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Aligned laminin core-
polydioxanone/collagen shell 
fiber matrices effective for 
neuritogenesis
Su-Jin Song1, Yong Cheol Shin2, Sung Eun Kim1, Il Keun Kwon   3, Jong-Ho Lee4,  
Suong-Hyu Hyon5, Dong-Wook Han1 & Bongju Kim6

Neural tissue regeneration is a significant challenge, because severe nerve injury is quite difficult to 
regenerate spontaneously. Although, many studies have been devoted to promote nerve regeneration, 
there are still many technical challenges to achieve satisfactory results. In this study, we designed 
biomimetic matrices composed of aligned laminin core-polydioxanone/collagen shell (Lam-PDO/Col) 
fibers, which can provide both topographical and biochemical cues for promoting neuritogenesis. 
The aligned Lam-PDO/Col core-shell fiber matrices were fabricated by magnetic field-assisted 
electrospinning with the coaxial system, and their potential as biofunctional scaffolds for promoting 
neuritogenesis was explored. It was demonstrated that the aligned Lam-PDO/Col core-shell fibers were 
successfully fabricated, and the laminin in the core of fibers was steadily and continuously released 
from fibers. In addition, the cellular behaviors of hippocampal neuronal cells on the matrices were 
significantly enhanced. Moreover, the aligned Lam-PDO/Col fiber matrices effectively improved and 
guided neurite outgrowth as well as the neurogenic differentiation by providing both topographical 
and biochemical cues through aligned fiber structure and sustained release of laminin. Collectively, 
it is suggested that the aligned Lam-PDO/Col core-shell fiber matrices are one of the most promising 
approaches for promoting neuritogenesis and neural tissue regeneration.

Nerve injury is often caused by resections of tumors, traffic accidents or iatrogenic side effects of the surgery1. A 
slight nerve injury can be recovered spontaneously, while severe nerve injury is quite difficult to regenerate spon-
taneously. Therefore, numerous efforts have been devoted to effectively promote nerve regeneration. However, 
conventional strategies, such as nerve coaptation or the reconstruction with allografts, xenografts and autografts, 
have several limitations owing to the limited supply and the risk of immune-rejection or ineffectiveness in severe 
nerve injury2,3. Therefore, much research have focused on the development of artificial scaffolds to enhance the 
neuronal cell behaviors by a tissue engineering approach. Several techniques, such as gas forming, salt leaching 
and electrospinning, have been employed for fabricating artificial scaffolds that can mimic the natural extracellu-
lar matrix (ECM) strucuture4–6. Among these techniques, electrospinning is the technique of using a high electric 
field generated between a polymer solution in a syringe and a grounded collector7–10. Hence, the electrospinning 
techniques have attracted a significant attention as a simple and effective technique for fabricating tissue engi-
neering scaffolds11. Previous studies have demonstrated that various structures of artificial matrices can be fabri-
cated by the electrospinning12. In addition, the aligned fibrous matrices can enhance or induce the differentiation 
of stem cells into specific cell lineages, such as neurogenic, chondrogenic, osteogenic, and myogenic lineages13–16. 
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Especially, aligned fibrous matrices are suitable for the regeneration of neuronal cells because the aligned fibers 
can provide an axon guidance cue to neuronal cells, which is effective to neurogenic differetiation13,17,18. It has 
been documented that the neurite outgrowth can be enhanced by aligned fibrous structure around neuronal 
cells19. Therefore, there have been many efforts to fabricate aligned fibrous scaffolds using various biocompatible 
and biodegradable polymer such as polylactids, polycaprolactones and poly(lactic-co-glycolic acid) by electro-
spinning for tissue regeneration20. Meanwhile, various biochemical cues, such as proteins, peptides, drugs, and 
growth factors, can be incorporated into fibrous matrices for further enhancing tissue regeneration21–23. However, 
successful delivery and steady stimulation by bioactive molecules during the entire tissue regeneration process 
remain significant challenges in the rational designing of scaffolds. To address this issue, core-shell fibers have 
been proposed as one of the most desired strategies for controllably and sustainably delivering the bioactive 
molecules24–26. The release rate of encapsulated biomolecules in the core of fibers can be adjusted by choosing 
an appropriate shell material, which can leads to the desired release rate of bioactive molecules in a controlled 
manner. In this study, we designed fibrous matrices composed of aligned laminin core-polydioxanone/collagen 
shell (Lam-PDO/Col) fibers, which can provide both topographical and biochemical cues for promoting neurito-
genesis, and investigated their effects on neuronal cell regeneration.

In general, neural tissue regeneration takes a relatively long time that may take several weeks27,28. Therefore, 
scaffolds for neural tissue regeneration should have long-term biodegradable time to provide a long enough time 
for nerve regeneration and maturation. PDO is a biocompatible polymer, and has long-term biodegradable time, 
good flexibility and mechanical properties. In addition, since PDO exhibits superior biocompatibility and low 
inflammatory response29,30, it has been widely used for various biomedical and clinical applications including 
drug delivery carrier, surgical suture material and tissue engineering scaffold29,31. However, its intrinsic hydro-
phobic property is a major obstacle to its use as a tissue engineering scaffold. Hence, we used PDO in a combi-
nation with Col to improve the hydrophilicity of fiber matrices. Col, a main component of ECMs, is a highly 
hydrophilic material, and plays a crucial role in cell adhesion. According to the previous studies, Col-blended 
electrospun matrices can improve the cell adhesion and proliferation32. Meanwhile, Lam was encapsulated in 
the core region of aligned fibers to specifically promote neuronal cell growth and neurite outgrowth. Lam is 
an abundant glycoprotein in basement membrane of nerve tissues, and composed of multidomain “cross-link” 
shaped structure consisting of three polypeptide chains (α1, β1 and β2)33. Lam in the nerve system can not only 
promote neurite outgrowth, but can also provide a specific axonal guidance34. On the other hand, fiber alignment 
plays a key role in determining cellular behaviors, including cell alignment, migration and differentiation35,36. To 
fabricate aligned nanofibers, particulary designed collectors, such as a parallel electrode collector or fast ratating 
collector, have been used. In those electrospining systems, the degree of fiber alignment is highly dependent on 
the rotating speed or the width of gap between parallel electrodes37–40. Meanwhile, there have been continuous 
efforts to achieve highly aligned structure using electrospinning. A magnetic field-assisted electrospinning is 
one of the most useful techniques for fabricating highly aligned nanofiber matrices. It has been reported that the 
magnetic field-assisted electrospinning allows fabricating the highly aligned nanofiber structures by supplying 
electrical and magnetic fields to electrostatical charged polymer nanofibers39,41,42. The external magnetic field 
can be introduced at a collector where the insulating and grounding regions are alternately arranged, and sub-
sequently the charged fibers are uniaxially stacked onto the collector. Herein, we fabricated aligned Lam-PDO/
Col core-shell fiber matrices by magnetic field-assisted electrospinning with the coaxial system. In addition, the 
physicochemical and mechanical properties of aligned Lam-PDO/Col core-shell matrices were characterized, 
and the degree of fiber alignment was analyzed by the fast Fourier transform (FFT) method43. Furthermore, the 
cellular behaviors of HT-22 mouse hippocampal neuronal cells on the matrices were evaluated to examine their 
potentials as tissue engineering scaffolds for neuritogenesis and neural tissue regeneration.

Materials and Methods
Fabrication of aligned Lam-PDO/Col core-shell matrices.  The random PDO, aligned PDO, aligned 
PDO/Col, and aligned Lam-PDO/Col core-shell matrices were produced by magnetic field-assisted electro-
spinning (Figure S1). Briefly, random PDO matirces were fabricated with the 160 mg/mL of the PDO resins 
(Center for Fiber and Textile Science, Kyoto Institute of Technology, Kyoto, Japan) dissolved in 1, 1, 1, 3, 3, 3-hex-
afluoro-2-propanol (HFIP, Sigma-Aldrich, MO, USA). The as-prepared PDO solution was loaded into a syringe 
(HSW NORM-JECT, Tuttlingen, Germany) with a 23-gauge spinneret needle, and continuously injected at a flow 
rate of 0.5 mL/h. A distance between the collector and needle tip was 16 cm, and an applied voltage was adjusted 
at 13–15 kV. The aligned PDO matrices were prepared by magnetic field-assisted electrospinning at 2000 rpm 
of collector rotation (Figure S1B)39,41,42. A working distance and the flow rate were same with the condition of 
random PDO matrices. The aligned PDO/Col matrices were fabricated with the 240 and 12 mg/mL of PDO and 
Col (Darim Tissen, Seoul, Korea) in HFIP, respectively. The aligned Lam-PDO/Col core-shell matrices were fab-
ricated by magnetic field-assisted electrospinning with the coaxial system that could encapsulate Lam in the core 
region of the electrospun fibers. The PDO (240 mg/mL) and Col (12 mg/mL) were dissoved in HFIP to obtain 
shell solution, and the Lam (30 μg/mL; Gibco, Invitrogen, Singapore) was dissolved in distilled water to obtain 
the core solution. The inner and outer needles had a diameter of 25-gauge and 18-gauge, respectively. The shell 
and core solutions loaded in each syringe were separately supplied by two syringe pumps at flow rates of 1 and 
0.3 mL/h, respectively. A voltage of 15 kV was supplied to the shell solution, and the electric fields were simulta-
neously transferred to the core solution. The fabricated Lam-PDO/Col core-shell fibers were accumulated on a 
rotating collector (2000 rpm), followed by slow vacuum-drying at room temperature for overnight to eliminate 
the residual solvent. Afterwards, the prepared fiber matrices were cut into a round shape with 9 mm diameter. 
Prior to use, all samples were sterilized under ultraviolet (UV) light.
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Characterization of aligned Lam-PDO/Col core-shell matrices.  The surface morphologies of the 
matrices were examined by a field emission scanning electron microscope (FESEM; Hitachi S4700, Tokyo, Japan) 
at a 5 kV acceleration voltage. Before examination, all matrices were sputter coated with a thin layer of platinum. 
The degree of fiber alignment was analyzed using FFT method43–46. The FFT analysis converts the information of 
a real domain from its orignial image data to a mathematically defined frequency domain. The FESEM images of 
fabricated matrices were analyzed using ImageJ software (National Institutes of Health, Bethesda, MD, USA) with 
an oval profile plug-in (designed by William O’Connnell)43, and the results of FFT analysis indicate the degree of 
fiber alignment. The distribution of FFT frequency was obtained by an oval projection of FFT analysis images, 
followed by a radial summation of the pixel intensities between 0 and 360° (Figure S2), and presented by plotting 
integrated pixel intensities. The distributions of FFT frequency were symmetric, which in turn the integrated 
pixel intensities were presented between 0 and 180°. All FFT analysis results were normalized to compare data 
sets obtained in each matrices (i.e. random PDO, aligned PDO, aligned PDO/Col and aligned Lam-PDO/Col 
core-shell matrices) using ORIGIN 8.0® software (OriginLab Corporation, Northampton, MA, USA).

Compositional analysis of the matrices was performed by Fourier transform infrared (FTIR) spectroscopy. 
The FTIR spectra of fabricated matrices were recorded by a Nicolet 560 FTIR spectroscope (Nicolet Co., Madison, 
WI, USA) in absorption mode at the wavelength ranging from 500 cm−1 to 3500 cm−1 with 4.0 cm−1 resolution 
and 16 scans.

The mechanical properties of the matrices were examined by universal testing machine (LRX Plus, Lloyd 
Instruments Ltd., Fareham, UK) with a 5 kN load cell. Four types of matrices were cut into a rectangular shape 
with 10 mm in width and 40 mm in length. The tensile strength, elastic modulus and elongation at break of matri-
ces were calculated from the stress-strain curves obtained at a cross-head speed of 10 mm/min.

The surface hydrophicility of the matrices was investigated by measuring the water contact angle. The sessile 
drop of a distilled water (10 μL) was placed on the matrices, and the contact angles were measured by using 
OCA10 goniometer (Dataphysics, Filderstadt, Germany).

In vitro laminin release and in vitro degradation analysis.  To examine the in vitro release profile of 
Lam from Lam-PDO/Col core-shell matrices, the matrices were immersed in 5 mL Dulbecco’s phosphate-buffered 
saline (DPBS, pH 7.4; Gibco BRL, Rockville, MD, USA), and then incubated at 37 °C in a benchtop shaker (Lab 
Companion Model SI-600R, Jeio Tech Co., Ltd., Daejeon, Korea) with shaking at 80 rpm for up to 28 days. After 
incubation, the UV and visible (UV/Vis) absorption at 281 nm was monitored by a UV/Vis spectrophotometer 
(Evolution™ 220, Thermo Fisher Scientific, Waltham, MA, USA). The concentration of Lam released from matri-
ces was expressed as the percentage of its loading amounts.

The random PDO, aligned PDO, aligned PDO/Col and aligned Lam-PDO/Col core-shell matrices were cut 
into 10 × 10 mm squares, and their cumulative weight loss (%) was measured. Weighed matrices were immersed 
in 5 mL DPBS, and then incubated at 37 °C in a benchtop shaker with shaking at 80 rpm for up to 4 weeks. The 
matrices were retrieved at determined time intervals and rinsed thoroughly with distilled water, followed by slow 
vacuum-drying at room temperature. The mass loss of matrices was measured, and presented as the percentage 
of the each weight of matrices at each time point to its initial weight.

Cell culture conditions and in vitro assays for cellular behaviors.  The neuronal cell behaviors on 
aligned Lam-PDO/Col core-shell matrices were investigated using HT-22 hippocampal neuronal cells. HT-22 
cell is an established cell line as a hippocampal neuron model that has been extensively used for investigating 
the neuritogenesis and nerve tissue engineering47–52. HT-22 cell line is a sub-line derived from the HT-4 cell line, 
and immortalized with a SV-40 T antigen47,49. HT-22 cell line shows the most similar behavior to undifferenti-
ated neuronal cells, and expresses neuron-specific properties51,52. HT-22 cells were routinely cultured in growth 
media, Dulbecco’s modified Eagle’s medium (DMEM, Welgene, Daegu, Korea) containing 10% fetal bovine serum 
(Welgene) and 1% antibiotic-antimycotic solution (10,000 units of penicillin, 25 μg/mL of amphotericin B, and 
10 mg of streptomycin, Sigma-Aldrich) at 37 °C in a humid incubator with 5% CO2

39.
The initial cell attachment and proliferation were measured by a cell counting kit-8 assay (CCK-8 assay, 

Dojindo, Kumamoto, Japan) following the manufacturer’s instruction. The HT-22 hippocampal neuronal cells 
were seeded at 1 × 104 cells/mL on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/
Col core-shell fibers matrices, and incubated for 6 h to 7 days. After the each culture period of incubation (6 h for 
initial cell attachment and 1, 3, 5, and 7 days for proliferation measurement, respectively), the CCK-8 solution was 
added, and incubated for 2 h at 37 °C in the dark. Subsequently, the absorbance values were measured at 450 nm 
using an SpectraMax 340 ELISA reader (MolecularDevice Co., Sunnyvale, CA, USA).

The neurogenic differentiation was induced in differentiation medium, neurobasal medium (Gibco) contain-
ing 2% B-27 supplement (Gibco), 4% fetal bovine serum and 1% antibiotic-antimycotic solution. The HT-22 cells 
were seeded at 1 × 104 cells/mL on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/
Col core-shell fiber matrices in growth medium. After 5 days of incubation, the culture media were replaced from 
growth media to differentiation media, and then the HT-22 hippocampal cells were continuously incubated at 
37 °C in a humid incubator with 5% CO2 for 7 days.

Immunofluorescence staining analysis.  Immunofluorescence staining was implemented at nuclei, 
filamentous-actins (F-actins) and neurofilaments of HT-22 hippocampal neuronal cells. The cells were incubated 
for 5 days to observe the morphology of nuclei and F-actins, and they were used after cell culture in differen-
tiation medium for additional 7 days to observe neurofilaments. The neurofilament is a valuable and classical 
marker for neuronal differentiation, and it has been extensively used as a typical marker for neuronal differentia-
tion and neuritogenesis53–57. After incubation in each condition, HT-22 cells were treated with a 3.7% formalde-
hyde solution (Sigma-Aldrich) for 10 min, and permeabilized in 0.1% Triton X-100 (Sigma-Aldrich) for 5 min, 
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followed by blocking with a 5% bovine serum albumin (BSA, GenDEPOT, Barker, TX, USA) solution for 30 min. 
Subsequently, the cells were incubated with tetramethyl rhodamine isothiocyanate (TRITC, 1:40 in 1% BSA 
solution; Molecular Probes, Eugene, OR, USA) for 20 min in the dark at room temperature. The neurofilaments 
were immunostained with anti-neurofilament heavy polypeptide antibody (Abcam, Cambridge, MA, USA), 
followed by a secondary goat anti-rabbit IgG heavy and light (H&L) chains (Abcam) conjugated with fluores-
cein isothiocyanate (FITC). The nuclei were counterstained with a 4′,6-diamidino-2-phenylindole (DAPI, 1 μM, 
Sigma-Aldrich) solution in DPBS. The fluorescence imaging was conducted using a custom-built two-photon 
laser fluorescence microscopy, as described elsewhere58–60. The average neurite length was calculated from the 
two-photon excitation fluorescence images. A neurite length was measured as a distance from the end of neurite 
to the junction between neurite base and cell body17. All measurements were carried out using ImageJ software.

Statistical analysis.  All variables were tested in the three independent measurements for each experiment, 
and repeated two times (the number of samples for each group; n ll6). All presented data are expressed as aver-
age ± standard deviation. Prior to statistical analysis, the Levene’s test was carried out to analyze data for the 
quality of variances. After a one-way analysis of variance (SAS Institute Inc., Cary, NC, USA), statistical group 
comparisons were conducted by a Bonferroni test. A statistically significance is defined as a value of p < 0.05.

Results and Discussion
Fiber characteristics of aligned Lam-PDO/Col core-shell matrices.  The digital photographs of 
random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices were shown in 
Figure S3A. The alignment of fibers could be readily observed with the naked eye. Figure 1A–D showed the sur-
face morphologies of fiber matrices obtained from FESEM images. The random PDO matrices were found to have 
a three-dimensional interconnected pore structure that were similar to the natural ECM (Fig. 1A). There were no 
beads in random PDO fibers, indicating that the random PDO matrices were developed successfully as scaffolds. 
In the aligned PDO, PDO/Col and Lam-PDO/Col core-shell matrices, it was shown that the electrospun fibers 
were aligned successfully (Fig. 1B–D). The FFT analysis of an original FESEM image of random fiber matrices 
produces an output image where pixels are distributed in a symmetrical and circular shape because the frequency 
in which pixel intensities are distributed in data images is metaphysically uniform in any direction (Figure S2)43. 
On the other hand, FFT data images of the aligned fiber matrices result in an output image where pixels are dis-
tributed in an elliptical shape since the pixel intensities are distributed to a specific orientation. Furthermore, the 
shape and height of the peaks, produced by the FFT analysis indicated the degree of fiber alignment. The narrower 

Figure 1.  Surface characteristics of the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/
Col core-shell matrices. Representative FESEM images of (A) the random PDO, (B) aligned PDO, (C) aligned 
PDO/Col, and (D) aligned Lam-PDO/Col core-shell matrices. (E) Pixel intensity plots of fiber alignment for the 
random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices.
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and higher peak indicates that the fibers are more highly aligned along with a specific axis. The orientation of 
random PDO fibers was disposed with various angles (Fig. 1E). Otherwise, the aligned PDO, PDO/Col and Lam-
PDO/Col fibers showed the dominant distribution near 110°, 170° and 10°, respectively, whereas the random 
PDO fibers displayed a relatively broad distribution of fiber angle. Therefore, it was evidenced that the aligned 
fiber matrices were fabricated successfully by magnetic field-assisted electrospinning system.

Following a previous study, the alignment scaffold can induce the alignment of cells, which in turn, the 
alignment of cells can provide an effective guidance cue for the neurite outgrowth61. The diameters of random 
PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell fibers were found to be 1.25 ± 0.25, 
1.85 ± 0.58, 1.39 ± 0.19, and 2.06 ± 0.87 μm, respectively (Figure S3B). The reason why the diameters of aligned 
fibers were thicker than those of random fibers could be the higher viscosity of their electrospinning solution. In 
addition, the fiber diameter of aligned PDO/Col matrices was more decreased than that of aligned PDO matrices 
because the effect of collagen blended in PDO5. The aligned Lam-PDO/Col core-shell matrices had the thickest 
fiber diameter because their electrospun conditions (coaxial electrospinning system) were different with uniaxial 
electrospinning. However, considering that the all matrices consisted micrometer-scale fibers, cell-matrix inter-
actions could be effective because of their high surface area-to-volume ratio11.

Physicochemical and mechanical properties of aligned Lam-PDO/Col core-shell matrices.  
FTIR spectra were used in this work to analyze the compositions of matrices, and were presented in Fig. 2A. It 
was demonstrated that the FTIR spectrum of the aligned Lam-PDO/Col core-shell matrices included charac-
teristic bands of PDO, Col and Lam. The C-H, C=O, O-H, C-O, and C-O-C bands were assigned to PDO, and 
the amide I, amide II and N-H band corresponded to Col and Lam62,63. In addition, the specific peak of Lam was 
also observed near 1035 cm−1, which represented the C-N stretching vibrations64. In the aligned Lam-PDO/Col 
core-shell spectrum, the C-N band outstands especially because not only collagen but also laminin have many 
C-N bonds in their chemical components. Consequently, the aligned Lam-PDO/Col core-shell matrices were 
fabricated efficiently, and the Col and Lam were incorporated successfully in the fibers.

The elastic moduli of the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell 
matrices were shown in Fig. 2B. The random PDO matrices exhibited significantly higher elastic modulus than 
aligned PDO matrices. This could be due to the fact that the entangled fibers in the random PDO matrices can 
make crossover points, which results in the formation of strong three-dimensional network structures, subse-
quently allows tensile load to be transferred between entangled fibers65,66. The elastic modulus of aligned PDO/
Col matrices was more significantly decreased than that of aligned PDO because Col in the aligned PDO/Col 
matrices has poor mechanical properties67. The aligned Lam-PDO/Col core-shell matrices had the slightly higher 
elastic modulus than the aligned PDO/Col matrices, since the aligned Lam-PDO/Col core-shell matrices were 
less aligned than the aligned PDO/Col matrices. Meanwhile, because the aligned Lam-PDO/Col core-shell matri-
ces were composed to liquid core including laminin, they had the most weakness of elongation at break (Figure S4 
and Table S1). However, the tensile strength of the aligned matrices closely matches with the mechanical proper-
ties of acellularized rat peripheral nerves, suggesting that the aligned Lam-PDO/Col core-shell matrices could be 
appropriately used as nerve tissue engineering scaffolds68.

Figure 2.  Physicochemical and mechanical characteristics of the random PDO, aligned PDO, aligned PDO/
Col, and aligned Lam-PDO/Col core-shell matrices. (A) FTIR spectra of the random PDO, aligned PDO, 
aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices. (B) Elastic moduli of the random PDO, 
aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices under a cross-head speed of 
10 mm/min. An asterisk (*) denotes a significant difference compared with the other groups (p < 0.05). (C) 
Water contact angles of the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-
shell matrices.
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On the other hand, the interactions between cells and substrates are strongly dependent on the surface hydro-
philicity of the substrates69. The water contact angles were 125.35 ± 5.68° for the random PDO matrices and 
150.93 ± 12.23° for the aligned PDO matrices (Fig. 2C). The surfaces of random and aligned PDO matrices were 
hydrophobic. In addition, the water contact angle of the aligned matrices was slightly increased by fiber alignment 
because the aligned matrices had smaller pore size on their surface than random matrices65. On the other hand, 
the aligned PDO/Col and the aligned Lam-PDO/Col core-shell matrices perfectly absorbed the dropped water 
as soon as the water was dropped on the matrices (Figure S5, Movie S1 and S2). It was indicated that the aligned 
PDO/Col and Lam-PDO/Col core-shell matrices have a highly hydrophilic surface due to the intrinsic hydro-
philic properties of Col and Lam70. These improvements in the surface hydrophilicity of matrices can enhance 
the cellular behaviors, such as initial cell attachment, proliferation and differentiation, as well as the interactions 
between cells and matrices71. Therefore, the aligned Lam-PDO/Col core-shell matrices are able to provide a suit-
able microenvironment for cell growth.

In vitro laminin release and degradation profiles of aligned Lam-PDO/Col core-shell matrices.  
Lam was released in a sustained manner for up to 28 days (Figure S6A). A slight release during the earlier time 
within 7 days was observed, which was followed by a sustained release. After 28 days, the amount of Lam released 
from aligned Lam-PDO/Col core-shell matrices was detected constantly, reaching about 40%. This release pro-
file is the characteristic of diffusion-controlled systems6,72. These results implied that the Lam was sufficiently 
incorporated into the core of aligned Lam-PDO/Col core-shell fibers, and the Lam was released continuously 
from the matrices in aqueous conditions. In vitro degradation of random PDO, aligned PDO, aligned PDO/Col, 
and aligned Lam-PDO/Col core-shell matrices was investigated by measuring the weight loss of each matrix. 
Figure S6B shows that the all matrices began a process of decomposition after 1 week and the mass of matrices 
gradually decreased until 4 weeks. The weight of random PDO and aligned PDO matrices slowly and gradu-
ally decreases for 4 weeks because PDO has long-term biodegradable time about 6 months29,31. However, the 
aligned PDO/Col and aligned Lam-PDO/Col core-shell matrices were fast degraded for initial 1 week, after that, 
their degradation behaviors tended to similar with those of random PDO and aligned PDO matrices. This result 
revealed that the majority of Col-blended shell fibers was degraded for initial 1 week, and the rest of fiber, PDO, 
were slowly disassembled for 4 weeks. On the other hand, since Lam in core of aligned Lam-PDO/Col core-shell 
fibers was steadily release, the weight loss of the aligned Lam-PDO/Col core-shell matrices was increased faster 
than other matrices. Therefore, the main release mechanism might be controlled by PDO/Col degradation and 
Lam diffusion from core of the fibers. In addition, the blended Col led to the increase of surface hydrophilicity, 
which facilitates the diffusion of water, followed by the enhancement of hydrolysis of aligned Lam-PDO/Col 
core-shell matrices. However, considering that the cumulative weight loss of aligned Lam-PDO/Col core-shell 
matrices during 4 weeks was approximately 13.8%, the matrices could maintain suitable structural integrity to 
support cell growth, indicating that the aligned Lam-PDO/Col core-shell matrices are able to provide a stable 
environment for cell growth.

Cellular behaviors of HT-22 hippocampal neuronal cells on aligned Lam-PDO/Col core-shell 
matrices.  HT-22 hippocampal neuronal cells were cultured on the random PDO, aligned PDO, aligned PDO/
Col, and aligned Lam-PDO/Col core-shell matrices to evaluate the initial cell attachment and proliferation. The 
initial cell attachments on the aligned PDO/Col and aligned Lam-PDO/Col core-shell matrices were significantly 
(p < 0.05) higher than those on the random PDO and aligned PDO matrices (Fig. 3A). This result well corre-
sponds with those found in the previous studies where the surface hydrophilicity of the matrices strongly affects 
the initial cell attachment67,69,71. On the other hand, Fig. 3B indicated that the cells on all matrices steadily pro-
liferated during the culture period (7 days). However, it was remarkable that the cell proliferation on the aligned 
Lam-PDO/Col core-shell matrices was significantly (p < 0.05) enhanced as compared with those on the other 
matrices. This could be because of the synergistic effects of the ameliorated the surface hydrophilicity of aligned 

Figure 3.  Cellular behaviors of HT-22 mouse hippocampal neuronal cells on the random PDO, aligned PDO, 
aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices. (A) Initial attachment and (B) proliferation 
of HT-22 mouse hippocampal neuronal cells on the random PDO, aligned PDO, aligned PDO/Col, and 
aligned Lam-PDO/Col core-shell matrices. An asterisk (*) denotes a significant difference compared with the 
random PDO matrices (p < 0.05). The data are presented as the average ± standard deviation of at least three 
independent experiments, each performed in duplicate on different cultures.
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Lam-PDO/Col core-shell matrices and the ability of Col and Lam to promote cell proliferation67,69,71,73. It has been 
commonly acknowledged that Col has an outstanding biocompatibility and cell affinity, leads to promoted cell 
adhesion and proliferation74. Moreover, the previous studies demonstrated that Lam can promote neurite func-
tion by stimulating cell mitosis, and can enhance the migration and proliferation of nerve cells75. In addition, Lam 
has a specific peptide sequence (Ile-Lys-Val-Ala-Val), found on the C-terminus of the α1 chain of Lam, and it has 
been found to be capable of promoting neuronal cell adhesion, proliferation and neurite outgrowth75. Therefore, 
both Col and Lam enable to synergistically enhance HT-22 cell attachment and proliferation, suggesting that the 
aligned Lam-PDO/Col matrices are able to effectively enhance the initial cell attachment and proliferation by the 
synergistic effects of Col and Lam.

To identify the morphologies of HT-22 hippocampal neuronal cells on the random PDO, aligned PDO, 
aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices, two-photon excitation microscope images 
were obtained after 5 days of cell culture on the matrices (Fig. 4A). The cells on the random PDO matrices showed 
aggregated morphology with poor developed F-actins. On aligned PDO matrices, the F-actins were aligned along 
with the direction of fibers, although the number of cells was significantly lower than other groups. However, on 
the aligned PDO/Col and aligned Lam-PDO/Col matrices, HT-22 hippocampal neuronal cells were favorably 
grown and widely spread out on the matrix surface. In addition, the F-actins of cells were developed parallel to 
the aligned fiber direction (yellow arrows). These results indicated that the aligned fibers incorporated Col and 
Lam could improve cell proliferation. Moreover, the aligned PDO/Col and Lam-PDO/Col core-shell matrices 
could induce the alignment of neuronal cells by providing a suitable topographical guidance cue. The alignments 
of F-actins were analyzed by FFT methods to quantify the cell alignments (Fig. 4B). The cells on the random PDO 
matrices were randomly oriented, and the angles between F-actins and aligned fiber direction showed a relatively 
broad distribution. In contrast, cells on aligned PDO, PDO/Col and Lam-PDO/Col matrices were aligned parallel 
to the direction of aligned fibers, and the angles were dominant at a specific degree. These results indicated that 
the Lam-PDO/Col core-shell matrices can not only promote cellular behaviors, but can also effectively induce cell 
alignment. In previous studies, it has been reported that the cell elongation and alignment increase the efficiency 
of neuronal differentiation76. Hence, the neurogenic differentiation of HT-22 hippocampal neuronal cells on the 
matrices was investigated.

Figure 4.  Cell morphologies and alignment of HT-22 mouse hippocampal neuronal cells on the random PDO, 
aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices. (A) Two-photon excitation 
fluorescence images of HT-22 mouse hippocampal neuronal cells on the random PDO, aligned PDO, aligned 
PDO/Col, and aligned Lam-PDO/Col core-shell matrices at 5 days of culture. (i-iv) Magnified images of the 
region enclosed by the dashed white square in (v–viii). The cell nuclei were counterstained with DAPI (blue), 
and the F-actins were stained with TRITC-labelled phalloidin (red). Yellow arrows indicate the direction of 
aligned fibers. All photographs shown in this figure are representative of six independent experiments with 
similar results. (B) Quantitative analysis of the cell alignment on the random PDO, aligned PDO, aligned PDO/
Col, and aligned Lam-PDO/Col core-shell matrices. Note the distinctive pixel intensity created by the FFT 
output image containing aligned HT-22 cell information.
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The HT-22 hippocampal neuronal cells on the matrices were incubated in differentiation medium to induce 
neurite outgrowth, which is evidence of neuritogenesis, and the differences in neurite outgrowth were shown in 
Fig. 5A. On the random PDO matrices, the neurites of cells appeared less spread-out than on the aligned matri-
ces. Although neurites of the cells on the aligned PDO matrices were more elongated than that on the random 
PDO matrices, they showed just short neurite outgrowth and their population was less than other matrices. 
On the other hand, the neurofilament morphologies of cells on aligned PDO/Col and aligned Lam-PDO/Col 
core-shell matrices had spindle edge shapes, and were aligned along the aligned fibers. In addition, the numbers 
of cells on aligned PDO/Col and aligned Lam-PDO/Col core-shell matrices were more than the random and 
aligned PDO matrices. It was demonstrated that the effect of contact guidance provided by the aligned fibers 
appeared to be more dramatic than the randomly oriented fibers. Previous studies revealed that the aligned nano-
fiber matrices can directly induce cell alignment, which allows guided and promoted neurite outgrowth76–78. 
Interestingly, our results also showed that the contact guidance provided by the aligned fibers could improve 
the neurite outgrowth. The rational design of scaffolds is crucial for controlling neurite outgrowth and periph-
eral nerve regeneration. In particular, the aligned fiber structure can effectively facilitate neurite outgrowth by 
providing anisotropic cues, which can result in the faster and better peripheral nerve regeneration79–81. In the 
present study, when comparing neurite outgrowth on random and aligned PDO matrices, cells on aligned PDO 
matrices showed better neurite outgrowth than random PDO matrices. In addition to aligned PDO matrices, 
other aligned matrices (i.e. aligned PDO/Col and Lam-PDO/Col matrices) can also provide anisotropic cues for 
facilitating neurite outgrowth. Hence, the specific structural feature of aligned Lam-PDO/Col matrices is highly 
desirable for neural tissue regeneration as well as nerite outgrowth. Meanwhile, blended Col in aligned PDO/
Col and Lam-PDO/Col matrices played an important role in promoting cell attachment and proliferation. It 
has been widely acknowledged that Col blended fiber has an effect on the better cell viability for differentiation 
than other matrices without Col76. HT-22 cells on aligned Lam-PDO/Col matrices were clearly well grown, and 
presented long neurite extensions. The neurofilament-positive area (μm2/105 μm2) and neurofilament length were 
measured to quantitatively compare the nerite outgrowth of HT-22 hippocampal neuronal cells on the matrices 
(Fig. 5B and C). The HT-22 hippocampal neuronal cells on the aligned Lam-PDO/Col core-shell matrices showed 
remarkably high neurofilament-positive area. Moreover, average neurite length of HT-22 cells on the aligned 
Lam-PDO/Col core-shell matrices was also significantly (p < 0.05) increased. The neurite outgrowth of the cells 
on aligned Lam-PDO/Col core-shell matrices was longest among the cells on other matrices. These results cor-
respond well with those found in the earlier studies. Lam is the most popular promoting factor for the growth 

Figure 5.  Immunofluorescence staining analysis of neurite outgrowth and HT-22 mouse hippocampal 
neuronal cell alignment on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/
Col core-shell matrices. (A) Two-photon excitation fluorescence images of neurite outgrowth. The HT-22 
mouse hippocampal neuronal cells were cultured in growth media for 5 days, and further cultured in 
differentiation media for 7 days on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/
Col core-shell matrices. The cell nuclei were counterstained with DAPI (blue), and the neurofilaments were 
immunofluorescence stained with FITC-labelled antibody for the detection of neurofilaments (green). Yellow 
arrows indicate the direction of aligned fibers. All photographs shown in this figure are representative of six 
independent experiments with similar results. (B) Quantification of neurofilament-positive area and (C) 
average neurite outgrowth of HT-22 mouse hippocampal neuronal cell. An asterisk (*) denotes a significant 
difference compared with the other groups (p < 0.05). The data are presented as the average ± standard 
deviation of at least three independent experiments, each performed in duplicate on different cultures.
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and differentiation of neuronal cells34,75. Lam plays a pivotal role in neuronal cell growth and axonal extension, 
and is actively synthesized and secreted by astrocytes when nerve injury is caused82–84. Therefore, polymer fiber 
matrices modified with Lam have been employed for promoting neuronal cell growth and neurite out growth. 
It has been found that the Lam-incorporated polymer fibers can not only guide neurite extension, but can also 
promote peripheral nerve regeneration34,85. However, the stimulatory effects of Lam are highly dependent on 
the modification techniques, such as covalent immobilization, physical adsorption or blending. In addition, the 
Lam-blended or Lam-coated polymer fibers typically show an initial burst release, which is not desirable for nerve 
tissue regeneration, because Lam cannot achieve sufficient effects during the entire tissue regeneration process. 
On the other hand, Lam in the core of aligned Lam-PDO/Col core-shell fibers was steadily and continuously 
released from fibers (Figure S6A), which could directly and sustainedly affect the neuronal cell growth and neur-
ite outgrowth during sufficient time (more than 4 weeks) to allow nerve tissues to be regenerated. Therefore, apart 
from the aligned structure of Lam-PDO/Col matrices, Lam encapsulated in the Lam-PDO/Col core-shell fibers 
is the critical key to promote neuritogenesis as well as rapid neurite outgrowth. Hence, our results indicated that 
the aligned Lam-PDO/Col core-shell matrices can effectively induce cell alignment and promote neuritogenesis, 
as well as facilitating cellular behaviors.

Conclusions
In this study, we have established a novel approach to producing aligned matrices with core-shell structure by 
modifying the electrospinning process. The main contributions of this study can be summarized as follows: (1) 
We successfully fabricated the aligned Lam-PDO/Col core-shell fibers, which can provide both topographical 
and biochemical cues for promoting neuritogenesis, by magnetic field-assisted electrospinning with the coaxial 
system. (2) The aligned Lam-PDO/Col core-shell fiber matrices have desirable structural, physicochemical and 
mechanical properties for use as tissue engineering scaffolds. (3) The aligned fiber structure can effectively facili-
tate neurite outgrowth by providing anisotropic cues, while the Lam released from the fibers in a sustained man-
ner is the critical key to promote neuritogenesis as well as rapid neurite outgrowth. (4) The aligned Lam-PDO/Col 
core-shell fiber matrices can effectively promote the hippocampal neuronal cell growth, and favorably enhance 
their neurogenic differentiation and neurite outgrowth. Our results revealed that the aligned Lam-PDO/Col 
core-shell fiber matrices are one of the most promising approaches for facilitating neuritogenesis and promoting 
neural tissue regeneration. In conclusion, it is suggested that the aligned Lam-PDO/Col core-shell fiber matrices 
can serve as potential scaffolds for neuritogenesis and neural tissue engineering.

References
	 1.	 Park, S. C. & Lee, J. H. Fabrication and characterization of nerve growth factor-immobilized asymmetrically porous PDOCL/

Pluronic F127 nerve guide conduit. Tissue Eng. Regen. Med. 8, 192–199 (2011).
	 2.	 Lederer, A. et al. Metastasis‐associated in colon cancer 1 is an independent prognostic biomarker for survival in klatskin tumor 

patients. Hepatology 62, 841–850 (2015).
	 3.	 Li, R. et al. Promoting peripheral nerve regeneration with biodegradable poly (DL-lactic acid) films. Int. J. Clin. Exp. Pathol. 8, 8057 

(2015).
	 4.	 Kim, U.-J., Park, J., Kim, H. J., Wada, M. & Kaplan, D. L. Three-dimensional aqueous-derived biomaterial scaffolds from silk fibroin. 

Biomaterials 26, 2775–2785 (2005).
	 5.	 Shin, Y. C. et al. Biomimetic hybrid nanofiber sheets composed of RGD peptide-decorated PLGA as cell-adhesive substrates. J. 

Funct. Biomater. 6, 367–378 (2015).
	 6.	 Shin, Y. C. et al. Hyaluronic acid/PLGA core/shell fiber matrices loaded with EGCG beneficial to diabetic wound healing. Adv. 

Healthc. Mater. 5, 3035–3045 (2016).
	 7.	 Shin, Y. C. et al. Graphene oxide-incorporated PLGA-collagen fibrous matrices as biomimetic scaffolds for vascular smooth muscle 

cells. Sci. Adv. Mater. 9, 232–237 (2017).
	 8.	 Khil, M. S., Cha, D. I., Kim, H. Y., Kim, I. S. & Bhattarai, N. Electrospun nanofibrous polyurethane membrane as wound dressing. J. 

Biomed. Mater. Res. B 67, 675–679 (2003).
	 9.	 Shin, Y. C. et al. Stimulating effect of graphene oxide on myogenesis of C2C12 myoblasts on RGD peptide-decorated PLGA 

nanofiber matrices. J. Biol. Eng. 9, 22 (2015).
	10.	 Frenot, A. & Chronakis, I. S. Polymer nanofibers assembled by electrospinning. Curr. Opin. Colloid Interface Sci. 8, 64–75 (2003).
	11.	 Shin, Y. C. et al. Stimulated myoblast differentiation on graphene oxide-impregnated PLGA-collagen hybrid fibre matrices. J. 

Nanobiotechnol. 13, 21 (2015).
	12.	 Lee, E. J. et al. Hyaluronic acid/poly (lactic-co-glycolic acid) core/shell fiber meshes loaded with epigallocatechin-3-O-gallate as skin 

tissue engineering scaffolds. J. Nanosci. Nanotechnol. 14, 8458–8463 (2014).
	13.	 Lin, C. et al. Interaction of iPSC-derived neural stem cells on poly (L-lactic acid) nanofibrous scaffolds for possible use in neural 

tissue engineering. Int. J. Mol. Med. 41, 697–708 (2018).
	14.	 Wise, J. K., Yarin, A. L., Megaridis, C. M. & Cho, M. Chondrogenic differentiation of human mesenchymal stem cells on oriented 

nanofibrous scaffolds: Engineering the superficial zone of articular cartilage. Tissue Eng. Part A 15, 913–921 (2008).
	15.	 Wang, J. et al. Untangling the effects of peptide sequences and nanotopographies in a biomimetic niche for directed differentiation 

of iPSCs by assemblies of genetically engineered viral nanofibers. Nano Lett. 14, 6850–6856 (2014).
	16.	 Wang, L., Wu, Y., Guo, B. & Ma, P. X. Nanofiber yarn/hydrogel core-shell scaffolds mimicking native skeletal muscle tissue for 

guiding 3D myoblast alignment, elongation, and differentiation. ACS nano 9, 9167–9179 (2015).
	17.	 Yang, F., Murugan, R., Wang, S. & Ramakrishna, S. Electrospinning of nano/micro scale poly (L-lactic acid) aligned fibers and their 

potential in neural tissue engineering. Biomaterials 26, 2603–2610 (2005).
	18.	 Bozkurt, A. et al. In vitro cell alignment obtained with a Schwann cell enriched microstructured nerve guide with longitudinal 

guidance channels. Biomaterials 30, 169–179 (2009).
	19.	 Jin, G.-Z., Kim, M., Shin, U. S. & Kim, H.-W. Neurite outgrowth of dorsal root ganglia neurons is enhanced on aligned nanofibrous 

biopolymer scaffold with carbon nanotube coating. Neurosci. Lett. 501, 10–14 (2011).
	20.	 Huang, Z.-M., Zhang, Y. Z., Kotaki, M. & Ramakrishna, S. A review on polymer nanofibers by electrospinning and their applications 

in nanocomposites. Composites Sci. Technol. 63, 2223–2253 (2003).
	21.	 Agarwal, S., Wendorff, J. H. & Greiner, A. Use of electrospinning technique for biomedical applications. Polymer 49, 5603–5621 

(2008).
	22.	 Khorshidi, S. et al. A review of key challenges of electrospun scaffolds for tissue‐engineering applications. J. Tissue Eng. Regen. Med. 

10, 715–738 (2016).



www.nature.com/scientificreports/

1 0SCiENtifiC REportS |  (2018) 8:5570  | DOI:10.1038/s41598-018-23958-3

	23.	 Cao, B., Yang, M. & Mao, C. Phage as a genetically modifiable supramacromolecule in chemistry, materials and medicine. Accounts 
Chem. Res. 49, 1111–1120 (2016).

	24.	 Teo, W. E. & Ramakrishna, S. A review on electrospinning design and nanofibre assemblies. Nanotechnology 17, R89 (2006).
	25.	 Liao, I. C., Chew, S. Y. & Leong, K. W. Aligned core-shell nanofibers delivering bioactive proteins. Nanomedicine 1, 465–471 (2006).
	26.	 Rieger, K. A., Birch, N. P. & Schiffman, J. D. Designing electrospun nanofiber mats to promote wound healing-a review. J. Mat. 

Chem. B 1, 4531–4541 (2013).
	27.	 Chan, K. Y. et al. Release of neuronotrophic factor from rabbit corneal epithelium during wound healing and nerve regeneration. 

Exp. Eye Res. 45, 633–646 (1987).
	28.	 Neto, O. R. M. et al. The role of magnetic resonance imaging in the evaluation of peripheral nerves following traumatic lesion: where 

do we stand? Acta Neurochir. 159, 281–290 (2017).
	29.	 Boland, E. D. et al. Electrospinning polydioxanone for biomedical applications. Acta Biomater. 1, 115–123 (2005).
	30.	 Garg, K., Pullen, N. A., Oskeritzian, C. A., Ryan, J. J. & Bowlin, G. L. Macrophage functional polarization (M1/M2) in response to 

varying fiber and pore dimensions of electrospun scaffolds. Biomaterials 34, 4439–4451 (2013).
	31.	 Smith, M. J., White, K. L., Smith, D. C. & Bowlin, G. L. In vitro evaluations of innate and acquired immune responses to electrospun 

polydioxanone-elastin blends. Biomaterials 30, 149–159 (2009).
	32.	 Rho, K. S. et al. Electrospinning of collagen nanofibers: effects on the behavior of normal human keratinocytes and early-stage 

wound healing. Biomaterials 27, 1452–1461 (2006).
	33.	 Timpl, R. et al. Laminin-a glycoprotein from basement membranes. J. Biol. Chem. 254, 9933–9937 (1979).
	34.	 Koh, H. S., Yong, T., Chan, C. K. & Ramakrishna, S. Enhancement of neurite outgrowth using nano-structured scaffolds coupled 

with laminin. Biomaterials 29, 3574–3582 (2008).
	35.	 Ku, S. H., Lee, S. H. & Park, C. B. Synergic effects of nanofiber alignment and electroactivity on myoblast differentiation. Biomaterials 

33, 6098–6104 (2012).
	36.	 Lam, M. T., Sim, S., Zhu, X. & Takayama, S. The effect of continuous wavy micropatterns on silicone substrates on the alignment of 

skeletal muscle myoblasts and myotubes. Biomaterials 27, 4340–4347 (2006).
	37.	 Wang, H. B. et al. Creation of highly aligned electrospun poly-L-lactic acid fibers for nerve regeneration applications. J. Neural Eng. 

6, 016001 (2008).
	38.	 Li, D., Wang, Y. & Xia, Y. Electrospinning nanofibers as uniaxially aligned arrays and layer‐by‐layer stacked films. Adv. Mater. 16, 

361–366 (2004).
	39.	 Katta, P., Alessandro, M., Ramsier, R. D. & Chase, G. G. Continuous electrospinning of aligned polymer nanofibers onto a wire drum 

collector. Nano Lett. 4, 2215–2218 (2004).
	40.	 Edmondson, D., Cooper, A., Jana, S., Wood, D. & Zhang, M. Centrifugal electrospinning of highly aligned polymer nanofibers over 

a large area. J. Mat. Chem. 22, 18646–18652 (2012).
	41.	 Li, D., Wang, Y. & Xia, Y. Electrospinning of polymeric and ceramic nanofibers as uniaxially aligned arrays. Nano Lett. 3, 1167–1171 

(2003).
	42.	 Liu, Y., Zhang, X., Xia, Y. & Yang, H. Magnetic‐field‐assisted electrospinning of aligned straight and wavy polymeric nanofibers. Adv. 

Mater. 22, 2454–2457 (2010).
	43.	 Ayres, C. et al. Modulation of anisotropy in electrospun tissue-engineering scaffolds: Analysis of fiber alignment by the fast Fourier 

transform. Biomaterials 27, 5524–5534 (2006).
	44.	 Ayres, C. E. et al. Incremental changes in anisotropy induce incremental changes in the material properties of electrospun scaffolds. 

Acta Biomater. 3, 651–661 (2007).
	45.	 McClure, M. J., Sell, S. A., Ayres, C. E., Simpson, D. G. & Bowlin, G. L. Electrospinning-aligned and random polydioxanone– 

polycaprolactone–silk fibroin-blended scaffolds: geometry for a vascular matrix. Biomed. Mater. 4, 055010 (2009).
	46.	 McClure, M. J. et al. The influence of platelet‐rich plasma on myogenic differentiation. J. Tissue Eng. Regen. Med. 10, E239–E249 

(2016).
	47.	 Morimoto, B. H. & Koshland, D. E. Induction and expression of long-and short-term neurosecretory potentiation in a neural cell 

line. Neuron 5, 875–880 (1990).
	48.	 Gursoy, E., Cardounel, A. & Kalimi, M. Pregnenolone protects mouse hippocampal (HT-22) cells against glutamate and amyloid 

beta protein toxicity. Neurochem. Res. 26, 15–21 (2001).
	49.	 Aoun, P., Watson, D. G. & Simpkins, J. W. Neuroprotective effects of PPARγ agonists against oxidative insults in HT-22 cells. Eur. J. 

Pharmacol. 472, 65–71 (2003).
	50.	 Fu, Y. & Koo, M. W. L. EGCG protects HT-22 cells against glutamate-induced oxidative stress. Neurotox. Res. 10, 23–29 (2006).
	51.	 Xu, X. et al. Necrostatin‐1 protects against glutamate‐induced glutathione depletion and caspase‐independent cell death in HT‐22 

cells. J. Neurochem. 103, 2004–2014 (2007).
	52.	 Xu, X. et al. The role of PARP activation in glutamate-induced necroptosis in HT-22 cells. Brain Res. 1343, 206–212 (2010).
	53.	 Combs, S. E., Ernsberger, U., Krieglstein, K. & Unsicker, K. Reduction of endogenous TGF-β does not affect phenotypic development 

of sympathoadrenal progenitors into adrenal chromaffin cells. Mech. Dev. 109, 295–302 (2001).
	54.	 Askalan, R., Deveber, G., Ho, M., Ma, J. & Hawkins, C. Astrocytic-inducible nitric oxide synthase in the ischemic developing human 

brain. Pediatr. Res. 60, 687 (2006).
	55.	 Prager, S. et al. CEACAM1 expression in oligodendrocytes of the developing rat brain shows a spatiotemporal relation to myelination 

and is altered in a model of encephalopathy of prematurity. Dev. Neurosci. 35, 226–240 (2013).
	56.	 Mustafa, A. M. et al. Evaluation of neuritogenic activity of cultivated, wild and commercial roots of Gentiana lutea L. J. Funct. Foods 

19, 164–173 (2015).
	57.	 Lee, M. Y. et al. Photobiomodulation by laser therapy rescued auditory neuropathy induced by ouabain. Neurosci. Lett. 633, 165–173 

(2016).
	58.	 Majewska, A., Yiu, G. & Yuste, R. A custom-made two-photon microscope and deconvolution system. Pflüegers Arch. Eur. J. Phys. 

441, 398–408 (2000).
	59.	 Shin, Y. C. et al. Cell-adhesive matrices composed of RGD peptide-displaying M13 bacteriophage/poly(lactic-co-glycolic acid) 

nanofibers beneficial to myoblast differentiation. J. Nanosci. Nanotechnol. 15, 7907–7912 (2015).
	60.	 Shin, Y. C. et al. RGD peptide and graphene oxide co-functionalized PLGA nanofiber scaffolds for vascular tissue engineering. 

Regen. Biomater. 4, 159–166 (2017).
	61.	 Wang, H. B., Mullins, M. E., Cregg, J. M., McCarthy, C. W. & Gilbert, R. J. Varying the diameter of aligned electrospun fibers alters 

neurite outgrowth and Schwann cell migration. Acta Biomater. 6, 2970–2978 (2010).
	62.	 Thomas, V., Zhang, X. & Vohra, Y. K. A biomimetic tubular scaffold with spatially designed nanofibers of protein/PDS® bio‐blends. 

Biotechnol. Bioeng. 104, 1025–1033 (2009).
	63.	 Sionkowska, A., Wisniewski, M., Skopinska, J., Kennedy, C. J. & Wess, T. J. Molecular interactions in collagen and chitosan blends. 

Biomaterials 25, 795–801 (2004).
	64.	 Zhu, N., Li, M. G., Guan, Y. J., Schreyer, D. J. & Chen, X. B. Effects of laminin blended with chitosan on axon guidance on patterned 

substrates. Biofabrication 2, 045002 (2010).
	65.	 Subramanian, A., Krishnan, U. M. & Sethuraman, S. Fabrication of uniaxially aligned 3D electrospun scaffolds for neural 

regeneration. Biomed. Mater. 6, 025004 (2011).



www.nature.com/scientificreports/

1 1SCiENtifiC REportS |  (2018) 8:5570  | DOI:10.1038/s41598-018-23958-3

	66.	 Chen, W. et al. Comparative study of aerogels obtained from differently prepared nanocellulose fibers. ChemSusChem 7, 154–161 
(2014).

	67.	 Ma, K. et al. Electrospun nanofiber scaffolds for rapid and rich capture of bone marrow-derived hematopoietic stem cells. 
Biomaterials 29, 2096–2103 (2008).

	68.	 Borschel, G. H., Kia, K. F., Kuzon, W. M. & Dennis, R. G. Mechanical properties of acellular peripheral nerve. J. Surg. Res. 114, 
133–139 (2003).

	69.	 Kim, C. H., Khil, M. S., Kim, H. Y., Lee, H. U. & Jahng, K. Y. An improved hydrophilicity via electrospinning for enhanced cell 
attachment and proliferation. J. Biomed. Mater. Res. B 78, 283–290 (2006).

	70.	 Liu, S.-J. et al. Electrospun PLGA/collagen nanofibrous membrane as early-stage wound dressing. J. Membr. Sci. 355, 53–59 (2010).
	71.	 Zhao, G. et al. High surface energy enhances cell response to titanium substrate microstructure. J. Biomed. Mater. Res. A 74, 49–58 

(2005).
	72.	 Fredenberg, S., Wahlgren, M., Reslow, M. & Axelsson, A. The mechanisms of drug release in poly (lactic-co-glycolic acid)-based 

drug delivery systems-a review. Int. J. Pharm. 415, 34–52 (2011).
	73.	 Form, D. M., Pratt, B. M. & Madri, J. A. Endothelial cell proliferation during angiogenesis. In vitro modulation by basement 

membrane components. Lab. Invest. 55, 521–530 (1986).
	74.	 Song, E., Kim, S. Y., Chun, T., Byun, H.-J. & Lee, Y. M. Collagen scaffolds derived from a marine source and their biocompatibility. 

Biomaterials 27, 2951–2961 (2006).
	75.	 Kijeńska, E., Prabhakaran, M. P., Swieszkowski, W., Kurzydlowski, K. J. & Ramakrishna, S. Interaction of Schwann cells with laminin 

encapsulated PLCL core-shell nanofibers for nerve tissue engineering. Eur. Polym. J. 50, 30–38 (2014).
	76.	 Lim, S. H., Liu, X. Y., Song, H., Yarema, K. J. & Mao, H.-Q. The effect of nanofiber-guided cell alignment on the preferential 

differentiation of neural stem cells. Biomaterials 31, 9031–9039 (2010).
	77.	 Soleimani, M., Nadri, S. & Shabani, I. Neurogenic differentiation of human conjunctiva mesenchymal stem cells on a nanofibrous 

scaffold. Int. J. Dev. Biol. 54, 1295–1300 (2010).
	78.	 Yao, S. et al. Co-effects of matrix low elasticity and aligned topography on stem cell neurogenic differentiation and rapid neurite 

outgrowth. Nanoscale 8, 10252–10265 (2016).
	79.	 Bellamkonda, R. V. Peripheral nerve regeneration: an opinion on channels, scaffolds and anisotropy. Biomaterials 27, 3515–3518 

(2006).
	80.	 Corey, J. M. et al. Aligned electrospun nanofibers specify the direction of dorsal root ganglia neurite growth. J. Biomed. Mater. Res. 

A 83, 636–645 (2007).
	81.	 Patel, S. et al. Bioactive nanofibers: synergistic effects of nanotopography and chemical signaling on cell guidance. Nano Lett. 7, 

2122–2128 (2007).
	82.	 Farwell, A. P. & Dubord-Tomasetti, S. A. Thyroid hormone regulates the expression of laminin in the developing rat cerebellum. 

Endocrinology 140, 4221–4227 (1999).
	83.	 McDonald, D., Cheng, C. H. U., Chen, Y. & Zochodne, D. Early events of peripheral nerve regeneration. Neuron Glia Biol. 2, 

139–147 (2006).
	84.	 Nisbet, D. R., Rodda, A. E., Horne, M. K., Forsythe, J. S. & Finkelstein, D. I. Implantation of functionalized thermally gelling 

xyloglucan hydrogel within the brain: associated neurite infiltration and inflammatory response. Tissue Eng. Part A 16, 2833–2842 
(2010).

	85.	 Zhang, X. F., Liu, H. X., Ortiz, L. S., Xiao, Z. D. & Huang, N. P. Laminin‐modified and aligned poly (3‐hydroxybutyrate‐co‐3‐
hydroxyvalerate)/polyethylene oxide nanofibrous nerve conduits promote peripheral nerve regeneration. J. Tissue Eng. Regen. Med. 
12, e627–e636 (2018).

Acknowledgements
This research was supported by a grant of the Korea Health Technology R&D Project through the Korea Health 
Industry Development Institute (KHIDI) funded by the Ministry of Health & Welfare, Republic of Korea 
(HI15C1535), by the Bio & Medical Technology Development Program of the National Research Foundation 
(NRF) & funded by the Korean government (MSIP&MOHW) (No. 2017M3A9E4048170), and by Basic Science 
Research Program through the NRF of Korea funded by the Ministry of Education (No. 2016R1D1A1B03931076).

Author Contributions
D.-W.H. and B.K. as the principal investigators take the primary responsibility for the paper. S.-J.S., Y.C.S., D.-
W.H. and B.K. conceived and designed the overall experiments. S.-J.S. and Y.C.S. fabricated the core-shell fiber 
matrices by magnetic field-assisted electrospinning, contributed in the cell cultures and in vitro assays, and 
drafted the manuscript. S.E.K. and I.K.K. carried out the characterizations of electrospun matrices. J.-H.L. and 
S.-H.H. participated in the acquisition of the immunofluorescence staining images, and performed the statistical 
analysis. All authors reviewed this manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-23958-3.
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://dx.doi.org/10.1038/s41598-018-23958-3
http://creativecommons.org/licenses/by/4.0/

	Aligned laminin core-polydioxanone/collagen shell fiber matrices effective for neuritogenesis

	Materials and Methods

	Fabrication of aligned Lam-PDO/Col core-shell matrices. 
	Characterization of aligned Lam-PDO/Col core-shell matrices. 
	In vitro laminin release and in vitro degradation analysis. 
	Cell culture conditions and in vitro assays for cellular behaviors. 
	Immunofluorescence staining analysis. 
	Statistical analysis. 

	Results and Discussion

	Fiber characteristics of aligned Lam-PDO/Col core-shell matrices. 
	Physicochemical and mechanical properties of aligned Lam-PDO/Col core-shell matrices. 
	In vitro laminin release and degradation profiles of aligned Lam-PDO/Col core-shell matrices. 
	Cellular behaviors of HT-22 hippocampal neuronal cells on aligned Lam-PDO/Col core-shell matrices. 

	Conclusions

	Acknowledgements

	Figure 1 Surface characteristics of the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices.
	Figure 2 Physicochemical and mechanical characteristics of the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices.
	Figure 3 Cellular behaviors of HT-22 mouse hippocampal neuronal cells on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices.
	Figure 4 Cell morphologies and alignment of HT-22 mouse hippocampal neuronal cells on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices.
	Figure 5 Immunofluorescence staining analysis of neurite outgrowth and HT-22 mouse hippocampal neuronal cell alignment on the random PDO, aligned PDO, aligned PDO/Col, and aligned Lam-PDO/Col core-shell matrices.




