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GRAPHICAL ABSTRACT

Schematic representation of cylindrical biomaterials in a dielectric-sandwich configuration subjected to
harmonic electric potential differences across the capacitor plates, with radial diffusion of nutrients inward
to support cell proliferation and sustainability.
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ABSTRACT

This research contribution addresses electric-field stimulation of intra-tissue mass transfer and cell prolifer-
ation in viscoelastic biomaterials. The unsteady state reaction-diffusion equation is solved according to the
von Karman-Pohlhausen integral method of boundary layer analysis when nutrient consumption and tissue
regeneration occur in response to harmonic electric potential differences across a parallel-plate capacitor in a
dielectric-sandwich configuration. The partial differential mass balance with diffusion and electro-kinetic con-
sumption contains the Damkédhler (A?) and Deborah (De) numbers. Zero-field and electric-field-sensitive
Dambkohler numbers affect nutrient boundary layer growth. Diagonal elements of the 2nd-rank diffusion ten-
sor are enhanced in the presence of weak electric fields, in agreement with the formalism of equilibrium and
nonequilibrium thermodynamics. Induced dipole polarization density within viscoelastic biomaterials is cal-
culated via the real and imaginary components of the complex dielectric constant, according to the Debye
equation, to quantify electro-kinetic stimulation. Rates of nutrient consumption under zero-field conditions
are described by third-order kinetics that include local mass densities of nutrients, oxygen, and attached
cells. Thinner nutrient boundary layers are stabilized at shorter dimensionless diffusion times when the
zero-field intra-tissue Damkohler number increases above its initial-condition-sensitive critical value [i.e.,
(A2, ero-field Jeritica = 53, see Eq. (23)], such that the biomaterial core is starved of essential ingredients required
for successful proliferation. When tissue regeneration occurs above the critical electric-field-sensitive
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intra-tissue Damkohler number, the electro-kinetic contribution to nutrient consumption cannot be
neglected. The critical electric-field-sensitive intra-tissue Damkohler number is proportional to the Deborah

number.

© 2011 Elsevier B.V. All rights reserved.

1. Introduction

Biological effects associated with exposure to electric fields have been
well-documented during the past 50 years on isolated cells [1] and tissues
[2]. Cellular phenomena associated with proliferation, differentiation, and
regeneration, such as wound healing [3], in the presence of electric fields
have been studied extensively. Cellular activities, such as altered tran-
scription [4], protein synthesis [5,6] and migratory patterns [7] can be
influenced by electrical stimuli. Significant progress has occurred on the
application of electric fields to treat a variety of bone disorders [8-11].
Upon exposure to electric fields, one side of the cell becomes hyper-
polarized while the opposite side is depolarized [ 12]. Electric potential dif-
ferences across biological membranes catalyze fundamental physiological
processes, including ATP synthesis and growth [13]. Pulsed electromag-
netic stimulation at 7.5 Hz reduces the loss of bone mass, enhances
osteoblast proliferation, and accelerates DNA synthesis [12,14]. Hence,
therapeutic treatments employing electric fields have been developed
for bone disorders. It is well accepted that substrate surface charge signif-
icantly influences cell attachment [15,16]. Grafting various ionic and non-
ionic moieties to polymer surfaces increases adhesion and proliferation of
cells on positively charged substrates [17,18]. Bone cells modulate the
activity of hormones, growth factors, and cytokines when exposed to
electromagnetic stimuli, and electric fields promote osteogenesis [19]. In
eukaryotic cells, external electric fields affect development, regeneration,
and motility [13]. An increase in osteoblast proliferation occurs when rab-
bit bone marrow is electrically stimulated [20]. Encouraging results have
been reported on neuronal stem cells in which adhesion, proliferation,
and differentiation are facilitated by electrically conductive polymeric
fibers [21]. Modulation frequency of the external electric potential also
influences the activity of neuronal cell lines. Upon exposure to small-
amplitude ac electric fields at a frequency of 1 Hz, murine neuronal
stem cells encapsulated in alginate hydrogels exhibit improved viability
by approximately 1 order of magnitude [22]. This excitation frequency
is employed in numerical simulations to stimulate tissue regeneration in
dielectric biomaterials, without introducing a time-average of the electric
potential. Dynamic models with the potential to predict macroscale be-
havior from the microscale continuum are useful to describe underlying
multi-scale processes that occur when tissue regeneration is stimulated
by an electric potential.

2. Induced dipole polarization in dielectric solids subjected to
harmonic electric potential difference

The dipole polarization vector in dielectric biomaterials, with dimen-
sions of Coulomb-cm, is defined by the ensemble average of microscopic
dipole moments [23]. When dielectrics are polarized in the presence of
an electric field, the dipole polarization vector is nonzero. For isotropic
dielectrics that respond linearly to external fields, the dipole polarization
vector is parallel to the electric field everywhere within the material [24],
with a scalar proportionality constant known as the polarization coeffi-
cient or the dielectric susceptibility, k = (¢ —&p) Volume/4m, where ¢ is
the dielectric permeability and &, is the permittivity of free space (i.e.,
8.854x 10~ 2 C%/[N-m?]). Consider spherically shaped mammalian
cells that consume nutrients and grow axisymmetrically in the absence
of external fields, natural fluctuations, and their own motility on biocom-
patible surfaces. When the surface is polarized, the intracellular medium
experiences induced polarization that perturbs axisymmetric growth
[13], analogous to the symmetry-breaking phenomenon that generates
mechanical stress imbalance on the cell's outer “comet-shaped” surface

[25]. It is postulated that dipole polarization in dielectric biomaterials
catalyzes rates of nutrient consumption by anchorage-dependent cells.
Hence, kinetic models are developed that contain an electric-field-
sensitive contribution, based on analysis of the Debye equation [ie.,
Eq. (1)] for a single relaxation process characterized by one viscoelastic
time constant N\ (T) when dielectric materials contain no excess charge
carriers [26]. The electrical analog of the Voigt model, with N=RC,
contains resistive R and capacitive C elements in series, such that the
voltage drops are additive and the total dipole polarization is given by
the product of the dielectric susceptibility « with the external electric
field E. This is equivalent to defining the effective field as a sum of the
external field and an internal contribution that scales linearly with polar-
ization density. Hence, dipole polarization density P (t), with dimensions
of Coulomb-cm/cm?, is calculated in the presence of an external ac elec-
tric field E (t;®) according to [26,27];
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where N (T) is a temperature-dependent dipole relaxation time of the
viscoelastic biomaterial, and €5 and €. are the static and high-
frequency (i.e., optical) dielectric constants of the material, respectively.
The dipolar relaxation strength is &s — €... Under isothermal conditions,
in which \, €, and .. are constant, solution of Eq. (1) is obtained via ap-
plication of the integrating factor method for first-order inhomogeneous
ODEs;

P(t;o) = So{gsxs}exp{ } j

E(tﬁm) exp{ }dt (2)
t'=>—w

If the harmonic electric potential difference applied across the
capacitor plates in a dielectric sandwich configuration is given by;
V(t;m) = Vysin(ot) (3)
then the external ac electric field is E(t;®w) =V(t;®)/d, where d is the
spacing between the plates. The induced dipole polarization in dielec-
tric biomaterials exhibits time and frequency dependence according
to Eq. (4). No attempt is made to connect biomaterial polarization
to intracellular polarization. Hence, dielectric properties of the bio-
compatible matrix influence stimulated nutrient consumption in the
presence of an electric potential;
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The scaling of time in viscoelasticity (i.e., material response time N\
relative to a characteristic experimental timescale, 1/®) is accomplished
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via the Deborah number De, which is given by o\ (T) for a one-time-
constant model [28]. For a Maxwell-like RC-circuit (i.e., with R and C in
parallel, and A =RC), time-dependent polarization in the capacitive
element which stores electrical energy without power dissipation, is
completely in-phase with the oscillatory electric potential difference V
and contains the real part €’ (®) of the complex dielectric constant:
g'=¢ (0)—je’ (o), where j=~/(—1). Electrical energy dissipation
occurs in the resistive branch, where current and voltage drop are in-
phase, but polarization or charge density is completely out-of-phase
with V and contains the imaginary part €” (®) of the complex dielectric
constant. Eq. (4) for the induced dipole polarization density exhibits
the same functional form if the actual dielectric biomaterial requires a
distribution of dipole relaxation times. However, the real and imaginary
components of the complex dielectric constant, €’ (») and €” (®), con-
tain additional terms similar to those in Eq. (4) for each significant relax-
ation time. If distributed relaxation processes are operative in cells and
tissues, then fractional calculus [29] might be useful to describe input-
output behavior of biological systems, due to the fractal or porous struc-
ture of the components. Fractional-order complex impedance in circuit
models allows one to describe transient and steady state frequency
response of dielectrics, biological tissue, bio-electrodes, and electrode/
cardiac-tissue interfaces in pacemaker electrodes with diffusion-
limited electrochemical reactions at the electrode surface [29].

3. Electric-field-enhanced rates of nutrient consumption in dielectric
biomaterials

It is necessary to consider electro-kinetic coupling between the in-
duced dipole polarization density in Eq. (4) and nutrient consump-
tion when cells anchored to dielectric biomaterials respond to an
electric potential difference across the capacitor plates. This is the
electrical analog of stress—kinetic scalar cross-phenomena when the
state of deformation in viscoelastic biomaterials is transmitted to
anchorage-dependent cells, and harmonic excitation catalyzes en-
hanced rates of nutrient consumption via symmetry breaking [25], as
mentioned above. In light of the fact that the potential bias of gold
electrodes affects elongated growth of Pseudomonas fluorescens cells
[13], a modification of root-mean-square dipole polarization density
that does not average dependence on time is employed in Eq. (5) to
quantify pseudo-homogeneous rates of nutrient consumption. In the
spirit of linear cross-couplings;

_ 2 .
Rhomogeneous - kzero—ﬁeld[;)nutrien'rpoxygenpcells + Y electric P (t, (JJ)
nutrient
consumption (5)
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where the scalar electro-kinetic coupling coefficient Yejectric has
dimensions of nutrient mass per thickness of the viscoelastic bioma-
terial per Coulomb-time. Electro-kinetic coupling via the second
term on the right side of Eq. (5) represents a zeroth-order rate of
nutrient consumption. Zero-field rates of nutrient consumption,
given by the first term on the right side of Eq. (5), require the
presence of nutrients, oxygen, and attached cells whose receptors
form complexes with functional groups in the chemical structure
of conformationally accessible proteins dispersed throughout,
or embedded within, porous biomaterials. Both kinetic rate coeffi-
cients in Eq. (5), Kzero-fierd aNd Yelectricv depend on the protein's
folding characteristics in a thin aqueous film on the interior bioma-
terial surface. Hence, the appropriate signaling exists for cells to
consume nutrients and proliferate within the context of regenera-
tive medicine.

4. Stoichiometric requirements for nutrient consumption by
anchorage-dependent mammalian cells

This application of tissue regeneration in dielectric biomaterials
includes zero-field and electro-kinetic rates of nutrient consumption,
where the latter is stimulated by a harmonic electric potential applied
across capacitor plates. It is necessary to connect the rate of nutrient
consumption to the rate of cell proliferation. Effective biomass yields
between 40% and 50% have been reported for a selected group of
glucose-fed micro-organisms [30,31]. Hence, Oceps/Onutrient<0.45 is
employed in Eq. (6), in consideration of the fact that some nutrient con-
sumption could be channeled into other products and metabolic activi-
ties not related to cell proliferation, such as energetic support for cell
mobility and sustainability. Yield coefficients that characterize cell
mass produced per mass of oxygen consumed (i.e., Ocelis/Ooxygen <~ 0.45)
for the production of hematopoietic cells in 3-dimensional perfusion
bioreactors suggest a 1:1 mass ratio for oxygen to nutrient consumption
[32,33]. Both of these stoichiometric ratios (i.e., Oceiis/Onutrient <~ 0.45
and Ogxygen/Onutrienc = 1) are required to simulate tissue regeneration
via the following relations between mass densities for nutrients,
Pnutrients and species i, p;, in porous biomaterials;

()-.
Pi(x, t)—p(x =L, t =0) =v; —

{Pnurient (X =L, t = 0)7pnutriem(xv )}
(6)

Ohutrient

where VUeens = +1, and Voxygen = — 1. These parameters are used in
Egs. (19), (22) and (23).

5. Modified diffusion equation for electric-field-enhanced nutrient
consumption in cylindrical biomaterials

Fick's second law of diffusion with nutrient consumption (i.e., the
modified diffusion equation) describes the transient and spatial depen-
dence of the mass density of each reactive species (i.e., nutrients,
oxygen, growth factors, etc.) within a dielectric biomaterial of radius
Reircutar and thickness d that supports tissue regeneration [34-37]. In
reference to Fig. 1, with one-directional flux radially inward (i.e., trans-
verse to the electric-field direction), one must solve the reaction-
diffusion equation [38] for nutrient mass density, prutrient (I,t);

—R homogeneous (7)
nutrient
consumption

apnutrient _ 10 {T apnutrient}
or

D PR —
0t A effective.intra—tissue ror

where time t accounts for transient response, and D effective intra-tissue 15
the electric-field-enhanced effective diffusion coefficient of species A
within the porous matrix. The total pseudo-homogeneous rate of nutri-
ent consumption by anchorage-dependent cells is calculated via Eq. (5)
in the presence and absence of electric-field stimulation. The thermody-
namics of irreversible processes yields the following equation for ordi-
nary molecular diffusion coefficients [39] in binary mixtures, Dag;

0 (M ps ~ 1 Xa OHa
PP~ g [~ e }T; e {E}Tp ®)

where p is overall mass density, [Lis chemical potential, X is mole frac-
tion, and m, is mass fraction. In the weak-field limit, when systems do
not achieve electric saturation, the electric field dependence of species
chemical potentials [28] is written in terms of partial molar dielectric
susceptibilities, Ka;

Ha(T, p, E, composition) = {u, (T, p,composition) },er,_fiela — %EZKA + ...
9)



L.A. Belfiore et al. / Biophysical Chemistry 161 (2012) 8-16 11

Radial diffusion of nutrients in
dielectric biomaterials subjected to
harmonic electric potential difference

—ee-  Radial diffusion
of nutrients

R

circular

Fig. 1. Schematic representation of cylindrical biomaterials in a dielectric-sandwich
configuration subjected to harmonic electric potential differences across the capacitor
plates, with radial diffusion of nutrients inward to support cell proliferation and
sustainability.

Hence, effective intra-tissue diffusivities Da efrective,intra-tissue iN the
presence of weak electric fields include (i) a zeroth-field Einstein-
like expression (i.e., D= )KgoitzmannT, ¥ = mobility), that scales in-
versely with molar mass and is reduced in magnitude by the porosity
and tortuosity of the biomaterial matrix [39], and (ii) a quadratic en-
hancement [40] that scales as E?;

€or0si 2
DA,effective,intra—tissue = —Porosity, XkBoltzmann T{l + QF + .. } (1 O)

Ttonuosity

= DA‘zero—ﬁeld{1 + QEZ + }

In Eq. (10), y is the inverse of a friction coefficient (i.e., mobility) and Q
is a positive constant that scales linearly with the compositional
dependence of the partial molar dielectric susceptibility of the diffusing
species. However, a detailed analysis of quantum diffusion in semicon-
ductors [41,42] reveals that one of the diagonal elements of the diffusion
tensor exhibits a 1/E? dependence on field strength. The dielectric-
sandwich configuration is illustrated in Fig. 1, with radial diffusion unaf-
fected by electric field vectors oriented in the z-direction.

Pulsed electric-field-enhanced interstitial transport of plasmid DNA
has been investigated in vivo in tumors, revealing that the presence of
the field might be critical for diffusion of pDNA from interstitial space
to transient pores in the plasma membrane of electro-permeabilized
cells [43]. Due to the impermeable capacitor plate boundaries, the cir-
cumference of the regenerative matrix (i.e., r = Rjrcuiar) is €Xposed to
dissolved oxygen in the well-mixed nutrient medium at time t=0,
allowing radial diffusion of essential ingredients inward to support
sustainability and proliferation of anchorage-dependent cells that are
seeded uniformly in a porous matrix. The required boundary conditions
are;

Pnutrient = Pnutrient,mediums> ¥ = Rcircular; t>0

apnutrient
0r

Pnutrient = 0;t=0; T gitical <L <Reircutar

=0; and pnutrient:"o: r= Icritical(t) (11)

The zero-flux and zero-mass-density boundary condition at reigica iS
reminiscent of a boundary-layer problem because the central core is
nutrient-starved at short times for all reasonable values of the intra-
tissue Damkohler number. Dimensionless variables are introduced for
nutrient mass density, spatial position in the radial direction, and time,

—R2 ot
Where eDiffusion,zero—ﬁeld =R circular/ DA,zero—ﬁeld represents a characterlstlc
time constant for intra-tissue diffusion under zero-field conditions [39].
Nutrient mass density; W, — —Pnuuient

Pnutrient, medium

Spatial coordinate in the radial direction; 1 =

(12)

circular

. . . . R tD _
Dimensionless diffusion time; T = ——Azero—field _

5 =
Rcircular eDiffusion,zero—ﬁeld

This allows one to re-express the modified diffusion equation and
its boundary conditions in dimensionless form for nutrient mass den-
sity Wa (7);

oW, n [PV, 10V,
o <1+QE ){ an +T—]W

2
} _AA,zero—ﬁeld \PAqfoxygen q’cells

M clectri
— Zhelectie [ sin (ot )— De cos(ot)}?

1+ De?
Va=1m=17>0
o
TT]A =0;and¥,=0; M = 1—yrpir(T) (13)

Wp=0;7=0; 1=3ypr(T) <N<1

E(t;o) = % sin(ot)

1 + QEZ =1 + gAi‘electric sinz(wt)

. eDiffusion.zem—ﬁeld
De = oA(T); ot = DETT)T

A% sero-field 1S the species-specific zero-field intra-tissue Damkohler
number that represents an order-of-magnitude ratio of the consump-
tion rate to the rate of diffusion toward anchorage-dependent cells
[34,39], when both rate processes occur under zero-field conditions.
Hence:

2 2
AA,zero— field — kzero— field pnutrient.medium eDiffusion,zero— field (] 4)

where Pputrient. medium 1S the mass density of nutrients in the vicinity of
the external tissue circumference, and Kero-fela iS the pseudo-
volumetric third-order kinetic rate constant for nutrient consumption
under zero-field conditions. The electric-field-sensitive intra-tissue
Damkéhler number is defined as the zeroth-order rate of nutrient con-
sumption in the presence of an external electric field relative to the
zero-field rate of intra-tissue diffusion toward anchorage-dependent
cells:

V €o{€s €
=2 Yelearc 0{ S } eDiffusion.zero—ﬁeld (15)

2
AA.,electric = d - -
Pnutrient, medium

where Yelectric iS the scalar electro-kinetic coupling coefficient, Vy is the
amplitude of the harmonic electric potential difference across the
capacitor plates with gap thickness d, and &s — €.. is the dipolar relaxation
strength of the viscoelastic biomaterial, or the difference between the
static and high-frequency (i.e., optical) dielectric constants. Eq. (13)
represents a unique example in the refereed journal literature where
the Damkohler and Deborah numbers appear together in the reaction-
diffusion equation to parameterize mass transfer in viscoelastic biomate-
rials [44] subjected to electric-field stimulation. The electric-field-
sensitive intra-tissue Damkohler number [i.e., see Eq. (15)] is defined
for the first time in this investigation. The concept of the intra-tissue
Dambkohler number in biological systems is analogous to the intrapellet
Damkohler number for heterogeneous catalysis in packed reactors
[38,39]. Electric field effects in complex cellular systems have been ana-
lyzed in two- and three-dimensions by (i) constructing transport lattice
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networks that include nearest neighbor interactions and (ii) solving
electric-circuit-law equations at nodes and around various closed loops
[45]. A two-dimensional representation of the transient reaction-
diffusion equation in spherical coordinates, with dependence on r and
the polar angle, has been solved by the alternating-direction-implicit
finite-difference algorithm in the presence of a first-order “sink” term
where the kinetic rate constant is modified by a dc electric field, but the
diffusion coefficient is parameterized under zero-field conditions [46].
Numerical solution of Eq. (13) via finite-difference calculus is awk-
ward, due to the zeroth-order electric-field-sensitive rate of nutri-
ent consumption that must be extinguished in the tissue's central
core at short times when nutrients have not diffused inward to a sig-
nificant extent. There are very few literature references that invoke
the von Kairman-Pohlhausen profile method and solve the modified
diffusion equation with chemical reaction [37,44] to predict tran-
sient mass transfer boundary layer thicknesses (i.e., 4 matches in
Web of Science™ to diffusion, reaction, von Kdrmdn). Profile methods
have not been employed to solve mass transfer boundary layer
problems in the presence of electro-kinetic stimulation.

6. Solution of the unsteady state reaction-diffusion equation
according to the von Karman-Pohlhausen integral method of
boundary layer analysis

Several nonlinear reaction-diffusion equations, including Fisher's
equation for transient 1-dimensional diffusion and 2nd-order growth,
are discussed in reference [47]. Bendahmane and Karlsen [48] prove
existence and uniqueness for a class of reaction-diffusion equations
that simulate electro-physiological waves in cardiac tissue. Sherratt et
al. [49] have analyzed solutions of the reaction-diffusion equation that
include cell-cell and cell-matrix adhesion, random cell movement,
and cell proliferation. In this investigation, the transient reaction-
diffusion equation, given by Eq. (13), was solved for dimensionless
nutrient mass density, ¥4 (¢), and the dimensionless mass transfer
boundary layer thickness Syrpir (T; Aa zero-fields Ma electric) DY postulating
a quadratic function of the combined variable ¢ according to the von
Karman-Pohlhausen profile method of boundary layer analysis [37];

VA T) = Va(Q) = o+ P+ £

B 1-n (16)
©=

8MTBLT (T§ AA.zero—ﬁeldv AA,electric)

The proposed quadratic function for dimensionless nutrient mass
density ¥, in Eq. (16) is consistent with steady state profiles for
zeroth-order rates of consumption in tissue with rectangular symme-
try [37,39], for all values of both intra-tissue Damkdhler numbers.
Boundary conditions at m=1 [ie, ¥4 (¢=0)=1] and n=1
— Smreer [ie., {0Wa/0M}o— 1 ="Pa (p=1) =0] yield numerical values
for the constants «, 3, and ¢. Hence;

Vp(@=0)=a =1
Vp@=1)=a+p+L=0

LA 1 (o)
aT] n=1=dymir  OmTRLT <T§ AA,zero—ﬁeldv AA.electric> Bcp ¢=1 (17)
B —p-2; o

6MTBLT <T§ AA.zero—ﬁeld7 AA,electric)

with =1, 3=—2, {=1. If ¥4 = 0 with zero slope at ¢ =1, then the
initial condition is satisfied as ¢ = <. Upon substitution of the postulated

profile for ¥4 (¢) via Eq. (16) into Eq. (13), multiplication by dyrpit, and
integration with respect to ¢ from O to 1;
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(){aT T30 By Sy AT Sy T 2O g

Abppir | 1, 2148
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1 % P2 2 ¢ 1 —¢ _ 2 dymser + (1—0ymaur) In[1—Oyrrpr]
) =2 — ¥ do--—- !
nlon J; &1 dumir o 1—@Oymir Snreir SyrreLT

(18)

one obtains a first-order ordinary differential equation (ODE) for &yrgrt
(T; Mazero-fields Naelectric) that represents conservation of nutrient mass
over the thickness of the boundary layer;

2

OvTRLT  O%pRIT

1ds 4 )
BT — {1 + gAA,electric sin (O)t)}

37 ar (1—8yrprr) In{1—8yprprr}
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1
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©=0

(19)

The differential equation for &yreir in Eq. (19) reduces to
Eq. (20) at steady state in the absence of electrical stimuli (i.e.,
Apclectric=0) when the dimensionless nutrient mass transfer
boundary layer thickness is independent of dimensionless diffusion
time 7.

1
2 2 2
OmrBLT A zero-field j WA (@) Voxygen (@) Veens (P) do— m (1—8yrper) IN{1—dyrpir} = 4
©=0

(20)

For zeroth-order nutrient consumption in the absence of electric
fields, the integral on the left side of Eq. (20) is unity and the
steady-state dimensionless nutrient boundary layer thickness in
long cylindrical biomaterials depends on the zero-field intra-tissue
Damkohler number according to Eq. (21);

2 2
OnrbLr/NA zero-fiela —~ 5 ——— (1= dwrprr)IN{1—Ourpir} = 4 (21)
MTBLT

This is consistent with a critical zero-field intra-tissue Damkohler
number, {Aazero-fiera} =2, in cylindrical biomaterials [37,39] when
Svreir = 1, because the second term on the left side of Eq. (21)
vanishes according to I'Hopital's rule. When Aa zero-fiela>2 for
zeroth-order kinetics in porous tissue with cylindrical symmetry,
dvrerr<1 and the central core is starved of essential ingredients re-
quired for cell proliferation at steady state, according to the lower
curve in Fig. 2.

When zero-field consumption by anchorage-dependent cells
follows 3rd-order kinetics, requiring the presence of several ingredi-
ents as described by Egs. (5) and (20), reasonable conditions at the
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MTBLT vs. Zero-Field Intra-Tissue Damkohler Number

von Karman-Pohlhausen Integral Method
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Fig. 2. Effect of the intra-tissue Damkohler number Ap ero-fietla ON the steady-state
dimensionless nutrient boundary layer thickness &yrpir in cylindrical biomaterials
under zero-field conditions. Upper curve: calculations are based on Eqgs. (20) and (22)
when nutrient consumption follows complex third-order kinetics, and the initial con-
dition for cellular and oxygen mass densities on the external biomaterial surface are:
Weens (N=1,7=0)=0.25 and Voxygen (N=1,7=0)=1, such that Syrpir=1 when
{Aazero-fieldJeritical = ¥ (53). Lower curve: calculations are based on Eq. (21) for zeroth-
order nutrient consumption, such that dyrpir=1 when {Aa zero-field}critical = 2. von
Karman-Pohlhausen predictions from Eq. (21) for zeroth-order kinetics are essentially
indistinguishable from the exact solution obtained via the following equation based on

steady-state analysis [37,39]; 26MTBLT—82MTBLT +2(1 —SMTBLT)Z In{1—8mrpir} =

vi .
A zero-feld

biomaterial/nutrient-medium interface (i.e., r = Rgjcular) yield the fol-
lowing tissue-averaged dimensionless rate of consumption:

Pnutrient

Wa(p) = =+ P+ ¢

Pnutrient, medium

V(@) — Pi(T = Rejreytar: £ = 0) O3 {1=W,(@)}; i = cells, oxygen

= V-
1
Pnutrient. medium Ohutrient

1
f \PA ((P) \Poxygen ((P) lIrcells (CP) d@

o0 —0.0343 + 0.06Wyyygen (1 = 1,7 = 0)—0.133W
x(M=1,T=0)+0.333Vyeen(N = 1,7 = 0) Vg
«yceus(n:fr:m:o,zs x(M=17=0)
~0.040 [whenxpoxygenm =1,7=0) = 0.75]
~0.076 [when\Ifoxygen(n =1,7=0) = 1]

(22)

Now, cylindrical biomaterials can operate further into the
diffusion-limited regime at steady state, before regeneration ceases
in the tissue's central core (Fig. 2, upper curve), because the initial-
condition-sensitive critical zero-field intra-tissue Damkdhler number
is evaluated via Egs. (20) and (22) when &yrpr = 1. This calculation is
provided in Eq. (23). In the presence of convection, diffusion, and
zeroth-order nutrient consumption, similar criteria have been devel-
oped to avoid starvation in the central core of porous biological pel-
lets with spherical symmetry [50].

2 4
{AA‘ZerO_ﬁeld}critical 1
q’A ((P) \Ijoxygen (‘P) \Ilcells (‘P) d@
©=0
4
_ ~ 5040 = 100 [whemvoxygen(n =1,7=0)= 0.75]
Feans(M171:770)70.25 ~ 05176 ZS?’ [Whenq}oxygen (n = 17 T= O) = ]

(23)

7. Parametric analysis of electric-field-sensitive nutrient
consumption in dielectric biomaterials

The time-dependent ODE in Eq. (19) was solved for the development
of dvrert (T; Aazero-fields Aaelectric), Subject to the initial condition Syt
(T=0)=0 for a reasonable range of Deborah numbers that are charac-
teristic of soft and rigid biomaterials, as well as those that experience
dielectric relaxation when De ~ 1. The amplitude of the electric potential
difference across the capacitor plates Vg represents a convenient param-
eter for systematic variation of the electric-field-sensitive intra-tissue
Damkéhler number, according to Eq. (15). The dimensionless parameter
€ that characterizes the weak-field dependence of intra-tissue diffusiv-
ities on E? is given by:

2
DAeffective.intra—tissue = DA‘zero—ﬁeld {1 +QE” + }

= DA.zero—ﬁeld{l + gAﬁ,electric sinz(wt) + } (24)

2
g _ Pnutrient medium
Yelectric€o {8 5 € } eDiffusion,zero—ﬁeld

Time-averaging of E? was not employed in Egs. (13), (19), and
(24) because the period of oscillation of the electric potential (i.e.,
2mn/w) is of the same order-of-magnitude as the time constant for
diffusion under zero-field conditions, Opjffusion,zero-field- Rigorously,
the effective intra-tissue diffusivity is a symmetric 2nd-rank tensor
in which the electric potential only affects the diagonal elements,
via Egs. (10) and (24). Hence, Q and § vanish when radial diffusion
in Eq. (19) is analyzed with electric field vectors oriented in the
z-direction. The initial rate of increase of dyrprr With respect to T is in-
finitely fast, according to the first term due to diffusion on the right
side of Eq. (19) that does not depend on zero-field or electric-field-
stimulated rates of consumption. Analogously, the diffusion terms
are dominant on the right side of Eq. (7) [i.e., derivatives of pputrient
with respect to r] and Eq. (13) [i.e., derivatives of ¥, with respect
tom] at T =0, prior to the development of the mass transfer boundary
layer. Previous analytical solutions of the modified diffusion equation
with simple nth-order kinetics (i.e., n=0,1,2) in biomaterials with
rectangular symmetry [28] reveal that Sypir~0.0346 at 7= 104
when Aa zero-fiela =4. This pseudo-initial condition is employed in
this investigation. Biomaterial response is analyzed by capturing the
time dependence of tissue-averaged dimensionless nutrient mass
density, defined according to Eq. (25);

6=2m  T=Rejrcular

1 z=d
dz | de Prutrient (¥, £)rdr
pnutrient,mediumnRgirculard z=0 9£0 r:r{,um uent
n=1 =1
=2 [ Wammdn = 26umen(7) [ {o P+ 10" H{1—@bympir(T)}de
N=1—0nrprr ¢=0

= 25MTBLT(T>{ (a +% B+ % g) - (% a+ % B+ 41‘1 g) aMTBLT(T>}

—=1
(;iz & Owrrewr (T) {4 =B (T) }

(25)

Tissue-averaged dimensionless nutrient mass density, given by the
function in Eq. (25), is illustrated in Fig. 3 when dielectric relaxation
occurs in porous biomaterials, electric-field-enhanced intra-tissue
diffusion is neglected, and the zero-field intra-tissue Damkohler num-
ber is greater than its critical value of 53 [see Eq. (23)], such that the tis-
sue's inner core, defined by 0 <M <1 — dypT, is starved of the essential
ingredients required for cell sustainability and proliferation.

One qualitatively identifies a critical electric-field-sensitive intra-
tissue Damkdhler number A% ejectricritical = 10 to achieve at least 10%
absolute decrease in tissue-averaged nutrient mass density relative to
steady state zero-field conditions when AZse0fea=100 in Fig. 3.
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Fig. 3. von Karman-Pohlhausen tissue-averaged dimensionless nutrient mass density,
according to Eq. (25) via the solution of Eq. (19) for electric-field-stimulated nutrient
consumption in porous biomaterials with cylindrical symmetry that experience dielec-
tric relaxation (i.e., De =1). Electric-field enhancement of intra-tissue diffusion is not
considered. The zero-field intra-tissue Damkohler number (i.e., AZA,ZHO_ﬁeld =100) is
greater than its critical value of 53, according to Eq. (23), when the initial conditions
for cellular and oxygen mass densities on the external biomaterial surface are: Weys
(M=1,7=0)=0.25 and Woxygen (N=1,7=0)=1. The effect of harmonic external
electric potential on tissue-averaged nutrient mass density increases from the zero-
field uppermost curve to the lowermost curve. The critical electric-field-sensitive
intra-tissue Damkdhler number is approximately 10% of the zero-field intra-tissue
Damkohler number. Parameters: o =2m radians/s, Opifrusion zero-field/ N =21, §=0,
1000 steps in dimensionless diffusion time T, from T=0to T=1.

Harmonic excitation of solid-like biomaterials at higher Deborah numbers
in Fig. 4 occurs at the same frequency (i.e., 1 Hz.) relative to the simula-
tions in Fig. 3 when De =1, but the dimensional analysis of time in the
harmonic electric potential includes the Deborah number [ie., see
Eq. (13)]. Hence, higher Deborah number response translates to higher
perceived oscillation frequency for nutrient boundary layer thickness
and tissue-averaged nutrient mass density on the dimensionless time
axis when the ratio of the zero-field diffusion time constant Opjgusion,
zero-field t0 the material response time \(T) remains the same, even though
each time constant is longer in rigid solids relative to those that undergo
dielectric relaxation. The effect of the Deborah number on the real and
imaginary components of the complex dielectric constant, according
to Eq. (4), is primarily responsible for (i) smaller amplitude oscilla-
tory response in Fig. 4 relative to Fig. 3, and (ii) the fact that larger
electric-field-sensitive intra-tissue Damkohler numbers in rigid
biomaterials are required to induce a significant decrease in the
tissue-averaged nutrient mass density relative to zero-field simula-
tions. For example, the critical electric-field-sensitive intra-tissue
Damkéhler number A4 ciecuiccritical =40 in Fig. 4 to achieve at least
10% absolute decrease in tissue-averaged nutrient mass density relative
to steady state zero-field conditions when A?jero-fiela=100 and
De=5.

8. Conclusions

Biological systems respond to mechanical stress and electro-
kinetic stimulation, via complex mechano-transduction [51,52] and
electro-transduction pathways. In this research contribution, dynam-
ic dielectric spectroscopy in viscoelastic polymers and the Debye
equation with one relaxation time are employed to calculate induced
dipole polarization in response to harmonic electric potential excita-
tion. Nutrient consumption and cell proliferation are stimulated by
induced dipole polarization in polymeric scaffolds that contain
anchorage-dependent mammalian cells. A cylindrical geometry is an-
alyzed with dielectric biomaterials sandwiched between a parallel-
plate capacitor, such that the electric-field vectors are aligned with

Nutrient Consumption in Solid Dielectrics
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De = 5; No Electric-Field-Enhanced Diffusion
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Fig. 4. von Karmdn-Pohlhausen tissue-averaged dimensionless nutrient mass density,
according to Eq. (25) via the solution of Eq. (19) for electric-field-stimulated nutrient
consumption in rigid biomaterials (i.e., De =5) with cylindrical symmetry. Electric-field
enhancement of intra-tissue diffusion is not considered. The zero-field intra-tissue
Damkéhler number (i.e., A4 ero-fiela = 100) is greater than its critical value of 53, according
to Eq. (23), when the initial conditions for cellular and oxygen mass densities on the exter-
nal biomaterial surface are: Weeps (= 1,7=0)=0.25 and Woyygen (N=1,7=0) = 1. The ef-
fect of harmonic external electric potential on tissue-averaged nutrient mass density
increases from the zero-field uppermost curve to the lowermost curve. The critical
electric-field-sensitive intra-tissue Damk&hler number is approximately 40% of the zero-
field intra-tissue Damkohler number. Parameters: o =2m radians/s, Opifusionzero-field/
N=2m,&=0, 1000 steps in dimensionless diffusion time 7, from T=0 to T=04.

the z-direction. Due to the impermeable capacitor plate boundaries,
nutrient media are exposed to these porous biomaterials along their
circumference, allowing radial diffusion of nutrients and growth fac-
tors inward to support cell proliferation and sustainability. Important
new concepts that do not appear elsewhere in the research literature
are summarized by the following equations: Eq. (5) describes electro-
kinetic rates of nutrient consumption, Eq. (13) represents the dimen-
sionless reaction-diffusion equation that includes the Damkoéhler and
Deborah numbers, Eq. (15) defines the electric-field-sensitive intra-
tissue Damkdhler number, Eq. (19) describes time-evolution of the
nutrient boundary layer thickness, and Eq. (23) evaluates the critical
value of the zero-field intra-tissue Damk&hler number. Diffusional
mass flux radially inward is essentially “uncoupled” from electric-
field vectors in the z-direction, but the dielectric nature of polymeric
biomaterials generates dipole polarization density that catalyzes
enhanced rates of nutrient consumption and cell proliferation. It is
desirable to develop regenerative tissue under reaction-diffusion
conditions where the zero-field intra-tissue Damkéhler number is
less than its critical value to guarantee that the entire porous biomaterial
matrix is exposed to nutrients, oxygen, and growth factors at steady
state. The von Karman-Pohlhausen integral method of boundary layer
analysis of the reaction-diffusion equation reveals time-dependent
growth of the mass transfer boundary layer inward from the external
tissue/nutrient-medium interface toward the central core. Nutrient
mass transfer boundary layer thickness Oyrpir appears as a time-
dependent length scale in the denominator of the combined independent
variable ¢, via Eq. (16), and Syt satisfies Eq. (19) for radial diffusion in
dielectric biomaterials with anchorage-dependent cells that experience
electric-field-stimulated nutrient consumption. The Damkohler and
Deborah numbers provide a unique description of diffusion and
electro-kinetic stimulation of nutrient consumption when visco-
elastic relaxation occurs. The critical value of the electric-field-
sensitive intra-tissue Damkohler number Aﬂ,electric‘crmcal, above
which it is necessary to consider the effect of harmonic electric
potential on nutrient consumption for tissue regeneration, is pro-
portional to the Deborah number and corresponds to a larger
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fraction of the zero-field intra-tissue Damkdhler number in rigid
dielectric biomaterials.
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Glossary

d: thickness of dielectric biomaterial, sandwiched between capacitor plates

Dyp: binary molecular diffusion coefficient

Da effective: intra-tissue diffusion coefficient for species A

Da zero-fiela: intra-tissue diffusion coefficient for species A under zero-field conditions
De: Deborah number; {material response time}/{time scale for deformation}

E: ac electric field

Kpoltzmann: Boltzmann's constant
Kzero-fieta: kinetic rate constant for 3rd-order pseudo-homogeneous rate of consumption
under zero-field conditions; {volume /mass}?/time

MW;: molar mass of species i
P: dipole polarization density, Coulomb-cm/cm?

r: spatial coordinate measured in the radial direction, cylindrical coordinates
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Teriticar Critical value of the spatial coordinate in the radial direction for cylindrical
tissue, below which reactants do not penetrate the central core of the tissue

Reircutar- Tadius of porous dielectric biomaterials with cylindrical symmetry
Rhomogeneous: Tate of pseudo-homogeneous nutrient consumption, with contributions
from zero-field and electric-field-sensitive kinetic pathways; mass/{volume-time}

t: independent variable for transient response, time

T: absolute temperature

V: electric potential applied across capacitor plates

Vo: amplitude of the harmonic electric potential applied across capacitor plates

x;: mole fraction of species i

Greek symbols

o3¢ coefficients in the quadratic function for dimensionless nutrient mass density
Wa, see Eq. (16)

Yelectric: Scalar electro-kinetic coupling coefficient, mass/{thickness-Coulomb-time}
Syrprr: time-dependent dimensionless mass transfer boundary layer thickness

V: gradient operator

Eporosity: VOid volume fraction for porous biomaterials

£o: permittivity of free space, 8.854x 10~ '2 C?/(N-m?)

&s: dielectric constant at zero-frequency

£.. optical dielectric constant at very high frequency

& (): real part of the complex dielectric constant, electrical storage component

&" (w): imaginary part of the complex dielectric constant, dissipative component

&*: complex dielectric constant: &’ — je”

@: combined variable in the von Karman-Pohlhausen quadratic molar density profile,
see Eq. (16)

K: polarization coefficient, or dielectric susceptibility

Ka: partial molar dielectric susceptibility of species A

A (T): material response time for dielectric biomaterials

Mg zero-field: intra-tissue Damkdhler number, order-of-magnitude estimate of the rate of
consumption with respect to the rate of species-specific diffusion toward the central
tissue core, both rate processes occur under zero-field conditions

M zero-field,critical: Critical value of the zero-field intra-tissue Damkéhler number, above
which the tissue's central core is starved of essential nutrients at steady state

M electric: electric-field-sensitive intra-tissue Damkohler number, order-of-magnitude
estimate of the electric-field-enhanced rate of consumption with respect to the zero-
field rate of species-specific diffusion toward the central tissue core

1): dimensionless spatial coordinate in the radial direction for tissue with cylindrical
symmetry; Eq. (12)

1i: chemical potential of species i

v;: stoichiometric coefficients for reactants (i.e., oxygen) and products (i.e., cells)
Peeis: Mass density of attached cells within porous biomaterials

Prutriens: INtra-tissue mass density of nutrients

Pnutrient medium: Mass density of nutrients on the external biomaterial surface, at
' = Reircular

Poxygen: iNtra-tissue mass density of dissolved oxygen

&: dimensionless coefficient that describes electric field enhancement of intra-tissue
diffusivity, Eq. (24)

V,: dimensionless mass density of nutrients, defined in Eq. (12)

Weens: dimensionless mass density of attached cells

Woxygen: dimensionless mass density of dissolved oxygen

Oelts/Onutrient: Stoichiometric ratio of the mass of cells produced per mass of nutrients
consumed, ~0.45

Ooxygen/Onutrient: Stoichiometric ratio of the mass of oxygen consumed per mass of
nutrients consumed, ~ 1

Obifjusion,zero-field: Characteristic time constant for intra-tissue diffusion under zero-field
conditions; R%cireutar/Da zero-field

7: dimensionless independent time variable, defined in Eq. (12)

Trortuosity: tOrtuosity factor for porous biomaterials

: frequency of harmonic electric potential applied across capacitor plates

,: mass fraction of species A

Q: coefficient that describes electric field enhancement of intra-tissue diffusivity, Eq.
(10)

: mobility, or inverse friction coefficient, for Einstein diffusivity, Eq. (10)
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