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A defined heat pretreatment of gelatin enables
control of hydrolytic stability, stiffness, and
microstructural architecture of fibrin–gelatin
hydrogel blends†

Mattis Wachendörfer,a Philipp Schräder,a Eva Miriam Buhl,b Alena L. Palkowitz,a

Ghazi Ben Messaoud,c,d Walter Richtering c,d and Horst Fischer *a

Fibrin–gelatin hydrogel blends exhibit high potential for tissue engineering in vitro applications. However,

the means to tailor these blends in order to control their properties, thus opening up a broad range of

new target applications, have been insufficiently explored. We hypothesized that a controlled heat treat-

ment of gelatin prior to blend synthesis enables control of hydrolytic swelling and shrinking, stiffness, and

microstructural architecture of fibrin–gelatin based hydrogel blends while providing tremendous long-

term stability. We investigated these hydrogel blends’ compressive strength, in vitro degradation stability,

and microstructure in order to test this hypothesis. In addition, we examined the gel’s ability to support

endothelial cell proliferation and stretching of encapsulated smooth muscle cells. This research showed

that a controlled heat pretreatment of the gelatin component strongly influenced the stiffness, swelling,

shrinking, and microstructural architecture of the final blends regardless of identical gelatin mass fractions.

All blends offered high long-term hydrolytic stability. In conclusion, the results of this study open the

possibility to use this technique in order to tune low-concentrated, open-porous fibrin-based hydrogels,

even in long-term tissue engineering in vitro experiments.

1. Introduction

The cell’s microenvironment is known to exert an influence on
the responsive cellular behavior and plays a key role in regulat-
ing cell functions for both in vitro models and in vivo.1–3

Native extracellular matrix (ECM) is often replaced with hydro-
gel blends to engineer biomimetic ECM substitutes for tissue
engineering and in vitro modeling due to their cell-supportive
properties that mimic native ECM.4,5 The ECM substitute’s
stiffness plays an important role in the control, influence, and
tailoring of cellular behavior such as cell migration, cell differ-
entiation and cell morphology due to cell–substrate anchoring

and interaction.6–9 The hydrogel microstructure influences not
only the mechanical strength of the ECM substitute but greatly
impacts cellular processes such as cell spreading and
migration and also should enhance the diffusion of nutrients
or growth factors and the removal of waste products from the
hydrogel.4,10 Besides stiffness and a suitable microstructure,
the long-term hydrolytic stability of the hydrogels during incu-
bation at physiological conditions is also essential for long-
time cell culture experiments,11,12 as in vitro models are only
functioning after a specific period of maturation, during which
embedded cells are able to proliferate, differentiate, form cell-
to-cell interactions, and express key markers.13 As most hydro-
gels either swell or compact when infused with cell growth
medium, the degree of swelling or compaction should remain
as low as possible. In organ-on-a-chip models, the hydrogel is
degraded by embedded cells such as fibroblasts, smooth
muscle cells or especially endothelial cells, which line the
inside of every native vessel lumen and play a key role in the
vascularization of in vitro models.14 Importantly, advancing
degradation during long-term incubation must be controlled
and must not be accompanied by the release of cytotoxic
byproducts and adverse chemical reactions that affect cell via-
bility and functionality.15,16 In addition, the optical clarity of
hydrogel blends is often mentioned as a helpful asset as it
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enhances live cell imaging of manufactured in vitro models
and enables better observation of cellular processes in situ.11

Fibrin is a biomaterial frequently used for ECM substitutes
known for its key role in the clotting cascade and diverse pro-
perties for tissue engineering applications, such as cell
binding sites or controlled release of growth factors.17–19

Depending on calcium and thrombin concentration and pH,
fibrin appears either opaque or transparent based on the fiber
lateral size and fiber self-assembly, which affects the mechani-
cal properties as well.20,21 The fast degradation and compac-
tion of low-concentrated fibrin-based hydrogels is a critical
issue and restricts their use in long-term 3D cell culture.22,23

Gelatin, a cost-effective derivative of collagen, is frequently
used for biofabrication processes such as extrusion and as
part of hydrogel blends used as ECM substitutes.24–26 During
gelatin synthesis from collagen, the pH of the medium will
affect the isoelectric point while processing temperature and
duration are known to affect the molecular weight of the
proteins.27,28 Various processing parameters of gelatin are
used throughout the scientific community (e.g. synthesis at
40 °C, 65 °C, 70 °C or 90 °C for various durations).29–33 As
gelatin is soluble under physiological conditions, covalent
crosslinking is needed to stabilize the gelatin for long-term
incubation at physiological temperatures. A cytocompatible
crosslinking strategy is the use of microbial transglutaminase
to form covalent bonds between gelatin and fibrinogen.25,34–36

The enzyme transglutaminase catalyzes the formation of
covalent bonds between γ-carbonyl and ε-amino groups of glu-
tamine and lysine substrates, respectively.37The activity of
microbial transglutaminase is calcium-independent as
opposed to mammalian transglutaminase such as factor XIII
in the clotting cascade, which stabilizes the formed fibrin clot
in a calcium-dependent reaction.38–40 The enzymatic cross-
linking of gelatin and fibrinogen with transglutaminase is
dependent on the reaction temperature, pH and duration.
After subsequent thrombin crosslinking, the reactions can
result in transparent hydrogels with high potential for combin-
ing biomimetic organ-on-a-chip models with in situ live
imaging techniques or facilitated confocal imaging.31 Both
fibrinogen and gelatin provide the tripeptide arginine–glycine–
aspartate sequences (RGD motifs) that facilitate cell
adhesion.41

The reproduction of cell–cell and cell–ECM interactions
remains challenging in the fields of tissue engineering and
biofabrication. Furthermore, every tissue targeted to be
mimicked possesses various requirements for realizing a func-
tional in vitro model. Hence, new methods for tailoring hydro-
gel blends combining the aforementioned requirements are
being continually explored and novel materials developed in
order to improve in vitro models such as organ-on-a-chip
models. A broad range of scientific studies, however, focuses
only on the composition of the hydrogel blends without taking
into account the mechanisms that occur during synthesis of
each hydrogel component and the importance of control over
the physiochemical mechanisms during hydrogel blend
preparation.2,42–44However, both the interactions of the reac-

tion conditions such as temperature and pH and the pro-
perties of the reaction partner strongly influence its final ECM
substitutes’ microstructure and physio-mechanical properties,
especially in fibrin-based hydrogel blends.45 We hypothesized
that a controlled heat pre-treatment of gelatin blended with
fibrin can significantly enhance control over swelling and
shrinking, stiffness and microstructural architecture of fibrin-
based hydrogel blends whilst providing excellent long-term
stability. For all of the investigations, we precisely controlled
the physiochemical mechanisms (pH, temperature) during
synthesis. With our study, we demonstrate that thermal pre-
treatment of gelatin is a powerful tool to tailor hydrogel blends
functioning as ECM substitutes and proved the potential of
the novel gel blends in cell culture experiments exemplarily on
endothelial cells. We reveal new insights for enhanced, tailor-
able fibrin-based hydrogels blends that can be used even in
long-term tissue engineering in vitro applications.

2. Materials and methods
2.1 Hydrogel stock solution preparation

Gelatin from porcine skin (G2500, gel strength 300, Type A,
Sigma-Aldrich, Darmstadt, Germany) was dissolved in phos-
phate-buffered saline (PBS, Gibco 18912014, Fisher Scientific,
Schwerte, Germany) with 150 mg ml−1 at 90 °C for either 2 h
or 12 h. After dissolving, the pH of the gelatin was adjusted to
7.4 with 1 M NaOH. The gelatin stock solutions were sterile fil-
tered (0.2 µm sterile Syringe Filter, Filtropur S, Sarstedt,
Nürnbrecht, Germany), aliqouted and subsequently frozen at
−20 °C. Fibrinogen from bovine plasma (F8630, Sigma-
Aldrich, Darmstadt, Germany) was dissolved by stirring with
50 mg ml−1 in PBS at 37 °C for 24 h. The stock solution was
then sterile filtered, aliquoted, and frozen at −20 °C.
Thrombin from bovine plasma (SRP6556, Sigma-Aldrich,
Darmstadt Germany) was diluted in PBS to 100 U ml−1, ali-
quoted, and frozen at −20 °C. Microbial transglutaminase
(SKU: 5060341114533, Special Ingredients, Chesterfield,
United Kingdom) was dissolved in PBS with 60 mg ml−1 for
6 h at 37 °C and subsequently sterile filtered, aliqouted, and
frozen at −20 °C. Calcium chloride (CaCl2, CN93.2, Carl Roth,
Karlsruhe, Germany) was dissolved in Millipore®-water with
250 mmol ml−1, sterile filtered, aliqouted, and frozen at
−20 °C.

2.2 SDS-page of gelatin solutions

Sodium dodecyl sulfate-polyacrylaminde gel electrophoresis
(SDS-page) was performed to assess the molecular weight dis-
tribution of gelatin solutions synthetized for 2 h and 12 h at
90 °C, respectively. Materials were from Bio-Rad Laboratories,
Inc., Feldkirchen, Germany. Briefly, 1% gelatin samples were
prepared and 15 µl of sample were mixed with 5 µl of Laemmli
Sample Buffer (1610737) mixed with β-mercaptoethanol with a
ratio of 9 : 1. Samples were mixed for 5 min at 95 °C on a
shaker and the Criterion Cell (1656001) was filled with
running buffer 10× Tris/Glycine/SDS Buffer (1610732).
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Precision Plus Protein Blotting Standards (1610376) were filled
into the outer columns of the 4–20% Criterion TGX Precast
Protein Gel (5671094) while samples were filled in the center
columns. Electrophoresis was performed at 40 mA for 15 min
using PowerPac Basic (1645050) and subsequently at 80 mA for
30 min until proteins were separated. The gel was first micro-
waved for 2 min at 400 W and subsequently washed with dH2O
on a shaker twice for 5 min. The gels was stained using
Coomassie Brilliant Blue R-250 (1610436) for 1 h and
destained using Coomassie Brilliant Blue R-250 Destaining
Solution (1610438) for 3 h before imaging.

2.3 Rheology of gelatin solutions

Rheological characterization of gelatin was used to investigate
the effects on the gelatin’s properties of the heat treatment
temperature and duration and the accompanying changes in
molecular weight. The data was measured using a rheometer
(Kinexus pro + KNX2500, Netzsch-Gerätebau, Selb, Germany)
and the manufacturer’s software rSpace. A temperature sweep
from 38 °C to 14 °C with a ramp rate of 1.5 K min−1 was per-
formed using a 4°, 40 mm diameter cone and plate geometry
with a constant frequency of 1 Hz and constant shear stress of
0.5 Pa, which had been checked to be within the linear visco-
elastic region. The gelation point was defined at the tempera-
ture of the crossover point of the storage modulus (G′) over the
loss modulus (G″) with a phase angle (δ) lower than 45°. The
plateau modulus was determined from the value of G′ at
minimum and stable G″ and δ. Besides the abovementioned
gelatins, gelatin with 150 mg ml−1 dissolved for 6 h at 90 °C
and gelatin dissolved for 2 h, 6 h and 12 h at 70 °C were also
tested. Three samples of each gelatin were measured. To
assess the effect of the filtering procedure on the mass fraction
of the gelatin, the gelation point of unfiltered and filtered
gelatin dissolved for 2 or 12 h at 90 °C was assessed as
described above. All other experiments described before and
afterwards were performed with filtered and thus sterile
gelatin.

2.4 Preparation of fibrin–gelatin hydrogel blends

Fibrin–gelatin blends were prepared with final gelatin concen-
trations of 2.5, 5, 7.5 and 10% (w/v), each using gelatin ther-
mally processed for either 2 h or 12 h at 90 °C, resulting in
eight hydrogel blends. During hydrogel synthesis, all solutions
were kept and prepared at 37 °C. First, PBS, CaCl2 (250 mmol l−1)
and transglutaminase were mixed before the respective
amounts of gelatin were added. Tranexamic acid (100 mg ml−1,
Carinopharm, Elze, Germany) was added with a final concen-
tration of 0.017% (w/v). Fibrinogen was then added and the
pH of the mixture adjusted to between 7.4 and 7.45 using
0.7 M NaOH. Subsequently, the solution was pre-incubated
(37 °C, 5% CO2) for 1 h to allow the enzymatic crosslinking
of transglutaminase between gelatin and fibrinogen. Finally,
thrombin was diluted in PBS to 25 U ml−1 and gently mixed
into the hydrogel blend to a final concentration of 1 U ml−1.
The blends were processed within 2 min before the start of
gelation following thrombin addition, and samples were left at

rest at 37 °C for 3 h to ensure complete gelation prior to experi-
mental analysis. The final concentrations of CaCl2, transgluta-
minase, and fibrinogen were 2.5 mmol ml−1, 0.4% (w/v) and
1% (w/v), respectively.

2.5 Mechanical testing of hydrogel blends

Unconfined compression tests were performed to study the
compressive strength of the hydrogel blends. The hydrogels
were prepared in plastic tubes (13 ml tubes 95 × 16.8 mm,
23 160, Sarstedt, Nürnbrecht, Germany) with 12 ml per hydro-
gel blend. After the incubation, the tubes were cut in sections
of approx. 12 mm in height, resulting in five cylindrical hydro-
gel samples with a diameter d of 14.5 mm. The samples were
weighed (m0) and the height was measured. Each sample was
then tested using a universal testing machine (Z2.5,
zwickiLine, ZwickRoell GmbH & Co. KG, Ulm, Germany) and
compressed with 4 mm min−1, a preload force of 0.01 N, and
maximum force of 7 N. Data was recorded by the manufac-
turer’s software testXpert II. After the compression, samples
were weighed again (m1). Subsequently, the weight loss due to
compression was calculated as:

Δm ¼ m0 �m1

m0
� 100 ð1Þ

The stress σ was calculated by dividing the force F through
the circular cross sectional area. The strain was calculated by
dividing the height difference of the initial sample height (H0)
and the height H through H0. The Young’s moduli for the
strain regions of 0–5, 5–10, 10–15, and 15–20% strain were cal-
culated by dividing the stress by the strain. Samples were both
tested on the day of synthesis and after 21 days of in vitro
degradation (for details see 2.9).

2.6 Investigation of hydrogel microstructure

The microstructure of the hydrogel blends was investigated
using scanning electron microscopy (SEM). Hydrogels were
prepared in duplicates and with each 100 µl in 96-well plates.
After crosslinking, the hydrogels were fixed in 3% (v/v) glutaral-
dehyde in 0.1 M Sorensen’s phosphate buffer. Samples were
dehydrated in ethanol (30, 50, 70, 90 and 100%) and critical
point dried (E-300 Critical Point Dryer, Polaron Equipment,
London, UK). Hydrogels were then sputtered with gold/palla-
dium and imaged using a scanning electron microscope
(ESEM XL 30 FEG, FEI, Philips, Eindhoven, Netherlands)
under a high vacuum at an acceleration voltage of 10 kV.
Pictures were analyzed using ImageJ (National Institutes of
Health, Bethesda, MD, USA). To calculate the hydrogels’ poro-
sity, pictures with a magnification of 10 000× were chosen,
split into six domains of 2 × 2 µm2 and then transformed into
binary pictures. All black parts with a diameter of more than
0.005 µm2 were accounted as pores and thereby the average
pore size and porosity of the hydrogel was calculated.

2.7 Cell culture

Human umbilical vein endothelial cells (HUVECs) and human
umbilical artery smooth muscle cells (HUASMCs) were isolated
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from the endothelium of the veins or arteries of human umbi-
lical cords after informed consent approved by the Ethics
Committee of the Faculty of Medicine, RWTH Aachen
University (EK 424/19). HUVECs were cultivated in T75 cell
culture flasks previously coated with 2% (w/v) gelatin, whereas
HUASMCs were cultured in uncoated flasks. As growth
medium, endothelial cell basal medium (C-22111, PromoCell,
Heidelberg, Germany) for HUVECs and 1× DMEM (21885,
ThermoFisher Scientific, Waltham, MA, USA) for HUASMCs
were used and cells were used for experiments between
passage two and five.

2.8 Cell proliferation study

For the cell proliferation studies, antibiotic antimycotic solu-
tion (100×) (A5955, Sigma-Aldrich, Darmstadt, Germany) was
added to the hydrogel blends prior to thrombin crosslinking
with a final concentration of 1% (v/v). The respective amount
was subtracted from the PBS volume. Cell proliferation on
hydrogels was investigated over the course of 7 days using the
Cell Counting Kit-8 (CCK8-assay, CK04, Dojindo EU, Munich,
Germany). Briefly, a water-soluble tetrazolium salt, WST-8, is
reduced by the cells’ dehydrogenase activities to create a
yellow-colored formazan dye. The amount of dye generated is
directly proportional to the number of living cells. The wells
of 12-well plates were loaded with 280 µl of the hydrogel
blends. After incubation for complete crosslinking, HUVECs
were trypsinized and counted, and 1 × 104 HUVECs were
seeded onto the gels and covered with 686 µl of growth
medium. On day 1, 3, 5, and 7 after seeding, the CCK8-assay
was performed. The old medium was removed and the gels
were thoroughly washed with PBS to remove any medium
residues. The CCK8-solution was mixed with HUVEC medium
at a ratio of 1 : 11. Every well was covered with 370 µl of the
CCK8-media-mixture and the well plates were incubated for
135 min. Next, 100 µl of the mixture was given into 96-well
plates, whereas three blanks with solution not exposed to
cells were also loaded. The optical density (OD) of the
samples was measured at 450 nm using a microplate reader
(Spectramax M2, Molecular Devices, LLC., San Jose, CA, USA)
and data was obtained by the manufacturer’s software,
Softmax Pro 6. The remaining CCK-8-media-mixture was
removed, and the gels again washed with PBS and covered
with fresh growth media. The metabolic activity and number
of living cells was normalized to the number of living cells
on day 1 (D1) in order to calculate the cell multiplication on
the respective days as follows:

Fold change ¼ OD� ODblank

ODD1 � ODD1;blank
ð2Þ

For imaging, the wells of 2-well slides (µ-Slide 2 Well Glass
Bottom, Ibidi, Gräfeling, Germany) were each loaded with
360 µl of hydrogel blend. After incubation, 1.45 × 104 HUVECs
were seeded onto the hydrogels and covered with 1 ml of
growth medium to keep the cell seeding density and media
volume constant compared to the 12-well plates. HUVECs were
stained using Calcein-AM (425201, BioLegend, Koblenz,

Germany) on day 1, 3, 5, and 7. Briefly, Calcein-AM was diluted
with dimethyl sulfoxide (DMSO) for a stock solution of 1 mM.
For a working solution of 1 µM, the stock solution was further
diluted with PBS. The staining solution was added to the wells,
followed by incubation of 20 min. The staining solution was
removed, samples were washed with PBS, and images were
taken on 10 random fields using a fluorescence microscope
(Axio Imager·M2m, Carl Zeiss Microscopy Deutschland,
Oberkochen, Germany). Experiments were performed with
three different donors and 3 samples per donor.

2.9 Analysis of compaction, swelling and degradation rate

To study the compaction, swelling and degradation rate of the
hydrogels, five samples per hydrogel blend were prepared with
500 µl each inside a 24-well plate. After sufficient incubation
time for complete crosslinking, the hydrogels were removed
and weighed (m0). Subsequently, the samples were immersed
in 1 ml sterile PBS and incubated. On day 1, 3, 5, 7, 14, 21, and
28 after immersion, the hydrogels were weighed (m) and the
pH of the PBS was noted. The PBS was changed three times a
week. The weight change was compared to the initial weight
and calculated as:

Δm ¼ m0 �m1

m0
� 100 ð3Þ

To study the degradation rate of the hydrogels during cell
experiments, the hydrogels used for imaging on the respective
days were fixed in 4% formaldehyde (28908, ThermoFisher
Scientific, Waltham, MA, USA). The hydrogels were then lyo-
philized (Lyoquest, Telstar, Leeds, UK) and the weight change
calculated as described above.

2.10 Statistical analysis

Statistical analysis was performed using GraphPad PRISM 9
(GraphPad Software, San Diego, CA, USA). ANOVA tests were
performed in order to study significant differences within
groups and comparison between groups with Tukey’s post-hoc
test. Significance levels of p < 0.05 (*), p < 0.01 (**), and p <
0.001 (***) were defined. Data is presented using box and
tukey whiskers.

3. Results
3.1 Influence of the heat treatment on molecular weight of
gelatin and its rheological properties

The influence of the heat treatment on the molecular weight
distribution of gelatin solutions was determined by SDS-page.
The resulting rheological properties of the gelatin solutions
were characterized by measurements of gelation temperature
and plateau modulus. The molecular weight distribution of
gelatin shifts to lower values for increased processing time
(Fig. 1B). Gelatin processed for 2 h at 90 °C accumulated
between 100 and 250 kDa, while gelatin processed for 12 h at
90 °C showed a much broader distribution from 15 to
250 kDa. For gelatin thermally processed at 70 °C, both gela-
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tion temperature and plateau modulus remained constant
independent of the annealing duration at ca. 24 °C and 8.5
kPa (Fig. 1A). The plateau modulus was stable between 4.5 and
4.9 kPa independent of the preheating duration. The gelation
temperature of gelatin decreased with increasing thermal pro-
cessing time at 90 °C from 25.84 ± 0.25 °C for 2 h of thermal
treatment, over 22.31 ± 0.05 °C for 6 h, to 19.56 ± 0.05 °C for
12 h of heat treatment. Similarly, the plateau modulus of the
gelatins decreased from 4.86 ± 0.30 kPa over 2.85 ± 0.03 kPa to
1.16 ± 0.03 kPa with increasing preheating duration. No stat-
istical differences were found between the gelation points and
plateau moduli of unfiltered and filtered gelatin (Fig. S10†),
indicating no shift in gelatin mass fraction due to the filtering
procedure.

3.2 Gel transparency and compressive strength

All fibrin–gelatin blends composed of 2 h processed gelatin
appeared transparent (Fig. 2). The turbidity of fibrin–gelatin
blends composed of 12 h processed gelatin increased with
gelatin concentration. Quantification of optical transparency
can be found in Fig. S1.†

For fibrin–gelatin blends with gelatin processed for 2 h, the
stiffness of the gels increased with gelatin fraction (Fig. 3A). At
0–5% strain, the 2.5% blends provided a compressive strength
of 3.1 ± 0.4 kPa, significantly lower than 5.0 ± 0.7 kPa for 5%
blends, 7.5 ± 1.4 kPa for 7.5% blends, and 8.1 ± 1.2 kPa for
10% blends. The gelatin blend with 2.5% provided signifi-
cantly lower compressive strength at all strain regions. The 5%

Fig. 1 (A) Gelation temperature and plateau modulus decrease significantly when gelatin is processed for 6 h or 12 h compared to 2 h at 90 °C. For
the heat treatment at 70 °C, gelation temperature and plateau modulus remain constant. (B) SDS-page of gelatin processed for either 2 or 12 h at
90 °C. The molecular weight distribution shifts to lower values for increased processing time.
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blend was significantly less stiff compared to the blends with
the highest gelatin fraction at 0–5% and 5–10% strain.
Conversely, for the fibrin–gelatin blends containing gelatin
processed for 12 h, the compressive strength of the gels was
inversely proportional to the gelatin fraction (Fig. 3B). At the
strain region of 0–5%, the fibrin–gelatin blend with 2.5% pro-
vided a compressive strength of 3.9 ± 0.8 kPa, significantly
higher than 2.6 ± 0.5 kPa at 5%, 2.6 ± 0.4 kPa at 7.5%, and 1.9
± 0.3 kPa at 10% gelatin fraction. The relations between the
hydrogel blends remained at higher strain regions and the
low-concentrated fibrin–gelatin blend remained at the highest
compressive strength, while with gelatin fraction the stiffness
decreased.

The blends composed of gelatin preheated for 12 h lost sig-
nificantly more weight than their identical gelation fraction
counterparts (Fig. S2†). After 21 days of in vitro degradation,
the blends maintained between 50–100% of their initial
Young’s modulus (Fig. S3†).

3.3 Hydrogel microstructure

All fibrin–gelatin blends provided an extremely finely pored
microstructure with pore sizes less than 1 µm (Fig. 4). The
microstructure of fibrin–gelatin blends with 2 h processed
gelatin was found to be more uniform and smooth compared
to fibrin–gelatin blends containing 12 h processed gelatin. The
depicted surface of the latter blends appears more textured

Fig. 2 Optical appearance of fibrin–gelatin blends. (A) Fibrin–gelatin blends composed of 1% fibrin and 2 h processed gelatin, blends appear trans-
parent. (B) Fibrin–gelatin blends composed of 1% fibrin and 12 h processed gelatin, blends appear increasingly turbid with gelatin concentration.

Fig. 3 Compressive strength of fibrin-based hydrogel blends. (A) Fibrin–gelatin blends with gelatin preheated for 2 h at 90 °C, Young’s modulus
increases with gelatin fraction. (B) Fibrin–gelatin blends with gelatin preheated for 12 h at 90 °C, Young’s modulus decreases with gelatin fraction.
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and open-porous with more prominent access to adjacent
pores. Especially the hydrogel blends with 2.5% and 5%
gelatin provide larger pore sizes when the gelatin was ther-
mally processed for 12 h instead of 2 h. Pore size analysis
demonstrates that both 2.5% and 5% fibrin–gelatin blends
with 12 h processed gelatin show significantly larger pores and

higher porosity compared to the other fibrin–gelatin blends
(Fig. S5†).

3.4 Endothelial cell proliferation on hydrogel blends

HUVECs proliferated at different rates on the hydrogel blends.
However, ultimately a monolayer was formed on all ECM sub-

Fig. 4 SEM pictures of fibrin–gelatin blends containing 1% fibrin. Blends composed of gelatin processed for longer times show a more open-
porous, fragmented microstructure. Scale bar identical for all micrographs.
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stitutes. Fluorescence images of HUVECs stained with calcein-
AM on the specific gels and days can be found in Fig. S7† and
Fig. S8.†

The two lowest concentrate (2.5%, 5%) fibrin–gelatin
blends with gelatin preheated for 2 h provided significantly
higher metabolic activity compared to the blends with the
highest gelatin proportion (10%), displaying a final fold
change on day 7 of 7.09 ± 0.44 and 6.46 ± 0.80 compared to
5.82 ± 0.89 and 5.66 ± 0.60, respectively (Fig. 5A). On fibrin–
gelatin blends composed of gelatin preheated for 12 h, sig-
nificantly higher HUVEC activity was measured for the
5% blend (2.42 ± 0.36) on day 3 after seeding (Fig. 5B).
On day 7, both blends 2.5% and 5% provided significantly
higher metabolic activity at a fold change of 5.58 ± 0.42
and 5.85 ± 0.92 compared to the blends the highest gelatin
amount, with fold changes of 4.53 ± 0.77 and 4.26 ± 0.94,
respectively.

3.5 In vitro swelling and degradation of non-cell-laden and
cell-laden hydrogels

After immersion in PBS, the fibrin–gelatin blend containing
2.5% of 2 h processed gelatin lost 13 ± 12.1% of the initial
weight within the first 3 days, after which the weight was con-
stant until day 21 of incubation (Fig. 6A). After 21 days of the
experiment, one of six samples had dissolved, and the remain-
ing samples dissolved within the following 7 days. The 5%
blend absorbed fluid (2.7 ± 2.6%) within the first 24 h and pro-
vided a constant weight until day 28 with no dissolved

samples. The highest concentrated fibrin–gelatin blends con-
taining 2 h processed gelatin initially had a weight gain of 31.5
± 14.6% and 90.1 ± 8.4% within the first 24 h. The weight
decreased over the following days and the gels provided a con-
stant weight between day until day 21. The weight of the 10%
blend was continuously significantly higher compared to the
initial weight on day 0. Half the samples of the 7.5% blend
and 4 samples out of 6 of the 10% blend dissolved within the
following 7 days.

The weight of fibrin–gelatin blends containing 2.5%, 5%
and 7.5% of 12 h processed gelatin were constant, whereas the
weight of the 10% blends decreased significantly within the
first 3 days (Fig. 6B). The 2.5% blends were stable until day 21
and the next half of the six samples dissolved within the next 7
days. The 5% blends were stable from until day 28 and none of
the samples completely dissolved, however the weight on day
28 was significantly lower compared to the initial weight on
day 0. The 7.5% and 10% blends were stable until day 21 and
day 28, respectively, whereas after 28 days all except one
sample of the former blend and half of the latter blend dis-
solved. The pH of the PBS was between 6.8 and 7.3 in the first
weeks. After 28 days, the pH of the PBS increased in all
samples (Fig. S4†).

All cell-laden hydrogels were stable during HUVEC prolifer-
ation. The lyophilized weight of the blend did not decrease sig-
nificantly over the term of 7 days (Fig. S6†). Hence, the hydro-
gels were not degraded by the cells or other medium-activated
mechanisms.

Fig. 5 CCK-8 assay of fibrin-based hydrogel blends. (A) Fibrin–gelatin blends with gelatin preheated for 2 h at 90 °C. HUVECs proliferate faster on
less stiff blends. (B) Fibrin–gelatin blends with gelatin preheated for 12 h at 90 °C.
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4. Discussion

Fibrin-based hydrogels exhibit excellent cell-supporting pro-
perties, however high compaction and diminished long-term
stability often decrease the scope of potential applications.
Previous studies show that this can be reduced by tuning the
delicate equilibrium of pH and calcium and thrombin concen-
tration, respectively, or by addition of protease inhibitiors such
as aprotinin, aminocaproic acid and tranexamic acid, which
enhance the stability of the fibrin clot.46–51 In combination
with gelatin, stable hydrogel blends can be achieved, however
with high swelling ratios at high gelatin concentrations. This
study shows improved processing of low concentrated and

open-porous fibrin-based hydrogels with great long-term stabi-
lity, which can be of great advantage for tissue engineering
applications. As the hydrogel components fibrinogen and
gelatin are greatly influenced by pH and temperature, precise
control of these parameters in this work revealed new insights
for the processing of enhanced, tailorable fibrin-based hydro-
gel blends. We showed that thermal processing of gelatin is a
powerful tool to tailor fibrin–gelatin blends.

It is known that the molecular weight of gelatin decreases
with both increased synthesis temperature and time.30,31

However, the molecular weight of gelatin is usually not dis-
crete but widely distributed as the polydispersity index of
gelatin follows a Gaussian curve, showing a broad molar mass

Fig. 6 In vitro degradation of fibrin-based hydrogel blends. Significant weight changes compared to day 0 are marked with +/++/+++, while signifi-
cant weight change to the previous time point is marked with ***. Dissolved samples are marked with °. (A) Fibrin–gelatin blends with gelatin pre-
heated for 2 h at 90 °C. Initial swelling increases with gelatin fraction. (B) Fibrin–gelatin blends with gelatin preheated for 12 h at 90 °C. Initial com-
paction increases with gelatin fraction.
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distribution.27,30 Both intact and partially hydrolyzed chains
are present in gelatin solution and a large variety of supramo-
lecular structures, from globular polymer-like chains to triple-
stranded helical fibrils, can form, resulting in different mole-
cular weights.30 Due to long heat exposure, molecules are frag-
mented into lower molar mass protein derivatives due to
hydrolysis, affecting the resulting amino acid composition,
whereas primarily the β- and у-chains contribute to the gela-
tion properties.52,53 In our research, this mechanism was high-
lighted by the SDS-PAGE of the gelatin solutions (Fig. 1B). We
could observe that the broad distribution of gelatin molecular
weight shifts towards lower molecular weights when the
gelatin is processed for longer. The effects of the shift in mole-
cular weight distribution were showed by the rheological inves-
tigation of the gelatin sol–gel transition (Fig. 1A). Both gelation
the temperature and plateau modulus of gelatin decreased dis-
tinctly when pretreated for longer periods at 90 °C, reflecting
the reduced strength and gelation behavior of lower molecular
weight gelatins observed in previous studies.28,54 It must be
noted that the annealing of gelatin with 12 h at 90 °C rep-
resents an extensive and extreme gelatin heat treatment, yet as
demonstrated from rheological characterization the preheated
protein maintained its gelation ability. We further showed that
our filtering procedure does not affect gelatin mass fraction
(Fig. S10†). Previous studies found that gel the strength and
the turbidity of gelatin solution decreases and increases,
respectively, with increased annealing time.53 We could also
observe this as gelatin solutions pretreated for 12 h at 90 °C
provided higher turbidity of the resulting fibrin–gelatin blends
increased with gelatin mass fraction (Fig. 2, Fig. S1†).

The effect of molecular weight and gel strength are dis-
tinctly reflected in the different compressive strength of the
fibrin–gelatin blends. For blends containing gelatin processed
for 2 h, the Young’s modulus increased with gelatin concen-
tration as expected and observed by others in hydrogels when
crosslinker concentration or mass fraction were increased.55

Conversely, the Young’s modulus of fibrin–gelatin blends con-
taining the longer-processed gelatin decreased with increasing
gelatin mass fraction, indicating that due to the lower mole-
cular weight of the gelatin and its decreased gel strength,
increasing gelatin concentration does not strengthen but
rather weakens the interpenetrating network. During com-
pression, liquid is squeezed out between the gel fibrils as they
rotate in the direction of stretch.56 A high degree of water loss
should be avoided as it can lead to detachment of hydrogel
blends from the bioreactor surface or stability loss of the
hydrogel’s structure under the load.29 The increased fluid loss
due to compression could indicate insufficiently transglutami-
nase-mediated crosslinking of gelatin and fibrinogen during
pre-incubation (Fig. S2†). The efficiency of crosslinking and
formation of isopeptide bonds is dependent on accessibility to
the transglutaminase of the target amino acid groups in
gelatin and fibrinogen. Due to the extended heat treatment of
the gelatin, the accessibility of the gelatin target amino groups
may decrease, resulting in a lower degree of crosslinking.
Hence, excess transglutaminase and isolated gelatin could

leak out during compression. The crosslinking degree
increases with gelatin mass fraction, therefore the fluid loss
due to compression decreases.

All fibrin–gelatin blends containing 2 h processed gelatin
provide a dense, homogenous microstructure with pore sizes
of 200–250 nm and porosities of approx. 20%. For fibrin–
gelatin blends composed of 12 h processed gelatin, a more
open-porous microstructure was found. For 2.5% and 5%
gelatin blends, larger pore sizes can be observed along with a
rougher surface structure. These observations are substan-
tiated by the microstructure analysis (Fig. S5†), where signifi-
cantly larger pores are found for the two lower concentrated
blends. The porosity of these blends composed of 12 h pro-
cessed gelatin is likewise higher than its counterparts. When
the gelatin concentration is increased to 7.5% and 10%,
similar pore sizes are found when comparing blends contain-
ing 12 h to 2 h processed gelatin, however the microstructure
seems to be rougher. Increasing the gelatin concentration also
increases the resulting number of polymers per volume, which
leads to a higher density of reactive groups and therefore
denser hydrogel for a constant and sufficient transglutaminase
concentration. This also increases the degree of crosslinking,
resulting in a denser microstructure with smaller pores and
overall decreased porosity. The mechanical properties mainly
depend on the density of branching points, as reduced dis-
tance of crosslink points results in a tighter network with
smaller pore sizes, which increases mechanical strength.20,57,58

The molecular weight of the reaction partners affects the gel’s
final microstructure and porosity,4 which we also observed due
to the reduced molecular weight of the longer-processed
gelatin. Although at high gelatin concentrations the cross-
linking density and density of branching points is similar
within the interpenetrating networks, the mechanical strength
of the blends containing longer-processed gelatin is compara-
tively lower as described above. This is likely due to the
decreased molecular weight of the gelatin, resulting in both a
reduced gel strength of the gelatin itself and a reduced bond
strength with the enzymatically crosslinked fibrinogen. We
would like to emphasize that especially the lower concentrated
fibrin–gelatin blends could be of interest for further research,
since they are identical in chemical composition, provide
similar mechanical strength at low strain regions and yet
provide distinct microstructures with porosities at different
levels of magnitude. The decoupling of hydrogel composition
and strength from the microstructure allows the investigation
of one factor independently of the other and is a feature often
targeted in interpenetrating networks but only yet inade-
quately explored and investigated.10

The molecular weight of polymers prior to gelation affects
not only the final gel microstructure and porosity accompanied
by changes in mechanical properties, but also the overall
degradation behavior.4,16 Initial swelling of immersed hydro-
gels is often observed at high molecular weights, whereas the
swelling ratio decreases for hydrogels with lower molecular
weight.52 In the in vitro degradation test of the fibrin–gelatin
blends, we observed similar behavior, as the fibrin–gelatin
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blends composed of high concentrations of shorter-processed
gelatin initially swelled up to 90%. In contrast, the counter-
parts composed of longer-processed gelatin, hence with lower
molecular weight, initially shrank to a low degree. In addition,
the fibrin–gelatin blends composed of shorter-processed
gelatin provided slightly higher stability with fewer samples
dissolved after 28 days. The increased molecular weight results
in longer kinetic chains accompanied by a higher degree of
polymerization and increased stability, consistent with pre-
vious studies.16 However, all blends showed excellent degra-
dation stability, also shown by compression test after 21 days
of degradation, whereas most of the intial Young’s modulus
was preserved. Moreover, even after 21 and 28 days of degra-
dation, samples were easy to handle and perform experiments
with. As the in vitro degradation was performed with non-cell-
laden gels, the underlying degradation mechanism is likely to
be hydrolysis due to the fact that hydrolytically unstable bonds
are dissolved over time. The pH of the PBS was constant when
the gels were stable, indicating a stable degree of ionization of
functional groups. The pH rose when the weight of the gels
began decreasing after ca. 21 days of incubation, also observed
elsewhere.11,59 Fibrin is sensitive to proteolytic degradation by
metalloproteinases or plasmin, and plasminogen is present in
most of the fibrin preparations, which might also have initially
accelerated the gels’ degradation.46 We added tranexamic acid
as a fibrinolysis inhibitor in the initial gel mixture, but it is
probable that it was flushed out within the first days. For
longer degradation stability, fibrinolysis inhibitors could be
added directly into the surrounding medium, however 21 days
of stability are usually sufficient for a broad range of in vitro
applications.

As mentioned above, the compaction of fibrin-based hydro-
gels during immersion is a well-known issue. Swelling and
shrinking of hydrogels is often measured optically, however
such methods are flawed since gels are often only recorded
two-dimensionally and the degree of swelling or shrinking is
then reconstituted by the degree of area extension or
reduction.42,60,61 Here, we measured the weight of the
immersed gels at specific time points. Because the wet weight
of the hydrogel is dominated by the weight of the retained
water and not the comparatively low weight of the fibrous
polymer network, we deduced that the hydrogels’ wet weight
provides immediate information about gel volume, as the
density of PBS is similar to pure water. Hence, when the gel
compacts its volume is reduced, decreasing the weight of
retained fluid. Reversely, when the gel swells, its volume
increases, increasing the weight of retained fluid. The swell-
ing/shrinking degree and long-term stability are dependent on
the immersion medium (e.g., PBS with monovalent, most cell
culture media with both monovalent and divalent ions), and
its salinity and resulting osmotic pressure.4,25,57

As expected, all fibrin-based blends showed their well-
known cell-active properties, as HUVECs proliferated on the
gels and ultimately formed monolayers within 7 days. The
blends were stable during cell proliferation and were not
degraded by the cells, in contrast to the rapid hydrogel degra-

dation by HUVECs reported elsewhere.13,62 This emphasizes
the enhanced and outstanding stability of the blends and con-
firms the suitability of our synthesis approach for long-term,
cell-laden applications. Encapsulating smooth muscle cells or
fibroblasts in the ECM substitutes could be a challenge,
however these cells showed high viability and stretching
within similar or more dense networks (collagen-agarose,
fibrin, pure collagen).63,64 Moreover, in preliminary experi-
ments encapsulated smooth muscle cells showed high viability
(>85%) and characteristic stretching after 7 days and no bulk
degradation of the hydrogels was observed over 3 weeks of cul-
tivation (Fig. S9†). Optically transparent gels provided pene-
tration depths of 1–1.5 mm using confocal microscopy.
Encapsulation of other cells in combination with other cell
medium could change the observed degradation dynamics.
Bulk degradation of fibrin can be modified by the addition of
aprotinin, aminocaproic acid or tranexamic acid to the
medium as mentioned beforehand. Partial degradation,
however, favors the development of pericellular and extracellu-
lar matrices, cell anchoring and penetration, and can be ben-
eficial for smooth muscle cell proliferation and
vascularization.52,65,66 The fibrin-based gels can be locally
degraded by cells expressing metalloproteinase, making them
generally suitable for cell migration or angiogenesis
studies.67,68 As mentioned above, perfusion is required for vas-
cularization in dense or highly concentrated and dense fibrin
networks.69 For cell migration, the space between pores must
be large enough or must be created by degradation of
ECM.70,71 While the fixation of hydrogel samples with glutaral-
dehyde introduces small changes in pore size and shape, the
following dehydration (critical point drying) and the high
vacuum during SEM is expected to result in more considerable
changes to the hydrogel microstructure due to shrinkage.72

Hence, the pore sizes of the hydrated gels are expected to be
even larger than depicted in SEM images.

5. Conclusion

We have shown that a defined preheatment of gelatin
accompanied by changes in molecular weight enables control
of the mechanical behavior, microstructure, and in vitro degra-
dation kinetics of fibrin–gelatin hydrogels while maintaining
the support of endothelial cell proliferation. We emphasize the
importance of understanding and controlling the physiochem-
ical parameters during hydrogel synthesis in order to design
improved, tailorable fibrin-based hydrogel blends for tissue
engineering applications. Our approach allowed the decou-
pling of the dependency of the resulting microstructure from
the chemical composition and stiffness for low-concentrated
fibrin–gelatin blends.
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