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Dear colleagues,

_If you are one of those who want to include field-tested and innovative implantological
treatment concepts to your office and, furthermore, you wish to learn about the decisive crite-
ria for practical techniques and materials, | am sure we will see each other at the 44" Interna-
tional Annual DGZI Congress on 26 and 27 September 2014 in Diisseldorf, Germany. We chose
this special congress venue as Dusseldorf forms the international centre of an innovative region
with a high entertainment factor.

Advanced education will usually demand some of your spare time, but with our DGZI train-
ing courses,you willhave much funand easily-applicable knowledge in exchange, ensuring both
the success of your dental office and content patients.

Only you can influence this business factor, and it's the best marketing tool to gain new pa-
tients. DGZI offers you opportunities which include e-learning curriculums and master study
courses that you shouldn't miss! Asin the previous years, our discussion panel DGZI Kontrovers
will be used for an active exchange among the speakers and their audience. This year's motto is
"Stone-Age Implantology vs. Computer Games" encourages to discuss technology by posing
questions such as "Which products are necessary?", "Which products are mandatory?" and
"What are my general options?” In addition, we will also discuss high-level implantology which
makes do without high-end technology, as each patient deserves an individual treatment con-
cept.

Again we have assembled more than 30 speakers from Germany and around the world who
will provide you with new ideas and innovative concepts.

Don't miss out on this year's International Annual DGZI Congress! Its personal atmosphere,
combined with an extensive dental exhibition, will guarantee that you can "learn from the best"

and enjoy immediate success. | am looking forward to seeing you in Diisseldorf!

Warm regards,

Prof. (CAl) Dr Roland Hille
DGZI Vice President and Scientific Director

editorial

Dr Roland Hille
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Injectable bone substitute
based on 3-TCP granules

Results from an in-vivo analysis in Wistar rats

Authors_M. Barbeck, J. Lorenz, C. Landes ,R.A. Sader, C.J. Kirkpatrick & S. Ghanaati, Germany

Fig. 1_The tissue reaction to the
triphasic bone substitute material at
day 3 after implantation:
a) a total scan of the bone substitute,
which was located within the
connective tissue (CT: connective
tissue; EP: Epidermis; OR: outer
cell-rich region; IR: inner region)
(H&E-staining, total scan,
100x magnification);
b) the infiltration of mononuclear
cells into the outer region
(Movat’s pentachrome staining,
400x magnification;
scale bar =100 pm);

c) inner region (IR), in which the
3-TCP granules (TCP) were
embedded (asterisks) (Movat's
pentachrome staining,
100x magnification; scale bar =
100 pm).
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_Introduction

In the recent years biomaterial research has fo-
cused on developing a reliable and safe alternative to
autologous bone for augmentation in case of a re-
ducedlocalboneamount.Asautologous bone has os-
teoinductive, osteoconductive and osteogenic prop-
erties, itis postulated to be the gold standard in peri-
implant hard tissue augmentation.! Xenogenic bone
substitutes, originating from animals of different
species and processed in different steps, are well re-
searched and accepted from both surgeons and pa-
tients.? Alloplastic bone substitutes from syntheti-
cally manufactured hydroxyapatite (HA), beta-trical-
cium phosphate (B-TCP) or a mixture of these two
compounds have been reported to be biocompatible,
degradable and osteoconduktive.®”

During integration in the host tissue, parameters
such as the potential induction of an inflammatory
response, the biomaterial vascularisation and degra-
dation play an important role.®'* By modifying the
chemical and physical characteristics of a biomater-
ial, i.e.itschemical composition and its surface struc-
ture morphology and porosity, it seems to be possible
to tailor alloplastic bone substitute materials individ-
ually to specific requirements.? From a number of in
vitro and in vivo trials it is known that beside the
chemical composition, the granule size also has a sig-
nificantimpact in the degradation behaviour of syn-
thetic bone substitute materials. Granules with a
mean size larger than 500 um and a low porosity are
more slowly degraded and resist the ingrowth of con-
nective tissue in the implantation bed more than
granules smaller than 50 pm.>'2'17 However, small
granules might be more suitable for different kinds of
defect classes.

With a combination of small, pure-phase B-TCP
granules, which serve as bioactive fillers,and a carrier
matrix of methylcellulose (MC) and hyaluronic acid
(HY), the fast degradation of the small granules and
the connective tissue influx might be prevented
by the aqueous phase. All three components, the
B-TCP, the MC and the HY are known to be biocom-
patible?-51%25 and have optimal mechanical and reg-
ulating properties, which are favourable for tissue en-
gineering and regeneration.?-3> Additionally, bioma-
terial mightalso be easier to handle, as it is paste-like
and therefore injectable into the augmentation site.

Theaimofthe presentstudy was toinvestigate the
inflammatoryresponse,aswellastheoverallintegrity
within the implantation bed, the degradation behav-
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Fig. 2_The tissue reaction to the
triphasic bone-substitute material at
day 10 after implantation:

a) an overview of the total implant
area by means of a total scan.
(H&E-staining, total scan,

100x magnification);

b) the outer region (OR, double head
arrow), which was distinguishable
from the inner region (IR). (red
arrows: vessels; arrow heads: giant
cells; H&E-staining,

200x magnification; scale bar =
100 pm);

¢) ingrowth of connective tissue into
the outer region of the implanted
paste-like bone-substitute material.
(red arrows: vessels; red asterisks:
polymer solution; Movat’s
pentachrome staining,

400x magnification; scale bar =
100 pm);

d) multinucleated giant cells within
the outer region; red arrow heads:
TRAP positive multinucleated giant
cells; black arrow heads: giant cells
without TRAP activity)
(TRAP-staining, 400x magnification;
scale bar =100 pm);

e) inner region of the implantation
bed. (arrows: mononuclear cells;
asterisks: ) aqueous polymer solution
(Movat’s pentachrome staining,
200x magnification; scale bar =
100 pm).
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iourand the vascularisation ofa new paste-like bone-
substitute material composed of B-TCP, methylcellu-
lose (MC) and hyaluronic acid (HY) by means of histo-
logical and histomorphometrical analysis. Therefore,
the cellular tissue reaction to thisnew bone substitute

material was investigated in the subcutaneous im-
plantation modelin Wistar ratsduringan observation
period of 60 days. Three groups with (a) subcutaneous
implantation of pure, solid B-TCP, (b) subcutaneous
injection of sodium chloride, and (c) a sham operated
animals served as controls.

_Material and methods

Bone substitute material

In the present study an injectable bone substitute
paste made from crushed pure-phase B- TCP, methyl-
cellulose and hyaluronic acid was investigated. The
manufacturing process of sintering and crushing re-
sultsin ceramic particles with a size of <63 um, which
were mixed with anaqueous polymersolutioninara-
tio of 70 wt% ceramics and 30 wt% polymer solution.

Study design

With approval from the Committee on the Use of
Live Animalsin Teaching and Research of the State of
Rhineland-Palatinate, Germany, 90 female, 5-week-
old Wistar rats were divided in three groups and re-
ceived implantation of the above mentioned in-
jectable B-tricalcium phosphate bone substitute ma-
terial (group 1) and pure, solid 3-TCP granules (group
2). For control, ten animals underwent an operation
withaninjection of sodiumchloride (group 3)and an-
other 20 animals (group 4) underwent preparation of
subcutaneous pocketswithoutbiomaterialimplanta-
tion.At3,10,15,30and 60days, theanimals were sac-

rificed by an overdose of ketamine and xylazinand ac-
cording to a previously described method® 3¢-* the
bone substitute material was explanted and
processed for histological and histomorphometrical
analysis.

Tissue preparation

The extracted samples were fixed in 4% formalin,
cutinto segments of 4 mm thickness, decalcified, de-
hydrated in alcohol and embedded in paraffin. After-
wards the samples were cut with a microtome in sec-
tionsofa thicknessof 4 umandstained as follows: the
first section was stained with haematoxylinand eosin
(H &t E), the second section with tartrate-resistantacid
phosphatase (TRAP) to identify osteoclast-like cells,
while the third and fourth section were used for im-
munochemical staining with ED-1 antibody (for cells
of the monocyte-macrophage lineage). A fifth slide
was stained with Movat's pentachrome to visualise
connective tissue ingrowth within the implantation
bed and a seventh slide was stained by von
Kossa/Safranin-0 staining for identification of cal-
cium and calcium phosphates.®3-4

Histological and histomorphometrical investigation

After staining, the sections were investigated by
independent investigators with a diagnostic micro-
scope (Nikon, Tokyo, Japan) and the tissue-biomate-
rial interaction within the implantation bed and the
peri-implant tissue was examined histomorphomet-
rically using the NIS-Elementssoftware (Nikon, Tokyo,
Japan). The total number of vessels and their area on
each slide were determined and related to the total
implantation area. Thereby, for each time point, a
mean number of vessels per square millimetre and a
mean total vessel area could be determined. The re-
sults of the quantitative analysis were presented as
mean + standard deviation with differences consid-
ered significantif p-values were <0.05 (*p < 0.05) and
highly significant if p-values were <0.01 (*p < 0.01).

_Results

Allthe animalsin each group survived the surgical
proceduresand the postoperative observation period
without complications. No signs for severe inflam-
matory response were observed.

Tissue reaction to B-TCPgranules

Beginning on day 3, the B-TCP granule group
material induced penetration of phagocytes,
macrophages and connective tissue fibres, resulting
ina poorly vascularised fiber and fibroblast rich gran-
ulation tissue, which had completely penetrated the
implantation bed atday 15.Atday 30and 60 only few
remnants of the bone substitute granules were obvi-
ous. The vascularisation of the implantation bed re-
mained low, presenting no significant differences in



the aforementioned vascularisation parameters to
the results of the two control groups (Figs. 7a-d,
8a &tb):

Tissue reaction to paste-like B-TCPsolution

Withintheimplantationbed of the triphasic paste-
like B-TCP at day 3, the bone-substitute material ap-
peared as a compact structure. The implanted mate-
rial could be divided in compact outer surface and an
inner core. A large number of phagocytes, lympho-
cytes, a few plasma cellsand eosinophils and connec-
tivetissue fibresstarted to penetrate the outersurface
without reaching the inner core. Therefore neither
vessels nor connective tissue or organic structures
were found in the central parts of the implantation
bed (Figs. 1a-c).

At day 10 the separation within the biomaterial
wasstill present. The outer structure contained an ac-
tivegranulationtissue, withanincreased vascularisa-
tion by newly formed vessels, while the inner core,
comparable to day 3, was still populated by very few
mononuclear cells (Figs. 2a-e).

At day 15, the degradation of the outer structure
proceeded. The granulation tissue formed around the
biomaterial was rich in vessels and contained more
multinucleated giant cells thanatday 10.In the inner
core still less connective tissue fibres and mononu-
clear and especially multinuclear cells were de-
tectable compared to the outer regions (Figs. 3a-d).

The implantation bed showed total integration of
the innerand outer part of the implanted biomaterial
at day 30. TRAP positive multinucleated giant cells
dominated the fiber and vessel rich granulation tis-
sue. The former outer region had been transformed
intoaconnective tissue with very few phagocytesand
rich in fibres, while the inner core of the implant had
been transformed into a richly vascularized granula-
tion tissue (Figs. 4a &t c).

To the end of the observation at day 60 the degra-
dation of the biomaterial, mainly by multinucleated
giant cells continued. In areas, where biomaterial
remnants were still present, granulation tissue was
still present, while in parts where the biomaterial was
already completely degraded, it was replaced by adi-
pose and connective tissue. Remaining granules were
surrounded by phagocytes, i.e. macrophages and
multinucleated giant cells (Figs. 5a & c, 6a-d).

Histomorphometric results
Histomorphometricinvestigation oftheexplanted
biomaterials was performed to determine the vascu-
larisation within the implantation bed at different
time points of biomaterial integration. At day 3 a mild
vascularisation within the three phasic injectable

B-TCP biomaterial, which was significantly higher
than in the B-TCP granule group, was observed
(**p <0.01, Figs. 8a & b). At days 10, 15,30 and 60 sig-
nificantly higher values for percent vascularisation
and vessel density in the B-TCP paste were observed
compared to the solid B-TCP and the two control
groups (sham operation and sodium chloride). These
data indicated a maturing of the vessels within the
implant. Adetailed overview of the significance levels
between the different groups at each time point is
given in figure 8a & b.

_Discussion

Inthe presentstudy the tissue reactions toa paste-
like bone substitute material composed of B-TCP,
methylcellulose and hyaluronicacid was investigated
in the subcutaneous implantation model in Wistar
ratsover 60days.Implantation of puresolid B-TCP,in-
jection of sodium chloride and sham operation served
ascontrols. The primary focus of histological and his-
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Fig. 3_The tissue reaction to the
triphasic bone-substitute material at
day 15 after implantation;

a) overview of the implanted material
within the subcutaneous connective
tissue (CT). (H&E-staining, total scan,
100x magnification);

b) outer region (OR, double head
arrow),with a unique granulation
tissue (red arrows: vessels; arrow
heads: multinucleated giant cells;
(H&E-staining, 200x magnification;
scale bar =100 pm);

¢) TRAP activity in multinucleated
giant cells (red arrow heads; TRAP
staining, 200x magnification; scale
bar =100 pm);

d) the composition of the inner region
(IR) of the implanted material. (arrow
heads: multinucleated giant cells;
red arrows: vessels; black arrows:
mononuclear cells (Movat's
pentachrome staining,

400x magnification; scale bar =

100 ym).

Fig. 4_The tissue reaction to the
triphasic bone-substitute material at
day 30 after implantation;

a) total scan of the implant region.
Inner circle with few bone substitute
remnants (asterisks: granulation
tissue; H&E staining, total scan,
100x magnification);

b) the former inner region
transformed into a granulation tissue.
(red arrows: vessels; arrow heads:
mutinucleated giant cells;

Movat’s pentachrome staining,

400x magnification; scale bar =

100 pm);

c) differential TRAP expression at this
time point shown by TRAP-negative
and TRAP-positive multinucleated
giant cells (black arrow heads:
TRAP- negative multinucleated giant
cells; red arrow heads:

TRAP- positive multinucleated giant
cells; TRAP-staining,

200x magpnification; scale bar =

100 ym).
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