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Abstract

Interface conditions are of prime importance for implant fixation in the early post-operative
period and modelling of specific biochemical interactions at implant surface is still missing.
We hypothesized that updating osteoblast adhesion properties and growth factor source in an
active zone located at the implant surface was relevant to model biochemical interactions of
implant with its environment. We proposed an innovative set of diffusive-convective-reactive
equations which relevant parameters were the cell decay factor, the cell motility, and the
growth factor balance.

Initial comparison with histomorphometic results from a stable PMMA canine implant
model provided an encouraging base to implement a numerical sensitivity analysis to evaluate
the role of three types of bioactive surfaces: acid-etched titanium, coarse grit blasted acid-
etched titanium and coarse grit blasted acid-etched titanium with RGDS peptide. We found
that cell diffusion decrease (acid-etched + RGDS peptide vs. PMMA), and increase of local
growth factor fraction (PMMA vs. acid-etched + RGDS peptide), significantly improved the
amount of mineralized tissue on the implant surface. When the variation of structural fraction
to cell motility and growth factor synthesis was investigated, an envelope pattern with an
optimum was obtained but this could be exceeded for strong surface modifications and/or for
high growth factor concentrations. The model also confirmed that implant bioactive properties
should play a limited role to reduce heterogeneity of new-formed tissue. In conclusion, we
suggested that our innovative theoretical approach was relevant to investigate implant fixation
and could potentially help in reduction of implant revision.

Keywords: implant fixation, mechanobiology, growth factor, osteoblast, transport in porous
media



1 Introduction

Conditions favoring periprosthetic tissue healing in the early post-operative period is an
open clinical problem. Low performance of implant fixation is generally associated with a
low mineralization or a heterogeneous ossification of the new-formed tissue. Three
parameters have a significant influence on this process: the surgical technique (Hahn et al.
1988; Morshed et al. 2007), the post-operative mechanical stimuli and the biochemical factors
amongst which physico-chemical properties of implant surface are essential (Anderson et al
2001; Colnot et al.2007; Belmont et al. 2008; Kromer et al. 2008). Clinical studies and animal
studies investigated the role of implant surface properties in osteointegration (Overgaard,
2000; Svehla et al., 2000; Buser et al., 2007; Duyck et al., 2007; Qu et al., 2007; Schwartz et
al., 2007).

Cell adhesion involves short-term events such as physicochemical linkages between cells
and substrates and long-term events leading to the regulation of cell expression involving
extracellular proteins, cell membrane proteins and cytoskeleton proteins (Anselme, 2000).
Cytoskeleton proteins mediate interaction between cell membrane proteins and nucleus via
actin filaments, and regulate gene expression (Sinha and Tuan, 1996). Extracellular matrix
proteins have adhesion properties due to RGD sequence (arginine-glycine-aspartate) specific
to fixation of cell membrane receptors (Grzesik and Robey, 1994). Integrin type receptors of
cell membrane proteins induce cell-substrate adhesion establishing focal contacts. Cell
migration on substrate can be explained by adhesive interaction involving integrins that
locally generate cell traction (Wu et al., 1995). In case of implants, material properties and
surface modification clearly affect cell adhesion and proliferation, and growth factors
production (Kieswetter et al., 1996; Kilpadi et al., 2001; Colnot et al., 2007; Popat et al.,
2007; Anderson, 2001; Raush-fan et al., 2008). It is observed that sensitivity to surface
topology is significant (Pesskova et al., 2007; Neidlinger-Wilke et al., 1994; Fermor et al.,
1998) and generally, osteoblastic proliferation decreases when surface roughness increases
(Martin et al., 1995; Rosa and Beloti, 2003; Mustafa et al., 2001).

Cells produce a significant range of growth factors amongst with TGF-£1 is the major
regulator of bone formation. It involves unique mitogenic action on osteoblasts and it shows
ability to stimulate matrix formation via autocrine, paracrine and endocrine modes (Roberts,
2000). Here also, substrate properties modify the amount of TGF-£1 produced by osteoblasts.
It is shown that the production rate is higher for rough surface (Schwartz et al., 1997) or in the
presence of oxide (Albrektsson et al., 1983), while the presence of metal particles is affecting
TGF-41 synthesis (Wang et al., 1997).

Relevant biomathematical models of migration and differentiation have been proposed in
skin and fracture healing, angiogenesis or bioreactors (Tracqui, 1999; Tranqui et al., 2000;
Bailon-Plaza and Van Der Meulen, 2001; Sengers et al., 2007). Most computational models of
implant fixation were initially based on pure mechanical approaches (Ramamurti et al., 1997;
Prendergast, 1997, Viceconti et al., 2000; Mesfar et al., 2003; Simon et al.; 2003) and more
recently, biochemical aspects have been added (Fernandes et al., 2002, Puthumanapully et al.,
2008, Geris et al. 2008a & b; Checa and Prendergast, 2009). Reliability of numerical
predictions has rarely been correlated to in-vivo or ex-vivo data. We proposed an original
framework to model implant healing unifying mechanical and biomathematical approaches
while considering the biological tissue as a multiphasic convective-diffusive-reactive medium
(Ambard et al., 2004a&b, 2005a&b, 2006, 2007, 2009). The reliability of our theoretical
approach was supported by ex-vivo data from canine implant models (Seballe et al., 1992;
Vestermark et al. 2004).

It appears that interface conditions are of prime importance for bone apposition and implant
anchorage. However, modelling of specific biochemical interactions at implant surface is still



missing and in our knowledge, no predictive model explicitly involved the biochemical
interactions between the implant surface properties and the surrounding biological tissue. We
hypothesized that local modification of cell adhesion properties and growth factor source was
a way to model interactions between the implant and its environment. To proceed, we firstly
proposed a set of new mechanobiological governing equations. Second, we evaluated the
model relevance against histologic data from a PMMA canine implant model (Vestermark et
al. 2004). Around this reference solution, we thirdly implemented a numerical sensitivity
analysis to quantified the potential role of three types of modified surfaces: acid-etched
titanium, coarse grit blasted acid-etched titanium and coarse grit blasted acid-etched titanium
with RGDS peptide.

2 Material & Methods

2.1 Governing equations:

The association of porous media mechanics to biomathematics allowed the diffusive-
convective-reactive governing equations (1) to be derived. Non-linear coefficients L, C, D, Q
described the local variation, the convection, the diffusion, and the source terms. Output
measure u was the structural or mineralized fraction ¢, the fluid fraction ¢, the growth factor
concentration C, (TGF-f1) and the osteoblast concentration C,. At the scale of tissue volume
unit, volumes of cell phase and growth factor phase were neglected compare to the volume of
structural and fluid phases. Fluid fraction ¢, also described the porosity of the newly formed
tissue since ¢ + ¢ = 1. Phases were incompressible with no substrate strain in quasi-static
isothermal evolving. Structural porosity, fluid flow and growth factors conditioned the
cellular behavior: proliferation, chemotactic and haptotactic migrations of cells, and mineral
fraction apposition.

Lg—b;:DAu—CVu+Q (1)

The evolving of osteoblast concentration was described by cell conservative equation (2)
where diffusion coefficient D, and convection coefficients y, and 4,, respectively allowed
modelling random cell migration (Lauffenburger et al., 1983; Dee et al., 1999), chemotactic
active migration and haptotactic active migration. Chemotactic flux of cells was dependant
upon the growth factor gradient VC, whereas haptotactic flux was conditioned by the

gradient of structural matrix V¢, . The cell source (2, represented the proliferation process with

the logistic law (3) where a, and C,, respectively were the rate of cell divisions and the
proliferation threshold. The role of available growth factors in cell proliferation was
specifically taken into account using algebraic difference between the current concentration
C, and the physiological threshold Cg, (Centrella et al., 1994; Alliston and Derynck, 2000).
o(4,C,)
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The growth factor concentration per tissue volume unit was expressed by conservative
equation (4). Replacing the initial diffusion coefficient D, by the effective diffusion
coefficient (Maxwell, 1881; Neale and Nader, 1973) allowed modelling local retention of
growth factors in the primary gap due to surgery. At Darcy scale, fluid flux relative to
structural phase was relied to the pore pressure p and permeability x; dependant from ¢
(Cowin, 2001).
o¢,C,)
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Equation (5) governed the growth factor source £2,. The endocrine mode was governed by
the growth factor concentration imposed as initial condition in the model. To account modes
of production, equation (5) involved fluid fraction (or tissue porosity) ¢ osteoblast
concentration C,, and growth factor concentrations (C,, Cg). Coefficient o, was the
coefficient of growth factor synthesis and d, was the decay factor taking into account the
consumption of growth factor due to osteoblast activity (Stein et al, 2000).

Qg - ag¢fC0 - dg¢fzcv x (Cg - Cgp) ©)

The synthesis of mineral matrix was modelled in equation (6) using the source £ involving
the synergetic action of osteoblast C, and growth factors C, (Meinel et al, 2003). It was
promoted by the fluid fraction ¢rand the coefficient of matrix synthesis «.

Q=a¢,’C,x(C,-C,) (6)

2.2 Active zone of implant

The periprosthetic zone of interest was divided into three sub-domains as shown in Figure
la. The peripheral domain was the host trabecular bone; the boundaries of intermediate
domain were the implant surface and the drill hole. This corresponded to the immediate post-
operative gap. We considered a third domain corresponding to the zone of influence of the
implant or the active zone. This was a layer of a few microns thickness located at the implant
surface, where implant bioactive properties modified the growth factor source and the cell
flux. Cell adhesion was surface- dependant thanks to diffusion coefficient D, in equation (2).
Low value of D, meant significant adhesive properties of the surface.

The local influence on growth factor phase was managed adapting conservative equations
(5) and (6). First, the decay factor d,, expressed by equation 7a, was obtained assuming a
negligible production mode (ag=0), a negligible pressure gradient(Vp =0), and nil growth
factor gradients (VC, = 0) . Second, the synthesis factor o, was calculated using equation (7b)

with d, previously determined and according to the same assumptions in gradients.
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Finally, the active zone was characterized by the cell diffusion coefficient (or motility) D,,
the synthesis coefficient ¢, and the cellular decay factor d.

2.3 Application to the experimental canine model and sensitivity analysis

The reference implant was a PMMA stable canine implant previously evaluated in-vivo
(Vestermark et al, 2004) (Fig.1b). Boundary conditions and peri-implant tissue formation
showed a polar symmetry with a variable level of mineralization in the radial direction 7. The
set of governing equations previously presented was translated into a custom made
axisymmetric finite element formulation. Nine nodes quadratic elements were used with
structural fraction ¢, growth factor concentration C,, osteoblast concentration C, and fluid
pressure p as nodal variables. The associated computational model was implemented with the
Python programming language (Python Software Foundation®) using Pysparse module to
solve the spatio-temporal finite element matrix system.

The model is described in Figure 1c. The domain was radially defined by the implant radius
(r;=3.25 mm), the drill-hole (r; = 4.1 mm) and the surrounding trabecular bone (s = 7 mm =
2 x r;). We assumed a 15 microns thick layer for the active zone considering implant surface
roughness comprises between 0 and 5 microns (Kim et al., 2006; Marinucci et al., 2007;
Meirelles et al., 2007) and mean osteoblast size of 10 microns (Buser et al., 2004). The
meshing was made of 201 nodes and 1206 DOF with steps evolving from 15 microns for the
active zone, 60 microns for the intermediary zone and varying from 60 microns to 315



microns up to the surrounding trabecular bone.

As boundary conditions, fluid flux, cell flux and growth factor flux were nil at boundaries
of the investigated domain shown in Figure 1c; the porosity ¢ of the host trabecular bone was
50 %. As temporal initial conditions, osteoblast concentration of 1000 cell/mm’® was
homogenously distributed into the surrounding bone and post-operative gap, and growth
factor concentration of 0.15 ng/mm’ was homogenous into the gap. According to in-vivo
experiment, the healing process was evaluated up to 8 weeks post-operatively. Model data are
summarized in Table 1.

As shown previously, the implant active zone was characterized by the triplet (D,, dg, ).
This triplet in its wholeness was unavailable in the literature, especially including our specific
constraints: osteoblastic lineage, TGF-£; and orthopedic implant in-vivo. Only data coming
from cell assays could be used. First, decay factor d, was obtained from equation (7a) using a
finite difference scheme in time imposing a decay of 5% each 100 minutes (Wakefield et al.
1990). This parameter was assumed intrinsic to the cell phase, and it was kept independent
from the substrate because of a lack of available experimental data in the literature. Second,
cell diffusion coefficient D, was extracted from (Dee et al.1999). Third, the synthesis
coefficient a; was obtained from equations (7a) and (7b) using a finite difference resolution in
time and TGF-f! concentrations measured in presence of several types of substrates. PMMA,
acid-etched titanium, coarse grit blasted acid-etched titanium, and coarse grit blasted acid-
etched titanium with RGDS peptide (Raush-fan et al., 2008). According to in-vitro
experiments, the structural fraction was nil (¢, = 0) inducing a porosity ¢ fixed to unity.

Since accessible by histomorphometry in case of PMMA implant, the distribution pattern of
structural (or mineralized) fraction ¢ was targeted to evaluate the reliability of the
computational model. After this step, a numerical sensitivity analysis was conducted
involving the surface-dependant doublet (D,, o) in case of PMMA and surface-modified
titanium substrates.

3 Results

Computations were established using a decay factor d, of 8.5x10° mm’/cell.s, obtained
from the resolution of equation (7a). Because of lack of available data in literature, we
assumed that d, was identical for the investigated bioactive surfaces, since intrinsic to the
osteoblastic phase and established with the same growth factor concentration. However,
parameters (D,, @) obtained from equation 7b were surface-dependant and summarized in
Table 2.

The ex-vivo and computed radial distribution pattern of structural fraction ¢ with PMMA
implant were plotted in Figure 2. In digitized histological slices, the summation in concentric
zones of structural fraction pixels was divided by the pixel overall summation of the zone of
interest to derive the radial distribution of structural fraction. Mean value was established on a
base of four slices. It can be observed in Figure 2 that magnitude and radial pattern were well
predicted by the computational model.

Distribution pattern for the other three types of bioactive surfaces were also plotted in
Figure 2. We observed significant differences since ¢ at the implant surface, increased from
59 % for PMMA to 87% for the coarse grit blasted acid-etched with RGDS peptide.
Differences were attenuated close from the drill hole and non-significant in the host bone
whatever the implant constitutive material. We varied the active zone thickness (15 microns +
20 %) and it confirmed the local effect of this parameter.

The numerical sensitivity analysis plotted in Figure 3 first confirmed that the decrease of
diffusion coefficient D, globally increased the structural fraction ¢ into the active zone. To go
further, it appeared that the variation pattern of ¢, to doublet (D,, o) could be described by a
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generic monotonic function increasing up to an optimum and then decreasing. This was clear
for the acid-etched grit-blasted titanium with the optimum (point 4) obtained for o, = 16x10°
" ng/cells, and for the acid-etched grit-blasted titanium + RGDS which optimum was
obtained for ag = 38% 10" ng/cell.s (point B). For the acid-etched titanium, the optimum was
not reached for the range of ¢y, and or the PMMA, the structural fraction was not influenced
by a,. We evaluated a theoretical active surface with a particularly low diffusion coefficient
D, of 1.25 1.25x10”7 mm?/s, and we obtained a constant decrease of structural fraction; the
optimum could potentially be reached for lower values of a.

4 Discussion

Periprosthetic healing is an endochondral process involving complex biological events, and
how biological medium reacts with the implant was underlying our approach. The mechanical
aspect belonged to the domain of reactive transport in porous medium. We proposed an
original set of diffusive-convective-reactive governing equations to investigate in time and
space, the role of surface bioactive properties on cell flux, growth factor balance and finally
structural (or mineral) fraction formation.

We proposed to model the bioactive properties of the implant using the triplet (D,, dy, o)
locally updated in an active zone of few microns. Osteoblastic flux was governed by the
diffusion coefficient D, that conditioned the random motility of cells due to adhesion sites and
porosity of the surface. The haptotactic flux was related to local gradient of structural fraction
@,. The capability of implant surface to modify the balance of TGF-£I was taken into account
the cell decay factor d, and the synthesis coefficient . Although conservative equations (3)
and (4) allowed it, effects on chemotaxis and cell proliferation were not directly updated by y,
and a, respectively, but the chemotactic flux was driven by the local growth factor gradient
relied to oy, d; and local porosity ¢. This choice was due to a lack of available data in
relevant literature. For the same reason, we were unable to update the local effect of bioactive
surface on cell proliferation (¢, in equation (3)), and structural (or mineral) matrix synthesis
(s in equation (6)).

We considered the mechanobiological interactions between osteoblasts and the implant by
using the scale of cell population and growth factor phase. A multi-scale approach could
potentially be relevant. This zone could be modeled at the cell scale with addition of local
physico-chemical parameters. However, this approach should involve significant knowledge
of surface properties and local cell-substrate interactions. This could be a perspective knowing
that implementation of bio-mathematical governing equations at this scale should be
challenging.

The relevance of our governing equations was initially evaluated in an in-vivo application,
which required a custom-made finite element resolution. This application was a stable PMMA
canine implant (Vestermark et al. 2004) whose distribution patterns of periprosthetic tissue
were available by histomorphometry. About structural fraction ¢, the computational model
showed good results in term of magnitudes and spatial distribution. This allowed establishing
the basis of a numerical sensitivity analysis where the role of three type of bioactive surface
was evaluated: acid-etched titanium, coarse grit blasted acid-etched titanium, and coarse grit
blasted acid-etched titanium with RGDS peptide.

The numerical model could have shown numerical instabilities because of strong non-linear
coupling. Previously, this risk has been evaluated by implementing a parametric sensitivity
analysis (Ambard et al. 2004). Despite large variations of input parameters, up to £ 75 %, no
instability was detected. The modeling of the active zone involving the cell motility, the
coefficient of growth factor synthesis and the cellular decay, modified the diffusive terms and
the reactive terms of governing equations. This could potentially provoke instabilities. After



multiple calculations, we checked that no instability of the numerical scheme was induced by
these significant perturbations.

The decrease of cell diffusion, acid-etched + RGDS peptide vs PMMA, and the increase of
growth factor synthesis, PMMA vs acid-etched + RGDS peptide, significantly improved the
amount of structural fraction ¢ (or mineralized tissue) on the implant surface. Lower D,
induced a longer stay of osteoblasts on the implant surface and higher ¢, increased
concentration of TGF-B1. In consequence, osteoblast attraction by chemotaxis was enhanced
and mineralized tissue formation was increased.

When the variation pattern of ¢ to doublet (D,, o) was investigated, an envelope pattern
involving an optimum seemed to be obtained (point 4 and B in Figure 3). However, when this
optimum was exceeded especially for increased value of growth factor synthesis, we obtained
a decrease of mineral fraction formation in the active zone. This could be explained by an
untimely amount of cells and an early haptotactic migration towards the surrounding bone
where the porosity gradient remained high. This result was corroborated by the literature
regarding osseoinduction of surface modified substrate, and suggesting that osseointegration
could not be optimal for strong surface modification and/or high dose of growth factors
(Svehla et al., 2000; Broderick et al. 2005; Buser et al., 2007; Colnot et al., 2007; Qu et al.,
2007).

We found that the distribution pattern of new-formed mineralized tissue was not
significantly modified in the zones of post-operative gap and host trabecular bone. It
confirmed that implant surface properties should play a limited role to reduce heterogeneity of
new-formed tissue, which is unfavourable to the long-term survival of the arthroplasty. Our
theoretical model involved a significant interest to help in the understanding of complex
events in implant fixation. It involved a certain potential to enhance mixed technical-clinical
strategy to reduce revision, avoiding empirical strategy. However, the robustness of a
predictive model is strongly dependant upon the reliability of input data and because our
model relied on interdisciplinary fields, its range of uncertainties was enlarged. Before
targeting transfers in clinical setting, we aim at implementing a systems biology approach by
which biological questions will be addressed through integrating in-vitro experiments with
functionalized bioactive substrates in iterative cycles with computational modelling and
theory.

Acknoledgement: J.E. Bechtold PhD and Prof. K. Sgballe MD PhD.
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Captions for Tables and Illustrations

Table 1 - Parameters of the reference computational model (PMMA implant). Data were from
relevant litterature: Wakefield et al.1990; Maheshwari et al. 1998; Dee et al. 1999; Tranqui et
al. 2000; Vestermark et al, 2004; Bailon-Plaza et al 2001; Raush-fan et al. 2008.

Table 2 - Bioactive properties of active zone according to four type of substrate. Values were
computed from equation (7a) and (7b) using data from relevant literature: Wakefield et
al.1990; Raush-fan et al. 2008. Coefficients for other tissue were @, = 5x10™'* ng/cell s and
D,=2.5%10" mm?s.

Figure 1 - (a) The periprosthetic zone of interest comprises three sub-domains: the host
trabecular bone, the post-operative gap and the active zone of few microns thick where
implant bioactive properties modified growth factor sources and cell flux. (b) Canine
experimental device: stable PMMA implant. (¢) Axisymetric model of the canine implant
device showing the radial location of zones of interest: host trabecular bone, post-operative
gap, implant active zone.

Figure 2 - Radial distribution patterns of structural fraction ¢ for different types of implants.
The experimental pattern concerned the PMMA implant and it was obtained from
histomorphometry. The active zone of 15 microns thick was located at the implant surface and
sensitivity analysis involved titanium substrate with three types of bioactive surface treatment:
acid-etched, coarse-grit-blasted acid-etched, coarse-grit-blasted acid-etched with RGDS
peptide.

13



Mechanobiology and implant surface properties
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Parameters
Geometry ri=325mm r,=7 mm rq=4.1 mm active zone : 15 um
C, = 1000 cell/mm’ h,=1.8 x 10° mm’/s kg
C,m = 10000 cell/mm’ Yo=3 X 10° mm’ /s.ng
Osteoblast a,=1.9 x1071° mm6/cell.ng.s D,=2.5x%10" mm?/s

o, =6 x 10° mm®/cell ng s
C,=0.15ng/mm’ C,, =0.05 ng/mm’> @, =5 x 10™% ng/cell s
D, =4.8 x 10° mm®/s d, = 8.5 x 10" 'mm’/cell s

Growth factor

Table 1 - Parameters of the reference computational model (PMMA implant). Data were from
relevant litterature: Wakefield et al.1990; Maheshwari et al. 1998; Dee et al. 1999; Tranqui et
al. 2000; Vestermark et al, 2004; Bailon-Plaza et al 2001; Raush-fan et al. 2008.

active zone of implant

coarse grit

PMMA acid-etched coarse grit blasted acid-etched ac]iackl;[slclle d
titanium titanium o
titanium
+ RGDS peptide
dy (10" 'mm’/cell s) 8.5 8.5 8.5 8.5
a, (107 ng/cells) 5 8.5 21 21
D, (107 mm?/s) 2 1.6 1.6 1.45

Table 2 - Bioactive properties of active zone according to four type of substrate. Values were
computed from equation (7a) and (7b) using data from relevant literature: Wakefield et
al.1990; Raush-fan et al. 2008. Coefficients for other tissue were @, = 5x10™'* ng/cell s and
D,=2.5%10" mm?/s.
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Figure 1 - (a) The periprosthetic zone of interest comprises three sub-domains: the host
trabecular bone, the post-operative gap and the active zone of few microns thick where
implant bioactive properties modified growth factor sources and cell flux. (b) Canine
experimental device: stable PMMA implant. (¢) Axisymetric model of the canine implant
device showing the radial location of zones of interest: host trabecular bone, post-operative
gap, implant active zone.
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Figure 2 - Radial distribution patterns of structural fraction ¢ for different types of implants.
The experimental pattern concerned the PMMA implant and it was obtained from
histomorphometry. The active zone of 15 microns thick was located at the implant surface and
sensitivity analysis involved titanium substrate with three types of bioactive surface treatment:
acid-etched, coarse-grit-blasted acid-etched, coarse-grit-blasted acid-etched with RGDS
peptide.
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Figure 3 - Influence of bioactive surface treatment on the structural fraction ¢ in the active
zone located at the implant surface. Surface dependant parameters were the diffusion
coefficient D, (107 mm*/s) and the coefficient of growth factor production in autocrine mode
Oy (107" ng/cell s). The cell decay factor was constant (dy=28.5 x 10" 'mm?*/cell s). Materials
were PMMA and titanium substrate with three types of bioactive surface treatment: acid-
etched, coarse-grit-blasted acid-etched, coarse-grit-blasted acid-etched with RGDS peptide.

17



	Professor Pascal Swider
	31056 Toulouse cedex 

	Table 1 - Parameters of the reference computational model (PMMA implant). Data were from relevant litterature: Wakefield et al.1990; Maheshwari et al. 1998; Dee et al. 1999; Tranqui et al. 2000; Vestermark et al, 2004; Bailon-Plaza et al 2001; Raush-fan et al. 2008.
	Table 1 - Parameters of the reference computational model (PMMA implant). Data were from relevant litterature: Wakefield et al.1990; Maheshwari et al. 1998; Dee et al. 1999; Tranqui et al. 2000; Vestermark et al, 2004; Bailon-Plaza et al 2001; Raush-fan et al. 2008.


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


