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Advanced gelatin-based
vascularization bioinks for
extrusion-based bioprinting of
vascularized bone equivalents
A. Leucht1,2,5, A.-C. Volz3,5, J. Rogal2,4, K. Borchers1,2 & P. J. Kluger2,3*
Bone tissue is highly vascularized. The crosstalk of vascular and osteogenic cells is not only responsible
for the formation of the strongly divergent tissue types but also for their physiological maintenance
and repair. Extrusion-based bioprinting presents a promising fabrication method for bone replacement.
It allows for the production of large-volume constructs, which can be tailored to individual tissue
defect geometries. In this study, we used the all-gelatin-based toolbox of methacryl-modified gelatin
(GM), non-modified gelatin (G) and acetylated GM (GMA) to tailor both the properties of the bioink
towards improved printability, and the properties of the crosslinked hydrogel towards enhanced
support of vascular network formation by simple blending. The vasculogenic behavior of human
dermal microvascular endothelial cells (HDMECs) and human adipose-derived stem cells (ASCs) was
evaluated in the different hydrogel formulations for 14 days. Co-culture constructs including a vascular
component and an osteogenic component (i.e. a bone bioink based on GM, hydroxyapatite and ASCs)
were fabricated via extrusion-based bioprinting. Bioprinted co-culture constructs exhibited functional
tissue-specific cells whose interplay positively affected the formation and maintenance of vascular-like
structures. The setup further enabled the deposition of bone matrix associated proteins like collagen
type I, fibronectin and alkaline phosphatase within the 30-day culture.
In bone tissue engineering (BTE), osteogenic cells, extracellular matrix (ECM) components and various stimuli
are combined to build constructs that resemble native bone tissue (BT) in structure and function1. Such constructs could be applied to treat in vivo bone defects2. Bone is a highly vascularized organ3. A high degree of vascularization is essential in engineered tissue constructs to supply all cellular components with sufficient nutrients
during culture and after implantation to avoid necrotic cores of large-scale constructs. Current in vivo vascularization strategies range from smart scaffolds, which are made of porous biomaterials with bioactive molecules like
angiogenic growth factors, to prevascularized implants, where grafts are first implanted into a well-vascularized
body site, removed upon sufficient vascularization and subsequently placed at the actual site of defect4–10. In vitro
vascularization is another approach, in which endothelial cells (ECs) are used with supporting factors, like angiogenic growth factors or additional cell types and supporting ECM components, to facilitate the de novo generation
of vascular-like structures11. Accelerated vessel formation and improved maintenance of the formed structures
were shown before in co-culture with supporting cells like mesenchymal stem cells (MSCs)12,13. Here, MSCs are
assumed to function as perivascular cells, supporting angiogenic processes like vessel sprouting, elongation and
the stabilization of built vessels14. Furthermore, processes like angiogenesis and osteogenesis are interdependent
processes15. While ECs respond to vascular endothelial growth factor (VEGF) released by osteoblasts with migration and proliferation, osteogenic differentiation is vice versa supported by bone morphogenetic protein-2 and
-4, released by ECs16. Thus, the integration of a vascular system is not only important for the general supply of the
cells, but as well for the development of bone-specific cell types.
While regular TE approaches only partly manage to reconstruct targeted geometries, the emerging method of
bioprinting could help to set up anatomic features of native bone in vitro17–21. Bioprinting may serve to construct
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hierarchical scaffold geometries that support distribution of nutrients and oxygen. Kang et al. e.g. used 3D bioprinting to generate scaffolds with microchannels out of stable polycaprolacton struts and a hydrogel filling for
calvarial bone reconstruction22. Alternatively, alternate deposition of bioinks containing different cell-types, such
as stem cells and ECs, and cell-type specific hydrogel-formulations is used to produce pre-structured tissue models15. Such approaches serve to investigate if maturation of functional tissue can be achieved by self-organization,
i.e. formation of capillary networks.
Within additive manufacturing, BTE is most often based on extrusion-based bioprinting, whereby strands of
a bioink consisting of an extrudable biomaterial and tissue-specific cells are placed layer-wise on a substrate using
a nozzle and pneumatic or mechanical forces23. Extrusion-based bioprinting offers the possibility to print bioinks
of high viscosity, including high cell numbers, within a relatively short time15. Independent of the targeted tissue,
bioinks have to fulfill two general requirements: First, they should show high cell compatibility and second, the
physical properties of the material should meet the requirements of extrusion-based bioprinting, which requires
viscosities in a range of approx. 30 mPa s to 6 × 107 mPa s24. Therefore, they should exhibit sufficient viscosity
to allow for the extrusion of bioinks with minimal shear stress for the included cells and form stable tissue constructs during culture or ideally even after implantation. Hydrogels can mimic the natural ECM environment of
the cells through their high water-binding capacity. Natural ECM-derived polymers like collagen or gelatin are
very suitable for TE as they exhibit enzymatic cleavage sites, which e.g. allow ECs to partly degrade the scaffold
and migrate25. In contrast to alginate or fibrinogen, ECM proteins provide cell anchorage sites that enable MSC
and EC adhesion and spreading26. These characteristics are indispensably needed to facilitate fundamental steps
of angiogenesis, like vessel elongation or lumen formation14.
Gelatin is soluble in warm water and forms physical hydrogels at low temperatures. Thus, below the melting temperature non-modified gelatin (G) can be used to increase the viscosity of bioinks for extrusion-based
printing. Physically gelled gelatin can temporarily stabilize hydrogel-based scaffolds during the printing process27. However, gelatin hydrogels melt and solubilize at physiological 37 °C and therefore have to be chemically crosslinked to form stable hydrogel scaffolds for TE. Modification of gelatin with methacryl-functions
provides gelatin methacryloyl (GM), i.e. ECM-derived biopolymers which can be chemically crosslinked by
radical-induced reactions28,29. Currently, various bioink formulations based on GM are investigated to identify bioinks that support specific cell-types to reconstruct functional tissue30–33. Hydroxyapatite (HAp), which
makes up about 60% of BT in the human body, and tricalcium phosphate have been confirmed as osteogenic
differentiation-supporting materials34–37. While the pure use of such materials is not applicable in extrusion-based
bioprinting, formulations of mineral components with GM hydrogels can be used to yield bioinks that support
BTE: Anada et al. recently showed a pro-osteogenic effect of octacalcium phosphate in GM38. We confirmed the
same for HAp-containing GM-bioinks39. In terms of vascularization, Anada et al. showed increased vascular
sprouting at reduced biopolymer concentration in GM hydrogels38. Chen et al. observed similar effects upon
reduction of the number of methacrylic functions in GM. Obviously the composition of GM hydrogels is crucial
to support specific functions of specified cells.
GM can be provided with various amounts of methacryl groups. However, changes in the degree of methacryloylation of GM result in interconnected effects on the solution viscosity as well as on the stiffness and swellability
of the crosslinked material40. The same is true upon variation of the biopolymer concentration: Decreasing the
GM concentration will reduce the density of crosslinks within the hydrogel. Consequently, the swellability of the
crosslinked hydrogel will increase and the storage modulus will go down, while at the same time the viscosity of
the hydrogel precursor solution will also drop. Considering the mutual dependence of solution properties and
hydrogel properties in GM systems, it becomes clear that simultaneous adjustment of rheological, mechanical,
and biological hydrogel properties is not always possible. Blends with polysaccharides41,42 or with un-modified
gelatin43 have been applied to compensate for insufficient viscosity in GM based solutions for extrusion-based
bioprinting. In earlier works we have already introduced an additional GM-based component, acetylated GM
(GMA)28,29,44–46. GMA adds additional degrees of freedom to the formulation of all gelatin-based bioinks and
hydrogel scaffolds. The acetyl-modification of GM, which is achieved by additional transformation of amino- and
hydroxyl groups into acetyl residues, reduces the capability of GMA to form hydrogen bridges. Therefore, GMA
forms solutions with low viscosities47. Furthermore, acetyl functions are not involved in the crosslinking reaction
and thus GMA leads to hydrogels with less crosslinks than pure GM at equal biopolymer concentrations28.
In this study, we aimed to re-formulate a GM hydrogel, which we have applied to promote vascular network
formation before48, to subsequently adjust it for processing by extrusion-based printing. We want to demonstrate
how to achieve printability in extrusion-based bioprinting and soft hydrogel scaffolds that promote the formation,
maturation and maintenance of vascular-like structures by simply blending the gelatin-based toolbox of G, GM
and GMA. The three gelatin-based components have different impacts on the viscosity and the physical (thermal)
gel formation of solutions and on the properties of the photo-crosslinked hydrogels:
G shows strong physical gelation, high gelation/melting temperatures, relatively high viscosities, but no chemical crosslinking ability. GM shows reduced viscosities, reduced abilities to form physical gels, and low gelation
temperatures in relation to non-modified G. The extent of the decrease depends of the degree of modification of
the biopolymer. On the other hand, GM provides methacryl-functions that can be covalently crosslinked upon
radical activation. GMA also provides methacrylic -functions and additional acetyl-functions. The resulting
increase of the overall degree of modification and steric effects lead to further decrease in viscosity and physical
gelation and also reduce the effectivity of chemical crosslinking, yielding softer gels45,46. Sophisticated blending of
G, GM and GMA may therefore be used to tailor the properties of bioinks and hydrogels.
Finally, we set up a vascularized bone model via extrusion-based printing of a bone bioink and the newly
formulated vascularization bioink. We confirm the improved vasculogenic processes through the co-culture with
the engineered osteogenic tissue compartment in the bioprinted construct.
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Figure 1. Schematic overview of samples and experimental investigations of the study. (A) Manual and
extrusion-based preparation of cell-free hydrogels based on GM, GM + G or GM + G + GMA for physical
characterization (B) Manual preparation of vascularization hydrogels including HDMECs and ASCs (C)
Extrusion-based preparation of co-culture constructs with a bone compartment including ASCs in bone bioink,
and a vascularization compartment including HDMECs and ASCs in vascularization bioink, and respective
mono-cultures including either the cell-loaded bone-hydrogel or the cell-loaded vascularization-hydrogel and
the cell-free counterpart.

Results and Discussion

The evaluation of different GM-based formulations was performed in three steps. First, cell-free inks were characterized physically (Fig. 1A). Next, human dermal microvascular endothelial cells (HDMECs) and adipose-derived
stem cells (ASCs) were encapsulated to evaluate the resulting hydrogels´ impacts on the formation of vascular
structures (Fig. 1B). Finally, the most promising vascularization bioink was selected and used with ASCs and
HDMECs to set up 2-phase co-culture constructs with an ASC-containing bone bioink via extrusion-based bioprinting (Fig. 1C)49.
We started with solutions and gels of pure 5.75 wt% GM from earlier works48, which were tailored to support
vasculogenesis, yet have not been adjusted for extrusion bioprinting at 21–22 °C processing temperature. The
extruded hydrogel structures have to be physically stable at this temperature (controlled laboratory temperature) until the light-induced chemical crosslinking of the methacryl-functions of GM (and GMA). We changed
the formulation by supplementing 1.5–3 wt% unmodified gelatin (GM + G) and by additional replacement of
1.25 wt% GM by 1.25 wt% GMA (GM + G + GMA). We applied a sophisticated trial-and error-approach, which
was based on our own knowledge on the gelatin-based materials and on that of others22,28,45,46. The viscosity and
thermal gelation of the initial formulation of the vascularization ink containing 5.75% (w/w) GM was too low
to achieve stable hydrogel structures after extrusion at 20–22 °C. The chemical modification of GM reduces both
the viscosity and the physical (thermal) gelation of the biopolymer in solutions. Hence, we expected that the
addition of non-modified G will stabilize the GM solution (bioink) directly after printing and before the chemical
crosslinking of the methacryl-functions of GM through formation of physical gels. Finally, the non-modified G
will be removed from the gel in aqueous environments because it cannot be chemically crosslinked.
In contrast, GMA has relatively lower viscosities than GM, lower thermal gelation temperatures, and a lower
capacity of chemical crosslinking. Such characteristics are assigned to steric effects of the additionally inserted,
non-reactive acetyl-functions at constant amounts of crosslinkable methacryl-functions45,46. Consequently, our
hypothesis was that partly exchange of GM with GMA could counteract to a potential increase of viscosity during
the actual extrusion process without changing the final biopolymer concentration of the hydrogel.

Modification of GM-hydrogels with gelatin and acetylated GM improves material properties
and printability. To assess the extrudability of the inks, a grid geometry consisting of ink filaments arranged

orthogonally to each other in two layers was printed (Figs. 2B and 3A).
Pure 5.75 wt% GM-ink resulted in poorly defined filaments, which tended to spread at the fixed processing
temperature (21–22 °C). In contrast, the addition of 1.5–3 wt% G yielded an ink that was excessively gelled and
the printed filaments were inhomogeneous. Finally, the replacement of 1.25 wt% GM by GMA gave a smooth
and excellently extrudable ink, which could be used to print homogenous and well-defined filaments. Pure GM
resulted in filaments of a larger diameter (586.7 µm ± 145.17 µm) compared to GM + G + GMA (478.6 µm ±
100.98 µm), which confirms the visual impression. Printed filaments of GM + G showed the highest diameter.
The observed inhomogeneity is reflected in the large standard deviation.
The gelling point of a bioink describes the temperature at which the bioink turns from the liquid (storage
modulus G′ < loss modulus G″) into a solid (G′ > G″) state and is considered to be the most critical parameter in
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Figure 2. Graphical illustration of manually generated and printed 3D scaffolds. (A) Top: Graphical illustration
of manual generation of cell-free hydrogels for rheological characterization of storage and loss modulus and
gravimetric determination of swellability: The bioink formulations were pipetted into flat cylindrical molds,
covered using quartz glass, and cured using 365 nm. Bottom: Graphical illustration of manual generation
of the 2-phase hydrogels: Cell-free bone bioink was pipetted into 96-well plate wells (red) and covered with
vascularization bioink including HDMECs and ASCs (grey). (B) Top: Graphical illustration of printed
hydrogels: Cell-free two-layered grid structure for the evaluation of the inks’ printability and trajectory patterns
for printing the two-layer grid structure. Bottom: Graphical illustration of printed concentrical co-culture
constructs consisting of cell-loaded or cell-free bone bioink (outer part, red) and cell-loaded or cell-free
vascularization bioink (inner part, grey) and trajectory patterns for printing the concentric cylinders. (Partly
reproduced from49).

terms of the ink’s extrudability. The gelation points were 20.2 °C ± 0.07 °C for the pure GM-ink, and significantly
higher 22.0 °C ± 0.14 °C and 21.3 °C ± 0.19 °C for the inks modified with G or G and GMA, respectively (Fig. 3B).
Obviously, the addition of G not only led to an increase in biopolymer concentration but also to stronger physical gelation. The resulting gelation temperature was raised above the processing temperature and consequently
spreading of the ink no longer occurred.
GMA has a high total degree of modification due to additional acetylation of amino- and hydroxy-functions
of gelatin and thus a strongly reduced capability to form physical gels. Partial exchange of GM with GMA resulted
in reduced inter-molecular interactions and in a gelation temperature that exactly matched the processing temperature and hence enhanced extrudability at room temperature (RT, 21–22 °C)50.
The equilibrium degrees of swelling of the hydrogels after UVA-induced crosslinking were determined to
obtain the hydrogels’ water uptake capacity, which is assumed to be relevant in terms of vascularization. The
swellability of pure GM gels (1) and GM + G gels (2) was 1,939.1% ± 427.07% and 2,012.9% ± 218.90%, respectively. The equilibrium degree of swelling of GM + G + GMA hydrogels (3), however, was significantly higher at
2,910.5% ± 1,576.84% (Fig. 3C).
The storage modulus G′ and the loss modulus G″ were determined for the characterization of the viscoelastic
properties of the crosslinked hydrogels (Fig. 3D). The storage modulus G′ was 1,373.21 Pa ± 45.75 Pa for the pure
GM-gels; addition of G or G and GMA resulted in significantly lower values of 556.20 Pa ± 5.05 Pa and 500.25 Pa
± 130.66 Pa, respectively.
The low storage moduli of the hydrogel variations (2) and (3) indicate that the presence of G led to steric
hindrance of covalent crosslink formation, such that less elastic forces occurred in (2) and (3) compared to (1)51.
On the other hand, the swellability of the hydrogels remained constant upon addition of G. This suggests that G
was physically entangled and at least partly persisted within the hydrogel, thereby contributing to the dry mass of
the gel. Hence, the effects of less crosslinks, elevated osmotic concentration and additional solid contents approximately compensated each other in terms of swelling of the hydrogels. The exchange of GM with GMA led to a
significant increase of the swellability, which e.g. points to significantly lower density of crosslinks in (3) than in
(2) at preserved osmotic concentration within the gel.
The loss moduli of the three hydrogel variants did not show significant differences.
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Figure 3. Physical characterization of cell-free bioink hydrogels based on GM, GM + G or GM + G + GMA.
(A) Extrusion-printing of grid structures and diameters of the resulting filaments. (B) Gelation temperatures of
the three ink variants in °C. (C) Equilibrium degree of swelling of the different hydrogel variants. (D) Rheological
characterization of the three hydrogel variants. Shown are the storage modulus G′ and the loss modulus G″ in
Pa. All results are displayed as mean of three independent measurements and the respective standard deviations.
Statistically different means are marked (*p < 0.05; **p < 0.01; ***p < 0.001). (Partly reproduced from49).
Various studies revealed that weakly crosslinked GM hydrogels, i.e. low degrees of methacryloylation or low
concentrations of GM, yielded higher cell viability in general and particularly more effective capillary formation
than strongly crosslinked hydrogels38,43,52. Thus, the aim is to provide gelatin-based formulations with sufficiently
high viscosity or physical gelation to be stable during extrusion-based assembly, and low density of chemical
bonds after crosslinking. The latter limits the applicable concentration of GM.
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Yin et al. used 5% (w/v) of GM and added 8% (w/v) of unmodified gelatin to achieve stable hydrogel extrusion
at processing temperatures up to 25 °C. The addition of G further resulted in elevated storage and compression moduli and in reduced swelling, thereby indicating that G was at least partly entangled into the biopolymer network. Targeted reduction of crosslinking density can only be achieved by reducing the concentration of
crosslinkable GM in such two-component-systems. This will enhance the water uptake capacity of the gel, but
simultaneously the elastic strength will decrease and handling of the gels will become difficult.
In our approach, we also used unmodified gelatin to improve the print-stability of GM-formulations.
Furthermore, we provide GMA as additional gelatin-based component. GMA can be used to formulate bioinks
with very low viscosities, e.g. for inkjet printing, due to its lack in physical gelation28. It can also be used to tune
the properties of the crosslinked gels by reducing the number of crosslinks at preserved biopolymer concentration: GMA is covalently integrated into the biopolymer network due to the presence of methacrylic groups.
However, masking of amino- and hydroxy groups by acetylation results in less effective crosslinking due to sterical hindrance and impeded physical interactions44.
Similar results may be expected by adjusting the degree of methacrylation for the GM component. However,
it has to be noted that lower degrees of modification lead to stronger physical gel formation if the processing temperature is below the gelation temperature. This is associated with helix-formation of G and GM molecules, more
effective crosslinking and thus stiffer gels44. Consequently, the synthesis and handling of tailored GM derivatives
requires much experience.
With view to commercial products, the presented multi-component toolbox of G, GM and GMA shows clear
advantages, since it allows for flexible formulation of bioinks by blending instead of changing the chemical nature
of the single component.

Modification of GM-hydrogels with gelatin and acetylated GM improves formation of
capillary-like structures by encapsulated and supporting cells. In vascularization attempts, fibrin

is the most frequently used material to support the formation of capillary-like structures53. Further studies show
that collagen – the basic constituent of gelatin – equally allows for matrix degradation by ECs, EC activation and
capillary formation, which are all known to be important steps within vasculogenic and angiogenic processes54.
We aimed to develop printable gelatin-based matrices to support vasculogenic processes by HDMECs and ASCs.
As part of this effort, capillary formation in the different hydrogel formulations was assessed via immunofluorescence (IF) staining of the EC-specific marker platelet endothelial cell adhesion molecule-1 (PECAM-1).
Representative pictures of the stained structures on days 3, 7, 10 and 14 of culture are compiled in Fig. 4A. In all
three hydrogel variants, capillary-like multicellular structures characterized by the expression of PECAM-1 were
already visible at day 3. In a general trend, more and longer capillary-like structures developed and the linking-up
between the single structures got more pronounced from day 7 to day 10. On day 14, however, less capillary-like
structures were visible and only isolated multicellular aggregates were left.
The networks in GM + G + GMA already exhibited the average length of 5.0 ± 0.8 mm per mm² on day 3,
which was significantly higher compared to GM and GM + G. This level was maintained in GM + G + GMA
until day 10. Like the other hydrogel compositions, the GM + G + GMA-gels showed a significantly decreased
network length of 2.6 ± 1.2 mm per mm2 on day 14. Both GM- and GM + G-gels showed significantly higher
numbers of networks right from the beginning on day 3 (4–5 networks per mm²) compared to GM + G + GMA
(2–3 networks per mm², Fig. 4C). However, the numbers remarkably decreased in GM and GM + G hydrogels
until day 14. In contrast, in GM + G + GMA-hydrogels the number increased to an average level of 3.0 ± 1.2 on
day 14, which significantly differed from the number obtained in GM. It is noticeable, that both GM and GM +
G showed a higher number of networks combined with a lower total structure length, especially at the beginning
of the culture period. Therefore, it has to be assumed, that cells in GM + G + GMA hydrogels formed a more
crosslinked and therefore more mature network right from the beginning. Although GMA + G + GM suffered
from a decrease in the average network length on day 14, the number of networks increased compared to day 10,
which might indicate ongoing developmental processes.
The identified total number of nodes (Fig. 4D) is in good correlation with the ratio of length and number of
capillary-like structures. It increased and then decreased over time, accounting for fusion and later fragmentation of the present structures. GM + G + GMA showed a significantly higher number of nodes on day 3 with
(11.7 ± 3.4 nodes per mm²) than GM (7.1 ± 5.9) and GM + G (6.3 ± 5.8). This additionally supports the hypothesis of enhanced and earlier network formation and associated network maturation in GM + G + GMA formulations compared to the other hydrogels.
The observed positive effects of the hydrogels on the formation of capillary-like structures might be explained
by the softer properties of the modified hydrogel compositions compared to pure GM gels as shown in the
mechanical characterization of the different hydrogels. A correlation between the elastic modulus of hydrogels
and the formation of vascular structures has already been revealed before by Shamloo et al. and Chen et al.52,55.
The proposed lower density of crosslinks and thus increased mesh width most presumably led to a simplified
migration of the two encapsulated cell-types.
Based on these results, the GM + G + GMA-hydrogel (3) was selected as the most appropriate composition
for the formation and maintenance of vascular-like structures, and for extrusion-printing at RT. It was used in
subsequent printing experiments for the setup of the vascular compartment in a 2-phase construct for osteogenesis and vasculogenesis.

GM-hydrogels with gelatin and acetylated GM can be used to build up hydrogels for the
co-culture of vascular and osteogenic cells via bioprinting. In a final attempt, the applicability of the

selected vascularization ink (3) was evaluated in a co-culture setup, which was assembled via extrusion-based
bioprinting (Fig. 2B). The co-culture construct combined osteoblasts in bone bioink, and HDMECs and ASCs in
Scientific Reports |

(2020) 10:5330 | https://doi.org/10.1038/s41598-020-62166-w

6

www.nature.com/scientificreports/

www.nature.com/scientificreports

Figure 4. Qualitative and quantitative analysis of capillary-like structures in different hydrogel variants based
on GM, GM + G or GM + G + GMA in ASCs-HDMECs co-culture. (A) Staining of PECAM-1 in three
hydrogel variants on day 3, day 7, day 10, and day 14 of culture. PECAM-1 is shown in white, the DNA in blue.
Scale bar 500 µm. (B) Total length of the formed network in mm per mm². (C) Number of networks per mm²
and (D) number of nodes per mm² in the formed networks. Shown are the mean values from three independent
experiments and the respective standard deviations. Statistically different means (p < 0.05) are marked as
follows: # significantly different to all analysis days of the same hydrogel variant; *significantly different between
the two conjoined hydrogel variants. (Partly reproduced from49).
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vascularization ink. Reference constructs comprised either a cell-free bone compartment or a cell-free vascular
compartment (Fig. 1C). The constructs were cultured for 30 days in co-culture medium.
Both the co-culture approaches and the reference without osteoblasts led to the formation of capillary-like structures, as visualized via IF staining against PECAM-1 in Fig. 5D. In the co-culture setup, it was possible to detect lumen
formation by ECs (Fig. 5E). The formed luminal structures showed comparable diameters to those in available literature56. Clear differences between the control and co-culture were revealed in the quantitative analysis of vascular formation processes. The control culture started with the observable total network length of 0.6 mm per mm² ± 0.6 mm
per mm² on day 5 and did not exceed 0.8 mm per mm² ± 0.3 mm per mm² during the entire culture period (Fig. 5F).
In contrast, the total network length in co-culture showed moderate values right from the beginning with 3.2 mm per
mm² ± 3.0 mm per mm² and increased to 12.5 mm per mm² ± 16.4 mm per mm² on day 10, with no significant decline
until day 30. Significantly more nodes were preserved in co-culture constructs after 30 days of culture with 14.1 ± 6.6
nodes per mm² in the co- and 0.8 ± 1.5 nodes per mm² in control culture (Fig. 5H). The obtained data suggests a faster
and more pronounced formation of vascular structures under co-culture conditions. No remodeling was observed after
the initial formation until day 10, and the formed structures were maintained until day 30.
In addition to the formation of vascular-like structures, the deposition of bone-matrix-specific proteins
was analyzed via an IF staining of collagen type I (Col I), alkaline phosphatase (ALP), osteopontin (OPN), and
fibronectin (FN), (Fig. 6). Expression of such proteins indicate the differentiation of ASCs to osteoblasts. While
almost no expression of Col I or FN was visible on day 1 (Supplementary Fig. S1), a prominent staining was
obtained on day 10. Based on the visual evaluation of the IF images, the co-culture resulted in a more pronounced
expression of the proteins especially on day 20 (Fig. 6). ALP was only expressed in perinuclear regions on day 1
and showed extracellular expression starting on day 10. However, no clear differences became obvious between
the co-culture constructs and the reference without vascular cells. In contrast, OPN expression increased in
co-culture on day 10, while in the control culture it stayed at a low level throughout the whole period.
The new gelatin-based formulation was established as bioink for automated deposition of vascular cells. It was
combined with another cell-type specific bioink formulation in an extrusion-based bioprinting process and it enabled the formation of crosslinked 3D hydrogel scaffolds, which supported the generation of vascular structures.
The formation of bone matrix and the formation of vascular structures are interdependent processes in
vivo13,57–60. The current study confirms published data on this reciprocal influence in vitro supporting not only the
formation of vascular structures, but also the deposition of specific bone matrix proteins. While most previous
attempts based their evaluation on 2D culture systems, our current approach confirmed the crosstalk between
osteogenic and vasculogenic cells towards the formation of vascularized BT in vitro in a 3D culture setup established by extrusion-based bioprinting. Due to the co-culture in two different hydrogel compartments with only
limited possibility for direct cell-cell contact, the obtained effects mainly have to be assigned to paracrine communication between the different cell types.
Vascular processes, e.g. expression of receptors for VEGF on ECs, are known to be upregulated after paracrine
communication with osteogenic cells60. In combination with VEGF, secreted from osteoblasts, this could have led
to a support of vasculogenic processes.
The remarkably reduced degree of vascularization in the reference cultures as shown in Fig. 5 (comparison
of printed co-culture and reference culture without osteoblasts) relative to the mono-cultures as shown in Fig. 4
(comparison of different hydrogel formulations) presumably results from different compositions of the used culture media: The cell culture medium in the co-culture experiments with 2-phase hydrogels contained reduced
concentrations of VEGF and basic fibroblast growth factor (bFGF), both known to be supporting factors of vasculogenic processes. This deficiency was apparently compensated in co-culture by paracrine factors of osteogenic
cells but not in mono-culture of the vascular cells without osteoblasts.
Earlier co-culture studies with ECs by Kaigler et al., Grellier et al., Villars et al. and Wang et al. already showed
increased expressions of proteins associated with osteogenic differentiation like CI, ALP and OPN59–62. The
induction of these osteogenic proteins was shown to be linked to the release of bone morphogenetic protein 2 by
ECs in response to VEGF16.

Summary and Conclusion

In the current study, we successfully modified our existing GM-based hydrogel formulation for 3D in vitro vascularization by the addition of non-modified gelatin (G) and acetylated GM (GMA), and achieved improved
printability with extrusion-based printing systems. The resulting hydrogels showed improved material properties
after crosslinking, i.e. reduced crosslinking density and elevated swelling, which are assumed to be important
for capillary formation and maintenance. The optimized bioinks allowed the bioprinting of co-culture hydrogels
including HDMECs and ASCs for the vascular compartment, and ASCs for the osteogenic compartment. The
integrated cells stayed viable throughout the printing process. Cellular crosstalk led to further differentiation of
the ASCs in the osteogenic compartment, which was observed by expression of bone-specific proteins Col I, OPN
and FN, and a self-guided, stabilized assembly of capillary-like networks in the vascular compartment.
Bioprinting will provide the technical base for automated and reproducible production of biological tissue
for in vitro tests or as biological implants of the future. This study contributes to the development of bioprinting
by the presented bioink formulation, which matches the process requirements for automated, extrusion-based
assembly as well as biological requirements to support formation of capillaries.
The presented ink is purely composed of G and G derivatives and can be remodeled and degraded by cells. It
can be combined with other bioink formulations that we described earlier and that support the osteogenic differentiation of ASCs32,39,48.
With view to commercial products, we offer this multi-component toolbox of G, GM and GMA that allows
for flexible formulation of bioinks by blending instead of changing the chemical nature of the single component.
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Figure 5. Qualitative and quantitative analysis of capillary-like structures in printed constructs consisting of
a core made of vascularization hydrogels of GM2 + G + GMA (3) including HDMECs and ASCs either in a
ring made of cell-free bone hydrogels (“mono-culture”) or in a ring made of ASC-laden bone-hydrogels (“coculture”). (A) Macroscopic image of printing process. (B) Macroscopic image of printed 2-phase construct. (C)
Macroscopic image of hydrated, printed 2-phase construct. (D) Staining of PECAM-1 on day 5, 10, 20 and 30;
PECAM-1 in white, DNA in blue, scale bar 500 µm (E) Exemplary lumen-containing structures of capillary-like
networks on day 10 in the co-culture setup, displayed in lateral view, diagonal cut and cross section, PECAM-1
in white, DNA in blue, scale bar 20 µm. (F) Total length of the formed network in mm per mm² in mono-culture
vs. co-culture. (G) Number of networks per mm² in mono-culture vs. co-culture and (H) number of nodes
per mm² in the formed networks in mono-culture vs. co-culture. All results are displayed as mean of three
independent measurements and the respective standard deviations. Statistically different means are marked
(*p < 0.05; **p < 0.01; ***p < 0.001). (Partly reproduced from49).

Methods

Cell isolation and culture.

HDMECs and ASCs were isolated from human skin biopsies from plastic surgeries (Klinik Charlottenhaus, Stuttgart). All research was carried out in accordance with the rules for investigation of human subjects as defined in the Declaration of Helsinki. Patients gave written informed consent
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Figure 6. Expression of bone-associated matrix proteins in printed concentric constructs consisting of a ring
made of ASC-loaded bone-hydrogels either with a core made of cell-free vascularization hydrogels (“mono
culture”) or a core including HDMECs and ASCs (“co-culture”). Exemplary pictures of mono- and co-culture
on day 20, Col I, FN, ALP and OPN are displayed in red, DNA in blue, scale bar 200 µm. (Partly reproduced
from49).

according to the approval of the Landesärztekammer Baden-Württemberg (F-2012–078; for normal skin from
elective surgeries).
HDMECs were isolated from the dermis of three female donors aged 35 to 54 as described by Huber et al.63.
The cells were squeezed in pre-warmed endothelial growth medium (EGM)−2 (Lonza, Switzerland) with a scalpel, cultured in EGM-2 and subcultured until passage 2.
Human ASCs were isolated from subcutaneous adipose tissue according to Huber et al.63. The obtained stromal vascular fraction was suspended in Mesenchymal stem cell growth medium (MSCGM, Lonza, Switzerland)
with 2% FBS and expanded on TCPS32,39.

Preparation of vascularization bioinks. In this study, three different bioink compositions based on GM,

G and GMA were prepared and evaluated regarding their potential to support the formation of capillaries by
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HDMECs and ASCs, and regarding their suitability for extrusion-based bioprinting. The production of GM2
(in this study named GM) and GM2A8 (in this study named GMA) is described in32,39, with the subscript numbers indicating the mode of methacrylation or acetylation, respectively. The average degrees of modification are
0.32 mmol g−1 methacryloyl per GM2, 0.38 mmol g−1 methacryloyl per GM2A8, 0.4 mmol g−1 acetyl per GM2A8.
The following formulations of bioinks were prepared by solubilizing the biopolymers in phosphate buffered saline
(PBS) at 60 °C for at least 60 min.
(1) GM2 [5.75 wt%]
(2) GM2 [5.75 wt%] + G [1.5–3 wt%]
(3) GM2 [4.5 wt%] + GM2A8 [1.25 wt%] + G [1.5–3 wt%]
Depending on the exact properties of each GM2 lot used, the concentration of G in the ink (hydrogel precursor solution) was adjusted in the range of 1.5–3 wt% to enable proper printing. For the ink characterization experiments, solutions with a gelatin concentration of 1.5 wt% were used, while the cell encapsulation experiments
were done using hydrogel precursor solution with 3 wt% gelatin.
The photo-initiator lithium phenyl-2,4,6-trimethylbenzoylphosphinate (LAP, synthesized as described in51)
was added to the solutions at a concentration of 0.2% w/w of the biopolymer mass to generate stable hydrogels by
photo-induced crosslinking of the bioinks48.
Cells were re-suspended in pre-warmed bioinks using 3 × 106 HDMECs and 3 × 106 ASCs per mL ink
(Fig. 1B) to achieve a cell-loaded vascularization bioink. Before ink preparation, the dry GM-, GMA- and gelatin
materials were heated to 60 °C under vacuum for at least 24 h for disinfection, or the prepared inks were alternatively sterilized by filtration (cellulose acetate membrane; pore size = 0.2 µm; Sartorius Stedim, Germany).

Preparation of bone bioink.

We used the bone bioink formulation as we introduced it before32. Cell-free
bone bioink was prepared by solubilization of 7–8 wt% GM5, 4–5 wt% GM2, 1 wt% methacryl-modified hyaluronic acid (HAM5)32 and 0.135% (w/w of the biopolymer mass) LAP in PBS at 60 °C for at least 60 min.
Subsequent addition of 5 wt% HAp nanoparticles (Sigma Aldrich, Germany; d = 200 nm), and sonication of the
suspension to break down aggregates followed.
Cell-loaded bioink was prepared by careful suspension of ASCs (5 × 106 mL−1) into the bone ink.

Physical characterization of cell-free bioinks and crosslinked hydrogels for vascularization. Bioinks and hydrogels were prepared without cells for the physical characterization (Fig. 1A). For the

determination of gelation points, which represent the temperature at sol-to-gel transition, and the viscoelastic
gel properties in terms of storage modulus G′ and the loss modulus G″, a Physica Modular Compact MCR301
rheometer (Anton Paar GmbH, Germany) was used.
The gel points of the vascularization bioinks were determined by oscillatory measurements with fixed amplitude γ (0.1%) and frequency f (1.0 Hz). A volume of 1.4 mL of the respective bioink at a temperature of 37 °C was
pipetted into the measuring gap (distance cone-plate: 401 µm). The temperature was then varied between 25 °C
and 15 °C at a cooling rate of 0.4 °C min−1 while storage modulus G′ and loss modulus G″ were taken at 100 measuring points. The gel point was determined at equal G′ and G″, corresponding to tan δ = G″/G′ = 1.
Cell-free hydrogels were prepared by photo-induced radical crosslinking of cell-free vascularization bioinks
within cylindrical molds. The photo-initiator LAP was added at a concentration of 0.2% w/w of the biopolymer
mass48. A volume of 315 µL of bioink was pipetted into each mold (25 mm diameter, 1 mm height), covered with a
glass plate, and irradiated using UVA light (365 nm, 0.54 J cm−², 60 sec) in a radiation chamber.
The equilibrium degree of swelling of the respective hydrogels was characterized by determination of the mass
ratio of stored water and dried gels. The gels were equilibrated in PBS at 37 °C, 5% CO2 for 24 h to guarantee complete swelling, gently patted dry with a delicate task wipe, and the mass of the swollen gels was determined with a
precision scale (Ohaus Corp., US). Afterwards, the gels were vacuum-dried at 60 °C for 48 h and weighed again to
determine the mass of the dried gel. The degree of swelling was calculated as follows:
degree of swelling [%] =

mass of swollen gel − mass of dried gel
× 100
mass of dried gel

The viscoelastic properties of cell-free hydrogels were characterized by oscillatory strain amplitude sweeps
(0.01% ≤ γ ≤ 100%) with the rheometer (Anton Paar, Germany) using parallel plates at 37 °C, a normal force FN
= 0.32 N and a frequency f = 1.0 Hz. The storage modulus G′ and the loss modulus G″ were determined from the
linear viscoelastic range of the hydrogels.

Manual preparation of cell-laden hydrogels. For the vascularization and co-culture experiments cells

from three different donors were used in independent experiments. To evaluate the hydrogels’ influence on the
formation and maintenance of capillary-like structures, HDMECs and supporting ASCs were resuspended into
vascularization bioinks (1), (2) and (3), as described above (“Preparation of vascularization bioinks”).
96-well plates were precoated with 15 µL of a bone ink (4.5 wt% GM2 + 8.5 wt% GM5 + 0.5 wt% HAM5)
which was subsequently polymerized at 0.54 J/cm2 for 120 sec to mimic the vascular/bone interface. Following,
cell-loaded vascularization inks were pipetted into the precoated wells with 60 µl each and crosslinked in the UVA
crosslinking chamber with 0.54 J/cm² for 60 sec.
Cell-containing vascularization hydrogels were cultured for 14 days in EGM-2 with 50 ng mL−1 VEGF and
50 ng mL−1 bFGF. Evaluation regarding the expression of PECAM-1 and quantification of vascular-like structure
formation took place on days 3, 7, 10 and 14.
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Antibody

Host

Concentration of use

Alkaline phosphatase

Rabbit

0.976 µg mL−1

PECAM-1

Mouse

4.1 mg mL−1

Fibronectin

Rabbit

9,8 mg mL−1

Collagen type I

Mouse

unknown

Osteopontin

Rabbit

200 µg mL−1

mouse

goat

3 µg mL−1

rabbit

goat

4 µg mL−1

Primary

Secondary

Table 1. Used Antibodies with host and concentration.

Extrusion-based bioprinting. Extrusion-based printing was performed by a prototype machine constructed on the base of the automated tabletop robot TR300 by Unitechnologies SA (Switzerland). The bioinks
were extruded from syringes using stainless steel dispensing tips with inner diameter of 0.33 mm (Vieweg GmbH,
Germany). Dispensing was performed in a conditioned laboratory at 21–22 °C. The volume per layer and the
volume flow rate varied according to the ink used. The printer was equipped with a LED-UVA lamp (385 nm)
for curing the extruded hydrogels. For the bone gels, the layers were cured separately for 60 sec each (0.54 J/cm2)
to account for the light absorption by the HAp particles; for the transparent vascularization gels, all layers were
collectively cured for 60 sec (0.54 J/cm2).
Printing cell-free bioinks. To evaluate the vascularization inks’ extrudability, two-layered grid structures with an
edge length of 10 mm (Fig. 2B) were printed using cell-free vascularization bioink formulations (1), (2) and (3).
Each layer comprised a volume of 30 µL and was printed with a volume flow rate of 0.22 µL/s.
Printing combinations of cell-loaded bioinks. Constructs consisting of a vascular compartment and an osteogenic
compartment were printed to evaluate the suitability of the selected bioink for assembly of vascularized bone
constructs via extrusion-based bioprinting (Figs. 1C and 2B).
Ten layers of cell-loaded bone bioink with 10 µL each were placed on the print bed with a volume flow rate of
0.22 µL s−1.
Cell-loaded vascularization bioink (3), which was selected as most suitable with regard to its printability,
swelling behavior and the support of vasculogenic processes, was printed in four layers using 7.5 µL volume
per layer with a volume flow rate of 0.3 µL s−1.Models with either a cell-free vascularization compartment or a
cell-free bone compartment were produced as controls to the 2-phase, vascularized bone constructs (Fig. 1C). All
constructs were cultured for 30 days in a combined osteogenic and vasculogenic co-culture medium, consisting
of 50% Dulbecco’s Modified Eagle Medium (DMEM) and 50% EGM-2, supplemented with 5% FBS, 25 µg mL−1
L-ascorbic acid, 5 mM β-glycerophosphate, 50 nM dexamethasone, as well as 25 ng mL−1 VEGF and bFGF each.
Evaluation of osteogenic protein expression and formation of vascular-like structures took place on day 5, 10, 20
and 30.

Immunofluorescence staining and network evaluation experiments. Gels were fixed in an ethanol/acetone (1:1) mixture for 12 min at −20 °C. For IF staining, the samples were permeabilized with 0.2%
Saponin in PBS+ for 40 min at RT. Then, a blocking step in 0.1% Triton X-100 and 3% bovine serum albumin in
PBS+ (blocking solution) for 60 min at RT followed. Subsequently, monoclonal antibodies were applied according to Table 1 in fresh blocking solution and incubated for 16 h at 4 °C. After washing with 0.1% Tween20 in
PBS+ (PBST), secondary antibodies in combination with 1 µg mL−1 4′,6-Diamidin-2-phenylindol (DAPI) in fresh
blocking solution were added for 90 min at RT and protected from light. Finally, the samples were washed with
PBST for four times and with Millipore H2O once. Evaluation took place on an Axiovert or laser scanning fluorescence microscope (Zeiss, Germany).
Statistical analysis. EC elongation and network formation were analyzed by IF images showing PECAM-1.
Images were taken in the middle of the gel halves and analyzed by using the image analysis software ‘Image J’. The
average diameter of printed filaments were measured based on the macroscopic images of the printed grid structures using the software ‘Image J’. Statistical analysis was performed by using the OriginPro software. All data are
expressed as means ± standard deviations of the means. Statistical significance was tested at p < 0.05 by using a
one-way analysis of variance (ANOVA) and a Fisher’s Least Significant Difference (LSD) post-hoc test.

Data availability

The datasets generated during and/or analyzed during the current study are available from the corresponding
author on reasonable request.
Received: 4 September 2019; Accepted: 27 February 2020;
Published: xx xx xxxx

Scientific Reports |

(2020) 10:5330 | https://doi.org/10.1038/s41598-020-62166-w

12

www.nature.com/scientificreports/

www.nature.com/scientificreports

References

1. Chaparro, O. & Linero, I. In Advanced Techniques in Bone Regeneration (ed. Zorzi, R. and de Miranda, J. B.) 10.5772/62523
(IntechOpen 2016).
2. Ma, J. et al. Concise review: cell-based strategies in bone tissue engineering and regenerative medicine. Stem Cells Transl. Med. 3,
98–107 (2014).
3. Zuk, P. A. et al. Multilineage cells from human adipose tissue: implications for cell-based therapies. Tissue Eng. 7, 211–228 (2001).
4. Rouwkema, J., Rivron, N. C. & van Blitterswijk, C. A. Vascularization in tissue engineering. Trends Biotechnol. 26, 434–441 (2008).
5. Lee, K., Silva, E. A. & Mooney, D. J. Growth factor delivery-based tissue engineering: general approaches and a review of recent
developments. J. R. Soc. Interface. 8, 153–170 (2011).
6. Warnke, P. H. et al. Growth and transplantation of a custom vascularised bone graft in a man. Lancet 364, 766–770 (2004).
7. Kempen, D. H. et al. Effect of local sequential VEGF and BMP-2 delivery on ectopic and orthotopic bone regeneration. Biomaterials
30, 2816–2825 (2009).
8. Street, J. et al. Vascular endothelial growth factor stimulates bone repair by promoting angiogenesis and bone turnover. Proc. Natl.
Acad. Sci. USA 99, 9656–9661 (2002).
9. Kneser, U. et al. Engineering of vascularized transplantable bone tissues: induction of axial vascularization in an osteoconductive
matrix using an arteriovenous loop. Tissue Eng. 12, 1721–1731 (2006).
10. Kneser, U., Schaefer, D. J., Polykandriotis, E. & Horch, R. E. Tissue engineering of bone: the reconstructive surgeon’s point of view. J.
Cell. Mol. Med. 10, 7–19 (2006).
11. Novosel, E. C., Kleinhans, C. & Kluger, P. J. Vascularization is the key challenge in tissue engineering. Adv. Drug Deliv. Rev. 63,
300–311 (2011).
12. Arnal‐Pastor, M., Martínez‐Ramos, C., Vallés‐Lluch, A. & Monleón Pradas, M. Influence of scaffold morphology on co‐cultures of
human endothelial and adipose tissue‐derived stem cells. J. Biomed. Mater. Res. A. 104, 1523–1533 (2016).
13. Rohringer, S. et al. Mechanisms of vasculogenesis in 3D fibrin matrices mediated by the interaction of adipose-derived stem cells
and endothelial cells. Angiogenesis 17, 921–933 (2014).
14. Volz, A. C., Huber, B. & Kluger, P. J. Adipose-derived stem cell differentiation as a basic tool for vascularized adipose tissue
engineering. Differentiation 92, 52–64 (2016).
15. Ashammakhi, N. et al. Advancing Frontiers in Bone Bioprinting. Adv. Healthc. Mater. 8, 1801048, https://doi.org/10.1002/
adhm.201801048 (2019).
16. Grosso, A. et al. It takes two to tango: coupling of angiogenesis and osteogenesis for bone regeneration. Front. Bioeng. Biotechnol. 5,
68 (2017).
17. Cui, H., Zhu, W., Holmes, B. & Zhang, L. G. Biologically Inspired Smart Release System Based on 3D Bioprinted Perfused Scaffold
for Vascularized Tissue Regeneration. Adv. Sci. (Weinh). 3, 1600058, https://doi.org/10.1002/advs.201600058 (2016).
18. Ikada, Y. Challenges in tissue engineering. J. R. Soc. Interface 3, 589–601 (2006).
19. Song, J. J. & Ott, H. C. Organ engineering based on decellularized matrix scaffolds. Trends Mol. Med. 17, 424–432 (2011).
20. Oryan, A., Alidadi, S., Moshiri, A. & Maffulli, N. Bone regenerative medicine: classic options, novel strategies, and future directions.
J. Orthop. Surg. Res. 9, 18 (2014).
21. Amini, A. R., Laurencin, C. T. & Nukavarapu, S. P. Bone tissue engineering: recent advances and challenges. Crit. Rev. Biomed. Eng.
40, 363–408 (2012).
22. Kang, H.-W. et al. A 3D bioprinting system to produce human-scale tissue constructs with structural integrity. Nat. Biotechnol. 34,
312–319 (2016).
23. Ozbolat, I. T. & Hospodiuk, M. Current advances and future perspectives in extrusion-based bioprinting. Biomaterials 76, 321–343
(2016).
24. Chang, C. C., Boland, E. D., Williams, S. K. & Hoying, J. B. Biomater. Direct‐write bioprinting three‐dimensional biohybrid systems
for future regenerative therapies. J. Biomed. Mater. Res. B Appl. 98, 160–170 (2011).
25. Gorgieva, S. & Kokol, V. In Biomaterials applications for nanomedicine (ed. Pignatello, R.) 17–52 (InTech, 2011).
26. Nguyen, B. B., Moriarty, R. A., Kamalitdinov, T., Etheridge, J. M. & Fisher, J. P. Collagen hydrogel scaffold promotes mesenchymal
stem cell and endothelial cell coculture for bone tissue engineering. Biomed. Mater. Res. A. 105, 1123–1131 (2017).
27. Tajima, S., Tobita, M. & Mizuno, H. Current status of bone regeneration using adipose-derived stem cells. Histol. Histopathol. 33,
619–627 (2018).
28. Hoch, E., Hirth, T., Tovar, G. E. & Borchers, K. Chemical tailoring of gelatin to adjust its chemical and physical properties for
functional bioprinting. J. Mater. Chem. B. 41, 5675–5685 (2013).
29. Claaßen, C. et al. Quantification of substitution of gelatin methacryloyl: best practice and current pitfalls. Biomacromolecules 19,
42–52 (2017).
30. Schuurman, W. et al. Gelatin-methacrylamide hydrogels as potential biomaterials for fabrication of tissue-engineered cartilage
constructs. Macromol. Biosci. 13, 551–561 (2013).
31. Sun, M. et al. Synthesis and Properties of Gelatin Methacryloyl (GelMA) Hydrogels and Their Recent Applications in Load-Bearing
Tissue. Polymers (Basel). 10, 1290 (2018).
32. Wenz, A., Borchers, K., Tovar, G. E. M. & Kluger, P. J. Bone matrix production in hydroxyapatite-modified hydrogels suitable for
bone bioprinting. Biofabrication 9, 044103, https://doi.org/10.1088/1758-5090/aa91ec (2017).
33. Huber, B., Borchers, K., Tovar, G. E. & Kluger, P. J. Methacrylated gelatin and mature adipocytes are promising components for
adipose tissue engineering. J. Biomater. Appl. 30, 699–710 (2015).
34. Horowitz, R. A. et al. Clinical evaluation alveolar ridge preservation with a beta-tricalcium phosphate socket graft. Compend.
Contin. Educ. Dent. 30, 588–590 (2009).
35. Calabrese, G. et al. Collagen-hydroxyapatite scaffolds induce human adipose derived stem cells osteogenic differentiation in vitro.
PLoS One 11, e0151181, https://doi.org/10.1371/journal.pone.0151181 (2016).
36. Kang, Y., Kim, S., Fahrenholtz, M., Khademhosseini, A. & Yang, Y. J. A. B. Osteogenic and angiogenic potentials of monocultured
and co-cultured human-bone-marrow-derived mesenchymal stem cells and human-umbilical-vein endothelial cells on threedimensional porous beta-tricalcium phosphate scaffold. Acta Biomater. 9, 4906–4915 (2013).
37. Santos, M. I., Unger, R. E., Sousa, R. A., Reis, R. L. & Kirkpatrick, C. J. Crosstalk between osteoblasts and endothelial cells cocultured on a polycaprolactone–starch scaffold and the in vitro development of vascularization. Biomaterials 30, 4407–4415 (2009).
38. Anada, T. et al. Vascularized bone-mimetic hydrogel constructs by 3D bioprinting to promote osteogenesis and angiogenesis. Int. J.
Mol. Sci. 20, E1096, https://doi.org/10.3390/ijms20051096 (2019).
39. Wenz, A. et al. Hydroxyapatite-modified gelatin bioinks for bone bioprinting. BioNanoMaterials 17, 179–184 (2016).
40. Hoch, E., Schuh, C., Hirth, T., Tovar, G. E. M. & Borchers, K. Stiff gelatin hydrogels can be photo-chemically synthesized from low
viscous gelatin solutions using molecularly functionalized gelatin with a high degree of methacrylation. J. Mater. Sci. Mater. Med. 23,
2607–2617 (2012).
41. Afewerki, S., Sheikhi, A., Kannan, S., Ahadian, S. & Khademhosseini, A. Gelatin-polysaccharide composite scaffolds for 3D cell
culture and tissue engineering: Towards natural therapeutics. Bioeng. Transl. Med. 4, 96–115 (2018).
42. Zhu, K. et al. A General Strategy for Extrusion Bioprinting of Bio-Macromolecular Bioinks through Alginate-Templated Dual-Stage
Crosslinking. Macromol. Biosci. 18, e1800127, https://doi.org/10.1002/mabi.201800127 (2018).

Scientific Reports |

(2020) 10:5330 | https://doi.org/10.1038/s41598-020-62166-w

13

www.nature.com/scientificreports/

www.nature.com/scientificreports

43. Yin, J., Yan, M., Wang, Y., Fu, J. & Suo, H. 3D Bioprinting of Low-Concentration Cell-Laden Gelatin Methacrylate (GelMA) Bioinks
with a Two-Step Cross-linking Strategy. ACS Appl. Mater. Interfaces. 10, 6849–6857 (2018).
44. Rebers, L., Granse, T., Tovar, G. E. M., Southan, A. & Borchers, K. Physical Interactions Strengthen Chemical Gelatin Methacryloyl
Gels. Gels. 5, E4, https://doi.org/10.3390/gels5010004 (2019).
45. Sewald, L. et al. Beyond the Modification Degree: Impact of Raw Material on Physicochemical Properties of Gelatin Type A and
Type B Methacryloyls. Macromol. Biosci. 18, 1800168 (2018).
46. Stier, S. et al. Advanced formulation of methacryl- and acetyl-modified biomolecules to achieve independent control of swelling and
stiffness in printable hydrogels. J. Mater. Sci. Mater. Med. 30, 35 (2019).
47. Hoch, E. Hydrogelsysteme auf Basis UV-polymerisierbarer Biopolymere für den Aufbau von Gewebemimetika mittels InkjetBioprinting am Beispiel von hyalinem Knorpel. PhD thesis, University of Stuttgart (2014).
48. Wenz, A. et al. Improved vasculogenesis and bone matrix formation through coculture of endothelial cells and stem cells in tissuespecific methacryloyl gelatin-based hydrogels. Biotechnol. Bioeng. 115, 2643–2653 (2018).
49. Wenz, A. Mikroextrudierbare Hydrogele für den Aufbau vaskularisierter Knochengeebeäquivalente. PhD thesis, University of
Stuttgart (2018).
50. Chung, M. T. et al. CD90 (Thy-1)-positive selection enhances osteogenic capacity of human adipose-derived stromal cells. Tissue
Eng. Part A. 19, 989–997 (2013).
51. Fairbanks, B. D., Schwartz, M. P., Bowman, C. N. & Anseth, K. S. Photoinitiated polymerization of PEG-diacrylate with lithium
phenyl-2, 4, 6-trimethylbenzoylphosphinate: polymerization rate and cytocompatibility. Biomaterials 30, 6702–6707 (2009).
52. Chen, G., Deng, C. & Li, Y.-P. TGF-β and BMP signaling in osteoblast differentiation and bone formation. Int. J. Biol. Sci. 8, 272–288
(2012).
53. Ceccarelli, J. & Putnam, A. J. Sculpting the blank slate: how fibrin’s support of vascularization can inspire biomaterial design. Acta
Biomater. 10, 1515–1523 (2014).
54. Davis, G. E. & Senger, D. R. Endothelial extracellular matrix: biosynthesis, remodeling, and functions during vascular
morphogenesis and neovessel stabilization. Circul. Res. 97, 1093–1107 (2005).
55. Shamloo, A. & Heilshorn, S. C. Matrix density mediates polarization and lumen formation of endothelial sprouts in VEGF gradients.
Lab Chip. 10, 3061–3068 (2010).
56. Chwalek, K., Tsurkan, M. V., Freudenberg, U. & Werner, C. Glycosaminoglycan-based hydrogels to modulate heterocellular
communication in in vitro angiogenesis models. Sci. Rep. 4, 4414, https://doi.org/10.1038/srep04414 (2014).
57. Unger, R. E., Dohle, E. & Kirkpatrick, C. J. Improving vascularization of engineered bone through the generation of pro-angiogenic
effects in co-culture systems. Adv. Drug Del. Rev. 94, 116–125 (2015).
58. Kaigler, D. et al. Endothelial cell modulation of bone marrow stromal cell osteogenic potential. The FASEB J. 19, 665–667 (2005).
59. Grellier, M. et al. Role of vascular endothelial growth factor in the communication between human osteoprogenitors and endothelial
cells. J. Cell. Biochem. 106, 390–398 (2009).
60. Villars, F., Bordenave, L., Bareille, R. & Amedee, J. Effect of human endothelial cells on human bone marrow stromal cell phenotype:
role of VEGF? J. Cell. Biochem. 79, 672–685 (2000).
61. Kaigler, D., Silva, E. A. & Mooney, D. J. Guided bone regeneration (GBR) utilizing injectable Vascular Endothelial Growth Factor
(VEGF) delivery gel. J. Periodontol. 84, 230–238 (2013).
62. Wang, J. et al. In vitro osteogenesis of human adipose-derived stem cells by coculture with human umbilical vein endothelial cells.
Biochem. Biophys. Res. Commun. 412, 143–149 (2011).
63. Huber, B., Czaja, A. M. & Kluger, P. J. Influence of epidermal growth factor (EGF) and hydrocortisone on the co-culture of mature
adipocytes and endothelial cells for vascularized adipose tissue engineering. Cell Biol. Int. 40, 569–578 (2016).

Acknowledgements

The authors thank Dr. U. Ziegler (Klinik Charlottenhaus, Stuttgart, Germany) for the kind provision of human
fatty tissue samples from plastic surgery. The authors thank Ivan Calderon (Unitechnologies, Gals, Switzerland)
for providing the table-top robot TR300. The authors also thank Brigitte Höhl for support with histological
stainings, Nino Eberhardt for the synthesis of the photoinitiator LAP (all Fraunhofer IGB, Stuttgart, Germany), S.
Schmidt, R. Buck, S. Stier (Fraunhofer IGB, Stuttgart, Germany), and L. Sewald (University of Stuttgart, Institute
of Interfacial Process Engineering and Plasma Technology IGVP) for the methacryloyl‐modification of gelatin
and hyaluronic acid. AL gratefully acknowledges the Carl-Zeiss-Stiftung (Germany) for the doctoral scholarship.
The content of this work was partly reproduced from the PhD thesis of AL49.

Author contributions

A.L., K.B. and P.J.K. designed the study. A.L. and J.R. performed the experimental procedure. A.L., J.R. and A.C.V.
analyzed the data and compiled the figures. All Authors contributed to the data interpretation and embedded the
results into the current state of the art. A.C.V. wrote the main manuscript. All authors reviewed the manuscript.

Competing interests

The authors declare no competing interests.

Additional information

Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-62166-w.
Correspondence and requests for materials should be addressed to P.J.K.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Scientific Reports |

(2020) 10:5330 | https://doi.org/10.1038/s41598-020-62166-w

14

www.nature.com/scientificreports/

www.nature.com/scientificreports

Open Access This article is licensed under a Creative Commons Attribution 4.0 International
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
© The Author(s) 2020

Scientific Reports |

(2020) 10:5330 | https://doi.org/10.1038/s41598-020-62166-w

15

