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Improving printability of hydrogel-based bio-inks
for thermal inkjet bioprinting applications via
saponification and heat treatment processes†

Ratima Suntornnond,a Wei Long Ng, *a Xi Huang,a Chuen Herh Ethan Yeowa and
Wai Yee Yeong *ab

Material jetting bioprinting is a highly promising three-dimensional (3D) bioprinting technique that

facilitates drop-on-demand (DOD) deposition of biomaterials and cells at pre-defined positions with

high precision and resolution. A major challenge that hinders the prevalent use of the material jetting

bioprinting technique is due to its limited range of printable hydrogel-based bio-inks. As a proof-of-

concept, further modifications were made to gelatin methacrylate (GelMA), a gold-standard bio-ink, to

improve its printability in a thermal inkjet bioprinter (HP Inc. D300e Digital Dispenser). A two-step

modification process comprising saponification and heat treatment was performed; the GelMA bio-ink

was first modified via a saponification process under highly alkali conditions to obtain saponified GelMA

(SP-GelMA), followed by heat treatment via an autoclaving process to obtain heat-treated SP-GelMA

(HSP-GelMA). The bio-ink modification process was optimized by evaluating the material properties of

the GelMA bio-inks via rheological characterization, the bio-ink crosslinking test, nuclear magnetic

resonance (NMR) spectroscopy and the material swelling ratio after different numbers of heat treatment

cycles (0, 1, 2 and 3 cycles). Lastly, size-exclusion chromatography with multi-angle light scattering

(SEC-MALS) was performed to determine the effect of heat treatment on the molecular weight of the

bio-inks. In this work, the 4% H2SP-GelMA bio-inks (after 2 heat treatment cycles) demonstrated good

printability and biocompatibility (in terms of cell viability and proliferation profile). Furthermore, thermal

inkjet bioprinting of the modified hydrogel-based bio-ink (a two-step modification process comprising

saponification and heat treatment) via direct/indirect cell patterning is a facile approach for potential

fundamental cell–cell and cell–material interaction studies.

1. Introduction

3D bioprinting is a highly automated and advanced technology
that facilitates the fabrication of complex and biomimetic 3D
tissue-engineered constructs.1–6 It enables the precise patterning
of living cells and biomaterials via a layer-by-layer fabrication
approach to control the spatial arrangement of these functional
components to achieve optimal cell–cell and cell–biomaterial
interactions.7–10 The 3D bioprinting techniques can be categor-
ized into 3 distinct processes: material jetting,11–16 material

extrusion17–20 and vat polymerization.21–23 These bioprinting
techniques have their specific advantages and limitations
and the choice of a suitable bioprinting technique should be
dependent on the intended application. The drop-on-demand
(DOD) material jetting bioprinting technique (inkjet bio-
printing,24 microvalve bioprinting25 and laser-assisted bio-
printing26) enables contactless patterning and deposition of
different types of biomaterials and living cells within each layer,
which is critical for achieving improved cell–cell and cell–matrix
interactions within the 3D tissue-engineered constructs.27–31

Most of the existing bio-inks for bioprinting techniques are
hydrogel-based bio-inks with good biocompatibility that facili-
tate cell encapsulation and support cell proliferation over
time.32,33 These bio-inks include collagen-based,34–37 gelatin-
based,38–41 fibrin-based,42,43 hyaluronic acid-based,44,45 silk
fibroin46,47 and so on. To date, the gelatin methacrylate
(GelMA) bio-ink is widely used due to its tunable mechanical
properties, controllable degradation rate and good biocom-
patibility.48–50 The gelatin component is a hydrolyzed form of
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collagen which contains cell-signaling motifs such as arginine–
glycine–aspartic acid (RGD) sequences that facilitate cell attach-
ments and target sequences of matrix metalloproteinase (MMP)
that is critical for cellular remodeling. GelMA is considered a
gold-standard bio-ink for bioprinting applications and it is
formed via a reaction between gelatin and methacrylic anhy-
dride to confer the photo-crosslinking properties51,52 which
enhances the overall mechanical properties of the gelatin and
leads to a controllable degradation rate.53

A major limitation that hinders the prevalent use of material
jetting bioprinting approaches is due to its limited choice of
printable bio-inks. Among the various material jetting bioprint-
ing approaches, the inkjet bioprinting technique has the most
stringent requirements for a printable bio-ink, which include
the bio-ink viscosity, surface tension and density.54,55 The drop-
on-demand (DOD) inkjet bioprinting techniques can be classi-
fied as thermal/piezoelectric/electrostatic inkjet bioprinting;
the thermal actuator in thermal inkjet bioprinting locally heats
the bio-ink to form a vapor bubble that expands and collapses
rapidly to generate a pressure pulse within the fluid chamber,
whereas the piezoelectric/electrostatic actuator changes its shape
to displace the bio-ink within the fluid chamber to generate a
pressure pulse. Furthermore, it has been reported that the inkjet
bioprinting techniques do not have significant influence on the
cell viability (B80–90% cell viability after printing).11 Although
the thermal inkjet print-head can only be used to deposit a
narrower range of bio-inks, it is much cheaper to manufacture
and can be packed at a higher density per printer as compared to
the piezoelectric/electrostatic inkjet print-head to achieve signifi-
cantly higher printing throughput.11 Hence, the envisioned goal
was to perform further modifications to GelMA bio-inks in this
proof-of-concept study to reduce its long molecular chains
(which leads to high viscosity) and improve its printability in a
thermal inkjet print-head.

Our study demonstrated that a two-step modification pro-
cess comprising saponification and heat treatment helped in
improving the printability of the GelMA bio-ink in the thermal
inkjet print-head significantly. An optimal heat treatment pro-
cess of 2 cycles resulted in a significant decrease in the viscosity
of the bio-ink and the molecular weight to improve its print-
ability while retaining its ability to undergo both physical
crosslinking and chemical crosslinking. The encapsulated cells
within the modified GelMA bio-inks remained viable and
continued to proliferate well over a period of 7 days; direct/
indirect cell patterning can be performed in a facile manner for
potential fundamental cell–cell and cell–material interaction
studies.

2. Materials and methods
2.1. Bio-ink synthesis and modification

Gelatin methacrylate (GelMA) was synthesized following a pre-
viously reported protocol.56 Briefly, 10 g of gelatin type A, from
porcine skin, with a gel strength of 300 bloom (Sigma-Aldrich,
G2500) was solubilized in pre-heated sterile 1� phosphate

buffered saline (PBS) to reach a final concentration of
10% w/v. This mixture was stirred at 50 1C inside a chemical
safety fume hood until the solution appeared clear and homo-
genous. Methacrylic anhydride (MAAh) (Sigma-Aldrich, USA,
276685) was added dropwise to the gelatin solution (0.6 g of
MAAh per gram of gelatin) and stirred at 500 rpm for 3 hours at
50 1C to facilitate the functionalization of gelatin with photo-
curable methacrylate groups. The resultant gelatin methacrylate
solution was then aliquoted to 50 ml falcon tubes and centri-
fuged at 3000 � g for 5 minutes to pellet the unreacted MAAh.
The supernatant was diluted two times the volume by using
1� PBS at 40 1C. The solution was dialyzed for seven days against
distilled water at 40 1C through a 12–14 kDa cut-off dialysis
membrane (Sigma-Aldrich, USA).

A two-step modification process comprising saponification
and heat treatment was performed; the GelMA bio-ink was first
modified via the saponification process under highly alkali
conditions to obtain saponified GelMA (SP-GelMA), followed
by heat treatment via the autoclaving process to obtain heat-
treated SP-GelMA (HSP-GelMA) (Fig. 1). The saponification
process was performed according to a previous protocol57 by
adding 10 M sodium hydroxide (NaOH) to the dialyzed solution
to obtain a final pH of 11 over a period of 15 minutes prior to a
neutralization process using 10% v/v acetic acid to obtain the
saponified GelMA (SP-GelMA). The SP-GelMA solution was then
lyophilized over a period of 7–10 days until it turned into solid
white foam and stored at �30 1C until further use.

Prior to use, the SP-GelMA solution required an additional
post-saponification step by treating SP-GelMA in 1� PBS with
0.09 M NaOH for 30 minutes and adjusting the pH back to 7.4
with 10% v/v acetic acid. Next, SP-GelMA was heat-treated via
an autoclaving process at 121 1C and 15 psi over different
heat-treatment cycles (1–3 cycles) to obtain the heat-treated
SP-GelMA (HSP-GelMA). The HSP-GelMA solution was sterile
filtered using a 0.22 mm pore filter, Merck Millipore Stericupt
Sterile Vacuum Filter Units. The filtered HSP-GelMA solution
was then adjusted to the 4% w/v concentration and kept inside
a 37 1C oven for 1–2 days before bioprinting. The HSP-GelMA
bio-inks used in this study are denoted as H�SP-GelMA,
where � represented the number of heat treatment cycles
(0, 1, 2 and 3 cycles).

2.2. Bio-ink characterization

2.2.1. Material printability. In this study, a thermal inkjet
printer (HP D300e Digital Dispenser) was utilized for bio-ink
printing using non-commercial cell-printing cassettes (proto-
type T8 cassettes with 8 embedded thermal inkjet print-heads
with a large nozzle orifice diameter to enable cell printing) with
a high printing frequency of 1 kHz. The thermal inkjet print-
head dispensed a constant droplet volume of B0.345 nl and
multiple droplets were printed at the same spot to achieve the
desired droplet volume. The droplets were dispensed into a
tissue-cultured well plate and hence the nozzle to the substrate
distance is approximately 15 mm (the distance is dependent on
the thickness of the well plate). The HP D300e digital dispenser
was used to evaluate the printability of different H�SP-GelMA
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bio-inks (where � varies from 0 to 3); the bio-inks were printed
as 4 � 4 droplet arrays with a total dispensed volume of 20 nL
per spot onto 24-well tissue culture plates.

2.2.2. Rheological characterization. The rheological pro-
perties of the H�SP-GelMA bio-inks (where � varies from 0 to
3) were evaluated using a discovery hybrid rheometer (TA
Instruments, New Castle, DE, USA). The values of the strain
amplitude were first verified to ensure that all measurements
were performed within the linear viscoelastic region. Next, the
viscosities of different HSP-GelMA bio-inks (0, 1, 2 and 3 cycles)
were evaluated for shear rates ranging from 102 to 104 s�1 at a
constant temperature of 25 1C. For the temperature sweep, the
experiment was performed from 4 1C to 40 1C at 2 1C min�1

ramp rate and a constant angular frequency of 10.0 s�1.
2.2.3. Bio-ink crosslinking test. Different bio-ink cross-

linking tests were performed to evaluate the influence of heat
treatment cycles on physical and chemical crosslinking proper-
ties. The physical crosslinking test was performed by pipetting
different H�SP-GelMA bio-inks (where � varies from 0 to 3) at a
constant volume of 20 ml onto the 24-well plates (n = 3 for each
type of bio-ink) and submerging the various bio-inks in ice cold
water (below 4 1C for 15 minutes) to observe the change in the
sol–gel phase of the samples. The chemical crosslinking test
was performed by pipetting different H�SP-GelMA bio-inks
(where � varies from 0 to 3) at a constant volume of 20 ml onto
the 24-well plates (n = 3 for each type of bio-ink) and cross-
linking the various bio-inks in a UV flood curing system
(Techno Digm, Singapore) operating at a 50% power intensity
for 120 seconds to observe the change in the sol–gel phase of
the samples.

2.2.4. Nuclear magnetic resonance (NMR) spectroscopy.
For 1H-nuclear magnetic resonance spectroscopy (1H-NMR),
H�SP-GelMA bio-inks (where � varies from 0 to 3) were diluted

to a concentration of 10 mg ml�1 and characterized by 1H-NMR
400 MHz (AVANCE I, Bruker, Germany) in D2O solvent (Sigma-
Aldrich, USA) focused of the peaks at 1.8–2.0, 5.7–5.9, and
6.1–6.3 ppm for the methacrylate group. The percentage of
the methacrylate group was calculated by comparing the height
of the peak against the H0SP-GelMA peak (no heat treatment).

2.2.5. Material swelling test. H�SP-GelMA bio-inks (where
� varies from 0 to 3) were casted into a circular disc (n = 3, + =
5 mm, and height = 5 mm). After this, samples were lyophilized
and kept at �30 1C before further experiments. Consequently,
hydrogel samples were soaked in DI water for 4 hours to ensure
that they were fully swollen, and the swell ratio of the hydrogel
was calculated by using the formula below in eqn (1):

Swelling ratio ¼Wswollen �Wdry

Wdry
� 100% (1)

2.2.6. Size-exclusion chromatography with multi-angle
light scattering (SEC-MALS). The molecular weights (Mw) of
pristine GelMA and H�SP-GelMA bio-inks (where � varies from
0 to 2) were measured using a high performance liquid chro-
matography (HPLC) system with UV and a fluorescence detector
that used size exclusion chromatography (SEC) (Shimadzu
HPLC Prominence) with an S200 5/150GL column to separate
samples. The eluted peaks were analyzed using a DawnHeleos-
II Multi-Angle Light Scattering (MALS) detector to determine
the weight average molecular weight (Mw), number average
molecular weight (Mn), and polydispersity index (Mw/Mn).

2.3. Cell printing

2.3.1. Cell culture. L929 murine fibroblast cells were pur-
chased from ATCC and used in this study. The L929 murine
fibroblast cells were cultured in the low glucose Dulbecco’s

Fig. 1 Schematic drawing of the two-step modification process for the gelatin methacrylate (GelMA) bio-ink; a saponification process was first
performed under highly alkali conditions, followed by the autoclaving process (different numbers of heat treatment cycles) to obtain the heat-saponified
GelMA (HSP-GelMA) bio-inks which were illustrated in the macromolecular form.
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modified eagle medium (DMEM) (Sigma-Aldrich) supplemented
with 10% v/v FBS (PAA, GE Healthcare) and 1% v/v antibiotic/
antimycotic solution (PAA, GE Healthcare) at a temperature of
37 1C. The culture medium was changed once every three days.
The cells were routinely passaged in tissue culture flasks
and the adherent cells were harvested using 0.25% trypsin
(Sigma-Aldrich) at 90% confluency. Different concentrations
of cell-laden bio-inks were prepared; the detached fibroblast
cells were suspended in 4% w/v HSP-GelMA bio-inks to obtain
the desired cell concentration (0–4 million cells per ml).

2.3.2. Optimal printing cell concentration. 4% H2SP-GelMA
bio-inks of varying cell concentrations (0–4 million cells per ml)
were printed directly onto 24-well tissue culture plates as 4 � 4
droplet arrays with a total dispensed volume of 20 nL per spot to
evaluate its printability and determine an optimal printable cell
concentration. Subsequently, the optimal cell concentration was
used for further cell viability and cell proliferation studies.

2.3.3. Cell viability and proliferation. L929 murine fibro-
blast cells were encapsulated in the 4% H2SP-GelMA bio-ink at
an optimal cell concentration of 2 million cells per ml. The cell-
laden bio-inks were printed directly onto 24-well tissue culture
plates as 4 � 4 droplet arrays with a total dispensed volume
of 20 nL per spot to evaluate the printed cell viability and
proliferation profile. The printed 4 � 4 droplet arrays (sample
size, n = 15) were crosslinked under the UV light for 130 seconds
using a UV flood curing system (Techno Digm, Singapore) and
cultured over a period of 7 days. The positive control (2% w/v
polyvinylpyrrolidone (PVP) in 1� PBS solution, Mw = 360 kDa – no
UV crosslinking is required) and negative control (4% w/v
SP-GelMA + 1% w/v PEGDA – UV crosslinking is required) were
used in this viability study.

For the cell viability test, the LIVE/DEADt viability/cytotoxi-
city kit (Invitrogent, Life Technologies, USA) was used to
determine the cell viability within each printed group. The cell
culture medium was first removed, followed by rinsing the
samples with 1� PBS solution for 3 times. Next, the calcein AM
solution (stain live cells – green) and ethidium homodimer-1
solution (stain dead cells – red) were added to the different
wells and incubated at 37 1C for 20 minutes prior to fluores-
cence imaging. The samples were observed under an optical/
fluorescence microscope (AxioVert.A1, Carl Zeiss, Germany)
with 490 nm excitation for live cells and 545 nm excitation
for dead cells. The average printed cell viability (%) was
obtained by calculating the ratio of viable green cells to dead
red cells inside each printed droplet.

For the cell proliferation test, 3 different groups of samples
were prepared using the 4% H2SP-GelMA bio-ink containing 2
million cells per ml to the 3D culture environment. The cell-
laden 4% H2SP-GelMA bio-inks were (1) manually pipetted
(20 ml) onto the 24-well plate cell insert – non-printed group,
(2) directly printed (20 ml) onto the 24-well plate cell insert to
emulate the 2D culture environment – printed 2D group and
(3) directly printed (20 ml) onto a hydrogel layer (4% H2SP-
GelMA) inside the 24-well plate cell insert to emulate the 3D
culture environment – printed 3D group. All the samples were
then crosslinked under the UV light for 130 seconds using a

UV flood curing system. PrestoBlues assay (Invitrogen, Life
Technologies, USA) was used to measure the proliferation
profile of printed cells encapsulated within the 4% w/v H2SP-
GelMA bio-ink based on the relative fluorescence units over a
period of 7 days at different time points (day 1, 4 and 7). The
fresh culture medium was added to cells prior to the addition of
the PrestoBlues assay (10% of the total volume) in the ratio of
1 : 9, followed by incubation at 37 1C for 3 hours. A micro-plate
reader (SPARK 10M, Tecan) was then used to excite the
PrestoBlues assay at 560 nm wavelength and measure its
fluorescence emission at 590 nm wavelength.

Furthermore, scanning electron microscopy (SEM, Jeol JSM-
5600LV, Tokyo, Japan) was performed to investigate the mor-
phology of the encapsulated cells within the 4% w/v H2SP-
GelMA bio-inks. The samples were first fixed using a 2.5% v/v
glutaraldehyde solution (Sigma-Aldrich, USA) at 4 1C for 1 hour,
followed by rinsing the samples with distilled water several
times to remove the residual glutaraldehyde. Next, the samples
were dehydrated using graded ethanol solutions at increasing
concentrations (v/v) for at least 10 minutes: 25%, 50%, 70%,
95%, and 100% (twice). After this, samples were washed with
distilled water and dried in a desiccator for one day. Lastly, the
samples were mounted onto aluminum stubs and gold-coated
at 10 mA for 20 seconds before the SEM examination.

2.3.4. Cell patterning. L929 fibroblast cells were stained
using a green cytoplasmic membrane dye (CellBrites, Biotium)
and an orange cytoplasmic membrane dye (CellBrites, Bio-
tium) for cell patterning applications. The cell-laden 4% w/v
H2SP-GelMA bio-ink of 2 million cells per ml density was
prepared and printed using the thermal inkjet print-heads in
the HP D300e digital dispenser.

Two different cell patterning approaches were demonstrated
in this work – direct cell patterning and indirect cell patterning.
For the direct cell patterning approach, the 4% w/v H2SP-GelMA
bio-ink (2 million cells per ml) was printed directly onto 96-well
plates to create different patterns. For the indirect cell patterning
approach, the 4% w/v H2SP-GelMA bio-ink (0 million cells per
ml) was printed on the non-adherent surface to create different
patterns for the subsequent cell attachment. The non-adherent
surface was prepared by soaking the 24-well plates overnight in a
blocking solution comprising 3% w/v bovine serum albumin
(BSA, Sigma-Aldrich) and 3% w/v pluronic F-127 (PF-127,
Sigma-Aldrich) in 1� PBS solution. The blocking solution was
subsequently removed and dried in the oven at 37 1C for at least
24 hours before use. The 4% w/v H2SP-GelMA bio-ink (0 million
cells per ml) was then printed over the non-adherent surface and
seeded with L929 murine fibroblast cells at a density of 2 � 104

cells per well. All the samples were observed under an optical/
fluorescence microscope (AxioVert.A1, Carl Zeiss, Germany).

3. Results and discussion
3.1. Bio-ink synthesis and modification

As highlighted earlier, a major limitation that hinders the
prevalent use of material jetting bioprinting approaches is
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due to its limited choice of printable bio-inks. In this proof-
of-concept study, the gelatin was first functionalized with
methacrylic anhydride (MAAh) to obtain photo-curable GelMA
bio-inks, followed by a two-step modification process compris-
ing saponification and heat treatment to obtain printable HSP-
GelMA bio-inks for thermal inkjet bioprinting (Fig. 1). The high
molecular weight gelatin was used in this study as it is a cost-
effective and commonly used raw ingredient used in most
protocols for GelMA synthesis.38,58 It yields a higher degree of
functionalization59 and a lower swelling rate as compared to
the low molecular weight gelatin.60 However, the use of lower
molecular weight gelatin should be explored for GelMA synth-
esis in future studies.

Although the SP-GelMA bio-ink (4% w/v concentration) has a
shorter polymer chain after partial hydrolysis of methacry-
late groups into hydroxyl groups during the saponification
process,61 it demonstrated poor printability in the thermal
inkjet print-head as compared to the piezoelectric/electrostatic
inkjet print-head. The printing outcome was more like spraying
rather than jetting of discrete droplets. Hence, an additional
modification is required to further reduce the polymer chain to
improve its printability in the thermal inkjet print-head. In this
work, a heat treatment, the ‘‘autoclaving’’ process, was imple-
mented to not only further reduce the polymer chain but also
improve the sterility of the HSP-GelMA bio-inks for bioprinting
applications. The heat treatment process eliminates the presence of
micro-organisms by killing bacteria, viruses, and even spores
within the bio-ink. The heat treatment process is performed at a
high temperature of 121 1C for more than 20 minutes by using
saturated steam under at least 15 psi of pressure (or 775 mm of
Hg). Different numbers of heat treatment cycles were performed on
the SP-GelMA bio-inks to evaluate and obtain HSP-GelMA bio-inks
with high printability and consistency.

It is to be noted that thermal degradation might lead to the
hydrolysis of peptide bonds;62,63 hence, it is critical to evaluate
the material properties of HSP-GelMA bio-inks after different
numbers of heat treatment cycles (0–3 cycles). Hence, different
tests (such as bio-ink printability, rheological characterization,
UV crosslinking test, nuclear magnetic resonance (NMR)
spectroscopy and material swelling ratio) were performed to
evaluate and determine the performance of the HSP-GelMA bio-
inks. Finally, size-exclusion chromatography with multi-angle
light scattering (SEC-MALS) was performed to determine the
molecular weight of the HSP-GelMA bio-inks after different
heat treatment cycles.

3.2. Bio-ink characterization

The printability of different H�SP-GelMA bio-inks (where �
varies from 0 to 3) was evaluated using a thermal inkjet
bioprinter (HP D300e Digital Dispenser). The different HSP-
GelMA bio-inks were printed as 4 � 4 droplet arrays with a total
dispensed volume of 20 nL per spot onto 24-well tissue culture
plates. The distinct 4 � 4 droplet arrays were observed in every
single well of the 24-well tissue culture plates for H2SP-GelMA
and H3SP-GelMA bio-inks, whereas no droplet was observed
for H0SP-GelMA and H1SP-GelMA bio-inks. Upon close

observation under the optical microscope, numerous satellite
droplets were observed in the 24-well tissue culture plates that
were printed with H0SP-GelMA and H1SP-GelMA bio-inks
(Fig. 2a). Discrete droplets of the H2SP-GelMA bio-ink were
printed with the presence of some satellite droplets around the
main droplet, and the printing outcome can be further
improved by adding viscosity modifiers such as polyvinylpyrro-
lidone (PVP)64 and other additives.65 This observation is corro-
borated by the rheological characterization results (Fig. 2b),
which exhibited a lower bio-ink viscosity with an increasing
number of heat treatment cycles. The viscosity of different HSP-
GelMA bio-inks decreased from 17.6 mPa s (no heat treatment
cycle at a shear rate of 10 000 s�1) to 4.0 mPa s, 3.1 mPa s and
2.8 mPa s after 1, 2 and 3 heat treatment cycles at a shear rate of
10 000 s�1 respectively.

Next, the material swelling test showed that the HSP-GelMA
bio-inks can absorb significantly more water than the non-
modified SP-GelMA bio-ink (Fig. 2c). This observation is corro-
borated by the compression results in Fig. S1 (ESI†), which
showed lower mechanical properties for HSP-GelMA bio-inks.
The NMR spectroscopy results in Fig. 2d showed that the HSP-
GelMA bio-ink has a lower degree of functionalization (DOF)
than the non-modified SP-GelMA. A higher DOF or methacry-
late substitution rate leads to a difference in the mechanical
strength of GelMA.59 Notably, the DOF of both H2SP-GelMA
and H3SP-GelMA bio-inks decreased by approximately 65%.
This resulted in a lower degree of covalent bond crosslinking
and UV curing which eventually leads to the lower mechanical
strength.63

Next, different HSP-GelMA bio-inks (20 ml per sample, n = 3)
were used to evaluate the influence of heat treatment cycles on
the physical and chemical crosslinking properties. The ability
to crosslink under standard conditions can be defined as
physical crosslinking within 15 minutes when the temperature
is below 4 1C and chemical crosslinking within 120 seconds of
UV curing duration at 50% intensity. As shown in Table 1, the
HSP-GelMA bio-inks that undergo 2 or more heat treatment
cycles (H2SP-GelMA and H3SP-GelMA) could not undergo phy-
sical or chemical crosslinking under standard conditions.
Notably, the H2SP-GelMA bio-ink can be chemically crosslinked
when the UV curing duration is extended to at least 130
seconds, whereas the H3SP-GelMA bio-ink could not be chemi-
cally crosslinked at a longer crosslinking time (4180 seconds)
prior to the sample drying. This was further confirmed by the
temperature sweep test of the H3SP-GelMA bio-ink as shown in
Fig. 3, which showed that the storage modulus (G0) is lower
than the loss modulus (G00) – hence the H3SP-GelMA bio-ink
remained in the liquid state as there is no cross-over point of
storage and loss modulus even at lower temperatures. Further-
more, it has been reported that a longer UV crosslinking
duration will lead to a lower cell viability.66 Thus, H3SP-
GelMA is not suitable for cell bioprinting applications.

Finally, it is confirmed that the two-step modification pro-
cess comprising saponification and heat treatment can shorten
the molecular chain which leads to a lower weight average
molecular weight (Mw) and number average molar mass (Mn)
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based on the result from SEC-MALS in Table 2. The saponifica-
tion process reduced the molecular weight by almost 40% from
the original Mw in GelMA. The heat treatment further reduced
the Mw from SP-GelMA by approximately 35% and that is the
range of the molecular weight that can dispense by thermal
inkjet at a 4% w/v concentration. The significant error and large
polydispersity in both H1SP-GelMA and H2SP-GelMA were due
to the additional hydrolysis process which leads to a huge
difference in the length of the polymer chain (molecular
weight) and side chains of the polymer. As such, the printability
of the GelMA bio-inks in the thermal inkjet printer is

Table 1 Influence of heat treatment cycles on the physical and chemical
crosslinking properties

Bio-inks
Physical crosslinking
(o4 1C within 15 min)

Chemical crosslinking
(50% intensity and 120 seconds)

H0SP-GelMA | |
H1SP-GelMA | D
H2SP-GelMA D D
H3SP-GelMA ‘ ‘

| = Crosslink under standard conditions, D = partial crosslink under
standard conditions, ‘ = do not crosslink under standard conditions.

Fig. 2 (a) Bio-ink printability test – different HSP-GelMA bio-inks were used to print droplet arrays onto 24-well plates. (b) Rheological characterization
of different HSP-GelMA bio-inks at varying shear rates from 10to 10 000 s�1 to evaluate the viscosity of the bio-inks. (c) Material swelling test of different
HSP-GelMA bio-inks to evaluate its water uptake ability. (d) NMR spectroscopy results of different HSP-GelMA bio-inks to determine the degree of
functionalized (DOF) groups after heat treatment cycles.
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significantly improved after the saponification process and an
optimal cycle of 2 heat treatment processes. In the subsequent
experiments, H2SP-GelMA bio-inks were used to investigate the
influence of cells on the bio-inks.

3.3. Cell printing

4% H2SP-GelMA bio-inks of varying cell concentrations (0–4
million cells per ml) were printed directly onto 24-well tissue
culture plates as 4 � 4 droplet arrays with a total dispensed
volume of 60 nL per spot to evaluate its printability and
determine an optimal printable cell concentration. It was noted
that the 4% H2SP-GelMA bio-ink with a higher cell concen-
tration would lead to poor droplet positioning accuracy as
depicted by the droplet shape in Fig. 4a. When the droplet
positioning accuracy is high, the dispensed droplets would
coalesce and form a large, rounded droplet at the pre-defined
position as observed in a lower cell concentration. In contrast,

Fig. 3 Temperature sweep analysis of different HSP-GelMA bio-inks from 4 1C to 40 1C to determine the cross-over point of the storage modulus (G0)
and loss modulus (G00).

Table 2 Influence of heat treatment on the SEC-MALS results of different
HSP-GelMA bio-inks

Bio-inks Mw (kDa) Mn (kDa) Error (%)
Polydispersity
(Mw/Mn)

4%Pristine GelMA 224.30 209.43 5.00 1.07
4% H0SP-GelMA 142.20 136.34 3.60 1.04
4% H1SP-GelMA 49.70 25.80 6.90 1.93
4% H2SP-GelMA 31.60 23.44 27.70 1.35

Fig. 4 (a) Influence of the cell concentration on the printability of 4% w/v
H2SP-GelMA bio-inks; scale bar = 200 mm. (b) Representative images of
deposited droplets on tissue culture well plates; the increased probability
of nozzle clogging occurs at higher cell concentrations (missing droplet
on the left hand side as shown in the enlarged image).
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the dispensed droplets are positioned further apart and exhi-
bited a stretched and elongated droplet morphology at the
low droplet positioning accuracy. Furthermore, the probability
of nozzle clogging increases at the high cell concentration
(3–4 million cells per ml) and typically occurs after printing
approximately B70% of the total volume (Fig. 4b). Hence, an
optimal cell concentration of 2 million cells per ml is selected
for the 4% H2SP-GelMA bio-ink to achieve higher droplet
positioning accuracy and mitigate the occurrence of potential
nozzle clogging.

Next, the viability of printed cells was evaluated over a
period of 7 days using three different types of bio-inks
(a constant cell concentration of 2 million cells per ml) which
include the 4% H2SP-GelMA bio-ink, a positive control group
(2% w/v polyvinylpyrrolidone (PVP) in 1� PBS solution, Mw =
360 kDa – no UV crosslinking is required)64 and a negative
control group (4% w/v SP-GelMA + 1% w/v PEGDA – UV cross-
linking is required)67 (Fig. 5a). The positive control group has

the highest cell viability over a period of 7 days; its cell viability
ranges from 99.5 � 0.51% on day 0 to 99.8 � 0.03% on day 7.
Conversely, both the H2SP-GelMA bio-ink and the negative
control group have significantly lower cell viabilities of 74.5 �
4.98% and 62.8 � 3.82% on day 0, respectively. This can be
attributed to the UV crosslinking process which induced cell
damage to the encapsulated L929 fibroblast cells and resulted
in lower initial cell viability.68 Notably, the viability of printed
cells in the 4% H2SP-GelMA bio-ink increased gradually from
74.5 � 4.98% on day 0 to 96.8 � 0.77% on day 7, whereas the
viability of printed cells in the negative control group decreased
gradually from 62.8 � 3.82% on day 0 to 47.5 � 8.33% on day 7.

Further studies were performed to evaluate the influence of
printing and 2D vs. 3D culture environment on the cell pro-
liferation profile. Three different groups of samples were pre-
pared using the 4% H2SP-GelMA bio-ink containing 2 million
cells per ml – (1) non-printed group, (2) printed 2D cell culture
environment and (3) printed 3D cell culture environment.

Fig. 5 (a) Representative images of live-dead staining (2% w/v PVP bio-ink – positive control, 4% HSP-GelMA bio-ink and 4% SP-GelMA + 1% PEGDA
bio-ink – negative control) on day 7 – live cells were stained green and dead cells were stained red. (b) Evaluation of the cell proliferation profile over a
period of 7 days using the PrestoBlue assay – the non-printed group vs. the printed 2D group vs. the printed 3D group. (c) Representative SEM images
showing the morphology of encapsulated cells within the 4% w/v HSP-GelMA bio-ink samples on day 7.
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The results showed that there is no significant difference in the
cell proliferation profile on day 1; the cells remained viable and
continued growing gradually over a period of 7 days. It was
observed that there is a significant increase in measured
relative fluorescence units (RFUs) for the non-printed group
and printed 2D cell culture environment on day 7 as the
encapsulated cells migrated out of the UV-crosslinked 4%
H2SP-GelMA bio-inks and were growing on the well plate.
In contrast, the cells in the printed 3D cell culture environ-
ment were observed to form numerous 3D cell spheroids on
day 7 and exhibited a slower proliferation rate (Fig. 5b). The
spheroid-forming phenomenon exhibited by the L929 cells
within the 3D cell culture environment will be investigated in
future studies. Further SEM analysis of the 4% H2SP-GelMA
bio-inks on day 7 showed that the encapsulated L929 cells
were uniformly distributed across the crosslinked bio-inks (as
indicated by the red arrows) and proliferating well (Fig. 5c).
Hence, the 4% H2SP-GelMA bio-ink can be considered a
biocompatible bio-ink that supports cell encapsulation and
proliferation over time based on the cell viability and prolif-
eration results.

Two different cell patterning approaches were demonstrated
in this work – direct cell patterning and indirect cell patterning.
For the direct cell patterning approach, the cell-laden 4% H2SP-
GelMA bio-ink was directly printed on the 96-well plates to
create the pattern as shown in Fig. 6a (outer droplets contain-
ing the green cells and inner droplets containing the red cells).
The 4% H2SP-GelMA bio-ink with an optimal cell concentration
of 2 million cells per ml resulted in high droplet positioning
accuracy and facilitated the precise patterning of the green and
red cells at their pre-defined positions (Fig. 6a). The ability to
perform cell patterning is critical for fundamental studies of
cell–cell interactions, such as the interactions between the
human dermal fibroblasts and endothelium cells for potential
vascularization.69

Next, the indirect cell patterning approach was performed by
printing the 4% H2SP-GelMA bio-ink (0 million cells per ml)
directly onto the blocking well plate (Fig. 6b). An optional step
such as printing of 3% w/v pluronic F-127 around the boundary
of the H2SP-GelMA bio-ink can be performed to mitigate the
potential cell attachment at the undesirable regions. Most of
the seeded cells were found within the defined regions; the

Fig. 6 (a) Direct cell patterning using 4% H2SP-GelMA bio-inks with encapsulated L929 murine fibroblast cells at 2 million cells per ml with scale bar =
200 mm. (b) Schematic drawing of preparation steps for indirect cell patterning. (c) (Top) Optical and fluorescence images of indirect cell patterning with
seeded L929 murine fibroblast cells at different positions on day 3 – scale bar = 200 mm. (Bottom) Optical and fluorescence stitched images of the HP
logo with scale bar = 500 mm.
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cells were well-aligned and formed the ‘‘HP’’ pattern within
3 days as indicated by both optical and fluorescence stitched
images (Fig. 6c). This particular indirect cell patterning approach
eliminates the need for a specific photo-mask and PDMS stamp
in the conventional stamping technique.70 Furthermore, the 3D
bioprinting technique does not require a multi-step of chemical
bonding such as plasma treatment or protein immobilization.71

Hence, the material jetting bioprinting technique is a facile
approach for fundamental cell–cell and cell–material interaction
studies.

4. Conclusion

In this work, a two-step modification process comprising
saponification and heat treatment was performed; the GelMA
bio-ink was first modified via the saponification process
under highly alkali conditions to obtain saponified GelMA
(SP-GelMA), followed by heat treatment via the autoclaving
process to obtain heat-treated SP-GelMA (HSP-GelMA).
An optimal heat treatment process of 2 cycles resulted in a
significant decrease in the viscosity of the bio-ink and the
molecular weight, while maintaining its ability to undergo
both physical and chemical crosslinking, hence improving
the printability of photo-curable 4% H2SP-GelMA bio-inks in
the thermal inkjet print-head. The 4% H2SP-GelMA bio-inks
demonstrated good biocompatibility properties as shown in the
cell viability test, cell proliferation test and SEM analysis.
Nevertheless, the mechanical properties of the 4% H2SP-
GelMA bio-inks have decreased drastically compared to those
of the non-modified SP-GelMA due to its low concentration
(4% w/v) and hydrolysis of peptide bonds. Further studies can
be performed in the future to further enhance its overall
mechanical strength via combination with other suitable bio-
inks. The two-step bio-ink modification process developed in
this work is a facile method to produce printable hydrogel-
based bio-inks for thermal inkjet bioprinting that can be
potentially used for fundamental cell–cell and cell–material
interaction studies.
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