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1. Introduction

1.1. Osseointegration of dental implants

Dental implantology, a special field of dentistry dealing with the rehabilitation of the
damaged chewing apparatus due to loss of the natural teeth, is currently the most intensively
developing field of dentistry. Missing teeth can be replaced by dental implants (artificial roots),
which are inserted into the root-bearing parts of the mandible or maxilla. The success and long-
term prognosis of implant prosthetic therapy depend primarily on the anchorage of the implant in
the jawbone, i.e. on the osseointegration. Today, there are ever increasing demands from patients
with missing teeth for masticatory function and aesthetic appearance of their replaced teeth to be
restored and for shortening of the period of osseointegration of the implants, which takes a
relatively long time (3-6 months).

The successful insertion of a biocompatible material into living tissue with little to no
evidence of rejection has revolutionized medicine and dentistry. In the 1960s, Branemark et al.
stumbled upon this phenomenon when using titanium (T1) in animal models, with little idea of the
impact this discovery would have on the rehabilitation of future medical and dental patients. This
phenomenon, described as “osseointegration”, was characterized by a number of clinical and
ultrastructural observations. Osseointegration may broadly be defined as the dynamic interaction
and direct contact of living bone with a biocompatible implant in the absence of an interposing
soft tissue layer [1-3].

Although the clinical term osseointegration describes the anchorage of endosseous
implants to withstand functional loading, it provides no insight into the mechanisms of bony
healing around such implants. However, in the last decade it became clear that the long-term
success of dental implants also depends on the complex biointegration of these alloplastic
materials, which is determined by the responses of the different surrounding host tissues (the
alveolar bone, the conjunctival part of the oral soft tissues and the gingival epithelium).
Nevertheless, an understanding of the sequence of bone-healing events around endosseous
implants is believed to be critical in developing biologic design criteria for implant surfaces. Bone
growth on the implant surface can be phenomenologically subdivided into three distinct phases
that can be addressed experimentally [4]. The first, osteoconduction, relies on the migration of
differentiating osteogenic cells to the implant surface, through a temporary connective tissue

scaffold. Anchorage of this scaffold to the implant surface is a function of the implant surface



design. The second, de novo bone formation, results in a mineralized interfacial matrix, equivalent to that
seen in cement lines in natural bone tissue, being laid down on the implant surface. The implant surface
topography determines whether the interfacial bone formed is bonded to the implant. A third tissue
response, the bone remodelling, creates a bone-implant interface comprising de novo bone formation.
Treatment outcomes in dental implantology depend critically on the implant surface designs that optimize
the biological response during each of these three distinct integration mechanisms.

Today, much effort is devoted to the design, synthesis and fabrication of Ti dental
implants in order to obtain long term (lifelong) secure anchoring in the bone. Fundamentally, this
means the ability of then implant to carry and sustain the dynamic and static loads that it is
subjected to. The bulk structure of the material governs this ability. Evidently, it is important to
achieve a proper function in the shortest possible healing time, with a very small failure rate and
with minimal discomfort for the patient. These factors are also important for cost reasons. As
regards osseointegration, i.e. the formation of a direct connection between the living bone and the
surface of the load-carrying implants, the important question arises as to how to attain a better
integration by modification of the implant surface morphology.

A wide variety of materials have been used to produce endosseous implants [5,6].
Currently, Ti and its alloys are the most commonly utilized dental and orthopaedic implant
materials that meet the most important requirements [7,8]. The properties of Ti and its surface,
which is covered by a native oxide layer, are appropriate to allow its use as a biocompatible
material [9]. At a cellular level, the relationship of an implant with the surrounding tissue is highly
dependent on the interaction between the passive titanium oxide (TiO,) which is formed on the
surface of a Ti implant, and biological elements such as collagen, osteoblasts, fibroblasts and
blood constituents [2,10]. The TiO, layer is very stable, corrosion-resistant and may be
manipulated to have variable thickness.

The clinician is often faced with the challenge of identifying the successful
osseointegration of a dental implant. Clinical success is determined by a lack of mobility and by
the ability of the implant to resist functional loading (chewing force) without mechanical
deformation and to transfer the load onto the alveolar bone without deterioration of the bony
interface [11]. Radiographically, the bone should appear to be closely apposed to the implant
surface. The resolution currently achievable in medical imaging, however, is several orders of
magnitude less than what is required to observe a soft tissue cell. Accordingly, radiographic
assessment alone is unsuitable to determine with certainty whether a soft tissue is present [12]. A

number of studies have analysed this bone to Ti interface histologically and ultrastructurally, often



with inconsistent findings. The difficulty arises primarily with the need to prepare and section the
specimens without changing or damaging the interface. Recent studies have utilized CT scanning

to obtain a 3-dimensional picture of the implant interface [13,14].
1.2. Biomaterials used in guided bone regeneration (GBR)

The aesthetic and functional demands of the patients have recently increased enormously.
In dental implantology, new biomaterials and available surgical techniques furnish excellent
possibilities.

However, there are certain fundamental weaknesses in the current technology. Patients must
have suitable morphology and a sufficient amount of available jawbone for reconstruction to be a
viable option. After extraction or the loss of teeth for any other reason, the edentulous alveolar ridge
resorbs. Consequently, its dimensions and morphology, especially as concerns the labial plate, rapidly
become inadequate for the appropriate accommodation of artificial roots. To preserve the height and
width of the alveolar bone for future implantation therapy, guided tissue regeneration (GTR)
procedures are used [15].

GBR has become a routinely applied method in dental implantology. Most of the
dentoalveolar regenerative techniques require osteoconductive material in order to establish new
bone formation in the necessary anatomical form. GBR is a surgical procedure that makes use of
barrier membranes to direct the growth of new bone at sites having insufficient volumes or
dimensions for function or prosthesis placement. GBR is similar to any other GTR utilized in
dental therapy, but is focused on the development of bony tissues instead of soft tissues of the
periodontal attachment. At present, GBR is predominantly applied in the oral cavity to support
new hard tissue growth on an alveolar ridge so as to allow the stable placement of dental implants.
Used in conjunction with a sound surgical technique, GBR is a reliable and validated procedure [16].

Xenograft bone substitutes originate from a species other than human, e.g. bovine.
Xenografts are usually distributed only as a calcified matrix. Bio-Oss is a safe, effective
xenograft: a deproteinized, sterilized bovine bone with 75-80% porosity. It is reported to be highly
osteoconductive and biocompatible. It is known that Bio-Oss serves as a scaffold in GBR, but,
due to its poor resorbability, it may exert a negative influence on the structure of the newly-
formed bone. The large-mesh interconnecting pore system facilitates angiogenesis and the
migration of osteoblasts. It has been found clinically that its resorption is very similar to that of

human bone [17-19].



Pure beta-tricalcium phosphates (TCP-B) such as Cerasorb are widely used
osteoconductive materials. The chemical characteristics of Cerasorb allow it to resorb completely
and quite rapidly during new bone formation. This may result in too early resorption in some
cases without fulfillment of the clinical requirement of the space-maintaining function [20,21].
These bone-substitute materials allow targeted bone regeneration as they facilitate construction of
a base on which implants can be positioned and further stabilized. Cerasorb has good
osteoconductive and resorption properties [21,23]. Full resorption over a defined period of time,
with simultaneous transformation into autologous bone, is of particular significance in this
respect. Because of its rounded surface and chemical composition, Cerasorb is remarkably
bioinert and is therefore particularly suitable for innovative procedures. The unique open porosity
structure increases active cellular in-growth and improves nutrition, while the rough surface
further increases osteoconductivity. The result is the rapid in-growth of local bone and a
significantly shorter resorption time (6-12 months) compared with other ceramic products [22].

Calcium phosphate cements (CPCs, e.g. Vitalos) are an emerging class of bone-substitute
materials that are capable of rapid setting to a hard mass, providing a scaffold for the bone-
remodelling process. The CPCs synthetic bone graft materials invented in the 1980s, consist
basically of tricalcium phosphate and anhydrous dicalcium phosphate. Many different
combinations of calcium and phosphate have been developed as commercial CPC materials [24].

Hydroxyl-apatite (HA) is the main component of VitalOs and the primary inorganic
component of natural bone which makes the hardened cement biocompatible and osteoconductive.
Over time, CPC is gradually resorbed and replaced by new bone. CPC has two significant
advantages over pre-formed, sintered ceramics. First, CPC paste can be sculpted during surgery to
fit the contours of the wound. Second, the nanocrystalline HA structure of the CPC makes it
osteoconductive, causing it to be gradually resorbed and replaced by new bone. Recent work with
CPCs has focused on improving the mechanical properties, making premixed CPCs, giving the
CPCs macroporous properties and seeding cells and growth factors into the cement [25].

CPCs are identified as alloplastic materials appropriate for osseous augmentation because
of the unique combination of osseoconductivity, biocompatibility, mouldability and malleability.
In contrast with conventional bone graft materials, CPCs can be directly moulded and shaped to
fill intrabony defects. Moreover newly-developed CPCs are fully injectable, which ensures easy

handling and appropriate application of these materials [26].



1.3.  Surface modifications of Ti implants to improve osseointegration

The biological responses of the surrounding tissues to dental implants are controlled
largely by their surface characteristics (chemistry and morphology). The biorecognition takes
place at the interface of the implant and host tissue [27]. Biological tissues interact mainly with
the outermost atomic layers of an implant, which measure about 0.1-1 nm. The molecular and
cellular events at the bone-implant interface are not yet fully understood and there are still some
uncertainties concerning the molecular structure of the bone-implant interface [28,29].

The rationale for the surface modification of implants is straightforward: to retain the key
physical properties of an implant, while modifying only the outermost surface layer to influence
the bio-interaction. As a result, much research work is devoted to the elaboration of methods of
modifying surfaces of existing implants (biomaterials) in order to achieve the desired biological
responses.

These responses can be several: in a healthy patient it may be a regular osseointegration
process, but an older or even an ill patient a smaller bone quantity or a not ideal bone quality
means a handicap in biointegration. These cases are often avoided by appropriate patient
selection. As the length of the average human lifetime is increasing, more and more people are
living with missing teeth and in widely differing status of health. There is a demand at present for
the optimization of osseo/biointegration processes (reducing the 3-6-month healing period) even
for people in different status of health.

For dental implants, as for other biomaterials, the bio- and osseointegration processes can
be controlled at molecular and cellular levels by modification of the implant surface. There are
various surface-modification possibilities, which are usually subdivided into physicochemical

and biochemical methods [28].

1.3.1. Physicochemical methods
The most common physicochemical treatments are chemical surface reactions, €.g. oxidation,
acid-etching, sand-blasting, ion implantation, laser ablation, surface coating with calcium phosphate, etc.
These methods alter the energy, charge and composition of the existing surface, but can lead to surfaces
with modified roughness and morphology.
The surface energy plays an important role not only with regard to protein adsorption, but
also as concerns cell attachment and spreading [30]. The surface charge influences both the

molecular or cellular orientation and the cellular metabolic activity [31].



The roughness of the implant surface plays a significant role in anchoring cells and
connecting together the surrounding tissues, thereby leading to a shorter healing period. These
surfaces display advantages over smooth ones as the area of contact is enlarged by micro-
structuring the implant surface. Acid-etching, sand-blasting and Ti plasma-spraying are typical
methods for the development of rough surfaces and are well documented with in vitro and in vivo
methods [32-35].

Ion implantation methods are generally used to improve the mechanical quality of an
implant. For example iridium has been ion implanted in the Ti-6Al-4V alloy to improve its
corrosion resistance [36] and the implantation of nitrogen into Ti reduces wear significantly [37].

To increase the roughness of solid surfaces, a number of laser-based techniques have been
applied in the last decade [38]. The advantages of using lasers for the ablation of surfaces are the
precise control of the frequency of the light, the wide range of frequencies available, the high
energy density, the ability to focus and raster the light, and the ability to pulse the source and
control the reaction time. Lasers commonly used for surface modification include ruby, Nd:YAG,
argon, CO, and excimer [39,40]. Besides the prompt intense heating of the surface, excimer laser
illumination may further enhance the sterilizing effect in consequence of the high dose in the UV
range [41].

Inorganic materials, such as the bioreactive calcium phosphate (CaP) coatings (or HA),
have been extensively applied because of their chemical similarity to bone minerals. Several
studies have shown that these coatings achieve a very intimate contact between the implant and
bone [42,43]. Clinical investigations have reported a high degree of success with HA-coated
implants, with a reduction of the healing period [44]. However, in other studies, HA-coated
implants showed signs of the covering material peeling off from the implant surface, which may
induce foreign body reactions [45,46]. Furthermore, a long-term clinical study of HA-coated oral
implants indicated a significantly lower survival rate (77.8% after 8 years) for HA-coated
implants as compared with TPS-coated (Ti-plasma-sprayed) implants (92.7%) [47]. The
biodegradation of these coatings may be the reason why HA coatings are no longer the surface

modifications of choice.

1.3.2. Biochemical methods
For implants, the goal of biochemical methods is to immobilize peptides, proteins and
enzymes on the surface in order to induce specific cell and tissue responses (adhesion, signaling

and stimulation) and to control the tissue-implant interface with molecules delivered there directly [28].



Numerous different biologically functional molecules can be immobilized onto Ti surfaces to
enhance bone regeneration at the interface of implant devices. One essential aspect is the
maintenance of the bioactivity (or the recognizable binding site) of these molecules during their
incorporation into a biomimetic coating.

CaP coatings and the purely organic components of bone can serve as carrier systems for
osteogenic drugs, thereby rendering them osteoinductive and osteoconductive. The most
promising candidates for osteogenic agents are the members of the transforming growth factor-f3
(TGF-B) superfamily, such as bone morphogenic proteins (BMPs).

Following its successful coprecipitation with the inorganic components and incorporation,
BMP-2 retains its biological activity in vitro [48]. The application of BMPs to improve the present
implantation techniques appears rather promising [49,50]. BMPs such as thBMP-2 (recombinant human
BMP-2) are growth factors that could be employed to augment the resorbed alveolar ridge prior to
implantation.

BMP-2 is a member of the TGF-3 superfamily of multifunctional cytokines. Mature BMP-
2 is a homodimer of two subunits, each consisting of 114 peptides [49]. The two chains are held
together by a single disulphide group. The monomers contain six additional cysteine residues,
which are involved in three intrachain disulphide linkages. The cysteine residue is characteristic

of all members of the TGF-f superfamily [51] (Fig. 1 a,b).

Fig. 1a, b The molecular structure of rhBMP-2

BMPs induce bone formation and regeneration, and thereby play important roles in repair
processes. BMP-2 exhibits high osteoinductive properties as it attracts osteoprogenitor cells and
directs their differentiation into osteoblasts. When used in conjunction with implants, BMPs form
a monolayer on the surface of the device, which causes cell proliferation, thereby increasing the
incorporation of the device. Overall, the main effect of BMPs (including thBMP-2) is the
stimulation of bone growth through an increase in cell differentiation [52,53].

At present, four major strategies exist for organic coating approaches: immobilization of

extracellular matrix (ECM) proteins (collagen, etc.) or peptide sequences as modulators for bone
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cell adhesion, deposition of cell signalling agents (bone growth factors) to trigger new bone
formation, immobilization of DNA for structural reinforcement and enzyme-modified Ti surfaces
for enhanced bone mineralization [48].

Biomolecules can be immobilized by physical absorption (van der Waals or electrostatic
interactions), physical entrapment (use of barrier systems) and covalent attachment. The selection
of the immobilization method depends on the working mechanism of the specific biomolecules,
which dictates, for instance, a short-term, transient immobilization for growth factors and a long-
term immobilization for adhesion molecules and enzymes.

The cell membrane receptor family of integrins is involved in cell adhesion to ECM
proteins. These integrins bind to specific amino acid sequences within ECM molecules and in
particular to the RGD (arginine-glycine-asparagine) sequence. For this reason, the most
commonly used peptide sequence for surface modification is the above-mentioned cell adhesion motive
[54,55].

Our group has developed a polyelectrolyte (PE) multilayer (ML) surface modification
involving the alternating adsorption of poly-cations (poly-L-lysine (PLL)) and poly-anions (poly-
L-glutamic acid (PGA)) from aqueous solution onto a charged, solid surface. PE film coatings
modify the solid/liquid interface in such a way as to ensure a suitable environment for the
adsorption of proteins. The alternating adsorption technique has been successfully applied in
different fields of science, as a consequence of its numerous practical applications. It can be
automated, it involves the use of aqueous solutions, it is environment-friendly, and various
substrates can be covered with films of readily variable thickness [56].

In consequence of its structural properties, DNA is of high potential for application as a
biomaterial coating, regardless of its genetic information. Additionally, DNA can be used as a
drug delivery system since its functional groups allow the incorporation of growth factors. The
studies by van den Beucken et al. [57] proved that DNA-based coatings improve the deposition of
CaP.

A relatively new approach for surface modification is enzyme-modification of the Ti
surface to enhance bone mineralization along the implant surface. In particular the enzyme alkaline
phosphatase (AP) is known to increase the local concentration of inorganic phosphate, and to decrease
the concentration of extracellular pyrophosphate, a potent inhibitor of mineralization [58].

In the past decade, another viable biomimetic strategy has appeared: organic-inorganic
composite coatings. These mimic the bone structure, which is composed of an organic matrix

(90% of which comprises collagenous proteins) and an inorganic CaP phase. Collagen-CaP [59],
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growth-factor-CaP [60] and PE multilayers-CaP [61] composite coatings have been developed
and have furnished promising in vitro and in vivo experimental results.

Many of the above-mentioned biochemical methods are still in the experimental stage and
the in vivo applications (animal or clinical studies) are still ahead. It is believed that these surfaces
will make an enormous positive contribution to clinical implant science, especially if the older
subjects or patients are targeted. Hence, our group has started tests on some of these surface

modifications and biomaterials by means of animal (rabbit and pig) experiments.
1.4.  Animal models for the investigation of osteogenesis and osseointegration

Researchers often use laboratory animals as models of humans. The use of animal models
in oral health science has increased significantly over the past 20 years. In attempts to understand
the onset and dissemination of different oral diseases and to identify and develop dental materials
and methods suitable for the restoration of the damaged tissues, animal experiments are of
fundamental significance. A specific model is chosen because it is believed to be appropriate to
the condition being investigated and is thought likely to respond in the same way as humans to the
proposed treatment for the character being investigated.

After the model has been chosen, it is essential that any experiments in which it is used are
well designed, i.e. are capable of demonstrating a response to any treatment applied. If the model
happens to be insensitive or the experiments are badly designed (e.g. the use of too few animals)
so that they are incapable of distinguishing between the treated and control groups, the model is
not appropriate for its purpose.

When new animal experiments are introduced five key features of the animal models used
in biomedical research must be considered [62-64]:

1. There can be substantial asymmetry between the model and the target in the numbers of
similarities and differences. In theory, the model and the target only need to have a single feature
in common, but there can be any number of differences. This means that useful models can
sometimes be highly abstract, such as a mathematical equation or computer simulation. Moreover,
the more fundamental the biological process, the more likely it is that the animal model and
humans will respond similarly.

2. Some differences between the model and the target are necessary; otherwise the animal
would not be a model. Differences are as important as similarities as they allow us to do things

with the model which would not be possible with a human. Mice are widely used because they are
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small and prolific, and their genetics can be manipulated in ways not possible with humans. These
differences from humans make them more, not less, valuable as models of humans for some
applications. Characteristics such as a small size may make them unsuitable for other applications,
e.g. heart surgery or bone surgery.

3. Models are highly specific to a particular study. Strains of mice and rats which develop
cancer, heart disease, diabetes or neurological diseases could be of great interest in the study of these
diseases, but these animals would probably be unsuitable for regulatory toxicology, where long-lived
strains are usually required. Thus, it is impossible to say whether the rat for example, is a good or bad
model of humans without specifying the context of the proposed study.

4. Models need to be validated. Research using animal models usually aims at the
prediction of a response in humans. When a new treatment for a particular disease or condition is
developed in animals, clinical trials will normally show whether or not the model was valid. If
not, it may either be because the model was biologically invalid, or because the experiments in

which the model was utilized were badly designed.

5. Models are subject to improvement through further research. Much of animal research
is aimed at achieving an understanding of the animal as a potential model for particular human
conditions. Models are not simply found: they need to be developed, and this requires an
understanding of the biology of the species and the effects of various interventions.

In investigations of the osseointegration of dental implants and different biomaterials,
successful research is seldom limited to an anatomical region, such as the soft and hard tissues of the
mouth. Relevant models are often used to answer more general biological questions. To study bone
formation and or osseointegration with the application of the maxillofacial region, the long bones
and the calvarias are often used, and not only the jawbones.

Bone is a highly differentiated tissue. After an injury, there is a possibility that bone will
heal not as bone, but as fibrous connective tissue. Undue heat injury increases this risk of
disturbed bone healing. During surgical interventions in bone, frictional energy generates heat,
and thereby increases the risk of fibrous bone healing (importance of continuous irrigation!). This basic
knowledge is of utmost significance in all animal experiments involving bone cutting and drilling.

The most often used and preferred animal models for investigations of the
osseointegration of dental implants and the otseogenesis of different bone substitutes are the
rabbit femur and tibia models [65,66].

We have used the rabbit femur model to test the otseogenesis of different biomaterials

utilized in bone substitution and also to study the osseointegration of different biocoated dental
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implants. Although this model is easy to handle and has made a significant contribution to our
studies, it presents disadvantages, too. The main drawback of this model is that, as the femur is a
long bone, the new bone is formed according to endochondral ossification (a cartilage model
serves as the precursor of the bone), unlike in the skull. The flat bones of the skull and face, the
mandible and the clavicle are developed by intramembranous ossification. This is a simpler
method, without the intervention of a cartilage precursor. It is emphasized that these concepts
(intramembranous and endochondral ossification) refer only to the mechanism by which a bone is
initially formed. Because of the rapid bone remodelling that occurs during bone development, the
initial bone tissue laid down by intramembranous or endochondral formation is quickly replaced.
The replacement bone is established on the pre-existing bone by appositional growth and is identical
in both cases.

Another disadvantage of this rabbit femur or tibia model is that, due to the relatively thin
cortical bone width, during the operative drilling or after the postoperative healing period there is
a risk of unwanted pathological fractures, especially if the drilling is bicortical (e.g. an implant
inserted through the width of the long bone), not monocortical.

In view of these disadvantages of the rabbit femur model, my goal was to develop a new
animal model in rabbit and pig calvarial bones.

Calvarial wound models bear many similarities to the maxillofacial region. Both calvarial
and midfacial bones develop from a membrane precursor, and the calvaria and mandible consist
of two cortical tables with regions of intervening cancelluos bone. It contains modest amounts of
bone marrow, which generally facilitates bone formation, although bone marrow is not
indispensable for bone formation. When the aim is to investigate the pattern of bone formation in
growth areas, young animals in an intense craniofacial growth period are preferably used. In adult
animals, the regenerative capacity of the cranium is reduced; this therefore constitutes a suitable
site for research work on agents for the enhacement of bone repair. Small defects (5 mm in
diameter) that would correspond to a typical operative defect in clinical maxillofacial surgery
have been produced and used in rats and rabbits. This size makes spontaneous bone regeneration
possible, allows an evaluation of the regenerative influence stemming from the implant material
and of the maturation of the newly formed bone, and permits tests on several implant materials. A
critical-size defect is a defect that will not heal during the lifetime of the animal. When a defect
large enough to preclude spontaneous healing is imployed, the osteogenic potential of an implant
or a graft may be considered unambiguous. The critical-size model allows an assessment of

whether enhancement of bony regeneration occurs [67-72].
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We first intented to use a rabbit calvaria model (Fig. 2a,b) for our investigations, but as the
calvarial bone of the rabbit is quite thin and not wide enough to test an adequate number of grafts
and implants, we rather chose the Vietnamese-pot-bellied pig calvaria, where we could
comfortably present 6 critical-size defects (§ mm in diameter and 2 mm in depth) in the parietal
bone to test the osteogenic potential of different surface-modified implants and grafts used in the

dental implantology (Fig. 3a,b).

b

Fig. 2a. New Zealand White rabbit skull;
b. in the rabbit calvaria model, a maximum of4 critical-size defects can be developed

Fig. 3a. Vietnamese pot-bellied pig skull; b. Vietnamese pot-bellied pig skull with the prepared critical-size defects. In
the parietal bones 6 wounds, and in the frontal bones 2 additional defects can be drilled

2. Aims and questions to be answered

The aim of my research was to investigate the osseointegration of different surface-
modified dental implants and the osteogenesis of different biomaterials used in GTR in order to
improve osseointegration.

This thesis reports on the potential of a mixture of Cerasorb + Bio-Oss, Bio-Oss and
Cerasorb alone and of BMPs in implantation technology. A further goal was to develop an in vivo
animal model suitable for the investigation and comparison of the effects of different materials on
osteogenesis and to determine the most advantageous characteristics of these bone substitutes. BMP
accelerates, but does not guide new bone formation. Bio-Oss serves as a scaffold, but its
resorbability is poor, while Cerasorb is a good bone-developing material, but resorbs too early, not

providing a scaffold for the new bone bridges. Both Cerasorb and Bio-Oss are currently in clinical
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use, but, as far as we are aware, their effects in a mixture have never been investigated and never
been compared with those of thBMP-2 on new bone formation.

In order to determine the advantageous (osseous) augmentation properties of CPCs, I
investigated the osseoconductivity, biocompatibility, mouldability and malleability of VitalOs. In
contrast with conventional bone graft materials, CPCs can be directly moulded and shaped to fill
intrabony defects. Moreover, newly developed CPCs are fully injectable, which ensures the easy
handling and appropriate application of these materials.

As biochemical surface modification is the most important hot topic of Ti dental implant
development, different surface modifications (PE-ML and Camlog experimental surface) were tested
with the new animal model (Vietnamese pot-bellied pigs). These studies are a natural continuation of
the in vitro studies performed by our group regarding the PE-ML surface modification.

The challenging problems in my work may be summarized as follows:

e To test different surface-modified implants (discs) and biomaterials which may
influence osseointegration and osteogenesis.

e To find the most suitable biomaterial with the most advantageous augmentation
properties.

e To develop new, reproducible and efficient animal models suitable for testing
different surface-modified dental implants and the different osteoinductive and/or
osteoconductive biomaterials.

e To find the most efficient method of evaluation of osseointegration and to

compare the results of histomorphometric, push-out and pull-out experiments.

The animal studies presented in this thesis are of great importance concerning the clinical
applicability of different biomaterials used in GBR and PE-ML and Camlog experimental surface

modified implants.

3. Materials and methods

3.1. Materials
3.1.1. RhBMP-2 solution and rhBMP-2-coated implants
These experiments were carried out in cooperation with the Institute of Physiological
Chemistry, Division of Biochemical Endocrinology, University Clinics of Essen, Germany (Head:
Professor Herbert P. Jennissen), through a Hungarian—-German Intergovernmental S&T

Cooperation Grant (2003-2004).
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RhBMP-2 was prepared in E. coli and purified to homogeneity with the objective of the
production of a very high-grade pure protein species. The biological activity of soluble rhBMP-2
was assessed with MC3T3-E1 cells by the induction of de novo synthesis of alkaline phosphatase
[73].

RhBMP-2-coated implants

RhBMP-coated Ti specimens (dental implants) were first hydrophilized by treatment
with chromosulphuric acid (CSA) and then biocoated with hBMP-2 (200-400 ng/cm?).

Twenty-eight cylindedrical implants (Camlog, Altatec, Germany) were manufactured
from commercially pure Ti. The core diameter of the implants was 3.3 mm and the length was 8
mm. A total of 7 implants were treated with nitric acid, and 7 implants were surface-enhanced by
a novel procedure with CSA [74]. The treatment of metals with CSA (CSA-Ti alloy) [75] leads to
ultrahydrophilic (contact angles 0—10°, no hysteresis) bioadhesive surfaces [76]. A total of 14
surface-enhanced implants were divided into two subgroups and biocoated with thBMP-2: 7
implants non-covalently immobilized thBMP-2 (2.3 pg/cm?®), and 7 covalently immobilized
thBMP-2 (4.9 pg/cm?) [77]. RABMP-2 was immobilized by covalent and non-covalent methods
on these CSA-treated surfaces [75,77,78]. In brief, the implants were assigned to the following
test and control groups:

1. group: 7 control implants treated with nitric acid, without BMP-2

2. group: 7 control implants treated with CSA, without BMP-2

3. group: 7 CSA-treated implants with non-covalently linked BMP at 2 2.3 pg/cm®
4. group: 7 CSA- treated implants with covalently bound BMP-2 at 4.9 pg/cm’.

To control the surface produced, the following “sibling method” was employed: In parallel
with the preparation of the above dental implants for in vivo experiments, miniplates (10x5x1
mm) with identical Promote surfaces were surface-enhanced with CSA and coated with '*I-
rhBMP-2 under identical conditions as for the dental implants. In this way, the corresponding
contact angles, the amount of immobilized rhBMP-2, and the in vitro biological activity [79]
could be tested before the implants were placed into the animals. Only those dental implants were
released for implantation whose sibling miniplates reached the standard mentioned above and
whose surfaces exhibited an intense in vitro bioactivity on fluorescence microscopy [79].

All 28 dental implants were prepared under sterile conditions in sterile solutions and

packed singly in sterile Eppendorf cups.
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3.1.2. Ti discs with different surface modifications

Ti discs 8 mm in diameter and 2 mm in height were cut from commercially pure (grade 4)
Ti rods (Camlog Biotechnologies AG, Switzerland) used for the fabrication of dental implants.
The surfaces were sand-blasted and acid-etched according to a standardized procedure (Promote).
This surface served as the control surface.

We applied two kinds of surface modifications:

(a) A PE-ML coating was produced by the alternating adsorption of poly-cations (PLL)
and poly-anions (PGA) from aqueous solution onto a Ti surface. PE solutions were prepared in
an aqueous buffer solution of 25 mM TRIS (tris (hydroxymethyl) aminomethane, Sigma), 25 mM
MES (2-(N-morpholino) ethanesulphonic acid, Sigma), and 100 mM NaCl (Fluka), pH 7.4.
Before the coating, the samples were exposed to treatment in acetone and ethanol for 15 minutes
consecutively in an ultrasonic bath and then sonicated in ultrapure water three times for 10 min, to
ensure the cleanliness of the surface of the Ti discs.

The PE-ML films were formed by the alternating adsorption of cationic PLL (M,, = 30
000-70 000, Sigma Aldrich, P-2636) and anionic PGA (M,, = 50 000-100 000, Sigma Aldrich, P-
4886) on machined Ti discs. The PE concentration was in all cases 1 mg/ml. Solutions were
prepared with ultrapure water (Milli-Q-plus system, Millipore), and all buffer solutions were
filtered before use.

(b) A Camlog experimental surface modification was produced to increase surface
hydrophilicity, which is known to improve osseointegration. This surface modification is a modified
Promote surface. After sandblasting and acid etching with inorganic acids, a further etching step is
added. Each of the 3 steps creates a special topography to the final surface structure. Sand-blasting
creates micro-craters with a diameter of 10 to 50 um. Acid-etching superimposes micropits with a
diameter of 0.5-2 um. Final etching leads to an overlaying nanostructure with increased surface

hydrophilicity.

3.1.3. Biomaterials used in GBR

We used Cerasorb M, a synthetic TCP granulate (1-2 mm) produced by Curasan
(Kleinostheim, Germany).

The applied Bio-Oss, a bovine HA had a granule size of 1-2 mm (Geistlich Pharma AG,
Switzerland).

The Cerasorb + Bio-Oss mixture consisted of a 50:50 (v/v %) Bio-Oss and Cerasorb,

each with a granule size of 1-2 mm of each material.
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VitalOs is a VitalOs Cement® synthetic and biocompatible CPC (Produits Dentaires,
Switzerland). Its components: tricalcium phosphate 36%, monocalcium phosphate 23%, dicalcium

phosphate 11.5%, ultrapure water 27%.

3.2. Animal specimens

The studies involved adult New Zealand White rabbits and Vietnamese pot-bellied pigs.
The animal management and the surgical and routine procedures followed “The Guiding
Principles for the Care and Use of Animals” approved by the Animal Investigation Review Board of
the University of Szeged, in accordance with the principles of the Helsinki Declaration.
3.3. Human specimens

In 17 edentulous healthy patients (10 women, 7 men, with an average age of 52 years), the
maxillary sinus floor was so atrophied that dental implantation was impossible. The patients were
fully informed about the surgical intervention, the bone substitute and the implants. All gave their
written informed constent. The Ethical Committees at Szeged University and Semmelweis

University approved the research protocol.

3.4. RhnBMP-2 experiments
3.4.1. Experiments with rhBMP-2-coated implants
We investigated the thBMP-2 coating on implants with a diameter of 3.3 mm and a total
length of 8 mm. The goal was to test how the coating accelerates the osseointegration and
improves implant-bone bond strength and the bone quality around the implants. 14 rabbits

participated in the experiment, divided into 2 groups.

Surgical procedure

In the first group (7 rabbits), 7 non-coated control implants treated with nitric acid were
inserted into the left femurs, and 7 test implants treated CSA and non-covalently linked BMP-2 at
2.3 pg/cm? were inserted into the right femurs.

In the other group (7 rabbits), the same surgical procedure was performed: 7 control
implants treated with CSA, without a BMP-2 coating were inserted into the left femurs, and 7 test
implants treated with CSA and covalently bound BMP-2 at 4.9 pg/cm” were inserted into the right
femurs.

Narcosis was induced with a cocktail of 5.0 mg/body mass (bm) kg (0.25 ml/bmkg)
xylazine (Xylazine 2% inj.), 40.0 mg/bmkg (0.4 ml/bmkg) ketamine (Ketavet inj.) and 0.8
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mg/bmkg (0.08 ml/bmkg) acepromazine (Vetranquil inj.) intramuscularly. During narcosis the
rabbits received a Ringer lactate infusion 0.3 ml/min via a cannula inserted into an ear vein.
After disinfection, isolation and skin incision, the fascia lata was prepared. The femurs were

visualized by folding the m. tensor fasciae latae and the m. abductor cruris cranialis (Fig. 4a).

Fig.4a, b, c

The sites of insertion of the coated and control implants were marked with a round burr in
the proximal third of the femur, approximately 2 cm distally from the trochanter major of the
femur. A pilot, a pre- and finally a form drill (Fig. 4 b,c) were then used to create the bone bed of
the implant in the femur with irrigation (pilot, pre- and form drills, Camlog Biotechnologies AG,

Switzerland). The implant was inserted bicortically (Fig. 5a,b).

Fig. 5a, b, c, d

Suturing was performed with absorbable Vicril 5.0, in three layers (fascia lata,
subcutaneous layers and skin; Fig. 5¢,d).

During the postoperative care, the rabbits received an analgetic (4.0 mg/bmkg (0.8
ml/bmkg) carprofen (Rimadyl) inj. sc.) and antibiotic support (15 mg/bmkg (0.15 ml/bmkg)

enrofloxacin (Enroxil) inj. sc.) for 5 days following the operation.

Sample harvesting

After 4 weeks of osseointegration, the rabbits were sacrificed under general anaesthesia

induced with an intravenous injection of an overdose of ketamine.
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Specimen preparation for histological and histomorphometric evaluation
For histological evaluation, perfusional tissue fixation (Fig. 6a,b,c) was carried out with
4% neutral buffered formalin solution, after which the cut specimens were subjected to

immersional fixation in 4% neutral buffered formalin solution.

: : ft" - c
Fig. 6a. Cannula insertion in the a. abdominalis for perfusion 4% neutral buffered formalin solution; b. specimen
taking; and c. removed femur specimen

Decalcified paraffin sections, without the osseointegrated implant were prepared using by

Goldner, Masson-Goldner, haematoxylin-eosin and toluidine blue staining.
Push-out biomechanical tests

The push-out test (Fig. 7a,b) is a biomechanical test commonly used for the evaluation of
osseointegration. We performed these tests to study the quality (i.e. the mechanical strength) of the bone-
implant connection by determining the peak (maximum) values of the push-out curves, measured with a
Lloyd L1000R instrument (Lloyd Instruments, Segensworth West, UK). This value is the force needed to
push-out an implant (in our case an osseointegrated control or a BMP-coated implant) from the rabbit
femur after a 4-week of osseointegration period. Through measurment of the area of the connection
between the bone and the implant (which is different for each femur), the magnitude of the shear strength at
the interface can determined.

In order for such push-out tests to be adequate the axes of the push-out force and the implant
should coincide and the fixation of the bone segment should be firm enough not to allow any movement

during the push-out procedure.

Fig. 7a. Picture of the Lloyd instrument used for push-out evaluation test; b. and the grip, which holds the rabbit
femur
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Statistical analysis

The mean, the standard deviation (SD) and the standard error of the mean (SEM) were calculated.
The results were analysed by Student’s t-test (STATISTICA 8 software), with p = 0.05 taken as

the level of statistical significance.

3.4.2. Experiments with rhBMP-2 solution

The next animal experiment involved an investigation of the effect and activity of
rhBMP-2 solution itself. The same surgical protocol was used (section 3.4.1, page 18), but
instead of a bicortical bone wound, which was suitable for the insertion of the implants, a
monocortical bone wound was drilled to allow testing of how the rhBMP-2 solution

influences the bone healing, i.e. the osseogenesis.
Surgical procedure

10 rabbits were included in this experiment. They were divided into 2 groups. Again both
femurs of the rabbits were used. The first group (5 rabbits) received 5 pl of a solution containing
90 ul rhBMP-2/ml on the test side (right femur), while the other 5 rabbits were injected with 20 pl
rthBMP-2 solution in the same concentration into the surgically prepared bone wound. The left
femur was regularly the control side, into which the same amount of buffered physiological
solution was injected, i.e. the solution which served as carrier for the thBMP-2.

The diameter of the monocortical bone wound was 3.3 mm. Implantation drills with
irrigation were used (pilot, pre- and form drills, Camlog Biotechnologies AG, Switzerland) to
establish bone wounds of the same size. Spongostan (Johnson & Johnson) was placed into the
hole and 20 pul rhBMP-2 solution was injected with a sterile pipette onto the Spongostan in the test
(right) femur. The bone wound was covered with Surgicel (Johnson & Johnson), which was fixed
around the hole with Histoacryl (Braun) to ensure that the BMP did not leak out. The wound was
sutured with absorbable Vicril 5.0, in three layers (fascia lata, subcutaneous layers and skin). On
the control side (left femur), the same procedure was performed, except that the same amount of
sterile buffered physiological salt solution (the solution which served as carrier for the rhBMP-2)

was injected into the bone wound.

Sample harvesting
After 4 weeks of osseogenesis, the rabbits were sacrificed under general anaesthesia

induced with an intravenous injection of an overdose of ketamine.
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Specimen preparation

For histological evaluation, perfusional tissue fixation (as described previously, page 20)
was carried out with 4% neutral buffered formalin solution, after which the cut specimens were
subjected to immersional fixation in 4% neutral buffered formalin solution. The specimens were
dehydrated and embedded in Technovit 7200VLC resin (Heraeus Kulzer, Germany). Cutting was
performed with the Exact cutting and grinding system without decalcification [80]. The thickness of the

sections was 5 um and the slides were stained with toluidine blue.

Histology and histomorphometric analysis

Optical microscopic images (Nikon Eclipse 80i, Japan) were recorded on an Evolution MP
5.1 Mega-pixel FireWire Digital CCD Color Camera Kit (Media Cybernetics, Inc., USA).
Measurements were performed with Image-Pro Plus 5.1.1 image-analysing software (Media
Cybernetics, Inc., USA).

The histomorphometrical evaluation involved use of the areal bone density, i.e. the ratio of
the area of newly-formed bone to the total area of the image [81]. This permitted a quantitative

comparison of the new bone formation in the control and the different types of test bone wounds.

3.5. Experiments with different surface-modified Ti discs

In further experiments, my goal was to test different surface-modified implants (discs)
and biomaterials which may influence osseointegration. I decided to use the parietal bone of the
pig, which is a surgical territory relatively easy to reach, where desmogenic ossification occurs,
similarly to the conditions in the jaws. Moreover, this site is readily accessible for probing the
effects of the different surface-modified implants or biomaterials on osteogenesis and

osseointegration. Six 8-mm critical-size bone defects were drilled in the parietal bone of the pig.

Surgical procedure

Narcosis was induced with a cocktail of 5.0 mg/bmkg (0.25 ml/bmkg) xylazine (Xylazine 2% inj.),
40.0 mg/bmkg (0.4 ml/bmkg) nembutal (Nembutal inj.) and 0.8 mg/bmkg (0.08 ml/bmkg) acepromazine
(Vetranquil inj.) intramuscularly. During narcosis, the pigs received a Ringer lactate infusion therapy 0.3
ml/min via a cannula inserted into an ear vein.

After disinfection, isolation and a U-shaped skin incision, the periosteum of the parietal
bone was prepared. The parietal bone was visualized by preparing the periosteum. Following the
protocol of bone surgery, a special burr developed for preparing the critical-size bone defects with

irrigation was used (Fig. 8a). Six bone wounds were drilled into the parietal bone of the animal,
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which allowed investigations of two different types of test Ti discs (for each type two discs) and
the remaining two wounds served for the two control Ti discs (sand-blasted and acid-etched
surface (Camlog-Promote)). After preparation of the bone wounds with a special burr with
irrigation, the two test Ti discs were inserted, with the surface modification developed by the
working group of Camlog (Camlog Biotechnologies AG, Switzerland). The purpose of the
Camlog experimental surface modification was to make the Ti surface more hydrophilic; the
details of the development have not been published, as the right belongs to the manufacturer.

The other tested surface modification was PE-ML on the CP4 Ti discs, which was
assumed to improve the osseointegration (section 3.1.2, page 17). In the remaining two bone
wounds, the control discs (sand-blasted and acid-etched) were inserted. To evaluate the
osseointegration of the discs according to standardized parameters, Teflon
(polytetrafluoroethylene) cylinders were used around the discs and they were also covered with

Teflon caps. With this procedure, osseointegration of the walls and the top of the discs was avoided

(Fig. 8b).

Fig. 8a, b, c, d

The periosteum was enclosed tightly above the discs with Vicril 5.0 absorbable suture
(Fig. 8¢c). The skin was sutured with skin suture (Fig. 8d).

During the postoperative care, the pigs received an analgetic (4.0 mg/bmkg (0.8 ml/bmkg)
carprofen (Rimadyl) inj. sc.) and antibiotic support (15 mg/bmkg (0.15 ml/bmkg) cephalosporin
(Zinacef) (Enroxil) inj. sc.) for 5 days following the operation. All the pigs remained healthy and

the postoperative period was uneventful.

Specimen preparation

For histological evaluation, perfusional tissue fixation was carried out with 4% neutral
buffered formalin solution. The a. carotis and v. jugularis were prepared and the head region was
washed with 4% neutral buffered formalin solution (Fig. 9a). The cut specimens (containing the
Ti discs; Fig. 9b) were then subjected to immersional fixation in 4% neutral buffered formalin

solution. X-ray images were taken to identify the exact locations of the area of interest (Fig. 9¢).
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Fig.9a, b, c

The specimens were dehydrated and embedded in Technovit 7200VLC resin (Heraeus
Kulzer, Germany). Cutting was performed with the Exact cutting and grinding system without
decalcification and together with the discs [80]. The thickness of the sections was 5 um. The

slides were stained with toluidine blue.

Histology and histomorphometric analysis

This was as described previously (see page 22).
3.6. Bio-Oss experiments

To test other materials used in augmentation techniques, experiments were continued in
Vietnamese pot-bellied pigs. The parietal bone of the animal permits at least 6 critical-size bone
defects (8§ mm in diameter and 2 mm in depth). The developed model proved suitable and

reproducible for other kinds of biomaterials.

Surgical procedures
Narcosis was induced with the same procedure as described in section 3.5 (page 22).
After disinfection, isolation and a U-shaped skin incision, the periosteum of the parietal

bone was prepared. The parietal bone was visualized by preparing the periosteum (Fig. 10a).

Fig. 10a, b

Following the protocol of bone surgery, a special burr developed for preparing the critical-
size bone defects with irrigation was used. Six bone wounds (Fig. 10b) were drilled into the
parietal bone of the animal, which allowed investigations of two test materials (e.g. Cerasorb in

two wounds, Bio-Oss in two wounds) and the remaining two wounds served as the control bone
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defects. After prepariations of the bone defects, Bio-Oss mixed with the animal blood was
inserted in 2 bone wounds (Fig. 11a), the other four bone wounds serving as control or for tets of
another material. The wounds were covered with Lyoplant membrane (Fig. 11b), a pure collagen

derived from the bovine pericardium (Braun, Germany).

Fig. 11a, b, c, d

The periosteum above the wounds was enclosed tightly with Vicril 5.0 absorbable sutures
(Fig. 11c). The skin was sutured with skin sutures (Fig. 11d).

During the postoperative care, the pigs received an analgetic (4.0 mg/bmkg (0.8 ml/bmkg)
carprofen (Rimadyl) inj. sc.) and antibiotic support (15 mg/bmkg (0.15 ml/bmkg) cephalosporin
(Zinacef) inj. sc.) for 5 days following the operation. All the pigs remained healthy and the

postoperative period was uneventful.

Sample harvesting
To test the difference in the early and late ossification, after 2 and 4 weeks of
osteogenesis, the pigs were sacrificed under general anaesthesia, induced with an intravenous

injection of an overdose of ketamine.

Specimen preparation
For histological evaluation, perfusional tissue fixation was carried out with 4% neutral

buffered formalin solution. The cut specimens (Fig. 12a) were then subjected to immersional

fixation in 4% neutral buffered formalin solution.

b
Fig. 12a, b

X-ray images were taken to identify the exact locations of the bone wounds (Fig. 12b -

orange circle). The specimens were dehydrated and embedded in Technovit 7200VLC resin



26

(Heraeus Kulzer, Germany). Cutting was performed with the Exact cutting and grinding system
without decalcification [80]. The thickness of the sections was 5 um and the slides were stained

with toluidine blue.

Histology and histomorphometric analysis

This was as described previously (see page 22).

3.7. Cerasorb experiments
Surgical procedures
3.7.1. Pig experiments
The same pig model and the same surgical procedure were used as for Bio-Oss to test other

otseoconductive materials, already described above (Fig. 13a,b).

Fig. 13a. Insertion of Cerasorb; b. inserted Cerasorb

Two different healing periods were chosen: 2 and 4 weeks, to test the difference in the

early and late ossification.

Sample harvesting, specimen preparation, histology and histomorphometric analysis were
performed as previously described in connection with Bio-Oss experiments (see pages

22 and 25).

3.7.2. Human experiments

Graft insertion can be one of the alternatives for the augmentation of injured bone. The
effects of an alloplastic bone-replacing material, TCP-f (Cerasorb), were tested in comparion with
autologous bone as concerns osteogenesis.

In 17 edentulous healthy patients (10 women, 7 men, with an average age of 52 years) the
maxillary sinus floor was so atrophied that dental implantation was impossible.

Preoperative examinations were performed with panoramic images and CT scans. All
patients had a bone height in the subantral maxillary sinus floor that was insufficient for dental
implantation (average 1.9 mm). In all cases, surgery was performed under general anaesthesia
with an autotransplant from the iliac crest to the control side (3-4 cm®). The Schneiderian

membrane was elevated by the insertion of Cerasorb (1.5-2 g Cerasorb granules 500-1000 pm in
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diameter; Curasan AG, Kleiostheim, Germany) on the experimental side, while on the control side
autogenous bone graft was inserted. After surgery, the healing period was followed both clinically
and radiologically. After a healing period of 6 months, cylinders were excised from the grafted
areas immediately before dental implantation; samples were taken from each side the with a
trephine burr with 2 mm in inner diameter and 3 mm in outer diameter. During the implantation
procedure, this bone would otherwise have been lost. Ankylos implants (Degusa, Friadent,

Germany) were then inserted into their places.

Histology

For histological and histomorphometric analysis, undecalcified bone samples were fixed
in 4% buffered formalin for 24 hours and then rinsed thoroughly in running water. The samples
were dehydrated in ascending alcohol series and then embedded in methyl methacrylate resin at 4
°C. Histological sections 5 pm in thickness were cut, using a diamond knife. Sections were
stained with toluidine blue, haematoxylin and eosin and Goldner trichrome for light microscopy.
Photos were taken by the means of Olympus BH, microscope equipped with an Olympus DP50
digital camera (Olympus Optical Company Ltd., Melville, NY, USA) and a Nikon Eclipse 801
microscope and Evolution MP 5.1 Mega-pixel FireWire Digital CCD Color Camera Kit (Media
Cybernetics, Inc., Rochester, NY, USA).

Histomorphometry

Histomorphometric measurments were performed according to the principles of Parfitt et
al. [81]. (Image-Pro Plus 5.1. image-analysing software, Media Cybernetics, Inc., Rochester, NY,
USA). The density of the newly formed bone was measured via the trabecular bone volume
(TBV), which was defined as the area of the bone trabeculae to the total area analysed. The
percentage of the grafted area was also determined. The trabecular bone pattern factor (TBPf) was
also quantified. This factor marks the microarchitecture of the newly-formed bone. The trabecular
bone area and perimeter were measured, before and after arithmetic dilatation of the binary image,
to determine the relation of the convex and concave trabecular structures of the sections. The

higher the degree of trabecular connectivity, the lower the value of TBPf.

Statistical analysis
The mean and the standard deviation (SD) values were calculated. The data obtained were

analysed by Student’s t-test, with the significance level set at p < 0.05.
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3.8. Experiments with Bio-Oss + Cerasorb mixture

Surgical procedures

The main aim of this study was to establish a gold standard for the artificial bone growth-
accelerating effect of a Cerasorb + Bio-Oss mixture on osteogenesis in order to determine and
utilize the most advantageous characteristics of these bone substitutes. Bio-Oss serves as a
scaffold, but its resorbability is poor, while Cerasorb is a good bone-developing material, but
resorbs too early, not providing a scaffold for the new bone bridges. Both New Zealand white

rabbits and Vietnamese pot-bellied pigs were involved in these experiments.

3.8.1. New Zealand white rabbit experiment

The surgical protocol was the same as described previously in connection with the
rhBMP-2 solution experiments (section 3.4.2, page 21). The diameter of the monocortical bone
wound was 3.3 mm. A mixture of the bone graft materials Cerasorb + Bio-Oss was inserted into
the bone wound. The mixture consisted of a 50:50 (v/v %) mixture Bio-Oss and Cerasorb. This
combination was applied mixed with rabbit blood to fill the 3.3-mm-diameter monocortical bone
wound in the test (right) femur. On the control side (left femur), the bone wound was simply
covered with Surgicel (Johnson & Johnson), which was fixed around the hole with Histoacryl
(Braun). The wound was sutured with absorbable Vicril 5.0, in three layers (fascia lata,
subcutaneous layers and skin).

During the postoperative care, the rabbits received an analgetic (4.0 mg/bmkg (0.8
ml/bmkg) carprofen (Rimadyl) inj. sc.) and antibiotic support (15 mg/bmkg (0.15 ml/bmkg)
enrofloxacin (Enroxil) inj. sc.) for 5 days following the operation. All the rabbits remained

healthy and the postoperative period was uneventful.

Sample harvesting
After 4 weeks of osteogenesis, the rabbits were sacrificed under general anaesthesia

induced with an intravenous injection of an overdose of ketamine.

Specimen preparation and histology and histomorphometric analysis were carried out with the same

protocol as described previously (see pages 21 and 22).

3.8.2. Vietnamese-pot bellied pig experiments
For tests of the osteogenic effect of this mixture under desmogenic circumstances (as in
the oral cavity), the parietal bone of the animal permits at least 6 critical-size bone defects (8

mm in diameter and 2 mm in depth).
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The surgical protocol was the same as described previously in connection with the Bio-
Oss (see section 3.6, page 24). Six bone wounds were drilled into the parietal bone of the animal,
which allowed the investigation of two test materials, and the remaining two wounds serving as
control bone defects. After preparation of the bone defects, a mixture of the bone graft materials
Cerasorb and Bio-Oss was inserted into the bone wound. The mixture consisted of a 50:50 (v/v
%) mixture Bio-Oss and Cerasorb. This combination was applied mixed with the blood of the

animal to fill two of the critical-size bone wounds (Fig. 14a,b).

Fig. 144, b. Insertion of Cerasorb and Bio-Oss mixture

The other four bone wounds served as control (two bone wounds) and for tests of another
material (VitalOs cement). The wounds were covered with Lyoplant membrane (pure collagen
derived from the bovine pericardium, Braun, Germany). The periosteum was enclosed tightly
above the wounds with Vicril 5.0 absorbable sutures. The skin was sutured with skin sutures.
During the postoperative care, the pigs received an analgetic (4.0 mg/bmkg (0.8 ml/bmkg)
carprofen (Rimadyl) inj. sc.) and antibiotic support (15 mg/bmkg (0.15 ml/bmkg) cephalosporin
(Zinacef) inj. sc.) for 5 days following the operation. All the pigs remained healthy and the
postoperative period was uneventful. The healing period was 4 weeks, similarly as in the rabbit

experiments.

Sample harvesting, specimen preparation and histology and histomorphometric analysis

were carried out as described previously (see pages 22 and 25).

3.9. VitalOs cement experiments
Surgical procedures

To test the effect of VitalOs CPC on osteogenesis, the same pig model was used as described
previously. The surgical protocol was the same as detailed in connection with Bio-Oss (see section
3.6, page 24). Six bone wounds were drilled in the parietal bone of the animal, which allowed the
investigation of two test materials, and the remaining two wounds serving as control bone defects. After

preparation of the bone defects VitalOs cement was inserted into the bone wound (Fig. 15a,b).
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K.

Fig. 15a, b. Insertion of VitalOs.

The other four bone wounds served as control (two bone wounds) and for investigation of
another test material (Cerasorb + BioOss mixture). The wounds were covered with Lyoplant
membrane (pure collagen derived from the bovine pericardium; Braun, Germany). The
periosteum was enclosed tightly above the wounds with Vicril 5.0 absorbable sutures. The skin
was sutured with skin sutures. The postoperative care was the same as for Cerasorb + BioOss
mixtur (see section 3.8.2, page 29). The healing period was 4 weeks, similarly as in the rabbit

experiments.

Sample harvesting, specimen preparation and histology and histomorphometric analysis

were carried out as described previously (see page 22 and 25).

4. Results and discussion

4.1. Results of rhBMP-2 experiments
4.1.1. Evaluation of osseointegration of rhBMP-2-coated implants with push-out test
After 4 weeks of osseointegration, the animals were sacrificed under general anaesthesia
and their femurs were removed by surgical intervention. From each group, two kinds of
evaluation were performed: push-out and histomorphometry.
Figure 16a presents typical push-out curves, on both femurs of the rabbit, one curve (blue)
depicting the data relating to an osseointegrated control implant, and the other (red) the data

relating an implant covered by rhBMP-2 with covalent binding.
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Fig. 16a. Typical push-out curves; b. push-out force values for the second group of rabbits. Blue barrs indicate the control implants (treated with CSA) and the
red onesthe testimplants covered with covalertly bound BMP
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Figure 16b presents the bar-graph of the push-out force values (Fn.x (N)) of the second
group of rabbits. For rabbit no. 12, the force value for the control implant is missing, because the
femur broke during the 4 weeks bone healing period. In the bar graph, the blue bars denote the
push-out forces for the control implants (without BMP covering) and the red bars the values for
the test implants with covalently bound BMP. The average push-out force for the control implants

was 479.8 £ 53 N (mean + SEM), while that for the test implants was 381.4 + 45 N.

The statistical analysis (Student’s t-test) of the two rabbit groups showed that neither the
covalently (Fig. 17), nor the non-covalently bound BMP (data not shown) exerted an enhancing
effect on osseointegration (p = 0.224 and p = 0.886, respectively) under the given experimental

circumstances.
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Fig. 17. Box & Whisker plot of control implants (treated with CSA) and test implants treated with CSA and covalently
bound BMP-2 at 4.9 pg/cm?.

We also compared the two control groups (K-Alta-CSB and K-Alta+CSB) and the two test
groups (covalently and non-covalently bound BMP), using the Student’s t-test, and we did not
find a significant difference between them (p = 0.258 and p = 0.784, respectively). On the basis of
this result, the data for the two test implant groups were combined for the analysis of the interface
shear strength.

The measured push-out forces were converted to interface shear strengths. The bar graph in
Fig. 18 presents the summarized interface shear-strength data, T« (MPa), for the control (without
BMP coating) and test implants (with BMP coating). In order to evaluate and compare the level of

osseointegration, primary stability tests were also performed with 10 implants.
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Fig. 18. Interface shear strength (T,,.. (MPa)) values for control and test implants. Primary stability values are also
shown

According to these results, there was a statistically significant difference (p < 0.05)
between the shear strengths of the primary stability (1.04 £ 0.2 MPa) and osseointegrated control
implant groups (5.10 + 0.3 MPa). Similarly, there was a significant difference (p < 0.05) between
the interface shear strengths of the primary stability and osseointegrated BMP-covered implant
groups (4.27 £ 0.4 MPa). Conversely, there was no significant difference between the two

osseointegrated implant groups: p = 0.139.

4.1.2. Histological and histomorphometric results with rhBMP-2-coated implants
and rhBMP-solution

RhBMP-2-coated implants

The histological evaluation methods (decalcified paraffin samples) and the results of the
push-out tests in the animal experiments with rhBMP-2-coated implants allowed some
preliminary conclusions. The histomorphometric results from the first experiment supported the
outcome of the push-out test: under the given circumstances, the BMP coating on the test implants

did not exert a significant effect on the osseointegration during the 4-week healing period.

RhBMP-2 solution

After a 4-week period of healing and osseointegration, the rabbits were sacrificed and
their femurs were removed. Undecalcified sections were made and revealed the following
findings: in the control samples, the bone wound was only partially filled with newly-formed
bone, while the reconstruction of the surgically prepared bone wound was almost completed (Fig.
19a, orange arrows). The bone at the border of the bone wound showed signs of resorption and

new bone formation. This was young, immature lamellar bone with centrifugal orientation of the
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newly-formed bone in the bone wound. The outer layer of the newly-formed bone was younger

woven bone and cross-oriented.

b

Fig. 19a. Control sample; b. test, slides stained with toluidine blue (bright field, 1x magnification)

a

In the test samples (Fig. 19b), the original bone wounds could not be detected. The
surgically prepared bone wound was completely replaced by newly-formed bone. The site of the
original bone wound could be only discovered from the different histological structures and the

density of the bone by using polarized light and higher magnification (Fig. 20a,b).

Fig. 20a. Centrifugally grown collagen fibres (10 x magnifications, polarized light); b. secondary and primary
osteons (20 x magnification, polarized light) toluidine blue staining

In this repaired area, the centrifugally grown collagen fibres predominated (Fig. 20a). It
was also very characteristic of this bone specimen that, on the entire inner surface of the cortical,
endosteal bone formation was seen as a line in tight contact with the old cortical bone.
Remodelling occurred in all parts of the bone.

New bone formation was evaluated via the areal bone density (Fig. 21a,b), i.e. ratio of the
area of newly-formed bone to the total area of the image. This makes it possible to compare the
bone formation in the control bone wound (where natural bone healing occurs) and in the rhBMP-

2-treated wound in a quantitative way.
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Sample Areal bone density + SD
(%)
Control 34.0+0.1
Test (thBMP-2-treated) 96.3+45
QI —_— b

Fig. 21a. Image of the evaluating procedure; b. mean SD values of areal bone density in the control and test groups

With the Image-Pro Plus 5.1.1 image-analysing software, the total area of the bone wound
was measured; after this, the area of new bone formation was measured in the setout area (Fig.
25a). These measured areas were transferred into Excel files. For the control samples, the mean
areal bone density was 34.0 + 0.1%, while for the test samples it was 2.8 times more: 96.3 + 4.5%.

Evaluation of the prepared slides by histological and histomorphometric methods led to
the conclusion that, in the monocortically drilled bone wound where the thBMP-2 solution was

inserted, the closure of the bone wound was almost totally complete.

4.2. Results of experiments with surface-modified Ti discs

After a 2-week period of osseointegration, the animals were sacrificed under general
anaesthesia and the parietal bone segments were removed by surgical intervention. Two types of
evaluation methods were performed: pull-out tests and histological and histomorphometric

observations.

4.2.1. Evaluation of osseointegration with pull-out tests
The bone segments containing all 6 discs inside were removed (Fig. 22a) and pull-out

tests were performed (Fig. 22b).

Fig. 22a, b
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For the control discs (Promote surface: sand-blasted and acid-etched), the maximum pull-
out force was 8.7 N (Fig. 23a), while for the Camlog experimental surface discs the corresponding
value was 10.8 N (notation: D-modified in Fig. 23b), and for the PE-ML discs it was only 2.2 N
(Fig. 23c¢).
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Fig. 23a, b, c

Although we could not perform more measurements in this case, the results of this
preliminary study permitted the conclusion that the Camlog experimental surface discs presented
a tendency for enhanced osseointegration, during the 2-week healing period. More experiments

are needed to allow further conclusions.

4.2.2. Histological and histomorphometric results with different surface-modified discs

After 2-week period of osseointegration the animals underwent perfusional fixation and
were sacrificed under general anaesthesia, and the parietal bone segments were removed by
surgical intervention. With the help of Image-Pro Plus 5.1.1 image-analysing software, the area of
new bone formation was measured on the histological slides. The histomorphometric evaluation
involved use of the areal bone density [81]. Only the osseointegrated surface was evaluated (Fig.
24a,b, orange line, box), which was in contact with the bone bed. The teflon cylinder and cap
prevented osseointegration on the other surfaces of the Ti disc. The measured areas were

transferred into Excel files.

Fig. 24a, b. Marked (orange) area indicating the evaluated area
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Quantitative comparisons were made of the new bone formation in the control and the two
types of test surface-modified discs were permitted: for the control discs, the areal bone density of
new bone formation was 42.5%. As may be seen in Fig. 25a, young and thick woven bone
trabecules were attached to the surface of the Ti.

The evaluation of the PE-ML-coated discs revealed less new bone formation: the areal
bone density was 38.8%. The young bone trabeculae were thin and fewer (Fig. 25b), and the
bone-free areas exhibited numerous macrophages.

The Camlog experimental surface modification yielded rather promising results: the areal
bone density was 53.9%, which supports the findings of the pull-out tests. The roughness of the
disc surface was marked (Fig. 25c) and young woven bone trabeculae could be seen in dense

compact bands towards the surface.

Fig. 25a. Control; b. PE-ML-coated; c. Camlog experimental surface modification discs (bright field, 1x
magnification, toluidine blue staining)

4.3. Results of Bio-Oss experiments

After 2-or 4-week periods of osseointegration, the animals were sacrificed under general
anaesthesia and the parietal bone segments were removed by surgical intervention. Histological
and histomorphometric evaluation methods were performed.

As the bone wounds had the same size, with the Image-Pro Plus 5.1.1 image-analysing
software, the area of new bone formation could be measured properly. This allowed quantitative
comparison of the new bone formation in the control and the different types of test bone wounds.
The measured areas were transferred into Excel files.

In the experiments involving the 2-week healing period, the mean value of the new bone
formation in the bone wounds of the control group, was 19.1 £+ 0.2% (mean + SD, Fig. 26a). As
may be seen in Fig. 26b, the bone trabeculae were oriented radicularly towards the surface of the

bone wound.
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b.
Fig. 26a. Control (bright field, 1x magnification, toluidine blue staining); b. old (OB) and new bone (NB) contact
(bright field, 20 x magnification, toluidine blue staining)

In the test samples (Fig. 27a), the new bone formation in the bone wound was not
significantly higher than in the control: 31.2 + 2.5% (p = 0.085). The new bone formation,
together with the Bio-Oss particles, was significantly higher: 46.2 + 2.8% (p = 0.043). At the
bottom of the bone bed, around the Bio-Oss particles, new bone was formed with bone bridges

between the particles (Fig. 27b).

RN

Fig. 27a. 2-week treatment Bio-Oss (bright field, 1x magnification, toluidine blue staining); b. bone bridges between
the Bio-Oss particles (bright field, 20 x magnification, toluidine blue staining)

The mean areal bone density for the control samples after the 4-week osseointegration
period was 24.3 £ 5.6% (Fig. 28a). Young immature bone could be detected at the bottom of the
bone wound (Fig. 28b).

Fig. 28a. 4-week control (bright field, 1x magnification, toluidine blue staining); b. contact of the lamellar new bone
with the original bone particles (bright field, 40 x magnification, toluidine blue staining)

In the case of the 4-week osseointegration period with Bio-Oss, the bone wound was filled
with woven bone and Bio-Oss particles (Fig. 29a). It was hard to distinguish between the particles
and the newly-formed bone (Fig. 29b). The areal bone density, which included the new bone
formation and Bio-Oss particles, was not significantly higher: 56.5 £ 1.5% (p = 0.056).
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Fig. 29a. 4-week Bio-Oss treatment (bright field, 1x magnification, toluidine blue staining); b. new bone formation
between the Bio-Oss particles (bright field, 20 x magnification, toluidine blue staining)

4.4. Results of Cerasorb experiments

4.4.1. Pig experiments
Similar osseointegration periods (2 and 4 weeks) and the same evaluation methods were
applied as described in connection with the Bio-Oss experiments. The control samples were the
same as for the 2-week healing period for the Bio-Oss samples (mean areal bone density: 19.1 +
0.2%). For the 2-week healing period, the areal bone density was significantly higher for new bone
formation (27.7 + 1%; p = 0.041) and for the samples including the Cerasorb particles (Fig. 30a):
509+ 1.2% (p=10.014).

Fig. 30a. 2-week Cerasorb treatment (bright field, 1x magnification, toluidine blue staining); b. Cerasorb particles
with newly-formed bone (bright field, 10 x magnification, toluidine blue staining); c. transition from woven to lamellar
bone at the osteoblast line (bright field, 20x magnification, toluidine blue staining); d. osteoid and woven bone (bright

field, 20 x magnification, toluidine blue staining)

Two-thirds of the bone wound was filled with Cerasorb granules and newly-formed bone
trabeculae (Fig. 30b). The new bone was a transition between woven and lamellar bone (Fig. 30c).
Within the densely compacted Cerasorb granules, osteoid and woven bone could be found (Fig.
30d).

For the 4-week osseointegration (Fig. 31a), the mean areal bone density did not differ
significantly from the control value: for new bone formation it was 30.8 + 0.3% (p = 0.328), and for
the Cerasorb particles it was 56.0 + 0.3% (p = 0.074). The control value was the same as in case of
the 4-week healing period for the Bio-Oss samples (24.3 = 5.6%). In the test samples, new bone
formation was more pronounced in the centre of the bone wound. New bone bridges were evident

between the original and the newly-formed bone (Fig. 31b).
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Fig. 31a. 4-week Cerasorb treatment (bright field, 1x magnification, toluidine blue staining); b. new bone bridges
between the Cerasorb particles (bright field, 20 x magnification, toluidine blue staining)

4.4.2. Human experiments
On the test side (augmentation site), in sections stained with haematoxylin-eosin and
Goldner’s trichrome method, many graft particles proved to have dissolved. However, their

previous location could easily be recognized via their characteristic round form (Fig. 32a).
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Fig. 32a. Biopsy taken from the experimental side 6 months after grafting. CG: Cerasorb granule; B: bone;

ST: soft tissue; H&E staining (scale bar=500 mm); b. biopsy taken from the experimental side 6.5 months after
grafting; peri- and intragranular bone strands can be seen; toluidine blue staining, polarized light (scale bar=400
mm); c. biopsy taken from the control side 6 months after grafting; B: bone; O: osteoid; BG: bone graft; ST: soft
tissue, Goldner staining (scale bar=500 mm); d. biopsy taken from the control side 6 months after grafting; bone (B)
and osteoid (O) production and a focus of the resorbing bone graft (BG) can be seen; ST: soft tissue, Goldner staining
(scale bar=200 mm)

After 6 months, the newly-formed, predominantly lamellar bone was tightly intermingled
with the graft particles at the tissue/graft interface. Bony sheathing of the Cerasorb granules was
extensive, and where the graft particles had become completely sheathed, the osteoblastic activity
had disappeared. The graft remnants exhibited achromatic birefringence under polarized light
(Fig. 32b).

On the control side, the cancellous bone grafts had undergone considerable resorption by
the sixth month (Fig. 32¢). Graft foci were entrapped in the newly-formed, predominantly mature
lamellar bone (Fig. 32d). They were homogeneous acellular particles that stained almost like
living bone. There was a continuous transition at the interface of the cancellous graft and the new
bone.

Bone density, graft density, TBPf and bone area were measured in 68 bone biopsy

samples. The mean bone density for the 17 cases was 32.4 + 10.8% on the experimental side and
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347 £ 11.9% on the control side; the difference was not significant (p > 0.05). In an
overwhelming majority of the patients (14 of 17 cases), the intensity of new bone formation was
similar on the two sides.

The graft density was markedly higher on the experimental side than on the control side.
The mean density of the graft area was 13.1 £ 4.5% and 8.2 £ 1.7%, respectively, this difference
being highly significant (p < 0.001).

The TBPf values generally displayed an inverse correlation with the bone density: the
higher the bone density, the lower the TBPf. In 11 of the 17 cases, the TBPf value on the control
side was lower than that on the experimental side. The mean values were - 0.53 = 1.74 and - 0.11
+ 1.43 mm™, respectively, but the difference was not significant (p > 0.05).

The mean areas of the biopsy samples taken from the two sides were quite similar: 8.85 +

1.7 mm? on the experimental side and 9.12 + 2.28 mm” on the control side.

4.5. Results of Bio-Oss + Cerasorb mixture experiments
4.5.1. New Zealand white rabbit experiment
After a 4 week period of healing and osseointegration the rabbits were sacrificed and their
femurs were removed. The control samples were the same as in case of the 4-week healing period
for thBMP-2 solution (areal bone density: 34.0 £ 0.1%). In the test samples, the closure of the
monocortical bone wound (Fig. 33a) was not complete and the areal bone density was

significantly higher than for the control: 48.7 = 0.1% (p = 0.005).

Fig. 33a. Macroscopic histological slide of the osteogenesis induced by the Cerasorb + Bio-Oss mixture, toluidine
blue staining; b. picture of old bone and new bone (bright field, 20 x magnification, toluidine blue staining);
c. osteobast line (OB); (bright field, 40 x magnification, toluidine blue staining); d. polarized light microscopic
image (20 x magnification, toluidine blue staining); CG: Cerasorb granules, BG: Bio-Oss particles, WB: woven
bone.

Around the bone substitutes, new bone formation had started, containing bone bridges
between and around the granules. Mostly young immature woven bone was situated around the
granules with osteoblastic activity. In Fig. 33b, the border of the old and the new bone can be

clearly differentiated.
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In the woven bone (Fig. 33d) an osteoblast line indicated the formation of bone (OB) and
primary osteons in the lamellar bone. Both Bio-Oss (BG) and Cerasorb (CG) granules were
visible (Fig. 33c), as a sign that the resorption of the material had not yet finished. At the same

time, an osteoid bone (woven bone: WB) network could be discerned around the granules.

4.5.2. Pig experiments
The osseointegration period was 4 weeks and the same evaluation methods were applied
as described previously in connection with Bio-Oss and Cerasorb experiments. The control
samples were the same as in case of the 4-week healing period for the Bio-Oss and Cerasorb
samples, with an areal bone density of 25.1 + 1.7%. The corresponding value for the newly-
formed bone (Fig. 34a) was significantly higher (48.3 + 0.9%; p = 0.014), as was that for new
bone formation in the presence of Bio-Oss and Cerasorb particles: 57.5 = 1.1% (p = 0.008)

2 I

Fig. 34a. 4-week treatment Cerasorb + Bio-Oss mixture (bright field,1x magnification, toluidine blue staining); b. new
bone bridges between the Cerasorb and Bio-Oss particles (bright field, 20 x magnification, toluidine blue staining)

The network of newly-formed bone could be detected in the two types of bone
substituents (Fig. 34b). The scalloped surface of the Cerasorb granules could be discerned. The
peri- and intragranular bone strands were also evident and the woven bone formation was
prominent.

Around the Cerasorb and Bio-Oss particles, new bone formation had started. The
dissolution of the Cerasorb particles was proved by the macrophages around the Cerasorb

particles. The new woven bone formation was expressed.

4.6. Results of VitalOs experiments
Pig experiments

The osseointegration period was 4 weeks and the same evaluation methods were applied
as described previously for the Bio-Oss, Cerasorb and Cerasorb + Bio-Oss mixture experiments.
The control samples were the same as in case of the 4-week healing period with Bio-Oss,

Cerasorb and Cerasorb-Bio + Oss mixture samples, with an areal bone density of 25.1 £ 1.7%.
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For VitalOs cement, the areal density of the newly-formed bone, 24.4 + 1.3%, was not

significantly different (p = 0.207) from the control value (Fig. 35a).

Fig. 35a. 4-week VitalOs treatment (bright field, 1x magnification, toluidine blue staining); b. fibrotic zone around
VitalOs (bright field, 20 x magnification, toluidine blue staining)

The VitalOs cement was surrounded by woven bone in a ringlike form. This new woven
bone was rather low in quantity. Between the bone substitute material and the bone, a fibrotic
zone was formed, which contained granulocytes, macrophages and hystiocytes due to foreign

body reactions (Fig. 35b).

4.7. Summary of results with different bone substitutes

Tables of mean areal bone densities are presented for different biomaterials. Differences are

significant at p < 0.05.

New Zealand white rabbit experiment

Areal
Sample bone density = SD p
(%)
Controls 34.0+0.1
Rh-BMP-2 solution 96.3+4.5 0.033
BI.O-OSS + Cerasorb 487+ 0.1 0.005
mixture
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Vietnamease pot-bellied pig experiments

2 weeks+ 2 weeks- 4 weeks+ 4 weeks-
1 Areal Areal Areal Areal

Sample bone density = SD(%) | bone density = SD(%) | bone density £ SD(%) | bone density + SD(%)
p p p p

Control 1 - 19.1+0.2 - 243+5.6

Bio-Oss 462 +£2.8 31.2+2.5 565+1.5 37.5+0.8
0.043 0.085 0.056 0.158

Cerasorb 509+1.2 27.7+1 56.0+0.3 30.8+0.3
0.014 0.041 0.074 0.328

Control 2 - - - 25.1+1.7

Bio-Oss+ ) ) 57.5+1.1 483 +0.9
Cerasorb mixture 0.008 0.014

. 244+1.3
VitalOs - - - 0.207

2, 4 weeks +: new bone formation together with bone substitute granules
2, 4 weeks -: new bone formation alone without bone substitute granules

5. Summary and Conclusions

In modern implantology, the need for bone augmentation techniques demands adequate
osteoinductive and osteoconductive effects from the bone substitutes. It is very important that the
original form of the bone should be reconstructed and also that an appropriate bone structure
should be achieved as soon as possible.

Bio-Oss is a highly osteoconductive xenograft material certified for the regeneration of
bone defects. In our experiments, we found that it displays very low resorbability and acts as an
inert scaffold onto which bone-forming cells and blood vessels creep, forming the new bone. The
areal density value of the new bone formed together with the Bio-Oss particles after 2 weeks was
slightly higher than the control value, but significantly so.

Both in human and in animal experiments, Cerasorb seemed to have good bioresorptive and
osteoconductive properties. In the human experiments, the histologic and histomorphometric
examination of 68 bone biopsies taken from the 17 cases indicated nearly equal activities of bone
regeneration on the two sides. The bone density data in the augmented sinus floor were similar,

irrespective of whether autogenous bone or Cerasorb particles had been applied.
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The ideal bone substitute maintains biological support during healing and is gradually
replaced by the newly-formed bone. We have found that Cerasorb has a higher ’bone induction’
capacity than that of Bio-Oss in the early phase (2 weeks) of new bone formation. The areal bone
density was also significantly higher in the case of new bone formation and for the samples
including Cerasorb particles. In the late phase (4 weeks) of new bone formation, our results did not
indicate a better capacity.

With a combination of the two materials in a Bio-Oss + Cerasorb mixture, we achieved
rather promising results in both animal models (New Zealand white rabbits and Vietnamese pot-
bellied pigs). In the rabbit femur model, the extent of new bone formation was 1.4 times higher
when the two bone substitutes were mixed together. In the pig model (4 weeks), the areal bone
density measurements revealed that the induced osteogenesis was increased 2.3- and 1.9-fold for
new bone formation together with the granules and without the granules, respectively. The reason
for this may be that Bio-Oss serves as a scaffold, but its resorbability is poor, while Cerasorb is a
good bone-developing material, but resorbs too early, not providing a scaffold for the new bone
bridges. Combining these characteristics of the two materials could give a promising result.

For VitalOs, the results of our pig experiments did not prove an increased bone formation.

The application of hBMP-2 in dental implantology is an alternative to bone grafting in patients
not originally regarded as candidates. The positive effect of thBMP-2 solution on osteogenesis is proven
by the results of our animal (rabbit) experiments. As regards the rate of osteogenesis, significant
differences were found between the control and the two different test groups. In the thBMP-2-treated
rabbit femur, the new bone formation was more enhanced than that due to the effect of the Cerasorb +
Bio-Oss mixture. It is evident from the measurements that for the test samples, (thBMP-2 solution
induced new bone formation) approximately 2.8 times as much new bone was formed as compared with
the control specimens. The demonstrated efficacy of thBMP-2 alone on bone regeneration is of great
importance as concerns its biomedical applications. The combination of an osteoinductive agent
(thBMP-2) with a mostly osteoconductive bone substitute (Cerasorb or Bio-Oss) would give a promising
result for reconstructive bone surgery.

The histological evaluation methods (decalcified paraffin samples) and the results of the
push-out tests permitted some preliminary conclusions from the animal experiments with rhBMP-
2-coated implants. The histomorphometric results of this experiment supported the outcome of the
push-out tests: under the given circumstances, and at the given concentrations, BMP did not
exhibit a significant effect on osseointegration during the 4-week healing period. The disadvantage

of using decalcified samples, is that the interface is ruined almost completely on the removal of the
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implant from the specimen. During decalcification, much valuable information could be lost. In order to
save the interface, which is the most important and informative part of the samples, the only method that

should be used is to cut the sample together with the implant, without any decalcification.

The evaluation of the osseointegration of RhBMP-2-coated implants with push-out tests
demonstrated a significant difference between the shear strengths in the primary stability and
osseointegrated control implant groups. Similarly, there was a significant difference between the
interface shear strengths of the primary stability and osseointegrated BMP-covered implant
groups. Conversely, there was no statistically significant difference between the two
osseointegrated implant groups.

As mentioned in the Introduction of this thesis, most of the surface modification methods
(physicochemical and biochemical) are in the experimental stage and the in vivo (animal or clinical)
studies are still ahead. Our group has started to test some of these surface modifications by means of
animal (rabbit and pig) experiments. Although, we could not perform sufficient measurements to draw
exact conclusions, we can say that both animal models presented pull-out and push-out preliminary
results which were in accordance with the findings of the histological and histomorphometric results.
This strongly suggests that our models are appropriate for these types of studies. Furthermore, these
experiments showed that there is potential in the Camlog experimental surface modification discs, as
they presented a tendency for enhanced osseointegration during the 2-week healing period. The PE-
ML modified samples did not afford signs of improving osseointegration. We plan to continue these
experiments, in order to draw further conclusions.

As a final conclusion, our results proved that, although the animal models applied (pig and
rabbit) are appropriate for comparisons of the effects of both osteogenic factors and biocompatible
graft materials on osteogenesis; the pig calvaria model is more suitable for an analysis of these

factors, as it is more effective and economical.
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Abstract

Objectives: Graft insertion can effectively enhance the regeneration of debilitated bone.
The effects of an alloplastic bone-replacing material, p-tricalcium phosphate {Cerasorby),
and of autogenous bone graft were compared.

Materials and methods: In 17 edentulous patients, the maxillary sinus floor was extremely
atrophied to such an extent that implant placement was impaossible. The Schneiderian

membrane was surgically elevated bilaterally by insertion of Cerasorb (experimental side)
and autogenous bone graft (control side). After surgery, the recovery was followed
clinically and radiologically. After 6 months, 68 bone cylinders were excised from the
grafted areas and implants were inserted into their places. The bone samples were
embedded into resin, and the ostecintegration of the grafts was studied histologically.
Trabecular bone volume (TBV) and trabecular bone pattern factor (TBPf) were quantified by

histomorphometry.

Results: Cerasorb proved to be an effective bone-replacing material with
osteoconductivity; it was capable of gradual disintegration, thereby providing space for
the regenerating bone. The new bone density was not significantly different on the
experimental and control sides {(32.4 + 10.9% and 34.7 4+ 11.9%, respectively). However,
the graft biodegradation was significantly slower an the experimental side than the control
side. The TBPf value was lower on the control side than on the experimental side

(-053 £ 1.7and —0.11 + 1.4mm~", respectively), but this difference was not

significant.

Conclusions: Six months after insertion of the grafts, the bone of the augmented sinus
floor was strong and suitable for anchorage of dental implants, irrespective of whether
autogenous bone or Cerasorb particles had been applied.

Bone regeneration can be facilitated both by
systemic factors and by local insertion of
bone-substitute materials. In maxillofacial
surgery, various types of bone defects {atro-
phied alveolar ridge, periodontal bone de-
struction, cystic and tumorous jaw lesions
and traumatic bone deformities) give rise to
a need for local bone replacement {Moy
et al. 1993; Avgit et al. 1999; Groeneveld
et al. 1999). Maxillary and mandibular

bone alterations require excellent cosmetic
reconstruction and also a good load-bearing
capacity because of the masticatory forces.
The strength of the newly formed bone is
especially important when a bony bed is
to be prepared for anchorage of dental im-
plants.

Reduction of the chewing forces as a
consequence of advanced age and the loss
of teeth results in a gradual thinning of the



bony floor of the maxillary sinus [Ariji
etal. 1994). The alveolar recesses gradually
extend even into the edentulous alveolar
process {pneumatization). At the same
time, vertical and horizontal bone loss of
the alveolar ridge caused by outer resorp-
tion makes denture fixation impossible
(Cawood & Howell 1988].

Augmentation of the bony sinus floor by
ngertion of graft materials is an excellent
method to construct a suitable bony bed for
implant placement {Tatum 1986; Misch
r987). Clinical and pathological evidence
from many studies indicates that the use
of an autogenous bone graft is favored as a
gold standard {Boyne & James 1980; Wood
& Moore 1988). However, there are many
problems associated with harvesting of an
adequate quantity of autogenous bone. It
requires a second surgery, causing increases
in the time demands and costs of the
therapy, and giving rise to considerable
complications at the donor site (Kalk
et al. 1996).

The availability of suitable biomaterials
to be used as a bone replacement that
facilitates the bone regeneration would
eliminate the need for an extra surgical
site. Various grafts have been used for this
purpose, including allogenic bone, alloplas-
tic bone substitutes and their combinations
(Mov etal. 1993; Avgitetal. 1999; Hanish
et al. 1999; Tadjoedin et al. 2000; Yildirim
et al. 2000). The effects of these bone-
replacing materials have been extensively
studied in animal models {McAllister et al.
1999; Liu et al. 2000; Haas et al. 2002;
Suba et al. 2004) and in vitro experiments
{Laurencin et al. r996; Anselme et al.
1999}, but a direct comparison of the re-
sults with the clinical data on the patients
is impossible.

Clinical observations in humans require
non-invasive techniques, such as radiology
and macromorphometry. However, the
most effective way of evaluation of the
density and stability of newly formed
bone is histology and histomorphometry.
An advantageous approach is the ap-
plication of a two-stage technique: when
the first step is the graft insertion and
the second, after several months, is the
implant placement in the grafted site
{Lundgren et al. 1997]. This second step
provides an excellent possibility for taking
biopsy specimens from the regenerating
bone.

Suba et al . Maxillary sinus floor grafting with p-tricalcium phosphate

In a preliminary study, the two-stage
technique was applied in four edentulous
patients {Szabd et al. 2001). Bilateral sinus
elevations revealed a similar bone-forming
capacity of p-tricalcium phosphate {Cera-
sorb) and of an autogenous bone graft. The
present study continues the previous one,
with a progpective-controlled histologic
and histomorphometric analysis of 17
cases, subjected to statistical analysis.

Materials and methods

Patient selection
The patient population comprised 17 com-
pletely edentulous individuals {ro women
and 7 men} with an average age of 52 years
{range, 39—66 vears). The patients had no
disease that might influence the treatment
outcome. They were fully informed about
the procedures, including the surgery, the
bone substitute material and the implants.
All gave their written informed consent.
The Ethics Committee of the Semmelweis
University approved the research protocol.
Preoperative examinations with panora-
mic images and in some cases, computed
tomographic scans were performed. All
patients had an insufficient bone height
in the subantral maxillary floor {average
1.9 mmy}, being unsuitable for immediate
implant placement. Improving the vertical
bone height through surgical simus floor
augmentation created suitable implant
sites. In the 17 cases, bilateral sinus floor
elevations were completed.

Surgical procedures

In all 17 cases, surgery was performed
under general anesthesia. The autotrans-
plant was harvested before the time of
sinus grafting; 4—5 cm?® spongiosa were ta-
ken from the left iliac crest. The bilateral
sinus grafting was completed according to
the classic method of Tatum {1986). The
cavity thus created under the Schneiderian
membrane was filled with 1.5-2 g B-trical-
cium phosphate granules soo-1oooum
in  diameter {Cerasorb, Curasan AG,
Kleiostheim, Germany) on the experimen-
tal side, and with 3—4 c¢cm?® of autogenous
spongiosa on the control side. After an
average of 6.5 months of healing {range,
6-7.5 months), 68 cylindrical bone biop-
sies were taken from the grafted posterior
maxilla {two each from the experimental

and control sides of all patients] using a
trephine bur of 2 mm inner diameter and
3mm outer diameter. Ankylos implants
{Degussa, Friadent, Germany) were placed
in osteotomy sites thus prepared.

Histology

For histologic and histomorphometric
analyses, undecalcified bone biopsies were
fixed in 4% buffered formalin for a4h
and then rinsed thoroughly in running
water. Samples were dehydrated in ascend-
ing alcohol series and then embedded in
methylmethacrylate resin at 4°C. Histolo-
gical sections of 5um thickness were cut
parallel to the longitudinal axis of the
biopsy specimen, using a diamond knife
and a Jung-K microtome. Sections were
stained with toluidine blue, hematoxylin
and eosin and Goldner’s trichrome stain
for light microscopy. Graft particles often
broke off the sections during handling,
but their characteristic shapes were easily
recognizable. Under polarized light, Cera-
sorb graft remnants and new collagenous
bone trabeculae could be clearly distin-
guished by virtue of their different birefrin-
gence.

Tissue reactions, bone regeneration
around the graft particles, microscopic
structure of the bone/graft interface, graft
bioresorption and new bone quantity and
quality were histologically assessed.

Photomicrographs were taken by an
QOlympus BH2 microscope equipped with
an Olympus DP5o digital camera {Olym-
pus Optical Company Ltd., Melville, NY,
USAL

Histomorphometric analysis

Measurements on the histological sections
were performed by a computerized techni-
que; the operating system applied was the
Windows XP service pack 1 {©:Microsoft
Corporation, Redmond, OR, USA). Tmage
processing was performed with AnalySIS”
of Soft Tmaging System [Miinster, Ger-
many}. Measurement fields were selected
by wvisual monitoring of the microscopic
image on screen. RGB images were con-
verted to grav scale, and a manually refined
luminescence threshold was then created
to define the structures to be measured.
Automatic calculation of the perimeter and
area was achieved via pixel counting. Ar-
ithmetic dilatation of the chosen areas was
performed by adding one pixel to each
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surface. After calibration, the area was
given in mm® and the length in mm.

Histomorphometric measirements were
pefomed according to the principles of
Parfitt et al. [1987). The density of the
newly formed bone was characterized by
the trabecular bone volume (TBV), which
was defined as the area of the bone trabe-
culac as a percentage of the total area
analyzed. The percentage of the graft area
was also determined. The trabecular bone
pattern factor (TBP{], which is an indicator
of the microarchitecture of the newly
formed bone, was also quantified (Hahn
et al. 1992). Measurements of the trabecu-
lar bone area and perimeter, before and after
arithmetic dilatation of the binary image,
were performed to determine the relation of
the convex and concave trabecular struc-
tures in the two-dimensional section. The
higher the degree of trabecular connectiv-
ity, the lower the value of TBPL.

Statistical analysis

The mean and SD values were calculated.
The data cbtained were analyzed by a
Student’s ¢-test, with a significance level
set at P<0.05.

Results

Clinical observations

The healing period following maxillary
sinus augmentation was completed for
nearly all patients without complications.
Mincr nosebleeds ocourred in two cases.
No clinical symptoms indicating maxillary
sinusitis occurred in any of the 17 patients.
Postoperative complications at the donor
site were not observed. On average, the
radiographic vertical height of the grafted
sinus floor was 15 mm (range: 12 16 mm)
on the experimental side and 14.5mm
(range: 12 15 mm) on the control side.

Histology

Experimental side

In sections stained with hematoxylin &
eosin and Coldner's trichrome methed,
many graft particles had been dissolved.
However, their previous location could
easily be recognized by their characteristic
round or scalloped form and size (Fig. 1).
The partly resorbed graft particles were not
only invaginated by apposition of the
newly formed bone, but the individual
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Fig. 7. Biopsy taken from the experimental side after
& months of grafting. TG, cerasorb granule; B, bone;
ST, soft tissue. H&E staining [scale bar 500 pm).

Fig. 2. Biopsy taken from the experimental side after
smonths of grafting. Porosity of the cerasoib granule
[CG) s filled by branching beme strands [B). ST, soft
tissue. H&E staining [scale bar oo pm).

eranules had an osteiod o woven bone
network in their pore system (Fig. 2.
Intragranular invasion of the newly formed
bone was conspicuous without any sign of
osteoclastic activity, However, cytoplas-
mic accumulation of small achromatic
graft remnants in the macrophages was a

Fig. 3. Biopsy taken from the experimental side after
7 memths. New bone foomation [B) ostecblast activ-
ity (O] and achromatic particle-laden macrophages
[M] can be seen. C, capillaries. Toluidine blue
staining [scale bar  3opm).

notable finding (Fig. 3|. After € months,
the newly formed, predominantly lamellar
bone was tightly intermingled with the
graft particles at the tissue/graft interface.
Bony sheathing of the Cerasorb granules
was extensive, and where the graft particles
had become completely sheathed, the os-
teoblastic activity disappeared. The graft
remnants exhibited achromatic birefrin-
gence under polarized light (Fig. 4}

In one sample, there was a lack of bone
formation in a demarcated area, in asso-
ciation with an intense mflammatory
reaction.

Control side

The cancellous bone grafts had imdergone
considerable resorption by the sixth month
(Fig. 5). Graft foci were entrapped in the
newly formed, predominantly mature la-
mellar bone [Fig. &). They were homoge-
nous acellular particles that stained almost
like living bone. There was a continuous
transition at the interface of the cancellous
graft and the new bone. Some trabeculae
demanstrated active bone remodelling with
a chain of plump ostecblasts on one side,
and resorption lacumae with multinucleate
osteoclasts on the opposite side. Under
polarized light, new bone formation was
clearly recognized by the bright red bire-
fringence of its collagenous fibers. Several



Fig. 2. Biopsy taken from the experimental side after
5.5 months of grafting Scalloped surface of the
ceraserh granule (O3], and peri- and intragranular
bone strands [B] can be seen. ST, soft tissue. Tolwi-
dine Dblue staining. Folarized light [scale
bar 400 pm).

Fig. 5. Biopsy taken froan the control side after &
mmnths of grafting. B, bone; O, ostenid; BG,
bone graft; 5T, soft tssue. Goldner staining [scale
bar  so0pm).

samples showed minor bone formation, a
predominantly fibrous marrow and a dif-
fuse, thin network of newly formed trabe-
culae.

Histomorphometry

Bone density, graft density, TBPf and bone
area were measured in 68 bone biopsy
samples (Table 1.

Suba et al . Maxillary sinus flocr grafting with fi-tricalcium phosphate

Bone density
The mean bone density for the 17 cases
was 32.4 + 10.8% on the experimental
side and 24.7 + 11.4% on the control
side; the difference was not significant
(P>o.05).

In an overwhelming majority of the pa-
tients [14 of 17 cases), the intensity of new

Fig. ¢, Biopsy taken from the control side after &
months of grafting. Bone [B] and ostenid [O] produc-
ton and a focus of the resorbing beme graft [BG) can
be seen. ST, soft tissue. Goldner staining [scale
bar 200 pm).

bone formation was similar on the two
sides.

The new bone was markedly less dense
on the experimental side in two of the 17
cases [nos. 4 and 9). In one of these
patients, the minimal bone formation was
associated with a local inflammatory reac-
tion. In the other case, the Cerasarb graft
density was quite high (21.2%).

The bone-forming capacity on the con-
trol side was smaller than on the experi-
mental side in one case (no. &}.

In two cases (nos. 10 and 17}, the ossifica-
tion process was similarly weak on the two
sides; the respective densities of the newly
formed hone were 19.2% and 18.5% on the
experimental side, and 18.4% and 17.6% on
the control side. In these two cases, the new
bone trabeculae were imiformly thin, with

no focal mflammatcry lesicn.

Graft density

The graft density was markedly higher on
the experimental side than on the control
side. The mean density of the graft area
was13.1 + 4.5% and 8.2 + 1.7%, respec-
tively, this difference being highly signifi-
cant (P<o.001}.

Connective tissue and bone marrow density
The mean densities of the connective tis-
sue areas were similar on the experimental

Table 7. Histomorphometric values™ on the experimental and control sides

No. Experimental side Control side
Bone Graft TBPf Bone Graft TBPf
density (%) density (%} {1/mm} density (%) density (%) {1/mm}
1 41.8 13.1 —016 51.5 7.6 —-0D.12
2 326 11.3 1.56 36.3 8.9 —0.88
3 24.8 17.5 0.31 27.6 6.7 - 1.01
4 16.7 21.2 0.22 336 10.5 - 1.87
5 23.8 10.4 0.55 24.25 8.6 1.22
53 36.5 8.7 —0.1n 34.6 11.3 —0.57
7 249.9 11 —0.17 314 7.9 —-0.2%
8 27.6 4.8 —1.88 16.4 6.8 0.44
9 25 144 —1.96 44.2 7.8 - 1.86
10 14.2 12.2 1.63 18.4 10.6 2.14
11 47.2 10.8 0.27 50.8 5.4 -3.23
12 50.7 8.1 —2.1% 46.6 6.9 —2.08
13 40.4 10.3 —1.25 42.8 7.1 - 1.8%
14 26.7 12.2 1.85 24.5 8.7 111
15 45.7 11.8 —1.86 44.2 5.8 —2.25
16 43.4 11.2 —1.03 40.2 8.1 - 1.43
17 18.5 23.5 2.41 17.6 9.9 313
Mean  32.38 13.09 —0.1n 34.7 8.15 - 0.53
5D 10.85 4.4% 1.43 11.86 1.6% 1.74
Bone density  Graft density  TBPf
P 0.1064365% 0.00012541 0.11586

*Each value is an average of two measured data on parallel biopsy samples.
TEFf, trabecular bone pattern factor.
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and control sides
50.4 + 19%, respectively).
bone marrow density was higher on the
control side {6.8 + 29%) than on the
experimental side {5.1 + 2.2%) {P>0.05).

[49.4 + 16% and
The mean

TBPF

These values generally displayed an inverse
correlation with the bone density {Table 1.
The higher the bone density, the lower
the TBPf. In r1 of the 17 cases, the TBPf
values on the control side were lower
than that on the experimental side.
The mean values were —o0.53 & 1.74
and —o.11 + 1.43mm Y, respectively,
but the difference was not significant
{P>0.05).

I

Area and length of biopsy samples

The mean areas of the biopsy samples
taken from the two sides were quite simi-
lar: 8.85 + .7 mm? on the experimental
side and 9.12 + 2.28 mm® on the control
side. The mean length of the biopsy sam-
ples was 7.83 + r.omm on the exper-
mental side and 8.08 + 2.2mm on the
control side.

Discussion

The quantity and quality of the cancellous
host bone are crucial for the stability of
endosseous implants placed in the alveolar
ridge. Bone graft insertion is commonly
used in an effort to increase the bony
support for oral implants {Boyne & James
1980; Lundgren et al. 1997; Groeneveld et
al. 1999). The incorporation of the graft and
the integration of the implants are both
complex healing situations and must result
in a direct contact between the implant and
the remodelled, grafted bone. The maxil-
lary sinus floor seems to be ideally suited
for the use of various bone substitutes,
because it has a high osteoregenerative
potential.

In totally edentulous patients and in
cases of serious local atrophy, a two-stage
technique is the correct choice {Lundgren
etal. 1997). The first step is the sinus floor
grafting, which requires a longer time to be
revascularized and incorporated. The sec-
ond step is the implant placement, several
months later; this promotes an immediate
healing response, similar to that in natural
viable bone. At the same time, histological
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analysis of bone biopsies taken from the
grafted site allows an evaluation of the
integration and resorption of the bane sub-
stitute used.

Bilateral sinus grafting in the same
patient, under nearly identical circum-
stances, is an excellent method for compar-
ison of the bone-regenerating effects of
different graft materials (Moy et al. 1993;
Groeneveld et al. 1999; Tadjoedin et al.
2000}, As autogenous bone grafting is re-
garded as the gold standard, such an inser-
tion is favored as a control method {Wood
& Moore 1988; Klinge et al. 1992; Becker
et al. 1994).

Clinical and radiclogical evaluations are
widely used to assess the results of bone
regeneration. However, the quantity and
structural quality of the healing cancel-
lous bone can be exactly assessed only by
means of histologic and histomorpho-
metric methods.

Histologic and histomorphometric ex-
amination of 68 bone biopsies taken from
the 17 cases in the present study indicated
nearly equal activities of bone regeneration
on the two sides. The bone density data in
the augmented sinus floor were similar,
irrespective of whether autogenous bone
or Cerasorb particles had been applied.

New bone formation was concentrated
primarily on the surface and in the pore
system of the Cerasorb granules on the
experimental side. Penetrating inward
bone growth reflected a gradual biological
degradation of the bone-substitute mate-
rial. Zerbo et al. {2001) histologically ob-
served active osteoclastic resorption  of
Cerasorb granules. Accordingly, the rate
of remodelling may be the main factor
causing loss of the graft particles. Other
mechanisms, primarily physical dissolu-
tion, can also operate in the removal of
this graft material. The histologic findings
in the present study did not support os-
teoclastic graft resorption; however, small
cytoplasmic Cerasorb particles in  the
mononuclear macrophages suggested ac-
tive cellular elimination.

In the present study, there were three
cases with unilateral lower rates of bone
regeneration, on the control side in one
patient and on the experimental side in
two. One case on the experimental side
could be explained by a local inflammatory
reaction; in the other case, the biopsy
sample was crowded by graft remnants.

On the control side, there was no plausible
explanation for the minimal bone healing.
These cases supported the role of local
factors such as microvascular deficiency
of the atrophied bone (Solar et al. 1999).

In two cases of the present study, there
was only minor bone formation on both
sides. One of them imvolved the oldest
patient, while the other case was a post-
menopausal woman.

Statistically morphometric
results are not available with respect to
Cerasorb-grafted sinus  floor elevations
in humans. The effect of bioactive glass
mixed with autogenous bone particles was
earlier compared with that of bone particles
alone in bilateral sinus floor augmenta-
tion cases {Tadjoedin et al. 2000]. After 6
months, the trabecular bone densities were
higher than the present data, on both the
experimental and control sides {44% and
18%, respectively).

Maxillary sinus floor augmentation with
a mixture of Bio-Oss xenograft and auto-
genous bone was also studied (Yildinm et
al. 2001}, The histomorphometric results
revealed a markedly lower bone density
{18.9%) and a higher graft density [29%)
as compared with the present data. How-
ever, the average density of the bone-graft
complex was close to s0%, which was
similar to the present findings.

The combination of Bio-Oss and venous

evaluable

blood in human maxillary sinus elevation
cases vielded modest results {Yildirim et al.
2000). The average density of the newly
formed bone was anly 14.7%, while the
proportion of the xenogenic graft residue
remained at 29.7%.

In addition to the bone quantity, another
factor requiring consideration is the bone
microarchitecture. TBPf measurements on
grafted bone samples give rise to special
problems, depending on the nature of the
graft. In porous, alloplastic materials, the
intragranular weblike bony network exhi-
bits many thin branching-free endings, and
this will negatively influence the trabe-
cular connectivity measurements. In the
present study, the better trabecular con-
nectivity resulted in lower TBPf values on
the control side. However, these differ-
ences did not prove significant.

Graft biodegradation is also an important
factor in bone substitution {Zerbo et al.
2001; Suba et al. 2004). In our cases, graft
resorption was followed by new bone de-



position on both sides. However, after 6
months, the graft density was significantly
higher on the experimental side than on the
control side. A further question is whether
persistence of the graft inclusions can affect
the stability of the newly formed bone. The
present results revealed that there was no
significant difference in bone density be-
tween the two sides. This suggests that
alloplastic granules persisted predominantly
on account of the bone marrow space.

The size of the biopsy samples can also
mfluence the quantitative comparison of
the effects of bone substitutes, as the
grafted bone samples are not homogeneous.
The greater the bone area, the more repre-
sentative the measurement. In our study,
the areas of the bone biopsies from the two
sides did not differ significantly.

In clinical practice, long-term studies
under prosthetic loading will be necessary
to clarify the success rate of implantation
in the augmented regions. However, histo-
logic and histomorphometric results can
predict the load-bearing capacity of the
bony bed, and reveal the weakest points
requiring more careful handling.

Résumeé

L'insertion d'un greffon peut augmenter de maniére
efficace la régénération de l'os affaibli. Les effets
d'un matériel de remplacement osseux alloplastique,
le phosphate p-tricalcicue (Cerasorb) et un grefion
osseux autogéne ont été comparés. Chez dix-septs
édentés, le plancher smusal maxillaive était ex-
wémement atrophié a telle enseigne que tout
placement implantaire s'avérait impossible. La
membrane de Schneiderian a été chirurgicalement
élevée bilatéralement par I'imsertion de Cerasorb {site
expérimental] ou d'os autogéne (site conwéle). Apres
la chirurgie, la guérison a été suivie cliniquement et
radiographiquement. Aprés six mois, 68 cylindres
osseux ont été prélevés des zones greffées et des
implants ont €té insérés a ces endroits. Les échantil-
lons osseux ont €t€ enfouis dans la ésine et 1'ostéoin-
tégration des greffons a été évaluée histologiquement.
Le volume osseux trabéculaire (TBV) et le facteur du
modile osseux trabéculaire [TBPE) ont été quantifiés
par histomorphométrie. Le Cerasorb était un maté-
nau de remplacement osseux efficace montrant une
ostéoconductivité; qui était capable d'vme désintégra-
tion graduelle, apportant ainsi un espace pour l'os
régénéré. La densité de 'os néoformé n'érait pas
significativement différente entre les sites expérimen-
taux et controles (respectivement 32 + ri% et
35 + 12%). Cependant, la biodégradation du greffon
était significativement plus lente au niveau du site
expérimental qu’au niveau du contdle. La valeur
TBP{ était inférieure au niveau du site conwdle vis-
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a-vis de l'expérimental {—-o.53 + 1.7 mm
—06.11 + 1.4mm *| mais cette différence n’était

et

pas significative. Six mois aprés 'msertion des gref-
fons, 'os du plancher sinusal épaissi était fort et
acceptable pour le placement d’implants dentaires
que cela soit de l'os autogéne ou des particules de
Cerasorb qui avaient été utilisés.

Zusammenfassung

Ziel: Das FEinsatz eines Transplantates kann die
Regeneration von verlorengegangenem Knochen ef-
fektiv beschleunigen. Man verglich die Finflsse
eines alloplastischen Knochenersatzmaterials, dem
-Tricalciumphosphat (Cerasorb), und einem autolo-
gen Knochentransplantat.

Material und Methode: Bei 17 zahnlosen Patienten
war der Boden des Sinus maxillaris so extrem tief
abgesunken, dass die verbleibende Knochendicke
am Sinusboden fr die Implantation nicht ausreichte.
Daher hob man in einem chirurgischen Eingriff
beidseits die Schneider’sche Membran ab und fllte
den Hohlraum mit Cerasorb {Testseite] oder auto-
logem Knochen {Kontrollseite] auf. Nach dem
operativen Eingriff verfolgte man klinisch und
mtgenologisch die weitere Entwicklung. ¢ Monate
spter entnahm man 68 bei der Implantation als
Nebenprodukt entstehende Knochenzylinder aus
den aufgebauten Regionen und setzte in die entstan-
denen Bohrstollen je ein Implantat. Die Knochen-
biopsien bettete man in Kunststoff ein und berprite
histologisch die Osteointegration der Transplantate.
Histomorphometrisch
liessend das Knochenvolumen des tabekulren
Knochens [TBV] und einen Paktor, der den
Knochenersatz des trabekulren Knochens wieder-
spiegelt (TRPE).

Resultate: Cerasorb zeigte sich als effizientes
Knochenersatzmaterial mit Osteokonduktivitt; es
kann schrittweise aufgelst werden und hinterlsse
hierbei Raum fr den sich regenerierenden Knochen.
Die Knochendichte des sich neu bildenden Kno-
chens unterschied sich nicht siginifikant von
der Kontrollseite (32.4 + 10.9%, beziehungsweise
34.7 + 11.0%). Der biologische Abbau des Trans-
plantates erfolgte aber auf der Testseite signifikant
langsamer als auf der Kontrollseite. Der TBP{-Wert
war auf der Kontrollseite kleiner als auf der Testseite

bestimmte man ansch-

{—06.53 + 1.7mm *, beziehungsweise —o.11 +

1.4mm *); dieser Unterschied war aber nicht
signifikant.

Zusammenfassung: Sechs Monate nach dem FEin-
bringen der Transplantate war der Knochen im
aufgebauten Simasbodenbereich stabil und zur Ver-
ankemmng von Zahnimplantaten geeignet, unabhngig
davon ob autologer Knochen oder Cerasorb-Partikel
verwendet worden waren.

Resumen

Objetivos: La insercién de injertos puede efectiva-
mente realzar la regeneracién de hueso debilitado. Se
compararon los efectos de un material de sustitucién

Gsea alopldstico, 4-fosfato tricdlcico (Cerasorb), v de
mjerto de hueso autbgeno.

Material y métodos: En 17 pacientes edéntulos, el
suelo del seno maxilar estaba extremadamente atré-
fico hasta tal extremo que la colocacion de implantes
fue imposible. Se elevd quinirgicamente la mem-
brana de Schneider bilateralmente insertindose
Cerasorb {lado experimental] e injerto de hueso
autdgeno {lado de control). Tras la cirugia, la recup-
eracitn fue seguida clinicay radiograficamente. Tras
seis meses, se extirparon 68 cilindros de hueso de las
areas injertadas y se insertaron implantes en su
lugar. Las muestras de hueso se embebieron en
resina, v se estudié histolégicamente la osteointe-
gracitm de los injertos. Se cuantificaron por histo-
morfometria el volumen de hueso trabecular {TBV) v
¢l factor de pawédn de hueso trabecular (TBPi).
Resultados: El Cerasorb demostrd ser un material
sustituto dseo efectivo con osteoconductividad; fue
capaz de una desintegracién gradual, por ello sumi-
nistrando un eéspacio para el hueso de regeneracién.
La nueva densidad 6sea no fue significativamente
diferente en los lados experimentales v de control
{32.4 + 10.0% v 34.7 + 11.0% 1espectivamente].
De todos modos, la biodegradacién fue significativa-
mente mas lenta en el lado experimental que en el
lado de control. El valor del TBPf fue menor en el

lado de control que en el lado experimental

r 1

{—0.53 £ 1.ymm
spectivamente); pero esta diferencia no fue signifi-
cativa.

¥ —0.II & I.imm °, re-

Conclusiones: Seis meses tras la insercién de los
injertos, el hueso del suelo del seno aumentado era
fuerte v adecuado para el anclaje de implantes
dentales, sin tener en cuenta si se habia aplicado
hueso autégeno o particulas de Cerasorb.

3]
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A maxilla csontregeneracidjanak mennyiségi és mindségi 6sszehasonlitasa
p-tricalcium phosphate és autolog csontbeliltetés utan
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A graftbelltetés hatekonyan fokozza a karosodott csont regeneracicjat. A szerzk egy alloplasztikus csontpétlé anyag,
a p-tricalcium phosphate (Cerasorb) hatasat hasonlitottak ssze az autolog csontgraft hatadsaval. 17 fogatlan beteg vett
részt a vizsgalatban, akiknek maxillaris sinus aljazata rendkivil athrophias volt, ezért implantatum behelyezésére nem
volt alkalmas. A Schneider-membrant sebészi uton megemelték mindkét oldalon, és a kisérletes oldalon Cerasorbot, a
kontroll oldalon autolég csontgraftot Gltettek be. A sebészi beavatkozast kdvetden a gydgyulast klinikailag és radiolégia-
ilag ellendrizték. Hat hdnap utéan 68 csonthengert tavolitottak el a regeneralddd csont teriiletérdl, és helyiikre implanta-
tumokat Ultettek be. A csontmintdkat ezutdn mlgyantaba agyaztak, és szdvettanilag tanulmanyoztak a bedltetett graf-
tok osteointegracidjat. A csontsiirliséget és a csontgerendak mintdzatat kvantitative értékelték hisztomorphometrias
mérésekkel. A Cerasorb hatékony csontpétlé anyagnak bizonyult, melynek jelentds oszteokonduktiv hatasa van. Foko-
zatos lebomlasra képes, ezaltal teret biztosit a regenerdlédé csontnak. Az Uj csont denzitdsa nem kiilénbozott szignifi-
kansan a kisérletes és a kontroll oldalon. A graft biodegradacidja viszont jelentésen lassiibb volt a kisérletes oldalon, a
kontroll oldalhoz hasonlitva. A gerendas csontmintazat (TBPf) érték kedvezdbb volt a kantroll oldalon, mint a kisérletes
oldalon, de ez a kllénbség nem volt szignifikans. A szerzék megallapitottak, hogy 6 hénappal a miitét utan a kialaku-
16 csont megfelel§ elhorgonyzast biztositott a mligydkér implantatumoknak, fliggetlentl attdl, hogy autolég csont vagy
Cerasorb volt a belltetett graft.

Kulcsszavak: sinus-graft, csontregeneracio, hisztoldgia, hisztomorfometria, B-tricalcium phosphate

Bevezetés

A csontregeneraciot szisztémas tényezdk és lokalisan
belltetett csontpdtld anyagok egyarant élénkithetik.
A maxillofacidlis sebészetben kuldnféle csontdefektu-
sokkal talalkozunk (athrophias alveolaris taraj, parodon-
talis csontdestrukeid, cystak, daganatok, fejlédési rend-
ellenességek és traumas csontdeformitasok), amelyek
lokalis csontpdétlast igenyelnek [3, 7, 18]. A maxilla és
mandibula csontdefektusai kit(ind kozmetikai rekonstruk-
ci6t igényelnek, ugyanakkor nagyon jo teherbird képes-

ségre van szilkség a ragoerék hatdsa miatt. Az Ujdon- |

kepzett csontnak kildndsen erfsnek kell lenni akkor, ha
migydker implantatum elhorgonyzasat tervezzik.
Aragoerdk iddskori csOkkenésével és a fogak elvesz-
tésével a sinus maxillaris csontos aljzatanak folyama-
tos vékonyodéasa kdvetkezik be [2]. A sinus recessusok
fokozatosan beterjednek a fogatlan processus alveolaris
allomanyéba (pneumatizacid). Ugyanakkor az alveolaris
taraj vertikalis és horizontélis sorvadésa is bekévetkezik,
ezaltal a miifogsor rogzitése lehetetlenné valik [6].

Erkezett: 2005. jdlius 6.
Elfogadva: 2005. oktéber 26.

A sinus maxillaris csontos aljzatanak vastagitasa graft-
bedlltetéssel kitlind modszer arra, hogy megfelels csontos
tamasztékot alakitsunk ki a beultetendé mligyokereknek
[17, 24]. Klinikai és pathologiai vizsgalatok tamasztjak ala,
hogy az autoldg csontgraftbeliltetés a legelénydsebb, ezt
arany standardkentalkalmazzak [5, 25]. Kétségtelen azon-
ban, hogy megfeleld mennyiségl autolog csont kinyerése
szamos problémat vet fel. Sz{lkséges egy masodik sebé-
szi beavatkozés, amely megnéveli a terapia koltségeit, és
a kezelés id6belileg is elhtizédik. Ezenkivil jelentds szo-
védmények is felléphetnek a donor csont terdiletén [11].

A megfelel§ bioanyagok hasznalata csontpétlas cél-
jara lehetbvé teszi, hogy elkertljik a tovabbi sebészi
beavatkozast. Kiilénféle csontp6tld graftok hasznalha-

1ok erre a célra, idetartoznak az allogen és alloplaszti-

kus csontpétld anyagok és ezek kombinacidi [3, 10, 18,
23, 26]. Ezen csontpdtlé anyagok hatdsat nagyon jol
lehet tanulmanyozni allatkisérletes modelleken [16, 8,
14, 22] és in vitro kisérletek soran[13, 1], de a kisérletes
eredményeket nem lehet kézvetlenll 6sszehasonlitani
az emberi leletekkel.
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A klinikai kutatdsok a human gyakorlatban megfele-
16, nem invaziv technikat igényelnek, pl. a radioldgia és
a makromorfometria j lehetéségeket biztosit. Minden-
esetre a leghatékonyabb mddszer az vjdonképzett csont
denzitasanak és stabilitdsanak vizsgélatara a szovettani

és a hisztomorfometriai értékelés. Elényds a kétlépcsds

technika alkalmazasa, amikor az elsé 1épcsd a graftbeil-
tetés, és néhany hénap mulva a masodik lépcsé az imp-
lantatum behelyezése a regeneralddo csontba [18]. Ez
amasodik [épcséfok kitling lehetéséget nyuijt a biopszi-
as szdvetmintavételre, igy mennyiségileg és minéségi-
leg értékelhetjik a csontregeneraciot.

Elbzetes vizsgdlatok soran kétlépcsds technikat alkal-
maztunk 4 fogatlan betegnél [22]. Kétoldali sinus ele-
vatio soran, hasonlé csontképzési aktivitast talaltunk a
Cerasorbbal és az autolog csonttal kezelt oldalon. Je-
len vizsgalatunk a korabbiak folytatasanak tekintheté.
Prospektiv, kontrollalt, hisztoldgiai és hisztomorfomet-
riai elemzeést végeztiink 17 esetben, és az eredménye-
ket statisztikailag értékeltiik.

Anyag és modszer

A betegek. A vizsgalatot teljesen fogatlan egyéneken
végeztlk el (10 nd és 7 férfi), akiknek atlagos életkora
52 év volt (szélsbértékek: 39—-67 év). A betegeknek nem
volt olyan betegsege, amely a csontgydgyulast jelents-
sen befolyasolta volna. A betegeket részlelesen taje-
koztattuk a tervezett eljarassal kapcsolatban, beleért-
ve a sebészi beavatkozast, a csontpétlé anyagot és az
implantatumokat. Valamennyien irasos beleegyezési-
ket adtak a vizsgalathoz. A Semmelweis Egyetem Etikai
Bizotisaga engedélyezte a vizsgalat elvégzését,

A preoperative vizsgdlatok soran panorama réntgen-
felvételeket keszitettiink, €s indokolt esetben kompu-
tertomografias vizsgalatot is alkalmaztunk. Valamennyi
betegnél rendkivil elvékenyodott a sinus maxillaris alj-
zat (atlagosan 1,9 mm). Az ilyen meérték( sorvadas az
implantatum-behelyezést lehetetlenné tette. A vertikdlis
csontdimenzid ndvelésére kétoldali sinusaljzat-emelést
végeztiink, hogy a belltetendd miigy&kereknek megfe-
leld tamasztékuk legyen.

ElG- s utokezelés. A mitétet megelézGen gondos
depuralassal és 1 napos Corsodyl-Gblogetéssel bizto-
sitottuk a megfelelé szajhigiénét. A miitét elétt 1 oraval
profilaktikus antibiotikum kezelést kezdtlink 2 g Amoxicil-
lin tablettaval, majd 5 napon &t napi 2 x 1 g-ot alkalmaz-

tunk. Miitet utan Nasivin orrcseppet rendeltiink a nyal- |

kahartya-duzzanat enyhitésére.

Mdtéli eljardsok. Valamennyi esetben altalanos érzés-
telenitésben tortént a mitéti beavatkozas. Az autotrans-
plantatumot a sinusaljzat-emelést megelézéen nyertiik a
bal oldali csipdcsontbdl. 4-5 cm? spongiosat hasznaltunk
‘el esetenként. A kétoldali sinus-elevatiét Tatum klasszi-
kus médszere szerint végeztik [24]. A kisérletes oldalon
a Schneider-membran megemelésével keletkezett treg-
be 1,5-2 g }-tricalcium phosphate granulatumot helyez-
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tiink, a szemcsék atmeérgdje 500-1000 um volt (Cerasorb,
Curasan AG Kleinostheim Germany). Hasonlé techni-
kaval 3-4 cm? autolog spongiosat lltettink be a kont-
roll oldalon. Atlagosan 6 és % hénap mulva (szélsbér-
tekek: 6,0-7,5) 68 csontcylindert nyertlink a regenera-
l6do hatsé maxillaris teriletrdl (2-t a kisérletes oldalrdl,
2-takontroll oldalrél minden beteg esetében). Olyan tre-
pant hasznaltunk, amelynek 2 mm volt a bels’ és 3 mm
a kllsd atmérgje. Ankylos implantatumokat (Degussa
Friadent, Germany) helyeztiink be a kimetszett csont-
biopsziak helyére.

Szdvettani vizsgdlatok. Szdvettani és hisztomorfomet-
riai vizsgalatokat végeztiink a csontmintakon dekalcina-
las nélkil. A szévetmintakat 4%-o0s pufferelt formalinban
24 éraig rogzitettlk, utédna alaposan kidblitettiik folyé-
vizben. A dehidralast felszalld alkoholsoron végeztiik,
utana methylmethacrylat gyantaba agyaztuk az anya-
gokat 4 °C-on. A szdvettani metszeteket a csontmin-
tak hosszanti tengelyével parhuzamosan készitett(ik
gyémantkéssel Jung-K Mikratom segitségével. A met-
szetek atlagosan 5 um vastagok voltak. A festést tolu-
idin-kékkel, haematoxilin-eosinnal, valamint Goldner-
féle trichrom technikaval végeztik, fénymikroszkdpos
vizsgalatok céljara. A graftrészecskék gyakran kitdriek a
metszetek készitése soran, de jellegzetes alakjukat kény-
nyen fel lehetett ismemi. Polarizalt fényben a Cerasorb-
graft-maradvanyok és az Ujdonképzett collagenrost-dus
csonttrabekulak kettds torésik segitségével kdnnyen fel-
ismerhetdk voltak.

Vizsgaltuk a szdveti reakciokat, a csontregeneréci-
ot a graftrészecskék kordl, a csont/graft hatarzéna mik-
roszkopos képét, a graft bioresorpcidt, valamint az (j
csont mennyiségéet és minéségét. A mikrofotdkat Olym-
| pus BH2 mikroszképon készitettiik Olympus DP50 digi-
talis kamera csatlakoztatasaval.

Hisztomorfometriai vizsgélatok. A szbvettani metsze-
teken a méréseket szamitégépes technikdval végeztilk,
az alkalmazott operativ rendszer Windows XP Service
Pack 1 volt (Microsoft Corporation). A képanalizist az
AnalySIS® of Soft Imaging System (Mlinster, Germany)
programmal végeztik. A mérendd terilleteket vizualis
megitélés alapjan valasztottuk ki, A szines képeket feke-
te-feher skalara konvertaltuk, és kézileg finomitott meg-
vilagitasi kilisz6bot alakitottunk ki, hogy meghatarozzuk
azokat a strukturakat, amelyeket mérni akarunk. A kerii-
let- és teriiletméréseket automatikus pixel-szamlalassal
végeztik el. A valasztott teriilet aritmetikus tagitasat ugy
hajtottuk végre, hogy a felszint egyenletesen 1 pixellel
ndveltik. Kalibralast kévetfen a teriiletet mmz2-ben, a
kerlletet mm-ben adtuk meg.

A hisztomorfometriai méréseket Parfitt és misaialap-
elvei alapjan végeztik el [19]. Az Ujdonképzett csont den-
zitasat a trabekularis csont-térfogat (TBV) segitségével
hataroztuk meg, amely kifejezi a csont-trabekulak teril-
letének %-os aranyat a teljes analizalt terillethez viszo-
nyitva. A graftanyag %-os aranyat szintén meghataroz-
tuk. A csont gerendas szerkezetét a trabekularis csont-
mintazat-faktorral (TBPf) hataroztuk meg, amely kivalo




mutatdja az ujdonképzett csont mikrostruktarajanak [9].
A trabekularis csont terlilet- és kerlletmérését elvégez-
tik az aritmetikai dilataciot megel6z8en és azt kdvets-
en, hogy meghatarozzuk a konvex és konkav felszinek
aranyat a ketdimenziés metszetben. Minél magasabb
a csont-trabekulék konnektivitdsa, annal alacsonyabb
a TBPF érték.

Statisztikai elemzés. A mérési adatokbdl kiszamitot-
tuk az atlagot és a standard deviaciot. Az adatokat stu-
dent t teszt segitségével elemeztlk, s p<0.05 értéknél
tekintettlk szignifikdnsnak.

Eredmények
Klinikai megfigyelések

A sinus-aljzat emelése a gydgyulasi periédus soran
csaknem valamennyi betegnél szovédménymentes volt.
Kisebb orrvérzés fordult el 2 betegnél. Gyulladasos sz6-
védmeény egyetlen betegnél sem jelentkezett. A donor
tertlet postoperativ szévédmeényeket egy esetben sem
mutatott. A radiologiailag mért csontmagassag atlago-
san 15 mm volt a grafttal magasitott sinus aljzatban (szél-
sééertékek: 12-16 mm) a kisérletes oldalon és 14,5 mm
(szélsbértékek: 12—-15 mm) a kontroll oldalon.

L
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1. dbra. Biopszias minta 6 hdnappal a csontpétlast kbvetéen a
kisérletes oldalrél. Cerasorb granulum: CG, csont: Cs, lagyszovet:
L. (HE festes; x4)
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2. abra. Biopszias minta a kisérletes oldalrdl 6 honappal a
csontpotiast kovetden. A Cerasorb granulum (CG) porusai
elagazodo csonthaldzattal vannak kitdltve. Lagyszévet: L. (HE
festés; x20) Uj csontképzédés (Cs), osteoblast aktivitas (OB)
machrophagok (M) citoplazmatikus graftmaradvanyokkal, és
kapillarisok (C). (Toluidin-kék festés; x40)

Szbvettani vizsgalatok

Kisérletes oldal. A haematoxin-eosinnal festett metsze-
tekben és a Goldner-féle trichrém modszerrel festett
anyagokban szamos graftrészecske kioldédott. Korabbi
elhelyezkedésiiket azonban kénnyen fel lehetett ismer-
ni jellegzetes kerek forméjuk vagy kivajt konkav felszi-
nuk alapjan.

A részlegesen felszivodott graftrészecskék felszi-
ne konkavva valt az ujdonképzett csont lerakodasatal,
ezenkivil egyes granulumokban osteoid, illetve fonatos
csonthaldzat alakult ki a pérusrendszerben.

Az Ujdonképzett csont invazidja a granulumokon belul
nem tarsult osteoclast aktivitassal. El6fordult azonban,
hogy a kérnyezé makrofagokban kis achromatikus graft-
részecskeket talaltunk a cytoplasméban (3. abra).

Hat hénap utan az Ujdonképzett, elsésorban lemezes
szerkezet(i csont szoros kapcsolatot mutatott a graft-
részecskekkel a csont/graft hatarzénaban. A Cerasorb
granulumokat a regeneralé csont beboritotta, és ahol
ez a csontboriték teljesen elfedte a granulum felszinét,
teljesen eltlint az osteoclast aktivitas. A graftmaradva-
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3. abra. Biopszias minta a kisérletes oldalrél 7 honappal a
graftoelltetés utan.

nyok achromatikus kettés torést mutattak polaros fény-
ben (4. 4bra).

Egy esetben fordult el6, hogy a kérulirt teriileten elma-
radt a csontképzeés intenziv gyulladasos reakcid kovet-
keztében.

Kontroll oldal. A szivacsos csontgraft jelentds felszi-
vodason ment keresztlll 6 hénap utan (5. dbra). A graft-
szigetek zarvanyként fordultak elé az ujdonképzett,
dominaldan érett lamellaris csontszdvetben (6. dbra).
Ezek a graftmaradvanyok homogén, sejtmentes anyag-
nak bizonyultak, melyek festédése hasonld volt az él6
csontéhoz. Tébb terlleten folyamatos atmenetet talal-
tunk a szivacsos csontgraft és az tjdonképzett csont
hatarzonajaban. Egyes csontgerendak aktiv remodell-
ing jelenségét mutattak, felszinikén gdmbdlyd osteob-
last lancokkal, és a talsé oldalon resorpcids lacunak
latszottak tdbbmagvu, osteoclast tipusu dridssejtekkel.
Polaros fényben az ujdonképzett csont élénkvoros ket-
t6s térést mutatott gazdag kollagénrost-tartalma miatt
(7. dbra). Néhany mintaban szerényebb csontképzés lat-
szott, elsésorban fibrosus csontvel$ képz&dott, és dif-
fuz, vékony ujdonkeépzett csontgerenda-haldzatot lehe-
tett megfigyelni.

4. abra. Biopszias minta a kisérletes oldalrél 6,5 honappal a
graftbelltetést kdvetden. A Cerasorb granulumon kivajt, homoru
felszinek lathatdk (nyil). Peri- és intragranularis csonttrabekulak:
Cs. Lagyszovet: L. (Toliudin-kék festés; x20) Polarizacids optikai

felvetel

Hisztomorfometria. Mértiik a csont siir(iségét, a graft
slirliségét, a csontgerenda-mintazatot és a minta teljes
teriiletét 68 biopsias anyagban (/. tabldzat).

Csontdenzitas. Az atlagos csontdenzitas a 17 eset-
ben 32,4+10,8% volt a kisérletes oldalon és 34,7+11,9%
a kontroll oldalon. A kilénbség nem volt szignifikans
(p>0,05).

A betegek tulnyomd tébbségénél (14 esetben) az

| ujcsontképzddeés intenzitasa hasonlo volt a két olda-

lon.

Az ujdonképzett csont kevésbe denz volt a kisérletes
oldalon két esetben (N° 4 és 9). Egyik betegnél a mini-
malis csontképzés lokalis gyulladasos reakcidval tarsult.
A masik esetben a bedltetett Cerasorb-graft denzitasa
volt jelentés (21,2%).

A csontképzé aktivitds egy esetben a kontroll olda-
lon volt gyengébb, dsszehasonlitva a kisérletes oldal-
lal (N2 8).

Két esetben (N° 10 és 17) a csontosodasi folyamat
hasonléan gyengének bizonyult mindkét oldalon, az
Ujdonképzett csont denzitasa 19,2% és 18,5% volt a
kisérletes oldalon, és 18,4% valamint 17,6% a kontroll
oldalon. Ezen két esetben az Gjdonképzett csonttrabe-
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5. &bra. Biopszias minta a kontroll oldalrdl 6 hénappal a
graftbeiiltetés utan. Csont: Cs, oszteoid: O, csontgraft: CsG,
lagyrész: L. (Goldner trikrom festés; x4)

kulak egyenletesen vékonyak voltak, nem talaltunk foka-
lis, gyulladasos reakciot.

Graftstiriség. A graftdenzitas kifejezetten nagyobb
volt a kisérletes oldalon, a kontroll oldallal 6sszehason-
litva. Az atlagos graftdenzitas 13,1+4,5% volt a kisérle-
tes oldalon és 8,2+1,7% a kontroll oldalon. Ez a kilonb-
ség szignifikansnak bizonyult (p<0,001).

Kotoszdvet- s csontvelG-denzitas. A kdtészovet atla-
gos denzitdsa hasonlé volt a kisérletes és kontroll olda-
lon (49,4+16% valamint 50,4+19%). Az atlagos csontve-
|6-denzitas nagyobb volt a kontroll oldalon (6,8+2,9%),
mint a kisérletes oldalon (5,1+2,2%) (p>0,05).

Gerendas csontmintazat (TBPf). Ezek az értékek alta-
laban inverz kapcsolatot mutattak a csontdenzitassal

(I. tdbidzat). Minél nagyobb a csontdenzitas, annal ala-

csonyabb a TBPf érték. Tizenegy esetben a 17 kozul
a TBPf érték a kontroll oldalon volt alacsonyabb, mint
a kisérletes oldalon. Az atlag érték —0,53+1,74 mm-~' és
—-0,11£1,43 mm- volt, de a killénbség nem volt szignifi-
kans (p>0,05).

A biopszids mintak terilete és hossziusaga. Az atlagos |

teriilet a két oldalrdl szarmaz¢ biopszias mintakra vonat-
kozdan hasonlo volt: 8,85+1,7 mmz2 a kisérletes oldalon

6. abra. Biopszias minta a kontroll oldalrdl hat hénappal a
graftbelltetést kovetden. Csont (Cs) és oszteoid (O) kepzddés
a felszivodé csontgraft (CsG) kéril. Lagyrész; L. (Goldner
tichromfestés; x20)

7. abra. Ujdonképzett csont (Cs) a kontroll oldalrdl. Kettés térés
a kollagéndus terlleteken (K). (Goldner trikrom festés; x10).
Polarizacios optikai felvétel

€s 9,12+2,28 mm?2 a kontroll oldalon. A biopszias mintak
atlagos hosszisaga 7,83+1,9 mm volt a kisérletes olda-
lon és 8,08+2,2 mm a kontroll oldalon.
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|. tablazat
Mérési eredmények™ a kisérletes s a kontroll oldalon
o ‘ - Kis_rériétes oldal o - Etrolloldal o o
‘ Csont(ccjyf)nznés Graﬂ(ciz?znasﬁl TBPf (1/mm) Csont(cj:)nzités Graftgz?zutés TBPF (1/mm)
] 41,80 13,10 i 016 51,50 7,60 -0,12
. 32,60 11,30 ' 1,56 36,30 8,90 ' -0,88
24.80 17,50 0,31 27,60 670 BET
16,70 | 21,20 022 3360 | 1050 " 1,87
23,80 10,40 0,55 24,25 8,60 1,22
36,50 870 -0,11 34,60 ' 11,30 a -0,57
o 29,90 1,00 047 31,40 ‘ 7,90 | 029 |
27,60 9,80 1,86 16,40 680 | 094
25,00 19,40 1,96 44,20 7.80 1,86
19,20 12,20 1,63 1840 10,60 214
| 4720 1080 | 027 50,80 5,40 -3,23
- 50,70 810 219 46,60 6,90 -2,08
40,40 10,30 1,25 42,80 7100 | a9
o 26,70 1220 | 185 24,50 870 111
45,70 11,80 18 49,20 580 2,25
- 4340 120 | 403 40,20 8,10 43|
. 18,50 23,50 2,41 17,60 9,90 3,13
Atlag: 32,38 13,09 oM 34,70 815 -0,53
SD: 10,85 449 1,43 _ 11,86 189 174
| Csontdenzitis  Graftdenzitas TBPf ‘ i
p:  0,10693659 000012541 | 01156 | -

i. *Az adatok két b_ioasias mintan parhuzamosan mért értékek atlagai

Megbeszélés

A regeneralédo szivacsos csont mennyisége és ming-
sége igen nagy jelentdségii a migydkér implantatu-
mok belltetése soran. A csontgraft belltetés altalano-
san elterjedt médszer, ezaltal ndveljik a migydkér imp-
lantatumok csontos tdmasztékat [5, 7, 15]. A graftanyag
beéplilése és az implantatum integralédasa komplex
gyogyulasi folyamat, és eredményeként direkt kapcso-
latnak kell 1étrejonni a belltetett implantatum és a grafttal
serkentett Ujdonképzett csont kozott. A sinus maxillaris
aljzataidealis a kiilbnbozd csontpotld anyagok belilteté-
sére, mivel nagyon komoly regeneracios képessége van.

Teljesen fogatlan betegeknél és sulyos lokalis atrophia

elsd lépcsé a graft beliltetése a sinus aljzataba. Ennek
integrélédasa hosszabb iddt igényel, melynek soran a
graft erezédik, és végbemegy a csontos regeneracio.
A masodik Iépcsé az implantatum behelyezése, amely
honapok mulva torténik. Az implantatum egy azonnali
gydgyulasi folyamatot indukal a grafttal stimulalt csont-
ban, amely hasonlé ahhoz a folyamathoz. amely a termé-
szetes csontban is végbemegy. Ugyanakkor ezen tech-

nika soran lehetéve valik a kiemelt csontbiopsziak sz6-

| vettani vizsgalata, amely segitséget nyujt abban, hogy

értékeljiik a csontpdtld anyag integralddasat és felszi-
vodasat.

A kétoldali sinusaljzat-emelés ugyanabban a beteg-
ben, azonos koérllmények kozott, kitind modszer arra,
hogy dsszehasonlitsuk kilénb6zé csontpotié anyagok
csontregeneracios hatasat [7, 18, 23]. Mivel az autolog
csontot tekintjik arany standardnak, ezen graft bellteté-
sét érdemes alkalmazni kontroll modszerként[4, 12, 25].

Klinikai és radioldgiai értékelést egyarant alkalmaz-
hatunk a csontregeneracio eredményeinek felmérésé-
re. A szivacsos csontképzédés mennyiségileg és miné-

| ségileg csak szbvettani és hisztomorfometriai médsze-
esetében a kétlépcsds technika alkalmazhato [15]. Az |

rekkel értekelheté pontosan.

A szovettani és hisztomorfometriai vizsgalat a 17 eset-
bdl szarmazo 68 csontbiopszian azt bizonyitotta, hogy a
csontregeneracio mértéke csaknem azonos volt mind-
két oldalon. A csontdenzitas a grafttal vastagitott sinus

| aljzatban hasonld volt, fliggetlentl attdl, hogy autolog

csontot vagy Cerasorb-szemcseéket (ltettlink be.
Az Uj csont képzddése elsGsorban a Cerasorb-granu-
lumok felszinére és a pérusrendszerre koncentralodott
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a kisérletes oldalon. A szemcse belsejébe terjedd cson-
tos ndvedék arra utal, hogy a csontpétlé anyag folyama-
tos biodegradacio jeleit mutatja. Zerbo és misai szbvet-
tanilag aktiv osteoclastos resorptio jeleit figyelték meg a
Cerasorb-granulumokon [8]. Ebbdl arra kdvetkeztethe-
tlnk, hogy az aktiv remodelling tekinthet6 a graftrészecs-
kék eltiinéséhez vezetd Gtnak. Mas mechanizmusok,
elsdsorban fizikai oldodas is szerepet jatszhat a graft
resorptioban. Szévettani vizsgalataink nem tamasztottak
ala az osteoclastos graftresorptiot, bar apré cytoplasma-
ticus Cerasorb-részecskéket talaltunk a mononuklearis
makrofagokban. Ez aktiv cellularis eliminaciora utal.

A jelen vizsgalatok soran 3 esetben tapasztaltunk
egyoldali renyhe csontregeneraciot. A kontroll oldalon
1 esetben, a kisérletes oldalon 2 esetben. Egy esetben a
kisérletes oldalon lokalis gyulladasos reakcid alakult ki, a
masik esetben a szdvetminta grafiszemcsékkel volt tele-
zsufolva, ami magyaréazhatja a csékkent meérték( csont-
képzést. A kontroll oldalon nem volt ésszerli magyarazat
arra, hogy miért volt renyhébb mértékd a csontgydgyu-
las. Ezek az esetek alatamasztjak, hogy lokalis ténye-
z6k, pl. a kapillaris rendszer elégtelensége az atrophias
csontban jelentés szerepet jatszhat [20].

Két esetben mindkét oldalon csekély mértékd csont-
regeneraciot tapasztaltunk. Az egyik eset a legidésebb
betegunk volt, a masik esetben postmenopausalis asz-
szonyrol volt szo.

Statisztikailag értékelheté morfometrias eredmények
nem talalhaték az irodalomban a Cerasorbbal torté-
né sinusaljzat emelésre vonatkozolag. Bioaktiv Uveget
kevertek autolog csontrészecskékkel, és 6sszehasonli-
tottak az egyedul alkalmazott csontrészecskék hatasa-
val bilateralis sinusaljzat-emelés soran [23]. Hat honap-
pal késébb a trabekularis csontdenzitas jéval magasabb
értéket mutatott, mint jelen vizsgalataink soran, a kisér-
letes és a kontroll oldalon egyarant (44% és 38%).

A maxillaris sinusaljazat-emelést Bio-Oss xenograft
és autolog csont keverékével ugyancsak vizsgaltak [26,
27]. A hisztomorfometrias adatok kifejezetten alacso-
nyabb csontdenzitast (18,9%) és magasabb graftden-
zitast (29%) mutattak, 6sszehasonlitva sajat adataink-
kal. Megjegyezzuk azonban, hogy a csontgraft komplex
denzitasa kézel volt az 50%-hoz, amely a mi eseteink-
ben is hasonldan alakult. A Bio-Oss és a vénas vér kom-
ben, melynek soran szerényebb eredmények szilet-
tek [26, 27]. Az ujdonképzett csont atlagos denzitdasa
csak 14,7% volt, mig a xenogén graftmaradvany aranya
magas maradt 29,7%.

Az Ujdonképzett csont mennyiségi vizsgalata mel-
lett nagyon fontos tényezd a csont mikrostrukturaja is.
A TBP{-mérés a grafttal stimulalt csontmintakban spe-
cialis problémakat vet fel attdl fliggben, hogy milyen ter-
meészet(i a graftanyag. Pordzus, alloplasztikus anyagok
esetén a granulum porusrendszerében kialakul6 cson-
tos halézat szamos vékony, elagazodd szabad végzo-
désttartalmaz, és ez negativan befolyasolja a trabekula-
ris konnektivitas meréseket. Jelen vizsgalatunk soran a

kedvez8bb trabekularis konnektivitas alacsonyabb TBP{-
ertékeket eredmeényezett a kontroll oldalon. Ez azonban
nem mutatott szignifikans klildnbséget a kisérletes oldal-
hoz viszonyitva.

A graft lebomlasa szintén nagyon fontos tényezé a
csontpotlas soran [22, 28]. Eseteinkben a graft felszi-
vodasat Uj csont képzédése kdvette mindket oldalon.
Megallapitottuk, hogy hat honap miulva a graft denzita-
sa szignifikansan magasabb értéket mutatott a kisérle-
tes oldalon, a kontroll oldalhoz viszonyitva. Tovabbi keér-
déskeént merult fel, hogy a graftzarvanyok fennmaradasa
az ujdonképzett csontban mennyire befolyasolja a sta-

. bilitast. Jelen vizsgalataink arra utaltak, hogy nem volt

szignifikans kilonbség a két oldalon. Ez arra utal, hogy
az alloplasztikus szemcsék elsdsorban a csontveld teri-
letének rovasara perzisztaltak.

A biopszias mintak mérete szintén befolyasolhatja a
csontpatlé anyagok hatdsanak kvantitativ értékeléset,
mivel a graftbelltetés utan a mintak szerkezete nem
homogén. Minél nagyobb csonttertletet tudunk mér-
ni, annal reprezentativabb a mérési eredmény. Vizsga-
lataink soran a csontbiopsziak mérete mindkét oldalon
hasonléan alakult, nem kilénbdztek szignifikansan.

A Kklinikai gyakorlatban hosszu tavu vizsgalatok szik-

| ségesek annak megitéléséhez, hogy a fogpétlassal meg-

terhelt mlgyodkerek mennyire stabilizalodtak a grafttal
kezelt régidban. A szdvettani és hisztomorfometriai ered-
mények jelentds informacidt nyujtanak arrdl, hogy milyen
teherbiro kapacitasa lesz az implantatum csontos agya-
nak, és felderitheti azokat a gyenge pontokat, amelyek
gondosabb kezelést igényelnek.
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DR. Suea Zs, DR. TakAcs D, Dr. Matusovicz D, DR. Fazekas A, DRr. Szaeo Gy, DR. BARABAS J:

Quantitave and qualitative comparison of the maxillary bone regeneration after p-tricalcium phosphate and
autogenons bone implantation

Graft insertion can cffectively enhance the regeneration of debilitated bone. The effects of an alloplastic bone-replacing |
material, p-tricalcium phosphate (Cerasorb), and of autogenous bone graft were compared.

In 17 edentulous patients, the maxillary sinus floor was extremely atrophied to such an extent that implant placement was
impossible. The Schneiderian membrane was surgically elevated bilaterally by insertion of Cerasorb (experimental side)
and autogenous bone graft (control side). After surgery, the recovery was followed clinically and radiologically. After 6
months, 68 bone cylinders were excised from the grafted areas and implants were inserted into their places. The bone
samples were embedded into resin, and the osteointegration of the grafts was studied histologically. Trabecular bone
volume (TBV) and trabecular bone pattern factor (TBPf) were quantified by histomorphometry.

Cerasorb proved to be an effective bone-replacing material with osteoconductivity; it was capable of gradual disintegrati-
on, thereby providing space for the regenerating bone. The new bone density was not significantly different on the experi-
mental and control sides (32.4+10.9% and 34.7+11.9%, respectively). However, the graft biodegradation was significantly

slower on the experimental side than on the control side. The TBPf value was lower on the control side than on the expe-
rimental side (—0.53+1.7 mm™' and —0.11+1.4 mm"', respectively); but this difference was not significant.

Six months after insertion of the grafts, the bone of the augmented sinus floor was strong and suitable for anchorage of
dental implants, irrespective of whether autogenous bone or Cerasorb particles had been applied.

Key words: sinus grafting, bone regeneration, histology, histomorphometry, p-tricalcium phosphate
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The aim of this pilot investigation was to develop a new animal medel for studying the effects on osteo-
genesis of agents used m the guided bone regeneration technique. As test material, a mixture of two
osseoconductive materials with different physico-chemical characteristics was used. One component of
the mixture was Bio-Oss, a bovine hydroxyapatite; the other was Cerasorb, a synthetic tricalcium phos-
phate. The mixture consisited of 50 volume percent of Bio-Oss and 50 volume percent of Cerasorb.
In in vivo pilot experiment, bone wounds wetre prepared in the proximal third of both femurs of rabbits.
A Cerasorb+ Bio-Oss mixture was inserted on the test side and the same amount of sterile buffered phys-
iological solution on the control side. After healing for 4 weeks, the bone segments were embedded and
cut without decalcification, using the Exact cutting and grinding system. The density of the newly-
formed bene was evaluated histomorphometrically. On the Cerasorb+ Bio-Oss test side the bone densi-
ty was almost 1.5 times higher than that on the control side. These results demonstrated that the applied
animal model is appropriate for investigation of the effects on osteogenesis of biccompatible graft mate-
rials such as Bio-Oss and Cerasorb.

Keywords: Bio-Oss — Cerasorb — osteogenesis — rabbit model — histomorphometry

INTRODUCTION

Guided bone regeneration has become a routinely applied method in dental implan-
tology. Most of the dentoalveolar regenerative techniques require osseoconductive
material in order to establish new bone formation in the necessary anatomical form.

Bio-Oss is a safe, effective xenograft: a deproteinized, sterilized bovine bone with
75—80% porosity. It is reported to be highly osteoconductive and biccompatible

* Corresponding author; e-mail: danica@stoma.szote . u-szeged.hu
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[3, 5]. It is known that Bio-Oss serves as a scaffold in guided bone regeneration, but,
due to its poor resorbability it may exert a negative influence on the structure of the
newly-formed bone. It has been found clinically that its resorption is very slow,
requiring many years [13].

The chemical characteristics of Cerasorb, another widely used osteoconductive
material (pure beta-tricalcium phosphate), allow it to resorb completely and quite
rapidly during new bone formation. This may result in too early resorption in some
cases, not fulfilling the clinical requirements, the space-maintaining function [1, 15].

The main aim of the present study was to establish a gold standard for the artifi-
cial bone growth-accelerating effect of a Cerasorb and Bio-Oss mixture on osteoge-
nesis in order to determine and utilize the most advantageous characteristics of these
bone substitutes. Bio-Oss serves as a scaffold, but its resorbability is poor, while
Cerasorb 1s a good bone-developing material, but resorbs too early, not providing a
scaffold for the new bone bridges [12, 13].

Bone-substitute materials such as Cerasorb allow targeted bone regeneration as
they facilitate construction of a base on which implants can be positioned and further
stabilized [12]. Full resorption over a defined period of time, with simultaneous
transformation into autologous bone, is of particular significance in this respect.
Because of their rounded surface and chemical composition, the Cerasorb particles
are remarkably bioinert and is therefore particularly suitable for innovative proce-
dures |11, 15].

The present pilot study reports on the potential of a mixture of Cerasorb and Bio-
Oss in implantation technology. A further goal was to develop an in vive animal
model suitable for the investigation and comparison of the effects of different mate-
rials. Both Cerasorb and Bie-Oss are currently in clinical use, but as far as we are
aware their effects in a mixture have never been investigated.

MATERIAL AND METHODS

The applied Bio-Oss had a granule size of 1-2 mm (Geistlich Pharma AG, Switzer-
land); the Cerasorb was Cerasorb M (1-2 mm) produced by Curasan (Kleinostheim,
Germany).

Animals

The pilot study involved adult New Zealand White rabbits. The animal management
and the surgical and routine procedures followed *“The Guiding Principles for the
Care and Use of Amimals” approved by the Animal Investigation Review Board of
the University of Szeged, in accordance with the principles of the Helsinki
Declaration.
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Surgical procedures

Narcosis was induced with a cocktail of 5.0 mg/body mass (bm) kg (0.25 ml/bmkg)
xylazine (Xylazine 2% inj.), 40.0 mg/bmkg (0.4 ml/bmkg) ketamine (Ketavet inj.)
and 0.8 mg/bmkg (0.08 ml/bmkg) acepromazine (Vetranquil inj.) intramuscularly.
The rabbits received Ringer lactate infusion therapy at a rate of 0.3 ml/min during
narcosis via, a cannula inserted into an ear vein.

After disinfection, isolation and skin incision, the fascia lata was prepared. The
femurs were visualized by folding the m. tensor fasciae latae and the m. abductor
cruris cranialis. The site of the bone wound was marked by a round burr in the prox-
imal third of the femur, approximately 2 cm distally from the frochanter major of the
femur. The diameter of the monocortical bone wound was 3.3 mim. To establish a
bone wound of the same size, implantation drills with irrigation were used (pilot-,
pre- and form drills, CAMLOG Biotechnologies AG, Germany). In the test (right)
femur a 1:1 mixture of the bone graft materials Cerasorb and Bio-Oss was inserted.
This combination mixed with rabbit blood, was applied to fill the 3.3-mm-diameter
monocortical bone wound. On the control side (left femur), sterile buffered physio-
logical salt solution was injected. The bone wound was covered by Surgical
(Johnson & Johnson), which was fixed around the hole with Histoacryl (Braun).
Suturing was performed with absorbable Vicril 5.0, in three layers (fascia lata, sub-
cutaneous layers and skin).

During the postoperative care, the rabbits received an analgetic [4.0 mg/bmkg (0.8
ml/bmkg) carprofen (Rimadyl) inj. sc.] and antibiotic support [15 mg/bmkg (0.15
ml/bmkg) enrofloxacin (Enroxil) inj. sc.] for 5 days following the operation. All the
rabbits remained healthy and the postoperative period was uneventful.

Sample harvesting

After 4 weeks of osteogenesis, the rabbits were sacrificed under general anaesthesia
induced by an overdose of an intravenous injection of ketamine.

Specimen preparation

For histological evaluation, perfusional tissue fixation was carried out with 4% neu-
tral buffered formalin solution, after which the cut specimens were subjected to
immersional fixation in 4% of neutral buffered formalin solution. X-rays were taken
to identify the exact locations of the bone wounds. The specimens were dehydrated
and embedded in Technovit 7200VLC resin (Heraeus Kulzer, Germany). Cutting was
performed with the Exact cutting and grinding system without decalcification [2].
The thickness of the sections was 20 wm. The slides were stained with toluidine blue.
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Histology and histomorphometric analysis

Optical microscopic images (Nikon Eclipse 801, Japan) were recorded on an
Evolution MP 5.1 Mega-pixel FireWire Digital CCD Color Camera Kit (Media
Cybernetics, Inc., USA). Measurements were performed with Image-Pro Plus 5.1.1
image-analysing software (Media Cybemetics, Inc., USA).

The histomorphometrical evaluation involved use of the areal bone density, i.e. the
ratio of the area of newly-formed bone to the total area of the image [8, 9]. This per-
mitted a quantitative comparison of the new bone formation in the control and the
test bone wounds.

RESULTS
Histological observations

In the control samples (Fig. 1a), the reconstruction of the surgically prepared bone
wound was not complete. The bone at the border of the wound exhibited signs of
resorption and new bone formation. This was young immature lamellar bone with
centrifugal orientation of the newly-formed bone in the wound. The outer layer of
newly-formed bone was a younger woven bone with cross-oriented collagen fibres.

The closure of the monocortical bone wound bone formation induced by the
Cerasorb + Bi0o-Oss mixture was not complete (Fig. 1b). Around the bone substitutes,
new bone formation had started, containing bone bridges between and around the
granules. Mostly young immature woven bone was situated around the granules with
osteoblastic activity.

(a) (b)

Fig. 1. Macroscopic slides of histological control (a) illustrates the bone formation induced by the
Cerasorb + Bio-Oss mixture (b) stained with toluidine blue. Arrows indicate the site of the prepared
monocortical bone wound
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new bone
L

Fig. 2. Picture of new bone formation in the control sample. (a) Bright field (> 10 magnification); Picture

of the bone formation induced by the Cerasorb + Bio-Oss mixture. (b) Bright field (%40 magnification);

(c) polarized light microscopic image (x20 magnification); CG — Cerasorb granules, BG — Bio-Oss
particles, WB — woven bone

In Figure 2a, the border of the old and new bone can be clearly differentiated.

In the woven bone, an osteoblast line indicated the formation of bone and prima-
ry osteons in the lamellar bone (Fig. 2a, b). Both Bio-Oss (BG) and Cerasorb (CG)
granules were visible (Fig. 2¢), as a sign that the resorption of the material had not
yet finished. At the same time, an osteoid bone (woven bone — WB) network could
be discerned around the granules (Fig. 2c).

Acta Biologica Hungarica 59, 2008



332 Danica Matusovits et al.

Histomorphometric measurements

In the Cerasorb + Bio-Oss mixture, the extent of induced osteogenesis was increased
almost 1.5-fold, as compared with the control side, where the areal density of the
newly-formed bone was 33.9%. For the Cerasorb + Bio-Oss mixture the areal densi-
ty of the newly-formed bone was 48.7%.

DISCUSSION

In modern dental implantclogy, the need for bone augmentation techniques demands
adequate osteoinductive and osteoconductive effects from the bone substitutes. It is
very important that the original anatomical form of the given bone (e.g. the alveolar
process as dental implantology concerns) should be reconstructed and also that an
appropriate bone structure should be achieved as soon as possible [6].

A wvariety of biclogical and synthetic materials are available for reconstruction
with augmentative surgical methods of alveolar bone defects. The available bone
substitutes exhibit different abilities in guided bone regeneration as regards their bio-
logical function in the new bone formation.

Bio-Oss 1s a highly osteoconductive xenograft material certified for the regenera-
tion of bone defects. It displays very low resorbability and acts as an inert scaffold
onto which bone-forming cells and blood vessels creep, forming the new bone
[7, 10].

Cerasorb has good bioresorptive properties and as a bone substitute it maintains
biological support during healing and is gradually replaced by the newly-formed
bone [12]. Its clinical indication differs from that of Bio-Oss due to its excellent
biodegradation capacity [5]. For instance, Cerasorb 1s advantageous for sinus eleva-
tion procedures as the floor of the maxillary sinus undergoes rapid regeneration by
virtue of its multiple bload vessel supply [12]. Its application has the clinical advan-
tage that it resorbs quite quickly (in some weeks) and totally. However, vertical aug-
mentation of the atrophied alveolar crest, or the regeneration of other load-bearing
bone sites, requires a bone substitute with lower resorbability and high stability, such
as Bio-Oss.

The goal of this pilot investigation was to study the artificial bone growth-sup-
porting effect of a Cerasorb and Bio-Oss mixture on osteogenesis in order to deter-
mine the most advantageous characteristics of these bone substitutes. The two mate-
rials were mixed on the supposition that their mixture would provide a qualitatively
new effect, i.e. a long-term form-maintaining function with relatively small foreign
material imbibition in the bone. In spite of its poor resorbability, Bio-Oss provides an
appropriate scaffold. Cerasorb is a good bone-developing material, but in some cases
it does not serve long enough as a scaffold for the new bone bridges, as it resorbs too
early. With the combination of Bio-Oss and Cerasorb, the most advantageous prop-
erties of the bone substitutes could be utilized.
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Furthermore, the combination of such osteoconductive bone substitutes (in this
case the mixture of Cerasorb and Bio-Oss) with an osteoinductive agent offers
promising perspectives for reconstructive bone surgery [14].
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Bio-0ss és Cerasorh keverék csontképzést
serkento hatasanak vizsgalata allatkisérletbhen

Bevezetés

Kozismert, hogy a Bio-Oss csontsebbe
helyezve kivald vézat képez a gydgyulas
sordn. Stabil kristalyos szerkezete miatt
in vivo kortilmények kozott a felsziveda-
sa nagyon lassu. Fz elényds a csont rege-
nerdci¢jaban a formamegtartist tekintve,
hatranyt jelenthet azonban a késébbi
mutéti beavatkozasok — példaul implan-
tacié —alkalmaval, az Gj csont ugyanis in-
homogén szerkezeti lesz. Egy masik szé-
les korben alkalmazott osszeokonduktiv
anyag a Cerasorb néven ismert tiszta be-
ta-trikalcium-foszfat. A csontdjraképzd-

déskor ez az anyag — lévén prekurzor a |

remineralizacid biokémiai folyamatéban
- gyorsan felszivodik. Ez elényds abbdl a
szempontbdl, hogy a gydgyulds befeje-
zGdése utan a csont biolégiailag a ke-
meényszovet struktiirdnak megfelel ho-
mogén szerkezetiivé valik. Az azonban,
hogy felszivodasa megeldzheti a teljes
gyogyuldst, a csont formai regeneracidja
szempontjdbdl hatranyt jelenthet.

Célkitiizés

Vizsgélatainknak célja az volt, hogy ki-
deritstik, a két csontpotlé anyag egyiit-
tes alkalmazasaval lehetséges-e a kiilon-
allo alkalmazas esetén mutatkoz6 hatra-
nyok kikiiszobolése, és ugyanakkor az
elényds hatdsok érvényesitése.

T o =

1. a dbra: A monokortikdlis csontseb prepardldsa Camlog 3,3
milliméter dtmérdjii csontfészek-alakité furdval...

60

Modszerek és anyagok

Kisérleteink soran 1-2 milliméteres
szemcseméretld Bio-Oss granuldtumot
(Geistlich Pharma AG) és 1-2 milliméte-
res finomsagu Cerasorb M (Curasan,
Kleinostheim) csontpdtlot hasznaltunk a
sebek feltdltésére, amelyeket Gj-zélandi
fehér nyulak femurjaban alakitottunk ki.
A miitéteket az dllatkisérletekre vonat-
kozé nemzetkézi etikai és allattartdsi
szabdlyoknak megfelelden végeztiik, és
az allatokat elaltattuk a beavatkozashoz.
A narkozis bevezetéséhez 5,0 mg/test-

sulykilogramm xylaz