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Abstract: Gelatin-based hydrogel, which mimics the natural dermal extracellular matrix, is a
promising tissue engineering material. However, insufficient and uncontrollable mechanical and
degradation properties remain the major obstacles for its application in medical bone regeneration
material. Herein, we develop a facile but efficient strategy for a novel hydrogel as guided bone
regeneration (GBR) material. In this study, methacrylic anhydride (MA) has been used to modify
gelatin to obtain photo-crosslinkable methacrylated gelatin (GelMA). Moreover, the GelMA/PEGDA
hydrogel was prepared by photo-crosslinking GelMA and PEGDA with photoinitiator I2959 under
UV treatment. Compared with the GelMA hydrogel, the GelMA/PEGDA hydrogel exhibits
several times stronger mechanical properties than pure GelMA hydrogel. The GelMA/PEGDA
hydrogel shows a suitable degradation rate of more than 4 weeks, which is beneficial to implant in
body. In vitro cell culture showed that osteoblast can adhere and proliferate on the surface of the
hydrogel, indicating that the GelMA/PEGDA hydrogel had good cell viability and biocompatibility.
Furthermore, by changing the quantities of GelMA, I2959, and PEGDA, the gelation time can be
controlled easily to meet the requirement of its applications. In short, this study demonstrated that
PEGDA enhanced the performance and extended the applications of GelMA hydrogels, turning the
GelMA/PEGDA hydrogel into an excellent GBR material.
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1. Introduction

Hydrogels based on proteins or polysaccharide have been widely studied on account of their
particular physical properties, excellent biocompatibility, and various composition [1,2]. In the past few
decades, numerous hydrogels have been developed based on natural and/or synthetic materials [3–5],
using various kinds of crosslinking methods such as chemical, physical, and free radical, for different
biomedical applications [1,6–8], including tissue engineering scaffolds, wound dressing, drug delivery,
artificial blood vessel, tissue regeneration, etc. [9–12].

Gelatin, the hydrolysis product of collagen, has similar amino acid composition to that of collagen,
and it is without immunogenicity, which makes it one of the most useful biomaterials for tissue
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engineering [4,8,13]. According to the properties of gelatin, it can form a physically crosslinked
hydrogel at room temperature, which restores the triple helical structure, and it is similar to collagen.
However, the hydrogel is soluble in water at body temperature (37 ◦C). Therefore, the applications
of the gelatin hydrogel in vivo are limited, due to its poor mechanical properties, rapid degradation
rate, and low transition temperatures. To obtain suitable mechanical strength and stable gelatin
hydrogel, various chemical crosslinking methods have been used, such as glutaraldehyde [14,15] and
diisocyanate [16,17]. However, most of the chemical crosslinkers are toxic, and their use as cell-laden
matrices for tissue engineering application is limited.

Van Den Bulcke et al. [18] developed a method to modify gelatin with methacrylic anhydride
(MA) and obtained photocrosslinkable gelatin derivatives named gelatin methacrylamine (GelMA).
Since then, GelMA has been widely studied as a biomaterial with attractive properties [19,20].
GelMA hydrogel is prepared by the photocrosslinking method, which has the advantages of an
injectable, mild crosslinking condition and low cytotoxicity [1]. Several studies have demonstrated
that GelMA hydrogel is suitable for both two-dimensional cell seeding and three-dimensional cell
encapsulation [20–22] and is applicable to different manufacture technology, such as micromolding [23],
self-assembling [23], microfluidics [23], bioprinting [24], and biotextiles [25]. The stiffness of GelMA
hydrogel can be adjusted limitedly by controlling the degree of crosslinking [26], because the active
groups on the gelatin chains, which can react with MA, are less than 5% of total amino acids.
Moreover, the steric hindrance is increased with the degree of crosslinking, which hinders the
crosslinking reaction.

Pure GelMA hydrogel is a good biodegradable material, however, when it is used as a
GBR (Guided Bone Regeneration) material; its long gelation time, low mechanical strength,
short degradation time, and high swelling rate restrict its applications. To be an eligible GBR material,
a hydrogel must possess short gelation time to reduce operating time, suitable mechanical strength and
degradation time to maintain space for bone reconstruction, and low swelling rate to reduce wound
pressure to avoid inflammation. In this study, poly(ethylene glycol)diacrylate (PEGDA) was added
into pre-polymer solution to increase the degree of crosslinking and inhibit the biodegradation rate.
The PEGDA that we adopted is a micromolecule (<500 Da) with double active groups, which increases
the chance of crosslinking in solution. The influence of PEGDA on gelation time, structure, stiffness,
degradation, diffusion, and biocompatibility was investigated. Mouse osteoblasts were seeded on
the hydrogel surfaces using the photocrosslinking method. The behaviors and fates of osteoblasts in
hydrogel were studied using Calcein-AM/PI staining.

2. Materials and Methods

2.1. Materials

Gelatin (Type B from bovine bone, average molecular weight 80,000 Da) was obtained
from Dongbao Bio-tech (Baotou, China). Methacrylic anhydride (MA), poly (ethylene glycol)
diacrylate (PEGDA), 2-Hydroxy-1-(4-(hydroxyethoxy) phenyl)-2-methyl-1-propanone (Irgacure 2959),
and deuterium oxide were purchased from Sigma-Aldrich (St. Louis, MO, USA). Collagenase Type I,
FITC-BSA were purchased from Solarbio (Beijing, China). MC3T3-E1 (Mouse osteoblast cell line,
6 passages), fetal bovine serum, Alpha Modification Eagle Medium (α-MEM), and PBS buffer (pH 7.4)
were purchased from Union Hospital (Beijing, China). The live/dead assay kit was purchased from
ABcam (Britain, UK). All other reagents and solvents were of reagent grade.

2.2. Synthesis of Mechacrylated Gelatin (GelMA)

Methacrylated gelatin was synthesized according to the previously reported method [18]. Briefly,
10 g bovine bone gelatin was dissolved in 100 mL of phosphate-buffered saline at 60 ◦C for 60 min
until totally dissolved. Then, 6 mL methacrylic anhydride was added to the gelatin solution at a
rate of 0.5 mL min−1 and allowed to react for 3 h under stirred condition at 50 ◦C. The degree of
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methacrylation was affected by varying the amount of MA. Double distilled water was added into
the mixture to stop the reaction. The solution was dialyzed against distilled water using 12–14 kDa
dialysis tubing for 1 week. The solution was lyophilized and stored at −80 ◦C for further use.

2.3. Preparation of Hydrogel

GelMA/PEGDA hydrogels were prepared by photo-polymerization of two prepolymer
(GelMA and PEGDA) at different weight ratios in aqueous solution with an initiator I2959 0.1% (w/v),
which is shown in Table 1. The lyophilized GelMA was sterilized by ethylene oxide, and PEGDA and
I2959 were dissolved in PBS buffer and filter-sterilized through 0.22 µm filter (produced by Millipore,
Burlington, MA, USA). The mixed solution was placed into mold and exposed to 365 nm UV light
(purchased from Haosifa Co., Ltd., ShenZhen, China, 90 mw/cm2) for 10 min at room temperature.
The hydrogel was then taken out from mold and soaked in PBS buffer for 24 h to swell fully and
remove the toxic residues.

Table 1. Composition of hydrogels.

Samples Abbreviation GelMA % (w/v) PEGDA % (w/v)

GelMA 10% G10 10 —
GelMA 20% G20 20 —
GelMA 30% G30 30 —

GelMA 10% PEGDA 5% G10P5 10 5
GelMA 20% PEGDA 5% G20P5 20 5
GelMA 30% PEGDA 5% G30P5 30 5

2.4. NMR Spectra of GelMA

1H NMR was used to determine the methacrylation degree of free amine group in GelMA
sample [26]. The method was reported as follows: 30 mg GelMA was dissolved in 1 mL D2O to get clear
solution. The spectrum was obtained from Advance Bruker 400 M spectrometer. The methacrylation
degree of GelMA was calculated as follows:

Methacrylation degree (%) =
Number of methacrylate groups

Number of amine group on unreacted polymers
× 100

2.5. Scanning Electron Microscope Analysis

The GleMA/PEGDA hydrogel and GelMA hydrogel were immersed in PBS for 24 h at 37 ◦C
before lyophilization and then cut into pieces by scalpel. The pore diameter and wall thickness were
analyzed by Image J software (version 1.48u, National Institutes of Health, Bethesda, MD, USA).
More than 30 pores were measured manually for each sample.

2.6. Swelling Ratio

The hydrogel was immersed in PBS for 24 h at 37 ◦C, and its swelling weight Ws was measured.
Then, the hydrogel was lyophilized to obtain dry weight Wd. The swelling degree was calculated as
following equation [27]:

Swelling ratio =
Ws−Wd

Ws

2.7. Hydrogel Diffusivity

The water diffusivity of hydrogel for 1 h was measured according to the study reported.
The hydrogel was cut into cylinder 10 mm in diameter and 4 mm high, then lyophilized.
The lyophilized hydrogel was soaked in PBS at 37 ◦C. The absorbed water at 1 h for each hydrogel
(W1) and equilibrium state (We) was measured. L is the thickness of the hydrogel.
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W1

We
=

4√
π
×

(
D× t

L2

)2

Nutrient substance diffusion in the hydrogel was studied using the one-dimensional diffusion
model [26]. Briefly, the hydrogel was cut into cylinders, then immobilized in a mold. 200 µL of 1%
FTIC-BSA solution was dropped on the upper surface of hydrogel and washed 3 times with PBS
to remove the fluorescent solution on the surface after 10 min. The fluorescence microscope (Leica,
DMI6000B, Heidelberg, Germany) was used to observe the cross-section of the hydrogel.

2.8. Degradation by Collagenase

The hydrogels were incubated in 15 mL Eppendorf tubes with 5 mL PBS with 2 U mL−1

collagenase type I solution at 37 ◦C for 4 weeks. The collagenase solutions were replaced by fresh ones
every 2 days to maintain constant enzyme activity. At different times, the sample was removed from
collagenase solution and washed twice with sterile deionized water, lyophilized, and weighted [27].
The degradation rate was calculated using equation:

Degradation Rate (%) =
w0 − wt

w0
× 100%

2.9. Compressive Mechanical Properties

The mechanical properties of GelMA/PEGDA hydrogels were measured using a universal testing
machine (Instron 5960, Norwood, MA, USA) at a rate of 0.1 mm min−1 at 25 ◦C. The hydrogel samples
were cut into cylinder 10 mm in diameter and 4 mm high and kept in PBS buffer for swelling for 24 h
before testing.

2.10. 2D Cell Culturing

The hydrogel was prepared in the 24 well cell culture plate, then washed with PBS and α-MEM
twice. The MC3T3-E1 with 2.0 × 104 cells was seeded on each hydrogel surface. The Live-Dead Cell
Staining Kit was used to evaluate cell proliferation after 1, 3, and 7 days of culture. The staining steps
were as follows: Firstly, 5 µL Calcein-Am and 15 µL PI were added into 5 mL assay buffer to prepare
staining solution; secondly, the cell culture medium was removed and the cells were washed by assay
buffer twice; thirdly, 100 µL staining solution was added per well, and the cells were incubated for
30 min at 37 ◦C; finally, the fluorescence microscope (Leica, DMI6000B) was applied to observe the
staining image, and the Image J software was used to count the number of live and dead cells.

2.11. Influence Factor of Gelation Time

According to the reaction mechanism, the concentrations of GelMA, PEGDA, and I2959 were
regarded as the main influencing factors for gelation time, as long as UV source was fixed. Up to this
point, there had been no existing products or methods with which to measure the gelation time caused
by photo-initiation directly. So, we can measure the gelation time by adopting a physical observation
as follows: Firstly, we got a coarse gelation time range of each gelatin by preliminary experiment. Then,
we prepared a series of reaction mixtures for each sample in vials, treated them with UV, and inclined
the vials to estimate whether phase transformed every minute.

2.12. Satistical Analysis

All results in this work were expressed as mean ± standard deviation. The GraphPad
Prism version 7 (GraphPad Software, San Diego, CA, USA) was used for statistical analysis.
Differences between group means were analysed with Student’s T test, and the level of significance
was set at p < 0.05. The cell viability was analysed by Image J software.
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3. Results and Discussion

3.1. Methacrylation of Gelatin

The method of preparation of GelMA was first reported by Van Bulcke et al. [18]. The reaction
mechanism was displayed in Figure 1A. Briefly, methacrylic anhydride reacted with reactive amine
and hydroxyl groups of amino acid residues to introduce unsaturated bond on gelatin molecular
chain [28,29]. Thus, GelMA can be crosslinked via free radical photopolymerization in aqueous
solution with photoinitiator. The degree of methacrylation can be controlled by the amount of
methacrylic anhydride.

The degree of methacrylation of gelatin used in this study was 71.78% measured by 1H NMR
spectrum. Figure 1B shows new signals appear at δ = 5.4 ppm and δ = 5.6 ppm in the spectrum of
GelMA, which were the peaks of the acrylic protons of methacrylic functions; the peak at 1.87 ppm
corresponds to the methyl group of methacrylic acid, and the peak at δ = 7.3 ppm represents the
aromatic amino acid residues of gelatin.
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solution before and after 5 min UV treatment.

3.2. Morphology of GelMA/PEGDA Hydrogel

GelMA/PEGDA hydrogel was prepared after the mixing of GelMA and PEGDA solution and
photopolymerized with UV treatment (Figure 1C). The solution was free-flowing before UV treatment
and turned into a gel phase after crosslinking. The hydrogel was fully swelling in PBS before
lyophilization (Figure 2B), measured by SEM.

Although the interior structure of hydrogel maybe different from the natural state before
lyophilization, it is still a useful method for investigating the interior 3D structure of hydrogel.
Figure 2A shows the GelMA hydrogel and GelMA/PEGDA hydrogel cross-section images as
comparison. The pore diameter (Figure 2C) of G10 was 43.79 ± 12.89 µm, and G10P5 was
65.56 ± 13.45 µm, which was significantly larger than G10 (p < 0.05). The pore diameter sof G20
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and G30 were similar to G20P5 and G30P5; they showed no significant change. The PEGDA reacted
with GelMA in the system and significantly increased the pore diameter that was very suitable for
human cell growth in guide bone regeneration application. As shown in Figure 2D, the thickness
of pore wall from G10 to G30P5 was 1.33 ± 0.42, 2.15 ± 0.54, 3.68 ± 1.92, 6.02 ± 1.93, 6.00 ± 2.11,
and 9.17 ± 3.98, respectively. The wall thickness of hydrogel was significantly increased (p < 0.05) when
PEGDA was added into reaction system, which enabled the hydrogel with better mechanical properties.
In addition, an increase of wall thickness can lead to a decrease of pore density, which results in an
increase of average pore diameter per unit volume, as shown in Figure 2A.
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3.3. Swelling Ratio of GelMA/PEGDA Hydrogel

Swelling ratio of hydrogel was an essential factor for tissue engineering application. The swelling
ratios of GelMA and GelMA/PEGDA hydrogel were calculated as shown in Figure 3. The swelling
ratios of G10, G20, G30, G10P5, G20P5, and G30P5 were 18.33 ± 0.19, 10.81 ± 0.15, 3.83 ± 0.11,
9.11 ± 0.14; 5.79 ± 0.07, and 4.06 ± 0.74, respectively. The swelling ratio of hydrogel decreased
significantly (p < 0.05) with the amount of PEGDA added. This was because the PEGDA could increase
the degree of crosslinking. The high crosslinking degree improved the stiffness of hydrogel and
led to low swelling ratio [1,26], which made the hydrogel suitable for implanted material at low
wound pressure.
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3.4. Diffusivity of Hydrogel

As shown in the Figure 4A, PEGDA could react with GelMA and increase the water diffusivity of
hydrogel as compared to the hydrogel without PEGDA. The D values of G10, G20, G30, G10P5, G20P5,
and G30P5 were 6.71 ± 0.78 (×10−2), 4.76 ± 0.38 (×10−2), 3.93 ± 0.36 (×10−2), 10.54 ± 3.43 (×10−2),
6.00 ± 0.82 (×10−2), and 4.32 ± 0.41 (×10−2), respectively. According to these data, the diffusion
resistance of G10P5 and G20P5 was reduced significantly (p < 0.05) compared with G10 and G20,
when PEGDA was added into reaction system. However, there was no significant difference between
G30 and G30P5, and this may be caused by the similar pore diameter of G30 and G30P5.

Figure 4B shows the cross-section of the one-dimensional diffusion of FITC-BSA in the hydrogel.
The depth represented the diffusion intensity, which simulated the nutrient substance transmission
in hydrogel, which is an important factor for tissue engineering material. The PEGDA increased
the crosslinking degree and resulted in larger pore diameter, which enabled the macromolecular
substances to be more easily transported into the hydrogel.
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3.5. Biodegradation of Hydrogel In Vitro

The degradation rate of hydrogel in PBS solution without collagenase was very slow,
and especially the GelMA/PEGDA hydrogel was nearly non-degradable. The Figure 5 shows the
biodegradation results of GelMA and GelMA/PEGDA hydrogel. All the hydrogels were soaked in
PBS for 24 h to fully swell and remove the residues before test. The G10 and G20 were totally degraded
after 4 weeks; however, the hydrogel with PEGDA could maintain its shape, and the residual weight
ratios of G20P5 and G30P5 were more than 50% after 4 weeks. The hydrogel with PEGDA degraded
more slowly than the pure GelMA hydrogel, as the PEGDA improved the crosslinking degree and
made the 3D structure of hydrogel more complicated. Thus, the GelMA/PEGDA hydrogel needed
long time to degrade in vitro, and this overcame the shortcoming of pure GelMA hydrogel.

Materials 2018, 11, x FOR PEER REVIEW  8 of 11 

 

PBS for 24 h to fully swell and remove the residues before test. The G10 and G20 were totally 
degraded after 4 weeks; however, the hydrogel with PEGDA could maintain its shape, and the 
residual weight ratios of G20P5 and G30P5 were more than 50% after 4 weeks. The hydrogel with 
PEGDA degraded more slowly than the pure GelMA hydrogel, as the PEGDA improved the 
crosslinking degree and made the 3D structure of hydrogel more complicated. Thus, the 
GelMA/PEGDA hydrogel needed long time to degrade in vitro, and this overcame the shortcoming 
of pure GelMA hydrogel. 

 
Figure 5. Biodegradation of GelMA and GelMA/PEGDA hydrogel at 37 °C in collagenase type I 
solution. 

3.6. Compression Test 

As shown in Figure 6A–C, the GelMA/PEGDA hydrogel had higher compressive stress than that 
of pure GelMA hydrogel. The stress of G10P5 was 70.6 kPa, which was almost 6 times G10 (12.1 kPa). 
The strain of G10P5 was 47.9% less than G10 (60.8%). The PEGDA significantly (p < 0.05) increased 
the compressive stress compared with the hydrogel without PEGDA, as shown in Figure 6D. These 
results were attributed to the high degree of crosslinking interaction between GelMA and PEGDA 
network. The results were also proved by the SEM image mentioned before; the high stress 
GelMA/PEGDA hydrogel had thicker walls. However, the higher concentration of GelMA and 
GelMA/PEGDA led to higher crosslinking density, which increased the hydrogel stiffness and 
became more fragile. 

 

Figure 5. Biodegradation of GelMA and GelMA/PEGDA hydrogel at 37 ◦C in collagenase type
I solution.

3.6. Compression Test

As shown in Figure 6A–C, the GelMA/PEGDA hydrogel had higher compressive stress than that
of pure GelMA hydrogel. The stress of G10P5 was 70.6 kPa, which was almost 6 times G10 (12.1 kPa).
The strain of G10P5 was 47.9% less than G10 (60.8%). The PEGDA significantly (p < 0.05) increased the
compressive stress compared with the hydrogel without PEGDA, as shown in Figure 6D. These results
were attributed to the high degree of crosslinking interaction between GelMA and PEGDA network.
The results were also proved by the SEM image mentioned before; the high stress GelMA/PEGDA
hydrogel had thicker walls. However, the higher concentration of GelMA and GelMA/PEGDA led to
higher crosslinking density, which increased the hydrogel stiffness and became more fragile.
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3.7. In Vitro Cell Culture

Live/dead cell staining method was used to investigate the cell viability of MC3T3-E1 cultured
on the surface of GelMA and GelMA/PEGDA hydrogel for 1, 3, and 7 days. As shown in Figure 7,
almost all of the cells were alive after 1, 3, and 7 days culture for all the samples; the viability was greater
than 99% analyzed by Image J software. The images manifested that the photo-crosslinking treatment
of hydrogel was nontoxicity to cells. The hydrogel with PEGDA showed no difference from the pure
GelMA hydrogel, suggesting the PEGDA did have a toxic effect on cell viability. The GelMA/PEGDA
hydrogel showed good biocompatibility and could be used for cell encapsulation.
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3.8. Gelation Time Study

The gelation time was studied by changing the mass of I2959, GelMA, and PEGDA. Figure 8A,B
indicated that gelation time could be reduced by increasing the photoinitiator I2959 or prepolymer
GelMA concentration. Figure 8C demonstrated that only a small quantity of PEGDA can drastically
reduce the gelation time. Thus, the gelation time could be controllable adjustment according to
application requirement.
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Figure 8. (A) The impact of I2959 concentration on gelation time, when concentration of GelMA was
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0.1% and GelMA was 10% w/v.

4. Conclusions

This study synthesized a new biocompatible and biodegradable GelMA/PEGDA hydrogel by UV
photo-crosslinking. The properties of morphology, swelling, diffusion, degradation, and mechanical
and cell viability were systematically studied. The GelMA/PEGDA hydrogel had a higher mechanical
strength, longer degradation time, faster diffusion rate, and lower swelling rate than the pure
GelMA hydrogel. In vitro cell culture experiments—mouse osteoblasts MC3T3-E1 culture on the
GelMA/PEGDA surface—showed high viability, adhesion, and proliferation. Moreover, the gelation
time could be adjusted and reduced the operating time. In summary, this study demonstrated that
PEGDA can enhance the performance and extend the applications of GelMA hydrogels as a promising
GBR material.

Author Contributions: Conceptualization, Y.W. and Y.G. (Yanchuan Guo); Methodology, Y.W., B.Z., Y.G.
(Yunhua Gao); Software, M.M. and W.L.; Validation, B.Z. and Y.W.; Formal Analysis, J.W. and W.Z.; Investigation,
Y.W., M.M. and J.W.; Resources, W.L. and Y.G. (Yanchuan Guo); Data Curation, Y.W. and B.Z.; Writing Original
Draft Preparation, Y.W.; Writing Review & Editing, Y.W., M.M. and Y.G. (Yanchuan Guo); Visualization, B.Z.;
Supervision, Y.G. (Yunhua Gao); Project Administration: Y.G. (Yanchuan Guo); Funding Acquisition, Y.G.
(Yanchuan Guo) and W.L.

Funding: This study was funded by Science and Technology Service Network Initiative, Chinese Academy of
Sciences (Award number: KFJ-STS-ZDTP-016). This study was also supported by State Natural Fund, China
(Project number: 21506236).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Yue, K.; Trujillo-de Santiago, G.; Alvarez, M.M.; Tamayol, A.; Annabi, N.; Khademhosseini, A. Synthesis,
properties, and biomedical applications of gelatin methacryloyl (GelMA) hydrogels. Biomaterials 2015, 73,
254–271. [CrossRef] [PubMed]

2. Berger, A.J.; Linsmeier, K.M.; Kreeger, P.K.; Masters, K.S. Decoupling the effects of stiffness and fiber density
on cellular behaviors via an interpenetrating network of gelatin-methacrylate and collagen. Biomaterials
2017, 141, 125–135. [CrossRef] [PubMed]

3. Rodrigues, J.R.; Alves, N.M.; Mano, J.F. Biomimetic polysaccharide/bioactive glass nanoparticles multilayer
membranes for guided tissue regeneration. RSC Adv. 2016, 6, 75988–75999. [CrossRef]

4. Lee, B.H.; Lum, N.; Seow, L.Y.; Lim, P.Q.; Tan, L.P. Synthesis and characterization of types A and B gelatin
methacryloyl for bioink applications. Materials 2016, 9, 797. [CrossRef] [PubMed]

5. Chen, H.; Guo, L.; Wicks, J.; Ling, C.; Zhao, X.; Yan, Y.; Qi, J.; Cui, W.; Deng, L. Quickly promoting
angiogenesis by using a DFO-loaded photo-crosslinked gelatin hydrogel for diabetic skin regeneration.
J. Mater. Chem. B 2016, 4, 3770–3781. [CrossRef]

6. Bessho, M.; Furuta, M.; Kojima, T.; Okuda, S.; Hara, M. Gelatin hydrogels cross-linked by gamma-ray
irradiation: Materials for absorption and release of dye. J. Biomater. Sci. Ed. 2005, 16, 715–724. [CrossRef]

7. Stevens, K.R.; Einerson, N.J.; Burmania, J.A.; Kao, W.J. In vivo biocompatibility of gelatin-based hydrogels
and interpenetrating networks. J. Biomater. Sci. Ed. 2002, 13, 1353–1366. [CrossRef]

http://dx.doi.org/10.1016/j.biomaterials.2015.08.045
http://www.ncbi.nlm.nih.gov/pubmed/26414409
http://dx.doi.org/10.1016/j.biomaterials.2017.06.039
http://www.ncbi.nlm.nih.gov/pubmed/28683337
http://dx.doi.org/10.1039/C6RA14359H
http://dx.doi.org/10.3390/ma9100797
http://www.ncbi.nlm.nih.gov/pubmed/28773918
http://dx.doi.org/10.1039/C6TB00065G
http://dx.doi.org/10.1163/1568562053992478
http://dx.doi.org/10.1163/15685620260449741


Materials 2018, 11, 1345 11 of 12

8. Zhao, X.; Lang, Q.; Yildirimer, L.; Lin, Z.Y.; Cui, W.; Annabi, N.; Ng, K.W.; Dokmeci, M.R. Photocrosslinkable
Gelatin Hydrogel for Epidermal Tissue Engineering. Adv. Healthc. Mater. 2016, 5, 108–118. [CrossRef]
[PubMed]

9. Takaoka, R.; Hikasa, Y.; Hayashi, K.; Tabata, Y. Bone Regeneration by Lactoferrin Released from a Gelatin
Hydrogel. J. Biomater. Sci. Ed. 2011, 22, 1581–1589. [CrossRef] [PubMed]

10. Takei, T.; Sugihara, K.; Yoshida, M.; Kawakami, K. Injectable and biodegradable sugar beet pectin/gelatin
hydrogels for biomedical applications. J. Biomater. Sci. Ed. 2013, 24, 1333–1342. [CrossRef] [PubMed]

11. Komatsu, K.; Shibata, T.; Shimada, A.; Ideno, H.; Nakashima, K.; Tabata, Y.; Nifuji, A. Cationized gelatin
hydrogels mixed with plasmid DNA induce stronger and more sustained gene expression than atelocollagen
at calvarial bone defects in vivo. J. Biomater. Sci. Ed. 2016, 27, 419–430. [CrossRef] [PubMed]

12. Zhao, X.; Liu, S.; Yildirimer, L.; Zhao, H.; Ding, R.; Wang, H.; Cui, W.; Weitz, D. Injectable Stem Cell-Laden
Photocrosslinkable Microspheres Fabricated Using Microfluidics for Rapid Generation of Osteogenic Tissue
Constructs. Adv. Funct. Mater. 2016, 26, 2809–2819. [CrossRef]

13. Bang, S.; Jung, U.-W.; Noh, I. Synthesis and Biocompatibility Characterizations of in Situ Chondroitin
Sulfate-Gelatin Hydrogel for Tissue Engineering. Tissue Eng. Regen. Med. 2018, 15, 25–35. [CrossRef]

14. Graziola, F.; Candido, T.M.; de Oliveira, C.A.; Peres, D.D.A.; Issa, M.G.; Mota, J.; Rosado, C.; Consiglieri, V.O.;
Kaneko, T.M.; Velasco, M.V.R. Gelatin-based microspheres crosslinked with glutaraldehyde and rutin
oriented to cosmetics. Braz. J. Pharm. Sci. 2016, 52, 603–612. [CrossRef]

15. Yu, T.; Wang, W.; Nassiri, S.; Kwan, T.; Dang, C.; Liu, W.; Spiller, K.L. Temporal and spatial distribution
of macrophage phenotype markers in the foreign body response to glutaraldehyde-crosslinked gelatin
hydrogels. J. Biomater. Sci. Ed. 2016, 27, 721–742. [CrossRef] [PubMed]

16. Vijayakumar, V.; Subramanian, K. Diisocyanate mediated polyether modified gelatin drug carrier for
controlled release. Saudi Pharm. J. 2014, 22, 43–51. [CrossRef] [PubMed]

17. Subramanian, K.; Vijayakumar, V. Evaluation of isophorone diisocyanate crosslinked gelatin as a carrier for
controlled delivery of drugs. Polym. Bull. 2013, 70, 733–753. [CrossRef]

18. Den Bulcke, A.I.; Bogdanov, B.; De Rooze, N.; Schacht, E.H.; Cornelissen, M.; Berghmans, H. Structural
and rheological properties of methacrylamide modified gelatin hydrogels. Biomacromolecules 2000, 1, 31–38.
[CrossRef] [PubMed]

19. Yue, K.; Li, X.; Schrobback, K.; Annabi, N.; Leijten, J.; Zhang, W.; Zhang, Y.S.; Hutmacher, D.W.; Klein, T.J.;
Khademhosseini, A. Structural analysis of photocrosslinkable methacryloyl-modified protein derivatives.
Biomaterials 2017, 139, 163–171. [CrossRef] [PubMed]

20. Nichol, J.W.; Koshy, S.T.; Bae, H.; Hwang, C.M.; Yamanlar, S.; Khademhosseini, A. Cell-laden
microengineered gelatin methacrylate hydrogels. Biomaterials 2010, 31, 5536–5544. [CrossRef] [PubMed]

21. Bartnikowski, M.; Akkineni, A.R.; Gelinsky, M.; Woodruff, M.A.; Klein, T.J. A hydrogel model incorporating
3D-plotted hydroxyapatite for osteochondral tissue engineering. Materials 2016, 9, 285. [CrossRef] [PubMed]

22. Li, X.; Chen, S.; Li, J.; Wang, X.; Zhang, J.; Kawazoe, N.; Chen, G. 3D culture of chondrocytes in gelatin
hydrogels with different stiffness. Polymers 2016, 8, 269. [CrossRef]

23. Hosseini, V.; Kollmannsberger, P.; Ahadian, S.; Ostrovidov, S.; Kaji, H.; Vogel, V.; Khademhosseini, A.
Fiber-Assisted Molding (FAM) of Surfaces with Tunable Curvature to Guide Cell Alignment and Complex
Tissue Architecture. Small 2014, 10, 4851–4857. [CrossRef] [PubMed]

24. Jia, W.; Gungor-Ozkerim, P.S.; Zhang, Y.S.; Yue, K.; Zhu, K.; Liu, W.; Pi, Q.; Byambaa, B.; Dokmeci, M.R.;
Shin, S.R.; et al. Direct 3D bioprinting of perfusable vascular constructs using a blend bioink. Biomaterials
2016, 106, 58–68. [CrossRef] [PubMed]

25. Tamayol, A.; Najafabadi, A.H.; Aliakbarian, B.; Arab-Tehrany, E.; Akbari, M.; Annabi, N.; Juncker, D.;
Khademhosseini, A. Hydrogel Templates for Rapid Manufacturing of Bioactive Fibers and 3D Constructs.
Adv. Healthc. Mater. 2015, 4, 2146–2153. [CrossRef] [PubMed]

26. Wei, D.; Xiao, W.; Sun, J.; Zhong, M.; Guo, L.; Fan, H.; Zhang, X. A biocompatible hydrogel with improved
stiffness and hydrophilicity for modular tissue engineering assembly. J. Mater. Chem. B 2015, 3, 2753–2763.
[CrossRef]

27. Han, L.; Xu, J.; Lu, X.; Gan, D.; Wang, Z.; Wang, K.; Zhang, H.; Yuan, H.; Weng, J. Biohybrid methacrylated
gelatin/polyacrylamide hydrogels for cartilage repair. J. Mater. Chem. B 2017, 5, 731–741. [CrossRef]

http://dx.doi.org/10.1002/adhm.201500005
http://www.ncbi.nlm.nih.gov/pubmed/25880725
http://dx.doi.org/10.1163/092050610X517095
http://www.ncbi.nlm.nih.gov/pubmed/20663279
http://dx.doi.org/10.1080/09205063.2012.757727
http://www.ncbi.nlm.nih.gov/pubmed/23796034
http://dx.doi.org/10.1080/09205063.2016.1139486
http://www.ncbi.nlm.nih.gov/pubmed/26848778
http://dx.doi.org/10.1002/adfm.201504943
http://dx.doi.org/10.1007/s13770-017-0089-3
http://dx.doi.org/10.1590/s1984-82502016000400004
http://dx.doi.org/10.1080/09205063.2016.1155881
http://www.ncbi.nlm.nih.gov/pubmed/26902292
http://dx.doi.org/10.1016/j.jsps.2013.01.005
http://www.ncbi.nlm.nih.gov/pubmed/24493973
http://dx.doi.org/10.1007/s00289-012-0821-z
http://dx.doi.org/10.1021/bm990017d
http://www.ncbi.nlm.nih.gov/pubmed/11709840
http://dx.doi.org/10.1016/j.biomaterials.2017.04.050
http://www.ncbi.nlm.nih.gov/pubmed/28618346
http://dx.doi.org/10.1016/j.biomaterials.2010.03.064
http://www.ncbi.nlm.nih.gov/pubmed/20417964
http://dx.doi.org/10.3390/ma9040285
http://www.ncbi.nlm.nih.gov/pubmed/28773410
http://dx.doi.org/10.3390/polym8080269
http://dx.doi.org/10.1002/smll.201400263
http://www.ncbi.nlm.nih.gov/pubmed/25070416
http://dx.doi.org/10.1016/j.biomaterials.2016.07.038
http://www.ncbi.nlm.nih.gov/pubmed/27552316
http://dx.doi.org/10.1002/adhm.201500492
http://www.ncbi.nlm.nih.gov/pubmed/26304467
http://dx.doi.org/10.1039/C5TB00129C
http://dx.doi.org/10.1039/C6TB02348G


Materials 2018, 11, 1345 12 of 12

28. Eke, G.; Mangir, N.; Hasirci, N.; MacNeil, S.; Hasirci, V. Development of a UV crosslinked biodegradable
hydrogel containing adipose derived stem cells to promote vascularization for skin wounds and tissue
engineering. Biomaterials 2017, 129, 188–198. [CrossRef] [PubMed]

29. Assmann, A.; Vegh, A.; Ghasemi-Rad, M.; Bagherifard, S.; Cheng, G.; Sani, E.S.; Ruiz-Esparza, G.U.;
Noshadi, I.; Lassaletta, A.D.; Gangadharan, S. A highly adhesive and naturally derived sealant. Biomaterials
2017, 140, 115–127. [CrossRef] [PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.biomaterials.2017.03.021
http://www.ncbi.nlm.nih.gov/pubmed/28343005
http://dx.doi.org/10.1016/j.biomaterials.2017.06.004
http://www.ncbi.nlm.nih.gov/pubmed/28646685
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis of Mechacrylated Gelatin (GelMA) 
	Preparation of Hydrogel 
	NMR Spectra of GelMA 
	Scanning Electron Microscope Analysis 
	Swelling Ratio 
	Hydrogel Diffusivity 
	Degradation by Collagenase 
	Compressive Mechanical Properties 
	2D Cell Culturing 
	Influence Factor of Gelation Time 
	Satistical Analysis 

	Results and Discussion 
	Methacrylation of Gelatin 
	Morphology of GelMA/PEGDA Hydrogel 
	Swelling Ratio of GelMA/PEGDA Hydrogel 
	Diffusivity of Hydrogel 
	Biodegradation of Hydrogel In Vitro 
	Compression Test 
	In Vitro Cell Culture 
	Gelation Time Study 

	Conclusions 
	References

