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Abstract: The fabrication of high-precision scaffolds with excellent biocompatibility for tissue engi-

neering has become a research hotspot. Two-photon polymerization (TPP) can break the optical 

diffraction limit and is used to fabricate high-resolution three-dimensional (3D) microstructures. In 

this study, the biological properties, and machinability of photosensitive gelatin methacrylate 

(GelMA) hydrogel solutions are investigated, and the biocompatibility of 3D scaffolds using a pho-

tosensitive GelMA hydrogel solution fabricated by TPP is also evaluated. The biological properties 

of photosensitive GelMA hydrogel solutions are evaluated by analyzing their cytotoxicity, swelling 

ratio, and degradation ratio. The experimental results indicate that: (1) photosensitive GelMA hy-

drogel solutions with remarkable biological properties and processability are suitable for cell at-

tachment. (2) a micro/nano 3D printed scaffold with good biocompatibility is fabricated using a 

laser scanning speed of 150 μm/s, laser power of 7.8 mW, layer distance of 150 nm and a photosen-

sitive GelMA hydrogel solution with a concentration of 12% (w/v). Micro/nano additive manufac-

turing will have broad application prospects in the tissue engineering field. 
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1. Introduction 

Excellent scaffolds for tissue engineering should be three-dimensional (3D) porous 

structures that maintain the shape and characteristics of lesion tissues [1–3]. In addition, 

the materials used to fabricate scaffolds for tissue engineering should present excellent 

biocompatibility, high water absorption capacity, and remarkable biodegradability [4,5]. 

Scaffolds used for soft tissue engineering, such as cartilage, tendon, skin, blood vessel, 

kidney, and nerve tissue, are typically fabricated from photosensitive solutions or bioinks 

prepared using synthetic hydrogels. Synthetic hydrogels are fabricated using hydrophilic 

groups and high-molecular polymers [6,7]. Owing to the cytotoxicity of polymers, syn-

thetic hydrogels present poor biocompatibility, low water absorption capacity, and poor 

biodegradability, which severely limit their application for tissue engineering scaffolds. 

Hence, natural hydrophilic materials modified using organic groups, such as naturally 

derived hydrogels, have attracted increasing attention. Naturally derived hydrogels [8,9] 

such as collagen, sodium alginate, chitosan, gelatin methacrylate (GelMA), and composite 
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hydrogels, which can easily undergo cross-linking reactions, have been widely used for 

tissue engineering. 

In addition, the structure of the scaffolds utilized for tissue engineering, such as po-

rosity, is also of great concern. Several researchers have focused on the pore-forming abil-

ity of scaffolds and internal pore structure of scaffolds [10–12]. However, scaffolds present 

relatively simple shapes, such as cylinder, cube, and thin film shapes. Hence, traditional 

methods are ineffective for fabricating complex external structures. Additive manufactur-

ing (AM) technology is based on the layer-by-layer fabrication principle, which renders it 

advantageous for fabricating complex 3D porous scaffolds. Moreover, AM facilitates the 

fabrication of customized scaffolds. Inkjet, extrusion, and photopolymerization are the 

types of AM technologies most commonly used to fabricate tissue engineering scaffolds 

using naturally derived hydrogels. Inkjet and extrusion do not require photoinitiators, 

which reduces the cytotoxicity of the fabricated materials. Researchers have successfully 

fabricated 3D scaffolds for cartilage [13], skin [14], muscle [15], vessel [16], heart [17,18], 

nerve [19], stem cell [20], periodontal [21] and corneal [22] tissue engineering. However, 

the precision of 3D scaffolds fabricated using inkjet and extrusion technologies is poor 

because processing resolution is low. Based on the cross-linking photopolymerization re-

action, stereolithography (SLA), digital light processing (DLP), digital micromirror device 

(DMD), and two-photon polymerization (TPP) technologies require initiation using exter-

nal light sources. Hence, photosensitive hydrogel solutions should be configured using 

photoinitiators. SLA, DLP, and DMD technologies have been successfully used to fabri-

cate 3D porous scaffolds for liver [23], nerve [24], vascular [25,26] and stem cell [27] tissue 

engineering. Owing to their relatively high processing resolution, the aforementioned 3D 

porous scaffolds are relatively high precision. TPP technology [28] is not diffraction lim-

ited and can use for sub-wavelength fabrication. Structures fabricated by TPP technology 

have dimensions below 100 nm. Most commercial photoinitiators are sensitive to light 

sources with wavelengths of 365–450 nm. Therefore, they are usually used in SLA, DLP, 

and DMD technologies. However, commercial photoinitiators have small two-photon ab-

sorption cross sections. The TPP effect is typically induced in naturally derived hydrogels 

using symmetric structure [29] photoinitiators with a large two-photon absorption cross 

section. 

In this study, we used a femtosecond laser with a wavelength of 780 nm to induce 

the TPP effect. Most commercial photoinitiators require UV light sources, and their ab-

sorption cross-section in the near-infrared region is very small. Hence, photosensitive 

GelMA hydrogel solutions were configured using a combination of GelMA hydrogel, 

photoinitiator, and photosensitizer, to improve absorption efficiency in the near-infrared 

region (~780 nm). The biological properties of the photosensitive GelMA hydrogel solu-

tions, namely cytotoxicity, swelling ratio, and degradation ratio, were evaluated. Moreo-

ver, the processability of photosensitive GelMA hydrogel solutions was evaluated by us-

ing them to fabricate 3D structures. The experimental results indicated that the photosen-

sitive GelMA hydrogel solutions presented good biocompatibility, swelling ratio, degra-

dation ratio, and processability. A micro/nano 3D printed scaffold with good biocompat-

ibility was fabricated using a laser scanning speed of 150 μm/s, laser power of 7.8 mW, 

layer distance of 150 nm, and a photosensitive GelMA hydrogel solution with a concen-

tration of 12% (w/v). We anticipate that micro/nano 3D AM will have broad application 

prospects in the tissue engineering field. 

2. Materials and Methods 

2.1. Configuration of Photosensitive GelMA Hydrogel Solutions 

In this study, a 780 nm femtosecond laser was used to induce the TPP effect. How-

ever, most commercial photoinitiators require UV light sources, and their absorption 

cross-sections in the near-infrared region are very small. Hence, Rose Bengal was selected 

as the photosensitizer to improve the absorption efficiency of the VA-086 photoinitiator 
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in the near-infrared region (~780 nm). Dried GelMA hydrogel (Hangzhou, China) was 

added to 1× phosphate buffered saline (PBS; Solarbio, Beijing, China) solution. GelMA 

hydrogel solutions with concentrations of 5%, 8%, 10%, 12%, 15%, and 20% (w/v) were 

configured. Thereafter, a 1% (w/v) VA-086 (Wako Pure Chemicals, Osaka, Japan) photoin-

itiator and a 1% (w/v) Rose Bengal (Sigma-Aldrich Chemical Co., St. Louis, MO, USA) 

photosensitizer were added to the GelMA hydrogel solution. Subsequently the mixtures 

were heated in a 37 °C water bath for 10 min, followed by shaking in an ultrasonic shaker 

for 10 min to ensure that the GelMA hydrogel fully dissolved in the PBS solution. Subse-

quently, a 0.22 μm needle filter (SLGV033RB, Millipore, Atlanta, GA, USA)) was used to 

filter the solutions. Next, the configured photosensitive GelMA hydrogel solutions com-

prising GelMA hydrogel, VA-086 photoinitiator, and Rose Bengal photosensitizer were 

used to fabricate 3D scaffolds. 

2.2. Biological Properties of GelMA Hydrogel Solutions 

Cytotoxicity: To comprehensively assess the cytotoxicity of the prepared solutions, 

samples with a diameter of 6 mm and a thickness of 2 mm were polymerized using the 

prepared photosensitive GelMA hydrogel solutions. The samples were soaked in PBS to 

obtain soaking solution. The cytotoxicity of the soaking, photosensitive GelMA hydrogel 

and photoinitiator solutions were tested [30,31] 

The Cell Counting Kit−8 (CCK−8) method was used to evaluate the cytotoxicity of 

the soaking, photosensitive GelMA hydrogel and photoinitiator solutions. HPF-1 human 

lung fibroblasts were selected and seeded in a 96-well microtiter plate (3599, Corning Cos-

tar, Alexandria, VA, USA) at a density of 5000 cells per well. The seeded cells were incu-

bated for 24 h at 37 °C under a 5% CO2 atmosphere. Thereafter, the Dulbecco’s Modified 

Eagle Medium was removed from the wells, and the soaking, photosensitive GelMA hy-

drogel and photoinitiator solutions were added to the wells. Subsequently, the 96-well 

microtiter plate was placed in a cell incubator (Forma Steri-Cycle, Thermo Scientific, Wal-

tham, MA, USA)) for 3 h. The CCK−8 reagent (Dojindo, Kumamoto, Japan) was added to 

the wells, and then the 96-well microtiter plate was placed in a cell incubator for 1 h. The 

absorbance of the wells was measured using a multilabel plate reader (Victor 3 V 1420, 

Perkin Elmer, Boston, MA, USA), and cell activity was calculated using the absorbance to 

assess the cytotoxicity of the GelMA hydrogel solutions. 

Swelling ratio: As the 3D structures fabricated using the TPP method are too small to 

be weighed using conventional weighing methods, macroscopic samples were used to 

measure the swelling ratio [4] of the polymerized samples. Samples with a diameter of 6 

mm and thickness of 2 mm were polymerized using the prepared configured photosensi-

tive GelMA hydrogel solutions and a light source with a center wavelength of 405 nm. 

The polymerized samples were freeze-dried, and weighed using an electronic analytical 

balance (Pioneer, Ohaus, Parsippany, NJ, USA). After the dry weight (W���) of each sam-

ple was recorded, the samples were soaked in a PBS solution at 18−22 °C for 1, 2, 3, 6, 9, 

12, and 24 h. Thereafter the soaked samples were taken out from the PBS solution, the 

surface water was removed, the samples were weighed again, and their weight (W�������) 

was recorded. Lastly, the swelling ratios of the samples were calculated as follows: 

Swelling ratio (%) =  
�������������

����
× 100, (1)

Degradation ratio: In vitro degradation rates were evaluated by measuring percent 

mass loss. Before degradation studies all polymerized samples were lyophilized and 

weighed to determine their initial weight (W��). A protease solution with a concentration 

of 4.2 units/mL was used to degrade the samples. After soaking them in the protease so-

lution at 37 °C for 1, 2, 3, 6, 9, 12, 24, 36, and 48 h, the samples were removed from the 

protease solution, the surface water was removed, the samples were weighed, and their 

weight (W����) was recorded. The degradation ratios of the samples were calculated as 

follows: 



Nanomaterials 2022, 12, 391 4 of 13 
 

 

Mass loss (%) =  
���������

���
× 100, (2)

where W�� is the original dry mass of the sample, W���� is the residual dry mass of the 

sample after a degradation period. 

2.3. TPP Fabrication 

A TPP system was used to fabricate 3D structures using the prepared GelMA hydro-

gel. The TPP system consisted of a titanium sapphire femtosecond laser (120 fs, 80 MHz, 

780 nm Spectra-Physics, Milpitas, CA, USA), beam expansion system, high-precision pie-

zoelectric platform, and charge-coupled device monitoring system. Photosensitive 

GelMA hydrogel solution (20 μL) was added to a glass substrate using a pipette. A cover 

glass was used to cover the solution to prevent water evaporation owing to long-term air 

exposure. A 100 μm thick plastic shim was placed between the glass substrate and cover 

glass to create the fabrication space. The femtosecond laser was focused on the solution 

using an oil-immersion focusing objective (60× N.A. 1.42, Nikon, Tokyo, Japan), and 3D 

microstructures were fabricated via the movement of the laser beam, which was achieved 

by moving the piezoelectric platform. After the 3D microstructures were fabricated, the 

unpolymerized hydrogel solution was rinsed with deionized water. The morphological 

characteristics of the fabricated 3D microstructures were observed using a scanning elec-

tron microscopy (SEM; SU-8020, Hitachi, Tokyo, Japan) instrument. The surface rough-

ness of the 3D microstructures was measured using a white light interference 3D surface 

profiler (NT1100, Wyko, South GreenBack, TN, USA). The polymer line resolution and 

effect of the hydrogel concentration on the properties of the fabricated 3D scaffolds were 

analyzed. Subsequently, a 2 mm × 1.73 mm × 0.67 mm GelMA hydrogel three-layer spider 

web structure was fabricated. 

2.4. Cell Attachment of 3D Scaffolds 

The 3D microstructures fabricated using photosensitive GelMA hydrogel solutions 

with concentrations of 5%, 8%, 10%, 12%, 15%, and 20% (w/v) were added to a 75% ethanol 

(Fuchen, Tianjin, China) solution, ultrasonically cleaned, and sterilized under UV light for 

2 h. CCC-ESF-1 human skin fibroblasts were seeded in 6-well plates (3516, Corning Cos-

tar, Alexandria, VA, USA) at a density of 2000 cells per well. Subsequently, samples of the 

fabricated 3D microstructures were placed in the wells that contained cell suspension. The 

6-well plates were incubated at 37 °C under a 5% CO2 atmosphere for 1, 2, 3, 4, and 5 d. 

Cell attachment [32] and growth on the 3D microstructures was observed directly using 

an optical microscope (IX71, Olympus, Tokyo, Japan). 

3. Results and Discussion 

Cells were cultured on the 3D scaffolds fabricated using photosensitive GelMA hy-

drogel solutions. The biological properties of the materials used to fabricate scaffolds are 

very important for tissue engineering applications. Hence, in this study, the biological 

properties of the photosensitive GelMA hydrogel solutions were evaluated by assessing 

their cytotoxicity, swelling ratio and degradation ratio. Moreover, because hydrogel pro-

cessing is challenging, the processability of the photosensitive GelMA hydrogel solutions 

was also investigated. Furthermore, the effects of the hydrogel concentration on the prop-

erties of the 3D scaffolds and the biocompatibility of 3D scaffolds fabricated using GelMA 

hydrogel solutions with different concentrations were investigated. 

3.1. Biological Properties of GelMA Hydrogel Solutions 

Cytotoxicity: Cytotoxicity is an important parameter for assessing the biological 

properties of materials. For this experiment, we used a multilabel plate reader with an 

excitation wavelength of 450 nm. The cytotoxicity of the photosensitive GelMA hydrogel, 

soaking, and VA-086 photoinitiator solutions were evaluated, and the results are 
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presented in Figure 1. The red bars in Figure 1 indicate the cytotoxicity of the photosensi-

tive GelMA hydrogel solutions with concentrations of 5%, 8%, 10%, 12%, 15%, and 20% 

(w/v). Cell activity decreased with increasing GelMA hydrogel concentration and reached 

a maximum of 56.5% at the GelMA hydrogel concentration of 5% (w/v). As the GelMA 

hydrogel concentration further increased, the amount of macromers in solution gradually 

increased. The cytotoxicity of unpolymerized macromers was higher than that of the pol-

ymerized samples, which led to a decrease in cell activity. The lime-green bars in Figure 

1 illustrate the cytotoxicity of the solution used to soak the photopolymerized sample. Cell 

activity first increased and then decreased with increasing GelMA hydrogel concentration 

of the soaked samples and reached a maximum value of 66.3% when the GelMA hydrogel 

concentration of the soaked sample was 10% (w/v). This was attributed to the difference 

in polymerization degree between the photopolymerized samples. The polymerization 

degree of the samples fabricated using photosensitive GelMA hydrogel solutions with 

relatively low concentrations was low. Dense polymer networks were not formed, and a 

fraction of the long-chain polymers on the edges of the samples were broken. The presence 

of oligomers in the soaking solution caused an increase in solution cytotoxicity. The 

polymerization degree increased with increasing GelMA hydrogel concentration, and the 

concentration of oligomers in the soaking solution gradually decreased. When the GelMA 

hydrogel concentration was 10% and 12% (w/v), the effects of the GelMA hydrogel con-

centration and polymerization degree on cell activity were balanced. However, when the 

GelMA hydrogel concentration exceeded 12% (w/v), more organic groups were present in 

solution. Consequently, soaking solution cytotoxicity increased, which caused a decrease 

in cell activity. Furthermore, the cytotoxicity of the VA-086 photoinitiator was tested. Be-

cause the initiation efficiency of the water-soluble azo photoinitiator was high, photopol-

ymerization was efficiently initiated using a low concentration of photoinitiator. The de-

composition products of the azo initiator were non-toxic. Hence, the cell activity of the 

VA-086 photoinitiator reached 67.1%. A cell activity higher than 50% indicated that the 

experimental materials presented good biocompatibility. The aforementioned experi-

mental results revealed that: (1) the unpolymerized photosensitive GelMA hydrogel solu-

tion presented a certain degree of cytotoxicity, (2) the cytotoxicity of the photosensitive 

GelMA hydrogel solution significantly decreased after the polymerization of the organic 

groups, and (3) the photosensitive GelMA hydrogel solutions with concentrations of 10% 

and 12% (w/v) were the most suitable for 3D scaffold fabrication because the correspond-

ing polymerized samples presented the lowest cytotoxicity among all analyzed samples. 

 

Figure 1. Cytotoxicity of gelatin methacrylate (GelMA) hydrogel, soaking, and VA-086 photoiniti-

ator solutions. 

Swelling ratio: Cell division and growth require water, and the swelling ratio can be 

used to characterize the water absorption capacity of materials. The swelling ratios of the 

analyzed samples as a function of soaking time at different GelMA hydrogel 
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concentrations are presented in Figure 2a. After soaking, the swelling ratios of the samples 

decreased significantly with increasing GelMA hydrogel concentration. The sample fab-

ricated using the GelMA hydrogel solution with a concentration of 5% (w/v), presented 

the highest swelling ratio of 607.6%. The swelling ratio of the sample fabricated using the 

GelMA hydrogel solution with a concentration of 20% (w/v), was only 311.3%. Moreover, 

the swelling ratios of the samples fabricated using GelMA hydrogel solutions with the 

same concentration increased with increasing soaking time. The swelling ratios of the 

samples increased sharply within the first hour, and then the rate of increase of the swell-

ing ratio decreased. The lower the concentration of the GelMA hydrogel solution was, the 

larger the macromers gap of the photopolymerized samples was. This is why more water 

was absorbed when the concentration of the GelMA hydrogel solution was lower. By con-

trast, the polymer network of the samples fabricated using GelMA hydrogel solutions 

with higher concentrations was denser and their molecular gap was smaller. Hence, less 

water was absorbed by these samples, and their swelling ratios were lower. 

Degradation ratio: For tissue engineering, cells are cultured on pre-processed 3D 

scaffolds. The 3D scaffolds should provide support for cells and a microenvironment that 

is beneficial for cell growth. However, the tissue can be cultivated on artificial 3D scaf-

folds, which should present a certain degree of degradability. The degradation ratios of 

the samples fabricated using GelMA hydrogel solutions with different concentrations as 

a function of soaking time are illustrated in Figure 2b. The degradation ratios of the sam-

ple fabricated using GelMA hydrogel solutions with the same concentration increased 

with increasing soaking time. The degradation ratios of the samples fabricated using 

GelMA hydrogel solutions with low concentrations were significantly higher than those 

fabricated using GelMA hydrogel solutions with high concentrations. The sample fabri-

cated using a GelMA hydrogel solution with a concentration of 5% (w/v) was completely 

degraded after 12 h of soaking. Protease solutions mainly degrade gelatin. The long-chain 

structure of low-concentration polymers facilitated full contact between gelatin and the 

protease solution, which led to a high degradation ratio. When the concentration of the 

GelMA hydrogel solution used for fabrication the sample was increased to 20% (w/v), the 

degradation ratio of the sample after 36 h was only 59.77%. The dense network structure 

of high-concentration polymers hindered the contact between gelatin and the protease 

solution inside the polymer network, which caused the degradation ratio to decrease. The 

swelling and degradation ratio data indicated that: (1) the polymerized GelMA hydrogel 

material presented excellent water absorption capacity, (2) the gelatin in the polymerized 

GelMA hydrogel material can be fully degraded, and (3) the photosensitive GelMA hy-

drogel is suitable for fabricating scaffolds for tissue engineering. 

 

Figure 2. (a) Swelling and (b) degradation ratios of polymerized gelatin methacrylate (GelMA) 

hydrogel material samples as the function of soaking time at different GelMA hydrogel solution 

concentrations. 
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3.2. Resolution of Polymer Lines 

Polymer line scanning is one of the main methods used to assess material processa-

bility, and the minimum resolution can be obtained using the line width of the polymer 

lines. The effects of laser power and scanning speed on the polymer lines fabricated via 

TPP were analyzed. The photosensitive GelMA hydrogel solution with a concentration of 

10% (w/v) was used to fabricate polymer lines. The laser scanning speed was set at 70, 90, 

110, 150, and 200 μm/s. The laser power was gradually reduced at each laser scanning 

speed, and the minimum processing thresholds were 7.7, 8.5, 9.8, 11.3, and 13 mW at the 

laser scanning speeds of 70, 90, 110, 150, and 200 μm/s, respectively. The corresponding 

minimum widths of the polymer lines were 264, 251, 363, 447 nm, and 387 nm, respec-

tively. The dependence of the width of polymer lines fabricated using different laser scan-

ning speeds on the laser power is illustrated in Figure 3. And the SEM image of the poly-

mer lines fabricated at a speed of 90 μm/s is inserted in Figure 3. At the same laser scan-

ning speed, the width of the polymer lines increased with increasing laser power. At the 

same laser power, the width of the polymer lines decreased with increasing laser scanning 

speed. At a constant laser scanning speed, the energy obtained in the exposed areas de-

creased with decreasing laser power. Consequently, the TPP absorption section in the ma-

terial also decreased. When the laser power was constant a low laser scanning speed 

caused a high overlap of laser pulses in the laser irradiation areas and the exposed areas 

presented high energies. Hence, the TPP absorption section decreased with increasing la-

ser scanning speed. Owing to the low polymerization degree, the polymer lines deformed. 

The experimental results revealed that (1) the selected photoinitiator system can effi-

ciently initiate the TPP effect in photosensitive GelMA hydrogel solutions, (2) when the 

laser scanning speed was 70 and 90 μm/s, the fabricated polymer lines had smaller width 

and deformation, and (3) when the laser scanning speed and power were 90 μm/s and 8.5 

mW, respectively, the minimum resolution of the fabricated material reached 251 nm. 

 

Figure 3. Line width dependence of laser power of polymer lines fabricated using the photosensi-

tive GelMA hydrogel solution with a concentration of 10% (w/v). 
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3.3. Effect of GelMA Hydrogel Concentration on the Properties of the 3D Scaffolds 

To analyze the effect of the GelMA hydrogel concentration on the properties of the 

fabricated 3D scaffolds, the laser power and scanning speed were set to 9.5 mW and 110 

μm/s, respectively. The laser power used in this section was lower than that used in Sec-

tion 3.2 under the same scanning speed. Since the fabrication of the 3D structure required 

the multiple scanning of laser spots at a fixed overlap rate. The accumulation of energy in 

the exposure area initiated the TPP effect. Spider web structures were fabricated using 

GelMA hydrogel solutions with concentrations of 5%, 8%, 10%, 12%, 15%, and 20% (w/v). 

The SEM images of the single-layer spider web structures fabricated using the GelMA 

hydrogel solutions with concentrations of 5%, 12%, and 20% (w/v) are presented in Figure 

4a–c), respectively. The width and surface roughness of the single-layer spider web struc-

tures fabricated using GelMA hydrogel solutions with concentrations of 5%, 8%, 10%, 

12%, 15%, and 20% (w/v) were measured, and the results are presented shown in Figure 

4d,e, respectively. The width of the spider web structures decreased first and then in-

creased with increasing GelMA hydrogel solution concentration. The spider web struc-

tures fabricated using GelMA hydrogel solutions with concentrations of 5% and 12% (w/v) 

presented the widest (1.244 μm) and narrowest (1.059 μm) widths, respectively. The sur-

face roughness of 3D structures decreases with increasing hydrogel concentration. The 

surface roughness values of the spider web structures fabricated using GelMA hydrogel 

solutions with concentrations of 5% and 20% (w/v) were the highest (82.81 nm) and lowest 

(25.73 nm), respectively. The experimental results revealed that: (1) the concentration of 

photosensitive GelMA hydrogel solution significantly affected the processing accuracy 

and surface roughness of the fabricated 3D structures, (2) the photosensitive GelMA hy-

drogel solutions with concentrations of 10% and 12% (w/v) were the most suitable for fab-

ricating 3D scaffolds because the 3D structures fabricated using these solutions presented 

high processing accuracy and moderate surface roughness, which facilitated cell growth. 

 

Figure 4. Scanning electron microscopy images of single-layer spider web structures fabricated 

using photosensitive gelatin methacrylate (GelMA) hydrogel solutions with concentrations of (a) 

5%, (b) 12%, and (c) 20% (w/v) at a laser scanning speed and power of 110 μm/s and 9.5 mW, re-

spectively. (d) Width and (e) surface roughness of spider web structure dependence on GelMA 

hydrogel solution concentration. 

During the functionalization of gelatin, the ether bonds of methacrylic anhydride 

broke. Meanwhile, amino groups in gelatin underwent dehydrogenation. Then, GelMA 

hydrogel macromers were obtained by the synthesis reaction. In polymerization, GelMA 
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macromers combined with each other by methyl groups to form chain polymers. When 

the concentration of photosensitive GelMA hydrogel solution was low, only a few macro-

mers were present in solution. These macromers could only be polymerized into long-

chain polymers (Figure 5a). When the concentration of the photosensitive GelMA hydro-

gel solution was high, the solution contained sufficient macromers to form dense polymer 

networks (Figure 5b). Hence, the spider web structure fabricated using a photosensitive 

GelMA hydrogel solution with a low concentration presented low resistance to defor-

mation. The structure deformed in the longitudinal direction and extended in the trans-

verse direction, resulting in a wide line width. Moreover, long-chain polymers were easily 

broken during rinsing. The polymers on the surface of the 3D structure were washed away 

to form irregular stripes. Consequently, the surface of the 3D structure was rough. As the 

concentration of the photosensitive GelMA hydrogel solution increased, the long-chain 

polymer structure gradually changed into a network structure. Accordingly, the re-

sistance to deformation of the polymers increased, and the deformation of the spider web 

structure decreased. Owing to the distribution of the incident laser beam, the polymeriza-

tion degree of the 3D structure at the edges was low, and the edges of the 3D structure 

were easily washed away. Hence, the width of the spider web structures decreased as the 

concentration of the photosensitive GelMA hydrogel solution increased. When the con-

centration of the photosensitive GelMA hydrogel solution was higher than 12% (w/v), the 

density of the polymers further increased with increasing concentration. Furthermore, the 

spider web structure no longer deformed, and rinsing no longer affected the edges of the 

3D structure. Hence, the width of the spider web structure increased and gradually stabi-

lized as the solution saturated. Moreover, the resistance to deformation caused by changes 

in the polymer structure increased. Hence, the surface roughness of the spider web struc-

ture gradually decreased with increasing concentration of the photosensitive GelMA hy-

drogel solution. 

 

Figure 5. Photopolymerization in photosensitive gelatin methacrylate hydrogel solution at (a) low 

and (b) high concentrations. 

3.4. Fabrication of 3D Scaffolds 

Based on the effect of concentration of the photosensitive GelMA hydrogel solution 

on the properties of the fabricated 3D structures and cytotoxicity test results, a photosen-

sitive GelMA hydrogel solution with a concentration of 12% (w/v) was used to fabricate 

3D scaffolds. A low laser scanning speed ensures a high processing accuracy; however, it 

causes two drawbacks during fabrication. A long fabrication time causes water to evapo-

rate from the photosensitive GelMA hydrogel solution during fabrication. Moreover, be-

cause 3D structure fabrication requires multiple scanning steps, a low laser scanning 

speed causes the accumulation of an excess amount of energy in the exposure area, which 

damages the fabricated materials. Consequently, the fabricated 3D structures are incom-

plete. A high laser scanning speed causes a low processing accuracy and significant de-

formation of the fabricated 3D structures. Therefore, the laser scanning speed and power 
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used in this study were appropriately adjusted according to the results of the polymer line 

experiments. The laser scanning speed of 150 μm/s could ensure the proper fabrication 

time and the fabrication accuracy in large-sized 3D structures fabrication. In the study of 

polymer lines resolution, the laser scanning speed of 150 μm/s was high. When a low laser 

power was used for a single scan, the energy obtained in the exposure areas was small, 

resulting in a low degree of polymerization of the polymer lines. Hence, the polymer lines 

could not firmly attach to the substrate or severely deformed after rinsing treatment. The 

complete polymer lines were obtained when the laser power was higher than 11.3 mW. 

However, in the fabrication of 3D structures, the polymer lines fabricated by low laser 

power attached to each other. Hence, they would not deform during the rinsing treatment. 

The high laser power used to fabricate 3D structures under high-speed scanning would 

damage the photosensitive solution. Therefore, the large-sized 3D structures with high 

accuracy could be fabricated with laser power lower than 11.3 mW. The 3D scaffold with 

a three-layer spider web structure fabricated at a laser scanning speed of 150 μm/s and a 

laser power of 9.8 mW, with a layer distance set to 150 nm is illustrated in Figure 5. Fibro-

blasts were approximately 10–20 μm in size. The size of 3D scaffolds should range from 

hundreds of micrometers to millimeters to provide sufficient space for cell growth. The 

size of the fabricated 3D scaffold illustrated in Figure 6 was 2 mm × 1.73 mm × 0.67 mm. 

 

Figure 6. (a,b) Digital model and (c,d) photographs of the fabricated 3D scaffold. 

3.5. Cell Shape on 3D Scaffolds 

Cell morphology on the fabricated 3D scaffolds was observed and recorded after 1–

5 days (Figure 7). Cytotoxicity testing revealed that the solutions after soaking samples 

fabricated using photosensitive GelMA hydrogel solutions with concentrations of 10% 

(w/v) and 12% (w/v) hydrogel concentration presented a low cytotoxicity, and cells can 

attach to the 3D scaffolds after 1 d. With prolonged incubation time, cell shape changed 

from core to spindle, and the number of cells attached to the 3D scaffolds increased. Cell 

culture on the 3D scaffolds agreed well with the cytotoxicity test results of the photosen-

sitive GelMA hydrogel solutions. The experimental results further confirmed that the 
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photosensitive GelMA hydrogel solutions with concentrations of 10% and 12% (w/v) were 

suitable for fabricating tissue engineering scaffolds. 

 

Figure 7. Attachment and growth of CCC-ESF-1 human skin fibroblasts on the 3D scaffolds fabri-

cated using photosensitive GelMA hydrogel solutions with concentrations of 10% and 12% w/v. 

4. Conclusions 

The fabrication of high-precision scaffolds for tissue engineering with excellent bio-

compatibility has become a research hotspot. Furthermore, the fabrication of 3D scaffolds 

using the TPP technology and naturally derived hydrogels provides new prospects in the 

tissue engineering field. In this study, we systematically analyzed the configuration and 

biological properties of photosensitive GelMA hydrogel solutions, fabrication of 3D scaf-

folds, and biocompatibility of the 3D scaffolds. A 780 nm femtosecond laser was used to 

induce the TPP effect. Photosensitive GelMA hydrogel solutions were configured using 

combinations of GelMA hydrogel, photoinitiator, and photosensitizer, which ensured the 

induction of the TPP effect. The biological properties of the materials used to fabricate 

scaffolds are very important for tissue engineering applications. Hence, in this study, the 

biological properties of the photosensitive GelMA hydrogel solutions were evaluated us-

ing cytotoxicity, swelling ratio, and degradation ratio experiments. Because hydrogel pro-

cessing is challenging, the processability of the photosensitive GelMA hydrogel solutions 

was analyzed. The effects of the GelMA hydrogel solution concentration on the properties 

of the fabricated 3D structures and biocompatibility of 3D scaffolds were also studied. The 

experimental results indicated that: (1) optimal cell viability was 66.3%, which suggested 

that the photosensitive GelMA hydrogel solutions presented excellent biological perfor-

mance, (2) the polymerized GelMA hydrogel presented excellent water absorption and 

degradation capacities, which suggested that the fabricated 3D structures were suitable 

for cell attachment, (3) the TPP effect can be efficiently initiated in photosensitive GelMA 

hydrogel solutions, (4) the concentration of photosensitive GelMA hydrogel solution 
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significantly affected the processing accuracy and surface roughness of the fabricated 3D 

structures, (5) the photosensitive GelMA hydrogel solutions with concentrations of 10% 

and 12% (w/v) were the most suitable for fabricating 3D scaffolds because the high pro-

cessing accuracy and moderate surface roughness of the fabricated 3D scaffolds facilitated 

cell growth, and (6) a 3D scaffold with good biocompatibility was fabricated using a laser 

scanning speed of 150 μm/s, laser power of 7.8 mW, layer distance of 150 nm, and a pho-

tosensitive GelMA hydrogel solution with a concentration of 12% (w/v). High-precision 

3D scaffolds with excellent biocompatibility, which can be used in tissue engineering re-

search were fabricated. Due to the low efficiency of femtosecond laser machining, the fab-

rication of 3D scaffold with nano and micro topographical requirements needs further 

study by femtosecond laser pulse shaping. 

Author Contributions: Methodology, writing—original draft preparation, Y.Y.; investigation, L.C. 

and Z.S.; Supervision, J.C. All authors have read and agreed to the published version of the manu-

script. 

Funding: This study was financially supported by the National Natural Science Foundation of 

China (NSFC) [Grant Nos. 52175374, 51805014 and 51905531]. 

Informed Consent Statement: Not applicable. 

Data Availability Statement: The data presented in this study are available on request from the 

corresponding authors. 

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

References 

1. El-Fiqi, A.; Kim, J.H.; Kim, H.W. Novel bone-mimetic nanohydroxyapatite/collagen porous scaffolds biomimetically 

mineralized from surface silanized mesoporous nanobioglass/collagen hybrid scaffold: Physicochemical, mechanical and in 

vivo evaluations. Mater. Sci. Eng. C 2020, 110, 110660. 

2. Xu, T.; Ding, Y.; Liang, Z.; Sun, H.; Zheng, F.; Zhu, Z.; Fong, H. Three-dimensional monolithic porous structures assembled 

from fragmented electrospun nanofiber mats/membranes: Methods, properties, and applications. Prog. Mater. Sci. 2020, 112, 

100656. 

3. Liu, Y.; Gu, J.; Fan, D. Fabrication of high-strength and porous hybrid scaffolds based on nano-hydroxyapatite and human-like 

collagen for bone tissue regeneration. Polymers 2020, 12, 61. 

4. Biswal, T. Biopolymers for tissue engineering applications: A review. Mater. Today Proc. 2021, 41, 397–402. 

5. Bao, W.; Li, M.; Yang, Y.; Wan, Y.; Wang, X.; Bi, N.; Li, C. Advancements and frontiers in the high performance of natural 

hydrogels for cartilage tissue engineering. Front. Chem. 2020, 8, 53. 

6. Li, Y.; Xue, B.; Cao, Y. 100th anniversary of macromolecular science viewpoint: Synthetic protein hydrogels. ACS Macro Lett. 

2020, 9, 512–524. 

7. Bashir, S.; Hina, M.; Iqbal, J.; Rajpar, A.H.; Mujtaba, M.A.; Alghamdi, N.A.; Ramesh, S. Fundamental concepts of hydrogels: 

Synthesis, properties, and their applications. Polymers 2020, 12, 2702. 

8. Batalov, I.; Stevens, K.R.; DeForest, C.A. Photopatterned biomolecule immobilization to guide three-dimensional cell fate in 

natural protein-based hydrogels. Proc. Natl. Acad. Sci. USA 2021, 118, e2014194118. 

9. Mandal, A.; Clegg, J.R.; Anselmo, A.C.; Mitragotri, S. Hydrogels in the clinic. Bioeng. Transl. Med. 2020, 5, e10158. 

10. Yoon, D.M.; Fisher, J.P. Natural and synthetic polymeric scaffolds. In Biomedical Materials; Springer, Cham, Switzerland, 2021; 

pp. 257–283. 

11. Dong, Q.; Li, Y.; Jiang, H.; Zhou, X.; Liu, H.; Lu, M.; Bai, J. 3D-cubic interconnected porous Mg-based scaffolds for bone repair. 

J. Magnes. Alloy. 2021, 9, 1329–1338. 

12. Zhang, W.C.; Zheng, M.L.; Liu, J.; Jin, F.; Dong, X.Z.; Guo, M.; Li, T. Modulation of Cell Behavior by 3D Biocompatible Hydrogel 

Microscaffolds with Precise Configuration. Nanomaterials 2021, 11, 2325. 

13. Haghighi, P.; Shamloo, A. Fabrication of a novel 3D scaffold for cartilage tissue repair: In-vitro and in-vivo study. Mater. Sci. 

Eng. C 2021, 128, 112285. 

14. Hosseini, M.; Shafiee, A. Engineering bioactive scaffolds for skin regeneration. Small 2021, 17, 2101384. 

15. Langridge, B.; Griffin, M.; Butler, P.E. Regenerative medicine for skeletal muscle loss: A review of current tissue engineering 

approaches. J. Mater. Sci. Mater. Med. 2021, 32, 15. 

16. Wang, X.; Yu, Y.; Yang, C.; Shao, C.; Shi, K.; Shang, L.; Zhao, Y. Microfluidic 3D Printing Responsive Scaffolds with Biomimetic 

Enrichment Channels for Bone Regeneration. Adv. Funct. Mater. 2021, 31, 2105190. 

17. Jang, J.; Park, H.J.; Kim, S.W.; Kim, H.; Park, J.Y.; Na, S.J.; Cho, D.W. 3D printed complex tissue construct using stem cell-laden 

decellularized extracellular matrix bioinks for cardiac repair. Biomaterials 2017, 112, 264–274. 



Nanomaterials 2022, 12, 391 13 of 13 
 

 

18. Shahzadi, S.; Ishtiaq, I.; Aslam, K. 3D bioprinting–a step towards heart tissue regeneration. J. Appl. Biotechnol. Bioeng. 2021, 8, 1–

4. 

19. Tse, C.; Whiteley, R.; Yu, T.; Stringer, J.; MacNeil, S.; Haycock, J.W.; Smith, P.J. Inkjet printing Schwann cells and neuronal 

analogue NG108-15 cells. Biofabrication 2016, 8, 015017. 

20. Blaeser, A.; Duarte Campos, D.F.; Puster, U.; Richtering, W.; Stevens, M.M.; Fischer, H. Controlling shear stress in 3D bioprint-

ing is a key factor to balance printing resolution and stem cell integrity. Adv. Healthc. Mater. 2016, 5, 326–333. 

21. Aytac, Z.; Dubey, N.; Daghrery, A.; Ferreira, J.A.; de Souza Araújo, I.J.; Castilho, M.; Bottino, M.C. Innovations in craniofacial 

bone and periodontal tissue engineering–from electrospinning to converged biofabrication. Int. Mater. Rev. 2021, 1–38. DOI: 

10.1080/09506608.2021.1946236 

22. Isaacson, A.; Swioklo, S.; Connon, C.J. 3D bioprinting of a corneal stroma equivalent. Exp. Eye Res. 2018, 173, 188–193. 

23. Bejoy, A.M.; Makkithaya, K.N.; Hunakunti, B.B.; Hegde, A.; Krishnamurthy, K.; Sarkar, A.; Mazumder, N. An insight on ad-

vances and applications of 3d bioprinting: A review. Bioprinting 2021, 24, e00176. 

24. Ye, W.; Li, H.; Yu, K.; Xie, C.; Wang, P.; Zheng, Y.; Gao, Q. 3D printing of gelatin methacrylate-based nerve guidance conduits 

with multiple channels. Mater. Des. 2020, 192, 108757. 

25. Shen, Y.; Tang, H.; Huang, X.; Hang, R.; Zhang, X.; Wang, Y.; Yao, X. DLP printing photocurable chitosan to build bio-constructs 

for tissue engineering. Carbohydr. Polym. 2020, 235, 115970. 

26. Wang, M.; Li, W.; Mille, L.S.; Ching, T.; Luo, Z.; Tang, G.; Zhang, Y.S. Digital Light Processing Based Bioprinting with Compos-

able Gradients. Adv. Mater. 2021, 34, 2107038. 

27. Morris, V.B.; Nimbalkar, S.; Younesi, M.; McClellan, P.; Akkus, O. Mechanical properties, cytocompatibility and manufactura-

bility of chitosan: PEGDA hybrid-gel scaffolds by stereolithography. Ann. Biomed. Eng. 2017, 45, 286–296. 

28. Kawata, S.; Sun, H.B.; Tanaka, T.; Takada, K. Finer features for functional microdevices. Nature 2001, 412, 697–698. 

29. Tromayer, M.; Gruber, P.; Markovic, M.; Rosspeintner, A.; Vauthey, E.; Redl, H.; Liska, R. A biocompatible macromolecular 

two-photon initiator based on hyaluronan. Polym. Chem. 2017, 8, 451–460. 

30. Brigo, L.; Urciuolo, A.; Giulitti, S.; Della Giustina, G.; Tromayer, M.; Liska, R.; Brusatin, G. 3D high-resolution two-photon 

crosslinked hydrogel structures for biological studies. Acta Biomater. 2017, 55, 373–384. 

31. Ovsianikov, A.; Mühleder, S.; Torgersen, J.; Li, Z.; Qin, X.H.; Van Vlierberghe, S.; Stampfl, J. Laser photofabrication of cell-

containing hydrogel constructs. Langmuir 2014, 30, 3787–3794. 

32. Pennacchio, F.A.; Fedele, C.; De Martino, S.; Cavalli, S.; Vecchione, R.; Netti, P.A. Three-dimensional microstructured azoben-

zene-containing gelatin as a photoactuable cell confining system. ACS Appl. Mater. Interfaces 2018, 10, 91–97. 

 


