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Bone mineralization is critical to maintaining tissue
mechanical function. The application of mechanical
stress via exercise promotes bone mineralization via
cellular mechanotransduction and increased fluid
transport through the collagen matrix. However,
due to its complex composition and ability to
exchange ions with the surrounding body fluids,
bone mineral composition and crystallization is also
expected to respond to stress. Here, a combination
of data from materials simulations, namely density
functional theory and molecular dynamics, and
experimental studies were input into an equilibrium
thermodynamic model of bone apatite under stress
in an aqueous solution based on the theory of
thermochemical equilibrium of stressed solids.
The model indicated that increasing uniaxial
stress induced mineral crystallization. This was
accompanied by a decrease in calcium and carbonate
integration into the apatite solid. These results
suggest that weight-bearing exercises can increase
tissue mineralization via interactions between bone
mineral and body fluid independent of cell and matrix
behaviours, thus providing another mechanism by
which exercise can improve bone health.
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1. Introduction

Bone is a three phase composite constituted of a proteinaceous collagen matrix, nanocrystalline
carbonated apatite and aqueous body fluids [1]. Changes in the relative concentration and
organization of these different components cause significant modifications to bone mechanics.
For example, decreased mineral content leads to reduced bone modulus resulting in clinical
conditions such as rickets and osteomalacia [1-4]. Therefore, it is essential to understand how
bone mineralization and mineral content is regulated in the body.

Bone’s ability to increase its mineral content and mass in response to mechanical loads, also
known as Wolff’s Law [5], has been well established with Galileo describing this effect in 1638
[6]. This ability of bone to adapt to the mechanical environment has primarily been attributed
to cellular mechanotransduction. Specifically, it has been shown that osteocytes, dendritic cells
embedded in the bone matrix, respond to changes in fluid flow through the bone porosity
by increasing pro-osteoblastic signalling [7]. These signals recruit and activate bone-depositing
osteoblasts resulting in the deposition of greater quantities of more highly mineralized bone
tissue. This process has been shown to be in part responsible for the increase in bone density
in high-intensity athletes and conversely the bone loss seen in astronauts [8,9].

However, mineralization of bone has also been shown to be physiochemically controlled in
the absence of cellular activity. Many studies have shown that the chemistry of the protein
matrix enhances the nucleation and growth of bone mineral by reducing the energy barriers
to mineralization [10-13]. Further, recent investigations of the effects of fluid shear stress and
cyclic loading on collagen matrix mineralization, have shown that increased loading promoted
increased matrix mineralization due to improved fluid transport [14,15]. These results suggest
that, beyond the chemistry of the matrix, mechanical loading may play a central role in the
physiochemical mineralization of bone tissue.

Despite studies of the cellular and matrix mineralization responses to applied loads, little
work has been done examining how mechanical forces promote independent crystallization
and growth of bone apatite. Bone apatite is a unique calcium phosphate mineral that is highly
sensitive to substitutional exchanges in aqueous environments [16]. Specifically, bone apatite
contains approximately 6 wt% of carbonate substitutions for phosphate, which is concomitant
with an exchange of sodium for calcium to maintain charge balance [16]. These substitutions
have been shown to significantly affect the lattice structure, crystal size, solubilty and mechanics
of the nanocrystals [17,18]. This complex relationship between substitution, morphology and
mechanics has led us to hypothesize that loading may regulate bone mineral dissolution and
growth independent of cellular or matrix contributions.

Therefore, in this study we apply a combination of materials simulation, density functional
theory (DFT) and molecular dynamics (MD), and experimental data to identifying the con-
sequences of applied load on the dissolution/crystallization of bone apatite in aqueous solutions
using the theory of thermochemical equilibrium of solids under stress [19-21]. Our paper is
organized as follows. In §2a, we derive the specific conditions for equilibrium between a stressed
solid apatite in aqueous solution. Solving these conditions for the equilibrium state requires
the knowledge of the equations of states for electrochemical potential of the ionic species
in the solid and the solution (§2b). The equilibrium state of the stressed apatite in aqueous
solution is referenced to that of the solid/liquid system under hydrostatic pressure (§2c). An
approximate solution for the equilibrium state of the solid /liquid system is finally obtained (§2d)
by combining literature data from materials simulations and experiments with the linearized
theory of thermochemical equilibrium of the stressed solid.

2. Thermochemical equilibrium of solid apatite and water under stress

(a) Conditions for equilibrium

Apatite is a calcium phosphate mineral which can readily substitute sodium (Na%) for calcium
(CaZt) ions and carbonate (COg_) for phosphate (POi_) ions. This solid is assumed to be in
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Figure 1. Schematic illustration of the model system. A solid apatite subsystem is separated from an aqueous solution by a
boundary that is movable, diathermal and permeable to all ionic chemical species. The outer boundary of the apatite/water
composite is rigid, iso-entropic and impermeable to all species.

thermal, mechanical and chemical contact with an aqueous solution of the same constitutive ions
(figure 1). We define the following compositional variables for the cationic and anionic species
in aqueous solution, CLNa, Céa, Cé, CIL,. The upper script refers to a liquid solution. We use short-
hand notation for the lower indices, Na, Ca, C and P for Nat, Ca?*, CO%‘ and Poi—, respectively.
These compositions are defined in terms of number of moles per unit volume of solution. CLH
also stands for the number of moles of water per unit volume of liquid. The ionic compositions
in the solid apatite are defined as C{\?a, C’Csa, C’CS, C%S where the upper script S stands for solid.
Since the solid may be subjected to mechanical stress (and therefore undergo strain), the prime
indicates that the number of moles is taken per unit volume of the solid in the reference state
for measuring the strain. All subsequent primed quantities will be per unit volume of reference
state for measuring strain. The thermodynamic fundamental equation of this composite system
is written in the energy representation as:

E =J dv'e'S + J dvtel, 2.1)
1% VL

where the density of energy per unit volume in the reference state for measuring strain is given

by

¢S =% (s°,5,C8,, €&, &, ¢ D5, (2.2)

and the density of energy of the liquid solution is
el =ett, ¢k, , Ck,, Ck, Ck ch, Dh. (2.3)

In equations (2.2) and (2.3), s'5 and s are densities of entropy and £ is the strain tensor
assuming small strain and linear elasticity. D> and D are electric displacement which are
functions of the ionic compositions in the solid and liquid, respectively.

The equilibrium state of the apatite/aqueous solution composite system is found by
minimizing the total energy (equation (2.1)) with respect to the system’s degrees of freedom under
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constraints. Conservation of number of moles of the different chemical species imposes:

VNa = JV/ dv'cy, + JVL dvtck,, (2.40)

VCa = JV, av'es, + JVL dvtce,, (2.4b)

ve = JV, dv'cy + JVL dvtck, (2.4¢)

vp = JV/ dv'ey + JVL dvtch (2.44)

and vy = JVL dvtck, (2.4¢)

with vNa, Vca, Vo, vp and vy constants.
Charge conservation states that

Q= JV, dV'e[1C, +2C¢, + (—2)CF + (-3)Cp]
+ JVL dVH[1CK, +2CE, + (—2)CE + (=3)Ch]. (2.5)

In equation (2.5), e is the absolute value of the charge of an electron.
Volume conservation associated with mechanical deformation of the solid but also dissolution
or recrystallization of the solid apatite is written as

Sun®)n°dA + sy n°dA = sytnldA. (2.6)

In equation (2.6), dA is an element of surface on the solid/liquid interface. We are not using
prime quantities for the element of surface of the solid since the solid that may dissolve or
recrystallize may do so under stressed (strained) conditions. §u.n° is the normal component of
the elastic displacement field 8u, where n° is the outward normal to the solid /liquid interface.
8y° is the amount of dissolution or recrystallization along the solid normal. §y“nldA is the change
in volume of the liquid due to elastic deformation and dissolution/recrystallization of the solid
apatite. Since the normal to the liquid /solid interface n = —u°, the volume conservation reduces
to

8y° + du.n® = =5y~ 2.7)

Entropy conservation imposes that the total entropy be constant, namely:
S =J av's® + J dvist, 2.8)
d VL

Finally, in the apatite solid, Nat and Ca?* substitute for each other on a cation sublattice, such
that

L +CE=C,, (2.90)

where C/, is the density of cation sites in the apatite lattice per unit volume of reference state for
measuring strain.
In the apatite solid, Cng and POif substitute for each other on an anion sublattice, such that

cg+Cyp=C., (2.9b)

where C_ is the density of anion sites in the apatite lattice per unit volume of reference state
for measuring strain. Following Larché & Cahn [19,20] and Johnson & Schmalzried [21], we
employ the Lagrange multipliers method to minimize equation (2.1) with the above constraints.
We introduce the Lagrange multipliers una, #ca, tc, up and pp for the constraints given by
equations (2.4(a—e)). We also introduce the multipler 6 for entropy conservation (equation (2.8))
and the multiplier ¢, for the charge conservation.
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Variation with respect to the entropy densities leads to the conditions for thermal equilibrium:

e’ 9l
aS/S - BSL -

(2.10)

In equation (2.10), the partial derivatives are taken at constant strain and compositions.
Thermal equilibrium is achieved when the temperature is uniform within the solid/liquid
composite system.

Again, following [19-21], the variation with respect to geometrical degrees of freedom, namely
strain and volume, using the constraint given by equation (2.7), lead to the bulk and interfacial
conditions for equilibrium.

Mechanical equilibrium inside the solid requires:

div's =0, (2.11)

where G = de’5 /9 is the stress tensor and div’ stands for the divergence expressed in a system of
coordinate relative to the reference state for measuring strain.

Mechanical equilibrium at the solid /liquid interface implies that the normal component of the
stress at the interface balances the pressure, P, in the liquid:

<

n° = —Pn°. (2.12)

Further, the variation with respect to volume gives the condition for dissolution/recrystal-
lization:

=7k, (2.13q)
with
P> =5 — 05° — gee[1CRy, + 2C2, + (—2)C2 + (—3)C3]
— uNaCa — caC2y — ncCE — upCh (2.13b)
and

jr=eb — st — gee[1C;, +2CE, + (—2)CE + (—3)CE]
— NaCRy — HaCl, — 1cCE — 1pCh — uuCry, (2.13¢)
using Euler’s equation for a fluid, j* = —P. Equation (2.13a) simplifies to
> =-P.
This is the condition for dissolution/recrystallization of the solid at the solid/liquid interface.
Note that this condition for equilibrium involves unprimed quantities in j° because the solid that

may dissolve or recrystallize may be subjected to stress (or strain). This condition can be converted
into densities per unit volume of reference state for measuring strain as follows:

j/S=-P (1 + Tr‘g) . (2.14)

Here, Trg stands for the trace of the strain tensor, i.e. the sum of the diagonal terms which
effectively represents the relative change in volume due to deformation per unit volume of
reference state for measuring strain.
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Finally, using the Lagrange multipliers method, the variations with respect to composition in
the solid and liquid is obtained as:
ae'°
S
aCy

S
5C)

e’ e’ 3¢’
J v’ { /S SCi\?a + /S SC,CSa + /SSC/CS +
o acg, acs aC

— $ee[16CRS, +26CE + (=2)8CE + (=3)5C ]

~HNadCN, — HCadCE, — ucSCE — updCy } + JV/ dV'E.sD°

dek dek dek
L L L L
+ JVL dv { §Cky + —or 8Ch, + —8CE

T L
ack. aCL. aCL
ek ek L L L L
P H

— uNa8CK, — 1cadCE, — neSCh—1upsCh — upsCh } +J dVIESDF=0.  (2.15)
VL
In equations (2.15), E is the electrostatic field. It is useful to define a scalar potential function,
¢ such that, E= V¢. Using Gauss theorem and the divergence theorem, one can show that

J AVESD = - JA/ dA'¢5sDSHS + JV/ AV/$Se[15C3, +25C13 4 (—2)5C1S + (=3)5C,] (2.16a)
and

JVL dVLESDL = — JAL dALglsDlnl + JVL dvEtele[16Ck, + 28CE, + (=2)5CE + (=3)5CE].
(2.16D)
A’ and AL are the areas of the solid/ liquid interface (effectively the same). ¢S and ¢" are the
electrostatic potential inside the solid and the liquid regions, respectively.

Inserting equations (2.16a,b) into equation (2.15) and using nk=—n® yields a surface condition
for equilibrium stating that the normal components of the electric displacement are equal at the
interface:

(8D° — sD"yn® =0. (2.17)

By using the lattice constraints (2.94,b) reformulated in terms of variations in compositions,
namely: §C}J, = —8C¢, and 8C)’ = —8C%, to eliminate two dependent compositions in the solid,
we obtain the conditions for electrochemical chemical equilibrium of the cations by further
eliminating the Lagrange multipliers:

1S /S L L
NCa — INa = 1Ca — MNa- (2.18)

In equation (2.18), we have defined the electrochemical potentials:

s 0e° s
NGy = g +0%e(2), (2.199)
aCs
ae/S
e =~ + 6°e(1), (2.19b)
ICS,
el
NGa = —1 + ¢"e2) (2.19¢)
aCL.
eL
and NKa=——g +¢le(). (2.194d)
CNa

Similarly, we obtain the conditions for electrochemical chemical equilibrium of the anions:

ne —np =nk —nk. (2.20)
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In equation (2.18), we have defined the electrochemical potentials:

ae/S s
e = e +¢e(-2), (2.21a)
s _ 2 + ¢p5e(=3), (2.21b)
e _ac’S '
el
L
+ ¢p-e(—2 2.21c
ne¢= 8CL pre(-2) (2.21¢)
L 9t L
and np= BC’S + ¢e(—3). (2.214d)

The quantities, n/csa - nf\la McaNa and nC - np =Mcp are electrochemical diffusion
potential. These quantities state, for instance, that change in the electrochemical potential of
calcium ions is accompanied by a change in electrochemical potential of sodium ions because of
the cation sublattice constraint. A similar statement is made about the anion sublattice constraint.

(b) Equations of state

Following [19-21], the equation of state giving the cation electrochemical diffusion potential as a
function of stress and independent composition, C/CSa can be expressed relative to the hydrostatic
case as:

o : 1 9Siju 1, 0Sij
McaNa (Ur C/Csa) = MCa,Na(_Paijr CCSa) &6 1](‘71] + Psl]) > ﬁaklgi]' + EP CZ/JS 8 ijs (222)
a

where — P§j; is the hydrostatic stress (§;; is the Kroenecker symbol). &;; is the chemical expansion
coefficient relating the chemical strain (expansion or contraction of the solid) to changes in the
independent composition CCa 3Siju/ BCCa is the change in the components of the compliance
tensor, Sjjy, of the solid with changes in independent composition C’Csé1 A similar equation of state
can be derived for the anion electrochemical diffusion potential:

qul 1 3Sz]kl

/ 10
Mcp ((7/ CCS> =MC,P(_P81]1 ) é-l] 1]((71] + Pal]) ac/s OklOij + ~P? 9C’S Skl‘Sz] (2.23)
C

2 c

In equation (23), the chemical expansion coefficient for the anionic species is ¢;;. In equations
(2.22) and (2.23), we have used Einstein notation for summation over repeating indices.

We now assume simple ideal solid solutions for the cations and anions under hydrostatic
pressure such that

McaNa(—P8ij, CE) = ncy(—Psij, CE) — i (—Pdij, C,) = ud, + ROINCE,
+¢e(2) — (1%, + ROINCYS, + p5e(1)) (2.24a)
and
Me,p(=P8j;, CZ) = n P (—P8;j, CF) — 0 (—P8;j, C) = ul + ROInCE
+ ¢Se(=2) — (1) + ROINC} + ¢Se(—3)). (2.24b)

In equations (2.24a,b), ;LOCa, ;LONa, MOC and u% are chemical potentials of the ionic species in some
standard state under hydrostatic pressure. R is the ideal gas constant. We also recall the sublattice
constraints in equations (2.94,b).

Similarly, we assume ideal solution behaviour for the liquid such that

e, — k. = nd 4+ ROINCE, + ¢le2) — (u, + ROINCK, + pe(1)) (2.250)

and
nk —nk = u& + ROINCE + ¢le(—2) — (12 + ROINCE + ple(—3)). (2.25b)

oy s o5 suni g esewinolbiobusiandtonoseio [



Downloaded from https://royalsocietypublishing.org/ on 23 May 2023

(c) Using hydrostatic pressure as reference

Under hydrostatic stress the conditions for equilibrium (equations (2.18) and (2.20)) are rewritten

ﬁ/CSa ﬁi\la ﬁléa - ﬁllﬁa (2~26)
and
i - i =ik~ b 227

In all subsequent equations, we use a bar as an accent above thermodynamic quantities under
hydrostatic pressure. Taking the difference between equations (2.18) and (2.26) as well as between
equations (2.20) and (2.27), and using the equations of state presented in §2b, we obtain the
conditions:

’S ’S 158
-3 O9ijkl
RfIn —,5 15 ?+ (¢ —¢7)e((2) — (1) - 51181]((71] + P‘sz]) /S Ok10ij
Ca ~Na 25C
8S;ik L ¢S _
P20 s = Roln Z2 Na (51— Ghye(@) — (1) (2.280)
3Ce, ck
Ca ~Na
and
Roin <€ & 5S)e((~2) — (=3 Ps 85”"’
CS CS —¢7)e((=2) = (=3)) — §ijo 1](01] + z]) C/S Ok10ij
1_,8Sijk CL cL -
EP L8 = ROIn=S L 1 (oL — ¢Pe((—2) — (-3)). (2.28b)
C CC CP

The condition for equilibrium with respect to dissolution/recrystallization (equation (2.14)):
72 =% —05° — geel1CKS, +2C + (=2)C + (=3)C}]
- MNaCE\?a — ucaCe, — ucCE — upCp = —P (1 + Tr?) ,
can be reformulated by eliminating the Lagrange multipliers as was done in §2a such that:

S =f% = nkaCia = 16, CE, = nECE = npCF =P (14 Tr8) (2.29)

Here, we have defined the density of Helmholtz free energy /S =¢’'S — 6s'S. Under hydrostatic
pressure, equation (2.29) takes the form:

r - & L ~ -L~ _[ <>
S =F5 — ik CRa — eaCE — 1eCE — ECp =—PA+Tr & ). (2.30)

Taking the difference between equations (2.29) and (2.30), using the sublattice constraints and
the equations of states from §2b, yields, after a number of algebraic manipulations:

[F° = n&,(=P8;j, CE)ICE, — iy (—P8ij, CE)CR, — ne (—Psyj, CHCE
—np (=P85, C)YC 1 — [f'® — i (=P8ij, CEICE, — finga(—P8ii, CEICR,
—iS (=P8, CE)CE — i (— PS,],C’CS)@})S]—I—P(TrZ*’—Tr 7 )

1 9Sij 1, 9Sik
Ps 7 ~P2— T 88 | CE)
|: &ijé z](Uzj + 1]) > aC,S Ok10jj + 2° 308 kIOij

Ca

10Siik 1 ,0Siu
Ps — P2ty | CF
|: Gij z](CTz] + 1]) ) Crs Oki0jj + > 3Cc k19ij
+ C'+11Na — Na = (Na (=P8, CG) — N (=P8, CED]

+C'_[nk — s — (P (—Psy;, CF) — i (— P85, CE))]. (2.31)
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The difference between the square brackets on the right-hand side of equation (2.31) is
effectively the difference in elastic energy of the stressed and hydrostatic solid. In linear elasticity

2
and for an isotropic solid, it is equal to —v/2Y(Tr3) + (1 +v/2Y)oj505 — (3(1 — 2v)/2Y)P2, where
v and Y are Poisson’s ratio and Young’s modulus. Note that this elastic energy is a density per
unit volume of the reference state for measuring strain. If the apatite solid considered here is a
polycrystalline aggregate, then the assumption of isotropic behaviour is justified. The quantity
P (Tr? - Tr?) is the density of work done by the liquid on the solid as it deforms, it is given by:
(1 —2v/Y)PTro+(3(1 — 2v)/Y)P2.

Using the ideal solution equations of state, the last two terms of equation (2.31) reduce
to C, [ROIn( Cyy, /Cxy,) (CRG/CR,) + ((@F = ¢1) — (¢° — 6%))e(D)] + C_IROIn( C5/Cp) (C5'/C) +
(@F — oL) — (¢° — °))e(—3)]. Imposing the continuity of the electrostatic potential across the
solid/liquid interface such that the electric field does not diverge at that interface, eliminates
the second term in each square bracket. The condition for dissolution/recrystallization simplifies
to:

v - 1+v 31-2v) , 1-2v__ . 3(1-2v) ,
_ ﬁ(Tra) 0 — P+~ DT o P
8Sl]kl 1 3 Sz]kl
2 ok S o103 + 2P 9C3 S — 5 Ouidij C

|: Sz] 1]((71] + PSI])

1 9Siju 1 ,9Sik
+ | —¢ii8ii(oij + P8;)) — = —— oy + = P22 88;i | CF
|: Cl] 1]( ij 1]) 3CCS Ok10ij 2 3CC k10ij
L ~S CL C/S
+C'{ROIn=}2 12 4 C'_ROIn—f L. (2.32)
CNa CNa CP CP

Recall that this condition is applied to the interface region between the solid and the liquid.

(d) Finding the equilibrium state

The ultimate problem in finding the equilibrium state of the apatite/water composite system
is to solve equations (2.284,b) and (2.32) simultaneously with the constraints of conservation of
species and charge conservation as well as Poisson’s equations relating electrostatic potentials in
the solid and fluid to compositions (charges). We can simplify this complex problem by assuming
that the equilibrium compositions in the solid and liquid are uniform in their respective regions.
That is, we assume that there is no formation of a space charge distribution at the solid/liquid
interface. This assumption allows us to focus on solving for the equilibrium compositions at the
solid/liquid interface (which will be the same as the bulk composition). At the interface we have
seen that ¢* = ¢° and ¢! = ¢°. This enables us to simplify equations (2.284,b) by eliminating the
terms involving the electrostatic potentials. The problem at hand reduces to solving equation
(2.32) with the reduced equations:

/S /S 19S; "l 1 851kl L CL
ROIn — E;i8ii(0ji + P8it) — = —— 0103 + =P? — §q 8 = Na (2.33a)

5 S AN g 'S ij L

C/Ca Ci\Ta 3CC 2 8CC Ca Na

and
2y 1 8Siu 1_,3Siu CL CL
ROIn=S 8ii(oii + P8 — oo + > P26y =Roln =< P 2.33b
CS CS ;zj z]( ij 1]) 2 Cs klOij P BC k19ij Cé CILJ ( )
We linearize these equations by writing:

C/ C o+ Aca, (2.34a)

C=C%, — ALy (2.34b)
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solid
liquid liquid

-L -1+ +L

Figure 2. Schematic illustration of geometry of the model solid/liquid composite system. Periodic boundary conditions are
imposed in the direction X such that the system is effectively a torus. The area of the cross section of the torus is A. All external
boundaries are rigid.

Ce =Cg@ + Ag (2.34c)
and Cp =Cp — AL, (2.34d)

Ae, and A are the change in cation and anion compositions due to stress from the
compositions under hydrostatic conditions. In the limit of small variations in compositions, we
linearize the logarithms using Taylor expansions to first order:

> O - ( 1 1 )

ln_ a aA, _74—_7 (23511)
S ~§ —Ca S S
Can CNa Ca Cna

and S Ao

Cr Cy - 1 1

n=C LA | —+=—=]). 2.35b
ot (ces & (2350

We now define the geometry of the solid /liquid composite in order to linearize the logarithms
on the right-hand sides of equation (2.33a,b). Figure 2 illustrates the geometry of the composite
system.

The conservation of the number of moles of sodium ions under the assumption of uniform
compositions in the liquid and solid given by equation (2.4a) reduces to

UNa = 2l ACYS, + 2(L — DACK,,,

where L and [ are defined in figure 2.
Changing the solid units to quantities per unit volume of reference state for measuring strain
gives:
UNa = 21ACY, + 2(L — DACK,,.

We therefore have:

UNa — 2IACE; .
Similarly, under hydrostatic pressure, we have
—2IACY,. -
H =Ck,. (2.36b)

We can obtain equivalent expressions for the calcium ion:

vca — 21ACE,
Yea 77 Ca _ 2.37,
LA G (2:372)

and o
vca — 2IACE,

WA CL.. (2.37b)
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Recognizing that 2IA=V° and 2(L —)A=V", defining /=14 Al, and converting the
quantities per unit volume of stressed states into quantities per unit volume of reference state
for measuring strain through the multiplicative factor C’, /C, we can approximate to first order:

L ~L ~S ~S
lnCCaCNaN 2AIA |:CCa CNa:| vic, |:1 L :|

vie, fe | gL T Er

CL ck 1%

~L ~L
CCa CNa

(2.38)

Combining equation (2.38) and (2.35a) into equation (2.334) yields:

1 1 Cy | 1 1 X Al [CE, QR
A’Ca<_/5+_/5+F i [ + =7 DJFR@ —[ a_ Ra (2.39a)
CCa CNa C CNa ! C CNa
where X = —Sijal’]’((fi]' + P(Si]') - 1/2(3Si]’k1/aclcsa)(7kl<7i]' + 1/2P2(85ijk1/8C’Ci)6k161-j and ‘_/S/‘_/L =F. We

have also used 1/L — [ =2A/ VL.
Similarly to the cationic condition for equilibrium, equation (2.33b) can be approximated by:

1,1 c_[1 1 z Al [C2 G
Al ( + —=+F [+D+=—_[_C—_P} (2.39b)
'S S L L L L |7
e G cg_|c C RO L-1|C: Cp
where Z = _Cijai]’(aij + PS,']') — 1/2(asijkl/aclcs)aklaij + 1/2P2(351‘]';([/3(?2:5)3](181']'.
The condition for dissolution/recrystallization (equation (2.32)) is also approximated by:

i _ 1 c, G2
5—XC&§—ZC&5=[X+C’+R9@S<1+P+ )i|A/Ca
Na

C cL
1 _
+|Z+C_RO= 1+FC—, = Ac
G\
AL X C3
+ R0 [c/ ( ) +C_ (1 - Lﬂ (2.39¢)
CNa CP

2
where £ = —(v/2Y)<Tr3) + (1 +v/2Y)ojj0; — (3(1 — 20)/2Y)P2 + (1 — 2v/Y)PTrs + (3(1 — 2v)/Y)
P2,
The linearized set of equations (2.39a,b,c) can now be further simpliﬁed by introducing the
partition coefficients under hydrostatic pressure: kc, = CCa / CCa' kNa = CNa / CNa, kce=C3 ¢/ CL and
kp = CISJ / CL We now have three equations and three unknowns: ACa’ AC and Al

(e) Approximate solution

In this section, we use previously obtained experimental and computational data to solve
numerically for the equilibrium state of a solid apatite under stress with the aqueous solution.
First of all, we anticipate that the effect of substitution of Ca?" by Na' on the chemical
expansion and the elastic properties of the apatite will be significantly smaller than the effect
of exchange between the larger anions CO? and POif. This allows us to neglect the term X in
the conditions for equilibrium. Furthermore, comparing lattice structures of apatites synthesized
with varying amounts of CO%‘, we have previously shown that a 15wt% change of CO§_
content in apatite increases the c-axis and decreases the a-axis lattice spacing by less than 1.1%
using X-ray diffraction [17]. It allows us, for an apatite aggregate, to neglect the term involving
the chemical expansion coefficient ¢;; in the quantity Z. Therefore, Z=(1 /2)(@Siua/ BC/CS)akla,-j +
1 /2P2(8Si]~k1 / 8CES )8kd;j. To obtain information about the mineral mechanics as a function
of composition, we turn to literature studies using both computational and experimental
approaches. Using previously established parameters for stoichiometric hydroxyapatite [22-24],
models for carbonate substituted apatite have been developed via the gradual increase of CO%‘
substitutions for POZ_ in the structure [17,25]. Elastic constants have then been calculated by
fitting Hooke’s Law for both stress—strain (Molecular Static) and energy-strain (DFT) relations
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for infinitesimal deformations [17,26-28]. Our study using these techniques to predict the effect
of CO? on the compliance of apatites showed that the addition of Cng to the lattice can
decrease the elastic moduli by nearly 50% [17]. These results were experimentally confirmed
using high-energy synchrotron X-ray diffraction in combination with applied fluid-mediated
hydrostatic loading showing a decrease in modulus from 127 GPa to 57 GPa [18]. Therefore,
Z~ =35 ono + 3P 5
consider the application of a non-hydrostatic stress ¢ whose components are all zero but 011 =0
where o > P. Neglecting the hydrostatic pressure terms, we obtain £ ~ ¢2/2Y. Under the same
approximation, Z ~ —(1/Y)(8Y/8C’CS)5.
Equation (2.39a) becomes:

8x18j;. Finally, under our previous assumption of an isotropic solid, we

~ Al [kCa_kNa]

ANca——— , 2.40a
Ca L_] i ( )
where Ry = (1/C¢, + 1/Cj3, + F(C4/C)[1/CE, +1/Ck, 1) > 0.
Equation (2.39b) takes the form:
4 Al
Ar=(——— —[kc—k Ry, 2.400
c ( RO L—l[c P])/Z (2.40b)

where Ry = (1/C/% +1/C} + F(C—/C')[1/CL +1/Ck]) > 0.

By inserting equations (2.40a,b) into equation (2.39c), we can solve for Al/L —[ as a function
of the magnitude of the uniaxial stress o. We have performed a numerical calculation by using
the following additional approximation: C4/C/, = (C—/C")1 and experimental equilibrium data
under hydrostatic conditions and room temperature. To obtain information about the relative
concentrations of the moieties of interest in the liquid and solid, we turn to Moynahan et al. [29]
where small amounts (0.05 mg) of carbonated apatites containing biologically relevant levels of
COg_ and Na™ substitutions were placed in solutions of water (10ml) until equilibrium was
reached at approximately 72 h. Ionic concentrations in the liquid were calculated via Inductive
Plasma Coupled Optical Emission Spectroscopy. Ionic concentrations in the solid were calculated
from quantitative Raman spectroscopy measures of CO%’ and POi’ in the apatites assuming a
crystal stoichiometry of Cag 4Na 4(PO4)s54(CO3)0.6(OH)1 g as calculated for biomimetic apatites
in [17]. These measurements result in:

CL. =0.532 mol m~3, C§ =1.755 mol m~3, CL = 0.010 mol m~3, C5 =0.331 mol m~3, C3, =
28 900 mol m~3, C3;, =3450 mol m~3, C& =5500 mol m~3 and Cj, =15 200 mol m~> with
VS=1.61x10"8 m3 and L=1x10"m?, with this kc, =54323, kna=1966, kc =550000 and
kp=45921.

Wingender et al. [18] have shown that Young’s modulus of near stoichiometric apatite is
Y~ 100 GPa and that it drops by AY ~ —50 GPa for an increase in COg_ of ~20wt% [17,18]. To
convert wt% into molm~3, we use a molecular weight of CO? of 60 x 1073 kg mole~! and the
density of apatite under hydrostatic conditions of 3.17 gcm™3. A 20wt% change in composition
corresponds to approximately 10* mole m~3. This enables us to estimate Z ~ 5 x 107°. We also
choose the temperature to be 6 =300 K.

In figure 3, we report the relative change in thickness of the solid, measured by the quantity
Al/L —1 as a function of the applied uniaxial stress o. The stress is varied between 0.5 and 4 GPa.
Counterintuitively, the thickness of the solid aggregate increases with increasing stress. Stress
induces recrystallization of the solid.

Furthermore, the recrystallization of the apatite is accompanied by a decrease in Ca?* and
CO%‘ contents relative to the hydrostatic composition (figure 4). The cation and anion lattice
constraints then impose an increase in sodium content as well as an increase in phosphate.

In equation (2.40a), since k¢, is greater than ky,, the change A/Ca will always vary inversely
with the thickness of the apatite solid. For A(- (equation (2.40b)), since k¢ — kp > 0, the sign of the
variation in carbonate composition will depend on the sign and magnitude of Z/R6 . Here, Z/R6
is negative but too small to change the sign of the variation in carbonate content.
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Figure 3. Relative thickness of the solid apatite in equilibrium with an aqueous solution as a function of applied uniaxial stress.
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Figure 4. Change in (a) calcium and (b) carbonate content relative to the hydrostatic equilibrium compositions as functions of
stress.
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3. Discussion

Results presented in §2e elucidate the effects of applied load on the mineralization of hard
tissues such as bone. The recommendation that individuals engage in weight-bearing exercise
to promote bone growth and mineralization [30] have mainly centred on the idea of cellular
mechanotransduction. Only recently has physiochemical stimulation of mineralization, mostly
via increased fluid flow/transport in the collagen matrix, been suggested as a possible benefit
of exercise [14,15]. However, the results presented here show another layer of benefit, indicating
that applied stress during weight-bearing activities will simultaneously promote mineralization
via crystal growth irrespective of cellular and matrix contributions.

In this model, the bone mineral composition is shown to shift towards reduced calcium and
carbonate content with applied load. In terms of the classically reported Calcium to Phosphate
ratio (Ca/P), this would suggest a decrease in Ca/P with applied stress which has traditionally
been used to describe a decrease in mineral maturation [31,32]. Similarly, a drop in the carbonate
to phosphate ratio (CO32~/PO4%7) has often been used by bone biologists as an indicator
of increased cellular remodelling [33,34]. However, the measurements presented here report
these compositional changes in response to applied load irrespective of cellular and maturation
behaviours. Therefore, it is important to understand the thermodynamics of bone mineral in
stressed environments like bone when considering the meaning or cause of compositional
changes.

4. Conclusion

The addition of previously established material simulation techniques, such as DFT and MD,
and experimental measurements into our apatite specific model of chemical equilibrium of
solids under stress enables the solving of complex biological problems which have until now
remained unaddressed. In this work, we examined the dissolution/recrystallization behaviour
of biomimetic apatite solids under stress in equilibrium with aqueous solutions. Our study has
shown that uniaxial applied stress promotes mineral crystallization. This counterintuitive result
points to another mechanism by which load bearing exercise promotes the mineralization of hard
tissues, such as bone, thus supporting current medical recommendations to use applied stresses
as a means of maintaining bone density with ageing, paralysis and space flight [35-39]. Future
work will look to experimentally validate this work as well as examine the synergy between
stress and chemical reactions relative to pH in the aqueous solution in controlling mineral
dissolution/crystallization.
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