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ABSTRACT

Background: Ceramic biomaterial blocks like hydroxyl apatite are too brittle for simple simultaneous vertical augmentation
and dental implant placement. Biological scaffolds of xenogenic or allogenic origin are known to be advantageous.

Purpose: The aim of this study was the proof of principle for combined vertical bone augmentation and dental implantation
with marginal cuffs made of biological scaffolds with interconnecting porous system and titanium dental implants.

Materials and Methods: Cylindrical porcine biomaterial rings (processed, mineralized bone matrix) were placed in com-
bination with titanium dental implants in the tibia model using six chinchilla bastard rabbits (n = 12 samples). Histological
examination included undecalcified histological examination with toluidine blue staining and fluorescence microscopy.
Animals were sacrificed after 30 days.

Results: The results showed bony healing in the scaffolds with immature bone tissue ingrowth following the trabecular
structure, showing lamellar cancellous bone healing. Fluorescence microscope showed analogous results.

Conclusion: The biological scaffold proved a biocompatibility in a xenogenic setting. The vertical bone augmentation with
simultaneous implantation was successful and proved the feasibility of the concept.

KEY WORDS: biomaterials, rabbit, vertical bone augmentation

INTRODUCTION

Successful functional and esthetic placement of dental

implants requires a sufficient bony bed in the jaws. The

loss of teeth can lead to various defects in the bone

resulting from different pathological mechanisms.1 Peri-

odontal inflammation, pressure of removable prosthet-

ics, and physiological resorption in the edentulous jaws

lead to various, mostly combined, defects, including

horizontal and vertical bony deficiency. Whereas hori-

zontal defects allow standard guided bone regeneration

(GBR) techniques and similar approaches, it is necessary

to provide mechanical stability in vertical defects.2–6

Vertical bone augmentation is still a challenging

problem in dental implantology.1,3–5,7 The most

common techniques for these surgeries are bone block

grafts, distraction osteogenesis or particulate bioma-

terials, and bone in combination with either sandwich

osteoplastic or membrane techniques (GBR).2,6,8–17

Other options are cylindrical autologous bone grafts as

presented previously.18,19 The use of bone cylinders and

rings derived from the well-known technique of tre-

phine drill harvesting for bone grafts.20,21 Using these

graft designs allows to prepare appropriate implant sites

for better fit compared with the hand crafted block

grafts.18–23

The use of these graft types in dental implantology

can be diverted in the trias of bone ring cuffs around

implant necks, assisted press-fit cylinders with osteosyn-

thesis screw fixation, and those with press-fit not

requiring a screw as discussed earlier.18 The later ones

demand a second procedure for the placement of a

dental implant. The first approach bears several advan-

tages including the on-step procedure. However, the
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harvesting of the graft results in donor site morbidity.

Using alloplastic, allogenic or xenogenic materials could

avoid this second injury for the patient. Additionally, it

was histologically shown that autologous cortical bone

grafts show only limited osseous healing in rabbits.24

This implies that a cancellous structure with inter-

connecting pores could be a better option. We referred

to previous clinical results with vertical bone augmen-

tation, used a processed cancellous bone material

described earlier as cuff ring for simultaneous vertical

bone augmentation in the rabbit tibia model, and evalu-

ated bony healing in this type of bone augmentation.18,25

MATERIALS AND METHODS

Experimental Setup

The animal study of a biphasic implant consisting of a

cancellous bone-derived material ring and a commercial

dental implant was done in six chinchilla bastard rabbits

using the tibia model on both sides (n = 12 samples).

Samples were taken after 30 days representing the final

acute bone healing in rabbits.

Preparation of the Biphasic Implant Device

Steam-resistant mineralized bone matrix (SMBM) was

obtained by the preparation process described earlier.25

This technique involves mechanical cleaning, defatting,

and steam sterilization without enzymatic fermentation.

We used cancellous bone from the porcine pelvic bone

(Mainz slaughter house, Germany). The bone rings

were harvested using diamond hollow drills (diamond

trephine control system, Hager & Meisinger Inc.,

Neuss, Germany). Bone cylinders measuring 7.5 mm

(diameter) x 2.0 mm (height) were obtained by drilling

the bone blocks at an angle of 90° with a diamond drill

size of 8.0 mm (outer diameter) and then cutting to

the correct length with a scalpel. Alfa Gate Bioactive

titanium implants with calcium phosphate coating

were obtained from the company as free samples

(Alfa Gate Dental Implants, Kfar Qari, Israel). The

biphasic implant consisting of both parts was assembled

under sterile conditions under the laminar flow bench

(see Figure 1). Samples were stored at -30°C before

surgery.

In Vivo Experiments

The animal experiments were approved by the govern-

ment of Moldova and performed in compliance with the

guidelines for animal experimentation in the animal

experimentation institute of the University of Moldova

(Chisinau, Moldova). Female ex-breeder chinchilla

bastard rabbits were chosen for all experiments as their

growth plates were closed, which ensured normal bone

healing. The animals were held in a combined indoor

and outdoor paddock containing up to four rabbits

each; the rabbits had unrestricted mobility. The number

of rabbits was chosen according to the standards in

medical device research for representative descriptive

histology. Anesthesia included ketamine 100 mg/xylazin

20 mg/5 kg adapted to the individual weight of the

animal. The biphasic implants were placed in both

medial tibia bones of the six animals via an anterior

transdermal approach (n = 12 samples) following the

drill protocol of the manufacturer after planar drilling

of the bone surface with a planar drill (Ring Control

Professional System, Hager & Meisinger Inc., Neuss,

Germany). Wound closure included running sutures

using Vicryl 3-0 (Ethicon, Inc., Somerville, NJ, USA).

Animals received up to 30 mg phenylbutazone after the

operation. The rabbits were sacrificed by an overdose of

ketamine 200 mg decapitation. Samples were harvested

and fixated with 4% paraformaldehyde.

Histological Examination

Samples were cut in appropriate bony pieces after immer-

sion fixation for 4 weeks as described earlier. Histological

preparation was described elsewhere.26,27 Dehydration

Figure 1 Biphasic implant consisting of a porcine
steam-resistant mineralized bone matrix ring and an Alfa Gate
3.75/8 mm SCI implant (VHX-600 digital three-dimensional
microscope, Keyence Inc., Osaka, Japan).
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with increasing percentages of alcohol (70–100%) was

followed by Technovit® embedding (Heraeus Kulzer

GmbH & Co., Wehrheim, Germany), toluidine blue

staining, and diamond grinding of microscopic samples

down to a thickness of 20 mm. Light and fluorescence

microscopic examination was performed under a Leica

DM8000 M microscope (Leica Microsystems GmbH,

Wetzlar, Germany). Pigs are regularly treated with tetra-

cycline resulting in fluorescence of the porcine mineral-

ized bone matrix (SMBM) used in this study. This effect

was applied to show newly formed bone (no fluores-

cence) within the fluorescence-marked biomaterial more

clearly. Data were analyzed as means and standard devia-

tions. ‘Prism’ version 5.0d (GraphPad Software Inc., La

Jolla, CA, USA) was used for the analysis.

RESULTS

Light Microscopic Examination

Samples showed a good osseointegration of the titanium

implant in the local bone in all samples (see Figures 2

and 3). Examination of the biomaterial rings showed

bone ingrowth with most mature mineralization in the

marginal bone area forming a mineralization triangle

from the local bone surface toward the supracrestal

implant surface. The structure of the scaffold material

was either completely replaced by newly formed cancel-

lous bone or in the process of ingrowth. Most mature

bone with advanced mineralization was observed in the

marginal bone triangle between supracrestal rough

implant body and the horizontal, marginal, crestal bone.

Fluorescence Microscopic Examination

Corresponding fluorescence examination showed newly

mineralized bone tissue in the described triangular area

as well as in the implant interface in all samples (see

Figure 4). The newly mineralized, marginal, vertical

bone growth was measured (see Figure 5). The height of

Figure 2 Histological example with toluidine blue staining
(50¥) showing early lamellar bone healing and marginal bone
mineralization.

Figure 3 Histological example with toluidine blue staining
(50¥) showing advanced immature bony healing and
mineralization of marginal triangle area.

Figure 4 Fluorescence microscopy emphasizes the newly
formed marginal bone due to remains of the matrix
fluorescence (200¥, assembled from multiple images following
digital mosaic technique).
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the newly formed mineralized bone was between 5.1 and

10.4 mm (mean 6.8 mm), covering the rough surface of

the implant completely.

DISCUSSION

Samples were taken after 30 days representing the end of

acute bony healing in rabbits.25,28,29 The rabbit tibia is

an accepted animal model for biomaterial research and

technically favorable.30–32 Therefore, it was the preferred

choice. The Alfa Gate dental implants are advantageous

for bony healing due to their calcium phosphate coat-

ing.33 The biocompatibility of the SMBM material was

proved in an earlier study and was reproducible in this

experiment.25 Bony ingrowth and mineralization was

fast following the cancellous SMBM scaffold structure.

The use of porcine material also proved biocom-

patibility of the SMBM processing in xenogenic bone

biomaterials. This has some impact on actual product

developments such as the equine bone block from Gei-

stlich Inc. (Wolhusen, CH, Switzerland) and supports

the idea of xenogenic biomaterials.34 This pilot study

provides valid descriptive data. We also analyzed the

vertical mineralized marginal bone growth with mean

and standard deviation. However, due to the limited size

and structure volatility, these data must be considered

as preliminary. Metric data with high statistic power

demand more animals and a cancellous bone model like

the patellar groove to avoid influence of surrounding

muscle movements as given in the tibia model.35

A previous study in rabbits showed a limited healing

of cylindrical autologous bone grafts fixed with osteo-

synthesis screws after 3 months, indicating an uncertain

fate for the cortical bone rings described for vertical

augmentation in several publications clinically as men-

tioned earlier.24 This study reported fibrous healing in

the interface in 50% of the cases and complete fibrous

resorption of the bone transplant in another 50% of the

cases.24 The aim of our current animal study was to

evaluate the option of cancellous bone material pro-

cessed from xenogenic bone. The histological results

indicate a successful osseous healing in all cases with a

complete immature bone tissue ingrowth. Beginning

calcification can be observed in the marginal bone tri-

angle as typical location for this process. These results

support the current clinical success of vertical bone

augmentation with this kind of material in our group

(unpublished data) and emphasize the importance of a

cancellous structure with interconnecting pores for ver-

tical bone augmentation materials.

Biomaterial blocks offer advantages compared with

particulate vertical bone augmentation.11,16,36 No stabi-

lizing medical devices such as titanium mesh or metal-

enhanced membranes are required. Reduced resorption

of block grafts was compared with particulate augmen-

tation with GBR techniques.37 Osteosynthesis screws are

a disadvantage of most block augmentations. However,

this can be avoided if the dental implant is placed

simultaneously or a press-fit is achieved.18,19 The need

for bone grafts or bone-derived materials containing

protein matrix derives from the strong stress within the

material block when performing simultaneous implan-

tation. Alloplastic materials such as hydroxylapatite, tri-

calciumphosphate, and others are too brittle concerning

internal stress forces, resulting in fracture of the material

block. Using bone-derived biomaterial matrices with

mechanical stiffness avoids donor site morbidity result-

ing from the harvesting of autologous bone blocks.

CONCLUSION

The results of this pilot study show that vertical bone

augmentation using a biological scaffold with intercon-

necting porous system of a cancellous structure com-

bined with simultaneous dental implant placement is

successful in the rabbit tibia model. It results in good

bony ingrowth of scaffold and osseointegration of the

dental implant.

REFERENCES

1. Cawood JI, Stoelinga PJ, Blackburn TK. The evolution of

preimplant surgery from preprosthetic surgery. Int J Oral

Maxillofac Surg 2007; 36:377–385.

Figure 5 Vertical, marginal mineralized bone growth height
with mean and standard deviation.

4 Clinical Implant Dentistry and Related Research, Volume *, Number *, 2011



2. Buser D, Dula K, Hess D, Hirt HP, Belser UC. Localized ridge

augmentation with autografts and barrier membranes.

Periodontol 2000 1999; 19:151–163.

3. Khoury F, Buchmann R. Surgical therapy of peri-implant

disease: a 3-year follow-up study of cases treated with 3

different techniques of bone regeneration. J Periodontol

2001; 72:1498–1508.

4. Raghoebar GM, Timmenga NM, Reintsema H, Stegenga B,

Vissink A. Maxillary bone grafting for insertion of endos-

seous implants: results after 12–124 months. Clin Oral

Implants Res 2001; 12:279–286.

5. Rocchietta I, Fontana F, Simion M. Clinical outcomes of

vertical bone augmentation to enable dental implant place-

ment: a systematic review. J Clin Periodontol 2008; 35:203–

215.

6. Steinhauser E, Obwegeser H. Rebuilding the alveolar ridge

with bone and cartilage autografts. Trans Int Conf Oral Surg

1967; 1:203–208.

7. Tinti C, Parma-Benfenati S, Polizzi G. Vertical ridge aug-

mentation: what is the limit? Int J Periodontics Restorative

Dent 1996; 16:220–229.

8. Dahlin C, Linde A, Gottlow J, Nyman S. Healing of bone

defects by guided tissue regeneration. Plast Reconstr Surg

1988; 81:672–676.

9. Esposito M, Grusovin MG, Kwan S, Worthington HV,

Coulthard P. Interventions for replacing missing teeth: bone

augmentation techniques for dental implant treatment.

Cochrane Database Syst Rev 2008; (3):CD003607.

10. Felice P, Marchetti C, Iezzi G, et al. Vertical ridge augmen-

tation of the atrophic posterior mandible with interposi-

tional bloc grafts: bone from the iliac crest vs. bovine

anorganic bone. Clinical and histological results up to one

year after loading from a randomized-controlled clinical

trial. Clin Oral Implants Res 2009; 20:1386–1393.

11. Khoury F, Antoun H, Missika P. Bone augmentation in oral

implantology. New Malden, UK: Quintessence Publishing

Co. Ltd, 2006.

12. Klesper B, Lazar F, Siessegger M, Hidding J, Zoller JE.

Vertical distraction osteogenesis of fibula transplants for

mandibular reconstruction – a preliminary study. J

Craniomaxillofac Surg 2002; 30:280–285.

13. McAllister BS, Gaffaney TE. Distraction osteogenesis for

vertical bone augmentation prior to oral implant recon-

struction. Periodontol 2000 2003; 33:54–66.

14. Roccuzzo M, Ramieri G, Bunino M, Berrone S. Autogenous

bone graft alone or associated with titanium mesh for verti-

cal alveolar ridge augmentation: a controlled clinical trial.

Clin Oral Implants Res 2007; 18:286–294.

15. Schettler D, Holtermann W. Clinical and experimental

results of a sandwich-technique for mandibular alveolar

ridge augmentation. J Maxillofac Surg 1977; 5:199–202.

16. Tonetti MS, Hammerle CH. Advances in bone augmentation

to enable dental implant placement: Consensus Report of

the Sixth European Workshop on Periodontology. J Clin

Periodontol 2008; 35:168–172.

17. Urban IA, Jovanovic SA, Lozada JL. Vertical ridge augmen-

tation using guided bone regeneration (GBR) in three clini-

cal scenarios prior to implant placement: a retrospective

study of 35 patients 12 to 72 months after loading. Int J Oral

Maxillofac Implants 2009; 24:502–510.

18. Draenert FG, Huetzen D, Kämmerer P, Wagner W. Bone

augmentation in dental implantology using press-fit bone

cylinders and twin-principle diamond hollow drills: a case

series. Clin Implant Dent Relat Res 2011; 13:238–243.

19. Giesenhagen B. Die einzeitige vertikale augmentation mit

ringförmigen knochentransplantaten. Z Zahnärztl Implan-

tol 2008; 24:43–46.

20. Sandor GK, Nish IA, Carmichael RP. Comparison of con-

ventional surgery with motorized trephine in bone harvest

from the anterior iliac crest. Oral Surg Oral Med Oral Pathol

Oral Radiol Endod 2003; 95:150–155.

21. Sandor GK, Rittenberg BN, Clokie CM, Caminiti MF. Clini-

cal success in harvesting autogenous bone using a minimally

invasive trephine. J Oral Maxillofac Surg 2003; 61:164–168.

22. Draenert GF, Ehrenfeld M, Eisenmenger W. [A new tech-

nique for transcrestal sinus floor elevation with press-fit

bone cylinders (dowel lift): short communication of the first

in vitro results]. Mund Kiefer Gesichtschir 2007; 11:43–44.

23. Draenert GF, Eisenmenger W. A new technique for the tran-

screstal sinus floor elevation and alveolar ridge augmenta-

tion with press-fit bone cylinders: a technical note. J

Craniomaxillofac Surg 2007; 35:201–206.

24. Cordioli G, Atiyeh F, Piattelli A, Majzoub Z. Healing of

transplanted composite bone grafts-implants: a pilot animal

study. Clin Oral Implants Res 2003; 14:750–758.

25. Draenert GF, Delius M. The mechanically stable steam ster-

ilization of bone grafts. Biomaterials 2007; 28:1531–1538.

26. Donath K, Breuner G. A method for the study of undecalci-

fied bones and teeth with attached soft tissues. The Sage-

Schliff (sawing and grinding) technique. J Oral Pathol 1982;

11:318–326.

27. Wagner W, Tetsch P, Ackermann KL, Bohmer U, Dahl H.

[Animal experimental studies on bone regeneration in stan-

dardized defects after the implantation of tricalcium phos-

phate ceramic]. Dtsch Zahnarztl Z 1981; 36:82–85.

28. Nunamaker DM. Experimental models of fracture repair.

Clin Orthop Relat Res 1998; 456:S56–S65.

29. Stetzer K, Cooper G, Gassner R, Kapucu R, Mundell R,

Mooney MP. Effects of fixation type and guided tissue

regeneration on maxillary osteotomy healing in rabbits.

J Oral Maxillofac Surg 2002; 60:427–436. Discussion 436–

437.

30. Calvo-Guirado JL, Delgado-Ruiz RA, Ramirez-Fernandez

MP, Mate-Sanchez JE, Ortiz-Ruiz A, Marcus A. Histomor-

phometric and mineral degradation study of Ossceram(®): a

novel biphasic B-tricalcium phosphate, in critical size defects

Biomaterial Rings: Animal Study 5



in rabbits. Clin Oral Implants Res 2011. DOI: 10.1111/

j.1600-0501.2011.02193.x.

31. Joosten U, Joist A, Gosheger G, Liljenqvist U, Brandt B,

von Eiff C. Effectiveness of hydroxyapatite-vancomycin bone

cement in the treatment of Staphylococcus aureus induced

chronic osteomyelitis. Biomaterials 2005; 26:5251–5258.

32. Liljensten EL, Attaelmanan AG, Larsson C, et al. Hydroxya-

patite granule/carrier composites promote new bone forma-

tion in cortical defects. Clin Implant Dent Relat Res 2000;

2:50–59.

33. Fontana F, Rocchietta I, Addis A, Schupbach P, Zanotti G,

Simion M. Effects of a calcium phosphate coating on the

osseointegration of endosseous implants in a rabbit model.

Clin Oral Implants Res 2011; 22:760–766.

34. Simion M, Nevins M, Rocchietta I, et al. Vertical ridge aug-

mentation using an equine block infused with recombinant

human platelet-derived growth factor-BB: a histologic study

in a canine model. Int J Periodontics Restorative Dent 2009;

29:245–255.

35. Draenert GF, Draenert K, Tischer T. Dose-dependent

osteoinductive effects of bFGF in rabbits. Growth Factors

2009; 27:419–424.

36. Khoury F. Augmentation of the sinus floor with mandibular

bone block and simultaneous implantation: a 6-year clinical

investigation. Int J Oral Maxillofac Implants 1999; 14:557–

564.

37. Simion M, Jovanovic SA, Tinti C, Benfenati SP. Long-term

evaluation of osseointegrated implants inserted at the time

or after vertical ridge augmentation. A retrospective study on

123 implants with 1–5 year follow-up. Clin Oral Implants

Res 2001; 12:35–45.

6 Clinical Implant Dentistry and Related Research, Volume *, Number *, 2011


