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Abstract

Background: Skeletons are formed in a wide variety of shapes, sizes, and compositions of organic and mineral components.
Many invertebrate skeletons are constructed from carbonate or silicate minerals, whereas vertebrate skeletons are instead
composed of a calcium phosphate mineral known as apatite. No one yet knows why the dynamic vertebrate skeleton,
which is continually rebuilt, repaired, and resorbed during growth and normal remodeling, is composed of apatite. Nor is
the control of bone and calcifying cartilage mineralization well understood, though it is thought to be associated with
phosphate-cleaving proteins. Researchers have assumed that skeletal mineralization is also associated with non-crystalline,
calcium- and phosphate-containing electron-dense granules that have been detected in vertebrate skeletal tissue prepared
under non-aqueous conditions. Again, however, the role of these granules remains poorly understood. Here, we review
bone and growth plate mineralization before showing that polymers of phosphate ions (polyphosphates: (POs™),) are co-
located with mineralizing cartilage and resorbing bone. We propose that the electron-dense granules contain
polyphosphates, and explain how these polyphosphates may play an important role in apatite biomineralization.

Principal Findings/Methodology: The enzymatic formation (condensation) and destruction (hydrolytic degradation) of
polyphosphates offers a simple mechanism for enzymatic control of phosphate accumulation and the relative saturation of
apatite. Under circumstances in which apatite mineral formation is undesirable, such as within cartilage tissue or during
bone resorption, the production of polyphosphates reduces the free orthophosphate (PO,>7) concentration while
permitting the accumulation of a high total PO,>~ concentration. Sequestering calcium into amorphous calcium
polyphosphate complexes can reduce the concentration of free calcium. The resulting reduction of both free PO,>~ and
free calcium lowers the relative apatite saturation, preventing formation of apatite crystals. Identified in situ within resorbing
bone and mineralizing cartilage by the fluorescent reporter DAPI (4',6-diamidino-2-phenylindole), polyphosphate formation
prevents apatite crystal precipitation while accumulating high local concentrations of total calcium and phosphate. When
mineralization is required, tissue non-specific alkaline phosphatase, an enzyme associated with skeletal and cartilage
mineralization, cleaves orthophosphates from polyphosphates. The hydrolytic degradation of polyphosphates in the
calcium-polyphosphate complex increases orthophosphate and calcium concentrations and thereby favors apatite mineral
formation. The correlation of alkaline phosphatase with this process may be explained by the destruction of polyphosphates
in calcifying cartilage and areas of bone formation.

Conclusions/Significance: We hypothesize that polyphosphate formation and hydrolytic degradation constitute a simple
mechanism for phosphate accumulation and enzymatic control of biological apatite saturation. This enzymatic control of
calcified tissue mineralization may have permitted the development of a phosphate-based, mineralized endoskeleton that

can be continually remodeled.
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Introduction

Biomineralization processes provide fascinating, complex, and
solid structures for many life forms [1]. Numerous invertebrates
manipulate carbonate chemistry to control the crystallization of
different calcium carbonate mineral polymorphs such as aragonite
or calcite within organic matrices. These remarkable structures
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boast excellent material properties that provide advantages in both
protection and predation. Other marine organisms, such as
sponges and diatoms, biomineralize intricate silicate structures
by controlling the nucleation and condensation of silicate ions.
Mineralized vertebrate skeletons instead contain crystals of
apatite, a calcium- and phosphate-based mineral. In this section,
we will first outline apatite, skeletal remodeling, and mineraliza-
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tion. We will then introduce polyphosphates and amorphous,
electron-dense granules that contain calcium and phosphate and
have been identified in skeletal tissue and mitochondria prepared
with non-aqueous methods. Next, we will summarize tissue-
nonspecific alkaline phosphatase as it relates to apatite mineral-
ization. Thereafter, we will show how all these topics can be tied
together by explaining the relationship between polyphosphates
and biological apatites.

We propose that the vertebrate skeleton contains apatite
mineral because apatite saturation can be enzymatically controlled
by the formation and destruction of polyphosphate (polyP) ions.
Calcium-polyP complexes serve as bioavailable stores of high
concentrations of calcium and orthophosphate (PO4)*”:Pi) when
apatite formation is not desired. When its mineralization is
required, however, tissue-nonspecific alkaline phosphatase pro-
duces orthophosphate from polyP, concurrently releasing any
calcium previously sequestered by the polyphosphate, and
Increasing apatite saturation.

The abbreviations in this manuscript include polyphosphate
(polyP), orthophosphate (P1), hydroxyapatite (HAP), relative
saturation with respect to HAP (Gyap), alkaline phosphatase
(ALP), and tissue-nonspecific alkaline phosphatase (TNAP).

Vertebrate bone - why apatite?

The vertebrate skeleton is predominately composed of bone, a
mineralized tissue that is a composite of type-I collagen, non-
collagenous proteins, and apatite (Ca;o(PO4)sXs, X =mostly I or
OH) crystals [1]. No explanations yet exist [2] for why apatite is
the mineral component of choice for the vertebrate skeleton [3,4].
In vertebrates, apatite crystals contain mostly calcium, phosphate,
and carbonate [5] ions, and are on the order of tens of Angstroms
in size [6]. Biological apatites are generally not perfectly ordered
on an atomic scale—they are considered poorly crystalline [7] and
highly substituted with cations such as magnesium, strontium, and
sodium; with anions such as fluoride; and with the polyatomic
anions carbonate and hydroxyl [8]. Apatite 1s the only calcium-
phosphate mineral phase that is stable at both a neutral and basic
pH [9]. The high functionality and metabolic activity of the
vertebrate skeleton suggest that apatite offers an advantage to the
vertebrate organism that other minerals do not.

Vertebrate skeletal metabolism and mineralization

Unlike invertebrate skeletons or protective shells, the vertebrate
skeleton must satisfy a wide range of demands, including structural
integrity, metabolic activity, growth, and continual repair of wear
and damage caused by locomotion and/or trauma. These
demands require that vertebrates continually resorb and rebuild
their mineralized skeleton. “Remodeling” is the term used to
describe this controlled destruction (resorption) and rebuilding.
Newly formed bone (called osteoid) is a largely unmineralized
collagenous matrix.

Mineralization of new, unmineralized skeletal tissue generally
falls into two classes: intramembranous and endochondral
ossification. Intramembranous ossification refers to the minerali-
zation of newly formed osteoid. Endochondral ossification occurs
in the expanding growth plate, a dynamic region of the young
skeleton located beneath the soft articular cartilage that caps the
ends of the growing long bones, and above the mineralized bone
itself. These bones grow along their vertical axis through the
progressive expansion of the epiphyseal (growth) plate. Within the
active growth plates, the bone elongates as new cartilage forms on
its ends. Older cartilage beneath that new-formed cartilage
mineralizes with apatite; it is then resorbed by bone-resorbing
cells (osteoclasts) that remove both calcified cartilage and

@ PLoS ONE | www.plosone.org

Polyphosphates and Apatite

mineralized bone. Finally, cells called osteoblasts build new bone
to replace the resorbed calcified cartilage. This is one process that
increases the size of the skeleton [10].

Because mineralized tissue is subject to damage and is
metabolically active, mineralized bone is continually remodeled
by the action of the basic multicellular unit (BMU) [11]. The BMU
is composed of two cell types: bone resorbing osteoclasts and bone
building osteoblasts. In the accepted model of bone resorption, the
osteoclasts form a sealed resorption zone at the bone surface. The
acidic environment of this sealed-off zone generates a “resorption
pit” as it dissolves the bone mineral, subsequently releasing
enzymes into the pit to digest the exposed collagen. Once the
sealed, ruffled border of the resorption zone is broken, the
osteoclasts can migrate to form a new resorption zone elsewhere.
Curiously, the dissolved apatite mineral does not spontaneously re-
precipitate within the resorption pit, even when the newly
reopened zone returns to a neutral pH.

The void left by the excavating osteoclasts is filled with new
bone formed by the osteoblasts. These bone-building cells lay
down osteoid that in humans mineralizes 15 to 20 days later, a
poorly understood period known as the mineralization lag time
[12]. One unresolved question concerns the whereabouts of the
apatite mineral components after they dissolve during bone
resorption and before they reappear as new mineral within new
bone. Bone tissue formation is understood to be a sequential
process, but a clear understanding of the mechanism(s) in the early
stages of mineralization has been elusive [13,14].

This study revisits previously unexplained observations of early
mineralization in fresh specimens of mineralizing bone and
calcifying cartilage that have been processed with non-aqueous
methods, as well as a previously published hypothesis linking bone
mineralization to polyphosphate (polyP) ions. PolyPs and pyro-
phosphates (P,O,)*” are known to be apatite crystal growth
inhibitors [15-17]. Nevertheless, we propose that the production
of polyPs, which form strong complexes with divalent cations such
as calcium [18], can lead to a high local accumulation of total
phosphate and calcium that exceeds the supersaturation limit of
apatite without triggering the spontaneous precipitation of any
apatite crystals. The controlled destruction of polyPs and
subsequent production of Pi and free calcium can likewise exceed
the local apatite supersaturation limit, only in this case it favors
apatite mineral formation.

Polyphosphates

Polyphosphates are synthesized by the condensation of
phosphate species through dehydration processes such as heating
[19,20] or enzymatic condensation [21]. In this context,
condensation means the merging of two orthophosphates, one
orthophosphate and one polyP, or two polyP molecules to yield
one longer polyP molecule and water. The condensed phosphate
ions are linked together as polymers through phosphoanhydride
(P-O-P) bonds. Unlike silicate ions, which condense in three-
dimensional networks, linear polyP ions are the common species in
aqueous environments [22].

Thermodynamics favor the hydrolytic degradation of P-O-P
bonds exposed to water [20], resulting in the formation of two
shorter polyP chains, or, more commonly, the formation of an
orthophosphate ion and a shorter polyP chain. Interestingly, the
kinetics of polyP hydrolytic degradation are slow at neutral pH
and ambient temperatures [19]. This property suggests that the
phosphoanhydride bond is an excellent candidate for enzymatic
control. Researchers continue to identify enzymes responsible for
the production (polyphosphate kinases) and degradation (polypho-
sphatases) of polyP through cleavage of orthophosphate (Pi) ions
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from the ends of polyP chains (exopolyphosphatases) or cleavage in
the middle of polyP chains (endopolyphosphatases) [23]. PolyP
complexes have been identified in eukaryotic membranes [24],
mammalian cells and tissues [25], human platelets [26],
prokaryotes, fungi, plants, and animals [23]. Many of the
biochemical roles that polyPs play also have been studied
[23,27]. These roles range from energy production and cation
sequestration to blood coagulation and fibrinolysis [28]. The
participation of polyPs in bone mineralization has been previously
proposed [29] but remains unexplained. PolyPs also have been
identified in yeast mitochondria [30], where they serve as a
bioavailable phosphate reserve—a role predicted decades ago
[31]. Additionally, polyPs have been identified within dense
“volutin® granules found in many microorganisms [32]; “electron-
dense” granules that contain polyP have been recently linked to
apatite biomineralization processes [33,34].

Electron-dense, amorphous (non crystalline) calcium
phosphate granules

Electron-dense granules have been identified in a wide range of
organisms [35] and were summarized in a recent review by Ryall
[36]. Numerous types of calcium-containing, electron-dense
granules exist in biology, some of which contain calcium,
phosphate, magnesium, and carbonate. The list of proposed
functions for these granules includes waste disposal, osmoregula-
tion, excretion of excess ions, calcium/phosphate/carbonate
storage and mobilization, and skeletal function [36]. In the
1960s, scientists studied amorphous and electron-dense granules
containing calcium and phosphate and appearing within mito-
chondria [37,38]. The participation of mitochondria in apatite
biomineralization has been proposed previously, but never
explained [38-40].

Mitochondria, polyphosphates and biomineralization

PolyPs are known to be employed by mitochondria as a means
for storing relatively high concentrations of bioavailable ortho-
phosphate without precipitating apatite crystals [30]. Electron-
dense granules that ranged from 500-1000 A within rat liver
mitochondria were determined to contain calcium and phosphate
at concentrations of ~0.5 M, exceeding the solubility product of
calcium phosphate and calcium pyrophosphate minerals [41,42] at
neutral pH [37]. In 1964, Lehninger’s group used X-rays to show
that these calcium- and phosphate-containing granules were non-
crystalline (amorphous) [38].

Localized and unstable granules containing high concentrations
of calcium and phosphate were also identified in the mitochondria
of proliferating and hypertrophic mineralizing chondrocytes
[43,44]. Their location suggests that these granules are associated
with the calcification process. This observation required frozen,
fresh, or non-aqueous sample preparation, however, because
unknown chemical reactions induced by aqueous methods
interfered with the granule detection [43].

Skeletal tissue and electron-dense granules are affected
by sample preparation

The study of tissue mineralization has been hindered by sample
preparation techniques because skeletal minerals are labile and
often affected by aqueous processing methods [45-47]. Previous
electron microscope examination of unstained growing bone
processed with non-aqueous methods has revealed electron-dense
“granules” within the mineralizing osteoid matrix, including
within the mitochondria of osteoblasts, osteocytes and osteoclasts
[47-49]. Similar granules with a high total calcium and phosphate
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content, an unexpected amorphous structure, and a low calcium to
phosphorus ratio were previously detected by electron microscopy
in rat growth plate cartilage [43]. The study authors, however, did
not explain either the amorphous nature of these granules or their
instability when exposed to aqueous processing methods [43].
Mitochondrial electron-dense granules that proved sensitive to
calcium fixation were identified in chondrocytes; adding calcium
to the osmium-fixation processing method enhanced the granules’
stability [44].

In the late 1960s, researchers reported a transient histological
staining of the growth plate that was dependent on the sample
preparation method. Studies demonstrated transient staining of
fresh rat epiphyseal cartilage in the matrices of resting and
hypertrophic zones, as well as in proliferating and hypertrophic
chondrocytes, while no such staining was observed with cartilage
that had been frozen and thawed or processed with standard
histological methods [50,51]. It was proposed that a change in the
unstable granules might factor into the calcification of cartilage.
Electron microscopy of the epiphyseal growth plate suggested that
the mitochondrial granules composed of unstable, amorphous
calcium salts were likely candidates for the nucleation sites
necessary for skeletal mineralization [44].

Skeletal mineralization and alkaline phosphatase

One of the putative organic components of the skeletal
mineralization process was first identified in 1923. Robison [52]
suggested that a phosphatase enzyme located within calcifying
cartilage could yield free phosphate ions, implying that phospha-
tase is “omnipresent and essential in calcifying areas” [53]. Tissue-
nonspecific alkaline phosphatase (TNAP) is an isoenzyme of
alkaline phosphatase [54], which is expressed in liver, kidney, and
skeletal tissues; specific examples include hypertrophic chondro-
cytes [55] and osteoblast cells [56]. TNAP is also presumed to be
involved in skeletal mineralization [57], but its substrate(s) is not
well defined. Bone and cartilage mineral formation is associated
with the presence of TNAP, which was proposed to control the
concentration of orthophosphate available for apatite mineral
formation [58]. An enzymatic characterization of alkaline
phosphatase from bovine epiphyseal cartilage noted the hydrolytic
degradation of a variety of phosphate esters, as well as of ATP and
pyrophosphate [59].

Summary

In 1961, Fleisch and Neuman proposed that the role of
phosphatase in bone is to destroy a mineralization inhibitor,
“perhaps a polyphosphate” [60]. Herein, we present experimental
data that support their hypothesis, and expand their proposal to
include the hypothesis that polyP formation provides a mechanism
for accumulating phosphate, thus controlling apatite supersatura-
tion at locations such as sites of cartilage calcification and bone
resorption. We also demonstrate that polyPs are located in areas of
resorbing bone and calcifying cartilage, and that TNNAP cleaves
orthophosphate from polyphosphate. Furthermore, we show that
exogenously applied, intestinal alkaline phosphatase (IAP), an
enzyme known to cleave orthophosphates from polyphosphates
[61], decreases the polyP content within the growth plate of
murine vertebral body sections i situ. Finally, we demonstrate that
polyPs reduce hydroxyapatite supersaturation by sequestering free
calcium and also adsorb to hydroxyapatite surfaces i vitro.

Our hypothesis is that apatite is the mineral component of bone
because enzymatic action can control apatite supersaturation at
neutral pH by directly controlling orthophosphate ion activity.
Vertebrate mineralization may then be modulated through the
synthesis and hydrolytic degradation of polyphosphate ions.

May 2009 | Volume 4 | Issue 5 | e5634



Results

Electron-dense, calcium- and phosphate-rich granules
are present at bone resorption sites

Using back-scattered electron (BSE) imaging, we observed
electron-dense granules (<5 pm in diameter) within a location
identified as a resorption pit based on its tunneled morphology in
the cortical shell of an undecalcified, 9-month-old guinea pig tibia
(Figure 1A). Energy dispersive X-ray (EDX) analysis of the
granules found in this resorption zone indicated the presence of
calcium, phosphorous, and oxygen atoms. A granule is indicated
within the orange square in Figure 1B. The Pi and calcium signal
intensities of the granules were intermediate to the background
(red square) and the mineralized bone (blue square).

Identification of polyphosphates in a basic multicellular
unit by fluorescence microscopy

Figure 2A shows an example of the spectrum-wide emission
from DAPI-stained vertebral bodies using laser-scanning confocal
microscopy. Fluorescence was collected between 400-700 nm;
after scanning across the same spectral range in 20 nm bins, we
selected various regions of interest and plotted the emission
spectrum  (Figure 2A, right). DAPI-polyP complexes were
identified within granules located in regions of bone resorption
by their specific emission wavelength at 520 nm (yellow) [62,63],
whereas regions lacking polyP featured a prominent peak emission
near 460 nm—a characteristic emission wavelength for DAPI-
DNA (blue) (Figure 2A, vertical lines). The image in Figure 2B
(left) was recorded at the 580 nm emission bin, and spatially shows
the regions with a DAPI-polyP complex emission. Regions that
fluoresced at 580 nm included granules set back from a resorption
pit, as well as regions associated with bone resorption (see diagram
in Figure 2B, right). Regions of bone resorption were confirmed by
subsequent staining of the same section for tartrate-resistant acid
phosphatase (TRAP, red), which is a marker for osteoclasts [64],
and counterstaining with haematoxylin (Figure 2C).

Detection of polyphosphates in calcifying cartilage by
fluorescence microscopy

We also detected polyP in 3-month-old murine vertebral body
growth plates that had been decalcified in cold EDTA, dry-
sectioned, stained with DAPI (50 pug/ml), and analyzed by
fluorescence microscopy (Figure 3A). PolyP was detected within
the resting zone (green circle), hypertrophic matrices (blue circle),
proliferating chondrocytes (purple circle), and hypertrophic
chondrocytes (orange circle) by the presence of DAPI-polyP
fluorescence peaks at 520 nm (Figure 3B).

Detection of transient toluidine-blue stained regions in
the growth plate

For this study, we repeated the transient staining of fresh
epiphyseal cartilage reported by Hirschman [51]. Figure 4A shows
the toluidine blue stain one minute after staining, while Figure 4B
shows fading of the stain in the hypertrophic zone matrix of the
same section 10 minutes after staining. The resting zone stain also
transformed from purple to blue. The growth plate regions that
were transiently stained with toluidine blue are similar to the
regions that fluoresced with the DAPI-polyP signature (~520-
580 nm emission maximum, Figure 3).

Reduction of polyphosphate content in the growth plate
by intestinal alkaline phosphatase

If the 520-580 nm DAPI-polyP signal in vertebral growth plates
partially identifies polyPs, then application of intestinal ALP (to
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hydrolyze polyPs) should alter the emission profile. The DAPI
emission spectra of ALP-treated and non-ALP-treated control
sections were retrieved from subregions of interest that generally
encompassed the growth plate.

Figure 5 compares representative individual scans and overlays
of emissions at a wavelength indicative of DAPI-DNA (430 nm,
green) and DAPI-polyP (580 nm, red) for the control (—ALP;
Figure 5A,B) and ALP-treated (+ALP; Figure 5C) murine vertebral
body sections. When we displayed the DAPI fluorescence images
collected at 580 nm with respect to 430 nm, we found a unique
spatial distribution for the two wavelength ranges (Figure 3,
overlay column). Thus, the DAPI emission above 580 nm may be
a good index of polyP distribution. The spectral analyses on the
right show representative profiles for the growth plate regions
above the hypertrophic matrix (resting zone, red outline in inset),
within the hypertrophic matrix (green outline), and within the
bone (blue outline). The emission profiles of the hypertrophic
matrix in control sections (Figure 5A,B) showed a shift to longer
wavelengths compared to the other regions, suggesting the
presence of polyPs. An overlay of all control profiles over the
hypertrophic matrix region (Figure 6A) features a long tail of
appreciable DAPI fluorescence extending beyond 580 nm.

Compared to control sections, those sections treated with ALP
(including the one shown in Figure 5C) had limited DAPI emission
above 580 nm in all regions analyzed. The spectral curves for the
hypertrophic matrix region from all ALP-treated sections are
overlaid in Figure 6B. We observed virtually no emission above
580 nm after ALP treatment, suggesting that polyP was not
detectable in the hypertrophic matrix after exposure to active
ALP. Additional analyses suggest that the ALP treatment reduced
the spectral emission to a simpler profile that is more similar to
that of DAPI-DNA. Table 1 summarizes the effect of exposing
sections of murine vertebral growth plate (hypertrophic matrix
region) to ALP (n=3) or buffer (control: n=15, including one
section treated under ALP-inactivating, room temperature condi-
tions) on the DAPI fluorescence emission spectra. ALP application
significantly reduced the intensity of the DAPI emission spectra at
520 nm with respect to the emission at 430 nm. The position of
maximum intensity of the ALP-exposed sections (Figure 6B) was
shifted closer to the emission of DAPI-DNA (460-465 nm). The
FWHM of the emission spectra was decreased by ALP exposure,
indicating a reduction in intensity of one of the convoluted DAPI-
DNA or DAPI-polyP curves. In summary, ALP-treated sections
showed a combination of effects: a reduced DAPI-polyP:DAPI-
DNA ratio (520:430 nm), a peak position shift to lower
wavelengths, and a reduction in the FWHM, consistent with the
reduction in DAPI-polyP emission.

In the control hypertrophic matrix, the shift to a higher and
wider wavelength profile for DAPI fluorescence appears to
represent a composite of DNA and polyP spectral emissions. For
instance, mathematically subtracting an ALP-treated spectral
curve from a control spectral curve yielded an emission curve
with a peak near 540 nm (Figure 6B, dotted line). We performed
two additional experiments to further characterize the spectral
signatures of DAPI bound to DNA instead of to polyPs. First, we
acquired the emission spectra for DAPI-DNA using murine brain
cells as a DAPI-DNA baseline that did not contain appreciable
levels of polyPs. Next, we applied DAPI to synthetic polyPs in
solution, mounted the mixture on a slide, and collected the
emission spectrum (Figure 6C). The DAPI-polyP curve (red) was
rightward shifted compared to DAPI-DNA (green) and also
matched closely with the subtracted curve obtained from the
vertebral growth plates (control minus ALP, Figure 6B dashed
line). Interestingly, adding the DAPI-DNA emission curve to the
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Figure 1. Electron-dense granules identified in resorbing bone contain P and Ca. (A) Back scattered electron (BSE) images (high and low
magnification, left and right respectively) and (B) energy dispersive x-ray analysis (EDX) of acetone-dehydrated, Spurr®-embedded, 9-month-old
guinea pig tibial cortical bone, showing intensity (y-axis) vs. emission energy (x-axis). Each spectrum corresponds to analysis of the colored square
region of interest (ROI) defined in (A). Red ROl is background (low Ca, P), blue ROI is mineralized bone (high Ca, P), yellow ROl is an electron-dense

granule (intermediate Ca, P), and green ROl is a polishing grit artifact (Si).

doi:10.1371/journal.pone.0005634.g001

synthetic polyP curve at a 1:1 weighting yielded a very wide curve
(pink dashed line, scaled to 0.5). As the DNA:polyP contribution
increased (2:1 black dashes and 4:1 blue dashes), however, the
resulting spectral curve narrowed at the peak and shifted to lower
wavelengths; this effect appears analogous to what we observed in
the ALP experiment (Figure 6B, blue). Once again, the 580 nm
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intensity proved to be a good index of polyP contribution (vertical
line in Figure 6C). The more variable emission profiles in the
hypertrophic matrix region between sections may represent a
submixture of polyP and DNA staining and/or difficulty in
maintaining intact polyPs during sample preparation. Regardless,
the simplest interpretation of the bone tissue data is that ALP
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Figure 2. Detection of polyP in a bone resorption site of an EDTA-decalcified, 3-month-old murine vertebra. (A, left) Confocal
fluorescence image (400-700 nm) from a 5-10 micron bone section stained with DAPI and exposed to multiphoton excitation (787 nm). (A, right)
Spectral scans of imaged region (A, left) were acquired in 20 nm bins. Emission intensity was plotted for each of the indicated ROI. Blue ROI: DAPI-
DNA emission. Yellow ROI: DAPI-polyP emission. (B, left) The 580 nm bin emission for the same image captured in (A) spatially resolves DAPI-polyP
distribution. (B, right) Schematic identifies relevant fluorescent regions (A, left) within the resorption zone. (C) The same bone section was
subsequently stained for TRAP and counterstained with haematoxylin (an agueous process, thought to accelerate hydrolytic degradation of polyP) to
confirm the presence of osteoclasts (red staining) at the resorption site (left and right images correspond to high and low magpnification, respectively).
doi:10.1371/journal.pone.0005634.g002
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Figure 3. DAPI identified polyP in vertebral growth plates. Growth plate sections (EDTA-decalcified, 3-month-old murine vertebral body) cut
under non-aqueous conditions and treated with DAPI. (A) Fluorescence emission (400-700 nm) imaged upon multiphoton excitation with emission
wavelength scan analysis (B) by color-defined ROI. Red ROI in sub-chondral bone: emission wavelength profile corresponding to that of DAPI bound
to DNA, not polyP. Other ROI's: emission wavelength profile with a maximum at ~520 nm, corresponding to that of DAPI bound to polyP.

doi:10.1371/journal.pone.0005634.g003

treatment reduced the emission of the higher wavelength
component that corresponds to polyPs.

Tissue-nonspecific alkaline phosphatase hydrolyzes
polyphosphates, producing orthophosphate ions

Figure 7 shows the result of an i wvitro assay of bovine kidney
ALP, a TNAP isoenzyme, with long chain polyPs. Electrophoresis
of the enzymatic digestion products demonstrated that this enzyme
cleaves Pi from synthetic polyPs (average chain length of 25 Pi
units, with some polyP species as short as 3 Pi units). The Pi
concentration increased with time in the +ALP experiment, while
no notable Pi was detected in the —ALP (control) experiment,
even at the longest time point (30 minutes). Densitometry
measurements of the bands showed an increase in Pi and decrease

A Toluidine blue,
1 min post-stain

B Toluidine blue,
10 min post-stain

—

resting
zonge =——p=i

proliferative
zone =P

hypertrophic
ZONE e
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Figure 4. Transient staining of vertebral growth plates with
toluidine blue. Growth plate sections (EDTA-decalcified, 3-month-old
murine vertebral body) (A) 1T minute and (B) 10 minutes after toluidine
blue staining. Note reduced staining of hypertrophic zone matrix after
10 minutes.

doi:10.1371/journal.pone.0005634.g004
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in polyP concentrations over time (Supplementary Information,
Figure S1).

Polyphosphates adsorb to hydroxyapatite
The adsorption experiment showed that polyPs adsorb to HAP
(see Supplementary Information Figure S2).

Polyphosphate addition reduces hydroxyapatite
saturation

To calculate the effect of Pi and polyP addition on the HAP
relative saturation, we measured the free calcium, Pi, and pH, and
used those values to calculate the apparent HAP saturation.

Figure 8 shows the effect of increasing Pi concentration (open
circles) or polyP concentration (filled circles) on the apparent
relative saturation of HAP (cyap) in the unseeded experiments.
opap Increased with increasing Pi concentration. Raising the
equivalent P concentration by adding polyP lowered cap below
the HAP saturation level (opap<<O) because polyP chelates
calcium.

Discussion

Electron-dense, calcium- and phosphate-rich granules
are present at sites of bone resorption

Calcium- and phosphate-containing granules observed within
resorption pits in undecalcified bone sections and possessing an
intermediate electron density (between that of bone and
unmineralized tissue) may be related to similar calcium- and
phosphate-rich granules previously detected in mineralizing bone
processed under non-aqueous conditions and likewise possessing
an intermediate electron density (between that of unmineralized
collagen and apatite) [48]. Unstained, electron-dense granules in
6-day-old mouse rib have been observed in bone sections prepared
under non-aqueous conditions [48]. The granules observed in this
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Figure 5. Resolving polyP distribution by spectral isolation of DAPI 580 nm emission and attenuation by alkaline phosphatase
(ALP) treatment. (A) Control growth plate section; (B) a different control growth plate section (higher magnification); (C) ALP-treated (+ALP) growth
plate section. First column, green: 430 nm emission (DAPI-DNA) Second column, red: 580 nm emission (DAPI-polyP). The third column is an overlay of
the 430 and 580 nm images to show the spatial distribution of polyP that occurred primarily in the hypertrophic zone of control sections but was
absent in ALP-treated sections. The spectral analyses in the last column show profiles for the various ROl outlined in the smaller inset image. Growth
plate regions analyzed included the region above the hypertrophic matrix (red ROI), in the hypertrophic matrix (green ROI), and in the bone (blue
ROI). The emission profile of each control (—ALP) hypertrophic matrix (green ROI) shows a shift to a higher wavelength emission compared to the
other —ALP regions, suggesting the presence of polyP. All regions analyzed in +ALP sections showed an emission profile similar to that of DAPI-DNA,

suggesting polyP was hydrolyzed from the hypertrophic matrix after exposure to active ALP. All scale bars represent 150 pum.

doi:10.1371/journal.pone.0005634.g005

study (in the range of a few thousand A) are larger than previously
reported mitochondrial electron-dense clusters in mineralizing
osteoid (ranging from 400-1000 A in diameter) that are composed
of 50-100 A electron-dense particles in young rats. These
“mitochondrial granules” were detected in osteocytes (bone cells),
osteoblasts, extracellular matrices, and osteoclasts [48].

Mitochondria are known to harbor high concentrations of
bioavailable Pi by storing them as polyP [30,65,66]. A large
number of mitochondria have been observed in osteoclasts
[67,68]. Although the resolution of our technique does not permit
detection of polyP within the mitochondria of bone-resorbing
osteoclasts, the ability of mitochondria to store Pi as bioavailable
polyP suggests that these organelles may be employed by
osteoclasts to scavenge and store the Pi released by apatite
dissolution during bone resorption.

Landis used electron microscopy to measure the size of electron-
dense granules and calculate the Ca:P molar ratio in granules
located within mitochondria (Ca:P =0.8-1.1), osteoid (Ca:P=1.2—

@ PLoS ONE | www.plosone.org

1.3), and mineralized bone (Ca:P=1.4-1.5) [47]. He noted that
the lower Ca:P ratio of the electron-dense granules was similar to
that measured for monetite (CaHPO,; molar Ca:P=1.0) and
calcium polyP (Ca(POs)y),; molar Ca:P=0.5). A Ca:P molar ratio
of 0.5 is also expected for a calcium polyP complex (Ca(POs)y),,.

Producing polyP from Pi is an effective way to decrease the free
(available for chemical reaction) Pi concentration and calcium ion
activity. Osteoclastic production of polyP from Pi retrieved from
dissolved apatite increases total phosphate while avoiding a rise in
calcium phosphate mineral saturation. PolyP formation from the
dissolved apatite within the acidic resorption zone decreases the
saturation of calcium phosphate minerals such as brushite
(CaHPO,4-2H50) that would otherwise be expected to remain
stable in the acidic resorption zone. Granules containing polyP,
which could also contain sequestered calcium, are capable of co-
localizing high concentrations of the major ionic components of
apatite without precipitating apatite crystals within volumes of
neutral pH either inside or outside the osteoclast.
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Figure 6. DAPI emission in the hypertrophic zone is a
convolution of DAPI-DNA and DAPI-polyP emissions. (A) —ALP
(control) emission spectra from control sections show a large
fluorescence contribution above 580 nm. (B) Sharper and lower
wavelength emission profile in sections treated with ALP to hydrolyze
polyP. The spectral shift due to ALP treatment (control - ALP) is
indicated by the red dashed line. (C) Emission profile of polyP-poor
murine brain cells (green lines) contrasts with that of rightward-shifted
emission from synthetic polyP (red lines). Summing DAPI-DNA-rich and
polyP curves (1:1 ratio, peak re-scaled to 0.5), yields a complex, wide
emission profile (dashed pink line); as the DNA:polyP contribution is
increased (2:1 and 4:1), the composite emission profile shifts to the left
and the peak width narrows.

doi:10.1371/journal.pone.0005634.9g006

Previous research showed that the calcium and phosphate
content of electron-dense, non-crystalline granules identified in
mitochondria exceeded the solubility product of calcium phos-
phate [37] without forming crystalline apatite mineral. One
possible explanation for these amorphous granules being super-
saturated with respect to apatite is that the measured Pi was
originally present as polyP. Therefore, if the phosphate is present
as polyP, the formation of crystalline apatite may not be
thermodynamically favored. We hypothesize that polyPs produced
by the mitochondria in osteoclasts permit the storage of high
concentrations of bioavailable Pi without forming apatite, and
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Table 1. Effect of ALP exposure to DAPI emission spectra of
the murine growth plate.

Position of
520/430 nm maximum intensity FWHM
Test intensity ratio (nm) (nm)
—ALP (control)  2.14%0.84 49014 120+10
+ALP 0.64+0.21 469+5 88+4
p (t-test) 0.02 0.05 0.01

doi:10.1371/journal.pone.0005634.t001

allow for the transport of high concentrations of phosphate to
locations such as osteoid (Figure 9A).

Polyphosphates and pyrophosphates are known to inhibit the
growth of apatite mineral [15-17]. The destruction of pyrophos-
phate by TNAP in the presence of Type I collagen has been shown
to induce mineralization [69]. While polyP may likewise act as an
apatite growth inhibitor, polyP-calcium complexes can also form
concentrated amorphous granules with a composition of calcium
and phosphate (0.5 M) that is greater than the solubility product of
apatite [37] or calcium pyrophosphate [41,42]. This ability of
polyP to amass high concentrations of calcium and phosphate
permits the accumulation of the major components of apatite for
its controlled mineralization by ALP in neutral pH environments.

Identification of polyphosphates in calcifying cartilage by
fluorescence microscopy

Shapiro and Boyde [70] proposed that the rate-limiting step for
cartilage calcification was the transport of Pi from the cartilage
cells to the calcifying cartilage matrix. Electron-dense “spherules”
ranging in size from 200-800 A were also identified within
mitochondria of the chondrocytes (cartilage cells) in the prolifer-
ative and hypertrophic zones of fresh, stained, tibial epiphyseal

.'.'..'.. (PO3)
’ 4 ) L el ’

T ——— - (P03)3
- PO,
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Figure 7. TNAP cleaves Pi from polyP. Separation of synthetic
polyP exposed to TNAP by polyacrylamide gel electrophoresis. TNAP
exposure times were 0.5, 1, 2.5, 5, 10, 15, 20, and 30 minutes. Right lane
is TNAP- (control) for 30 minutes (C) and the far left lane is a
pyrophosphate (P,0,)*”/Pi ladder. Synthetic polyP contains a range of
polyP species, from (PO3;7); (3 condensed Pi units) to polyP chains
longer than 28 Pi units.

doi:10.1371/journal.pone.0005634.g007
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Figure 8. The effect of adding P to a HAP-saturated, unseeded
solution depends on the speciation of P. Increasing the equivalent
P concentration by adding Pi to a solution saturated with HAP and
without any HAP crystals in solution (unseeded) increases the relative
HAP saturation (opap>0, open circles). Addition of P as polyP
(unseeded) decreases the apparent saturation of HAP to an undersat-
urated state (oap<<0, closed circles). PolyP addition sequesters calcium,
reducing calcium activity in solution without changing the free Pi
concentration appreciably. Although supersaturated with respect to
apatite when calculated with the total calcium and phosphate
concentrations, HAP solids would be expected to dissolve when
calcium sequestered by polyphosphates effectively generates a system
undersaturated with respect to HAP.
doi:10.1371/journal.pone.0005634.9g008

plates and occipital bones of mice and rats. Likewise, such
spherules were spotted in the extracellular regions of the
proliferative and hypertrophic zones [43]. These granules were
not observed when the tissue was prepared with aqueous methods,
suggesting they may have been composed of polyP. Labile calcium
and phosphate-containing spherules were also detected within the
cytoplasm of chondrocytes and adjacent to hypertrophied
chodrocytes in the matrix of fresh, calcifying cartilage [71]. With
the detection of polyP in these specific regions of the growth plate,
we hypothesize that polyP granules produced by the proliferating
chondrocytes are secreted into the calcium-rich lower hypertro-
phic zone matrix (Figure 9B). Accelerated hydrolytic degradation
of polyP with ALP in polyP-calcium complexes would provide a
source of Pi and calcium for apatite precipitation (Figure 9C).

Landis and Glimcher previously quantified the calcium and
phosphate ratio for different calcium phosphate minerals, bone
mineral, and electron-dense granules detected in calcifying
cartilage [43]. They demonstrated that these dense granules
detected in the proliferating and hypertrophic chondrocytes of the
growth plate exhibited no crystalline structure and contained
calcium and phosphorus in molar ratios ranging from 0.80+0.05
to 1.07£0.24. Within the extracellular matrix, the Ca:P molar
ratio increased from 0.88%0.12 in the mid proliferating zone to
1.51£0.09 in the zone of calcifying cartilage. The Ca:P molar
ratio in the unmineralized areas of the growth plate fell between
the values measured for linear polyphosphate (Ca(POs)y),; 0.50)
and brushite (CaHPOy; 1.03). The Ca:P ratio in calcifying
cartilage is closer to that of hydroxyapatite (1.62). Another study of
the epiphyseal growth plate showed that Pi-containing matrix
granules were distinct from Ca-rich sites in the unmineralized
upper regions, and calculated Ca:P ratios of 1.0 near the zone of
provisional calcification [72].
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The measurement of Ca:P molar ratios of less than 1 in
electron-dense, amorphous granules in the proliferating extracel-
lular zone and in the proliferating and hypertrophic chondrocytes
can be explained by the presence of a polyP component, because
polyP can form calcium complexes with Ca:P ratios as low as 0.5.

Toluidine blue staining of the growth plate

We successfully reproduced the transient toluidine blue staining
reported by Hirschman and McCabe to compare it with DAPI
staining of polyP in the growth plate. Toluidine blue undergoes a
metachromatic shift when complexed with polyP; the size of the
shift depends upon the concentration of polyanionic charges
[73,74]. Therefore, the different metachromatic shifts of toluidine
blue in the fresh rat epiphyseal cartilage may have been due to
polyP ions of different chain length and/or concentrations. Fading
of the toluidine blue stain in the matrices of the resting and
hypertrophic zones may have been caused by a loss of the polyP
substrate. This loss of substrate would have resulted from polyP
hydrolytic degradation when the thin tissue sections were exposed
to water, because polyPs are thermodynamically favored to
undergo hydrolytic degradation [19].

Although toluidine blue stain is not specific for polyP, previous
research found that the areas of the fresh rat epiphyseal cartilage
that stained with toluidine blue also stained with neutral red and
methylene blue [50], both of which also stain polyP [23]. These
observations further support the finding of polyP in these zones
with DAPI and fluorescence microscopy.

Reduction of polyphosphate content in growth plate
sections with intestinal alkaline phosphatase

The application of intestinal ALP to an EDTA-demineralized, dry-
cut section of murine growth plate reduced the intensity of the DAPI-
polyP emission spectra. We conclude that the intestinal ALP
increased the hydrolytic degradation rate of polyP present in the
section. The reduction in polyP content resulted in a decreased
intensity of the DAPI-polyP emission spectrum near 520 nm,
sharpening the total emission spectrum towards a DAPI-DNA
emission curve. Given the low resolution of this technique, we used
the emission from a region of interest spanning the zones of the
growth plate to measure the effect of ALP addition on the emission
curve.

We determined that the critical wavelength bin between 580—
700 nm is a reliable and specific measure of DAPI-polyP
distribution. DAPI fluorescence from both the ALP-treated sections
and also the polyP-poor signal measured in murine brain cells
showed a negligible contribution above 580 nm. We were able to
image the 580 nm DAPI-polyP emission and found the strongest
fluorescence within the hypertrophic matrix region of the vertebral
growth plate (Figure 5). It should be possible to use this approach to
further study the process of vertebrate skeletal mineralization.

Tissue-nonspecific alkaline phosphatase hydrolyzes
polyphosphates, producing orthophosphate ions

Figure 7 indicates that Pi is a hydrolytic degradation product of
polyP by TNAP. The action of bovine TNAP on inorganic polyP,
cleaving Pi from the ends of polyP chains, classifies this enzyme as
an exophosphatase [23].The production of only Pi from Ca-polyP
granules by TNAP would increase the Pi concentration and
calcium ion activity through the release of calcium ions from their
chelation with polyP. In addition, the hydrolytic degradation of
polyP present in calcium-rich environments, such as the growth
plate, may also increase the Pi concentration, thereby raising
apatite saturation and providing sufficient thermodynamic driving
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Figure 9. Schematics of hypothesized roles of polyP in the mechanisms of phosphate transport in remodeling bone and calcifying
cartilage, and apatite crystal precipitation. (A) Hypothesized mechanism of phosphate metabolism and transport as polyP in
osteoclastic bone resorption and bone mineralization. Apatite mineral dissolution in the osteoclast resorption zone increases the
concentrations of free Pi and Ca®*. The mitochondria may scavenge the Pi and condense them into polyP that may also sequester Ca**. Amorphous
granules containing total concentrations of Ca?* and Pi higher than the saturation of apatite are formed and may be transported out of the
osteoclast. The granules may be transported to or produced within the osteoblasts that build new bone. The osteoblasts may embed the granules in
osteoid (new, unmineralized bone). The reaction of these granules with alkaline phosphatase (ALP, present at the membrane of osteoblasts) cleaves
Pi from polyP and would increase the free Pi concentration and release any sequestered Ca*. The increase in free Ca?*and Pi could exceed the
saturation for apatite and result in apatite mineral formation. (B) Hypothesized role of polyP in growth plate mineralization. PolyPs are
condensed within the proliferative zone chondrocytes, possibly by mitochondria. PolyP-containing, amorphous, electron-dense granules are
transported to the chondrocytes in the hypertrophic zone matrix. PolyP ions may chelate with Ca®*, resulting in high total concentrations of Ca** and
Pi locally but no apatite formation. ALP cleaves Pi from the polyPs, increasing the free Pi concentration and releasing any sequestered Ca*. The
increase in free Pi and Ca**concentrations may exceed the saturation of apatite, resulting in apatite mineral formation. (C) Hypothesized process
of precipitating apatite crystals from calcium polyP complexes with ALP. Calcium polyP complexes release sequestered Ca®* and Pi when
ALP cleaves Pi from the end of polyP chains. The increased free concentrations of Ca®* and Pi raise the apatite saturation, favoring apatite
precipitation.

doi:10.1371/journal.pone.0005634.g009

force for apatite crystal nucleation and growth (Figure 9C). Co- apatite crystal nucleation may be a consequence of ALP
localization of polyP and ALP in the mineralization sites of controlling the hydrolytic degradation of polyP into Pi ions in
remodeling bone and calcifying cartilage would suggest that the presence of free calcium.
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Polyphosphates can reduce hydroxyapatite (HAP)
saturation

Increasing the free Pi concentration in a HAP-saturated,
unseeded system increased the oyap. This is an expected result
because free Pi concentration is proportional to Ggap. The polyP
adsorption experiment showed decreasing apparent Gyap In an
HAP-saturated system that contained no HAP crystals (unseeded).
The reduction in oyap observed with increasing polyP concen-
tration may be attributed to the formation of calcium-polyP
complexes in solution. The ability of polyP to sequester calcium
may reduce the activity (free concentration) of calcium ions in the
initially HAP-saturated solution. The measurement of very low
free calcium with increasing polyP addition (Figure S2) suggests
that the additional polyP ions formed stronger complexes with
calcium than with the colorimetric agent used to measure calcium
concentration. The resulting reduction in calcium ion activity
(0lag+) would decrease the HAP ionic product (IAPgAp—0), and
hence reduce opap to values<<O. In this induced undersaturated
state, the HAP seed is predicted to dissolve.

During the seeded polyP adsorption experiment, HAP seed
crystals dissolved as total calcium ion and hydroxyl concentrations
increased with the increasing addition of polyP (Figure S2). Adding
polyP to the HAP-saturated solution reduced the free calcium
concentration, causing an undersaturation of the solution with
respect to HAP and thus favouring the dissolution of the HAP
seed.

Adding only polyP to a solution saturated with HAP is not
expected to change the free Pi concentration appreciably. In an
aqueous solution, however, thermodynamics predicts the sponta-
neous, hydrolytic degradation of polyP into Pi ions [19], although
the kinetics are slow. Some polyP hydrolytic degradation in our
experimental conditions may explain the increase in Pi concen-
tration in the unseeded experiment (Figure S2), an observation
that also would be explained by dissolution of HAP seed crystals.

These results suggest that a system containing polyP and
sequestered calcium could exhibit low Pi and free calcium
concentrations, indicating an undersaturated system with respect
to HAP. PolyP hydrolytic degradation of the same system,
however, would produce free Pi and calcium, revealing a system
oversaturated with respect to HAP. This dichotomy may explain
why previous researchers have observed amorphous, electron-
dense granules with total calcium and phosphate concentrations
exceeding the saturation of apatite, but never detected the
presence of apatite crystals.

Hypothesis

Polyphosphate ions identified at bone-resorbing osteoclastic
sites, in the proliferating and hypertrophic zone chondrocytes, in
the hypertrophic zone matrix, and postulated to be present in
unmineralized osteoid may provide a phosphate reserve and
mechanism for controlling biological apatite mineral deposition.
We propose that polyphosphates are formed or incorporated
within the skeleton where high local concentrations of orthophos-
phate exist and where mineralization is not desired. High
concentrations of calcium and phosphate can be transported from
bone resorption zones as bioavailable calcium-polyphosphate
complexes while remaining below the saturation of apatite. If
transported as polyphosphate ions, phosphate ions may be ferried
to regions of high calcium concentration in pre-calcifying cartilage
without risking apatite formation. When mineralization is desired,
alkaline phosphatase would accelerate the hydrolytic degradation
of polyphosphates, releasing orthophosphates and any sequestered
calcium. At a neutral pH, this polyphosphate hydrolytic
degradation reaction would increase the orthophosphate and free
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calcium concentrations, raising apatite saturation and supplying
the driving force for biological apatite formation.

This flexible, enzymatic control of mineralization explains why
the vertebrate skeleton is composed of apatite. Carbonates do not
condense and silicates condense but are not hydrolytically
degraded in biological systems. Phosphates are condensed by
polyphosphate kinases and orthophosphates are produced by the
hydrolysis of polyphosphates with alkaline phosphatase. The
enzymatic control of orthophosphate activity provides a simple
and efficient method for controlling apatite mineral formation in
vertebrates. We therefore propose that polyphosphates are an
efficient modulator of apatite biomineralization & vivo. Apatite
mineralization and demineralization in growing, continually
remodeled bone and cartilage-containing vertebrate skeletons
may be regulated by the enzymatic control of polyphosphate
synthesis and degradation.

Methods

Back scattering electron (BSE) imaging and energy
dispersive X-ray spectroscopy (EDX)

PolyP solubility is lower in acetone than in aqueous solutions
[75]. To reduce the polyP dissolution during sample preparation,
we used acetone-dehydrated, undecalcified, 9-month-old excised
guinea pig tibiae cut coronally and embedded them in Spurr®
resin (Electron Microscopy Sciences, Hatfield, PA). All sections
were dry-polished with 4000-grit paper. We generated BSE images
in an ESEM (XL30, FEI Company, Hillshoro, OR, 20 kV, 60 HA)
and collected qualitative EDX spectra (Phoenix EDX detector,
EDAX, Mahwah, NJ).

Identification of polyP in skeletal tissue by fluorescence

microscopy

We used fluorescence microscopy to identify polyPs via the
specific fluorescence of the DAPI-polyP complex, which differs
markedly from the fluorescence of the DAPI-DNA complex. DAPI
has been used to identify polyPs in phytology, microbiology, and
molecular biology because the emission wavelength for the DAPI-
polyP complex is shifted towards 520 nm, in contrast to the 460—
465 nm emission fluorescence of the DAPI-DNA complex
[23,26,62,76].

We demineralized 3-month-old murine vertebral bodies (0.3 M
EDTA, pH 7.4, 4°C, 10 days), embedded them in paraffin wax,
dry sectioned them to 510 microns (Reichurt-Jung BioCut 2030,
Leica Microsystems Canada Inc., Richmond Hill, ON) and
mounted them on slides. For removing bone mineral, we preferred
the cold EDTA processing method over acid because hot and/or
acidic conditions are known to accelerate the kinetics of polyP
hydrolytic degradation [77]. Some of the cold sections were
stained with Dil (2% in ethanol, 30 min, D-282, Invitrogen
Canada Inc., Burlington, ON) to identify the plasma membranes.
Dil was used to navigate sections excited by a 488 nm laser.
Without dewaxing, all sections were exposed to DAPI (50 pug/mL
m 02M TRIS, pHY9, 5 min, Pierce Biotechnology, Inc.,
Rockford, IL) for 2 minutes, then rinsed with TRIS (0.2 M,
pH 9) solution.

The labeled sections were excited with a multiphoton laser
(Milennia XS — Tsunami, SpectraPhysics, CA) at ~780 nm, in
accordance with the suggested DAPI excitation wavelengths by
Neu et al. [78]). The multiphoton laser was directly coupled to a
Leica SP2 confocal scanning microscope system. Wavelength
scans (xyA) were acquired in 20 nm bins (400-700 nm) that
allowed spectral analysis of the emission spectra. The DAPI-DNA
complex emission peak was detected and identified based on its
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Figure 10. Emission spectra of DAPI-DNA and DAPI-polyP. (A) Emission spectra of DAPI-DNA obtained from murine brain section. Note
position of maximum intensity at 460 nm, intensity at 430 nm, and intensity at 520 nm. The intensity at 430 nm is used as a proxy for the
contribution of the DAPI-DNA curve to the convoluted DAPI-DNA-polyP spectra. (B) Emission spectrum of DAPI-polyP obtained from synthetic polyP.
Note position of maximum intensity near 520 nm and minimal intensity at 430 nm. The intensity at 520 nm is used as a proxy for the contribution of
the polyP to the convoluted DAPI-DNA-polyP spectra in bone sections. Fluorescence above 580 nm is exclusively due to DAPI-polyP emission and

was used for imaging purposes in Figures 2 and 5.
doi:10.1371/journal.pone.0005634.9010

460465 nm peak emission, and the DAPI-polyP complex peak
based on its 520-580 nm emission (Figure 10, solid lines). We
assumed that emissions at 580 nm represented DAPI-polyP
emissions minimally convoluted with DAPI-DNA  ones
(Figure 10, red dashed line); we therefore used the 580 nm
emissions to represent DAPI-polyP emission regions (for example,
in Figures 2, 5). The DAPI-DNA emissions for Figure 10A were
collected from a murine brain section, while Figure 10B depicts
the emission spectra from a solution of 10 pg/mL sodium
polyphosphate (Type 28, Sigma-Aldrich) and 10 ug/mL DAPI
in TRIS (0.2 M, pH 9). Spectral scans were analyzed with Leica
LCS or Leica Lite® software. Mathematical subtraction or
addition of spectral emission curves (Figure 6C, dashed lines)
was re-normalized so that the peak intensity equaled 0.5 before
plotting.

Tartrate-resistant acid phosphatase staining

We used a kit (Sigma-Aldrich # 181-A) to stain for tartrate-
resistant acid phosphatase (TRAP) as a marker for osteoclasts [64].
Each decalcified, dewaxed section was incubated for 2 hours with
a mixture of naphthol AS biphosphoric acid (12.5 mg/mlL),
tartrate solution (0.67 M final conc., pH =135), acetate solution
(2.5 M final conc., pH=5), and fast red TR salt (0.1 g/10 mL).
The section was then counterstained with haematoxylin.

Toluidine blue staining

Demineralized (0.3 M EDTA, pH 7.4, 4°C, 10 days), 3-month-
old murine vertebral bodies were embedded in paraffin wax, dry
sectioned to 5-10 microns (Reichurt-Jung BioCut 2030) and
mounted on slides. We stained sections with toluidine blue (0.01%
(Sigma-Aldrich), 0.01 M acetate, pH 4, filtered) for up to
10 minutes [50] and imaged them using a Retiga 1300 Camera
with QImaging (image capture software suite 2.0), a Zeiss
microscope with a Dell Optiplex GX240, and a resolution set at
1024 x768.

Reduction of polyphosphate content in the growth plate
with alkaline phosphatase

We prepared sections of growth plates from wild type murine
vertebral bodies/tibial plateaus as described for polyphosphate
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detection by fluorescence microscopy. Immediately before staining
and imaging, we cut 5-10 micron sections and exposed them to
either an ALP-free buffer solution serving as control (10 mM
TRIS, pH 8.2, 50 mM KCI, I mM MgCl,, 0.1 mM ZnCl,, 37°C;
Sigma-Aldrich, 0.2 M, pH 9) or to an intestinal ALP solution
(10 U/mL ALP, bovine calf intestine, P7923-2KU, Sigma-
Aldrich, dispersed in buffer) for 5 minutes. We applied ALP to
accelerate the hydrolytic degradation of polyP within the growth
plate section. All sections were subsequently exposed to DAPI
(50 png/mL) for 2 minutes. After a rinse with TRIS solution, the
sections underwent a spectral scan as described for polyP detection
by fluorescence microscopy.

In order to compare the emission spectra, we used data
collected with the Leica LCS software to determine the position of
maximum intensity, the spectrum intensities at 430 and 520 nm,
and the full width at the half-maximum intensity (FWHM) of the
intensity-wavelength curves. The emission spectra for the DAPI-
DNA and DAPI-polyP curves are convoluted; there is minimal
overlap in the two emission spectra at 430 and >500 nm
(Figure 10). In order to quantify the emission data, the intensity
at 430 nm was used as an index of the DAPI-DNA emission
(Figure 10, blue dashed line), while the intensity at 520 nm
represented the DAPI-polyP component (Figure 10, yellow dashed
line). The ratio of emission intensities at 520 nm and 430 nm is
proposed to represent the relative intensity of DAPI-polyP in the
convoluted emission spectra; when calculating this 520:430 nm
ratio, the intensity values were first subtracted from the individual
background intensity. We have assumed that ALP selectively
decreases the DAPI-polyP emission spectrum by accelerating the
hydrolytic degradation of the polyP while leaving the DNA
unaffected.

We propose that the wavelength position of maximum intensity
and the full width at half max (FWHM) also provide information
about the contribution of the DAPI-polyP emission spectrum to
the total DAPI-DNA/DAPI-polyP spectrum. A reduction of the
DAPI-polyP component of the convoluted spectra is assumed to
result in a shift of the position of maximum intensity to shorter
wavelengths as well as a reduction in the FWHM of the total
emission curve. In some of the images (Figures 2, 5), we show that
the DAPI fluorescence at 580 nm indicates the polyP signal; the
use of 580 nm as an index is based on the fact that we found

May 2009 | Volume 4 | Issue 5 | e5634



nearly all of the DAPI-DNA emission spectrum to be below
580 nm while more than a third of the DAPI-polyP profile
remained at wavelengths above 580 nm (Figure 6).

Tissue-nonspecific alkaline phosphatase enzymatic assay

We mixed bovine kidney alkaline phosphatase (a tissue-
nonspecific alkaline phosphatase [54]) (Calzyme Laboratories,
Inc. San Luis Obispo, CA) at a final concentration of 7 units/mL
in 0.2 M TRIS (Sigma-Aldrich, pH 9) with sodium polyP (Type
28, Sigma-Aldrich in 0.2 M TRIS, pH 9, final concentration
30 mM equivalent Pi) and incubated the mixture at 37°C. TNAP-
free, polyP solutions served as the control. Aliquots taken at each
time point were mixed with an equal volume of 0°C, 1 M NaOH
solution. We used polyacrylamide gel electrophoresis (PAGE) to
separate the phosphate species in 25 UL samples of a mix
containing a 1:1.5 ratio of denatured aliquots (initial polyP
solution, TNAP time points, or the TNAP-free final time point
serving as a control) to sample buffer (90 mM TRIS, 90 mM
borate, 2.7 mM EDTA, 0.05% bromophenol blue, pH 9, 20%
sucrose).

Vertical slab gels (200x200x0.5 mm) were cast with 16%
polyacrylamide (19:1 bisacrylamide:acrylamide ratio, 7 M urea
and 1 xTBE (90 mM Tris, 90 mM borate and 2.7 mM EDTA,
pH 8.3 [25,79])). The standard lane contained Pi (20 nmoles) and
pyrophosphate (P,O;*~, 20 nmoles) ladders. The polyphosphate/
phosphate products were separated at approximately 15 V(cm) ™
with internal water cooling for 1.5-2 hours, then visualized with
methyl green after i situ hydrolytic degradation [80].

Adsorption of polyphosphate to hydroxyapatite

In order to determine whether longer chain polyP molecules
could adsorb to HAP crystals in solution, we adapted the
sequential method from Michelmore e al. [81] with a background
electrolyte of 0.15 M NaCl pre-saturated with synthetic HAP.
Synthetic HAP (Sigma-Aldrich, Milwaukee, WI) was used as a
proxy for the apatite mineral in bone.

In this method, we sequentially added phosphate, as either Pi
(0.01 M equivalent phosphate (NayHPOy)) or polyP (Na(POs),,
Type 28 (average polyP chain length=25 Pi, Sigma-Aldrich,
both dissolved in 0.15 M NaCl pre-saturated with HAP)), into
HAP-presaturated solutions that were either unseeded (contained
no HAP mineral seeds) or seeded (contained 2 g/L. HAP aged
mineral seed in suspension). The amount of Pi or polyP added
was normalized to moles of equivalent P by calculating the total
moles of Pi added as Pi or polyP. We collected an aliquot (0.5%
of the initial volume) from the test solution before each
incremental delivery (0.5% of the initial test volume) of Pi or
sodium polyP.

Aliquots  were centrifuged (10,000 rpm, 5 min) and the
supernatant analyzed for free calcium with ortho-cresolphthalein
[82] and free Pi with vanadomolybdate [83] by colourimetry. We
mixed equivalent volumes of the supernatant samples with 0.1 M
HCI in microtubes and heated them to 100°C overnight to
completely hydrolytically degrade the polyP before measuring the
total (freetsequestered) calcium and total (ortho+polyphosphate)
Pi concentrations [84]. Acidified solutions were neutralized with
0.1 M NaOH before colourimetric analysis of total calcium
concentrations to maintain a basic pH for the assay.

We concluded that an adsorption of Pi or polyP to the HAP
seed occurred if the total Pi concentration was reduced in the
supernatant solutions that contained HAP seed compared to those
that did not contain it for equivalent phosphate species
additions.
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Measurement of HAP-relative saturation

The relative supersaturation with respect to HAP (cpap) is a
function of the thermodynamic solubility product (K,) and the
ionic activity product (IAP) at a given temperature:

((9‘&42+ )" (Ofpog— ) 6(°‘OH* )? —Ksp)

K,

OHAP = =5—1

where S is defined as saturation [85], o is the ion activity, and G is
defined as relative saturation. o is an indicator of the
thermodynamic force driving towards dissolution or growth of a
specific phase in solution. A relative saturation of zero (o =0)
represents an ideal system in which the solution is at thermody-
namic equilibrium with the salt. Supersaturated systems (5>>0)
favor nucleation and growth, while undersaturated systems (5<<0)
progress towards mineral dissolution.

Tonic activities (o), representing the chemical potential of an ion
in solution, are a function of the ion molal (mol/kg solvent)
concentration and the activity coefficient (y), which in turn is a
function of the ionic strength and composition of the solution. The
lonic activity is an indicator of the “free” concentration of an ion
in a given solution. We calculated the relative saturation of HAP
using the free calcium, Pi, and pH data [85,86] for the HAP-
seeded solutions studied in the adsorption experiment.

Supporting Information

Figure S1 Densitometry of Figure 7 — TNAP cleaves Pi from
polyP. Separation of synthetic polyP exposed to TNAP by
polyacrylamide gel electrophoresis (PAGE). TNAP exposure times
were 0.5, 1, 2.5, 5, 10, 15, 20, and 30 minutes. Plot of the signal
intensity from polyP (filled circles), tripolyphosphate (P3O,0)",
open circles), and orthophosphate (Pi, filled triangles) with
increasing exposure to TINAP. Synthetic polyP contains a range
of polyP species, from tripolyphosphate (3 condensed Pi units) to
polyP chains longer than 28 Pi units. With increasing exposure to
TNAP, the PAGE shows a trend of increasing Pi and decreasing
polyP concentration.

Found at: doi:10.1371/journal.pone.0005634.s001 (0.36 MB TTF)

Figure 82 Orthophosphate (Pi) and polyphosphate (polyP)
adsorption data to synthetic hydroxyapatite (HAP) in 0.15 M
NaCl saturated with respect to HAP. After complete hydrolytic
degradation of the supernatant in hot, acidic conditions, the
measured free Pi concentration is assumed to represent the total Pi
concentration. The free calcium concentration after hydrolytic
degradation is also assumed to represent the total calcium
concentration (unseeded: without HAP crystals; seeded: with
HAP crystals). The data will be discussed with respect to the Pi
adsorption experiment, followed by the polyP adsorption exper-
iment. Pi adsorption data: Free, unseeded (A, open circles) and
seceded (A, open triangles) Pi concentrations with increasing Pi
addition were similar, indicating no measurable adsorption of Pi to
HAP. The same increase in total Pi with Pi addition was also
observed for the unseeded (B, open circles) and HAP-seeded (B,
open triangles) adsorption experiments. The free calcium
concentrations (C, open circles), total calcium concentrations (D,
open circles), and pH (E, filled circles) in the unseeded Pi
adsorption experiment remained unchanged. For the HAP-seeded
experiment, the free calcium concentration decreased slightly with
increasing Pi addition (C, open triangles), as did the pH, which is
also affected by the buffering capacity of Pi (F, closed circles). This
result suggests some HAP seed growth as a consequence of Pi
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addition to the HAP-saturated system. Increasing the Pi
concentration would be expected to increase the HAP saturation,
favouring HAP crystal growth. PolyP adsorption data: The free Pi
concentration in the polyP adsorption experiment increased
slightly with time for the unseeded (A, filled circles) and HAP-
seeded (B, filled triangles) experiments. The addition of polyPs to a
solution saturated with HAP is not expected to change the free Pi
concentration appreciably. In an aqueous solution, however,
thermodynamics predicts the spontaneous hydrolytic degradation
of polyP into Pi ions. Some polyP hydrolytic degradation in our
experimental conditions may explain the increase in Pi concen-
tration in the polyP adsorption experiment (A, filled symbols) and
decrease in pH (E, open circles). Hydrolytic degradation of polyP
in the supernatant showed a lower total Pi concentration for the
HAP-seeded experiment (B, filled triangles) than the unseeded (B,
filled circle) experiment, indicating adsorption of polyP to HAP
seed. Free calcium concentrations in the supernatant of the polyP
addition experiment decreased to zero for the unseeded system (C,
filled circles) and to lower concentrations than those to which Pi
was added for the HAP-seeded system (C, filled triangles). We
assumed that the sequestration of calcium by polyP was stronger
than the indicating calcium-orthocresolphthalein complex; there-

References

1. Lowenstam HA, Weiner S (1989) On Biomineralization. New York, NY: Oxford
University Press, Inc. pp 1-324.

2. Pasteris JD, Wopenka B, Valsami-Jones E (2008) Bone and Tooth Mineraliza-
tion: Why Apatite? Elements 4: 97-104.

3. de Jong WF (1926) La Substance Minérale dans les Os. Recl Trav Chim Pays-
Bas 45: 445-448.

4. Taylor NW, Sheard C (1929) Microscopic and X-Ray Investigations on the
Calcification of Tissue. J Biol Chem 81: 479-493.

5. McConnell D, Gruner JW (1940) The Problem of the Carbonate-Apatites. III.
Carbonate-Apatite from Magnet Cove, Arkansas. Am Mineral 25: 157-167.

6. Eppell §J, Tong WD, Katz JL, Kuhn L, Glimcher MJ (2001) Shape and size of
isolated bone mineralites measured using atomic force microscopy. J Orthop Res
19: 1027-1034.

7. Bonar LC, Roufosse AH, Sabine WK, Grynpas MD, Glimcher MJ (1983) X-
Ray-Diffraction Studies of the Crystallinity of Bone-Mineral in Newly
Synthesized and Density Fractionated Bone. Calcif Tissue Int 35: 202-209.

8. McConnell D (1973) Apatite Its Crystal Chemistry, Mineralogy, Utilization, and
Geologic and Biologic Occurrences Springer-Verlag.

9. Glimcher MJ (2006) Bone: Nature of the Calcium Phosphate Crystals and
Cellular, Structural, and Physical Chemical Mechanisms in Their Formation.
Rev Mineral Geochem 64: 223-282.

10. Brighton CT (1994) Bone Formation and Repair; Brighton CT,
Friedlaender GE, Lane JM, eds. Rosemount, IL: American Academy of
Orthopaedic Surgeons.

11. Frost HM (1969) Tetracycline-based histological analysis of bone remodeling.
Calcif Tissue Res 3: 211-237.

12. Eriksen EF, Axelrod DW, Melson F (1994) Bone Histomorphometry. New York:
Raven Press.

13. Weiner S (2006) Transient precursor strategy in mineral formation of bone.

Bone 39: 431-433.

14. Grynpas MD, Omelon S (2007) Transient precursor strategy or very small
biological apatite crystals? Bone 41: 162-164.

15. Fleisch H, Bisaz S (1962) Mechanism of Calcification: Inhibitory Role of
Pyrophosphate. Nature 195: 911-911.

16. Fleish H, Russel R, Straumann F (1966) Effect of pyrophosphate on
hydroxyapatite and its implications in calcium homeostasis. Nature 212:
901-903.

17. Fleisch H (1999) From polyphosphates to bisphosphonates and their role in bone
and calcium metabolism. In: Schréder HC, Miiller WEG, eds. Inorganic
Polyphosphates Biochemistry, Biology, Biotechnology. Heidelberg: Springer-
Verlag. pp 197-215.

18. Van Wazer JR, Campanella DA (1950) Structure and Properties of the
Condensed Phosphates. IV. Complex Ion Formation in Polyphosphate
Solutions. ] Am Chem Soc 72: 655-663.

19. Van Wazer JR (1958) Phosphorus and Its Compounds. Volume 1: Chemistry.
New York: Interscience Publishers Inc. pp 1-954.

20. Griffith EJ (1995) Phosphate Fibers. New York: Plenum Press.

21. Kornberg A, Rao NN, Ault-Riché¢ D (1999) Inorganic polyphosphate: A
molecule of many functions. Annu Rev Biochem 68: 89-125.

22. Van Wazer JR, Holst K (1950) Structure and Properties of the Condensed

Phosphates. I. Some General Considerations about Phosphoric Acids. J Am
Chem Soc 72: 639-644.

@ PLoS ONE | www.plosone.org

15

Polyphosphates and Apatite

fore no free calcium was detected by colourimetry. For the
unseeded system, the total calcium concentration (D, filled circles)
remained unchanged with increasing polyP. Interestingly, the total
calcium concentration (D, filled triangles) and pH (F, open circles)
both increased with increasing polyP addition in the HAP-seeded
system, suggesting dissolution of the HAP seed during the
adsorption experiment.

Found at: doi:10.1371/journal.pone.0005634.s002 (0.88 MB TTF)

Acknowledgments

We gratefully acknowledge Dr. Steve Weiner and Dr. Brent Constantz for
helpful discussions and the reviewers for their constructive suggestions. We
thank Hannah Hoag, Jon Campbell, Dr. Christopher Omelon, Dr. Debbie
Chachra and Bryn Nelson for their editorial assistance.

Author Contributions

Conceived and designed the experiments: SO JG DH. Performed the
experiments: SO JG LMW BS CW RB. Analyzed the data: SO JG ZJH.
Contributed reagents/materials/analysis tools: JG LMW BS TH DH RB
MDG. Wrote the paper: SO JG ZJH. Contributed the bone mineralization
frame and theory: MDG. Performed the initial DAPI experiments: RB.

23. Kulaev IS, Vagabov VM, Kulakovskaya TV (2004) The Biochemistry of
Inorganic Polyphosphates. Chichester, England: John Wiley & Sons, Ltd. pp
1-277.

. Das S, Lengweiler UD, Seebach D, Reusch RN (1997) Proof of a non-
proteinaceous calcium-selective channel in Escherichia coli by synthesis from (R)-3-
hydroxybutanoic acid and inorganic polyphosphate. Proc Natl Acad Sci U S A
94: 9075-9079.

. Kumble KD, Kornberg A (1995) Inorganic Polyphosphate in Mammalian Cells

and Tissues. J Biol Chem 270: 5818-5822.

Ruiz FA, Lea CR, Oldfield E, Docampo R (2004) Human Platelet Dense

Granules Contain Polyphosphate and Are Similar to Acidocalcisomes of

Bacteria and Unicellular Eukaryotes. J Biol Chem 279: 44250-44257.

Kornberg A (2008) Abundant Microbial Inorganic Polyphosphate, Poly P

Kinase Are Underappreciated. Microbe 3: 119-123.

Smith SA, Mutch NJ, Baskar D, Rohloff P, Docampo R, et al. (2006)

Polyphosphate modulates blood coagulation and fibrinolysis. Proc Natl Acad

Sci U S A 103: 903-908.

Leyhausen G, Lorenz B, Zhu H, Geurtsen W, Bohnensack R, et al. (1998)

Inorganic polyphosphates in human osteoblast-like cells. J Bone Miner Res 13:

803-812.

Beauvoit B, Rigoulet M, Guerin B, Canioni P (1989) Polyphosphates As A

Source of High-Energy Phosphates in Yeast Mitochondria - A 31P NMR-Study.

FEBS Lett 252: 17-21.

. Harold FM (1966) Inorganic Polyphosphates in Biology: Structure, Metabolism,
and Function. Bacteriol Rev 30: 772-794.

. Widra A (1959) Metachromatic granules of microorganisms. J Bacteriol 78:
664-670.

. Schultz HN, Schultz HD (2005) Large Sulfur Bacteria and the Formation of
Phosphorite. Science 307: 416-418.

. Omelon S, Grynpas MD (2008) Relationships between Polyphosphate
Chemistry, Biochemistry and Apatite Biomineralization. Chem Rev 108:
4694-4715.

. Brown BE (1982) The Form and Function of Metal-Containing ‘Granules’ in

Invertebrate Tissues. Biol Rev Camb Philos Soc 57: 621-667.

Ryall RL (2008) The future of stone research: rummagings in the attic, Randall’s

plaque, nanobacteria, and lessons from phylogeny. Urol Res 36: 77-97.

Lehninger AL, Rossi CS, Greenawalt JW (1963) Respiration-dependent

accumulation of inorganic phosphate and Ca++ by rat liver mitochondria.

Biochem Biophys Res Commun 10: 444-448.

Greenawalt JW, Rossi CS, Lehninger AL (1964) Effect of Active Accumulation

of Calcium and Phosphate Ions on the Structure of Rat Liver Mitochondria.

J Cell Biol 23: 21-38.

Shapiro IM, Greenspan JS (1969) Are Mitochondria Directly Involved in

Biological Mineralisation? Calcif Tissue Res 3: 100-102.

Lehninger AL (1970) Mitochondria and calcium ion transport. Biochem J 119:

129-138.

Bennett RM, Lehr JR, McCarty DJ (1975) Factors Affecting the Solubility of

Calcium Pyrophosphate Dihydrate Crystals. J Clin Invest 56: 1571-1579.

Hearn PR, Russell RGG (1980) Formation of calcium pyrophosphate crystals in

vitro: implications for calcium pyrophosphate crystal deposition disease

(pseudogout). Ann Rheum Dis 39: 222-227.

26.

27.

28.
29.

30.

36.

37.
38.

39.
40.
41.

42,

May 2009 | Volume 4 | Issue 5 | e5634



43.

44.

46.

47.

48.

52.

53.

54.

o
=

57.

58.

59.

60.

61.

62.

63.

64.

Landis W], Glimcher MJ (1982) Electron Optical and Analytical Observations of
Rat Growth Plate Cartilage Prepared by Ultracryomicrotomy: The Failure to
Detect a Mineral Phase in Matrix Vesicles and the Identification of
Heterodispersed Particles as the Initial Solid Phase of Calcium Phosphate
Deposited in the Extracellular Martrix. J Ultra Res 78: 227-268.

Martin JH, Matthews JL (1969) Mitochondrial Granules in Chondrocytes. Calcif
Tissue Res 3: 184-193.

. Boothroyd B (1964) The Problem of Demineralization in Thin Sections of Fully

Calcified Bone. J Cell Biol 20: 165-173.

Aaron JE (1978) Histological aspects of the relationship between vitamin D and
bone. In: Lawson DEM, ed. Vitamin D. New York: Academic Press. pp
201-265.

Landis WJ, Glimcher MJ (1978) Electron diffraction and electron probe
microanalysis of the mineral phase of bone tissue prepared by anhydrous
techniques. J Ultra Res 63: 188-223.

Landis W], Paine MC, Glimcher MJ (1977) Electron microscopic observations
of bone tissue prepared anhydrously in organic solvents. J Ultra Res 59: 1-30.

. Carter DH, Hatton PV, Aaron JE (1997) The ultrastructure of slam-frozen bone

mineral. Histochem J 29: 783-793.

. Hirschman A, McCabe DM (1969) Staining of Intracellular Granules in Fresh

Epiphyseal Cartilage by Cationic Dyes. Calcif Tissue Int 4: 260-268.

. Hirschman A (1967) Staining of Fresh Epiphyseal Cartilage with Toluidine Blue.

Histochemie 10: 369-375.

Robison R (1991) The possible significance of hexosephosphoric esters in
ossificaion. Clin Orthop Relat Res 267: 2-7.

Neuman WF, Neuman MW (1958) The Chemical Dynamics of Bone Mineral.
Chicago, IL: The University of Chicago Press. pp 1-209.

Millan JL (2006) Alkaline Phosphatases. Structure, substrate specificity and
functional relatedness to other members of a large superfamily of enzymes.
Purinergic Signal 2: 335-341.

. Anderson R (1989) Biology of disease: mechanism of mineral formation in bone.

Lab Invest 60: 320-330.

5. Aubin JE, Liu F (1996) The Osteoblast Lineage. In: Bilezikian JP, Raisz LG,

Rodan GA, eds. Principles of Bone Biology. Toronto: Academic Press. pp
51-67.

Heersche JNM, Tenenbaum HC, Tam CS, Bellows CG, Aubin JE (1990) The
Role of Cells in the Calcification Process. Bone Regulatory Factors: morphology,
biochemistry, physiology, and pharmacology. New York: Plenum Press. pp
69-78.

Mundy GR (1995) Bone Remodeling and Its Disorders. London: Martin Dunitz
Ltd.

Fortuna R, Anderson HC, Carty R, Sajdera SW (1979) Enzymatic
characterization of the chondrocytic alkaline phosphatase isolated from bovine
fetal epiphyseal cartilage. Biochim Biophys Acta 570: 291-302.

Fleisch H, Neuman WF (1961) Mechanisms of calcification: role of collagen,
polyphosphates, and phosphatase. Am J Physiol 200: 1296-1300.

Lorenz B, Schroder HC (2001) Mammalian intestinal alkaline phosphatase acts
as highly active exopolyphosphatase. Biochim Biophys Acta Protein Struct Mol
Enzymol 1547: 254-261.

Allan RA, Miller JJ (1980) Influence of S-aenosylmethionine on DAPI-induced
fluorescence of polyphosphate in the yeast vacuole. Can J Microbiol 26:
912-920.

Klauth P, Pallera SR, Vidaurre D, Ralfs C, Wendisch VF, et al. (2006)
Determination of soluble and granular inorganic polyphosphate in Corynbacterium
glutamicum. Appl Microbiol Biotechnol 72: 1099-1106.

Minkin C (1982) Bone acid phosphatse: tartrate-resistant acid phosphatases as a
marker of osteocalst function. Calcif Tissue Int 34: 285-290.

@ PLoS ONE | www.plosone.org

16

66.

67.

68.

69.

70.

71.

72.

73.

74.

76.

77.

78.

79.

80.

81.

Polyphosphates and Apatite

. Lynn WS, Brown RH (1963) Synthesis of Polyphosphate by Rat Liver

Mitochondria. Biochem Biophys Res Commun 11: 367-371.

Pestov NA, Kulakovskaya T, Kulaev I (2004) Inorganic polyphosphate in
mitochondria of Saccharomyces cerevisiae at phosphate limitation and phosphate
excess. FEMS Yeast Res 4: 643-648.

Baron R (1989) Molecular Mechanisms of Bone-Resorption by the Osteoclast.
Anat Rec 224: 317-324.

Ch’van CH (1931) Mitochondria in Osteoclasts. Anat Rec 49: 397-399.
Murshed M, Harmey D, Millan JL, McKee MD, Karsenty G (2005) Unique
coexpression in osteoblasts of broadly expressed genes accounts for the spatial
restriction of ECM mineralization to bone. Genes Dev 19: 1093-1104.
Shapiro IM, Boyde A (1984) Microdissection-elemental analysis of the
mineralizing growth cartilage of the normal and rachitic chick. Metab Bone
Dis Relat 5: 317-326.

Kashiwa HK, Komorous J (1970) Mineralized spherules in the cells and matrix
of calcifying cartilage from developing bone. Anat Rec 170: 119-128.
Arsenault AL, Ottensmeyer FP (1983) Quantitative spatial distributions of
calcium, phosphorus, and sulfur in calcifying epiphysis by high resolution
electron spectroscopic imaging. Proc Natl Acad Sci U S A 80: 1322-1326.
Leitao JM, Lorenz B, Bachinski N, Wilhelm C, Miiller WEG (1995) Osmotic-
stress-induced synthesis and degradation of inorganic polyphosphates in the alga
Phaeodactylum tricornutum. Mar Ecol -Prog Ser 121: 279-288.

Mullan A, Quinn JP, McGrath JW (2002) A nonradioactive method for the assay
of polyphosphate kinase activity and its application in the study of polyphosphate
metabolism in Burkholderia cepacia. Anal Biochem 308: 294-299.

. Van Wazer JR (1950) Structure and Properties of the Condensed Phosphates.

IIT. Solubility Fractionation and Other Solubility Studies. J] Am Chem Soc 72:
647-655.

Aschar-Sobbi R, Abramov AY, Diao CT, Kargacin ME, Kargacin GJ, et al.
(2008) High Sensitivity, Quantitative Measurements of Polyphosphate Using a
New DAPI-Based Approach. J Fluorescence 18: 859-866.

McCullough JF, Van Wazer JR, Griffith EJ (1956) Structure and Properties of
the Condensed Phosphates. XI. Hydrolytic Degredation of Graham’s Salt. ] Am
Chem Soc 78: 4528-4533.

Neu TR, Kuhlicke U, Lawrence JR (2002) Assessment of Fluorochormes for
Two-Photon Laser Scanning Microscopy of Biofilms. Appl Environ Microbiol
68: 901-909.

Lorenz B, Miiller WEG, Kulaev IS, Schroder HC (1994) Purification and
Characterization of an Exopolyphosphatase from Saccharomyces cerevisiac®*. J Biol
Chem 269: 22198-22204.

Omelon S, Grynpas MD (2007) A nonradioactive method for detecting
phosphates and polyphosphates separated by PAGE. Electrophoresis 28.
Michelmore A, Gong W, Jenkins P, Ralston J (2000) The interaction of linear
polyphosphates with titanium dioxide surfaces. Phys Chem Chem Phys 2:
2985-2992.

Schwarzenbach G (1955) The Complexones and their Analytical Application.
Analyst 80: 713-729.

. Tomson MB, Barone JP, Nancollas GH (1977) Precise Calcium Phosphate

Determination. At Absorpt Newsl 16: 177-178.

. Huffman EO, Fleming JD (1960) Calcium polyphosphate - Rate and mechanism

of its hydrolytic degradation. ] Am Chem Soc 64: 240-244.

. LeGeros RZ (1991) Calcium Phosphates in Oral Biology and Medicine;

Myers HM, ed. New York: Karger.

. Ebrahimpour A (1990) Kinetics of Dissolution, Growth and Transformation of

Calcium Salts and the Development of Spectroscopic and Dual Constant
Composition Methods. Buffalo: State University of New York at Buffalo.

May 2009 | Volume 4 | Issue 5 | e5634



