbinder, R., Buckle, G., Budke, C.M., Burch, M., Burney, P., Burstein, R., Calabria,
B., Campbell, B., Canter, C.E., Carabin, H., Carapetis, J., Carmona, L., Cella, C., Charlson,
F., Chen, H., Cheng, A.T., Chou, D., Chugh, S.S., Coffeng, L.E., Colan, S.D., Colquhoun, S.,
Colson, K.E., Condon, J., Connor, M.D., Cooper, L.T., Corriere, M., Cortinovis, M., de
Vaccaro, K.C., Couser, W., Cowie, B.C., Criqui, M.H., Cross, M., Dabhadkar, K.C., Dahiya,
M., Dahodwala, N., Damsere-Derry, J., Danaei, G., Davis, A., De Leo, D., Degenhardt, L.,
Dellavalle, R., Delossantos, A., Denenberg, J., Derrett, S., Des Jarlais, D.C., Dhenrani, M.,
Diaz-Torne, C., Dolk, H., Dorsey, E.R., Driscoll, T., Duber, H., Ebel, B., Edmond, K., Elbaz,
A., Ali, S.E., Erskine, H., Erwin, P.J., Espindola, P., Ewoigbokhan, S.E., Farzadfar, F.,
Feigin, V., Felson, D.T., Ferrari, A., Ferri, C.P., Fèvre, E.M., Finucane, M.M., Flaxman, S.,
Flood, L., Foreman, K., Forouzanfar, M.H., Fowkes, F.G., Franklin, R., Fransen, M., Free-
man, M.K., Gabbe, B.J., Gabriel, S.E., Gakidou, E., Ganatra, H.A., Garcia, B., Gaspari, F.,
Gillum, R.F., Gmel, G., Gosselin, R., Grainger, R., Groeger, J., Guillemin, F., Gunnel, D.,
Gupta, R., Haagsma, J., Hagan, H., Halasa, Y.A., Hall, W., Haring, D., Haro, J.M., Harrison,
J.E., Havmoeller, R., Hay, R.J., HIgashi, H., Hill, C., Hoen, B., Hoffman, H., Hotez, P.J., Hoy,
D., Huang, J.J., Ibeanusi, S.E., Jacobsen, K.H., James, S.L., Jarvis, D., Jasrasaria, R.,
Jayaraman, S., Johns, N., Jonas, J.B., Karthikeyan, G., Kassebaum, N., Kawakami, N.,
Keren, A., Khook, J.P., King, C.H., Knowlton, L.M., Kobusingye, O., Koranteng, A.,
Krishnamurthi, R., Lalloo, R., Laslett, L.L., Lathlean, T., Leasher, J.L., Lee, Y.Y., Leigh, J.,
Lim, S.S., Limb, E., Lin, J.K., lipnick, M., Lipshultz, S.E., Liu, W., Loane, M., Ohno, S.L.,
Lyons, R., Ma, J., Mabweijano, J., MacIntyre, M.F., Malekzadeh, R., Mallinger, L.,
Manivannan, S., Marcenes, W., March, L., Margolis, D.J., Marks, G.B., Marks, R.,
Matsumori, A., Matzopoulos, R., Mayosi, B.M., McAnulty, J.H., McDermott, M.M., Mc-
Gill, N., McGarth, J., Medina-Mora, M.E., Meltzer, M., Mensah, G.A., Merriman, T.R.,
Meyer, A.C., Miglioli, V., Miller, M., Miller, T.R., Mitchell, P.B., Mocumbi, A.O., Moffitt,
T.E., Mokdad, A.A., Monasta, L., Montico, M., Moradi-Lakeh, M., Moran, A., Morawska,
L., Mori, R., Murdoch, M.E., Mwaniki, M.K., Naidoo, K., Nair, M.N., Naldi, L., Narayan,
K.M., Nelson, R.G., Nevitt, M.C., Newton, C.R., Nolte, S., Norman, P., Norman, R.,
O'Donnel, M., O'Hanlon, S., Olives, C., Omer, S.B., Ortblad, K., Osborne, R., Ozgediz,
D., Page, A., Pahari, B., Pandian, J.D., Rivero, A.P., Patten, S.B., Pearce, N., Padilla, R.P.,
Perez-Ruiz, F., Perico, N., Pesudovs, K., 2012. Years lived with disability (YLDs) for
1160 sequelae of 289 diseases and injuries 1990–2010: a systematic analysis for
the Global Burden of Disease Study 2010. Lancet 380, 2163–2196. http://dx.doi.org/
10.1016/S0140-6736(12)61729–2.

Wang, H., Dwyer-Lindgren, L., Lofgren, K.T., Rajaratnam, J.K., Marcus, J.R., Levin-Rector, A.,
Levitz, C.E., Lopez, A.D., Murray, C.J., 2012. Age-specific and sex-specific mortality
in 187 countries, 1970–2010: a systematic analysis for the Global Burden of
Disease Study 2010. Lancet 380, 2071–2094. http://dx.doi.org/10.1016/S0140-
6736(12)61719-X.

Weber, P., 2001. Vitamin K and bone health. Nutrition 17, 880–887. http://dx.doi.org/10.
1016/S0899-9007(01)00709–2.

Westenfeld, R., Krueger, T., Schlieper, G., Cranenburg, E.C., Magdeleyns, E.J., Heidenreich,
S., Holzmann, S., Vermeer, C., Jahnen-Dechent, W., Ketteler, M., Floege, J., Schurgers,
L.J., 2012. Effect of vitamin K2 supplementation on functional vitamin K deficiency
in hemodialysis patients: a randomized trial. Am. J. Kidney Dis. 59, 186–195. http://
dx.doi.org/10.1053/j.ajkd.2011.10.041.

Wong, T.Y., Wu, C.Y., Martel, J., Lin, C.W., Hsu, F.Y., Ojcius, D.M., Lin, P.Y., Young, J.D., 2015.
Detection and characterization of mineralo-organic nanoparticles in human kidneys.
Sci. Rep. 5, 15272. http://dx.doi.org/10.1038/srep15272.

World Medical Association, 2013. World Medical Association Declaration of Helsinki.
Ethical principles for medical research involving human subjects. J. Am. Med. Assoc.
310, 2191–2194. http://dx.doi.org/10.1001/jama.2013.281053.

http://dx.doi.org/10.1093/ndt/gfp024
http://dx.doi.org/10.1093/ndt/gfp024
http://dx.doi.org/10.1681/ASN.2012030240
http://dx.doi.org/10.1093/hmg/ddp505
http://dx.doi.org/10.1093/hmg/ddp505
http://dx.doi.org/10.1161/HYPERTENSIONAHA.115.05177
http://dx.doi.org/10.1515/cclm-2015-0864
http://dx.doi.org/10.1186/gb-2002-3-7-comment2007
http://dx.doi.org/10.1172/JCI200317202
http://dx.doi.org/10.1161/01.ATV.0000173313.46222.43
http://dx.doi.org/10.1160/TH08-02-0087
http://dx.doi.org/10.2215/CJN.07081009
http://dx.doi.org/10.2215/CJN.07081009
http://dx.doi.org/10.1210/jc.2009�2329
http://dx.doi.org/10.1177/0004563215579695
http://dx.doi.org/10.1038/ki.2010.462
http://dx.doi.org/10.1016/j.forsciint.2014.10.021
http://dx.doi.org/10.1681/ASN.2014050474
http://dx.doi.org/10.1016/S0140-6736(12)61729�2
http://dx.doi.org/10.1016/S0140-6736(12)61719-X
http://dx.doi.org/10.1016/S0140-6736(12)61719-X
http://dx.doi.org/10.1016/S0899-9007(01)00709�2
http://dx.doi.org/10.1016/S0899-9007(01)00709�2
http://dx.doi.org/10.1053/j.ajkd.2011.10.041
http://dx.doi.org/10.1038/srep15272
http://dx.doi.org/10.1001/jama.2013.281053

	Vitamin K Dependent Protection of Renal Function in Multi-�ethnic Population Studies
	1. Introduction
	2. Methods
	2.1. Recruitment of Participants
	2.2. Clinical Measurements
	2.3. Biochemical Measurements
	2.4. Statistical Analyses

	3. Results
	3.1. Characteristics of Participants
	3.2. Unadjusted Analyses of Renal Function
	3.3. Multivariable-Adjusted Analyses

	4. Discussion
	5. Conclusion
	Funding
	Role of sponsors
	Author Contributions
	Conflict of Interest
	Acknowledgments
	Appendix A. Supplementary Data
	References


