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1. Introduction
The problem of structural and functional reconstruction 
of bone defects in an oral and maxillofacial area that 
develop due to malformation, infection, trauma, or 
various operations has not been solved yet in a satisfactory 
manner (1,2).

Bone defects are defined as empty areas found inside or 
on the surface of the bone and that need to be filled with 
new bone. Although a part of these defects can recover, 
it may be necessary to aid these empty bone areas to 
restructure somehow to allow these defects that develop 
because of surgical excision of congenital, traumatic, or 
bone pathologies where this mechanism falls short to 
recover. For this purpose, bone grafts and several different 
materials have been used in the treatment of bone defects 
since the second half of the 18th century with the aim of 
providing new contours and supporting bone recovery (3–
5). Bone grafts can be divided into groups as autogenous 
grafts, allografts, xenogenous grafts, and alloplasts. 

Although autogenous cancellous bone graft is 
currently regarded as the gold standard in the treatment 

of a bone defect treated surgically, due to reasons such as 
the requirement of more than one surgical region, inability 
to obtain sufficient substance, postoperative pain, patient 
discomfort, and duration and cost of surgery, research to 
find the ideal bone graft continues (6–8). Researchers have 
shown that natural and synthetic graft materials can be 
conveniently used in the restoration of deformities. Having 
advantages such as limitless availability, easy sterilization, 
and storage, synthetic or semisynthetic materials can be 
utilized by themselves or together with autogenous bone 
grafts (9).

The ideal bone graft material should be easy to 
obtain, osteoinductive, osteoconductive, easy to apply, 
and low priced. When deciding to use a bone graft, it is 
compulsory to consider the factors concerning the patient 
and the environment, the experience of the surgeon, and 
the economic aspects of graft use and to choose materials 
suitable for the subjects with suitable indications (10,11).

Experimental studies are needed to ascertain that 
osseous recovery is achieved in the best way with different 
applications in a critical size bone defect defined as the 

Background/aim: This study evaluated the histopathological effects of two different bone grafts, calcium triglyceride bone cement 
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smallest intraosseous wound that does not heal by itself 
during the lifetime of the individual. To contribute to 
these studies, in our study, we aimed to histopathologically 
examine the short- and medium-term effects of locally 
applied calcium triglyceride-based bone cement and 
chitosan on the recovery of bone defects and to find an 
appropriate bone substitute for critical defects.

2. Materials and methods
The İstanbul University Institutional Animal Care and 
Use Ethical Committee approved all experimental 
procedures. The operations of the experimental animals 
and histopathological examinations of the bone defects 
were carried out at İstanbul University Experimental 
Medicine Research Institute and Oncology Institute 
Tumor Pathology and Oncologic Cytology Department.

Ninety-two Sprague Dawley strain male rats of 240 
± 20 g weight were kept at 21 ± 1 °C in an environment 
automated to provide the standard of 40%–60% relative 
humidity rate and a lighting period of 12-h light and 12-h 
dark in metal cages. The animals were fed tap water and 
laboratory feed. The right tibias of all the animals used 
in our study were included in the experimental protocol. 
This study involved three main groups and four subgroups 
arranged as per the sacrification periods on days 7, 14, 30, 
and 60.
2.1. Main groups and subgroups
Critical-size bone defects were left empty in the control 
group. Calcium triglyceride bone cement (CTBC) was used 
in the first experimental group and chitosan was used in the 
second experimental group. The control group comprised 
28 experimental animals. The CTBC and chitosan bone 
graft groups both comprised 32 experimental animals. In 
the control group, each subgroup contained seven rats. In 
the other groups, each subgroup contained eight rats. The 
animals in each subgroup were sacrificed on days 7, 14, 30, 
and 60, respectively.

2.2. Surgical applications
General anesthesia was applied to the experimental animals 
by peritoneal injection of 5 mg/kg xylazine hydrochloride 
and 6 mg/kg ketamine HCl mixture. Medial surfaces of the 
right hind legs of the experimental animals, which were 
immobilized in standard posture, were cleaned and the 
surgery region was wiped with a povidone-iodine solution. 
The right and left legs were set in a flexion position and 
dermal, subdermal, and periosteum laceration of 20-mm 
length was performed in a longitudinal direction to reach 
the medial surface of the tibia. Using a one-diameter 
round-tipped stainless steel drill mounted on a handpiece 
connected to a micromotor, under irrigation of sterile 
serum physiologic solution, bone defects of 8-mm length 
and 1-mm width that include the cortex and medulla 
layers of the bone were created. Placement of chitosan 
and CTBC into the defect areas is shown in Figures 1 
and 2. Postsurgical recovery was recorded by daily visual 
examination of the incisions and overall condition of the 
rats, daily food and water intake, and body weight gain.
2.3. Light microscopy monitoring and evaluation criteria
Sacrification processes of the experimental animals in all 
the experimental and control groups were completed on 
days 7, 14, 30, and 60. After the sacrification, the parts in the 
operative fields were found and removed. The material was 
fixed in 10% buffered formalin for 1 week. After fixation, 
all the material was decalcified in a solution prepared by a 
combination of 50% formic acid and 20% sodium citrate 
solutions one scale from each. After the decalcified parts 
had undergone routine tissue monitoring, cross sections of 
5–7-µm thickness obtained from prepared paraffin blocks 
were stained with hematoxylin-eosin (H-E) and examined 
under a light microscope. Cross sections obtained from all 
groups on days 7, 14, 30, and 60 were evaluated regarding 
inflammation, foreign body reaction, necrosis, fibrous 
tissue formation, new bone formation, and residual graft 
material. Evaluations of these parameters were conducted 

Figure 1. Placement of chitosan into the defect area. Figure 2. Placement of calcium triglyceride bone cement into the 
defect area.
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by their footprint. Parameters having a footprint of 0%–
5% (–), 5%–30% (+), 30%–60% (++), or over 60% (+++) 
were evaluated.
2.4. Statistical evaluation methods
Statistical evaluations in this study were conducted at 
İstanbul University Biostatistics and Medical Informatics 
Department. Descriptive statistics were provided as 
distributions of percentage and frequency. Chi-square and 
Fisher’s exact tests were used for comparison of categorical 
data. Statistical significance was evaluated at P < 0.05 level. 
At least 8 subjects were used in each group at 80% strength 
and 95% confidence level so that a difference of 0.2 to 0.8 
ratio (0% to 5%) of the foreign body reaction of chitosan 
and calcium triglyceride bone cement could be significant.

3. Results 
Chitosan and CTBC placed into the critical-size defects 
were histopathologically evaluated on days 7, 14, 30, 
and 60 in terms of inflammation, foreign body reaction, 
necrosis, fibrosis, new bone formation, and residual graft 
material.

3.1. Control groups
Histopathological findings of the control groups on days 
7, 14, 30, and 60 are shown in Tables 1–4, respectively, and 
Figure 3. 
3.2. Experimental groups
Histopathological findings of the CTBC group sacrificed 
on days 7, 14, 30, and 60 are shown in Tables 1–4, 
respectively, and Figure 4.

Histopathological findings of the chitosan group 
sacrificed on days 7, 14, 30, and 60 are shown in Tables 
1–4, respectively, and Figure 5.
3.3. Statistical results
Graphical comparisons of the control, chitosan, and CTBC 
groups are shown in Figures 6–11.

4. Discussion
Today, several different test methods are being used in 
researching the biological compatibilities of the materials 
used in dentistry. The autogenous cancellous bone graft 
is regarded as the gold standard (12,13). However, the 
obtained material is limited and the morbidity rate is 

Table 1. Histopathological findings of the control, calcium triglyceride bone cement, and chitosan groups on day 7.
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Inflammation Foreign body reaction Necrosis Fibrosis New bone formation Residual graft material
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Rat 7 ++ +++ ++ – – – – – + ++ ++ ++ + + + – +++ –

Rat 8 +++ ++ + – – – + ++ ++ ++ +++ –

Table 2. Histopathological findings of the control, calcium triglyceride bone cement, and chitosan groups on day 14.

Day 14
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Rat 7 + ++ ++ – – – + – – ++ ++ ++ ++ +++ +++ – +++ –

Rat 8 ++ + + – – – ++ ++ ++ ++ +++ –
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high (14). In the present study, the responses of two 
different bone grafts (chitosan and CTBC) were evaluated. 
Assessment of the tissue responses in the defect area was 
carried out by evaluating the parameters of inflammation, 

foreign body reaction, necrosis, fibrosis, new bone 
formation, and residual graft material. These parameters 
were assessed and compared to day 7, day 14, day 30, and 
day 60 separately.

Table 3. Histopathological findings of the control, calcium triglyceride bone cement, and chitosan groups on day 30.

Day 30

Inflammation Foreign body reaction Necrosis Fibrosis New bone formation Residual graft material

C
on

tr
ol

C
TB

C

C
hi

to
sa

n

C
on

tr
ol

C
TB

C

C
hi

to
sa

n

C
on

tr
ol

C
TB

C

C
hi

to
sa

n

C
on

tr
ol

C
TB

C

C
hi

to
sa

n

C
on

tr
ol

C
TB

C

C
hi

to
sa

n

C
on

tr
ol

C
TB

C

C
hi

to
sa

n

Rat 1 – ++ + – – – + – – + + + ++ +++ +++ – +++ –
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Rat 5 – + + – + – – – – ++ + ++ ++ +++ ++ – +++ –

Rat 6 – ++ + – – – – – – ++ + ++ +++ +++ +++ – +++ –

Rat 7 – ++ – – + – – – – ++ +++ ++ +++ +++ ++ – +++ –

Rat 8 ++ – + – – – ++ ++ +++ +++ +++ –

Table 4. Histopathological findings of the control, calcium triglyceride bone cement, and chitosan groups on day 60.

Day 60

Inflammation Foreign body reaction Necrosis Fibrosis New bone formation Residual graft material
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Rat 8 ++ – + – – – + – ++ +++ +++ –

Figure 3. Lamellar cortical bone covering the defect that changed 
places with the reticular bone tissue in the defect area (H-E ×100).

Figure 4. Trabecular bone tissue in which bone marrow was 
formed, filling the defect with the graft material maintaining its 
existence in the defect area (H-E ×100).
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Chitosan is a reactive derivative of chitin. It is available 
on the market in several forms such as powder, film, 
fiber, and gel. In addition to its positive effects on wound 
recovery, chitosan also has analgesic, hemostatic, and 
antimicrobial effects (15–20). The gel form was used in 
this study for its ease of use considering these qualities of 
chitosan.

Tomihata et al. researched the relationship between 
the resorption time of chitosan films and lysosome. 
They indicated that the relation is directly associated 
with the deacetylation rate of chitosan (21). Rodríguez-
Vázquez et al. stated that the sensitivity of chitosan having 
70% deacetylation rate to lysozyme is maximum. They 
showed with studies that resorption of the chitosan with 
a deacetylation rate over 85% can thus last for months 

(22). In the present study, chitosan was used with 86% 
deacetylation rate.

It was observed that pores of chitosan with a low 
deacetylation rate are more orderly and parallel. However, 
pore structures of chitosan with a high deacetylation rate 
are the opposite, and the connection between them is 
reduced. This porous structure of the material provides a 
suitable environment that facilitates cell migration into the 
tissue and exchange of metabolic products (23,24). 

Chitosan and calcium triglyceride were statistically 
evaluated using the results obtained from the groups by 
comparing them both within themselves and with the 
control group and with each other. When the control 
group is examined, the new bone formation starts on day 
7, gradually increased on days 14, 30, and 60, and the 

Figure 5. Bone marrow between the trabecular bone filling the 
defect area and replacement of this trabecular bone tissue by 
cortical bone in parts (H-E ×100).

Figure 6. Graphical comparison of distribution of inflammation according to groups and days.
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cavities, except for in two experimental animals, were filled 
with new bone on day 60. Distributions of inflammation, 
necrosis, and fibrosis gradually decreased in this group, 
and fibrosis was present in only one experimental animal 
on day 60. When this group is evaluated within itself 
according to days, these differences were not significant. 
This result is based on the natural increase in bone 
formation and a natural decrease in distributions in the 
other parameters (25).

The results of distribution on days 7, 14, 30, and 60 
in the experimental group in which chitosan was used 

show that the differences between them in all parameters 
are either negligible to be evaluated or insignificant. The 
necrosis seen in four experimental animals only on day 7 
was not seen on days 14, 30, and 60 at all and the statistical 
significance of the difference between them was at P = 
0.077 level, and there is a significant difference of P = 0.041 
in the distribution of inflammation between days 30 and 
60. Fibrosis seen on day 7 decreased gradually while new 
bone formation increased gradually and it significantly 
increased at P = 0.026 level especially between days 14 
and 60. The significant difference observed in necrosis 

Figure 7. Graphical comparison of distribution of foreign body reaction according to groups and days.

Figure 8. Graphical comparison of distribution of necrosis according to groups and days.
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distribution developed can be based on traumatic work 
occurring when the cavities were being prepared.

In all parameters in the CTBC group, the differences 
between day 7 and days 14, 30, and 60 were statistically 
insignificant. In this group, necrosis, which was seen at 
minor level in all experimental animals on day 7, was 
seen only in one on day 60 and not seen at all on days 
14 and 30. Contrary to this, intermediate and slightly 
increasing inflammation was observed in all groups and 
experimental animals, minor foreign body reaction was 
seen in an increasing number of rats, intermediate fibrosis 

was seen in all experimental animals, and a significant 
level of existence of residual graft material was determined 
in all groups and all experimental animals. The new bone 
formation was observed at a minor and intermediate 
level as of day 7; gradually increased on days 14, 30, and 
60; and the existence of intensive new bone formation 
was observed on days 30 and 60. Mainly the difference 
in new bone formation between day 14 and day 30 was 
significantly high (P = 0.026). These results were obtained 
in the distributions of inflammation, foreign body 
reaction, fibrosis, and residual graft material from the 

Figure 9. Graphical comparison of distribution of fibrosis according to groups and days.

Figure 10. Graphical comparison of distribution of new bone formation according to groups and days.
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physical structure of the material that becomes as hard as 
bone within 25–30 min.

Due to a lack of similar studies, the results of this study 
cohere with the results of studies indicating that CTBC 
can be used for different purposes. The fact that a minor 
foreign body reaction was observed in the study even at the 
end of day 60 does not comply with the results reported by 
researchers asserting that a foreign body reaction was not 
observed. 

Except for necrosis distribution, the differences between 
the chitosan and control groups were not computable in 
any group on day 14. Although the difference in necrosis 
distribution was slightly higher in the control group, it was 
insignificant (P = 0.200).

On day 14, a significant difference was not found 
between the two experimental groups in new bone 
formation (P = 1.000) or in the distribution of inflammation 
although it was slightly higher in the calcium triglyceride 
group (P = 0.315). However, foreign body reaction was 
found to be significantly higher (P = 0.007) in the group to 
which CTBC was applied.

A significant difference between the experimental 
groups was not found regarding new bone formation, 
while the distribution of inflammation in the CTBC 
group and the distribution of foreign body reaction were 
significantly higher. This result contradicts the results of 
the researchers asserting that CTBC can be used without 
problems and creates a foreign body reaction based 
on clinical applications, while it is in conformity with 
the results of those asserting that chitosan plays a more 

effective role in new bone recovery (26). The excess in 
the distribution of necrosis seen in the control group can 
result from traumatic reasons.

Distribution of inflammation in the chitosan group on 
day 30 was significantly higher in the experimental group 
(P = 0.007) compared to the control group. On the other 
hand, although the difference in new bone formations was 
higher in the experimental group (P = 0.132) compared to 
the control group, it was not significant.

The distribution of necrosis is higher in the control 
group on day 30 (P = 0.200). In the CTBC experimental 
group, distributions of foreign body reaction (P = 0.026) 
and new bone formation (P = 0.007) were significantly 
higher. When these results are evaluated all together, 
although it is seen that the distribution of new bone 
formation is significantly higher in the CTBC group 
compared to the control group, its not having a significant 
difference from the chitosan group and showing higher 
foreign body reaction give the idea that there are question 
marks about this graft material. These results we concluded 
are also in conformity with the positive results obtained 
from the studies concerning chitosan (27).

We may have studied the biocompatibility, and the 
effects of the biomaterials (inflammation, foreign body 
reaction) used in large quantities in bone defects at critical 
dimensions can be approximated to the human model 
using bigger experimental animals than rats.

When the results from the control, chitosan, and 
CTBC groups are evaluated all together, neither material 
has a very efficient role in bone recovery; CTBC can be 

Figure 11. Graphical comparison of distribution of residual graft material according to groups and days.
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used as a space maintainer in large defects and in cases 
where bone contour is required to be preserved since 
CTBC maintains its existence without being resorbed for 
a long time. Chitosan in gel form, which was used in this 
study, was resorbed and completely disappeared within 
the first 7 days, showing that this material cannot be used 
in bone defects as a space maintainer or with the purpose 
of preservation of the bone contour.

Chitosan in gel form can be used in various surgical 
practices in cases where short-term space maintainer 
material is required and in replacement of resorbable 
membranes. It will be appropriate for new studies to be 
conducted to determine chitosan in powder, film, and 
fiber forms differently from the gel form. It seems quite 

promising to examine the applicability and the effect on 
bone defects of different chitosan forms, which remains 
our next focus.

This study is the first in the literature in which chitosan 
and CTBC were compared. Although new bone formation 
is higher both in the chitosan group and the CTBC group 
compared to the control group, foreign body reaction is 
significantly higher in the CTBC group while fibrosis is 
higher in the chitosan group.

Acknowledgment
The present work was supported by the Research Fund of 
İstanbul University. Project No: 15767.

References

1. Rabie ABM, Lie KEN, Jie RKP. Integration of endochondral 
bone grafts in the presence of demineralized bone matrix. Int J 
Oral Maxillofac Surg 1996; 25: 311-318.

2. Redondo LM, Cantera JMG, Hernândez AV, Puerta CV. Effect 
of particulate porous hydroxyapatite on osteoinduction of 
demineralized bone autografts in experimental reconstruction 
of the rat mandible. Int J Oral Maxillofac Surg 1995; 24: 445-
448.

3. Aaboe M, Pinholt ME, Hjorting-Hansen E. Healing of 
experimentally created defects: a review. Br J Oral Maxillofac 
Surg 1995; 33: 312-318.

4. Bernard GW. Healing and repair of osseous defects. Dent Clin 
North Am 1991; 35: 469-477.

5. Parikh SN. Bone graft substitutes: past, present, future. J 
Postgrad Med 2002; 48: 142-148.

6. Buttermann G, Glazer P, Bradford D. The use of bone allografts 
in the spine. Clin Orthop 1996; 324: 75-85.

7. Greenwald AS, Boden SD, Goldberg VM, Khan Y, Laurencin 
CT, Rosier RN. Bone graft substitutes: facts, fictions, and 
applications. J Bone Joint Surg 2001; 83: 98-103.

8. Szpalski M, Gunzburg R. Applications of calcium phosphate-
based cancellous bone fillers in trauma surgery. Orthopaedics 
2002; 25: 601-609.

9. Kumar P, Vinitha B, Fathima G. Bone grafts in dentistry. J 
Pharm Bioall Sci 2013; 5: 125-127.

10. Aichelmann-Reidy ME, Yukna RA. Bone replacement grafts. 
The bone substitutes. Dent Clin North Am 1998; 42: 491-503.

11. Stevenson S, Emery SE, Goldberg VM. Factors affecting bone 
graft incorporation. Clin Orthop Relat Res 1996; 324: 66-74.

12. Atay MH, Yılmaz FR. Investigation histopathologically of 
two different bone grafts. Dicle Tıp Dergisi 2005; 32: 172-178 
(article in Turkish with a summary in English).

13. Tomak Y, Dabak N, Kökçü C, Gülman B, Karaismailoğlu TN, 
Andaç A. Our clinical experience with the use of allografts 
and bone banking. Acta Orthopaedica et Traumatologica 
Turcica 2000; 34: 139-146 (article in Turkish with an abstract 
in English).

14. Veth R, Schreuder B, Beem H, Pruszcynski M, Rooy J. 
Cryosurgery in aggressive, benign, and low-grade malignant 
bone tumours. Lancet Oncol 2005; 6: 25-34.

15. Azad AK, Sermsintham N, Chandrkrachang S, Stevens 
WF. Chitosan membrane as a wound-healing dressing: 
characterization and clinical application. J Biomed Mater Res 
B Appl Biomater 2004; 69: 216-222.

16. Klokkevold PR, Fukayama H, Sung EC, Bertolami CN. The 
effect of chitosan (poly-N-acetyl glucosamine) on lingual 
hemostasis in heparinized rabbits. J Oral Maxillofac Surg 1999; 
57: 49-52.

17. Liu H, Du Y, Wang X, Sun L. Chitosan kills bacteria through 
cell membrane damage. Int J Food Microbiol 2004; 95: 147-
155.

18. No HK, Park NY, Lee SH, Meyers SP. Antibacterial activity 
of chitosans and chitosan oligomers with different molecular 
weights. Int J Food Microbiol 2002; 74: 65-72.

19. Okamoto Y, Kawakami K, Miyatake K, Morimoto M, 
Shigemasa Y, Minami S. Analgesic effects of chitin and 
chitosan. Carbohydr Polym 2002; 49: 249-252.

20. Rao SB, Sharma CP. Use of chitosan as a biomaterial: Studies on 
its safety and hemostatic potential, J Biomed Mater Res 1997; 
34: 21-28.

21. Tomihata K, Ikada Y. In vitro and in vivo degradation of films 
of chitin and its deacetylated derivatives. Biomaterials 1997; 18: 
567-575.

22. Rodríguez-Vázquez M, Vega-Ruiz B, Ramos-Zúñiga 
R, Alexander Saldaña-Koppel D, Quiñones-Olvera LF. 
Chitosan and its potential use as a scaffold for tissue 
engineering in regenerative medicine.  BioMed Research 
International vol. 2015, Article ID 821279, 15 pages, 2015. 
doi:10.1155/2015/821279



1277

USLUCAN et al. / Turk J Med Sci

23. Oliveira JM, Rodrigues MT, Silva SS, Malafaya PB, Gomes ME, 
Viegas CA. Novel hydroxyapatite/chitosan bilayered scaffold 
for osteochondral tissue-engineering applications: scaffold 
design and its performance when seeded with goat bone 
marrow stromal cells. Biomaterials 2006; 27: 6123-6137.

24. Oktay ÖE, Demiralp B, Demiralp B, Senel S, Cevdet Akman 
A, Eratalay K, Akincibay H. Effects of platelet-rich plasma and 
chitosan combination on bone regeneration in experimental 
rabbit cranial defects. J Oral Implantol 2010; 36: 175-184

25. Muzzarelli RA, Mattioli-Belmonte M, Tietz C, Biagini R, 
Ferioli G, Brunelli MA, Fini M, Giardino R, Ilari P, Biagini G. 
Stimulatory effect on bone formation exerted by a modified 
chitosan. Biomaterials 1994; 15: 1075-1081.

26. Muzzarelli RA, Zucchini C, Ilari P, Pugnaloni A, Mattioli-
Belmonte M, Biagini G, Castaldini C. Osteoconductive 
properties of methylpyrrolidinone chitosan in an animal 
model. Biomaterials 1993; 14: 925-929.

27. Shen EC, Chou TC, Gau CH. Releasing growth factors from 
activated human platelets after chitosan stimulation: a possible 
bio-material for platelet-rich plasma preparation. Clin Oral 
Implants Res 2006; 17: 572-578.


