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Results

Figure 1	 (A)	SEM	images	at	250x	(a)	and	500x	(b)	magnification	illustrating	the	microstructures	of	the	DL-PCL	scaffold.	Representative	

	 SEM	images	illustrating	the	morphology	of	PDL	cells	cultured	for	16	hours	on	DL-PCL	scaffolds	(c	and	d	with	the	magnification

		 of	2000x	and	5000x,	respectively).	Note	the	well	spread	cells	(*)	on	the	surface	of	the	scaffold.	White	arrow	showed	the 

	 border	of	cells	that	extended	over	the	attached	cells.	(B)	Graph	showed	the	results	from	real-time	RT-PCR	analysis	to	examine	

	 the	expression	of	osteogenic	markers	ALP,	RUNX2,	and	OSX	cultured	for	2	days.	 In	growth	medium	(GM)	or	osteogenic 

	 medium	(OM)	and	in	DL-PCL	scaffold	using	OM	medium	(DL-PCL)	*	indicated	the	significance	when	compared	to	GM,	#	indicated

		 the	significance	when	compared	to	OM	at	p	<	0.5

Cell adhesion and differentiation

 The biocompatibility of DL-PCL scaffold was 

evaluated in terms of its ability to support cell attachment 

and differentiation. Fig. 1(A) shows SEM images of DL-PCL 

with and without PDL cells. Cells were seeded onto the 

DL-PCL scaffolds for 16 hours and then processed by SEM 

analysis. The image of the DL-PCL 3D-scaffold showed 

good interconnected porosity and the appearance of a 

polymeric network (Fig.1A; a and b). The figure also showed 

well-spread PDL cells after 16 hours seeded on the 

scaffold. The majority of cells showed evidence of the 

extension and expansion over the area of the scaffolds.

Comparison of osteogenic gene expression by RT-PCR 

analysis  

 The osteogenic differentiation was monitored 

based on the expression of three key osteogenic related 

genes including ALP an early marker of osteogenic differen-

tiation, RUNX2 and OSX, the key transcription factors 

that induced osteogenic differentiation. The results in 

Fig.1B showed upregulation of ALP, RUNX2 and OSX 

mRNAs expression in cells cultured with OM medium 

for two days compared to the cells cultures in GM. The 

results also indicated that cell culture on the DL-PCL 

scaffold showed the increased expression of these 

three genes compared to those in the OM medium as 

analysed by real-time RT-PCR.

Quantitative analysis of IgG levels in rat

 The scaffold was implanted in the rat calvarial 

defect model. Fig. 2 showed the schematic of calvarial 

defects and the implant of the scaffold in the defects. 

The defects were created with 5 mm diameter trephine 

bur within the temporal bone. The defects were left empty 

(SHAM) or filled with the DL-PCL scaffold for up to 8 weeks. 

To evaluate the specific-immune response, the amount of 

total IgG from the serum was measured. The results did 

not show any significant differences between the level 

of serum IgG in both the SHAM and the DL-PCL groups at 

all time points (0-8 weeks). 
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Figure 2 Graph	showed	the	level	of	serum	IgG	of	the	rat	in	the	SHAM	 

	 and	DL-PCL	groups.	No	significant	difference	was	detected

In vivo bone formation of DL-PCL scaffolds in rat 

calvarial model

 The amount of new bone formation in the defect 

was assessed by micro-CT analysis after four and eight 

weeks of implantation. Quantification of bone volume/

total volume (BV/TV) showed the amount of new bone 

formation at four and eight weeks of DL-PCL group was 

significantly higher than the SHAM group (P<0.05) [Fig. 3]. 

 Histological analysis of specimens at four and 

eight weeks after implantation were shown in Fig. 4. At 

four weeks, the DL-PCL group was found to have an 

increase in the amount of collagen, osteoid formation 

and vascularization inside the scaffold. At eight weeks, 

woven bone structures, osteocytes and lacunae structures 

were prominent and the newly formed bone in the center 

of the defect was seen. In contrast, the defects in the SHAM 

group were filled with loose connective tissue and minimal 

mineralization at either time point.

Figure 3	 (A)	Picture	from	micro-CT	analysis	showed	the	amount	of	new	bone	formation	compared	between	SHAM	and	DL-PCL	groups	
	 after	4	and	8	weeks	implantation.	(B)	Graph	showed	the	quantitative	amount	of	new	bone	formation	as	calculated	by		
	 bone	volume/total	defect	volume	(BV/TV).	*	indicated	the	significance	when	compared	to	SHAM	at	p	<	0.5
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Figure 4			Decalcified	histological	sections	of	rat	calvarial	at	4	and	8	weeks	in	the	SHAM	and	the	DL-PCL	groups.	a	and	b	showed	the	
	 section	from	SHAM	after	4	and	8	weeks,	respectively.	Fibrous	tissue	was	found	in	the	center	of	the	defect.	New	bone	formation	
 could be observed at the edge of the defect. c and d showed the section from the DL-PCL group at 4 and 8 weeks, respectively. 
 New bone formation could be observed within the implanted scaffold. Black bars represented 1 mm

Discussion
 The data from this present study showed the 

ability of three-dimensional DL-PCL scaffold to support 

cell adhesion and differentiation both in vitro and in vivo. 

The use of PCL scaffold for bone tissue engineering had 

been report in several studies, however, the majority of 

bone grew outside the scaffold.15,16 On the contrary, using 

our fabrication method, i.e., improve the connectivity 

between porous, can find the ossification centre that 

occurred within the scaffold, indicating the enhance ability 

of the scaffold to support the de novo bone formation.

 In terms of cell adhesion, the SEM showed the 

well spreading of PDL cells on DL-PCL scaffold within 

16 hours. The flatten of the cells on the surface of the 

scaffold indicated the good biocompatibility of the 

scaffold. This may be due to not only the high porosity 

and highly interconnected pore networks of the scaffold 

that allowed the cells to penetrate the scaffold17,18 but 

also to the architecture of the scaffold that is similar to 

the fibrous network. 

 Not only supporting cell adhesion, cell culture on 

the DL-PCL scaffold could undergo osteogenic differentiation 

as judged by the increased expression of ALP, RUNX2 and

OSX. ALP is the enzyme that provides to increase the local 

concentration of inorganic phosphate, a mineralization 

promoter, and to decrease the  concentration of extracellular 

pyrophosphate, an inhibitor of mineral formation.19 ALP 

has been considered to be one of the markers that represent 

the osteogenic differentiation.20 RUNX2 and OSX are the 

key transcription factors that regulate osteogenic differen-

tiation.21,22 An increase of these two genes have been 

considered as cell undergoes osteogenic differentiation. 

The higher level of expression of ALP and OSX in cells cultured 

on the DL-PCL with the OM group compared to cells 

cultured with OM alone suggested the possibility that the 

DL-PCL architecture might help promote the cells differen-

tiation. Similar to the present results, Chuenjitkuntaworn 

et al.23, reported the significant increase in the expression 

of type I collagen and osteocalcin mRNAs for the primary 
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human bone cells cultured on the PCL/HAp and the PCL 

scaffolds fabricated by combined solvent casting and particulate  

leaching techniques using sucrose as the porogen.

 The ability to support bone cell adhesion and 

differentiation of DL-PCL scaffold is the key issue determining 

the success in new bone formation. In order to explore the 

potential of clinical applications, an in vivo study of the 

scaffold to repair a calvarial defect was performed. The 

interaction between the scaffold and specific-immune 

response was analyzed through the serum IgG of rats. 

Increased serum IgG level at four and eight weeks post-

operatively from baseline was probably due to surgical 

trauma which lead to endogenous upregulation of IgG.24 

There was no significant difference when comparing the 

IgG levels the of SHAM and DL-PCL groups at all time 

points, suggesting that B-lymphocyte activity or adaptive 

immune response was in a range expected for the calvarial 

defect. Furthermore, an histological analysis saw no foreign 

body reaction around DL-PCL scaffolds. Thus, the DL-PCL 

scaffold may become the biocompatible option for tissue 

engineering. Similarly, Nisbet et al.25 reported the extent

of microglial and astrocytic responses following the im-

plantation of an electrospun PCL scaffold on the rat brain. 

The inflammatory microglia peaked at around four days 

and persisted for 28 days. Astrocytes displayed a similar 

pattern of activation. However, 60 days after implantation, 

there were no scars or foreign body reactions detected 

surrounding the scaffolds. 

 Finally, bone regeneration in the calvarial defects 

of rats was assessed. During the operation, good retention 

of the DL-PCL scaffolds on the implant site was observed.

This may be due to ample drainage of the exudate through 

the pore structure of the scaffold prevents the accumulation 

of exudate beneath the scaffold, which may dislodge the 

scaffold due to the pressure build-up.23 From a histological 

view, new blood vessels with red blood cells were formed 

in the groups receiving DL-PCL scaffold implantation. This 

suggests the regeneration of vascularized bone tissue by

the scaffold. Vascularization is critical for bone regeneration 

and persistence of newly formed bone tissue mass.26 

Furthermore, micro-CT data demonstrated a significant 

increase in BV/TV in the defects of the DL-PCL group at 

four and eight weeks post-surgery and from histological 

analysis, the degradation of scaffold and the newly 

formed bone in the center of the defect in the DL-PCL 

group at eight weeks after implantation were identified. 

Interestingly, the appearance of new bone area both at 

the center and edge of the DL-PCL scaffold group made 

them significantly increased bone volume greater than the 

SHAM group and indicate the excellent osteoconductivity 

of the DL-PCL scaffolds, when implanted in vivo. This 

ability might come from the highly interconnected pore 

networks of the scaffolds to facilitate cells ingrowth10 as 

well as the fibrous like structure of the scaffold. 

 Regarding the degradation rate of PCL, there was 

a report showing that the degradation time for the PCL 

scaffold ranged between 21 days to two years.16 Generally, 

a scaffold was designed to allow the seeded cells to 

proliferate and secrete extracellular matrix, therefore the 

gradual degradation of the scaffold will provide space 

for new cell growth.10 In addition, the water absorption ability  

of the DL-PCL scaffold may facilitate specific adsorption 

of serum proteins that could help regulate the adhesion 

and proliferation of the cells.23,27 Consider the amount of 

scaffold left in the affected area between four and eight 

weeks; approximately half of the scaffold already had 

degraded. Therefore, the degradation of the scaffold 

should be within three to six months, which would be the 

reasonable time frame in craniomaxillofacial applications.28 

 In conclusion, this study suggests that the DL-PCL 

scaffold was suitable for bone defect repair in a critical 

size rat calvarial defect model. The novel DL-PCL scaffold 

could serve as a carrier for repairing bone defects. This scaffold 

has enormous potential to develop as material for bone 

tissue engineering applications. Further experimental and 

clinical studies should be conducted to confirm these results. 
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