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— Minireview —

New Developments in Research on Vitamin K Biosynthesis

Kimie Nakagawa∗

Department of Hygienic Sciences, Kobe Pharmaceutical University, 4–19–1 Motoyamakita-machi, Higashinada-ku, Kobe 658–8558,
Japan

(Received May 22, 2010)

Phylloquinone (PK) is a major form of dietary vitamin K; however, the most prevalent form of vitamin K in
humans and animals is menaquinone-4 (MK-4). Despite its high concentrations, the origin of MK-4 is yet to be
defined. It is postulated that PK is converted into MK-4 and accumulates in extrahepatic tissues. To clarify this,
PK with a deuterium-labelled 2-methyl-1,4-naphthoquinone ring was administered orally to mice and their cerebra
were collected for deuterium (D) NMR and liquid chromatography (LC)-MS/MS analyses. We identified labelled
MK-4 formed by conversion of the given PK, and this conversion occurred following oral or enteral administration
but not parenteral or intracerebroventrical administration. Through the oral route, PK with the deuterium-labelled
side chain in addition to the labelled 2-methyl-1,4-naphthoquinone was clearly converted into labelled MK-4 with
a non-deuterium-labelled side chain, implying that PK was converted into MK-4 via the removal of an integral side
chain. Our results suggest that cerebral MK-4 originates from PK intake, comprising the release of menadione
(K3) from PK in the intestine followed by prenylation of K3 into MK-4 in the intestine or other tissues. We
recently demonstrated that deuterium-labelled PK (PK-d7) and deuterium-labelled K3 (K3-d8) are converted to
deuterium-labelled MK-4 (MK-4-d7) in human osteoblast-like MG-63 cells. Moreover, we identified that the side
chain substrate involved in the conversion of PK or K3 to MK-4 is geranylgeranyl diphosphate deriving from the
mevalonate pathway. Therefore, MK-4 biosynthesis likely plays an important role in biological functions of the
brain and bones.
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INTRODUCTION

Vitamin K is a cofactor for γ-glutamyl car-
boxylase (GGCX), an enzyme that converts specific
glutamic acid residues in several substrate proteins
to γ-carboxyglutamic acid (Gla) residues.1–3) Gla
residues form calcium-binding groups in proteins
and are essential for their biologic activity. Gla-
containing proteins are involved in blood coagu-
lation,4) bone metabolism,5) vascular repair,6) pre-
vention of vascular calcification,7) and regulation
of cell proliferation and signal transduction.8) Vita-
min K undergoes a cyclic interconversion, the vi-
tamin K cycle, comprising reduction of the vita-
min K quinone form into hydroquinone, oxidation
to 2,3-epoxide (vitamin K epoxide), and reduction
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to quinone. The formation of Gla from glutamate
is coupled with the conversion of hydroquinone to
vitamin K epoxide. Both these activities occur for
a cofactor of GGCX. The warfarin-sensitive micro-
somal enzyme, vitamin K epoxide reductase, recy-
cles vitamin K epoxide back to hydroquinone, thus
completing the vitamin K cycle.9–11) Natural vita-
min K exists in two molecular forms, phylloquinone
[2-methyl-3-phytyl-1,4-naphthoquinone (PK); plant
form] and menaquinones (MKs, bacterial forms).12)

All forms of vitamin K have a common 2-methyl-
1,4-naphthoquinone (menadione; K3) ring struc-
ture. At the 3-position of the ring, PK and MKs
contain respectively a monounsaturated side chain
of four isoprenoid residues and an unsaturated side
chain with different number of isoprenoid residues.

PK is a major type of dietary vitamin
K, although its concentrations in animals are
markedly lower compared with MKs, in partic-
ular menaquinone-4 (MK-4). In 1958, Mar-
tius and Esser13) first showed that 2-14C-methyl-
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1,4-naphtoquinone was converted to 2-14C-methyl-
3-geranylgeranyl-1,4-naphtoquinone in chicks and
rats. Martius’ group14, 15) demonstrated in chick-
ens and pigeons that PK doubly labelled with 3H
in the ring and 14C in the side chain was converted
to MK-4 singly labelled with 3H. Using doubly la-
belled PK (with 3H in the 2-methyl group of the
naphthoquinone nucleus and 14C in the side chain),
they showed that the 14C-labelled side chain of PK
was cleaved and replaced with an unlabelled ger-
anylgeranyl side chain. From these experiments, it
was confirmed that both PK and MK-4 itself are en-
dogenously converted to generate MK-4. With re-
spect to the conversion site, the following two pos-
sibilities are proposed: conversion occurs in the gut
by bacterial enzymatic activity or may occur in the
intestine and/or local tissues. However, the former
mechanism is unlikely as Roden et al.16) and David-
son et al.17) independently showed that conversion
takes place in germ-free rats as well as in control
animals. Therefore the latter mechanism is more
likely and tissue MK-4 may originate from conver-
sion of PK in vivo. This suggests that two pathways
are possible for the conversion of PK to MK-4; first,
side-chain removal occurs during intestinal absorp-
tion and released menadione is then transferred to
tissues via the bloodstream and subsequently preny-
lated to form MK-4, and second, after transfer of
PK to tissues, side-chain cleavage and geranylger-
anylation occur simultaneously therein. Thijssen
et al.18) reported that urinary menadione excretion
increases after intake of single doses of oral PK and
mirrored PK in a 30-day depletion/repletion human
metabolic study, together implying that menadione
may be an intermediate in the conversion of PK to
MK-4.

Our recent report19) indicates that cerebral MK-
4 originates not only from systemic conversion,
comprising the release of K3 from PK in the intes-
tine and the prenylation of K3 into MK-4 in cere-
brum, but also from the in-cell conversion of PK
into MK-4 in cerebrum.19) We used stable isotope-
labelled vitamin K compounds, which are particu-
larly useful for distinguishing the behavior of ex-
ogenous compounds from that of the correspond-
ing endogenous compounds on the basis of struc-
tural assignments determined by NMR spectrom-
etry and liquid chromatography (LC)-MS/MS. We
synthesized deuterium (D)- or heavy oxygen (18O)-
labelled forms of PK and MK-4 in our laboratory.
Using these compounds, we were able to obtain un-
equivocal evidence regarding the origin of MK-4

in cerebra of mice. Our findings suggest that MK-
4, a transcriptional regulator of steroid and xenobi-
otic receptor (SXR)-mediated signalling20) as well
as cofactor for GGCX, is not simply a dietary nutri-
ent but should also be regarded as an active form
of vitamin K that may contribute to neural func-
tions in mammals. In our previous study, conversion
of deuterium-labelled PK (PK-d7) and deuterium-
labelled K3 (K3-d8) to deuterium-labelled MK-4
(MK-4-d7) occurred in human osteoblast-like MG-
63 cells.21) Moreover, we identified that the side-
chain substrate for conversion of PK or K3 to MK-4
is geranylgeranyl diphosphate (GGPP) derived from
the mevalonate pathway.21) In this minireview, we
report our recent study of MK-4 biosynthesis.

MK-4 BIOSYNTHESIS IN MOUSE

Stable isotope-labelled compounds are particu-
larly useful for distinguishing the behaviour of ex-
ogenous compounds from that of the correspond-
ing endogenous compounds on the basis of struc-
tural assignments by NMR spectrometry and LC-
MS/MS. We synthesized D- or 18O-labelled forms
of PK and MK-4 in our laboratory (Fig. 1). Us-
ing these compounds, we were able to obtain un-
equivocal evidence regarding the origin of MK-
4 in cerebrum of mice. We examined whether
orally administered PK-d7 accumulates in cere-
bra as a converted form of MK-4-d7. Two hun-
dred female mice were orally administered PK-d7

Fig. 1. Chemical Structures of Deuterium (D)-labelled Vita-
min K Derivatives
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Fig. 2. 1H NMR and D NMR Analyses of MK-4 Fraction Purified from Cerebra of Mice Orally Administered PK-d7
19)

A and B, 1H NMR spectra of authentic MK-4 and MK-4 fraction, respectively. C and D, D NMR spectra of authentic MK-4-d7 and MK-4 fraction,
respectively. The number and letters (H, D) in each spectrum refer to the chemical shift (ppm) and the respective position of the proton and D in
2-methyl-1,4-naphthoquinone ring or side chain of MK-4 and MK-4-d7.

at a single dose of 10 µmol/kg body weight, and
cerebra were collected at 24 hr after administra-
tion. After purification by HPLC, the MK-4 frac-
tion was obtained; this contained MK-4 and MK-
4-d7 in amounts of 3.8 and 2.0 mg, respectively.
Because tissue MK-4 has not yet been identified
on the basis of structural assignments in humans
and animals, and it is not known whether puri-
fied MK-4-d7 in the presence of endogenous MK-
4 can be identified by D NMR, we analyzed the
MK-4 fraction by 1H NMR spectroscopy. Conse-

quently, the values of resonance derived from the
2-methyl-1,4-naphthoquinone ring and the geranyl-
geranyl side chain of the MK-4 fraction entirely co-
incided with those of authentic MK-4. The values
of resonance derived from the D-labelled 2-methyl-
1,4-naphthoquinone ring of the MK-4 fraction ex-
actly coincided with those of authentic MK-4-d7

(Fig. 2). In LC-atmospheric pressure chemical ion-
ization (APCI)-MS/MS analyses, authentic MK-4
gave a parent peak (Q1) at m/z 445.6 [M+H]+ and a
product ion peak (Q3) at m/z 187.3 [2,3-dimethyl-
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Fig. 3. LC-APCI-MS/MS Analyses of MK-4 Fraction Purified from Cerebra of Mice Orally Administered PK-d7
19)

A and B, MRM chromatograms and MS spectra of authentic MK-4 and MK-4 fraction (m/z 445.4 for MK-4), respectively. The parent ion MS
spectra (Q1) and product ion MS spectra (Q3) derived from (Q1) were recorded at the time corresponding to the top of the peak (shaded area) on the
MRM chromatograms. Similarly, C and D, MRM chromatograms and MS spectra of authentic MK-4-d7 and MK-4 fraction (m/z 452.0 for MK-4-d7),
respectively. The parent ion MS spectra (Q1) and product ion MS spectra (Q3) derived from (Q1) were recorded as noted above.

1,4-naphthoquinone +H+]+. The MK-4 fraction
gave the same parent peak at m/z 445.4 and a prod-
uct ion peak at m/z 187.1. Authentic MK-4-d7

gave a parent peak (Q1) at m/z 452.3 and a product
ion peak (Q3) at m/z 194.3 [2,2,2,5,6,7,8-deuterated
2,3-dimethyl-1,4-naphthoquinone +H+]+. The MK-
4 fraction gave the same parent peak at m/z 452.0
and a product ion peak at m/z 194.4. The LC-APCI-
MS/MS multiple reaction monitoring (MRM) chro-
matograms and MS spectra of the MK-4 fraction
were completely congruent with those of authen-
tic MK-4 and MK-4-d7 (Fig. 3). Thus based on the
results of the 1H NMR, D NMR, and LC-APCI-

MS/MS analyses it is evident that MK-4 exists in
cerebra of mice and originates from intake of PK.

To obtain insight into the metabolic sites where
PK is converted into MK-4, mice were orally, en-
terally, or intravenously administered PK-d7 or K3-
d8 as a single dose of 10 µmol/kg body weight, or
were intracerebroventricularly administered PK-d7

or K3-d8 at a dose of 0.1 µmol/kg body weight.
After 24 hr, the concentrations of MK-4-d7 and its
epoxide in cerebra were measured by LC-APCI-
MS/MS. With respect to the oral route, both PK-d7

and K3-d8 induced accumulation of MK-4-d7 or its
epoxide, and conversion of PK-d7 to MK-4-d7 was



No. 6 627

Fig. 4. Accumulation of MK-4-d7 and MK-4 Epoxide-d7 in Cerebra of Mice Administered PK-d7 or K3-d8 via Four Routes19)

A, oral route; B, enteral route; C, intravenous route; and D, intracerebroventricular route. Female 8-week-old mice were fasted for 12 hr pread-
ministration, then orally, enterally, or intravenously administered PK-d7 or K3-d8 (10 µmol/kg body weight) or intracerebroventricularly administered
PK-d7 or K3-d8 (0.1 µmol/kg body weight). After 24 hr, the mice were sacrificed and their cerebra collected to measure MK-4-d7 and its epoxide by
LC-APCI-MS/MS as described under “Experimental Procedures.” Results represent the mean for five mice (values in columns) and standard errors
(vertical bars). N. D., undetectable on MRM chromatogram.

as efficient as that of K3-d8 to MK-4-d7 (Fig. 4A).
With respect to the enteral route, both PK-d7 and
K3-d8 induced accumulation of MK-4-d7 and its
epoxide; as expected, the efficiency with which PK-
d7 was converted to MK-4-d7 was similar to that
observed by the oral route (Fig. 4B). These results
indicate that release of K3 from PK does not nec-
essarily require the aid of gastric juices. With re-
spect to the intravenous route, K3-d8 induced accu-
mulation of MK-4-d7 and its epoxide at low levels,
but PK-d7 did not (Fig. 4C). With respect to the in-
tracerebroventricular route, K3-d8 induced accumu-
lation of MK-4-d7 and its epoxide at low levels, but
PK-d7 did not (Fig. 4D). To examine whether the

conversion of PK-d7 or K3-d8 to MK-4-d7 occurs in
a physiological state, we carried out a dose-response
study by the oral route and confirmed that both PK-
d7 and K3-d8 were linearly converted to MK-4-d7

and MK-4-d7 epoxide (Fig. 4E).

CONVERSION OF PK-d7 OR K3-d8 TO
MK-4-d7 IN MOUSE CEREBRAL SLICE

AND PRIMARY CULTURES

To clarify whether PK and K3 are converted di-
rectly to MK-4 without the aid of intestinal absorp-
tion and tissue distribution processes, mice were
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Fig. 5. Conversion of PK-d7 or K3-d8 to MK-4-d7 in Mouse Cerebellar Slice and Primary Cultures19)

A, cerebellar slice culture; B, cerebellar primary culture; C, neurons; and D, astrocytes. Sliced cerebra were incubated with either vehicle (ethanol),
10−5 M PK-d7, or 10−5 M K3-d8 for 24 hr. Cerebellar primary cultured cells, neurons, and astrocytes were incubated with either vehicle (ethanol),
10−6 M PK-d7, or 10−6 M K3-d8 for 24 hr. After incubation, lipids were extracted to measure MK-4-d7 and MK-4 epoxide-d7 by LC-APCI-MS/MS
as described under “Experimental Procedures.” Results represent means of three experiments (values in columns) and standard errors (vertical bars).
N. D., undetectable on MRM chromatogram.

sacrificed and their cerebra excised to make slice
cultures. Sliced cerebra were incubated with ei-
ther PK-d7 or K3-d8 at 10−5 M for 24 hr, and MK-
4-d7 and its epoxide were measured by LC-APCI-
MS/MS. Surprisingly, both PK-d7 and K3-d8 caused
remarkable accumulation of MK-4-d7 in cerebra
(Fig. 5A), suggesting that release of K3-d7 from PK-
d7 and geranylgeranylation of K3 occur within cere-
bra. Taken together, it is evident that the cere-
brum itself has enzyme(s) or biological machinery
for cleaving the phytyl side chain of PK and intro-
ducing the geranylgeranyl group to position 3 of the
K3 molecule. Considering this result, we examined
whether conversion takes place in cerebral primary
culture. As shown in Fig. 5B, a small but apprecia-
ble amount of MK-4-d7 was detected and the K3-
d8 to MK-4-d7 conversion was much more promi-
nent, although both conversion efficiencies in the
primary culture were apparently lower than those
observed in slice cultures. Another interesting fea-
ture was that both PK-d7 and K3-d8 generated sub-
stantial amounts of MK-4-d7 epoxide, which ex-
ceeded the levels of MK-4-d7, probably due to the
enhanced turnover rate of the vitamin K cycle in the
primary culture. To examine the types of neuronal

cells responsible for this conversion, we prepared
primary cultures with a high density of neurons or
astrocytes, and performed the same conversion ex-
periment as above. As shown in Fig. 5C and 5D,
no conversion of PK-d7 to MK-4-d7 was detected,
whereas conversion of K3-d8 to MK-4-d7 occurred
as efficiently in the primary culture as in the neu-
ronal cell cultures. In neuron or astrocyte cultures,
conversion of K3-d8 to MK-4-d7 occurred with high
efficiency. These results suggest that both neurons
and astrocytes lack the ability to convert PK to MK-
4, but they have the ability to prenylate K3 into MK-
4. The efficiency with which K3 was converted to
MK-4 was remarkably higher in astrocytes than in
neurons.

CONVERSION OF K3-d8 TO MK-4-d7 IN
HUMAN OSTEOBLAST-LIKE MG-63

CELLS

In mice, PK-d7 and D-labelled K3-d8 adminis-
tration led to high levels of tissue MK-4-d7, partic-
ularly in bone. We examined conversion of PK-d7

and K3-d8 into MK-4-d7 in human osteoblast-like
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Fig. 6. Scheme Showing Conversion of Vitamin K Derivatives to MK-4

MG-63 cells. In in vitro assay, K3-d8 was con-
verted into MK-4-d7 more efficiently than PK-d7.
It is postulated that conversion of PK into MK-4
is a metabolic process involving enzymes respon-
sible for cleavage of the side chain of PK and sub-
sequent prenylation of K3 (Fig. 6). There are con-
flicting reports with regard to the tissue sites of K3

release. Using HPLC analysis, Thijssen et al.22)

found that various cell lines were capable of con-
verting K3 into MK-4, but none was able to con-
vert PK into MK-4, presumably due to a lack of
K3-releasing activity. On the other hand, David-
son et al.23) reported that human embryonic kidney
(HEK) 293 cells converted PK into MK-4 epoxide.
In the present study, PK-d7 to MK-4-d7 conversion
did occur in mouse in vivo assay. However, os-
teoblasts were able slightly to convert PK-d7 into
MK-4-d7. The reason for these conflicting results is
still unclear, but one explanation may be that the PK
to MK-4 conversion in mouse bone occurs at selec-
tive sites via selective pathways, including the intes-
tine, liver, or several digestive organs. At present,
we have no evidence related to these putative en-
zymes; further studies are required to define and
characterize them. MK-4 plays a key role in bone
homeostasis and is a clinically effective therapeu-
tic agent for osteoporosis. MK-4 is a transcriptional
regulator of bone marker genes in osteoblasts and
potentiates bone formation by activating the steroid
and xenobiotic receptor SXR.20) Other reports have
previously not indicated the transcriptional activity
and GGCX activity of MK-4 converted from PK or
K3. In this report, we first demonstrated that MK-
4 converted from K3 could induce SXR-dependent
transcriptional activity in MG-63 cells. These re-
sults suggest that bone MK-4 originates not only
from systemic conversion, comprising the release
of K3 from PK in the intestine and the prenylation
of K3 into MK-4 in the bone, but also from the in-
cell conversion of K3 into MK-4 in osteoblasts. Our
findings indicate that MK-4, a transcriptional regu-
lator of SXR-mediated signalling as well as cofac-
tor for GGCX, is not simply a dietary nutrient but

should also be regarded as an active form of vitamin
K that may contribute to bone formation in mam-
mals.

MEVALONATE PATHWAY AND
MENAQUINONE-4 BIOSYNTHESIS

GGPP is an intermediate product in the meval-
onate pathway, which provides the only source of
this compound in mammals. GGPP plays decisive
roles in cell signalling and its presence is crucial to
cell survival.24) GGPP synthesis appears tightly reg-
ulated within the mevalonate pathway, especially by
the rate-limiting activity of hydroxymethylglutaryl-
coenzyme A reductase (HMG-CoA reductase). Far-
nesylpyrophosphate (FPP) formation is the branch
point of this pathway, serving as a precursor of
cholesterol and its products and as an immediate
precursor of GGPP.25) FPP and GGPP provide the
basis for all longer-chain isoprenoids such as heme
A, dolichol, and ubiquinone. Menaquinone is de-
rived from the common branch point chorismate
intermediate of the shikimate pathway in bacte-
ria. Biosynthesis of menaquinone has been well-
characterized in Escherichia coli (E. coli). The
menaquinone biosynthesis pathway in E. coli estab-
lished that the naphthoquinone nucleus was formed
from shikimate (chorismate), and that isoprenoid
side chains were derived from isoprenoid alcohol
pyrophosphate ester in the mevalonate metabolic
pathway. It was previously considered that humans
do not synthesize menaquinone but must obtain it
from diet or bacteria present in the gut. However,
we demonstrated that MK-4 is synthesized from
K3 in mouse and human cells. The side chain of
MK-4 was predicted to be derived from GGPP in
the mevalonate pathway in mouse and human cells.
Therefore we elucidated the conversion reaction us-
ing K3-d8 and D-labelled GGPP (GGPP-d5) with
LC-APCI-MS/MS. We used deuterated compounds
so as to distinguish them from the native MK-4, K3,
and GGPP originally contained in the cell and to
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observe the synthetic reaction itself. The aim of
our study was to confirm the synthesis of D-labelled
MK-4 (MK-4-d12) in human osteoblast-like MG-63
cells using K3-d8 and GGPP-d5. When ethanol, K3-
d8, or GGPP-d5 alone was added MK-4-d12 was not
detected at all. When 1 or 10 µM of K3-d8 and
GGPP-d5 were added at the same time, MK-4-d12

was produced in a dose-dependent manner.21) This
result indicates that MK-4 could be converted from
K3 by prenylation with GGPP. In this study, we
examined the mechanism by which MK-4 is con-
verted in osteoblastic cells using deuterated com-
pounds and vitamin K derivatives. These results in-
dicate that the prenyl side chain of MK-4 is derived
from GGPP and is connected to K3 by a specific
side-chain transfer enzyme.

CONCLUSION

Our recent studies show for the first time that
MK-4-d7 existing in the cerebrum of mice origi-
nates from intake of PK-d7 and/or K3-d8, and that
osteoblasts can convert K3 to MK-4. We discov-
ered for the first time that GGPP is a side-chain sub-
strate for MK-4 biosynthesis in mammals. MK-4
converted from K3 can activate SXR-regulated gene
expression for bone formation in osteoblasts. The
present resent results, which are derived both from
structural data and biochemical characterization of
animals as well as cell cultures or protein and ge-
netic data, may aid in clarification of the physio-
logical role of MK-4 in mammals and in the devel-
opment of new drugs for bone homeostasis and the
treatment of various diseases.
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umwandlung von phyllochinon (vitamin K1) in vi-
tamin K2 (20) in tierkörper. Biochem. Z., 333, 430–
439.

15) Martius, C. (1961) The metabolic relationships be-
tween the different K vitamins and the synthesis of
the ubiquinones. Am. J. Clin. Nutr., 9, 97–103.

16) Ronden, J. E., Drittij-Reijnders, M. J., Vermeer, C.
and Thijssen, H. H. (1998) Intestinal flora is not an
intermediate in the phylloquinone-menaquinone-4
conversion in the rat. Biochim. Biophys. Acta, 1379,
69–75.

17) Davidson, R. T., Foley, A. L., Engelke, J. A. and
Suttie, J. W. (1998) Conversion of dietary phyllo-
quinone to tissue menaquinone-4 in rats is not de-
pendent on gut bacteria. J. Nutr., 128, 220–223.



No. 6 631

18) Thijssen, H. H., Vervoort, L. M., Schurgers, L. J.
and Shearer, M. J. (2006) Menadione is a metabolite
of oral vitamin K. Br. J. Nutr., 95, 260–266.

19) Okano, T., Shimomura, Y., Yamane, M., Suhara, Y.,
Kamao, M., Sugiura, M. and Nakagawa, K. (2008)
Conversion of phylloquinone (Vitamin K1) into
menaquinone-4 (Vitamin K2) in mice: two possible
routes for menaquinone-4 accumulation in cerebra
of mice. J. Biol. Chem., 283, 11270–11279.

20) Ichikawa, T., Horie-Inoue, K., Ikeda, K., Blumberg,
B. and Inoue, S. (2006) Steroid and xenobiotic
receptor SXR mediates vitamin K2-activated tran-
scription of extracellular matrix-related genes and
collagen accumulation in osteoblastic cells. J. Biol.
Chem., 281, 16927–16934.

21) Suhara, Y., Wada, A. and Okano, T. (2009) Eluci-
dation of the mechanism producing menaquinone-4
in osteoblastic cells. Bioorg. Med. Chem. Lett., 15,

1054–1057.
22) Thijssen, H. H. W., Vervoort, L. M. T.,

Schurgers, L. J. and Shearer, M. J. (2006) Mena-
dione is a metabolite of oral vitamin K. Br. J. Nutr.,
95, 260–266.

23) Thijssen, H. H. W., Drittij-Reijnders, M. J. and
Fischer, M. A. J. G. (1996) Phylloquinone and
Menaquinone-4 Distribution in Rats: Synthesis
rather than Uptake Determines Menaquinone-4 Or-
gan Concentrations. J. Nutr., 126, 537–543.

24) Calleros, L., Lasa, M., Rodrı́guez-Álvarez, F. J.,
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