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Abstract: Synthetic materials based on calcium phosphate (CaP) are frequently used as bone graft
substitutes when natural bone grafts are not available or not suitable. Chemical similarity to
bone guarantees the biocompatibility of synthetic CaP materials, whereas macroporosity enables
their integration into the natural bone tissue. To restore optimum mechanical performance after
the grafting procedure, gradual resorption of CaP implants and simultaneous replacement by
natural bone is desirable. Mg and Sr ions released from implants support osteointegration by
stimulating bone formation. Furthermore, Sr ions counteract osteoporotic bone loss and reduce
the probability of related fractures. The present study aimed at developing porous Ca carbonate
biominerals into novel CaP-based, bioactive bone implant materials. Macroporous Ca carbonate
biominerals, specifically skeletons of corals (aragonite) and sea urchins (Mg-substituted calcite),
were hydrothermally converted into pseudomorphic CaP materials with their natural porosity
preserved. Sr ions were introduced to the mineral replacement reactions by temporarily stabilizing
them in the hydrothermal phosphate solutions as Sr-EDTA complexes. In this reaction system, Na,
Mg, and Sr ions favored the formation of correspondingly substituted β-tricalcium phosphate over
hydroxyapatite. Upon dissolution, the incorporated functional ions became released, endowing these
CaP materials with bioactive and potentially osteoporotic properties.
Keywords: bone graft substitute materials; porous calcium phosphate; coralline hydroxyapatite;
phosphatized sea urchin spines; resorbable implant materials; bioactive implant materials;
magnesium; strontium

1. Introduction
Annually, more than two million bone graft procedures are performed worldwide [1]. The main
objective is the repair of bone defects caused by trauma or tumor resection. Although considered to
be the ideal implant material, autografts of cancellous bone are sometimes not available in sufficient
quantity, and harvesting has its own potential complications. Blood loss and additional pain, as well
as the risk of infection and donor site instability, may retard patient recovery [2–6].
To avoid the drawbacks of autografts, there is a critical need for biocompatible materials for
bone graft substitutions with sufficient mechanical strength that become resorbed through the natural
bone remodeling process after fulfilling their initial function of bridging and stabilizing the defect [7].
Synthetic materials that most closely resemble the properties and composition of human bone are
based on Ca phosphate (CaP) [8,9]. The mineral component of bone consists of hydroxyapatite that
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contains impurities, according to the generalized chemical formula Ca5 (PO4 ,CO3 )3 (OH,F,Cl,CO3 ) with
variable contents [10]. Additionally, bone contains 0.5 wt % Na, 0.25 wt % Mg, and 0.02 wt % Sr
(among others) as impurities [11,12] that substitute for Ca.
CaP materials generally show excellent biocompatibility, osteoconductive properties, and the
capability to bond directly to newly formed bone tissue [13,14]. Although similar to the mineral
content of human bone, pure hydroxyapatite (HA, Ca5 (PO4 )3 OH) implants give unsatisfactory
results in clinical applications because they show no osteoinductive ability [15–19]. Whereas pure
HA implant materials are capable of forming direct interfacial bonds with the host tissue [20],
they are only very slowly degradable, thus impeding resorption through the natural bone remodeling
process [21]. In a comparative study, pure β-tricalcium phosphate (β-TCP, Ca3 (PO4 )2 ) combined
with bone marrow aspirate gave better results than HA material, and its performance came closest
to autografts [18]. However, β-TCP resorption is rather too fast, leading to mechanical instability
of the implant site [22,23]. As β-TCP is far more resorbable than HA [24], degradation rates of
biphasic mixtures can be adjusted to the rate of new bone formation [25]. Biphasic Ca phosphate (BCP)
materials offer good osteoconduction and osteointegration, as proven by bone formation within pores
after a few months [26–28]. Bone regeneration is favored by interconnected macropores, which also
promotes the biological fixation of the implant [29–36]. Ultraporous BCP scaffolds with macro-, meso-,
and microporosity have shown particularly good results, attracting cells and nutrients by capillary
force [37].
Besides porous Ca phosphate bioceramics [9] and bioglass [38,39], alternative materials are based
on bovine bone [40,41] or derived from coral skeletons [42] (originally consisting of aragonite, CaCO3 ),
which exhibit natural macroporosities. Coral-derived materials are prepared by conversion of the
original Ca carbonate materials into HA via pseudomorphic mineral replacement in a hydrothermal
phosphate solution [43,44], a process that preserves the macroporosity of the original materials.
Similar to bone, these coralline HA products contain minor impurities of Sr and Mg ions, as well as
carbonate [45] inherent to the precursor materials. However, due to the lack of resorbability of these
HA scaffolds, their applicability as bone graft substitutes is limited until further developments improve
the currently existing materials [46]. The solubility of HA can be modified through incorporation
of impurity ions [47]. In HA, virtually all ions—Ca as well as phosphate and hydroxyl ions—can
be substituted. Carbonate may substitute for phosphate or hydroxyl ions [48]. Incorporation of Mg
instead of Ca ions destabilizes the crystal structure of HA: However, this can partly be compensated
for by substitution of carbonate ions for phosphate or hydroxyl ions [49].
As a promising alternative to coralline HA, sea urchin-derived material (originally consisting of
calcite (CaCO3 ), with Ca ions partially substituted by Mg ions) has been tested for bone implants [50].
The phosphatized material consisted mainly of resorbable Mg- and carbonate-substituted β-TCP [50–52].
The structure of β-TCP was able to accommodate up to 14–24 mol % Mg ions substituting for Ca
ions [53,54]. Therefore, substantial amounts of Mg in the reaction system favored the formation of
β-TCP over HA [50–52].
Mg has regulatory functions in the biological process of bone mineral formation. A lack of Mg
reduces the activity of osteoblasts and osteoclasts and may cease bone growth [55]. Mg-containing Ca
phosphate as an implant enhances the adhesion, proliferation, and metabolic activity of osteoblast-like
cells [56].
Sr ions stimulate bone formation and inhibit bone resorption, as shown in vitro and in vivo [57,58].
Sr ions promote the formation of new bone by enhancing proliferation of mesenchymal stem cells
and osteoblast progenitor cells as well as their differentiation into osteoblasts, which form new bone
substance at a higher rate [57,59,60]. Bone resorption is retarded by inhibiting the maturation of
osteoclast precursor cells and by inducing apoptosis (cell death) in mature osteoclasts [60–62]. In this
way, bone mineral density is significantly increased and the risk of osteoporosis-related fractures is
decreased [63,64]. Sr-containing bone implants and bone cements can be modified to constantly release
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Sr ions while they are resorbed [65,66] and thereby act as local anti-osteoporotic drug dispensers.
These positive effects of ion substitutions can be combined by co-substitution of different ions [55,65].
The present study was aimed at developing phosphatized Ca carbonate biominerals (PCCB)
toward resorbable, bioactive, and antiosteoporotic bone graft substitute materials by the incorporation
of Mg and Sr ions. Successfully modified PCCB materials could turn out to be excellent implant
materials as an alternative to bioactive CaP ceramics or bioglass by taking advantage of the natural
porosity of the starting materials and employing a hydrothermal preparation procedure without the
need for high-temperature equipment.
2. Results and Discussion
2.1. Starting Material
The starting materials bore interconnected pore systems. In the case of the coral skeleton, the pores
were about 100–150 µm in diameter (Figure 1a), and the trabecular material showed a polycrystalline,
fibrous internal microstructure (Figure 1b). Chemical and structural characterization by means
of energy-dispersive X-ray spectroscopy (EDS) and XRD confirmed the coral material to consist
of Ca carbonate (Figure 1c) with the crystal structure of polymorph aragonite (PDF 00-041-1475)
(Figure 1d). In comparison, the sea urchin spines contained smaller pores about 20–50 µm in
diameter (Figure 1e), and the internal structure of the trabeculae appeared massive in the SEM
image (Figure 1f). The material consisted of Mg-bearing Ca carbonate (Figure 1g) with the crystal
structure of a polymorph calcite but with a slight shift to larger diffraction angles (i.e., smaller spacing
in the crystal lattice) (PDF 00-043-0697) (Figure 1h). From the differences between theoretical massive
sample weights (calculated from measured sample dimensions and material densities) and the actual
sample weights, the overall porosities were estimated. These calculations were based on aragonite
having a density of dara = 2.93 g/cm3 and on sea urchin calcite having an approximate chemical
formula of Ca0.9 Mg0.1 CO3 [52] and hence a density of dMg-cal = 2.75 g/cm3 (derived from Althoff [67]).
The resulting porosities were about 69.4% ± 0.6% for the coral and about 63.4% ± 1.2% for the sea
urchin material.
2.2. Hydrothermal Treatment in Pure Water
In a coral sample subjected to hydrothermal treatment in demineralized water at 200 ◦ C for
7 days, the morphology of the sample and the macroporosity were largely preserved (Figure S1a),
and the internal microstructure of crystal fibers remained intact (Figure S1b). Phase quantification
based on the XRD pattern showed that the original aragonite remained the dominant phase (95 wt %),
whereas a replacement reaction produced the calcite polymorph of CaCO3 as a minor phase (5 wt %;
Figure S1c; XRD raw data S3: C30). The resulting material appeared slightly more brittle than the
original coralline aragonite.
Aragonite, as a metastable polymorph of Ca carbonate, was replaced via a dissolution in the
hydrothermal water coupled with immediate reprecipitation of the ions as the thermodynamically
stable polymorph calcite [68], which involved an increase in molar volume by about 8.0% (disregarding
the solubility of calcite in the hydrothermal fluid). Increasing the volume at the reaction front (in a
confined space) created stress in the bulk of the material, which may have induced fractures [68] and
increased the brittleness of the calcite pseudomorph produced.
In the case of Mg calcite from sea urchin spines, hydrothermal treatment with demineralized
water did not change the morphology, the internal microstructure, the mineral phase, or the
mechanical properties.
2.3. Hydrothermal Phosphatization of Coral Skeletons
After hydrothermal treatment of coral samples in a phosphate solution, the outer shape of
the sample as well as the internal morphology of the pore system was preserved (Figure 2a),
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whereas the fibrous microstructure was partially changed into a microcrystalline and microporous,
but pseudomorphic, material (Figure 2b). The native aragonite of the coral was partly converted into
Na- and carbonate-bearing Ca phosphate (Figure 2c) with the crystal structure of HA (Figure 2d).
The material consisted of about 50 wt % native aragonite and the newly formed phases of calcite
(5 wt %) and HA (45 wt %). After phosphatization, the material was considerably more brittle than the
original coralline aragonite.
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Figure 1. Characterization of the starting materials. (a) Porous skeleton of the coral Porites sp.
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hydrothermal phosphate solution). The volume reduction allowed for a microporosity to form that
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HA [69], involving a decrease in volume by about 6.9% (disregarding the solubility of the HA in the
hydrothermal phosphate solution). The volume reduction allowed for a microporosity to form that
enabled the diffusive ion exchange between the bulk solution and the fluid phase at the reaction front
that is necessary for the replacement reaction to continue [70]. The reaction occurred according to the
following simplified equation:
9 CaCO3 + Na+ + 5 HPO4 2− + 3 H2 O ⇒ Ca9 Na(PO4 )5 (CO3 )(OH)2 + 8 HCO3 − + OH−.

(1)

Phosphatized coral skeletons (also termed coralline HA) as bone graft substitute materials
have been found to be biocompatible, osteoconductive, and osteointegrative due to their bone-like
chemical composition and their porous structure. However, these HA materials are brittle and have
to be regarded as (almost) non-resorbable, permanent implants, which restricts their application to
well-contained, non-load-bearing applications [46].
However, conversion of the original coral material from aragonite into HA was only partially
achieved under the conditions applied. Upon application as bone graft substitute material, the original
aragonite became resorbed faster than HA [71]. Hence, residual aragonite could enhance the
resorbability of coralline HA implants [72]. Furthermore, the coralline HA materials produced were
found to be more brittle than the original coral materials, presumably due to microstructural alterations
and the development of microporosity during conversion. Furthermore, the native coral material
contained an organic matrix (about 0.8 wt %) consisting mainly of sulphated polysaccharides intimately
associated with the aragonite fibers [73]. The organic matrix probably reduced the brittleness of the
native material. During phosphatization by mineral replacement, the organic matrix was assumed
to become dissociated from the mineral phase and was removed from the material at least partly.
Compressive strengths previously reported for native Porites coral skeletons were in the range of
14.1 MPa (dry) and 9.7 MPa (wet), whereas those of completely phosphatized coralline HA were
significantly lower at 5.7 MPa (dry) and 2.6 (wet) [74]. The mechanical robustness of coralline HA
materials may, therefore, benefit from some residual Ca carbonate as well. However, residual organic
contents may increase the risk of immune reactions.
2.4. Hydrothermal Phosphatization of Sea Urchin Spines
Initially, it was also intended to incorporate Mg ions into the coral material during the process
of phosphatization. For this purpose, Mg ions were supposed to be temporarily stabilized in the
phosphate solution by forming complexes with EDTA. However, this approach was not successful
because Mg ions could not be stabilized in sufficient amounts in this way.
As an alternative route to producing an Mg-doped CaP material with natural, pervasive porosity
through hydrothermal treatment, sea urchin spines consisting of Mg calcite were employed instead of
the coral skeleton.
Hydrothermal phosphatization of sea urchin spines resulted in a pseudomorphic sample
(Figure 3a) with natural porosity preserved and a microcrystalline and microporous internal structure
of the material (Figure 3b), largely similar to the coral-derived material. However, in contrast to the
phosphatized coral material, the phosphatized sea urchin sample contained substantial amounts of
Mg (Figure 3c). In this case, the material consisted mainly of the mineral merrillite (Ca9 NaMg(PO4 )7 )
(40 wt %), corresponding to PDF 01-076-8368 (structurally similar to β-TCP), combined with minor
amounts of HA (25 wt %) and residual Mg calcite (35 wt %) (Figure 3d). During preparation of the
phosphatized samples for analysis, it was conspicuous that the sea urchin-derived material was much
less brittle than the coral-derived material.
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Upon dissolution of Mg calcite in Na phosphate solution and coupled CaP precipitation, Mg ions
released together with Ca ions shifted the reaction equilibrium from HA toward a β-TCP type of
precipitate: β-TCP could readily accommodate considerable concentrations of Na and Mg ions in its
crystal structure, forming the mineral merrillite. The conversion of Mg calcite into merrillite involved
a volume reduction by 3.3% (disregarding additional loss of volume due to the solubility of merrillite
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in the hydrothermal solution). Conversion of Mg calcite into the minor product phase HA involved a
decrease in volume by 11.0%. Taking into account the ratio by which merrillite and HA were produced,
an effective volume reduction by 6.2% could be calculated for the biphasic product material. Hence,
sufficient porosity could form to enable ion transport from the bulk solution to the reaction front and
vice versa, allowing the replacement reaction to continue. The replacement of Mg calcite by merrillite
occurred according to the following simplified reaction equation:
Ca9 Mg(CO3 )10 + Na+ + 7 HPO4 2− + 3 H2 O ⇒ Ca9 NaMg(PO4 )7 + 10 HCO3 − + 3 OH−.

(2)

When applied as bone graft substitutes, similar sea urchin-derived materials were found to be
biocompatible, and new bone was formed inside the pores progressively from the outside to the center
of the implant [48]. Due to the expected resorbability of sea urchin-derived biphasic scaffolds of
merrillite and HA, the minimum pore size of 100 µm, recommended for bone replacement materials,
was not necessarily a critical limitation here [35].
Compared to the coral-based material, the material based on sea urchin spines of the species
Heterocentrotus mamillatus were much less brittle and, in previous reports, scored considerably higher in
compressive strength, with 42–49 MPa for the native Mg calcite (dry) [50,75] and 23 MPa for completely
phosphatized material (dry) [50]. Sea urchin calcite contains less than 0.1 wt % organic substances
(glycoproteins), which are intimately associated with the mineral phase as well [76]. This organic matrix
induces a certain flexibility of the otherwise brittle calcite material. Here as well, the phosphatization by
hydrothermal mineral replacement dislocated the organic matrix from the mineral phase and probably
removed it from the material at least partly. The reduced strength of the phosphatized material was
probably caused by the microcrystalline internal structure and the microporosity of the pseudomorphic
material produced together with the loss of the strengthening effect of the organic matrix. Here, again,
an incomplete conversion of Mg calcite into phosphate materials may preserve a higher compressive
strength, which would be advantageous for an implant material. Although a risk of immune reactions
due to the presence of residual organic matrix cannot be excluded, the concentration of these remains
is expected to be very low.
Most previous studies utilized hydrothermal solutions of diammonium hydrogen phosphate
to accomplish phosphatization. However, upon phosphatization of Mg-bearing carbonate minerals
in ammonium-containing solutions, the formation of large, platelet-shaped crystals of dittmarite
((NH4 )Mg(PO4 )3 OH) as a minor phase was discovered [77]. For avoiding potentially adverse effects of
such crystals on the mechanical properties of the sea urchin-derived materials, the use of hydrothermal
solutions of disodium hydrogen phosphate, inducing the formation of microcrystalline merrillite,
could be advantageous.
2.5. Modification with Strontium Ions
To effect an incorporation of Sr ions into the material during its hydrothermal conversion in
phosphate solution, these solutions were prepared with Sr ions as dissolved Sr-EDTA complexes,
which prevented the immediate precipitation of an Sr phosphate phase.
Similar to the phosphatization without Sr ions, the conversion produced a pseudomorph of the
original aragonitic coral skeleton (Figure 4a), with a microcrystalline internal structure (Figure 4b).
However, as an additional feature, the surface was covered with a thin layer of aggregated, platelet-shaped
microcrystals with significantly higher density than the bulk material, as can be seen in the scanning
electron microscopy-backscatter electron (SEM-BSE) images (Figure 4b with inset). EDS confirmed the
surface layer to consist of an Sr-CaP with a high Sr content (Figure 4c), whereas the bulk material was
composed of CaP with only small amounts of Na and Sr incorporated (Figure 4d). According to an
XRD analysis, the material consisted of residual aragonite and pseudomorphic HA as the dominant
phases, combined with a minor phase of Sr-substituted β-TCP [78] ((Ca,Sr)3 (PO4 )2 ) (Figure 4e),
which presumably formed the surface layer. The Sr content of Sr-β-TCP may vary, but based on
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Figure 4. Phosphatized and Sr-modified coral skeleton. (a) Aragonite skeleton partly converted into
pseudomorphic phosphate material (SEM-BSE); (b) a fractured trabecula showing the microcrystalline
structure of the phosphate material in the interior (darker shading) and a surface layer of small crystals
(see inset) with heavier elements (lighter shading) (SEM-BSE); (c) chemical composition of the surface
material (EDS); (d) chemical composition of the phosphatized bulk material (EDS); (e) crystalline
phases contained in the partly phosphatized and Sr-modified coral material, identified using XRD
(aragonite (PDF 00-041-1475), hydroxyapatite (PDF 00-009-0432), Sr-substituted β-TCP [78]); XRD raw
data S6: C32.
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Sea urchin Mg calcite was pseudomorphically replaced in Sr-EDTA-containing phosphate solution
as well (Figure 5a). The interior of the material was microcrystalline with a secondary microporosity,
whereas the surfaces were smooth but studded with rose-shaped aggregates of small, platelet-shaped
crystals (Figure 5a,b). EDS analysis revealed the rose-shaped surface aggregates to consist of Sr-rich
CaP containing low concentrations of Na (Figure 5c). Corresponding analysis of the pseudomorphic
CaP of the bulk material demonstrated a different composition with only low concentrations of Sr ions,
but with substantial amounts of Na and Mg ions (Figure 5d). Identification of crystalline phases via
XRD yielded merrillite as the dominant phase, considerably less but still significant amounts of HA,
and a minor residue of the original Mg calcite (Figure 5e). The rose-shaped aggregates presumably
consisted of Sr-β-TCP and represented structures analogous to the surface layers of the corresponding
coral material (Figure 4). However, no Sr-β-TCP was identified in Figure 5e, probably due to its
structural similarity to the dominant merrillite phase and the relatively small amount of Sr-rich,
rose-shaped aggregates.
For incorporation of Sr ions into the materials during phosphatization, these ions had to be
stabilized in the hydrothermal phosphate solutions as Sr-EDTA complexes to become reagents in
the mineral replacement reaction. EDTA complex stabilities differ for different cations: Ca2+ >
Mg2+ > Sr2+ >> Na+ [79]. At the surface of the dissolving Ca carbonate scaffolds, it was hence
to be expected that released Ca ions competed with Sr ions for EDTA complexation sites, causing
the release of Sr ions. Additionally, Sr ions were presumably released from EDTA due to other
causes: (i) Hydrogen phosphate ions in solution competed directly with EDTA for binding Sr ions,
(ii) Sr-EDTA as a polycarboxylate adsorbed on Ca carbonate surfaces [80], and (iii) EDTA became
thermally decomposed [81].
These processes of transport and release of Sr ions by EDTA led to their precipitation with
phosphate ions, mostly not as Sr-substituted HA, but as Sr-β-TCP at the surfaces of the materials
(Figures 4 and 5). A portion of the Sr ions, however, remained mobile throughout the entire reaction
time or became remobilized and transported through the newly formed micropores to precipitate at
the reaction front, whereas mineral replacement advanced toward the bulk of the material.
Sr-modified coralline HA prepared by hydrothermal mineral replacement was already described
in an earlier study [82]. However, in contrast to our approach of simultaneous phosphatization and
Sr modification in a single preparation step, the former protocol required a separate hydrothermal
treatment for Sr modification subsequent to the phosphatization. Unfortunately, the distribution of Sr
in the material was not recorded in that study.
2.6. Dissolution and Release of Ions
The benefits of Mg and Sr ions as constituents of bone graft substitute materials came into effect
upon their dissolution in the body fluid after the implant surgery. As an experimental approach to this
process, phosphatized and Sr-modified samples of coral and sea urchin material were held in Ringer’s
solution at body temperature. The solutions resulting from these experiments as well as a sample
of the pristine solvent (sample Ringer) were analyzed using atomic absorption spectroscopy (AAS)
(Table 1).
Table 1. Ion concentrations determined using atomic absorption spectroscopy (AAS) after material
dissolution in Ringer’s solution at 37 ◦ C for 24 h and 72 h.
Sample

Reaction Time

Mg2+ (mg/L)

Sr2+ (mg/L)

C32
C32
SU24
SU24
Ringer

24 h
72 h
24 h
72 h
-

0.14
0.1
0.16
0.19
0.1

1.2
1.3
0.31
0.32
<0.08 1

1

Detection limit.
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The concentrations of dissolved Mg ions were generally low, between 0.1 and 0.2 mg/L. Coral-derived
samples released (almost) no Mg ions, as became clear in comparison to the corresponding control
measurement for impurities in pristine Ringer’s solution. The sea urchin-derived material, however,
clearly released some additional Mg ions into the solution. The measured concentrations of Sr ions
in solution were considerably higher for both sample types, with the Sr concentrations of Sr ions
released from the coral-derived material being four times as high compared to the sea urchin-derived
material. In the pristine solvent, concentrations of Sr ions were below the detection limit. In general,
the concentrations of the ions determined hardly showed any discernible increase during the reaction
time between 24 h and 72 h in Ringer’s solution, presumably indicating that the solutions became
nearly saturated with respect to the relevant substances within 24 h.
The incorporation of Mg and Sr ions into the materials was intended as a functionalization for
bioactivity and antibacterial effect upon implantation. For sea urchin-derived materials, the concentrations
of Mg ions released upon dissolution in Ringer’s solution were within a range previously found to be
advantageous for osteoblast-like cell proliferation [83]. For both coral and sea urchin-derived materials,
the concentrations of the released Sr ions were on the low side of the range beneficial for proliferation of
mesenchymal stem cells and osteogenic differentiation [66]. A combination of Mg and Sr ions released
into the solution, as in the case of our sea urchin material, reduces the respective concentrations
necessary for a beneficial effect on cell proliferation [65]. Therefore, the biomineral-based materials
produced here hold potential for an application as bioactive bone graft substitute materials. These new
materials may be on a par with existing fully synthetic materials, such as CaP ceramics or bioglasses,
and could turn out as worthwhile alternatives. The actual performance of these modified PCCB
materials in an implant situation remains, however, to be tested.
3. Materials and Methods
3.1. Starting Materials
Two different Ca carbonate biomineral structures with open porosity were chosen as starting
materials for this study, a coral skeleton and sea urchin spines. In the first case, the basal skeleton
of the scleractinian coral Porites sp. was used. The material was cut to produce rectangular samples
with sizes of about 0.6–0.8 cm3 and weights of about 0.5–0.7 g. In the second case, spines of the sea
urchin Heterocentrotus mamillatus were cut into discs about 10.2–10.6 mm in diameter and 5.6–6.1 mm in
thickness (about 0.5 cm3 and 0.5 g). Subsequently, all samples were ultrasonically cleaned in deionized
water to remove debris from the pores and, after drying on tissues, held in hydrogen peroxide
solution (H2 O2 10%) for three days to remove organic material from the mineral surfaces. Afterwards,
the samples were thoroughly rinsed with deionized water and dried on tissues. Samples were weighed,
and their individual dimensions were measured using a micrometer gauge. The porosities of the
samples were estimated from the differences between their actual weights and the weights calculated
for the samples assuming massive materials.
3.2. Hydrothermal Treatment
In a basic set of experiments, samples were subjected to hydrothermal treatment with either
pure deionized water or solutions of Na2 HPO4 · 2 H2 O (1.0 mol/L) prepared with deionized water
preheated to 60 ◦ C. For phosphatization of the materials, each sample was placed in 35 mL solution
in a TeflonTM -lined autoclave (steel bomb, 125 mL volume; Parr Instrument, Frankfurt, Germany)
preheated to 60 ◦ C and then held at 200 ◦ C for 168 h.
Additional experiments were conducted with modified hydrothermal solutions to implement Sr
ion incorporation into the material simultaneously to the phosphatization process. These solutions were
prepared by first dissolving ethylenediaminetetraacetic acid disodium salt dihydrate (Na2 EDTA·2 H2 O;
0.2 mol/L) in deionized water preheated to 60 ◦ C, followed by SrCl2 ·6 H2 O (0.1 mol/L) and stirring
for 10 min before Na2 HPO4 ·2 H2 O (1.0 mol/L) was slowly added. The solution was clear without any
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precipitate or turbidity when poured into the preheated autoclaves together with the samples (35 mL
solution and 1 sample per autoclave). Similarly to the basic experiments, samples were held in this
Sr-containing solution at 200 ◦ C for 168 h.
After cooling down to about 60 ◦ C, the resulting samples were extracted from the solution,
thoroughly washed in deionized water, and dried on a tissue that absorbed the fluid from the pores to
avoid precipitation by evaporation as much as possible.
3.3. Sample Characterization
Samples were cleaved with a steel blade to expose fresh fracture surfaces of the material for
characterization with scanning electron microscopy (SEM; FEI ESEM Quanta 200 FEG, ThermoFisher
Scientific, Hillsboro, OR, USA) at 12.5 kV accelerating voltage for imaging their morphology
and material contrasts in backscatter electron (BSE) imaging mode. Additionally, SEM-integrated
energy-dispersive X-ray spectroscopy (EDS; EDAX, Mahwah, NJ, USA) was applied for determining
the chemical compositions of the sample materials. For these applications, carbon tabs were used to
mount cleaved samples onto aluminum stubs before, in most cases, samples were carbon-coated for
electron conductivity. Here, the SEM was operated in high-vacuum mode.
Selected samples were ground to powder in an agate mortar prior to identification of the crystalline
phases by X-ray diffraction (XRD; Siemens D5000, Bruker, Billerica, MA, USA: samples C3, C14, SU1,
SU3; D8, Bruker, Billerica, MA, USA: samples C30, C32, SU24; raw data: see Supplementary Materials)
in Bragg-Brentano geometry using CuKα radiation. In the Siemens D5000 instrument, the goniometer
caused a shift of +0.26◦ in the measured angles 2θ of the raw data. The respective data were corrected
for graphical representation. Quantification of crystalline phases contained in the samples was
achieved by refinement of the corresponding XRD patterns using the computer program Profex,
version 3.11.1 [84].
3.4. Cation Release upon Dissolution
Sr-modified samples were investigated for the release of cations upon their reaction with Ringer’s
solution, an aqueous solution containing NaCl (8.6 g/L), KCl (0.3 g/L), and CaCl2 · 2 H2 O (0.33 g/L)
at pH 7.4 (isotonic in relation to body fluids). Cleaved samples of about 50 mg were held in 20 mL of
Ringer’s solution at 37 ◦ C for 24 h and 72 h. A sample of pure Ringer’s solution served as a control.
Resulting solutions were analyzed for Mg and Sr ions using flame atomic absorption spectroscopy
(AAS; contrAA 300, Analytik Jena, Jena, Germany). Detection limits were 0.01 mg/L for Mg2+ and
0.08 mg/L for Sr2+ .
4. Conclusions
The presented study demonstrates the development of porous phosphatized Ca carbonate
biominerals, specifically coral- and sea urchin-derived CaP scaffolds, into bioactive bone graft
substitute materials with advanced functionality through the incorporation of Mg and Sr ions. The use
of Mg-bearing sea urchin calcite as starting materials instead of the more commonly used coralline
aragonite skeletons offered an effective way of introducing Mg ions to the hydrothermal mineral
replacement reaction in a phosphate solution. These Mg ions shifted the equilibrium of the resulting
CaP phases from nonresorbable HA toward merrillite (Na-Mg-β-TCP), which is resorbable as an
implant. Upon resorption, the release of Mg ions is known to stimulate the formation of new bone tissue.
An approach of EDTA-aided stabilization and transport of Sr ions in the hydrothermal phosphate
solution allowed for the incorporation of these cations into the pseudomorphic CaP scaffolds as
Sr-substituted β-TCP during the replacement of the original Ca carbonate material. Upon implantation
and resorption of the materials, the release of Sr ions is expected to enhance the formation of dense
bone tissue. In conclusion, the conventional coralline HA was improved by the incorporation of
bioactive Sr ions, and equivalent sea urchin-derived CaP was developed as a promising alternative
material. The sea urchin-derived material showed potential for better resorbability and performance
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than the coral-derived materials based on their different composition and additional release of Mg
ions. With respect to potential adverse effects of residual organic matrices from the native biominerals,
the sea urchin-derived material with very little organic content in the starting material seems to
be the better choice. This fundamental study may be the basis for producing or developing new
biomineral-derived implant materials as alternatives for CaP ceramics and bioglasses.
In future research on phosphatized Ca carbonate biominerals, the actual contents of residual
organic substances should be analyzed, and the performance of these materials as implants remains
to be tested in model systems. For further development, additional modifications of these materials
could take them even further toward multifunctional implants. For example, in a second part of the
study presented here, the materials discussed will be additionally functionalized with Ag ions for an
antibacterial effect that may reduce the risk of perisurgical wound infections [85].
Supplementary Materials: The following are available online at http://www.mdpi.com/2079-4983/9/4/69/s1,
Figure S1: Coral skeleton held in deionized water at 200 ◦ C for 168 h; XRD raw data S1: C14; XRD raw data S2:
SU1; XRD raw data S3: C30; XRD raw data S4: C3; XRD raw data S5: SU3; XRD raw data S6: C32; XRD raw
data S7: SU24.
Author Contributions: I.S. designed the research, performed experiments and material characterization, validated
results, visualized data, wrote the manuscript, and assisted in the acquisition of funding; C.L. performed
experiments and assisted in material characterization; H.-J.K. acquired funding, provided resources, supervised
the investigation, and reviewed the original draft of the manuscript.
Funding: This work was supported by the German Research Foundation (DFG, Bonn, Germany) (grant number
KL 615/25-1).
Conflicts of Interest: The authors declare no conflict of interest. The founding sponsors had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or in the
decision to publish the results.

References
1.

2.
3.
4.
5.
6.
7.
8.
9.
10.
11.
12.

Lewandrowski, K.U.; Gresser, J.D.; Wise, D.L.; Trantolo, D.J. Bioresorbable bone graft substitutes of
different osteoconductivities: A histologic evaluation of osteointegration of poly(propylene glycol-co-fumaric
acid)-based cement implants in rats. Biomaterials 2000, 21, 757–764. [CrossRef]
Seiler, J.G., 3rd; Johnson, J. Iliac crest autogenous bone grafting: Donor site complications. J. South. Orthopaed.
Assoc. 2000, 9, 91–97.
Goulet, J.A.; Senunas, L.E.; DeSilva, G.L.; Greenfield, M. Autogenous iliac crest bone graft—Complications
and functional assessment. Clin. Orthop. Relat. Res. 1997, 339, 76–81. [CrossRef]
Banwart, J.C.; Asher, M.A.; Hassanein, R.S. Iliac crest bone-graft harvest donor site morbidity—A statistical
evaluation. Spine 1995, 20, 1055–1060. [CrossRef] [PubMed]
Hu, R.W.; Bohlman, H.H. Fracture at the iliac bone-graft harvest site after fusion of the spine. Clin. Orthop.
Relat. Res. 1994, 309, 208–213.
Turner, J.A.; Ersek, M.; Herron, L.; Haselkorn, J.; Kent, D.; Ciol, M.A.; Deyo, R. Patient outcomes after lumbar
spinal fusions. JAMA-J. Am. Med. Assoc. 1992, 268, 907–911. [CrossRef]
Epple, M. Biomaterialien und Biomineralisation—Eine Einführung für Naturwissenschaftler, Mediziner und
Ingenieure; Teubner: Wiesbaden, Germany, 2003; p. 162.
LeGeros, R.Z. Calcium Phophate-Based Osteoinductive Materials. Chem. Rev. 2008, 108, 4742–4753. [CrossRef]
[PubMed]
Dorozhkin, S.V. Bioceramics of calcium orthophosphates. Biomaterials 2010, 31, 1465–1485. [CrossRef]
Skinner, H.C.W.; Jahren, A.H. Biomineralization. In Treaties on Geochemistry; Schlesinger, W.H., Holland, H.D.,
Turekian, K.K., Eds.; Elsevier: Amsterdam, The Netherlands, 2003; Volume 8, Chapter 8.04, pp. 117–184.
Yoshinaga, J.; Suzuki, T.; Morita, M.; Hayakawa, M. Trace elements in ribs of elderly people and elemental
variation in the presence of chronic diseases. Sci. Total Environ. 1995, 162, 239–252. [CrossRef]
Zaichick, V.; Zaichick, S.; Karandashev, V.; Nosenko, S. The effect of age and gender on Al, B, Ba, Ca, Cu, Fe,
K, Li, Mg, Mn, Na, P, S, Sr, V, and Zn contents in rib bone of healthy humans. Biol. Trace Elem. Res. 2009, 129,
107–115. [CrossRef]

J. Funct. Biomater. 2018, 9, 69

13.
14.
15.

16.
17.
18.

19.
20.
21.
22.
23.

24.
25.
26.
27.
28.
29.
30.

31.
32.

33.

34.
35.

15 of 18

De Bruijn, J.D.; Shankar, K.; Yuan, H.; Habibovic, P. Osteoinduction and its evaluation. In Bioceramics and
Their Clinical Applications; Kokubo, T., Ed.; CRC Press: Boca Raton, FL, USA, 2008; pp. 199–219.
Nakamura, T.; Takemoto, M. Osteoconduction and its evaluation. In Bioceramics and Their Clinical Applications;
Kokubo, T., Ed.; CRC Press: Boca Raton, FL, USA, 2008; pp. 183–198.
Chappard, D.; Zhioua, A.; Grizon, F.; Basle, M.F.; Rebel, A. Biomaterials for bone filling: Comparisons
between autograft, hydroxyapatite and one highly purified bovine xenograft. Bull. Assoc. Anat. 1993, 77,
59–65.
Begley, C.T.; Doherty, M.J.; Mollan, R.A.B.; Wilson, D.J. Comparative study of the osteoinductive properties
of bioceramic, coral and processed bone-graft substitutes. Biomaterials 1995, 16, 1181–1185. [CrossRef]
Emery, S.E.; Fuller, D.A.; Stevenson, S. Ceramic anterior spinal fusion—Biologic and biomechanical
comparison in a canine model. Spine 1996, 21, 2713–2719. [CrossRef] [PubMed]
Johnson, K.D.; Frierson, K.E.; Keller, T.S.; Cook, C.; Scheinberg, R.; Zerwekh, J.; Meyers, L.; Sciadini, M.F.
Porous ceramics as bone graft substitutes in long bone defects: A biomechanical, histological,
and radiographic analysis. J. Orthop. Res. 1996, 14, 351–369. [CrossRef] [PubMed]
Rueger, J.M.; Linhard, W.; Sommerfeldt, D. Biological reactions to calcium phosphate ceramic implants—
Results of animal experiments. Orthopäde 1998, 27, 89–95. [PubMed]
Hench, L.L.; Wilson, J. Introduction. In An Introduction to Bioceramics; Hench, L.L., Wilson, J., Eds.; World
Scientific: Singapore, 1993; pp. 1–24.
Klein, C.; Driessen, A.A.; Degroot, K.; Vandenhooff, A. Biodegradation behavior of various calcium-phosphate
materials in bone tissue. J. Biomed. Mater. Res. 1993, 17, 769–784. [CrossRef] [PubMed]
Jarcho, M. Calcium-phosphate ceramics as hard tissue prosthetics. Clin. Orthop. Relat. Res. 1981, 157, 259–278.
[CrossRef]
Le Huec, J.C.; Lesprit, E.; Delavigne, C.; Clement, D.; Chauveaux, D.; Le Rebeller, A. Tri-calcium phosphate
ceramics and allografts as bone substitutes for spinal fusion in idiopathic scoliosis as bone substitutes for
spinal fusion in idiopathic scoliosis: Comparative clinical results at four years. Acta Orthopaed. Belg. 1997, 63,
202–211.
Rey, C.; Combes, C.; Drouet, C.; Somrani, S. Tricalcium phosphate-based ceramics. In Bioceramics and Their
Clinical Applications; Kokubo, T., Ed.; CRC Press: Boca Raton, FL, USA, 2008; pp. 326–366.
Daculsi, G.; LeGeros, R.Z. Tricalcium phosphate/hydroxyapatite biphasic ceramics. In Bioceramics and Their
Clinical Applications; Kokubo, T., Ed.; CRC Press: Boca Raton, FL, USA, 2008; pp. 395–423.
Yamasaki, H.; Sakai, H. Osteogenic response to porous hydroxyapatite ceramics under the skin of dogs.
Biomaterials 1992, 13, 308–312. [CrossRef]
Klein, C.; Degroot, K.; Chen, W.Q.; Li, Y.B.; Zhang, X.D. Osseous substance formation induced in porous
calcium-phosphate ceramics in soft-tissues. Biomaterials 1994, 15, 31–34. [CrossRef]
LeGeros, R.Z. Properties of osteoconductive biomaterials: Calcium phosphates. Clin. Orthop. Relat. Res.
2002, 395, 81–98. [CrossRef]
Klawitter, J.J.; Hulbert, S.F. Application of porous ceramics for the attachment of load bearing internal
orthopedic applications. J. Biomed. Mater. Res. 1971, 5, 161–229. [CrossRef]
Hulbert, S.F.; Cooke, F.W.; Klawitter, J.J.; Leonard, R.B.; Sauer, B.W.; Moyle, D.D.; Skinner, H.B. Attachment
of prostheses to musculoskeletal system by tissue ingrowth and mechanical interlocking. J. Biomed. Mater.
Res. 1973, 7, 1–23. [CrossRef] [PubMed]
Tsuruga, E.; Takita, H.; Itoh, H.; Wakisaka, Y.; Kuboki, Y. Pore size of porous hydroxyapatite as the
cell-substratum controls BMP-induced osteogenesis. J. Biochem. 1997, 121, 317–324. [CrossRef] [PubMed]
Hing, K.A.; Best, S.M.; Tanner, K.E.; Bonfield, W.; Revell, P.A. Quantification of bone ingrowth within
bone-derived porous hydroxyapatite implants of varying density. J. Mater. Sci.-Mater. Med. 1999, 10, 663–670.
[CrossRef] [PubMed]
Tamai, N.; Myoui, A.; Tomita, T.; Nakase, T.; Tanaka, J.; Ochi, T.; Yoshikawa, H. Novel hydroxyapatite
ceramics with an interconnective porous structure exhibit superior osteoconduction in vivo. J. Biomed. Mater.
Res. 2002, 59, 110–117. [CrossRef] [PubMed]
Hing, K.A.; Saeed, S.; Annaz, B.; Buckland, T.; Revell, P.A. Microporosity affects bioactivity of macroporous
hydroxyapatite bone graft substitutes. Key Eng. Mater. 2004, 254–256, 273–276. [CrossRef]
Hing, K.A. Bioceramic bone graft substitutes: Influence of porosity and chemistry. Int. J. Appl. Ceram. Technol.
2005, 2, 184–199. [CrossRef]

J. Funct. Biomater. 2018, 9, 69

36.

37.

38.

39.

40.

41.
42.
43.
44.
45.
46.
47.
48.
49.

50.
51.
52.

53.
54.

55.

56.
57.

16 of 18

Okamoto, M.; Dohi, Y.; Ohgushi, H.; Shimaoka, H.; Ikeuchi, M.; Matsushima, A.; Yonemasu, K.; Hosoi, H.
Influence of the porosity of hydroxyapatite ceramics on in vitro and in vivo bone formation by cultured rat
bone marrow stromal cells. J. Mater. Sci. Mater. Med. 2006, 17, 327–336. [CrossRef]
Erbe, E.M.; Marx, J.G.; Clineff, T.D.; Bellincampi, L.D. Potential of an ultraporous beta-tricalcium phosphate
synthetic cancellous bone void filler and bone marrow aspirate composite graft. Eur. Spine J. 2001, 10,
S141–S146.
Hoppe, A.; Boccaccini, A.R. Chapter 16—Bioactive glasses as carriers of therapeutic ions and the biological
implications. In Bioactive Glasses—Fundamentals, Technology and Applications; RSC Smart Materials No. 23;
Boccaccini, A.R., Brauer, D.S., Hupa, L., Eds.; Royal Society of Chemistry: Cambridge, UK, 2017; pp. 362–392.
Syed, M.R.; Khan, M.; Sefat, F.; Khurshid, Z.; Zafar, M.S.; Khan, A.S. Chapter 17—Bioactive glass and glass
fiber composite: Biomedicaldental applications. In Biomedical, Therapeutic and Clinical Applications of Bioactive
Glasses; Woodhead Publishing Series in Biomaterials; Kaur, G., Ed.; Woodhead Publishing/Elsevier: Duxford,
UK, 2019; pp. 467–495.
Faucheux, C.; Bareille, R.; Rouais, F.; Amedee, J.; Liebendorfer, A.; Dard, M. Biocompatibility testing of
a bovine hydroxyapatite ceramic material with the use of osteo-progenitor cells isolated from human
bone-marrow. J. Mater. Sci.-Mater. Med. 1994, 5, 635–639. [CrossRef]
Seidel, R.; Dingeldein, E. Cerabone® —Bovine based spongiosa ceramic. Materialwiss. Werkstofftech. 2004, 35,
208–212. [CrossRef]
Shors, E.C. Coralline bone graft substitutes. Orthop. Clin. North Am. 1999, 30, 599–613. [CrossRef]
Roy, D.M.; Linnehan, S.K. Hydroxyapatite formed from coral skeletal carbonate by hydrothermal exchange.
Nature 1974, 247, 220–222. [CrossRef] [PubMed]
Xu, Y.; Wang, D.; Yang, L.; Tang, H. Hydrothermal conversion of coral into hydroxyapatite. Mater. Charact.
2001, 47, 83–87. [CrossRef]
LeGeros, R.Z.; LeGeros, J. Hydroxyapatite in bioceramics and their clinical applications. In Bioceramics and
Their Clinical Applications; Kokubo, T., Ed.; CRC Press: Boca Raton, FL, USA, 2008; pp. 367–423.
Pountos, I.; Giannoudis, P.V. Is there a role of coral bone substitutes in bone repair? Inj. Int. J. Care Inj. 2016,
47, 2606–2613. [CrossRef] [PubMed]
Schnürer, S.M.; Gopp, U.; Kühn, K.-D.; Breusch, S.J. Knochenersatzwerkstoffe. Orthopäde 2003, 32, 2–10.
[CrossRef]
Elliott, J.C.; Wilson, R.M.; Dowker, S.E.P. Apatite structures. Adv. X-ray Anal. 2002, 45, 172–181.
Bigi, A.; Cojazzi, G.; Panzavolta, S.; Ripamonti, A.; Roveri, N.; Romanello, M.; Noris Suarez, K.; Moro, L.
Chemical and structural characterization of the mineral phase from cortical and trabecular bone. J. Inorg.
Biochem. 1997, 68, 45–51. [CrossRef]
Vecchio, K.S.; Zhang, X.; Massie, J.B.; Wang, M.; Kim, C.W. Conversion of sea urchin spines to Mg-substituted
tricalcium phosphate for bone implants. Acta Biomater. 2007, 3, 785–793. [CrossRef]
Schultheiß, S. Pseudomorphe Mineralumwandlung von Calcit, Dolomit, Magnesit und Witherit. PhD thesis,
Technische Universität Darmstadt, Darmstadt, Germany, 2013.
Schlosser, M.; Fröls, S.; Hauf, U.; Sethmann, I.; Schultheiss, S.; Pfeifer, F.; Kleebe, H.-J. Combined hydrothermal
conversion and vapor transport sintering of Ag-modified calcium phosphate scaffolds. J. Am. Ceram. Soc.
2013, 96, 412–419. [CrossRef]
Tampieri, A.; Celotti, G.; Landi, E.; Sandri, M. Magnesium doped hydroxyapatit: Synthesis and
characterization. Key Eng. Mater. 2004, 264–268, 2051–2054. [CrossRef]
Enderle, R.; Götz-Neunhoeffer, F.; Göbbels, M.; Müller, F.A.; Greil, P. Influence of magnesium doping on the
phase transformation temperature of β-TCP ceramics examined by Rietveld refinement. Biomaterials 2005,
26, 3379–3384. [CrossRef] [PubMed]
Landi, E.; Tampieri, A.; Mattioli-Belmonte, M.; Celotti, G.; Sandri, M.; Gigante, A.; Fava, P.; Biagini, G.
Biomimetic Mg- and Mg, CO3 -substituted hydroxyapatites: Synthesis characterization and in vitro behaviour.
J. Eur. Ceram. Soc. 2006, 26, 2593–2601. [CrossRef]
Boskey, A.L.; Posner, A.S. Effect of magnesium on lipid-induced calcification: An in vitro model for bone
mineralization. Calcif. Tissue Int. 1980, 32, 139–143. [CrossRef] [PubMed]
Yang, F.; Yang, D.; Tu, J.; Zheng, Q.; Cai, L.; Wang, L. Strontium enhances osteogenic differentiation of
mesenchymal stem cells and in vivo bone formation by activating WNT/catenin signalling. Stem Cells 2001,
29, 981–991. [CrossRef] [PubMed]

J. Funct. Biomater. 2018, 9, 69

58.
59.
60.

61.
62.

63.

64.

65.

66.

67.
68.
69.

70.
71.

72.
73.

74.
75.

76.
77.
78.

17 of 18

Marie, P.J. Optimizing bone metabolism in osteoporosis: Insight into the pharmacologic profile of strontium
ranelate. Osteoporos. Int. 2003, 14, S9–S12. [CrossRef] [PubMed]
Barbara, A.; Delennoy, D.P.; Denis, B.G.; Marie, P.J. Normal matrix mineralization induced by strontium
ranelate in MC3T3-E1 osteogenic cells. Metabolism 2004, 53, 532–537. [CrossRef] [PubMed]
Bonnelye, E.; Chabadel, A.; Saltel, F.; Jurdic, P. Dual effect of strontium ranelate: Stimulation of osteoblast
differentiation and inhibition of osteoclast formation and resorption in vitro. Bone 2008, 42, 129–138.
[CrossRef]
Chattopadhyay, N.; Quinn, S.J.; Kifor, O.; Ye, C.; Brown, E.M. The calcium-sensing receptor (CaR) is involved
in strontium ranelate-induced osteoblast proliferation. Biochem. Pharmacol. 2007, 74, 438–447. [CrossRef]
Hurtel-Lemaire, A.S.; Mentaverri, R.; Caudrillier, A.; Cournarie, F.; Wattel, A.; Kamel, S.; Terwilliger, E.F.;
Brown, E.M.; Brazier, M. The calcium-sensing receptor is involved in strontium ranelate-induced Osteoclast
apoptosis. New insights into the associated signalling pathways. J. Biol. Chem. 2009, 284, 575–584. [CrossRef]
[PubMed]
Reginster, J.Y.; Seeman, E.; De Vernejoul, M.C.; Adami, S.; Compston, J.; Phenekos, C.; Devogelaer, J.P.;
Diaz Curiel, M.; Sawicki, A.; Goemaere, S.; et al. Strontium ranelate reduces the risk of nonvertebral fractures
in postmenopausal women with osteoporosis: Treatment of peripheral osteoporosis (TROPOS) study. J. Clin.
Endocrinol. Metab. 2005, 90, 2816–2822. [CrossRef] [PubMed]
Meunier, P.J.; Roux, C.; Ortolani, S.; Diaz-Curiel, M.; Compston, J.; Marquis, P.; Cormier, C.; Isaia, G.;
Badurski, J.; Wark, J.D.; et al. Effects of long-term strontium ranelate treatment on vertebral fracture risk in
menopausal women with osteoporosis. Osteoporos. Int. 2009, 20, 1663–1673. [CrossRef]
Landi, E.; Uggeri, J.; Medri, V.; Guizzardi, S. Sr, Mg cosubstituted HA porous macro-granules: Potentialities
as resorbable bone filler with antiosteoporotic functions. J. Biomed. Mater. Res. Part A 2013, 101A, 2481–2490.
[CrossRef] [PubMed]
Schumacher, M.; Lode, A.; Helth, A.; Gelinski, M. A novel strontium(II)-modified calcium phosphate
bone cement stimulates human-bone-marrow-derived mesenchymal stem cell proliferation and osteogenic
differentiation in vitro. Acta Biomater. 2013, 9, 9547–9557. [CrossRef]
Althoff, P.L. Structural refinements of dolomite and magnesian calcite and implications for the dolomite
formation in the marine environment. Am. Mineral. 1977, 62, 772–783.
Perdikouri, C.; Kasioptas, A.; Geisler, T.; Schmidt, B.C.; Putnis, A. Experimental study of the aragonite to
calcite transition in aqueous solution. Geochim. Cosmochim. Acta 2011, 75, 6211–6224. [CrossRef]
Kasioptas, A.; Geisler, T.; Perdikouri, C.; Trepmann, C.; Gussone, N.; Putnis, A. Polycrystalline apatite
synthesized by hydrothermal replacement of calcium carbonates. Geochim. Cosmochim. Acta 2011, 75,
3486–3500. [CrossRef]
Putnis, A. Mineral replacement reactions. Rev. Mineral. Geochem. 2009, 70, 87–124. [CrossRef]
Bensaïd, W.; Oudina, K.; Viateau, V.; Potier, E.; Bousson, V.; Blanchat, C.; Seidel, L.; Guillemin, G.; Petite, H.
De novo reconstruction of functional bone by tissue engineering in the metatarsal sheep model. Tissue Eng.
2005, 11, 814–824. [CrossRef] [PubMed]
Ripamonti, U.; Crooks, J.; Khoali, L.; Roden, L. The induction of bone formation by coral-derived calcium
carbonate/hydroxyapatite constructs. Biomaterials 2009, 30, 1428–1439. [CrossRef] [PubMed]
Cuif, J.-P.; Dauphin, Y.; Berthet, P.; Jegoudez, J. Associated water and organic compounds in coral skeletons:
Quantitative thermogravimetry coupled to infrared absorption spectroscopy. Geochem. Geophys. Geosyst.
2004, 5, Q11011. [CrossRef]
Vuola, J.; Taurio, R.; Göransson, H.; Asko-Seljavaara, S. Compressive strength of calcium carbonate and
hydroxyapatite implants after bone-marrow-induced osteogenesis. Biomaterials 1998, 19, 223–227. [CrossRef]
Presser, V.; Schultheiß, S.; Berthold, C.; Nickel, K.G. Sea urchin spines as a model-system for permeable,
light-weight ceramics with graceful failure behaviour: Part I. Mechanical behaviour of sea urchin spines
under compression. J. Bionic Eng. 2009, 6, 203–213. [CrossRef]
Aizenberg, J.; Hanson, J.; Koetzle, T.F.; Weiner, S.; Addadi, L. Control of macromolecule distribution within
synthetic and biogenic single calcite crystals. J. Am. Chem. Soc. 1997, 119, 881–886. [CrossRef]
Schultheiß, S.; Sethmann, I.; Schlosser, M.; Kleebe, H.-J. Pseudomorphic transformation of Ca/Mg carbonates
into phosphates with focus on dolomite conversion. Mineral. Mag. 2013, 77, 2725–2737. [CrossRef]
Bigi, A.; Foresti, E.; Gandolfi, M.; Gazzano, M.; Roveri, N. Isomorphous substitutions in β-tricalcium
phosphate: The different effects of zinc and strontium. J. Inorg. Biochem. 1997, 66, 259–265. [CrossRef]

J. Funct. Biomater. 2018, 9, 69

79.
80.
81.
82.
83.
84.
85.

18 of 18

Martell, A.E.; Smith, R.M.; Motekaitis, R.J. NIST Critically Selected Stability Constants of Metal Complexes, NIST
Standard Reference Data Base 46, Version 8.0; NIST Standard Reference Data: Gaithersburg, MD, USA, 2004.
Reddi, M.M.; Hoch, A.R. Calcite crystal growth rate inhibition by polycarboxylic acids. J. Colloid Interface Sci.
2001, 235, 365–370. [CrossRef] [PubMed]
Motekaitis, R.J.; Cox, X.B., III; Taylor, P.; Martell, A.E.; Miles, B.; Tvedt, T.J., Jr. Thermal degradation of EDTA
chelates in aqueous solution. Can. J. Chem. 1982, 60, 1207–1213. [CrossRef]
Liu, W.; Wang, T.; Shen, Y.; Pan, H.; Peng, S.; Lu, W.W. Strontium incorporated coralline hydroxyapatite for
engineering bone. ISRN Biomater. 2013, 2013, 649163. [CrossRef]
Qi, G.; Zhang, S.; Khor, K.A.; Lye, S.W.; Zeng, X.; Weng, W.; Liu, C.; Venkatraman, S.S.; Ma, L.L. Osteoblastic
cell response on magnesium-incorporated apatite coatings. Appl. Surf. Sci. 2008, 255, 304–307. [CrossRef]
Doebelin, N.; Kleeberg, R. Profex: A graphical user interface for the Rietveld refinement program BGMN.
J. Appl. Cryst. 2015, 48, 1573–1580. [CrossRef] [PubMed]
Sethmann, I.; Völkel, S.; Pfeifer, F.; Kleebe, H.-J. Development of phosphatized calcium carbonate biominerals
as bioactive bone graft substitute materials, part II: Functionalization with antibacterial silver ions. J. Funct.
Biomater. 2018, 9, 67. [CrossRef] [PubMed]
© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

