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In Vivo Therapeutic Effect of a Novel Thiolated Chitosan/Modified Calcium 
Carbonate Composite Microspheres Scaffold for Bone Repair
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Abstract
In this study, thiolated chitosan (CS-TBA) and modified calcium carbonate microspheres (CCM), were used to 
fabricate composite scaffolds, and their physical and performances were compared and evaluated in vitro and in 
vivo. Specimen of the following was prepared as 5 mm diameter, 1 mm thick discs; CS-TBA/CCM group and a control 
group (blank group). A scanning electron microscope study was conducted. Graft materials were implanted in a 5 
mm diameter in the calvarial bone. Rats were sacrificed after four and eight weeks for micro-CT and histological 
staining, and the findings obtained were used to calculate the bone mineral density (BMD), bone volume/total bone 
volume (BV/TV), and trabecular number (TB.N). It was found that these three values were significantly higher in the 
CS-TBA/CCM group than in the control group (p<0.05). This study demonstrated an excellent potential of CS-TBA/
CCM scaffold as a bone graft substitute.

Keywords: Biomaterial; Thiolated chitosan; Modified calcium 
carbonate; Scaffold; Bone defect; Bone graft.

Introduction
Cranial bone defects associated with pathology, trauma and 
fracture nonunion represent a significant clinical problem [1, 2]. 
Autologous and allograft bone graft represent the ideal graft material 
as they possess the desirable properties of osteoinductivity and 
osteoconductivity while existing issues like the limited supply, risk 
of immune rejection, and chronic immune responses have limited 
their application, thereby leading to the development of engineered 
bone substitutes [3-7]. Hence, an improved strategy is urgently 
needed to better treat the cranial bone defect.

Chitosan has been widely used in tissue engineering, because 
of its favorable biological properties such as biocompatibility, 
biodegradability, and non-toxicity [8]. It has been demonstrated that 
the addition of thiolated groups to the main amino groups of chitosan 
can improve some properties of chitosan [9]. Unlike chitosan can 
only be dissolved in acidic medium, while thiolated chitosan has a 
good solubility under neutral pH condition, thus making scaffold-
based thiolated chitosan suitable for the bone substitutes which 
almost demand the neutral pH. 

The main component of coral is calcium carbonate, which has 
been widely used in clinical bone transplantation [10]. Calcium 
carbonate has good biocompatibility and bone conductivity, it has 
been considered as a promising alternative to coral repair bone 
defect [11]. However, the coral bone grafts are confronted with 
some barriers such as severe environmental problems, inflammatory 
reaction risk, and biological variation [12]. Calcium carbonate 
(CaCO3) being synthesized in the presence of organic additives 
usually has fantastic architecture and the combined use of thiolated 
chitosan /modified calcium carbonate has not been evaluated. In 
this study, a novel CS-TBA / CCM scaffold was used to repair 
the skull defect of rats with the main goal to verify its osteogenic 
properties, and providing an experimental basis for further clinical 
application [13].

Materials and Methods
Preparation and Characterization of Scaffold Based On CS-
TBA/CCM 
CS-TBA was prepared using 2-iminothiolane hydrochloride 
according to the method reported by Liu et al. [14]. Modified calcium 
carbonate (CaCO3) microspheres were prepared by immobilization of 
Cchitosan onto chondroitin sulfate modified (originally presented by 
T.M et al. [15]. CS-TBA/CCM was prepared with tripolyphosphate 
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(TPP) by ionic cross-linking. In brief, a 5 mL of 0.2% (w/v) CS-
TBA solution (in water) with 50 mg modified calcium carbonate 
was added dropwise into 200 ml of 10% (w/v) TPP solution under 
continuous stirring for 36 h. Afterward, the microspheres were 
washed several times with distilled insulated water and dried at 
room temperature. For the scaffold fabrication, pure acetic acid 
was used to partially dissolve the surface of the microspheres in a 
96-well plate as mold and allow them to fuse, thus forming a porous 
scaffold. The scaffolds and CaCO3 were metalized by sputter-coating 
with carbon and observed by scanning electron microscope (SEM, 
JSM-7001F, and Japan).

Experimental Animals and Study Design
All animals were managed under an approved IRB protocol. In this 
study, 12 healthy female Sprague–Dawley (SD) rats (average weight 
200g), supplied by the Animal Research Center of Guangdong 
Province were divided into two equal groups such as CS-TBA/CCM 
scaffolds and negative control (no scaffold implantation) group. 
Under general anesthesia, the cranium was exposed through a medial 
incision. Single full-thickness circular defects (5mm in diameter, 
1mm in thickness) were generated by a dental bur (Figure 1). The 
defect was implanted with CS-TBA/CCM scaffold. The control 
group was left untreated. In all animals, the wound was irrigated, 
fascia and skin were closed. Post-operatively, three rats were housed 
per cage in a 12 h day-night rhythm with free cage activity and 
drinking water. The calvaria were harvested for evaluation after 
both 4 and 8 weeks of implantation.

Figure 1: The surgical procedure of the bone defect. A medial 
incision was made on the calvarial bone, and single full-thickness 
circular defects (5mm in diameter, 1mm in thickness) was generated 
by a dental bur

Micro-CT Analysis
The harvested specimens were fixed in 10% (v/v) neutral buffered 
formalin. For the determination of 3D architecture of the calvarial 
sample, specimens were analyzed in an advanced µ-CT instrument 
(ZKKS-MC-Sharp-IV, Zhong Ke Kai sheng Bio, Inc.). Three-
Dimensional Reconstruction of the image was performed with a 4 
mm region of interest using CTAn and CTVol (Skyscan) software. 
Histomorphometric parameters, including bone mineral density 
(BMD), bone volume/total volume (BV/TV) and trabecular number 
(TB.N) were evaluated.

Immunohistochemical Analysis
After the µ-CT analysis, the harvested specimens were decalcified 
in neutral 10% EDTA solution for two weeks at room temperature. 
Samples were dehydrated through an alcohol gradient and embedded 

in paraffin blocks. The paraffin blocks were sliced into sections (5μm) 
that were stained with hematoxylin and eosin (HE) or Masson’s 
trichrome staining. The stained sections were photographed digitally 
under a microscope.

Statistical Analysis
SPSS22.0 statistical software was used for analysis. All quantitative 
data are presented as mean ± SD. The student's t-test was performed 
to assess the statistical significance of results between groups. Values 
of p < 0.05 were accepted as statistically significant.

Results 
Scaffold Characterization
The scaffold displayed around 5 mm in diameter and 1 mm in height 
(Figure 2a and Figure 2b). The size of the scaffold is adjustable 
according to the requirements. The inner structure and morphology 
of the scaffold were examined by Scanning Electron Microscope 
(SEM). As shown in Figure 2c and Figure 2d, the scaffold was 
composed of fused bathyspheres with a diameter of 400-600μm, 
pore size ranged from 100 to 500 μm. Figure 3 showed the SEM 
images of the modified calcium carbonate particles obtained in 
the presence of polymers (or their derivatives)-chondroitin sulfate 
and carboxymethyl chitosan. Panoramic images showed that all 
particles exhibit well-defined spherical morphology and the size of 
the spherical particles is ranged from 50 to 100 μm, indicating that 
the size of the particles can be well controlled by the two polymers. 

Figure 2: Structure of the CS-TBA/CCM scaffold. (a, b) overall 
appearance, (c, d) SEM photos of the scaffold.

Figure 3: SEM images of the modified calcium carbonate particle 
(a).100μm (b).50μm (c-d).20μm.
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Results of µ-CT Analysis
The 3D reconstruction images in each group are presented in Figure 
4. At 4 and 8 weeks after the operation, Micro-CT images showed the 
minute increment bone formation in CS-TBA/CCM group compared 
to control group after 4 weeks of implantation, while CS-TBA/CCM 
group showed the greatest amount of bone compared to control 
group after 8 weeks of implantation. The BV/TV was 6.47±2.90 in 
the control group and 13.67±4.25 in the CS-TBA/CCM group at 8 
weeks after the operation. The BV/TV of the CS-TBA/CCM group 
was significantly higher than that of the control group (p <0.05) 
(Figure 5b). The BMD of the control group, CS-TBA/CCM group 
were (4W 95.71±50.09, 8W 116.36±20.1) and (4W 189.84±26.42, 
8W 222.91±11.79) respectively. The BMD of the CS-TBA/CCM 
group was significantly higher than that of the control group (p 
<0.05) (Figure 5a). The Tb.N of the control group, CS-TBA/CCM 
group were (4W 0.25±0.04, 8W 0.20±0.16) and (4W 0.55±0.16, 
8W 0.71±0.19) respectively. The Tb.N of the CS-TBA/CCM group 
was significantly higher than that of the control group (p <0.05) 
(Figure 5c). 

Figure 4: The 3D reconstruction images of microcomputed 
tomography (µ-CT) in the (a) control group and (b) CS-TBA/CCM 
group at 4 weeks after the operation, (c) control group and (d) CS-
TBA/CCM group at 8 weeks after the operation. 

Figure 5: Micro-CT examination of the whole calvaria after 4 and 
8 weeks implantation in vivo. (a) Bone mineral density (BMD) 

(b) bone volume/total volume (BV/TV) and (c) trabecular number 
(Tb.N). *p < 0.05, ***p<0.001, CS-TBA/CCM group versus control 
group.

Results of Histological Staining Analysis
The histological staining showed bone regeneration efficiency after 
4 and 8 weeks of implantation (Figure 6). At 4 weeks after the 
operation, none fiber connection was found in the control group, but 
the fiber junction was gradually formed in CS-TBA/CCM group, 
with a large number of a blue nucleus. At 8 weeks after the operation, 
the fiber junction was gradually formed in control group with few 
new bone formation at the edge of fiber, while in the CS-TBA/CCM 
group, there was new bone growth in the fiber space, and obvious 
vascular formation could be seen on the edge. The histological and 
Micro-CT analysis results are similar, and besides suggesting that 
CS-TBA/CCM engineering system should be a favorable candidate 
for bone regeneration. 

Figure 6: Histology of the cranial specimens at 4 and 8 weeks 
after implantation in the rat. (A) Hematoxylin and eosin staining 
in CS-TBA/CCM and control group. New capillaries (red arrow), 
new bone (blue arrow) and osteoblasts (purple arrow), fiber tissue 
junction (black arrow), lymphocytes immersion (yellow arrow), fiber 
connective tissue (green arrow) (B) Masson’s trichrome staining in 
CS-TBA/CCM and control group

Discussion
Regeneration of such segmental bone and large bone defects caused 
by bone injury, tumor, and other bone diseases has been a difficult 
problem in clinical treatment [16]. Scaffolds with microstructure 
simulated host bone for treating bone defects are necessary for bone 
tissue engineering strategies [17]. In this work, we synthesized 
CS-TBA/CCM scaffold to verify its osteogenic properties. The 
extensive characterization showed that the CS-TBA/CCM scaffold 
is a safe and effective bone graft substitute. Moreover, the superior 
regenerative capability of the CS-TBA/CCM scaffold in vivo was 
also confirmed, as shown by the enhanced bone regeneration within 
a 5 mm rat calvarial defect [18, 19]. 

The treatment and repair of bone defects have always been one of 
the important clinical problems [20]. It is known that the capacity 
to promote osteogenesis is the key to the application of synthetic 
biomaterials in bone defect reconstruction [7]. A study reported by 
F. He and al found that calcium carbonate is the main component of 
coral, which has been widely used in clinical bone transplantation 
[7]. Fupo He and al. found that calcium carbonate is osteoconductive 
and not osteoinductive [21]. Therefore, in this study, we synthesized 
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calcium carbonate composite microspheres by using calcium 
chloride and ammonium carbonate as raw materials and modified 
with Carboxymethyl chitosan and Chondroitin Sulfate.

Chitosan is biocompatibility, biodegradability, and non-toxicity with 
almost all the tissues [22]. It has been reported that chitosan displayed 
significant osteoconductivity, but minimal osteoinductive performance 
[23]. However, the solubility of chitosan on physiological pH is limited 
[22]. Some studies stated that the inherent shortcoming of chitosan 
has been overcome by the formation of derivatives such as acylated, 
carboxylated or thiolated chitosan [24, 25]. Among these various 
chitosan derivatives, sulfhydrylation technology has the advantage of 
high stability [26]. Additionally, the usefulness of thiolated chitosan 
was mostly used in hydrogel and drug release [27, 28]. However, 
the potential application of this material for bone tissue engineering 
scaffold was rarely investigated. In this work, we synthesized CS-TBA 
/CCM scaffold to verify its osteogenic properties.

In our analysis, we found that the structure of the CS-TBA/CCM 
composite microsphere scaffold was revealed by SEM observations 
(Figure 2), which was composed of fused bathyspheres with pore 
size ranged from 100 to 500μm. Pore volume is one of the important 
features that determine the success of the implanted scaffolds owing 
to its role in support. A study reported that pores greater than 20-
100μm were beneficial to cell infiltration, and the neovascularization 
was improved significantly after exceeding 100μm [18]. Some data 
from literature highlighted that pores more than 300μm promote 
direct osteogenesis, and pores below 300μm promote cartilage 
osteosis. As well, it is known that high porosity usually means high 
surface area/volume ratio, which is beneficial for other substances 
to adhere to the scaffold and promote bone tissue regeneration [29]. 
To evaluate the ability of CS-TBA/CCM scaffold and promote bone 
growth in vivo, we surgically created critical-sized cranial bone 
defects in SD rats. Our µ-CT analysis showed that the CS-TBA/CCM 
group had more effective bone regeneration ability compare to the 
control group (Figure 3). Similarly, the BV/TV, BMD and Tb.N of 
the CS-TBA/CCM group were significantly higher than that of the 
control group (Figure 5). Additionally, the 3D reconstruction image 
(Figure 4) of the CS-TBA/CCM group showed more bone formation 
compared with the control group (Figure 2). Our vivo studies showed 
that the new bone-like tissue determined by micro-CT combined 
with histology examination were significantly increased in the CS-
TBA/CCM group than in the control group in vivo (Figure 4-6). The 
model of a full-thickness cranial defect in vivo showed that CS-TBA/
CCM group was superior to the control group in promoting bone 
regeneration [24]. This change regarding bone regeneration in the 
experiment group can be explained by the modified/CaCO3, which 
has high negatively charged groups such as carboxylate and sulfate 
groups. These two groups have been confirmed to be involved in 
the control of bio-mineralization [21]. 

Our study also has several limitations. Firstly, the BMSCs combined 
with CS-TBA/CCM scaffold may have a more superior osteogenic 
effect. Secondly, the CS-TBA/CCM scaffold may carry biological 
factors and drugs. Thus, further investigation is necessary to fully 
illustrate the CS-TBA/CCM scaffold combined with other substances 
in bone regeneration in vivo.

Conclusions
In this study, a synthetic CS-TBA/CCM scaffold using CS-TBA/
modified calcium carbonate was successfully made through the 

ionic cross-linking technique. In vitro study, SEM revealed that the 
scaffold with a diameter of 400-600μm and pore size varied from 
100 to 500μm. Our in vivo study showed a remarkable increasing 
bone formation in CS-TBA/CCM group compared to the control 
group 8 weeks after the implantation. This novel CS-TBA/CCM 
scaffold might be clinically fit as a potentially promising new bone 
substitute material.

Acknowledgement 
Financial support from the Science, Technology and Innovation 
Commission of Shenzhen Municipality (JCYJ20160531195524566) 
is gratefully acknowledged.

References
1.	 Cestari T M, Granjeiro J M, de Assis G F, Garlet G P, Taga R 

(2009) Bone repair and augmentation using block of sintered 
bovine-derived anorganic bone graft in cranial bone defect 
model 20: 340-350.

2.	 Zhong Q, Li W, Su X, Li G, Zhou Y, et al. (2016) Degradation 
pattern of porous CaCO3 and hydroxyapatite microspheres 
in vitro and in vivo for potential application in bone tissue 
engineering. Colloids and Surfaces B: Biointerfaces 143: 56-63.

3.	 Giannoudis P V, Chris Arts J J, Schmidmaier G, Larsson S 
(2011) What should be the characteristics of the ideal bone 
graft substitute? 42: S1-S2.

4.	 He F, Zhang J, Tian X, Wu S, Chen X (2015) A facile magnesium-
containing calcium carbonate biomaterial as potential bone 
graft. Colloids and Surfaces B: Biointerfaces 136: 845-852.

5.	 Jamie Humphrey CrystEngComm-continuing to grow. 
CRYSTENGCOMM 9: 12-14.

6.	 Jun Wang, Ji-Si Chen, Jing-Yi Zong, Dong Zhao, Feng Li, et 
al. (2010) Calcium Carbonate/Carboxymethyl Chitosan Hybrid 
Microspheres and Nano spheres for Drug Delivery. The Journal 
of Physical Chemistry C 114: 18940-18945.

7.	 Ding Zhou, Chao Qi, Yi-Xuan Chen, Ying-Jie Zhu, Tuan-Wei 
Sun, et al. (2017) Comparative study of porous hydroxyapatite/
chitosan and whitlockite/chitosan scaffolds for bone regeneration 
in calvarial defects 12: 2673-2687.

8.	 Felt O, Buri P, Gurny R (1998) Chitosan: A Unique 
Polysaccharide for Drug Delivery. Drug Dev Ind Pharm 24: 
979-993.

9.	 Esther J Lee, F Kurtis Kasper, Antonios G Mikos (2014) 
Biomaterials for Tissue Engineering. Ann Biomed Eng 42: 
323-337.

10.	 He F, Zhang J, Yang F, Zhu J, Tian X, et al. (2015) In vitro 
degradation and cell response of calcium carbonate composite 
ceramic in comparison with other synthetic bone substitute 
materials. Materials Science and Engineering 50: 257-265.

11.	 Xiaodeng Yang, Guiying Xu, Yijian Chen, TengLiu, Hongzhi 
Mao, et al. (2010) the influence of O-carboxymethylchitosan 
on the crystallization of calcium carbonate. Powder Technology 
204: 228-235.

12.	 Xiaoning He, Yang Liu, Xue Yuan, Li Lu (2014) Enhanced 
healing of rat calvarial defects with MSCs loaded on BMP-2 
releasing chitosan/alginate/hydroxyapatite scaffolds. Plos One 
9: 104061.

13.	 Yang Y, Hallgrimsson B, Putnins E E (2011) craniofacial defect 
regeneration using engineered bone marrow mesenchymal 
stromal cells. J Biomed Mater Res A 99: 74-85.

14.	 Bernkop-Schnürch A, Hornof M, Zoidl T (2003) Thiolated 
polymers-thiomers: synthesis and in vitro evaluation of 



Volume 2 | Issue 1 | 5 of 5Int J Ortho Res, 2019

Copyright: ©2019 Bo Yu, et al. This is an open-access article distributed 
under the terms of the Creative Commons Attribution License, which 
permits unrestricted use, distribution, and reproduction in any medium, 
provided the original author and source are credited.

www.opastonline.com

chitosan-2-iminothiolane conjugates. INT J PHARMACEUT 
260: 229-237.

15.	 In-Yong Kim, Seog-Jin Seo, Hyun-Seuk Moon, Mi-Kyong 
Yoo, In-YoungPark, et al. (2008) Chitosan and its derivatives 
for tissue engineering applications. Biotechnology Advances 
26: 1-21.

16.	 Li Y, Zhang Z, Zhang Z (2018) Porous Chitosan/Nano-
Hydroxyapatite Composite Scaffolds Incorporating Simvastatin-
Loaded PLGA Microspheres for Bone Repair. Cells Tissues 
Organs 205: 20-31.

17.	 Aiah A El-Rashidy, Judith A Roether, Leila Harhaus, Ulrich 
Kneser, Aldo R Boccaccini (2017) Regenerating bone with 
bioactive glass scaffolds: A review of in vivo studies in bone 
defect models. ACTA BIOMATER 62: 1-28.

18.	 Hou R, Chen F, Yang Y, Cheng X, Gao Z, et al. (2007) 
Comparative study between coral-mesenchymal stem cells-
rhBMP-2 composite and auto-bone-graft in rabbit critical-sized 
cranial defect model. J Biomed Mater Res A 80: 85-93.

19.	 Xujie Liu, Yan Chen, Qianli Huang, Wei He, Feng Q, et al. 
(2014) A novel thermo-sensitive hydrogel based on thiolated 
chitosan/hydroxyapatite/beta-glycerophosphate. Carbohyd 
Polymer 110: 62-69.

20.	 Yong Gong, Songjian Li, Wei Zeng, Jianing Yu, Chen Y, et al. 
(2019) Controlled in vivo Bone Formation and Vascularization 
Using Ultrasound-Triggered Release of Recombinant Vascular 
Endothelial Growth Factor From Poly(D,L-lactic-co-glycolic 
acid) Microbubbles.

21.	 He F, Zhang J, Tian X, Wu S, Chen X (2015) A facile magnesium-
containing calcium carbonate biomaterial as potential bone 
graft. Colloids and Surfaces B: Biointerfaces 136: 845-852.

22.	 Wang H, Zhao S, Xiao W, Cui X, Huang W, et al. (2015) 
Three-dimensional zinc incorporated borosilicate bioactive 
glass scaffolds for rodent critical-sized calvarial defects repair 
and regeneration. Colloids and Surfaces B: Biointerfaces 130: 
149-156.

23.	 Kafedjiiski K, Krauland A H, Hoffer M H, Bernkop-Schnürch 
A (2005) Synthesis and in vitro evaluation of a novel thiolated 
chitosan. BIOMATERIALS 26: 819-826.

24.	 Chen Y, Liu X, Liu R, Gong Y, Wang M, et al. (2017) Zero-
order controlled release of BMP2-derived peptide P24 from the 
chitosan scaffold by chemical grafting modification technique 
for promotion of osteogenesis in vitro and enhancement of bone 
repair in vivo 7: 1072-1087.

25.	 Narayan Bhattarai, Jonathan Gunn, Miqin Zhang (2010) 
Chitosan-based hydrogels for controlled, localized drug 
delivery. Advanced Drug Delivery Reviews 62: 83-99.

26.	 R Logith Kumar, A Keshav Narayan, S Dhivya, A Chawla, S 
Saravanan (2016) A review of chitosan and its derivatives in 
bone tissue engineering. Carbohydrate Polymers 151: 172-188.

27.	 Liu X, Yu B, Huang Q, Liu R, Feng Q, et al. (2016) In vitro 
BMP-2 peptide release from thiolated chitosan based hydrogel. 
Int J Biol Macromol 93: 314-321.

28.	 Chen MC, Mi FL, Liao ZX, Hsiao CW, Sonaje K, et al. (2013) 
Recent advances in chitosan-based nanoparticles for oral 
delivery of macromolecules. Adv Drug Deliver Rev 65: 865-79.

29.	 Cipitria A, Lange C, Schell H, Wagermaier W, Reichert JC, et 
al. (2012) Porous scaffold architecture guides tissue formation. 
Journal of bone and mineral research: the official journal of the 
American Society for Bone and Mineral Research 27: 88-1275.


