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Electroconductive hydrogels (ECHs) have attracted interest for tissue engineering applications
due to their ability to promote the regeneration of electroactive tissues. Hence, ECHs with
tunable electrical and mechanical properties, bioactivity, biocompatibility and biodegradability
are demanded. In this work, ECHs based on photo-crosslinked blends of polyethylene glycol
diacrylate (PEGDA) and gelatin with different PEGDA:gelatin ratios (1:1, 1.5:1 and 2:1 wt./wt.),
and containing poly (3,4-ethylenedioxythiophene):poly (styrene sulfonate) (PEDOT:PSS) (0.0,
0.1, 0,3 and 0.5% w/v%) were prepared. Main novelty was the use of gelatin as bioactive
component and co-initiator in the photo-crosslinking process, leading to its successful
incorporation in the hydrogel network. Physical properties could be modulated by the
initial PEGDA:gelatin weight ratio. Pristine hydrogels with increasing PEGDA:gelatin ratio
showed: (i) an increasing compressive elastic modulus from 5 to 28 kPa; (ii) a decreasing
weight loss from 62% to 43% after 2 weeks incubation in phosphate buffered saline at 37°C;
(iii) reduced crosslinking time; (iv) higher crosslinking density and (v) lower water absorption.
The addition of PEDOT:PSS in the hydrogels reduced photo-crosslinking time (from60 to 10 s)
increasing their surface and bulk electrical properties. Finally, in vitro tests with human cardiac
fibroblasts showed that hydrogels were cytocompatible and samples with 1.5:1 initial PEGDA:
gelatin ratio promoted the highest cell adhesion at 24 h. Results from this work suggested the
potential of electroconductive photo-curable PEGDA-gelatin/PEDOT:PSS hydrogels for
prospective cardiac tissue engineering applications.
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1 INTRODUCTION

Hydrogels are hydrophilic cross-linked polymeric networks capable of confining and retaining a
significant amount of water inside their structure (Hoffman, 2012; Noè et al., 2020). Due to their
biomimetic microarchitecture and highly tunable physico-chemical properties they have been
increasingly studied in tissue engineering (TE) to mimic soft human tissues, promoting cell
attachment, growth and differentiation (Hoffman, 2012; Cavallo et al., 2017; Rogers et al., 2020).
Considering that the function of electroactive tissues in the body, such as cardiac, neural and muscle
tissue, depends on intra-cellular or extra-cellular electrochemical signaling between cells, TE
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scaffolds interacting with those tissues should be designed with
electroconductive properties (Mehrali et al., 2017; Rogers et al.,
2020). However, most hydrogels are typically constituted by non-
conductive materials, therefore showing poor electrical properties
(Wu et al., 2016).

Electroconductive hydrogels (ECHs) are a class of smart
biomaterials that merge the electrical properties of intrinsically
conductive components with highly hydrophilic and biocompatible
hydrogel networks (Guiseppi-Elie, 2010). ECHs are currently studied
for several biomedical applications, including biosensors (Ren et al.,
2019; Lee et al., 2020), drug release (Qu et al., 2018; Chen et al., 2021)
and tissue engineering (Roshanbinfar et al., 2018; Heo et al., 2019).
Several types of conductive dopants have been combined with
hydrogels networks to tune their electrical properties while
showing biomimetic characteristics respect to the target tissue
(Min et al., 2018). Particularly, metal nanoparticles and carbon-
based nanomaterials have been widely employed to develop ECHs
for tissue engineering application, obtaining highly conductive
scaffolds able to improve electrical cell-to-cell communication and
therefore to promote the formation of electroactive engineered tissues.
However, these conductive materials are typically nonbiodegradable,
they could induce oxidative stresses and long-term cytotoxicity thus
hindering their clinical application (Allen et al., 2010; Sani et al., 2021).

Conductive polymers (CPs), has been considered as a valid
alternative to metals or carbon-based materials in the biomedical
field, thanks to their biocompatibility and different possible
applications (Balint et al., 2014). Different CPs, such as polypyrrole
and polyaniline (Xu et al., 2016) have been used to prepare ECHs for
tissue engineering. Poly (3,4-ethylenedioxythiophene):poly (styrene-
sulfonate) (PEDOT:PSS), based on a polythiophene derivative,
presents high electrical conductivity (3×105–5 × 105mS/cm), high

chemical stability and biocompatibility (Balint et al., 2014; Min et al.,
2018). The presence of PSS as a doping agent makes the whole
polymeric complex easily dispersible and stable in aqueous solution at
physiological conditions (Thaning et al., 2010). Previous short-term in
vivo studies reported the biocompatibility and biodegradation of
polyethylene glycol (PEG)-PEDOT:PSS particles intravenously
injected in mice (Cheng et al., 2012). Thanks to its characteristics,
PEDOT:PSS has been used for the design of different conductive
hydrogels for electroactive tissue engineering. ECHs based on
collagen, alginate and PEDOT:PSS were designed to promote the
maturation and synchronous beating of neonatal rat cardiomyocytes
(Roshanbinfar et al., 2018). In further studies, photo-cured gelatin
methacryloyl (GelMA)-PEDOT:PSS hydrogels were initially found to
support the viability and spreading of 3D encapsulatedmyoblasts and
subsequently served as a bioink for 3D bioprinting of conductive cell-
laden constructs (Spencer et al., 2018; Spencer et al., 2019). Other
bioprinted conductive hydrogels for TE applications were developed
combining PEDOT:PSS with methylcellulose and kappa-carrageenan
(Rastin et al., 2020), or with photocurable polyethylene glycol
diacrylate (PEGDA) enabling the differentiation of neural stem
cells (Heo et al., 2019). Despite the wide application for tissue
engineering, ECHs with tunable electrical and mechanical
properties, showing also bioactivity, biocompatibility and
biodegradability, are still missing.

Photo-curable hydrogels have gained significant interest in
recent years, thanks to their fast gelation kinetics and the
precise spatiotemporal control of their properties. In the
biomedical field, several photo-crosslinkable hydrogels with
tunable mechanical and chemical properties have been
reported (Choi et al., 2019). Recently, an innovative photo-
curable hybrid natural-synthetic hydrogel for biomedical

GRAPHICAL ABSTRACT |

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org June 2022 | Volume 10 | Article 8975752

Testore et al. Electroconductive PEGDA-Gelatin/PEDOT:PSS Hydrogels

https://www.frontiersin.org/journals/bioengineering-and-biotechnology
www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles


applications has been proposed by Sangermano and co-
workers (Cosola et al., 2019; Zanon et al., 2021). Instead of
traditional aliphatic or aromatic amines, unmodified gelatin
was used as the co-initiator in a Norrish type II photo-
initiating system involving PEGDA as the crosslinker and
camphorquinone as the photoinitiator. Thanks to the
polymerization mechanism, gelatin segments were
chemically crosslinked within PEGDA network, providing
arginine-glycine-aspartic acid (RGD) active cell-binding
sites. Despite the good biocompatibility results reported by
the mentioned works, some concerns about the cytotoxicity of
camphorquinone are reported in literature (Hoshikawa et al.,
2006). Furthermore, both PEGDA and gelatin are non-
conductive materials and therefore unsuitable for
regeneration of electroactive tissues, such as cardiac muscle.

The aim of this work was the development of electrically
conductive hydrogels with tunable electrical, mechanical and
bioactive properties, for tissue engineering application. The
photo-curable PEGDA-gelatin photo-initiating system was
used with Riboflavin (RF) as a biocompatible type II
photoinitiator, replacing camphorquinone. Different
PEGDA:gelatin weight ratios were tested to tune
mechanical properties of hydrogels. Various concentrations
of PEDOT:PSS were finely dispersed within PEGDA-gelatin
precursor solutions to impart electrical conductivity to the
final system. Photorheological, physico-chemical,
mechanical, electrical and in vitro degradation properties of
hydrogels were evaluated. Finally, as a proof of concept for
cardiac tissue engineering application, in vitro
biocompatibility and adhesion tests with human cardiac
fibroblasts (HCF) were performed on hydrogels.

2 MATERIALS AND METHODS

2.1 Materials
Poly (ethylene glycol) diacrylate (PEGDA, Mn = 700 g/mol),
Gelatin from cold water fish skin, Riboflavin 5′-phosphate
sodium salt hydrate (RF) and Phosphate buffered saline (PBS,
pH 7.4) were purchased from Sigma-Aldrich (Milano, Italy) and
used as received without further purification. Clevios PH 1000,

water based emulsion (1.0–1.3 w/v%) of poly (3,4-
ethylenedioxythiophene) polystyrene sulfonate (PEDOT:PSS)
was purchased from Ossila (Sheffield, United Kingdom).
Deionized water (DIH2O) was obtained by means of a reverse
osmosis purification equipment.

2.2 Methods
2.2.1 Precursor Formulations and Hydrogels
Preparation
Different amounts of PEGDA and gelatin powder, as
described in Table 1, were dissolved in DIH2O and gently
stirred at room temperature until homogeneous mixtures
were obtained. Three different PEGDA:gelatin (w/w) ratios
were tested with fixed gelatin concentration at 8% (w/v%). The
pH of the commercial PEDOT:PSS aqueous dispersion was
neutralized with NaOH 1 M solution, as previously suggested
(Roshanbinfar et al., 2018) and the concentration of the
neutralized dispersion was systematically verified by drying
and weighing. Then, as described elsewhere (Spencer et al.,
2018; Rastin et al., 2020), sonication in an ice bath for 30 min
was applied to the neutralized PEDOT:PSS dispersion to break
large aggregates. PEDOT:PSS was slowly added by small
volume increments to the PEGDA and gelatin mixture
under strong stirring, to reach the desired concentrations,
and the resulting solutions were stirred until they became
completely homogenous. RF, previously dissolved in DIH2O
to obtain a 4.2 mM stock solution, was added to the hydrogel
precursor solutions to reach the final compositions. The final
concentration of RF in the solution, was fixed at 0.2 mM for all
tested formulations. Finally, the precursor formulations, both
pristine (without PEDOT:PSS) and doped (with PEDOT:PSS)
were sonicated at 25°C for 30 min to further promote
homogeneous dispersion of PEDOT:PSS (Spencer et al.,
2018).

For 1.5 and 2 PEGDA:gelatin (w/w) ratios, the formulations
containing 0.5% w/v of PEDOT:PSS were not prepared due to
gelatin precipitation caused by their reduced water content.

Photo-cured PEGDA-gelatin and PEGDA-gelatin/PEDOT:
PSS hydrogels were obtained pouring the precursor solutions
within homemade silicone molds and exposing them to UV light
(Hamamatsu LC8 lamp) for 300 s. The energy dose (70 mW/cm2,
unless otherwise specified) was periodically checked by means of
a EIT POWERPUCK II radiometer (EIT LLC, Leesburg,
United States). Unless otherwise stated, hydrogel samples were
prepared with rectangular shape (12 mm × 5 mm) and proper
thickness (1 mm) for obtaining a complete depth of curing for all
the formulations.

2.2.2 Photorheology
Real-time photorheology was performed to investigate
photopolymerization kinetics of the UV-cured hydrogels. All
rheological experiments were performed on an Anton PAAR
Modular Compact Rheometer (Physica MCR 302, Graz, Austria)
in parallel-plate mode (25 mm diameter, 0.2 mm of gap) at 37 °C,
to avoid any temperature-related physical gelation of gelatin.
Preliminary amplitude sweep measurements were carried out at
constant shear frequency of 1 Hz to evaluate the linear

TABLE 1 | Compositions of the final solutions exploited for the preparation of the
different PEGDA-gelatin/PEDOT:PSS hydrogels, which corresponding codes
are reported in the first column.

Code for Crosslinked
hydrogels

PEGDA:GELATIN (wt./wt.) PEDOT:PSS (w/v%)

P1G1 1 0
P1G1P0.1 1 0.1
P1G1P0.3 1 0.3
P1G1P0.5 1 0.5
P1.5G1 1.5 0
P1.5G1P0.1 1.5 0.1
P1.5G1P0.3 1.5 0.3
P2G1 2 0
P2G1P0.1 2 0.1
P2G1P0.3 2 0.3
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viscoelastic region of the solutions. Subsequently,
photorheological measurements were performed at the same
shear frequency and 1% strain amplitude, providing the light
with an Hamamatsu LC8 lamp equipped with an optical fiber
precisely positioned under the bottom quartz plate. The
irradiating light (60 mW/cm2 of intensity, periodically checked
by radiometer) was turned on after 60 s to allow the stabilization
of the system before the onset of the photopolymerization. The
evolution of the storage modulus (G′) during the time was
recorded to evaluate the polymerization kinetics. Sol-gel phase
transition was further evaluated by recording the cross-over
points (i.e. time point where G’’/G’ = tan δ = 1).

2.2.3 Fourier Transform Infrared Spectroscopy
The surface chemistry of samples was analyzed by attenuated
total reflectance-infrared spectroscopy (ATR-FTIR). Crosslinked
samples were dried overnight, then immersed in DIH2O at 37 °C
for 24 h in order to release the unreacted fraction and finally dried
again. Spectra were recorded on a Thermo Scientific Nicolet iS50
FTIR Spectrometer (Milano, Italy) equipped with a diamond
crystal ATR accessory. For each sample, ATR spectra were
collected in the 4,000–450 cm−1 wavenumber range with a
resolution of 4 cm−1. The analysis was carried out on three
different areas for both the top and bottom sample side.
Spectra of gelatin and PEGDA were also taken as reference.

2.2.4 Gelatin Release
Release of uncrosslinked gelatin from cured hydrogels was
evaluated by a colorimetric test. Briefly, each dried hydrogels
sample was weighed and then immersed in 5 ml of DIH2O at
37 °C up to 24 h. At predetermined time points (1, 2, 4, 8 and
24 h), the solution was collected for gelatin release evaluation and
fresh DIH2O was added to the samples. Gelatin concentration
was determined by the BCA protein assay (Smith et al., 1985), by
a calibration curve obtained from solutions at known gelatin
concentrations. The absorbance of each solution at 562 nm was
measured by an UV-Vis spectrophotometer (Varioskan™ LUX,
Thermo Scientific, United States). The released gelatin fraction
was calculated as follows:

Gelatin Release (%) � [Gelatin]supernatant
[Gelatin]total p100

2.2.5 Water Uptake
The water uptake of hydrogels was evaluated by a gravimetric
method. Briefly, after their preparation, hydrogels were
completely dried overnight at room temperature and, then,
weighed (Wdry). Completion of the drying process of
hydrogels was gravimetrically assessed by zero change in dry
weight of samples after overnight, 24 and 48 h storage.
Subsequently, dried hydrogels were immersed in 5 ml of PBS
solution per hydrogel at 37 °C for 24 h. At each time step (1, 2, 4,
8 and 24 h) samples were collected and weighed again (Wwet)
after carefully removing the excess of water. The percentage
water uptake was calculated according to the following
equation:

WaterUptake (%) � Wwet −Wdry

Wdry
p100

2.2.6 Scanning Electron Microscopy
The internal microstructure of photo-cured hydrogels was analyzed
by scanning electron microscopy (SEM). After crosslinking, the
hydrogels were immersed overnight in PBS at 37 °C in order to
reach their equilibrium water content. Samples were then washed
three times for 5 min in DIH2O, frozen at −20 °C and, then, freeze-
dried for 48 h (CoolSafe 4-15L freeze-dryer, Labogene,
Scandinavia). Freeze-dried samples were rapidly soaked in liquid
nitrogen, then fractured and sputter coated with platinum (Q150T
Plus turbomolecular pumped coater, Quorum, United Kingdom).
SEM images of fracture sections were taken by a Jeol JCM-6000 Plus
benchtop SEM (Peabody, United States) operating at 5 kV. Image
analysis software (ImageJ, National Institutes of Health, Bethesda,
MD, United States) was used to evaluate the dimension of pores in
cross-sectional images of samples.

2.2.7 Compression Test
Mechanical characterization of hydrogels was carried out by
compression tests using MTS QTestTM/10 Elite controller
(MTS Systems Corporation, Edan Prairie, Minnesota,
United States) and TestWorks® 4 software (Edan Prairie,
Minnesota, United States). Hydrogel samples were prepared in
cylindrical molds (11 mm Ø), curing for 300 s at 150 mW/cm2 in
order to obtain samples with 2.5 mm thickness. The cylinders
were compressed at a constant cross-head displacement rate of
0.5 mm/min until 70% strain. The Young’s Modulus (E) of each
sample was calculated as the slope of the initial linear portion,
from 0% to 10% strain, of the stress-strain curve.

2.2.8 Electrical Measurements
Electrical properties of hydrogels were evaluated by means of sheet
resistance and dielectric spectroscopy measurements. The sheet
resistance (Rs) was evaluated using a conventional four-point probe
method (Ossila, Sheffield, United Kingdom). Photopolymerized
hydrogel surfaces were cleaned from any uncured residual and
completely dried overnight at room temperature. Then, the final
thickness (t) of dried films was measured with a caliber, before
carrying out the measurement. Conductivity (σ) of samples was
calculated according to the following equation:

σ � 1
Rspt

Dielectric spectroscopy measurements were carried out in a
Novocontrol Alpha high resolution analyzer (Novocontrol
Technologies GmbH & Co. KG, Montabaur, Germany) over a
frequency range between 0,1 Hz and 1 MHz at room temperature.
The instrument was interfaced to a computer and equipped with a
Novocontrol Novocool cryogenic system (Novocontrol
Technologies GmbH & Co. KG, Montabaur, Germany) for
temperature control. Photopolymerized hydrogels were dried
overnight at room temperature to obtain circular sheets.
Samples were placed between the gold platted electrodes
(10 mm diameter) in a sandwich configuration.
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2.2.9 Weight Loss
Weight loss of hydrogels due to their in vitro dissolution/
degradation was investigated by gravimetric measurement of
their dry weight after incubation in PBS for different times. In
detail, after cleaning sample surface from any uncrosslinked
residue, prepared hydrogels were completely dried and
weighed (Wi). Then the samples were incubated in 5 ml of
PBS for each sample at 37 °C up to 14 days, refreshing the
buffer solution every 3 days. At defined time intervals (1, 3, 7
and 14 days), samples were collected, accurately washed three
times in DIH2O for 5 min to remove residual PBS salts, dried and
weighed again (Wf). The percentage of weight loss was calculated
according to the following equation:

Weight Loss% � Wf −Wi

Wi
p100

2.2.10 Hydrogel Cytocompatibility
Extracts derived from hydrogels with different compositions were
tested for their cell cytocompatibility. In vitro cell tests were conducted
using human cardiac fibroblasts (HCFs, PromoCell, Germany) seeded
in a tissue culture 96-well at a cell density of 10,000 cells/well in
complete fibroblast growth medium 3 (FGM-3, PromoCell) and
maintained in a humified incubator at 37 °C, 5% CO2.

For each sample, 100 μl of hydrogel solution was prepared by
dissolving the different components in FGM-3 and polymerized in
circular moulds (11 mm Ø) as previously described. Hydrogels
were then rinsed with 4 ml of medium for 1 h, weighed and
incubated in a 24-well with 1 ml of FGM-3 per 100 mg of hydrogel
at 37 °C for 24 h. Extracts were then collected, filtered through a
0.22 μm syringe filter (polyethersulfone membrane, Carlo Erba,
Italy) under a sterile hood and added to HCFs cultures.

After 24 h, extracts were removed, and cell viability was
assessed by incubation with CellTiter-Blue® Cell Viability
Assay (Promega, United States) for 4 h. Finally, fluorescence
intensity was measured with a plate reader at ex/em = 530/
590 nm. Results were reported as the average fluorescence
intensity value normalized to the control (cells cultured in
medium without hydrogel extracts).

2.2.11 Live/Dead Imaging
To investigate cell adhesion on hydrogels, direct contact tests with
HCFs were performed and results were analysed by Live/Dead
assay. Live/Dead assay quickly differentiates live from dead cells
by simultaneously staining the culture with two compounds:
green-fluorescent Calcein-AM, which detects intracellular
esterase activity of living cells, and red-fluorescent ethidium
homodimer-1 (EthD-1), which stains dead cell nuclei.

After preparation, hydrogels were sterilized by 10 min
incubation with Ethanol 70% v/v, followed by 30 min UV-C
irradiation in a sterile hood and a final rinsing with FGM-3 to
remove ethanol residues.

Hydrogels were then cultured with HCFs seeded at a cell
density of 25,000 cells/hydrogel. After 24 h cells were rinsed with
PBS (ThermoFisher, United States) and tested with the Live/Dead
assay (ThermoFisher, United States). Briefly, calcein-AM and
EthD-1 were diluted in PBS according to manufacturer

instructions. The solution was then added to cells and
incubated for 30 min at room temperature in the dark. After
incubation, Live/Dead solution was discarded and substituted
with FGM-3. Samples were visualized using a fluorescence
microscope system Nikon Ti2-E (Nikon Instruments, Japan).

2.2.12 Actin/Nuclei Staining
Cells seeded on hydrogels as described in Par 2.2.11, were fixed in
paraformaldehyde 4% w/v% in PBS (PFA, Alfa Aesar) for 30 min,
after 24 h and 5 days culture time. Fixed cells were permeabilized
with Triton X-100 (Sigma-Aldrich) 0.5% v/v% in PBS for 10 min
and blocked with bovine serum albumin (BSA, Sigma-Aldrich)
2% w/v% in PBS for 30 min. Cells were then stained with
Phalloidin Green 488 (BioLegend) in BSA 2% w/v% and
nuclei were counterstained with DAPI (Sigma-Aldrich).
Samples were visualized using a fluorescence microscope
system Nikon Ti2-E (Nikon Instruments, Japan).

2.2.13 Data Analysis
At least three parallel samples or three different repetitions for each
tested formulation were analyzed in each experiment. In vitro cell
tests were performed using technical and biological triplicates.

Data are reported as mean ± standard deviation (SD).
Statistical differences between experimental groups were
determined using one-way ANOVA followed by the Tukey’s
post hoc test for multiple comparisons. Origin (Pro), Version
2018 (OriginLab Corporation, Northampton, MA, United States)
was used for all analyses and plots.

3 RESULTS AND DISCUSSION

3.1 Investigation of Photopolymerization
Process
The photoactivated cross-linking process of PEGDA-gelatin
hydrogels, with/without PEDOT:PSS, was investigated through
photo-rheology. The photo-gelation process was monitored by
recording the variations in the storage modulus (G’) as a function
of time.

Initial studies were carried out on the pristine formulations. As
shown in Figure 1A, after an initial induction time with
unchanged G’ (i.e., the irradiation time required to induce
cross-linking), G’ increased as a function of irradiation time,
finally reaching a plateau value, suggesting successful
photopolymerization for all tested formulations. Therefore, the
role of gelatin as a co-initiator in the radical photo-initiating
system involving RF as type II photosensitizer was confirmed, in
agreement with previous studies (Cosola et al., 2019; Zanon et al.,
2021).

As expected, the reactivity of the system as well as its final
viscoelastic properties could be finely modulated by varying the
ratio between PEGDA and gelatin. Indeed, with increasing
PEGDA:gelatin ratio, induction times and cross-over time
points decreased. In more detail, induction times of 59, 45 and
43 s and cross-over times of 119, 104 and 102 s were measured for
P1G1, P1.5G1 and P2G1 hydrogels, respectively (Supplementary
Table S1). While initial slopes of the G′-time curves progressively
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became steeper, suggesting an increase in the polymerization
rates (Figure 1A). Such effects on gelation kinetics were probably
due to the progressively higher concentrations of PEGDA in the
precursor formulations. Accordingly, higher PEGDA:gelatin
ratios resulted in higher final values of G’ (Figure 1A),
associated to an increased cross-linking density and decreased
overall water content.

Previous reports on photo-crosslinkable hydrogels
containing PEDOT:PSS dispersion did not investigate the
influence of PEDOT:PSS concentration on the photo-
crosslinking kinetics (Spencer et al., 2018; Heo et al., 2019;
Spencer et al., 2019; Lin et al., 2021). In this work, photo-
rheological tests were exploited to compare photo-
crosslinking kinetics of pristine and doped hydrogels.
Interestingly, the low PEDOT:PSS concentrations used in
this work remarkedly increased photo-crosslinking kinetics.
Indeed, average induction times reduced from 59 s for P1G1
samples to only 8 s for P1G1P0.5 samples (Figure 1B).
Interestingly, P1G1P0.1 and P1G1P0.3 hydrogels reached
similar plateau values of G’ compared to pristine P1G1
hydrogel. The boost effect of PEDOT:PSS on
polymerization process could be related to the free-radical
formation on PSS chains under UV exposure (Wang et al.,

2020). In this case, the presence of PSS probably enhanced the
free-radical photogeneration pathway of the RF/gelatin
photo-initiating system. Photo-rheological data for pristine
and doped P1.5G1 and P2G1 samples evidenced similar
trends (Supplementary Figure S1A,B).

The P1G1P0.5 formulation showed a photo-gelation kinetic
comparable to that of the other doped formulations, but with a
higher starting G’ (Figure 1B). This difference was probably a
consequence of the more pronounced molecular interactions
between the anionic sulfonic groups of PEDOT:PSS and the
cationic amino acids, such as arginine or lysine, present on the
gelatin backbone (Spencer et al., 2018; Lee et al., 2020).

3.2 Gelatin Cross-Linking Within Hydrogel
Network
Previous literature reported that, after taking part in the photo-
induced generation of radicals, gelatin remains covalently bonded
to the hydrogel network (Cosola et al., 2019; Zanon et al., 2021).
In this work, initially the chemical cross-linking of gelatin was
qualitatively evaluated by means of infrared spectroscopy.
Afterwards, the amount of released gelatin (and, as a
difference, the amount gelatin incorporated in the network)

FIGURE 1 | Photopolymerization kinetics of (A) pristine hydrogels at different PEGDA:gelatin ratios and (B) P1G1 hydrogels with different PEDOT:PSS contents.
UV irradiation started after 60 s (grey region).

FIGURE 2 | Evaluation of chemical cross-linking of gelatin within hydrogels. (A) Attenuated total reflectance-infrared spectroscopy (ATR-FTIR) spectra of pristine
hydrogel samples, gelatin powder and non-crosslinked PEGDA in the 2000–700 cm−1 wavenumber range. (B) Cumulative gelatin release (wt%) from pristine hydrogels
at 1, 2, 4, 8 and 24 h in DIH2O at 37 °C. Percentages are referred to the total amount of gelatin within the samples.
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was quantified through a colorimetric test. For both analyses, the
three different PEGDA-gelatin pristine formulations were
compared.

ATR-FTIR characterization was performed on dried
hydrogel previously washed for 24 h in DIH2O to release its
unreacted soluble fraction. Such washing step was performed at
37 °C to avoid the risk of physical aggregation of gelatin
molecules (thermogelation) at lower temperature, ensuring
the detection of chemically bond gelatin only. ATR-FTIR
spectra of tested samples (P1G1, P1.5G1 and P2G1) showed
the presence of the typical absorption bands of gelatin and
PEGDA (Figure 2A). Particularly, the two peaks at 1,644 and
1,540 cm−1 were attributed to the characteristic amide I (C=O
stretching mode) and amide II (N-H bending mode) bands of
gelatin, respectively. These results suggested the covalent
bonding of gelatin within the hydrogel network as previously
reported (Cosola et al., 2019; Zanon et al., 2021). Furthermore,
all tested formulations showed the presence of the typical
absorption peak of carbonyl groups of PEGDA at 1724 cm−1

(C=O stretching mode).
Gelatin release from the pristine PEGDA-gelatin hydrogels

incubated in DIH 2O at 37 °C was then evaluated by BCA assay.
For all tested samples, gelatin release started immediately after
incubation and increased with time, reaching a plateau at 8–24 h.
The total released amount of gelatin decreased with increasing
PEGDA:gelatin ratio in the formulations, suggesting that at
higher PEGDA amount, more gelatin could remain entrapped
in the hydrogel network. After 24 h, P1G1, P1.5G1 and P2G1
released 67 ± 5%, 56 ± 2% and the 45 ± 1% of total gelatin
amount, respectively (Supplementary Figure S2B). The
statistically significative decreasing amount of released gelatin
with increasing PEGDA:gelatin ratio in hydrogels could be due to
the increasing reactivity and cross-linking degree of hydrogels, as
also suggested by photorheology. Acellular scaffolds for tissue
engineering applications are aimed at the initiation of the host
tissue regeneration process, exploiting native cell populations in
situ (Salih, 2009). Therefore, bioactive materials with cell-
adhesion active ligands need to be integrated within the
scaffolds. PEGDA is biocompatible but biologically inert

(Jabbari et al., 2015). On the other hand, arginine-glycine-
aspartic acid (RGD) peptide, present along gelatin chains,
promotes cell adhesion and spreading via integrin binding
(Spencer et al., 2018). After 24 h incubation, PEGDA-gelatin
hydrogels retained more than 40% of the initial gelatin
content, which may support the process of cell adhesion and
proliferation. Importantly, once the cells have adhered, they start
to remodel the adhesion substrate, by promoting matrix
degradation through the synthesis of degradative enzymes,
followed by matrix enrichment/replacement with new
extracellular matrix (ECM) molecules.

Furthermore, possible influence of PEDOT:PSS on gelatin
incorporation was evaluated. Gelatin release profiles from
P1G1P0.5 hydrogels (i.e. the samples with highest PEDOT:PSS
content) were analyzed and compared to pristine samples. In
doped hydrogels gelatin release kinetics slightly decreased in the
first hours (Supplementary Figure S2A), whereas after 24 h
(Supplementary Figure S2B) P1G1P0.5 released 61 ± 4% of
gelatin with no statistically significant differences respect to P1G1
samples.

3.3 Hydrogel Water Uptake and
Microstructure
Water uptake percentage of PEGDA-gelatin and PEGDA-
gelatin/PEDOT:PSS hydrogels was monitored as a function
of time by incubating previously dried samples in PBS (pH 7.4,
37 °C). As shown in Figure 3A, pristine hydrogels rapidly
reached their maximum water uptake percentage after 2 h
incubation, due to their high hydrophilicity. Then, water
uptake percentage did not significantly change up to 24 h.
Interestingly, hydrogels with progressively higher PEGDA:
gelatin ratio showed progressively lower water uptake
percentages at 24 h (Figure 3B), with values of 559 ± 43%,
440 ± 6% and 358 ± 8% for P1G1, P1.5G1 and P2G1 samples,
respectively. Such trend depends on the higher concentration
and crosslinking degree of hydrogels with increasing PEGDA:
gelatin ratio, and is in agreement with results from
photorheology and gelatin release tests.

FIGURE 3 |Water uptake of hydrogels: (A) Behavior of water uptake percentage vs. time for pristine hydrogels incubated for 1, 2, 4, 8 and 24 h in PBS at 37°C. (B)
Equilibrium water uptake percentage of hydrogels at 24 h *p < 0.05, **p < 0.01, ***p < 0.001 and ****p < 0.0001 represent significative differences in respect to P1G1
samples. #p < 0.05 represent significative differences for all other comparisons.
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The incorporation of increasing PEDOT:PSS amounts in
hydrogels the same PEGDA:gelatin ratio did not significantly
influence their water uptake (Supplementary Figure S3A,B,C)
(Figure 3B). Hence, hydrogels with constant PEDOT:PSS
amount continued to display a decreasing trend of the water
uptake percentage with increasing PEGDA:gelatin ratio.

Water uptake ability of hydrogels influences cell behavior by
affecting different hydrogel properties, such as: (i) hydrogel mesh
size, which in turn affects hydrogel permeability (gas and nutrient
diffusion) (Lin et al., 2011); (ii) hydrogel stiffness (Bhana et al.,

2010), and (iii) electrical properties of conductive hydrogels
(Navaei et al., 2019).

In this work, hydrogels showed quick water absorption and, at
the same time, slight variations in PEGDA:gelatin ratios
significantly changed hydrogels cross-linking degree and,
therefore, their water uptake ability. Differently from previous
studies which reported an influence of PEDOT:PSS content on
hydrogel water uptake ability, water uptake properties of
PEGDA-gelatin hydrogels were not affected by the presence of
PEDOT:PSS. This result could be the result of a thorough
preparation of the hydrogels, by fine dispersion of PEDOT:PSS
in the precursor solution, followed by photopolymerization, as
described in the Par. 3.1.

Cross-sectional SEM images of freeze-dried PEGDA-gelatin
hydrogels (Figure 4) showed that PEGDA:gelatin ratio and
hydrogel concentration influenced the microarchitecture of
freeze-dried samples. All samples exhibited porous
microstructures with interconnected pores and smooth pore
walls that would be beneficial for cell migration and
proliferation in tissue engineering applications (Parchehbaf-
Kashani et al., 2020). P1G1 samples (Figure 4A) showed pores
with average size comprised between 30 and 290 μm. P1.5G1
samples (Figure 4B) showed pores in the same size range,
together with smaller pores (5–30 µm), which density further
increased in P2G1 samples (Figure 4C). Such change in
morphology was due to a progressively higher PEGDA
content and decreased water content.

Moreover, while other freeze-dried photo-curable hydrogels for
tissue engineering applications, based on GelMA or PEGDA have
shown unimodal pore distribution (Lin et al., 2011; Spencer et al.,
2018), the heterogeneous morphology herein obtained could be
beneficial for the stimulation of different cell populations
constituting the target tissue (Han et al., 2021). As an example,
one previous report suggested that the presence of smaller

FIGURE 4 | Cross-sectional SEM images of lyophilized (A) P1G1, (B) P1.5G1 and (C) P2G1 pristine hydrogels (scale bars = 200 µm).

FIGURE 5 | Compressive Young’s Modulus of pristine and doped
hydrogels with varying PEGDA:gelatin ratios and PEDOT:PSS contents.
**p < 0.01 represent significative differences in respect to P1G1 and P1.5G1
samples. #p < 0.05 represent significative differences for all other
comparisons.
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interconnected pores can favor angiogenesis with negligible fibrosis
during cardiac regeneration (Finosh and Jayabalan, 2015).

Additionally, SEM images of pore wall fracture surface of
freeze-dried PEGDA-gelatin hydrogels did not show a biphasic
morphology, suggesting intermolecular interaction and
crosslinking between the two hydrogel components.

As illustrated in Supplementary Figure S4, the addition of
PEDOT:PSS did not affect the microstructures of hydrogels as a

result of the fine dispersion of the conductive filler in the
precursor solution.

3.4 Mechanical Characterization
It is well established that the three-dimensional hydrophilic
microenvironment of hydrogels resembles the natural
extracellular matrix (Maharjan et al., 2019). However,
hydrogels are also required to display tissue-like mechanical
properties for improved integration into the target tissue after
implantation (Donnelly et al., 2017; Noshadi et al., 2017). In this
work, compressive elastic modulus of PEGDA-gelatin hydrogels
was measured from compression stress-strain tests
(Supplementary Figure S5). The influence of different
PEGDA:gelatin ratios on the final stiffness of photocured
hydrogels was studied. As can be observed in Figure 5, elastic
modulus of PEGDA-gelatin pristine hydrogels increased from
5.0 ± 1.5 kPa for P1G1, to 10.5 ± 2.8 kPa for P1.5G1 and 28.7 ±
5.5 kPa for P2G1 samples, in agreement with G’ plateau value in
photorheological analysis, associated with the different
crosslinking degree and water content. According to previous
works involving photo-curable PEGDA hydrogels (Mazzoccoli
et al., 2009; Noshadi et al., 2017; Wang et al., 2018; Choi et al.,
2019), in this work the initial composition of the formulation
(i.e., PEGDA:gelatin ratio) allowed a fine control of hydrogel
mechanical properties, together with bioactive cues integration,
provided by gelatin cross-linking. Notably, the obtained values of
stiffness matched the range of natural soft tissues and organs
(≈0.1–1,000 kPa), particularly the one of healthy cardiac tissue
(≈10–30 kPa) (Bhana et al., 2010; Liu et al., 2015). Recent reports
highlighted the role of controlled physical cues in biomaterials-

FIGURE 6 | Electrical characterization of PEGDA-gelatin/PEDOT:PSS hydrogels in a dry state. (A) Conductivity of all the samples with different PEGDA:gelatin ratio
and PEDOT:PSS content measured with a four-point probe. (B), (C), (D) Dielectric spectroscopy of P1G1, P1.5G1 and P2G1 samples respectively. *p < 0.05,
**p < 0.01.

FIGURE 7 | In vitro weight loss curves of pristine hydrogels after 1, 3, 7
and 14 days of incubation in PBS at 37°C.
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mediated regenerative approaches aimed at post-infarct
myocardial regeneration (Paoletti et al., 2018; Paoletti and
Chiono, 2021). Hence, the tunable mechanical properties of
the herein developed hydrogels make them highly interesting
for further investigations in cardiac regenerative approaches.

The presence of PEDOT:PSS caused a slightly reduction in the
final Young’s modulus of hydrogels with the same PEGDA:gelatin
ratio, with no significant differences except for P2G1 and P2G1P0.3

samples. In agreement with previous reports (Sangermano et al.,
2008; Gonzalez et al., 2017; Cortés et al., 2021), the presence of UV
light absorbing fillers such as PEDOT:PSS may lead to UV
shielding effect reducing photopolymerization kinetics of thick
samples at increasing depth from the exposed surface. Therefore,
the cross-linking degree of thick cylindrical hydrogels containing
PEDOT:PSS was lower on the bottom portion of the samples,
affecting the final mechanical properties. Hence, obtaining a

FIGURE 8 | In vitro cell characterization of hydrogels. (A), (B) indirect cytocompatibility tests of human cardiac fibroblasts, evaluated at 24 h on hydrogel extracts,
respectively from (A) pristine and (B) doped samples. Controls are represented by cells cultured in a medium not containing extracts. (C), (D) Viability of HCFs in direct
contact with (C) pristine and (D) doped samples, respectively, after 24 h culture time, evaluated through Live/Dead imaging (scale bars = 200 µm). (E) DAPI/F-actin
staining of HCFs at 24 h and 5 days for morphological evaluation (scale bars = 100 µm).
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complete depth of curing of samples, influence of PEDOT:PSS on
final mechanical properties is not expected.

3.5 Electrical Characterization
The possibility to tune the electroconductive properties of
PEGDA-gelatin/PEDOT:PSS hydrogels by PEDOT:PSS content
was thoroughly studied. Indeed, for electroactive tissues
regeneration, engineered culture substrates should mediate
electrical signaling between cells (Rogers et al., 2020).

The effect of PEDOT:PSS addition on both surface and bulk
conductivity of hydrogels was evaluated on dried samples.

Firstly, surface conductivities of PEGDA-gelatin/PEDOT:PSS
samples were measured by standard four-point probe
(Figure 6A). For hydrogels with constant PEGDA:gelatin
ratio, conductivity increased as a function of PEDOT:PSS
content. Specifically, conductivities raised from 0.06 ± 0.01 μS/
cm for the pristine samples to 0.12 ± 0.01 μS/cm for P1G1P0.5
samples and to 0.13 ± 0.03 μS/cm for both P1.5G1P0.3 and
P2G1P0.3 samples. Similar range of values were obtained in a
previous work reporting the influence of conductive polymer
addition on hydrogel conductivities in dry conditions (Guo et al.,
2019). Since both gelatin and PEGDA are non-conductive
materials, these preliminary results demonstrated a clear
contribution of electronic transport introduced by PEDOT:PSS
dispersion within the network.

In order to confirm these preliminary results and investigate the
bulk electrical properties, dielectric spectroscopy, which applies an
alternating current at different frequencies through the entire
sample thickness, was performed. Moreover, since physiological
currents typically occur in a bidirectional way, this kind of
characterization is interesting to test biomaterials for electroactive
TE applications (Breukers et al., 2010). As shown in Figures 6B–D,
all tested hydrogels exhibited higher impedance at lower frequencies
(resistive effect) and lower impedance at higher frequencies
(capacitive effect). At 1 Hz, which is the characteristic heartbeat
frequency of an adult human in resting conditions, hydrogels
containing PEDOT:PSS possessed lower impedance than pristine
hydrogels. As an example, for P1G1 samples (Figure 6B),
impedance decreased from 9.1MΩ for pristine formulation to
1.8MΩ for P1G1P0.5 formulation. At the same time, P1.5G1
and P2G1 samples (Figures 6C,D) showed same trends of
impedance variation. All together these results demonstrated the
ability of PEDOT:PSS to enhance electroconductive properties of
photocurable PEGDA-gelatin hydrogels, suggesting their potential
involvement in cardiac tissue engineering.

3.6 Hydrogels in Vitro Weight Loss
As an important property of hydrogels for TE applications, their
in vitro weight loss in PBS at 37 °C was evaluated. A controlled
rate of weight loss is fundamental to ensure proper integration of
the construct with the host tissue before complete degradation
(Shie et al., 2020). PEGDA-gelatin hydrogels showed to be stable
in PBS for 14 days (Figure 7). After 1 day of incubation, an initial
weight loss of 35.2 ± 1.9%, 27.8 ± 1.7% and 20.8 ± 3.9% was
measured for P1G1, P1.5G1 and P2G1 hydrogels, respectively,
caused by the release of unreacted components. Interestingly,
weight loss decreased with increasing PEGDA:gelatin ratio, due

to the higher crosslinking degree. At longer times, samples
showed a controlled weight loss profile probably due to
hydrolytic degradation of gelatin and ester bonds in PEGDA
component (Stillman et al., 2020). After 2 weeks, weight loss was
61.7 ± 2.0%, 50.0 ± 1.4% and 43.1 ± 3.8% for P1G1, P1.5G1 and
P2G1 hydrogels, respectively.

The influence of PEDOT:PSS on the weight loss profile of
hydrogels, as displayed in Supplementary Figure S6A–C, was
mostly negligible.

Photo-induced chemical crosslinking process has previously
shown to be an effective strategy to improve stability of hydrogels
based on natural polymers, which are typically subjected to rapid
degradation (Heo et al., 2016). Notably, as a photo-cross-linkable
gelatin derivative, GelMA has been widely studied for hydrogel
fabrication but its high biodegradation rate has been reported as a
drawback (Wang et al., 2018). PEGDA-gelatin hydrogels developed
in this work could overcome this limitation thanks to their tunable
degradation rate depending on PEGDA:gelation ratio. However,
since gelatin is derived from collagen, enzymatic degradation
mediated by proteinases could potentially increase biodegradation
rate of PEGDA-gelatin hydrogels in the presence of cells.

3.7 In Vitro Biological Characterization of
Hydrogels
In order to evaluate the applicability of developed PEGDA-
gelatin/PEDOT:PSS hydrogels as cardiac tissue engineering
scaffolds, their in vitro cytocompatibility and capability to
stimulate cell adhesion was evaluated using HCFs.

The three pristine hydrogel formulations were initially tested.
Indirect cytocompatibility tests were conducted following the
guidelines of the International Organization for Standardization
(ISO 10993–5), incubating cells in medium containing hydrogel
extracts (i.e. medium previously in contact with the different
PEGDA-gelatin hydrogels). As illustrated in Figure 8A, HCFs
cultured with extracts from each pristine formulation showed
viability values higher than 80%, compared to the control (i.e.
cells cultured inmedium not in contact with hydrogels), suggesting
non-cytotoxicity according to ISO 10993–5.

Then, HCFs adhesion and viability on pristine hydrogels was
demonstrated by Live/Dead staining after 24 h (Figure 8C). Due to
its anti-adhesive effect, an increasing content of PEGDA is expected
to decrease cell attachment, which on the other hand can be
promoted by gelatin (Jabbari et al., 2015). Indeed, cells incubated
with P2G1 hydrogels were poorly adherent and showed a round
morphology. Interestingly, higher adhesion and spreading of HCFs
were observed on P1.5G1 hydrogels than on P1G1. This behavior
could be due to the higher gelatin release of P1G1 samples, reducing
their bioactivity. Therefore, P1.5G1 hydrogel composition was
selected for further characterizations, aimed at the study of
conductive PEDOT:PSS influence on HCFs behavior by indirect
and direct biocompatibility assays. As shown in Figure 8B, HCFs
cultured in the presence of extracts fromP1.5G1P0.1 and P1.5G1P0.3
hydrogels showed similar cytocompatibility percentage, respect to
HCFs cultured in the presence of extracts from pristine P1.5G1
hydrogel. Live and Dead images of HCFs in direct contact with
hydrogels, reported in Figure 8D, showed a similar behavior for
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P1.5G1P0.1 and P1.5G1 hydrogels, while apparently a reduced
amount of viable HCFs was present on P1.5G1P0.3 hydrogels.
The presence of a higher PEDOT:PSS amount probably decreased
the accessibility of RGD peptide sequences for cell adhesion, slightly
reducing the cell-adhesive properties of P1.5G1P0.3 hydrogels.
Additionally, P1.5G1P0.1 hydrogels also demonstrated to sustain
andmaintain cell adhesion and a propermorphology after 24 h post-
seeding and up to 5 days of culture, as confirmed by actin/nuclei
staining in Figure 8E.

4 CONCLUSION

In this study, PEDOT:PSS was successfully incorporated within
photo-curable PEGDA-gelatin networks to obtain
electroconductive hydrogels. As important novelty, gelatin was
exploited both as bioactive component and co-initiator in the
photo-crosslinking process, leading to its successful incorporation
in the hydrogel network. For the first time PEGDA-gelatin radical
photo-initiating system was optimized for tissue engineering
application. By increasing PEGDA:gelatin ratio from 1:1 to 2:1,
the photo-crosslinking rate of hydrogels increased and a higher
cross-linking density was obtained. Previous studies on ECHs with
PEDOT:PSS incorporation did not investigate the influence of the
conductive polymer addition on the formation of hydrogel network.
In this work, photorheological tests proved that PEDOT:PSS did not
hinder the photopolymerization process, but contrarily enhanced the
photo-crosslinking kinetics.

The resulting PEGDA-gelatin hydrogels could be finely
tuned in their mechanical, water uptake and weight loss
properties by simply changing PEGDA:gelatin ratio in the
starting formulation. Indeed, by increasing the initial content
of PEGDA, stiffer hydrogels with a more dense
microarchitecture, a reduced water uptake ability and lower
weight loss at physiological conditions were obtained. The
elastic compressive modulus of hydrogels was in the range of
stiffness values of the native cardiac tissue (≈10–30 kPa). The
addition of increasing concentrations of PEDOT:PSS within
PEGDA-gelatin samples successfully enhanced their surface and
bulk electrical conductivity without remarkedly affecting the
physico-chemical properties of hydrogels. Hydrogels were
biocompatible and successful incorporation of gelatin within
the hydrogels, promoted adhesion of human cardiac fibroblasts.
Particularly, P1.5G1 samples proved to have the best balance in
terms of gelatin retention, water uptake, weight loss, mechanical
and biological properties, promoting HCF adhesion and

spreading. PEDOT:PSS containing hydrogels were also
biocompatible and, particularly, P1.5G1P0.1 formulation
showed superior HCF adhesion ability. In the future,
P1.5G1P0.1 hydrogels could be used to promote the
maturation and cell-cell interactions of contractile cells (e.g.,
cardiomyocytes) for cardiac tissue engineering applications.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusion of this article will be
made available by the authors, without undue reservation.

AUTHOR CONTRIBUTIONS

DT performed the experiments, except for dielectric spectroscopy
and biological characterization, analyzed all the data, and
contributed substantially to the writing of the manuscript. AZ
performed the biological assays and contributed to the elaboration
and interpretation of biological results. GK performed dielectric
spectroscopymeasurements. MS andVC planned the experiments,
supervised the work, contributed to interpretation of data,
manuscript writing and revision. VC acquired funding.

FUNDING

This work was supported by BIORECAR project. The project has
received funding from the European Research Council (ERC)
under the European Union’s Horizon 2020 Research and
Innovation Programe (Grant Agreement No. 772168).

ACKNOWLEDGMENTS

The authors acknowledge support from the European Research
Council (ERC) under the European Union’s Horizon 2020 Research
and Innovation Programe (Grant Agreement No. 772168), through
BIORECAR ERC Consolidator project (www.biorecar.polito.it).

SUPPLEMENTARY MATERIAL

The SupplementaryMaterial for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fbioe.2022.897575/
full#supplementary-material.

REFERENCES

Allen, M. J., Tung, V. C., and Kaner, R. B. (2010). Honeycomb Carbon: A Review of
Graphene. Chem. Rev. 110, 132–145. doi:10.1021/cr900070d

Balint, R., Cassidy, N. J., and Cartmell, S. H. (2014). Conductive Polymers: Towards
a Smart Biomaterial for Tissue Engineering. Acta Biomater. 10, 2341–2353.
doi:10.1016/j.actbio.2014.02.015

Bhana, B., Iyer, R. K., Chen, W. L., Zhao, R., Sider, K. L., Likhitpanichkul, M., et al.
(2010). Influence of Substrate Stiffness on the Phenotype of Heart Cells.
Biotechnol. Bioeng. 105, 1148–1160. doi:10.1002/bit.22647

Breukers, R. D., Gilmore, K. J., Kita, M., Wagner, K. K., Higgins, M. J., Moulton, S.
E., et al. (2010). Creating Conductive Structures for Cell Growth: Growth and
Alignment of Myogenic Cell Types on Polythiophenes. J. Biomed. Mat. Res.
95A, 256–268. doi:10.1002/jbm.a.32822

Cavallo, A., Madaghiele, M., Masullo, U., Lionetto, M. G., and Sannino, A. (2017).
Photo-Crosslinked Poly(Ethylene Glycol) Diacrylate (PEGDA) Hydrogels from
Low Molecular Weight Prepolymer: Swelling and Permeation Studies. J. Appl.
Polym. Sci. 134, 44380. doi:10.1002/APP.44380

Chen, J., Han, X., Deng, J., Zhang, J., Li, L., Ni, J., et al. (2021). An Injectable
Hydrogel Based on Phenylboronic Acid Hyperbranched Macromer
Encapsulating Gold Nanorods and Astragaloside IV Nanodrug for

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org June 2022 | Volume 10 | Article 89757512

Testore et al. Electroconductive PEGDA-Gelatin/PEDOT:PSS Hydrogels

http://www.biorecar.polito.it
https://www.frontiersin.org/articles/10.3389/fbioe.2022.897575/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fbioe.2022.897575/full#supplementary-material
https://doi.org/10.1021/cr900070d
https://doi.org/10.1016/j.actbio.2014.02.015
https://doi.org/10.1002/bit.22647
https://doi.org/10.1002/jbm.a.32822
https://doi.org/10.1002/APP.44380
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles


Myocardial Infarction. Chem. Eng. J. 413, 127423. doi:10.1016/j.cej.2020.
127423

Cheng, L., Yang, K., Chen, Q., and Liu, Z. (2012). Organic Stealth Nanoparticles for
Highly Effective In Vivo Near-Infrared Photothermal Therapy of Cancer. ACS
Nano 6, 5605–5613. doi:10.1021/nn301539m

Choi, J. R., Yong, K. W., Choi, J. Y., and Cowie, A. C. (2019). Recent Advances in
Photo-Crosslinkable Hydrogels for Biomedical Applications. Biotechniques 66,
40–53. doi:10.2144/btn-2018-0083

Cortés, A., Cosola, A., Sangermano, M., Campo, M., González Prolongo, S.,
Pirri, C. F., et al. (2021). DLP 4D-Printing of Remotely, Modularly, and
Selectively Controllable Shape Memory Polymer Nanocomposites
Embedding Carbon Nanotubes. Adv. Funct. Mat. 31, 2106774. doi:10.
1002/adfm.202106774

Cosola, A., Chiappone, A., Martinengo, C., Grützmacher, H., and Sangermano, M.
(2019). Gelatin Type A from Porcine Skin Used as Co-Initiator in a Radical
Photo-Initiating System. Polym. (Basel) 11 (11), 1901. doi:10.3390/
polym11111901

Donnelly, P. E., Chen, T., Finch, A., Brial, C., Maher, S. A., and Torzilli, P. A.
(2017). Photocrosslinked Tyramine-Substituted Hyaluronate Hydrogels with
Tunable Mechanical Properties Improve Immediate Tissue-Hydrogel
Interfacial Strength in Articular Cartilage. J. Biomater. Sci. Polym. Ed. 28,
582–600. doi:10.1080/09205063.2017.1289035

Finosh, G. T., and Jayabalan, M. (2015). Hybrid Amphiphilic Bimodal
Hydrogels Having Mechanical and Biological Recognition
Characteristics for Cardiac Tissue Engineering. RSC Adv. 5,
38183–38201. doi:10.1039/C5RA04448K

Gonzalez, G., Chiappone, A., Roppolo, I., Fantino, E., Bertana, V., Perrucci, F., et al.
(2017). Development of 3D Printable Formulations Containing CNT with
Enhanced Electrical Properties. Polymer 109, 246–253. doi:10.1016/j.polymer.
2016.12.051

Guiseppi-Elie, A. (2010). Electroconductive Hydrogels: Synthesis, Characterization
and Biomedical Applications. Biomaterials 31, 2701–2716. doi:10.1016/J.
BIOMATERIALS.2009.12.052

Guo, B., Qu, J., Zhao, X., and Zhang, M. (2019). Degradable Conductive Self-
Healing Hydrogels Based on Dextran-Graft-Tetraaniline and
N-Carboxyethyl Chitosan as Injectable Carriers for Myoblast Cell Therapy
and Muscle Regeneration. Acta Biomater. 84, 180–193. doi:10.1016/j.actbio.
2018.12.008

Han, Y., Lian, M., Wu, Q., Qiao, Z., Sun, B., and Dai, K. (2021). Effect of Pore Size
on Cell Behavior UsingMelt Electrowritten Scaffolds. Front. Bioeng. Biotechnol.
9, 629270. doi:10.3389/fbioe.2021.629270

Heo, D. N., Lee, S.-J., Timsina, R., Qiu, X., Castro, N. J., and Zhang, L. G. (2019).
Development of 3D Printable Conductive Hydrogel with Crystallized PEDOT:
PSS for Neural Tissue Engineering.Mat. Sci. Eng. C 99, 582–590. doi:10.1016/j.
msec.2019.02.008

Heo, J., Koh, R. H., Shim, W., Kim, H. D., Yim, H.-G., and Hwang, N. S. (2016).
Riboflavin-Induced Photo-Crosslinking of Collagen Hydrogel and its
Application in Meniscus Tissue Engineering. Drug Deliv. Transl. Res. 6,
148–158. doi:10.1007/s13346-015-0224-4

Hoffman, A. S. (2012). Hydrogels for Biomedical Applications. Adv. Drug Deliv.
Rev. 64, 18–23. doi:10.1016/J.ADDR.2012.09.010

Hoshikawa, A., Nakayama, Y., Matsuda, T., Oda, H., Nakamura, K., and Mabuchi,
K. (2006). Encapsulation of Chondrocytes in Photopolymerizable Styrenated
Gelatin for Cartilage Tissue Engineering. Tissue Eng. 12 (8), 2333–2341. doi:10.
1089/ten.2006.12.2333

Jabbari, E., Sarvestani, S. K., Daneshian, L., and Moeinzadeh, S. (2015). Optimum
3D Matrix Stiffness for Maintenance of Cancer Stem Cells is Dependent on
Tissue Origin of Cancer Cells. PLoS One 10, e0132377. doi:10.1371/JOURNAL.
PONE.0132377

Lee, Y., Yim, S.-G., Lee, G. W., Kim, S., Kim, H. S., Hwang, D. Y., et al. (2020). Self-
Adherent Biodegradable Gelatin-Based Hydrogel Electrodes for
Electrocardiography Monitoring. Sensors 20, 5737. doi:10.3390/s20205737

Lin, S., Sangaj, N., Razafiarison, T., Zhang, C., and Varghese, S. (2011). Influence of
Physical Properties of Biomaterials on Cellular Behavior. Pharm. Res. 28,
1422–1430. doi:10.1007/s11095-011-0378-9

Lin, Y.-X., Li, S.-H., and Huang, W.-C. (2021). Fabrication of Soft Tissue Scaffold-
Mimicked Microelectrode Arrays Using Enzyme-Mediated Transfer Printing.
Micromachines 12, 1057. doi:10.3390/mi12091057

Liu, J., Zheng, H., Poh, P., Machens, H.-G., and Schilling, A. (2015). Hydrogels for
Engineering of Perfusable Vascular Networks. Int. J. Mol. Sci. 16, 15997–16016.
doi:10.3390/ijms160715997

Maharjan, B., Kumar, D., Awasthi, G. P., Bhattarai, D. P., Kim, J. Y., Park, C. H.,
et al. (2019). Synthesis and Characterization of Gold/Silica Hybrid
Nanoparticles Incorporated Gelatin Methacrylate Conductive Hydrogels for
H9C2 Cardiac Cell Compatibility Study. Compos. Part B Eng. 177, 107415.
doi:10.1016/j.compositesb.2019.107415

Mazzoccoli, J. P., Feke, D. L., Baskaran, H., and Pintauro, P. N. (2009). Mechanical
and Cell Viability Properties of Crosslinked Low- and High-Molecular Weight
Poly(Ethylene Glycol) Diacrylate Blends. J. Biomed. Mat. Res. 93 (2), 558–566.
doi:10.1002/jbm.a.32563

Mehrali, M., Thakur, A., Pennisi, C. P., Talebian, S., Arpanaei, A., Nikkhah, M.,
et al. (2017). Nanoreinforced Hydrogels for Tissue Engineering: Biomaterials
that are Compatible with Load-Bearing and Electroactive Tissues. Adv. Mat. 29,
1603612. doi:10.1002/ADMA.201603612

Min, J., Patel, M., and Koh, W.-G. (2018). Incorporation of Conductive Materials
into Hydrogels for Tissue Engineering Applications. Polymers 10, 1078. doi:10.
3390/polym10101078

Navaei, A., Rahmani Eliato, K., Ros, R., Migrino, R. Q., Willis, B. C., and Nikkhah,
M. (2019). The Influence of Electrically Conductive and Non-Conductive
Nanocomposite Scaffolds on the Maturation and Excitability of Engineered
Cardiac Tissues. Biomater. Sci. 7, 585–595. doi:10.1039/c8bm01050a

Noè, C., Tonda-Turo, C., Chiappone, A., Sangermano, M., and Hakkarainen, M.
(2020). Light Processable Starch Hydrogels. Polymers 12, 1359. doi:10.3390/
POLYM12061359

Noshadi, I., Walker, B. W., Portillo-Lara, R., Shirzaei Sani, E., Gomes, N.,
Aziziyan, M. R., et al. (2017). Engineering Biodegradable and
Biocompatible Bio-Ionic Liquid Conjugated Hydrogels with Tunable
Conductivity and Mechanical Properties. Sci. Rep. 7, 1–18. doi:10.1038/
s41598-017-04280-w

Paoletti, C., and Chiono, V. (2021). Bioengineering Methods in MicroRNA-
Mediated Direct Reprogramming of Fibroblasts Into Cardiomyocytes. Front.
Cardiovasc. Med. 8, 750438. doi:10.3389/fcvm.2021.750438

Paoletti, C., Divieto, C., and Chiono, V. (2018). Impact of Biomaterials on
Differentiation and Reprogramming Approaches for the Generation of
Functional Cardiomyocytes. Cells 7, 114. doi:10.3390/cells7090114

Parchehbaf-Kashani, M., Sepantafar, M., Talkhabi, M., Sayahpour, F. A.,
Baharvand, H., Pahlavan, S., et al. (2020). Design and Characterization of
an Electroconductive Scaffold for Cardiomyocytes Based
Biomedical Assays. Mat. Sci. Eng. C 109, 110603. doi:10.1016/j.msec.
2019.110603

Qu, J., Zhao, X., Ma, P. X., and Guo, B. (2018). Injectable Antibacterial Conductive
Hydrogels with Dual Response to an Electric Field and pH for Localized
“Smart” Drug Release. Acta Biomater. 72, 55–69. doi:10.1016/J.ACTBIO.2018.
03.018

Rastin, H., Zhang, B., Bi, J., Hassan, K., Tung, T. T., and Losic, D. (2020). 3D
Printing of Cell-Laden Electroconductive Bioinks for Tissue
Engineering Applications. J. Mat. Chem. B 8, 5862–5876. doi:10.1039/
D0TB00627K

Ren, K., Cheng, Y., Huang, C., Chen, R., Wang, Z., and Wei, J. (2019). Self-Healing
Conductive Hydrogels Based on Alginate, Gelatin and Polypyrrole Serve as a
Repairable Circuit and a Mechanical Sensor. J. Mat. Chem. B 7, 5704–5712.
doi:10.1039/c9tb01214a

Rogers, Z. J., Zeevi, M. P., Koppes, R., and Bencherif, S. A. (2020).
Electroconductive Hydrogels for Tissue Engineering: Current Status and
Future Perspectives. Bioelectricity 2, 279–292. doi:10.1089/bioe.2020.0025

Roshanbinfar, K., Vogt, L., Greber, B., Diecke, S., Boccaccini, A. R., Scheibel, T.,
et al. (2018). Electroconductive Biohybrid Hydrogel for Enhanced Maturation
and Beating Properties of Engineered Cardiac Tissues. Adv. Funct. Mat. 28,
1803951. doi:10.1002/adfm.201803951

Salih, V. (2009). “Biodegradable Scaffolds for Tissue Engineering,” in Cellular
Response to Biomaterials (Elsevier), 185–211. doi:10.1533/9781845695477.
2.185

Sangermano, M., Pegel, S., Pötschke, P., and Voit, B. (2008). Antistatic Epoxy
Coatings with Carbon Nanotubes Obtained by Cationic
Photopolymerization. Macromol. Rapid Commun. 29, 396–400. doi:10.
1002/marc.200700720

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org June 2022 | Volume 10 | Article 89757513

Testore et al. Electroconductive PEGDA-Gelatin/PEDOT:PSS Hydrogels

https://doi.org/10.1016/j.cej.2020.127423
https://doi.org/10.1016/j.cej.2020.127423
https://doi.org/10.1021/nn301539m
https://doi.org/10.2144/btn-2018-0083
https://doi.org/10.1002/adfm.202106774
https://doi.org/10.1002/adfm.202106774
https://doi.org/10.3390/polym11111901
https://doi.org/10.3390/polym11111901
https://doi.org/10.1080/09205063.2017.1289035
https://doi.org/10.1039/C5RA04448K
https://doi.org/10.1016/j.polymer.2016.12.051
https://doi.org/10.1016/j.polymer.2016.12.051
https://doi.org/10.1016/J.BIOMATERIALS.2009.12.052
https://doi.org/10.1016/J.BIOMATERIALS.2009.12.052
https://doi.org/10.1016/j.actbio.2018.12.008
https://doi.org/10.1016/j.actbio.2018.12.008
https://doi.org/10.3389/fbioe.2021.629270
https://doi.org/10.1016/j.msec.2019.02.008
https://doi.org/10.1016/j.msec.2019.02.008
https://doi.org/10.1007/s13346-015-0224-4
https://doi.org/10.1016/J.ADDR.2012.09.010
https://doi.org/10.1089/ten.2006.12.2333
https://doi.org/10.1089/ten.2006.12.2333
https://doi.org/10.1371/JOURNAL.PONE.0132377
https://doi.org/10.1371/JOURNAL.PONE.0132377
https://doi.org/10.3390/s20205737
https://doi.org/10.1007/s11095-011-0378-9
https://doi.org/10.3390/mi12091057
https://doi.org/10.3390/ijms160715997
https://doi.org/10.1016/j.compositesb.2019.107415
https://doi.org/10.1002/jbm.a.32563
https://doi.org/10.1002/ADMA.201603612
https://doi.org/10.3390/polym10101078
https://doi.org/10.3390/polym10101078
https://doi.org/10.1039/c8bm01050a
https://doi.org/10.3390/POLYM12061359
https://doi.org/10.3390/POLYM12061359
https://doi.org/10.1038/s41598-017-04280-w
https://doi.org/10.1038/s41598-017-04280-w
https://doi.org/10.3389/fcvm.2021.750438
https://doi.org/10.3390/cells7090114
https://doi.org/10.1016/j.msec.2019.110603
https://doi.org/10.1016/j.msec.2019.110603
https://doi.org/10.1016/J.ACTBIO.2018.03.018
https://doi.org/10.1016/J.ACTBIO.2018.03.018
https://doi.org/10.1039/D0TB00627K
https://doi.org/10.1039/D0TB00627K
https://doi.org/10.1039/c9tb01214a
https://doi.org/10.1089/bioe.2020.0025
https://doi.org/10.1002/adfm.201803951
https://doi.org/10.1533/9781845695477.2.185
https://doi.org/10.1533/9781845695477.2.185
https://doi.org/10.1002/marc.200700720
https://doi.org/10.1002/marc.200700720
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles


Sani, A., Cao, C., and Cui, D. (2021). Toxicity of Gold Nanoparticles (AuNPs):
A Review. Biochem. Biophys. Rep. 26, 100991. doi:10.1016/j.bbrep.2021.
100991

Shie, M.-Y., Lee, J.-J., Ho, C.-C., Yen, S.-Y., Ng, H. Y., and Chen, Y.-W. (2020).
Effects of Gelatin Methacrylate Bio-Ink Concentration on Mechano-Physical
Properties and Human Dermal Fibroblast Behavior. Polymers 12, 1930. doi:10.
3390/polym12091930

Smith, P. K., Krohn, R. I., Hermanson, G. T., Mallia, A. K., Gartner, F. H.,
Provenzano, M. D., et al. (1985). Measurement of Protein Using Bicinchoninic
Acid. Anal. Biochem. 150, 76–85. doi:10.1016/0003-2697(85)90442-7

Spencer, A. R., Primbetova, A., Koppes, A. N., Koppes, R. A., Fenniri, H., and
Annabi, N. (2018). Electroconductive Gelatin Methacryloyl-PEDOT:PSS
Composite Hydrogels: Design, Synthesis, and Properties. ACS Biomater. Sci.
Eng. 4, 1558–1567. doi:10.1021/acsbiomaterials.8b00135

Spencer, A. R., Shirzaei Sani, E., Soucy, J. R., Corbet, C. C., Primbetova, A., Koppes,
R. A., et al. (2019). Bioprinting of a Cell-Laden Conductive Hydrogel
Composite. ACS Appl. Mat. Interfaces 11, 30518–30533. doi:10.1021/acsami.
9b07353

Stillman, Z., Jarai, B. M., Raman, N., Patel, P., and Fromen, C. A. (2020).
Degradation Profiles of Poly(Ethylene Glycol)diacrylate (PEGDA)-based
Hydrogel Nanoparticles. Polym. Chem. 11, 568–580. doi:10.1039/C9PY01206K

Thaning, E. M., Asplund, M. L. M., Nyberg, T. A., Inganäs, O. W., and von
Holst, H. (2010). Stability of Poly(3,4-Ethylene Dioxythiophene)
Materials Intended for Implants. J. Biomed. Mat. Res. 93B, 407–415.
doi:10.1002/jbm.b.31597

Wang, X., Li, M., Feng, G., and Ge, M. (2020). On the Mechanism of Conductivity
Enhancement in PEDOT:PSS/PVA Blend Fiber Induced by UV-Light
Irradiation. Appl. Phys. A 126, 1–7. doi:10.1007/s00339-019-3271-8

Wang, Y., Ma, M., Wang, J., Zhang, W., Lu, W., Gao, Y., et al. (2018).
Development of a Photo-Crosslinking, Biodegradable GelMA/PEGDA

Hydrogel for Guided Bone Regeneration Materials. Materials 11, 1345.
doi:10.3390/ma11081345

Wu, Y., Chen, Y. X., Yan, J., Quinn, D., Dong, P., Sawyer, S. W., et al. (2016).
Fabrication of Conductive Gelatin Methacrylate-Polyaniline Hydrogels. Acta
Biomater. 33, 122–130. doi:10.1016/J.ACTBIO.2016.01.036

Xu, B., Bai, T., Sinclair, A., Wang, W., Wu, Q., Gao, F., et al. (2016). Directed
Neural Stem Cell Differentiation on Polyaniline-Coated High Strength
Hydrogels. Mater. Today Chem. 1-2, 15–22. doi:10.1016/j.mtchem.2016.
10.002

Zanon, M., Baruffaldi, D., Sangermano, M., Pirri, C. F., Frascella, F., and
Chiappone, A. (2021). Visible Light-Induced Crosslinking of Unmodified
Gelatin with PEGDA for DLP-3D Printable Hydrogels. Eur. Polym. J. 160,
110813. doi:10.1016/j.eurpolymj.2021.110813

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Testore, Zoso, Kortaberria, Sangermano and Chiono. This is an open-
access article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org June 2022 | Volume 10 | Article 89757514

Testore et al. Electroconductive PEGDA-Gelatin/PEDOT:PSS Hydrogels

https://doi.org/10.1016/j.bbrep.2021.100991
https://doi.org/10.1016/j.bbrep.2021.100991
https://doi.org/10.3390/polym12091930
https://doi.org/10.3390/polym12091930
https://doi.org/10.1016/0003-2697(85)90442-7
https://doi.org/10.1021/acsbiomaterials.8b00135
https://doi.org/10.1021/acsami.9b07353
https://doi.org/10.1021/acsami.9b07353
https://doi.org/10.1039/C9PY01206K
https://doi.org/10.1002/jbm.b.31597
https://doi.org/10.1007/s00339-019-3271-8
https://doi.org/10.3390/ma11081345
https://doi.org/10.1016/J.ACTBIO.2016.01.036
https://doi.org/10.1016/j.mtchem.2016.10.002
https://doi.org/10.1016/j.mtchem.2016.10.002
https://doi.org/10.1016/j.eurpolymj.2021.110813
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles

	Electroconductive Photo-Curable PEGDA-Gelatin/PEDOT:PSS Hydrogels for Prospective Cardiac Tissue Engineering Application
	1 Introduction
	2 Materials and Methods
	2.1 Materials
	2.2 Methods
	2.2.1 Precursor Formulations and Hydrogels Preparation
	2.2.2 Photorheology
	2.2.3 Fourier Transform Infrared Spectroscopy
	2.2.4 Gelatin Release
	2.2.5 Water Uptake
	2.2.6 Scanning Electron Microscopy
	2.2.7 Compression Test
	2.2.8 Electrical Measurements
	2.2.9 Weight Loss
	2.2.10 Hydrogel Cytocompatibility
	2.2.11 Live/Dead Imaging
	2.2.12 Actin/Nuclei Staining
	2.2.13 Data Analysis


	3 Results and Discussion
	3.1 Investigation of Photopolymerization Process
	3.2 Gelatin Cross-Linking Within Hydrogel Network
	3.3 Hydrogel Water Uptake and Microstructure
	3.4 Mechanical Characterization
	3.5 Electrical Characterization
	3.6 Hydrogels in Vitro Weight Loss
	3.7 In Vitro Biological Characterization of Hydrogels

	4 Conclusion
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


