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Abstract 

Background Angiogenesis, or the growth of new vasculature from existing blood vessels, is widely considered a pri‑
mary hallmark of cancer progression. When a tumor is small, diffusion is sufficient to receive essential nutrients; how‑
ever, as the tumor grows, a vascular supply is needed to deliver oxygen and nutrients into the increasing mass. Several 
anti‑angiogenic cancer therapies target VEGF and the receptor VEGFR‑2, which are major promoters of blood vessel 
development. Unfortunately, many of these cancer treatments fail to completely stop angiogenesis in the tumor 
microenvironment (TME). Since these therapies focus on the biochemical activation of VEGFR‑2 via VEGF ligand bind‑
ing, we propose that mechanical cues, particularly those found in the TME, may be a source of VEGFR‑2 activation 
that promotes growth of blood vessel networks even in the presence of VEGF and VEGFR‑2 inhibitors.

Results In this paper, we analyzed phosphorylation patterns of VEGFR‑2, particularly at Y1054/Y1059 and Y1214, 
stimulated via either VEGF or biomechanical stimulation in the form of tensile strains. Our results show prolonged 
and enhanced activation at both Y1054/Y1059 and Y1214 residues when endothelial cells were stimulated with strain, 
VEGF, or a combination of both. We also analyzed Src expression, which is downstream of VEGFR‑2 and can be acti‑
vated through strain or the presence of VEGF. Finally, we used fibrin gels and microfluidic devices as 3D microtissue 
models to simulate the TME. We determined that regions of mechanical strain promoted increased vessel growth, 
even with VEGFR‑2 inhibition through SU5416.

Conclusions Overall, understanding both the effects that biomechanical and biochemical stimuli have on VEGFR‑2 
activation and angiogenesis is an important factor in developing effective anti‑angiogenic therapies. This paper 
shows that VEGFR‑2 can be mechanically activated through strain, which likely contributes to increased angiogen‑
esis in the TME. These proof‑of‑concept studies show that small molecular inhibitors of VEGFR‑2 do not fully prevent 
angiogenesis in 3D TME models when mechanical strains are introduced.
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Background
Improving our understanding of the mechanobiology of 
the tumor microenvironment (TME), including how bio-
mechanical forces drive tumor progression and blood 
vessel growth, will enable the development of novel anti-
cancer therapeutic strategies. When a tumor is small, 
oxygen and other nutrients diffuse throughout the grow-
ing mass; however, once the tumor reaches a size larger 
than about 100–200 µm in radius, a decrease in oxygen 
creates a hypoxic environment which promotes angio-
genesis [1, 2]. Angiogenesis is defined as the growth of 
new blood vessels from an existing vascular network and 
is considered a hallmark of tumor progression [3]. The 
pro-angiogenic pathways involved in tumor progression 
have long been targeted as a method of treating cancer, 
with the thought that limiting blood vessel growth would 
deprive the tumor of sufficient oxygen or nutrients to 
continue growing [4]. Vasculogenesis, or the assem-
bly of blood vessels de novo, is critical for development, 
and angiogenesis is involved in other processes such as 
wound healing [5, 6]. In response to a hypoxic stimulus, 
cancer cells begin secreting vascular endothelial growth 
factor (VEGF), which then binds to VEGF receptor-2 
(VEGFR-2) on nearby vascular endothelial cells (ECs) [7, 
8]. The binding of VEGF to the receptor causes a break-
down of the vessel basement membrane through inter-
nalization of VE-cadherin, which allows certain ECs to 
sprout off of the pre-existing vasculature and migrate 
towards the VEGF gradient [7, 9, 10]. The migratory ECs 
leading the growing vessel are referred to as tip cells and 
express high levels of VEGFR-2, which guides the pro-
liferating stalk cells towards the tumor [11]. The precise 
manner in which some cells become tip cells, while other 
ECs remain as stalk cells, is unclear, although Notch1 
signaling is implicated [12]. More recently, metabolic 
regulation has been implicated in defining tip and stalk 
cell behaviors [13]. Furthermore, the phenotypic shift 
that occurs during the formation of a tip cell is reminis-
cent of epithelial-to-mesenchymal transformation, a pro-
cess which can be partially stimulated through tensile 
strains [14, 15].

While there are many members in the VEGF and 
VEGFR family, the primary promotors of angiogen-
esis are VEGF and VEGFR-2 [16]. While VEGFR-1 and 
VEGFR-3 are closely related to VEGFR-2, these recep-
tors are involved in anti-angiogenic regulation and lym-
phangiogenesis, respectively [17]. VEGFR-2 remains 
the primary pro-angiogenic promotor, and it is made 
up of an extracellular ligand-binding domain and an 
intracellular tyrosine kinase domain [16, 18]. When the 
ligand VEGF binds to VEGFR-2, the receptor dimer-
izes and transphosphorylates tyrosine residues on the 
intracellular domain [19]. Some prominent residues 

involved in VEGFR-2 signaling are Y1054/Y1059, which 
are necessary for complete kinase activity, and Y1175 
which is associated with ERK1/2 phosphorylation [20, 
21]. Finally, the Y1214 residue also regulates ERK1/2 
and the Akt pathway [22, 23]. Notably, this Y1214 resi-
due was shown to express prolonged phosphorylation 
when VEGFR-2 is presented with matrix-bound VEGF 
compared to soluble VEGF [24]. The anchorage of the 
ligand may alter the mechanical force that VEGFR-2 
is exposed to, resulting in this change in phosphoryla-
tion patterns. We hypothesize that ECs exposed to 
mechanical strain may exhibit increased or prolonged 
VEGFR-2 phosphorylation and that mechanical strains 
promote angiogenesis even in the presence of VEGFR-2 
inhibitors.

Previous investigations of mechanical regulation of 
the VEGFR-2 pathway have been limited due to model 
constraints. For mouse studies, knockout of the vegfr-
2 gene is embryonically lethal, leading to a rise in con-
ditional knock-outs and transgenic models to target this 
receptor and for the development of anti-angiogenic 
treatment strategies [25]. While these approaches have 
been useful in developing clinical therapies that target 
VEGF/VEGFR-2, the biomechanical microenvironment 
of mice is dramatically different from humans. The dis-
crepancy in microenvironments and mechanical forces 
may be partially responsible for the limited efficacy of 
anti-VEGFR-2-based therapies in several types of cancer, 
including breast cancer [25, 26]. Many of these therapies 
utilize small molecules or monoclonal antibodies and 
focus on preventing VEGF from binding to VEGFR-2 or 
by binding to VEGFR-2 to prevent activation which then 
inhibits subsequent downstream signaling. In patients, 
anti-VEGF/VEGFR-2 therapies lead to modest changes 
in disease progression with minimal increases in overall 
survival [26–28]. In fact, bevacizumab, a recombinant 
monoclonal antibody against VEGF, was pulled from rec-
ommendation by the FDA for breast cancer patients due 
to its limited efficacy [29]. Furthermore, the limitations of 
anti-VEGF strategies may also be due in part to our lim-
ited understanding of mechanical regulation of VEGFR-2 
activation and downstream signaling. Within tissues, ECs 
can experience a combination of compressive forces, ten-
sile strains, and/or shear stresses generated by flow either 
inside a vessel or from interstitial flow [30]. These forces 
can alter not only VEGFR-2 signaling but other key 
signaling pathways related to cytoskeletal organization, 
migration, and proliferation [31–33]. Previous research 
has demonstrated that a variety of physical forces such as 
matrix stiffness and shear stress can increase VEGFR-2 
and subsequent downstream activity, but few studies 
have focused on the effects that mechanical strain has on 
VEGFR-2 phosphorylation and angiogenesis [34–36].
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The tumor microenvironment (TME) is mechanically 
dysregulated compared to normal tissue with respect 
to numerous components including matrix properties, 
interstitial fluid flow, and both compression and tensile 
forces. First, the extracellular matrix (ECM) is stiffer due 
to an increase in collagen produced by stromal cells such 
as cancer-associated fibroblasts (CAFs) [37–39]. Fur-
thermore, the interstitial fluid pressure is higher in the 
TME due to leaky vasculature caused by degradation of 
the blood vessel basement membrane [40]. Fluid flow 
within the tumor blood vessels is often disturbed because 
the vasculature is tortuous with sections of blood stasis 
or high shear stress [41, 42]. In the TME, CAFs are also 
known to be mechanically active, with higher contractil-
ity that generates larger matrix deformations or strains 
compared to normal fibroblasts [43, 44]. These CAFs 
thus induce strain on the matrix surrounding ECs, caus-
ing these ECs to experience increased strain compared 
to ECs surrounded by normal fibroblasts. Moreover, in 
the TME since fibroblasts often adhere to vasculature to 
behave as pericyte-like cells that support actively grow-
ing blood vessels, the high contractility of CAFs would 
induce pulling or stretching of blood vessels, resulting 
in strain on ECs. Understanding how mechanical forces, 
particularly strain, in the TME impact VEGFR-2 activa-
tion is important because they may be causing VEGF-
independent phosphorylation of this receptor, resulting 
in increased angiogenesis even in the presence of anti-
angiogenic therapies. Recent work has focused on devel-
oping 3D ex  vivo models of the human TME by using 
microfluidic devices to generate microtissues with mul-
tiple cell types and functional vascular networks [45–50]. 
These microphysiological systems leverage control over 
biophysical cues, including matrix composition or inter-
stitial flow patterns to investigate cellular behaviors in 
co-culture models that can include tumor cells, ECs, and 
other stromal components. The use of such TME mod-
els permits advanced investigations of mechanobiological 
signaling and processes such as angiogenesis.

Results
VEGFR‑2 inhibition alters VEGFR‑2 expression 
and phosphorylation
In initial studies, both HMECs (human microvascu-
lar endothelial cells) and HUVECs (human umbilical 
vein endothelial cells) were treated with combinations 
of VEGF and the VEGFR-2 inhibitor SU5416 to analyze 
how these treatments affect both VEGFR-2 expression 
and phosphorylation. In HMECs, treatment with both 
VEGF and SU5416 demonstrates a significant decrease 
in receptor expression compared to the strain treatment 
group (Fig.  1a, Additional File 1: Fig. S1). Western blot 
results for both pY1054/Y1059 and pY1214 of VEGFR-2 

in HMECs show a significant decrease in phosphoryla-
tion of both residues when SU5416 was added compared 
to NT or VEGF only, while the combination of VEGF and 
SU5416 treatment partially negates this impact (Fig. 1b). 
In contrast, VEGFR-2 protein levels in HUVECs are 
increased significantly in samples that received SU5416 
treatment compared to all other treatments and slightly 
higher for the combination of VEGF and SU5416 ver-
sus NT and VEGF only groups (Fig. 1c). Similarly, phos-
phorylation of Y1054/1059 and Y1214 tyrosine residues 
show a significant decrease with the addition of SU5416 
(Fig.  1d). Overall, HMECs and HUVECs demonstrate 
similar trends of decreased phosphorylation of VEGFR-2 
when treated with the inhibitor. The addition of VEGF 
may partially rescue this reduction in phosphorylation. 
These studies were completed without strain stimulation 
to generate a baseline understanding of phosphorylation 
patterns in VEGFR-2 with respect to SU5416 treatment.

Uniaxial strain with VEGF causes increased VEGFR‑2 
phosphorylation in ECs
Phosphorylation and total VEGFR-2 levels were meas-
ured for HMECs and HUVECs stimulated with VEGF 
and/or strain using the Flexcell system. In HMECs, 
results show that VEGF (V) treatments at both 5 and 
15  min significantly decrease total VEGFR-2 by ~ 25% 
compared to no treatment (NT) groups, while strain 
(ε)  does not appear to have a significant effect (Fig.  2a, 
Additional File 1: Fig. S2). For HMECs, strain at 5  min 
decreases pY1054/Y1059 levels compared to NT and 
VEGF only; however, strain plus VEGF shows a signifi-
cant increase in pY1214 at 5  min compared to NT and 
VEGF only (Fig. 2b, c). The increases in pY1214 levels in 
HMECs due to strain stimulation are on the order of 1.5–
2.5 × compared to NT samples at the same time points. 
Additionally, both ECs were treated with 5 or 15  min 
strain, VEGF, and the inhibitor SU5416 or a vehicle con-
trol. HMECs with both VEGF and SU5416 demonstrate 
a significant increase in total VEGFR-2 compared to only 
VEGF-treated samples, which is not seen when strain 
was added (Fig.  2d). Regarding phosphorylation, strain 
with SU5416 treatment shows a significant increase 
in pY1054/Y1059 compared to groups with VEGF and 
SU5416; however, pY1214 varies very little between treat-
ment groups (Fig. 2e, f ).

On the other hand, HUVEC samples show a sig-
nificant increase in total VEGFR-2 for strain and strain 
plus VEGF groups at 15 min compared to only VEGF at 
15 min (Fig. 2g). Furthermore, 15 min of strain treatment 
shows a significant nearly fourfold increase of in pY1054/
Y1059 levels compared to NT controls, but no similar 
increase is observed in pY1214 levels (Fig. 2h). HUVEC 
data also indicate a 2 × increase in pY1214 at 5 min with 
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strain, which decreases over time by 15 min (Fig. 2i). For 
the groups with the inhibitor, HUVECs receiving SU5416 
displays significantly increased in total VEGFR-2 at 
both 5 and 15  min (Fig.  2j). Due to this change in total 
VEGFR-2, we also analyzed phosphorylated VEGFR-2 

normalized to only β-actin rather than double nor-
malizing to total VEGFR-2 (Additional File 1: Fig. S3). 
Phosphorylation at Y1054/Y1059 in HUVECs shows a 
significant increase when treated with strain and SU5416 
compared to VEGF and strain when normalized to total 

Fig. 1 VEGFR‑2 expression and phosphorylation patterns in HMECs and HUVECs with VEGF or SU5416. a Quantification for protein levels of VEGFR‑2 
in HMECs treated with either no treatment (NT) control media, 25 ng/mL VEGF (V), 3 µM SU5416 (SU), or both VEGF and SU5416 (V + SU) for 72 h. b 
Quantified Western blot analyses for phosphorylated VEGFR‑2 at Y1054/Y1059 and Y1214 normalized to total VEGFR‑2 values for each HMEC sample. 
c Quantification for protein levels of VEGFR‑2 in HUVECs treated with either no treatment (NT) control media, 25 ng/mL VEGF (V), 3 µM SU5416 (SU), 
or both VEGF and SU5416 (V + SU) for 72 h. d Quantified Western blot analyses for phosphorylated VEGFR‑2 at Y1054/Y1059 and Y1214 normalized 
to total VEGFR‑2 values for each HUVEC sample. For all images, Western blot quantifications were normalized to β‑actin, while phosphorylation 
quantifications being double‑normalized to total VEGFR‑2. *p < 0.05 compared to NT, ^p < 0.05 compared to V, #p < 0.05 compared to SU. Data 
shown as average + SEM, n = 6 for a and c, n = 3 for b and d. Group d was compared with Kruskal–Wallis test, followed by post hoc Dunn’s tests. 
Groups a–c were compared with ANOVA, followed by post hoc Tukey HSD tests

Fig. 2 Strain treatment alters VEGFR‑2 expression and phosphorylation patterns in HMECs and HUVECs. a HMECs were grown on Flexcell plates 
and subjected to control (NT) conditions without strain and VEGF, VEGF only (25 ng/mL, V), strain only (ε), or strain plus VEGF (V + ε) for 5 or 15 min. 
Western blots were performed to analyze total VEGFR‑2, b pY1054/Y1059, or c pY1214 levels relative to the 0 min, NT control groups. d HMECs were 
treated with combinations of strain, VEGF (25 ng/mL), SU5416 (3 µM), and a vehicle control then stained for total VEGFR‑2, e pY1054/Y1059, and f 
pY1214. g–l Quantification of Western blots for total or phosphorylated VEGFR‑2 in HUVECs with same treatment groups outlined above; however, 
pY1054/Y1059 was quantified for the 160 kDa cleavage product due to partial absence of the mature product in the blot for part k. Western blot 
quantifications were normalized to β‑actin, with phosphorylation quantifications being double‑normalized to total VEGFR‑2. For a–c and g–
i, + p < 0.05 versus 0 min NT, * p < 0.05 compared to NT at same time point, ^ p < 0.05 versus V at same time point, # p < 0.05 compared to e at same 
time point. For d–f and j–l, + p < 0.05 versus SU5416 with same treatment, * p < 0.05 compared to NT at same time point, ^ p < 0.05 versus V at same 
time point, # p < 0.05 compared to ε at same time point. Data shown as average + SEM, n = 6 for a, d, g, and j, n = 3 for all other samples. Groups 
a, d–f, h–j, and l were compared with Kruskal–Wallis test, followed by post hoc Dunn’s tests. Groups b, c, g, and k were compared with ANOVA, 
followed by post hoc Tukey HSD tests

(See figure on next page.)
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Fig. 2 (See legend on previous page.)
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VEGFR-2; however, pY1214 is diminished with the addi-
tion of SU5416 regardless of VEGF or strain treatment. 
Still, in the vehicle groups, cells treated with strain dis-
play increased phosphorylation compared to NT groups 
(Fig.  2k, l).These studies indicate that strain alone can 
affect the expression and phosphorylation at different 
tyrosine residues of different EC types, that these pat-
terns may be partially conserved between cell types, and 
that SU5416 inhibition of VEGFR-2 does not fully block 
phosphorylation events.

Mechanical strain alters Src expression
The effects of VEGFR-2 inhibition on Src expression 
were tested in both HMECs and HUVECs. In HMECs, 
the combination of both exogeneous VEGF and SU5416 
inhibitor for 72  h is sufficient to cause a significant 
decrease in Src of ~ 25% (Fig.  3a, Additional File 1: Fig. 
S4). However, HUVECs do not show any change between 
sample groups (Fig. 3b). To further analyze these effects 
in a more physiologically relevant model, HUVECs were 
cultured in 3D fibrin gels along with magnetic beads, 
stimulated by an external magnetic field on an orbital 
shaker, which generated mechanical stimulation in the 
absence of stromal cells or secreted factors [43]. The 
magnetic bead platform is designed to create a mechani-
cally active TME model, where there are deformations or 
distortions in the matrix around embedded cells; these 
movements are generated through the movement of the 
magnetic bead in response to external magnetic stimula-
tion. HUVECs within this system were treated for 7 days 
with VEGF, a vehicle control, or SU5416; the rings were 
then digested with nattokinase and analyzed for total Src 
via Western blot. There are no significant differences due 
to mechanical stimulation for samples treated with VEGF 
or vehicle controls; however, SU5416 without a magnet 
causes a significant increase in Src compared to the vehi-
cle control (Fig. 3c). Furthermore, when magnetic stimu-
lation is applied, there is a smaller effect, suggesting that 
strain may cause a decrease in Src when HUVECs are 
treated with a VEGFR-2 inhibitor.

Flexcell plates were also used to analyze rapid, dynamic 
changes in Src protein levels as a result of uniaxial strain. 
Similar to previous experiments, HMECs and HUVECs 
were treated with strain and/or VEGF for 5 or 15  min. 
Though HMECs show no significant changes, a small 
increase in Src is seen for samples treated with strain 
(Fig. 3d). Furthermore, when HMECs were treated with 
a combination of VEGF, strain, and SU5416, only the 5 
and 15  min groups with VEGF display altered Src as a 
result of VEGFR-2 inhibition (Fig.  3e). HUVEC studies 
demonstrate a ~ 50% increase in total Src with the addi-
tion of strain compared to VEGF only-treated samples, 

which mimics trends in the HMEC samples (Fig.  3f ). 
When HUVECs were treated with SU5416 and strain, 
there are no changes in Src levels, as opposed to groups 
that received only VEGF (Fig. 3g). These studies indicate 
that strain alone may be sufficient to block Src inhibition 
in ECs treated with anti-angiogenic drugs.

Strain in 3D fibrin gels alters vasculogenesis
HUVECs were grown in 3D microtissue models made of 
fibrin gels with magnetic beads with or without exter-
nal stimulation, with some samples being treated with 
VEGF and/or SU5416, before quantifying vascular 
growth in the 3D models. Results demonstrate that, as 
expected, VEGF promotes blood vessel growth regard-
less of strain stimulation, but the presence of SU5416 
partially inhibits this effect (Fig.  4a, b, Additional File 
1: Fig. S4). Still, vessel growth is somewhat restored 
through mechanical strain generated by the mag-
netic bead system (Fig.  4b). For samples cultured with 
mechanical stimulation, there is no difference in vascu-
larization between VEGF plus vehicle groups compared 
to VEGF plus SU5416 groups; however, removing the 
magnetic field from these samples does cause a signifi-
cant decrease when samples are treated with SU5416 
(Fig. 4b). This suggests that mechanical simulation plus 
exogeneous VEGF drives vasculogenesis, even in the 
presence of anti-VEGFR-2 agents.

Strain in microfluidic devices promotes angiogenesis
A microfluidic device was used to study strain-induced 
angiogenesis with and without VEGFR-2 inhibition [48]. 
Systems were loaded with HUVECs and NHLFs in the 
center chamber to generate a lumenized vascular net-
work from which sprouting angiogenesis could be meas-
ured into side chambers (Fig. 5a). CAFs loaded into one 
of the side chambers represent the mechanically active 
TME, through the increased contractile behaviors that 
induce matrix distortions, while NBFs represent normal 
tissue. Devices were set up so that interstitial flow exited 
the center chamber and through the side chambers, effec-
tively “washing out” secreted factors from both CAFs and 
NBFs away from the angiogenic front and thereby focus-
ing the studies on only mechanical interactions at the 
interfaces between chambers. Results show that cham-
bers containing CAFs induce significantly higher levels 
of angiogenesis compared to chambers with NBFs, in 
line with our previous work, and this occurs even in the 
presence of SU5416 (Fig. 5b) [48]. To verify that soluble 
factors do not have an impact on angiogenesis, addi-
tional devices were made with HUVECs and NHLFs in 
the center chamber, fibrin only (cell-free) gels in one 
side chambers with magnetic beads in the opposite side 
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chamber. Results show that when beads were stimulated 
by a magnet, there is a small increase (p = 0.052) in the 
length of vessels that grow into mechanically stimulated 

chamber versus chambers that did not receive magnetic 
stimulation, suggesting that strain may be sufficient to 
increase angiogenic activity (Fig. 5c, d).

Fig. 3 Effects of strain and VEGFR‑2 activation or inhibition on Src activity. a HMECs and b HUVECs were treated with control, no treatment (NT) 
media, 25 ng/mL VEGF (V), 3 µM SU5416 (SU), or both VEGF and SU5416 (V + SU) for 72 h. Western blot analysis for total levels of Src was performed 
and quantified. *p < 0.05 versus NT, ^ p < 0.05 versus V, # p < 0.05 versus SU. c HUVECs in 3D fibrin gels with magnetic beads were treated with 25 ng/
mL VEGF (V), DMSO as a vehicle control (Veh), or 3 µM SU5416 (SU) for 72 h. Some samples received no external magnetic stimulation (No Magnet) 
while other samples were cultured above a rotating magnetic field (Magnet) to generate matrix distortions around the cells. Src was analyzed 
via Western blot and normalized to GAPDH as a loading control. * p < 0.05. d HMECs were subjected to control (NT) conditions without strain 
and VEGF, VEGF only (25 ng/mL, V), strain only (ε), or strain plus VEGF (V + ε) for 5 or 15 min before Src analysis via Western blot. e HMECs were 
treated with combinations of strain, VEGF (25 ng/mL), SU5416 (3 µM), and a vehicle control for 5 or 15 min. Samples were analyzed through Western 
blot and stained for total Src. f, g Quantification of Western blots for total Src in HUVECs with same treatment groups outlined above. Western blots 
were normalized to β‑actin. For d and f, + p < 0.05 versus 0 min NT, * p < 0.05 versus NT at same time point, ^ p < 0.05 versus V at same time point, 
# p < 0.05 versus ε at same time point. For e and g, + p < 0.05 versus SU5416 with same treatment, * p < 0.05 compared to NT at same time point, ^ 
p < 0.05 versus V at same time point, # p < 0.05 compared to ε at same time point. Data shown as average + SEM, n = 6 for all samples except for c, 
where n = 4 excluding SU + mag where n = 2. Groups b–g were compared with Kruskal–Wallis test, followed by post hoc Dunn’s tests. Group a 
was compared with ANOVA, followed by post hoc Tukey HSD tests
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Discussion
Alterations in VEGFR‑2 phosphorylation due to mechanical 
strain
To determine if biomechanical forces could alter 
VEGFR-2 activation levels, we designed studies using 
multiple EC lines as well as both biochemical and bio-
mechanical stimuli before examining protein levels of 
phosphorylated residues of VEGFR-2. Previous work has 
shown that alterations in the mechanical environment 
can affect VEGFR-2 phosphorylation; Chen et al. notably 
demonstrated that attaching VEGF to the ECM resulted 
in prolonged Y1214 phosphorylation compared to solu-
ble VEGF [24]. We wanted to investigate how mechanical 
strain could also affect VEGFR-2 phosphorylation. In 2D 
without any strain, both HMECs and HUVECs treated 
with VEGF-free media displayed relatively low VEGFR-2 
phosphorylation, particularly for Y1214 (Fig.  2). How-
ever, both cell lines on Flexcell plates show somewhat 

increased phosphorylation at Y1214 at 5 min in samples 
treated with strain compared to samples without strain 
(Fig.  2c, i). When compared to 0  min (no treatment) 
phosphorylation levels, pY1214 levels appeared sustained 
and prolonged in HMECs in samples treated with strain 
for up to 15 min (Fig. 2i). The addition of VEGF further 
increased this Y1214 phosphorylation. The combina-
tion of strain and VEGF may more accurately reflect the 
in vivo TME, where increases in VEGF are observed dur-
ing tumor progression alongside altered and enhanced 
mechanical forces [40]. The strain placed on the ECs 
mimics local strains produced by CAFs as previously 
studied through a bead displacement assay, which further 
suggests that these changes in VEGFR-2 phosphorylation 
patterns may appear within the in vivo TME [43]. We did 
not determine the minimum or maximum strain per-
centages required to produce an alteration in VEGFR-2 
activity; however, NBFs, which cause smaller magnitude 

Fig. 4 Strain promotes vascular growth even with VEGFR‑2 inhibition. a HUVECs were grown in fibrin gels with magnetic beads and treated 
with either no treatment (NT) control media, 25 ng/mL VEGF (V), vehicle control (Veh), and/or 3 µM SU5416 (SU). Samples were either cultured 
without external magnetic stimulation (No Magnet) or over a rotating magnetic field (Magnet). Gels were stained for VE‑cadherin, 
and representative images are shown. Scale bar = 500 µm. b Vessel growth was quantified using AngioTool, and total vessel length was normalized 
to explant or imaged area. * p < 0.05 versus No Magnet of same treatment group. Data shown as average + SEM, n = 3 samples. Samples were 
compared with ANOVA, followed by post hoc Tukey HSD tests
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matrix deformations than CAFs, do not promote as much 
blood vessel growth as the more mechanically active 
CAFs [43]. While a full parameterization sweep of elon-
gation magnitudes and strain frequencies was beyond 
the scope of this study, such studies could be useful in 
the future for determining the specific mechanism by 
which strains promote conformation changes or regulate 
transphosphorylation events in VEGFR-2 that may play a 
role in the mechanoactivation of this receptor. Regarding 
Y1054/Y1059 residues, HMECs showed no significant 
increase in phosphorylation caused by strain; however, 
HUVECs presented with increased phosphorylation at 
this residue site when treated with strain with or without 
VEGF for 15 min (Fig. 2b, h). Total VEGFR-2 levels did 
decrease with the addition of VEGF at both time points, 
likely due to activation and subsequent internalization 
and degradation (Fig.  2a, g) [34]. Our data suggest that 
external strains can lead to prolonged activation of the 
VEGFR-2 receptor at both the Y1054/Y1059 and Y1214 
residues, depending on cell type, which may be at least 
partially independent of ligand-based signaling.

Furthermore, results demonstrated that both Y1054/
Y1059 and Y1214 are mechanically responsive phospho-
rylation sites, suggesting a novel mechanoactivation of 

the receptor through tensile strains. Previous studies have 
primarily focused on VEGFR-2 mechanosensing through 
shear stress or substrate stiffnesses [51–53]. However, 
the Y1054/Y1059 sites are necessary for full kinase activ-
ity, and other phosphorylation events on VEGFR-2 may 
impact phosphorylation rates at this residue [20]. A full 
investigation of this is beyond the scope of the current 
study, but this fact suggests that additional research is 
needed to fully define mechanoactivation of VEGFR-2. 
Regarding Y1214, this residue became phosphorylated 
due to the biochemical stimulation of VEGF, showing 
that activation of VEGFR-2 through this site is likely a 
combination of mechanical and chemical cues. In a 2D 
environment without strain, HUVECs and HMECs that 
were treated with SU5416 for 3 days showed a decrease 
in Y1054/Y1059 and Y1214 phosphorylation, even with 
the addition of VEGF; however, this pattern is altered 
with the addition of strain (Fig. 1b, d). Interestingly, the 
addition of strain and VEGF showed increased pY1054/
Y1059 without the need of exogenous VEGF at both 5 
and 15 min, depending on cell type (Fig. 2e, k). Phospho-
rylation of Y1214 follows a similar pattern when samples 
were treated with the vehicle control; however, phospho-
rylation decreases with the addition of SU5416 (Fig. 2f, l). 

Fig. 5 Angiogenesis promoted by mechanical strain in microfluidic devices even without stromal cells. a Representative images 
of multi‑chambered microtissue devices with HUVECs and NHLFs in the center chamber with CAFs or NBFs in the side chambers. Devices 
were grown for 8 days, with treatments being added after 4 days. Devices were stained for VE‑Cadherin (red). White arrows identify vessel 
structures. Dashed lines show interfaces between chambers. Scale bar = 500 µm. b Quantification of vessel growth in the side chambers using 
AngioTool and FIJI, shown as total length in side chamber normalized to total length in center chamber for each microtissue model. * p < 0.05 
versus Vehicle‑treated NBF. c Representative images of multi‑chamber microtissue devices with HUVECs and NHLFs in the center chamber 
and either blank (cell‑ and bead‑free) fibrin only or fibrin gels plus magnetic microbeads in the side chambers. Samples received either no magnetic 
stimulation (No Magnet) or were cultured above a rotating magnetic field (Magnet). Systems were stained for VE‑Cadherin (red) after 7 days 
of culture time. White arrows identify vessel structures. Dashed lines show interfaces between chambers. Scale bar = 500 µm. d Quantified 
results of vessel growth in side chambers; vessel in side chambers was first normalized to explant or gel area for the chamber, then all values 
were normalized to the total length/explant area of the side chamber. * p < 0.05 versus No Magnet. For a, b, n ≥ 7 devices per condition. For c, 
d, n = 4 for Blank + No Magnet, n = 5 for Blank + Magnet, and n ≥ 7 for both Beads groups. Data shown as average + SEM, n ≥ 3 samples. Group b 
was compared with Kruskal–Wallis test, followed by post hoc Dunn’s tests. Group d was compared with ANOVA, followed by post hoc Tukey HSD 
tests
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These changes in tyrosine phosphorylation indicate that 
anti-angiogenic therapies in a mechanically active TME 
are unlikely to completely stop blood vessel growth due 
to the increased VEGFR-2 activity initiated by strain. 
Such strains may exist in the TME due to a variety of fac-
tors, including factors such as increased deposition and 
remodeling of the ECM as well as high levels of contrac-
tility of CAFs [43, 54]. This mechanical strain, along with 
VEGF produced by tumor cells and CAFs, may be neces-
sary to cause sustained VEGFR-2 phosphorylation in the 
presence of SU5416, which is a significant area of interest 
to develop effective anti-angiogenic cancer therapies.

Increased mechanoactivation of VEGFR‑2 downstream 
factors
While VEGFR-2 is upstream of many prominent cell 
signaling pathways, our studies focused on the mecha-
notransducer Src, which is linked to increased perme-
ability of vascular structures in ECs exposed to VEGF 
[30, 55]. The increased permeability is a crucial first step 
in angiogenesis, further supporting Src as a key potential 
downstream factor of mechanically activated VEGFR-2 
[56, 57]. HUVECs cultured in 2D treated with VEGF, 
SU5416, or a combination of both showed no significant 
difference in Src expression (Fig. 3b). This may be due to 
compensatory mechanisms outside of VEGFR-2 regulat-
ing Src expression; however, these data were collected 
after 72  h of culture time and may not have captured 
rapid changes to Src regulation in HUVECs. This is par-
tially supported by results from our strain studies, where 
HUVECs treated with mechanical strain for 15 min dis-
played an increase in Src compared to samples treated 
with VEGF (Fig.  3f ). Previous literature has shown that 
activated Src is more unstable than inactive Src; there-
fore, active Src may be more quickly degraded [58]. Thus, 
the observed increase of Src protein levels in VEGF-
treated cells could be due to Src inactivity and higher sta-
bility. Results from studies with the immortalized EC line 
HMECs suggested a similar trend compared to HUVECs; 
however, HMECs may present more drastic changes in 
Src expression due to both VEGF and SU5416 treatments 
(Fig.  3a, d). For both ECs treated with combinations of 
strain and SU5416, strain appeared to block the effect of 
SU5416 compared to the VEGF treatment, which gener-
ally lowered Src expression (Fig. 3e, g). This suggests that 
strain may cause a compensatory mechanism to rescue 
ECs from the effects of anti-angiogenic therapies, which 
likely applies to a wide variety of pathways. VEGF alone 
is insufficient to combat these drugs, but strain alters Src 
signaling even in the presence of VEGFR-2 inhibitors. 
Interestingly, HUVECs grown in a 3D fibrin gel exhib-
ited an increase in Src in both mechanically active and 
-inactive environments when treated with SU5416. The 

higher levels of Src observed in mechanically inactive 
samples (no magnet stimulation) may be due to a buildup 
of inactive Src (Fig. 3c). The addition of mechanical strain 
through magnetic beads and a rotating magnetic force 
caused a downward trend in Src levels in samples treated 
with SU5416, potentially indicating that Src was being 
degraded after activation. Also, other VEGFR-2 phospho-
rylation sites such as Y1175 are known to be mechani-
cally responsive to shear stresses, with Src being linked 
to Y1175 phosphorylation [59, 60]. Additional studies of 
those residues along with Src activation could elucidate 
how VEGFR-2 acts as a mechanoreceptor that mediates 
tensile strains to activate Src in the TME.

Angiogenesis upregulation promoted by VEGFR‑2 
as a mechanoreceptor
While we know that VEGFR-2 is a critical driver of angi-
ogenesis in the TME, previous studies did not consider 
how biomechanical strain drives VEGFR-2 regulated 
vessel growth. To investigate whether mechanical strain 
actually promotes the development of blood vessels, we 
used magnetic beads to create mechanically active or 
inactive (control) environments. In fibrin gels, VEGF 
increased vasculature length and, as expected, VEGFR-2 
inhibition via SU5416 limited vessel growth (Fig.  4b). 
In ECs that were not strained, VEGF plus SU5416 
caused ~ 50% decrease in vascular growth versus VEGF 
plus Veh groups; however, strained cells did not show a 
significant decrease in vascular development, suggesting 
that mechanical strain partially restored the angiogenic 
properties of ECs treated with a VEGFR-2 inhibitor. 
These results support the idea that increased mecha-
noactivation of VEGFR-2 occurs even in the presence 
of inhibitors. Though many anti-angiogenic therapies 
attempt to inhibit VEGFR-2, both heightened levels of 
secreted VEGF and mechanical activity are still present 
in the environment, which may allow for continued blood 
vessel growth and limit treatment efficacy. Our studies 
utilized a non-flow system that undergoes vasculogenesis 
to form blood vessels; vasculogenesis can occur in the 
TME as well [5, 61]. Therefore, we wanted to continue 
in a more specific model to investigate mechanically 
stimulated angiogenesis from existing vascular networks. 
Microtissue models with three adjacent tissue regions 
in series were treated with an anti-angiogenic treatment 
and showed increased angiogenesis in the mechani-
cally active side chambers containing CAFs compared to 
NBFs, which are less mechanically active (Fig.  5b). This 
model was previously developed and used to describe 
mechanical activity of the fibroblasts in terms of matrix 
displacements or distortions generated through contrac-
tility events [48]. The media feeding regime was set up 
with “outward flow,” so that media flowed from the center 
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chamber into the side chambers (Fig.  5), thus ensuring 
that soluble factors produced by stromal cells within the 
side chambers are flushed away from the center chamber 
interface. Therefore, these studies focus on the mechani-
cal interaction of CAFs or NBFs with the cells in the 
center chamber, to show that such mechanical strains 
drive angiogenic growth while isolating biomechanical 
stimulation from biochemical stimulation due to secreted 
factors.

To further support the conclusion that mechanical 
forces are sufficient to drive angiogenesis without par-
acrine secreted growth factors, we used the magnetic 
bead system with a rotating magnet to generate strains 
that mimic what CAFs produce in 3D microtissue TME 
models but without stromal secreted factors present. 
These studies further support that mechanical forces 
alone, generated by the magnetic bead system, appeared 
to enhance angiogenesis in environments where no stro-
mal cells are present (Fig. 5d). In other words, angiogen-
esis specifically occurred into the chambers containing 
a mechanically active TME model. Furthermore, this is 
significant because in the experimental setup, blood ves-
sels were growing with the direction of flow (from center 
chamber outward to side chambers), which is different 
from normal angiogenic behavior where vessels grow 
against the interstitial flow gradient, possibly through 
integrin signaling [62, 63]. This suggests that mechani-
cal strains may promote angiogenesis through a different 
mechanism. Due to altered biomechanical stimuli pre-
sent in the TME, blood vessels may continue to grow and 
provide tumors with enough nutrients to progress even 
in the presence of anti-angiogenic medicine.

In context of the TME, mechanically active CAFs, a 
stiffer ECM, and higher interstitial fluid pressure can 
cause strain on ECs that promotes enhanced angiogen-
esis and tumor progression. Furthermore, CAFs secrete 
large amounts of VEGF, along with other growth fac-
tors. Both chemical and mechanical stimuli may cause 
increased VEGFR-2 activation and upregulation of angio-
genesis. VEGFR-2 inhibitors such as SU5416 may prove 
ineffective when both biomechanical and biochemi-
cal signals are combined in the TME, resulting in vessel 
growth even in the presence of anti-angiogenic therapies.

Conclusions
Inhibiting angiogenesis within the TME should pre-
vent tumor growth and progression; however, current 
anti-angiogenic therapies have proven to be insufficient 
by themselves and even sometimes when combined 
with other chemotherapies [29]. We hypothesize that 
increased strain present in the TME may cause mechano-
activation of VEGFR-2 even in the presence of angiogenic 
inhibitors. In this paper, we demonstrated that strain and 

strain plus VEGF can cause increased VEGFR-2 phos-
phorylation in ECs, along with a potential promotion 
of Src activity. Still, some differences between HMECs 
and HUVECs are apparent, suggesting the need for fur-
ther study of these cell types with additional VEGFR-2 
tyrosine residues. Furthermore, angiogenesis was shown 
to be upregulated in 3D mechanically active environ-
ments caused by CAFs in the TME even when treated 
with SU5416 to inhibit VEGFR-2. Due to these results, 
we conclude that VEGFR-2 acts as a mechanoreceptor 
to tensile strains, and its activation is upregulated due to 
both biochemical and biomechanical cues present within 
tumors. In order to fully understand how to inhibit 
angiogenesis and tumor progression, further research is 
necessary to comprehend the complete mechanism of 
VEGFR-2 signaling.

Methods
Cell culture
Human umbilical vein endothelial cells (HUVECs) 
(Lonza, C2517A) were grown in EGM-2 (Lonza, 
CC-3162) and used between passages 2–6. Human 
microvascular endothelial cells (HMECs) (HMEC-1, 
ATCC CRL-3243) were grown in MCDB 131 (Gibco, 
103720198) supplemented with 2  ng/mL EGF (Fisher 
Scientific, 50–813-058), 1 µg/mL hydrocortisone (Sigma-
Aldrich, H0888), 10% HI FBS (Gibco, 10–082-147), and 
10  mM L-glutamine (Gibco, 25–030-081). All ECs were 
grown on tissue culture plates coated with 1% gela-
tin (Sigma-Aldrich, G1890) in DPBS (Gibco, 14190–
250). Using both a primary cell line (HUVECs) and an 
immortalized cell line (HMECs) provided flexibility in 
optimizing and performing experiments. Immortal-
ized cancer-associated fibroblasts (CAFs) from a breast 
cancer patient were previously developed, along with 
patient matched immortalized normal breast fibro-
blasts (NBFs) [64]. The fibroblasts were grown in DMEM 
(Gibco, 11995065) with 2  mM L-glutamine, 1% sodium 
pyruvate (Gibco, 11360070), 1% non-essential amino 
acid solutions (Gibco, 1140–050), 100 U/mL penicillin 
streptomycin (Fisher Scientific, 15–140-122), and 10% 
non-HI FBS (Gibco, 26140079). Normal human lung 
fibroblasts (NHLFs) (Lonza, CC-2512) were cultured in 
the same media as other fibroblasts and used between 
passage numbers 2–8. For cell harvesting, 0.25% trypsin 
(Gibco, 25–200-072) was used. All cells were cultured 
at 37  °C and 5%  CO2. To stimulate angiogenic signal-
ing, exogenous VEGF (Peprotech, 100–20) was added 
to cell cultures at 25 ng/mL for a range of timepoints A 
VEGFR-2 small molecule inhibitor, SU5416 (abbreviated 
as SU) (Sigma-Aldrich, S8442) was dissolved in DMSO 
(Sigma-Aldrich, D8418) and used at 3 µM in cell media; 
DMSO was used as vehicle control (abbreviated as veh) 
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in inhibitor studies. The inhibitor SU5416 causes this by 
blocking VEGFR-2 tyrosine kinase activity by binding to 
the intracellular domain of VEGFR-2 to interfere with 
phosphorylation [65–67]. Finally, no treatment (abbrevi-
ated as NT) samples were included as controls. In strain 
studies, 0  min NT groups were lysed after being plated 
24–48 h previously in EGM-2 (2 ng/mL VEGF) without 
subsequent media changes. In these experiments, 5 and 
15  min NT groups were treated with 0  ng/mL VEGF 
before being lysed.

Magnetic bead preparation
Iron oxide beads with a diameter of 5  µm and a tosyl-
group surface coating (Dynabeads, M-450 ThermoFisher, 
14013) were coated in thrombin to be incorporated into 
fibrin gels in a previously described protocol [68]. This 
protocol permits mechanical stimulation of ECs without 
stromal cells and acts as a control to induce mechani-
cal stimulation but eliminate stromal secreted factors. 
The magnetic beads are effectively, but not chemically, 
crosslinked in the fibrin gels and external magnetic 
stimulation causes matrix deformations similar to CAFs 
or other types of stromal cells. To coat the beads, 100 µl 
of Dynabead stock solution was washed with DPBS then 
resuspend in 100 µl sterile bicarb buffer (Sigma-Aldrich, 
C3041) and 100 µl of 50U/mL thrombin (Sigma-Aldrich, 
T4648) solubilized in 0.1% BSA (Sigma-Aldrich, A2153) 
in DPBS. The mixture was incubated on a tube rota-
tor overnight at 4  °C then washed twice in 0.1% BSA in 
DPBS before resuspension in 200µL 0.1% BSA in DPBS. 
Mechanical stimulation is achieved by culturing the 3D 
microtissues over a rotating magnetic field on an orbital 
shaker; the control studies include magnetic beads but 
are not cultured over the magnet.

3D fibrin ring assay
A non-flow 3D TME microtissue model was previously 
developed in our lab where a 10  mg/mL fibrin disk is 
embedded with cells [43]. In order to form a 3D fibrin 
gel, 1-cm rings (ID = 0.8  cm) made of polydimethylsi-
loxane (PDMS) (Dow Corning, Sylgard 184) were placed 
on glass coverslips (Fisher, 22–293232). These were then 
autoclaved and placed in a 24-well plate for cell culture 
studies. Fibrinogen (Sigma-Aldrich, F8630) was solu-
bilized in DPBS without calcium or magnesium ions. 
Cells were resuspended in this fibrinogen to create a 
final concentration of 1 ×  105 cells/gel with a minimum of 
three replicates generated for each experimental group. 
Thrombin was added to a final concentration of 3U/mL 
before the plates were incubated at 37  °C for 30 min to 
allow for full fibrin polymerization. The microtissues 
were then fed with 1 mL EGM-2, with fresh media added 

every 2 days. In some studies, samples were treated with 
25  ng/mL VEGF, DMSO, 3  µM SU5416, and combina-
tions of VEGF/DMSO or VEGF/SU5416. After 7  days, 
the rings were either fixed for immunofluorescence vessel 
growth analysis or digested with nattokinase for protein 
analysis.

Microfluidic device studies
Our lab has previously designed a multi-microtissue 
microfluidic platform for biomechanical investigations 
of angiogenesis [48]. The design involves three micro-
tissue tissue regions in series, herein referred to as the 
left, center, and right chambers, with fluid lines on the 
top and bottom of each chamber that allow for control 
over flow direction between regions. A 10 mg/mL fibrin 
gel can be injected into each of the chambers, with dif-
ferent cell populations and concentrations depending on 
experimental setups. For angiogenic studies, HUVECs 
and NHLFs were seeded into the center chambers at 
1.0 ×  107 cells/mL each in a 1:1 ratio; NHLFs acted as 
stromal cells which are necessary to establish a stable and 
anastomosed vascular network [49, 69]. Devices were fed 
with EGM-2, and media was changed daily. Device feed-
ing was performed through “outward flow regime” where 
media enters the center chamber and flows to the side 
chambers, effectively preventing any potential soluble 
factors produced in the side chambers from diffusing into 
the center [48]. In experiments with stromal cells, CAFs 
or NBFs were loaded into side chambers of the devices at 
a concentration of 1.25 ×  107 cells/mL. A series of experi-
ments utilized thrombin-coated magnetic beads mixed 
with the fibrin gel to create a side chamber with matrix 
distortions without secreted factors [43]. These systems 
were either cultured above a magnet on an orbital shaker, 
to provide mechanical stimulation and induce matrix dis-
tortions, or in a magnet-free (no magnet) environment as 
a control. Blank fibrin gels were used in the opposing side 
chambers of these devices as a cell-free control. Systems 
were cultured for 7–8  days at 37  °C and 5%  CO2. Only 
devices used in SU5416 studies were cultured for 8 days, 
with the treatment (Veh or SU5416) being added for the 
last 4  days. All other device studies were cultured for 
7 days before fixation.

Immunofluorescence staining and imaging
For image analysis of vasculogenesis angiogenic ves-
sel growth, 3D in  vitro TME models were fixed and 
stained vascular endothelial cadherin (VE-Cad) based 
on previously developed protocols [43, 48]. Briefly, fibrin 
ring samples were washed with 1 × PBS (Fisher Scien-
tific, BP39920) then fixed using 10% formalin (Fisher 
Scientific, SF100-4) for 20  min at room temperature. 
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Rings were then washed and blocked in Abdil (PBS 
plus 2% BSA and 0.1% Tween-20 [Fisher Scientific, 
AAJ20605AP]) for 1 h. Primary antibodies were diluted 
in Abdil (VE-Cad 1:500; abcam, ab33168) and samples 
were incubated overnight on a rotator plate at 4 °C. The 
next day, samples were washed with PBS + 0.1% Tween-
20, 4 times for 20  min each. Secondary antibody Alexa 
Fluor 555 (ThermoFisher, A31570) was diluted in Abdil 
at 1:500 before incubation overnight at 4  °C on a rota-
tor plate. Samples were again washed 4 × for 20  min 
each with PBS + 0.1% Tween-20 before imaging. Device 
fixation followed a similar protocol, except all incuba-
tion times were 48 h for each step to allow for diffusion 
throughout the microtissues. Samples were imaged at 
10 × using an inverted epifluorescence Olympus Micro-
scope (IX83), capturing 100  µm Z-stack with a step 
size of 2  µm for each sample. Images were stitched 
together to create a full-length picture for each device 
[70]. Images were processed in FIJI to generate Max-Z 
projections, and vascular growth was quantified using 
AngioTool [71]. For vasculogenic ring samples, total ves-
sel length was normalized to the gel area for each image. 
For microfluidic devices, vessel growth in side chambers 
was either normalized to total vessel length in the center 
chamber or was first normalized to the gel area imaged 
in each side chamber, then normalized to total length in 
the center chamber.

Flexcell studies
A commercially available Flexcell system (Flexcell, 
FX-6000  T) was used to strain HMECs and HUVECs 
to study changes in protein expression levels in the 
VEGFR-2 pathway. Briefly, cells were cultured at 5 ×  105 
per well on collagen-I coated uniaxial Flexcell plates for 
24–48  h before being moved to the baseplate for ten-
sile strain studies. HMECs and HUVECs were exposed 
to 0  ng/mL or 25  ng/mL VEGF and oscillatory strains 
at 9% elongation at 0.3 Hz for 0, 5, and 15 min. Elonga-
tion accuracy was determined through previous calibra-
tion studies performed by Flexcell. The strain magnitude 
was chosen as it mimics strains generated by the CAFs 
from our previous studies, while the rate reflects normal 
human respiration rates [43]; therefore, our strain regime 
is a highly physiologically relevant set of parameters. 
Samples were lysed in RIPA buffer made with 50 mM Tris 
7.4, 150 mM NaCl (Sigma-Aldrich, S3014), 0.25% sodium 
deoxycholate (Sigma-Aldrich, L3771), 1% Triton X-100 
(Sigma-Aldrich, T8787), 1  mM EDTA (Sigma-Aldrich, 
E9884), and 5  mM sodium fluoride (Sigma-Aldrich, 
S6776) plus 1:100 HALT protease and phosphatase inhib-
itor (ThermoScientific, 78,441). All samples were run in 
triplicate. Each study also had a control Flexcell plate that 
did not receive strain.

Nattokinase
To digest fibrin gels and collect cells for protein analy-
sis, we utilized a nattokinase solution based on pre-
viously published protocols [72]. Briefly, nattokinase 
(MedChem Express, HY-P2373) was solubilized 1  mM 
EDTA in 1 × PBS, resulting in a final concentration of 
100 fibrin-degrading units (FU)/mL. Fibrin gels con-
taining HUVECs and thrombin-coated magnetic beads 
were mixed with 150 µl nattokinase solution for every 3 
rings and incubated at 37 °C for 1 h or until gels were dis-
solved. For these studies, 9 rings per condition were gen-
erated; to enhance protein collection for Western blots, 
3 rings were pooled during the digestion protocol. Cells 
were then spun down and washed in DPBS, then spun 
down again and resuspended in 50–75 µl RIPA plus 1:100 
HALT.

Western blot
Standard Western blot protocols were followed. Protein 
concentrations were analyzed via Bradford assay and 
50 µg of protein was loaded for each sample. Lysates were 
run on 8% SDS-PAGE gels, then proteins were trans-
ferred onto PDVF membranes. Membranes were blocked 
in 5% milk in TBST or 5% BSA in TBST for phosphoryl-
ated targets. Blots were stained for VEGFR-2 (1:1000; Cell 
Signaling Technology, 2479), pY1054/Y1059 VEGFR-2 
(1:1000–1:200; Invitrogen, 44-1047G), pY1214 VEGFR-2 
(1:1000–1:200; Invitrogen, 44–1052), Src (1:1000; Cell 
Signaling Technology, 2109), pY418 Src (1:1000; abcam, 
ab40660), GAPDH (1:1000; Cell Signaling Technology, 
2118), and β-actin (1:40,000; Sigma-Aldrich, A1978); all 
incubations were overnight at 4  °C on a rotator plate. 
Secondary antibodies were diluted in 5% milk in TBST 
or 5% BSA in TBST for phosphorylated targets for 2  h 
at room temperature before using chemiluminescent 
detection (ECL, ThermoScientific 32,106 or Femto, Ther-
moScientific 34,095). Blots were imaged using a GelDoc 
or Licor system and analyzed via densitometry through 
FIJI. Phospho antibodies were quantified at mature pro-
tein weight, with exception for pY1054/Y1059, which 
was analyzed for the 160 kDa cleavage product in some 
instances. Either GAPDH or β-actin were used as a load-
ing control for all studies.

Statistical analysis
For all studies, data are reported as averages + SEM 
with a minimum of 3 replicates. Specific replicate num-
bers are described in the figure legends for each set 
of data, and individual data points are listed in Addi-
tional File 2. To determine statistical significance, first 
data sets were screened for normality via Shapiro–Wilk 
tests. If all data sets within an experiment were normal, 
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we performed ANOVA with post hoc Tukey HSD 
tests as needed; for any experimental data sets that 
had at least one non-normal sample distribution, we 
performed Kruskal–Wallis tests followed by post hoc 
Dunn’s tests. Statistical calculations were completed 
using the Real Statistics Resource package for Excel 
(https:// real- stati stics. com/). Statistical significance 
was considered at p < 0.05.

Abbreviations
CAF  Cancer‑associated fibroblast
EC  Endothelial cell
ECM  Extracellular matrix
HMEC  Human microvascular endothelial cell
HUVEC  Human umbilical vein endothelial cell
NBF  Normal breast fibroblast
NHLF  Normal human lung fibroblast
TME  Tumor microenvironment
VEGF  Vascular endothelial growth factor
VEGFR‑2  Vascular endothelial growth factor receptor‑2

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12915‑ 023‑ 01792‑y.

Additional file 1: Figures S1‑S4. Fig. S1. labelled Western blots for data 
in Fig. 1. Fig. S2. labelled Western blots for data in Fig. 2. Fig. S3. quan‑
tification of pY1054/Y1059 and pY1214 contrasting data in Fig. 2e, f, k, 
l normalized to β‑actin as opposed to total VEGFR‑2. Fig. S4. labelled 
Western blots for data in Fig. 3.

Additional file 2. Raw data points for all figures.

Acknowledgements
We thank Trisha Sivam, Vaishali Bala, Adam Kotar, and Maranda Kramer for the 
help in some experiments.

Authors’ contributions
B.M.J.—conceptualization, investigation, methodology, formal analysis, 
writing—original draft; A.M.J.—validation, formal analysis, investigation; 
M.H.—formal analysis, investigation; M.B.—investigation, methodology; B. 
M.—software, formal analysis; J.L.B—resources, supervision, writing—review 
& editing; M.K.S.L.—conceptualization, resources, methodology, supervision, 
funding acquisition, writing—review & editing. All authors read and approved 
the final manuscript.

Funding
The authors wish to thank the following funding sources: R00‑CA230202 
(M.K.S.L.), IMPACT Award (O’Neal Comprehensive Cancer Center, M.K.S.L.), the 
UAB Graduate School Blazer Fellowships (B.M.J. and M.B.), and T32‑EB023872 
(M.B).

Availability of data and materials
Images generated and analyzed in this study are either shown in the article or 
are included in Additional File 1. The file contains full membrane images for 
Western blot studies shown in the manuscript. Raw data values for all figures 
are provided in Additional File 2.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
M.K.S.L. works as a consultant for CerFlux, Inc.. The others authors declare that 
they have no competing interests.

Author details
1 Department of Biomedical Engineering, University of Alabama at Birming‑
ham, 1824 6th Avenue South, Wallace Tumor Institute, Room 630A, Birming‑
ham, AL 35294, USA. 2 Heersink School of Medicine, University of Alabama 
at Birmingham, Birmingham, AL 35233, USA. 3 O’Neal Comprehensive Cancer 
Center, University of Alabama at Birmingham, Birmingham, AL 35233, USA. 

Received: 12 January 2023   Accepted: 1 December 2023

References
 1. Carmeliet P, Jain RK. Angiogenesis in cancer and other diseases. Nature. 

2000;407(6801):249–57.
 2. Lugano R, Ramachandran M, Dimberg A. Tumor angiogenesis: causes, 

consequences, challenges and opportunities. Cell Mol Life Sci. 
2020;77(9):1745–70.

 3. Hanahan D, Weinberg RA. Hallmarks of cancer: the next generation. Cell. 
2011;144(5):646–74.

 4. Folkman J. Anti‑angiogenesis: new concept for therapy of solid tumors. 
Ann Surg. 1972;175(3):409–16.

 5. Swift MR, Weinstein BM. Arterial‑venous specification during develop‑
ment. Circ Res. 2009;104(5):576–88.

 6. Tonnesen MG, Feng X, Clark RA. Angiogenesis in wound healing. J Inves‑
tig Dermatol Symp Proc. 2000;5(1):40–6.

 7. Carmeliet P, Jain RK. Molecular mechanisms and clinical applications of 
angiogenesis. Nature. 2011;473(7347):298–307.

 8. Ruhrberg C, Gerhardt H, Golding M, Watson R, Ioannidou S, Fujisawa H, 
et al. Spatially restricted patterning cues provided by heparin‑binding 
VEGF‑A control blood vessel branching morphogenesis. Genes Dev. 
2002;16(20):2684–98.

 9. Potente M, Gerhardt H, Carmeliet P. Basic and therapeutic aspects of 
angiogenesis. Cell. 2011;146(6):873–87.

 10. Bentley K, Franco CA, Philippides A, Blanco R, Dierkes M, Gebala V, et al. 
The role of differential VE‑cadherin dynamics in cell rearrangement dur‑
ing angiogenesis. Nat Cell Biol. 2014;16(4):309–21.

 11. Adair TH, Montani JP. Angiogenesis. Integrated Systems Physiology: from 
Molecule to Function to Disease. San Rafael: Morgan & Claypool Life Sci‑
ences; 2010.

 12. Hellstrom M, Phng LK, Hofmann JJ, Wallgard E, Coultas L, Lindblom P, 
et al. Dll4 signalling through Notch1 regulates formation of tip cells dur‑
ing angiogenesis. Nature. 2007;445(7129):776–80.

 13. Bierhansl L, Conradi LC, Treps L, Dewerchin M, Carmeliet P. Central Role of 
Metabolism in Endothelial Cell Function and Vascular Disease. Physiology 
(Bethesda). 2017;32(2):126–40.

 14. Gjorevski N, Boghaert E, Nelson CM. Regulation of Epithelial‑Mesenchy‑
mal Transition by Transmission of Mechanical Stress through Epithelial 
Tissues. Cancer Microenvironment. 2012;5(1):29–38.

 15. Sewell‑Loftin MK, DeLaughter DM, Peacock JR, Brown CB, Baldwin HS, 
Barnett JV, et al. Myocardial contraction and hyaluronic acid mecha‑
notransduction in epithelial‑to‑mesenchymal transformation of endocar‑
dial cells. Biomaterials. 2014;35(9):2809–15.

 16. Melincovici CS, Bosca AB, Susman S, Marginean M, Mihu C, Istrate M, 
et al. Vascular endothelial growth factor (VEGF) ‑ key factor in normal and 
pathological angiogenesis. Rom J Morphol Embryol. 2018;59(2):455–67.

 17. Takahashi H, Shibuya M. The vascular endothelial growth factor (VEGF)/
VEGF receptor system and its role under physiological and pathological 
conditions. Clin Sci (Lond). 2005;109(3):227–41.

 18. Ruch C, Skiniotis G, Steinmetz MO, Walz T, Ballmer‑Hofer K. Structure of a 
VEGF‑VEGF receptor complex determined by electron microscopy. Nat 
Struct Mol Biol. 2007;14(3):249–50.

https://real-statistics.com/
https://doi.org/10.1186/s12915-023-01792-y
https://doi.org/10.1186/s12915-023-01792-y


Page 15 of 16Johnson et al. BMC Biology          (2023) 21:290  

 19. Koch S, Claesson‑Welsh L. Signal transduction by vascular endothe‑
lial growth factor receptors. Cold Spring Harb Perspect Med. 
2012;2(7):a006502.

 20. Kendall RL, Rutledge RZ, Mao X, Tebben AJ, Hungate RW, Thomas KA. 
Vascular endothelial growth factor receptor KDR tyrosine kinase activity 
is increased by autophosphorylation of two activation loop tyrosine 
residues. J Biol Chem. 1999;274(10):6453–60.

 21. Takahashi T, Yamaguchi S, Chida K, Shibuya M. A single autophospho‑
rylation site on KDR/Flk‑1 is essential for VEGF‑A‑dependent activation 
of PLC‑gamma and DNA synthesis in vascular endothelial cells. EMBO J. 
2001;20(11):2768–78.

 22. Lamalice L, Houle F, Jourdan G, Huot J. Phosphorylation of tyrosine 
1214 on VEGFR2 is required for VEGF‑induced activation of Cdc42 
upstream of SAPK2/p38. Oncogene. 2004;23(2):434–45.

 23. Testini C, Smith RO, Jin Y, Martinsson P, Sun Y, Hedlund M, et al. Myc‑
dependent endothelial proliferation is controlled by phosphotyrosine 
1212 in VEGF receptor‑2. EMBO Rep. 2019;20(11):e47845.

 24. Chen TT, Luque A, Lee S, Anderson SM, Segura T, Iruela‑Arispe ML. 
Anchorage of VEGF to the extracellular matrix conveys differential sign‑
aling responses to endothelial cells. J Cell Biol. 2010;188(4):595–609.

 25. Shalaby F, Rossant J, Yamaguchi TP, Gertsenstein M, Wu XF, Breitman 
ML, et al. Failure of blood‑island formation and vasculogenesis in Flk‑
1‑deficient mice. Nature. 1995;376(6535):62–6.

 26. Ribatti D. Tumor refractoriness to anti‑VEGF therapy. Oncotarget. 
2016;7(29):46668–77.

 27. Ribatti D. The inefficacy of antiangiogenic therapies. J Angiogenes Res. 
2010;2:27.

 28. Dey N, De P, Brian LJ. Evading anti‑angiogenic therapy: resist‑
ance to anti‑angiogenic therapy in solid tumors. Am J Transl Res. 
2015;7(10):1675–98.

 29. Sasich LD, Sukkari SR. The US FDAs withdrawal of the breast cancer 
indication for Avastin (bevacizumab). Saudi Pharm J. 2012;20(4):381–5.

 30. Miller B, Sewell‑Loftin MK. Mechanoregulation of Vascular Endothelial 
Growth Factor Receptor 2 in Angiogenesis. Front Cardiovasc Med. 
2021;8:804934. https:// doi. org/ 10. 3389/ fcvm. 2021. 804934.

 31. Han B, Bai XH, Lodyga M, Xu J, Yang BB, Keshavjee S, et al. Conver‑
sion of mechanical force into biochemical signaling. J Biol Chem. 
2004;279(52):54793–801.

 32. Martino F, Perestrelo AR, Vinarsky V, Pagliari S, Forte G. Cellular mecha‑
notransduction: from tension to function. Front Physiol. 2018;9:824.

 33. Ayad NME, Kaushik S, Weaver VM. Tissue mechanics, an important 
regulator of development and disease. Philos Trans R Soc Lond B Biol 
Sci. 2019;374(1779):20180215.

 34. LaValley DJ, Zanotelli MR, Bordeleau F, Wang W, Schwager SC, Reinhart‑
King CA. Matrix stiffness enhances VEGFR‑2 internalization, signal‑
ing, and proliferation in endothelial cells. Converg Sci Phys Oncol. 
2017;3:044001.

 35. Jin ZG, Ueba H, Tanimoto T, Lungu AO, Frame MD, Berk BC. Ligand‑inde‑
pendent activation of vascular endothelial growth factor receptor 2 by 
fluid shear stress regulates activation of endothelial nitric oxide synthase. 
Circ Res. 2003;93(4):354–63.

 36. Vion AC, Perovic T, Petit C, Hollfinger I, Bartels‑Klein E, Frampton E, et al. 
Endothelial cell orientation and polarity are controlled by shear stress and 
VEGF through distinct signaling pathways. Front Physiol. 2020;11:623769.

 37. Kauppila S, Stenback F, Risteli J, Jukkola A, Risteli L. Aberrant type I and 
type III collagen gene expression in human breast cancer in vivo. J Pathol. 
1998;186(3):262–8.

 38. Corsa CA, Brenot A, Grither WR, Van Hove S, Loza AJ, Zhang K, et al. The 
action of discoidin domain receptor 2 in basal tumor cells and stromal 
cancer‑associated fibroblasts is critical for breast cancer metastasis. Cell 
Rep. 2016;15(11):2510–23.

 39. Yamauchi M, Barker TH, Gibbons DL, Kurie JM. The fibrotic tumor stroma. J 
Clin Invest. 2018;128(1):16–25.

 40. Zanotelli MR, Reinhart‑King CA. Mechanical forces in tumor angiogenesis. 
Adv Exp Med Biol. 2018;1092:91–112.

 41. Padera TP, Stoll BR, Tooredman JB, Capen D, di Tomaso E, Jain RK. 
Pathology: cancer cells compress intratumour vessels. Nature. 
2004;427(6976):695.

 42. Stylianopoulos T, Martin JD, Snuderl M, Mpekris F, Jain SR, Jain RK. 
Coevolution of solid stress and interstitial fluid pressure in tumors 

during progression: implications for vascular collapse. Cancer Res. 
2013;73(13):3833–41.

 43. Sewell‑Loftin MK, Bayer SVH, Crist E, Hughes T, Joison SM, Longmore GD, 
et al. Cancer‑associated fibroblasts support vascular growth through 
mechanical force. Sci Rep. 2017;7(1):12574.

 44. Alcoser TA, Bordeleau F, Carey SP, Lampi MC, Kowal DR, Somasegar S, 
et al. Probing the biophsyical properties of primary breast tumor‑derived 
fibroblasts. Cell Mol Bioeng. 2015;8(1):76–86.

 45. Polacheck WJ, Li R, Uzel SG, Kamm RD. Microfluidic platforms for mecha‑
nobiology. Lab Chip. 2013;13(12):2252–67.

 46. Park YK, Tu TY, Lim SH, Clement IJM, Yang SY, Kamm RD. In vitro microves‑
sel growth and remodeling within a three‑dimensional microfluidic 
environment. Cell Mol Bioeng. 2014;7(1):15–25.

 47. Shirure VS, George SC. Design considerations to minimize the impact of 
drug absorption in polymer‑based organ‑on‑a‑chip platforms. Lab Chip. 
2017;17(4):681–90.

 48. Sewell‑Loftin MK, Katz JB, George SC, Longmore GD. Micro‑strains in the 
extracellular matrix induce angiogenesis. Lab Chip. 2020;20(15):2776–87.

 49. Moya ML, Alonzo LF, George SC. Microfluidic device to culture 3D in vitro 
human capillary networks. Methods Mol Biol. 2014;1202:21–7.

 50. Pranda MA, Gray KM, DeCastro AJL, Dawson GM, Jung JW, Stroka KM. 
Tumor cell mechanosensing during incorporation into the brain micro‑
vascular endothelium. Cell Mol Bioeng. 2019;12(5):455–80.

 51. LaValley DJ, Zanotelli MR, Bordeleau F, Wang W, Schwager SC, Reinhart‑
King CA. Matrix stiffness enhances VEGFR‑2 internalization, signaling, and 
proliferation in endothelial cells. Converg Sci Phys Oncol. 2017;3:044001.

 52. Shay‑Salit A, Shushy M, Wolfovitz E, Yahav H, Breviario F, Dejana E, et al. 
VEGF receptor 2 and the adherens junction as a mechanical transducer in 
vascular endothelial cells. Proc Natl Acad Sci U S A. 2002;99(14):9462–7.

 53. Chen TT, Luque A, Lee S, Anderson SM, Segura T, Iruela‑Arispe ML. 
Anchorage of VEGF to the extracellular matrix conveys differential signal‑
ing responses to endothelial cells. J Cell Biol. 2010;188(4):595–609.

 54. Martinez A, Buckley M, Scalise CB, Katre AA, Dholakia JJ, Crossman D, 
et al. Understanding the effect of mechanical forces on ovarian cancer 
progression. Gynecol Oncol. 2021;162(1):154–62.

 55. Jalali S, Li YS, Sotoudeh M, Yuan S, Li S, Chien S, et al. Shear stress activates 
p60src‑Ras‑MAPK signaling pathways in vascular endothelial cells. Arte‑
rioscler Thromb Vasc Biol. 1998;18(2):227–34.

 56. Labrecque L, Royal I, Surprenant DS, Patterson C, Gingras D, Beliveau R. 
Regulation of vascular endothelial growth factor receptor‑2 activ‑
ity by caveolin‑1 and plasma membrane cholesterol. Mol Biol Cell. 
2003;14(1):334–47.

 57. Gavard J, Gutkind JS. VEGF controls endothelial‑cell permeability by 
promoting the beta‑arrestin‑dependent endocytosis of VE‑cadherin. Nat 
Cell Biol. 2006;8(11):1223–34.

 58. Harris KF, Shoji I, Cooper EM, Kumar S, Oda H, Howley PM. Ubiquitin‑
mediated degradation of active Src tyrosine kinase. Proc Natl Acad Sci U S 
A. 1999;96(24):13738–43.

 59. de Castro LF, Maycas M, Bravo B, Esbrit P, Gortazar A. VEGF Receptor 2 
(VEGFR2) Activation Is Essential for Osteocyte Survival Induced by Mecha‑
notransduction. J Cell Physiol. 2015;230(2):278–85.

 60. Meyer RD, Sacks DB, Rahimi N. IQGAP1‑dependent signaling pathway 
regulates endothelial cell proliferation and angiogenesis. PLoS ONE. 
2008;3(12):e3848.

 61. Folberg R, Hendrix MJ, Maniotis AJ. Vasculogenic mimicry and tumor 
angiogenesis. Am J Pathol. 2000;156(2):361–81.

 62. Shirure VS, Lezia A, Tao A, Alonzo LF, George SC. Low levels of physiologi‑
cal interstitial flow eliminate morphogen gradients and guide angiogen‑
esis. Angiogenesis. 2017;20(4):493–504.

 63. Ghaffari S, Leask RL, Jones EAV. Blood flow can signal during angiogenesis 
not only through mechanotransduction, but also by affecting growth 
factor distribution. Angiogenesis. 2017;20(3):373–84.

 64. Alspach E, Flanagan KC, Luo X, Ruhland MK, Huang H, Pazolli E, et al. 
p38MAPK plays a crucial role in stromal‑mediated tumorigenesis. Cancer 
Discov. 2014;4(6):716–29.

 65. Fong TA, Shawver LK, Sun L, Tang C, App H, Powell TJ, et al. SU5416 is 
a potent and selective inhibitor of the vascular endothelial growth 
factor receptor (Flk‑1/KDR) that inhibits tyrosine kinase catalysis, tumor 
vascularization, and growth of multiple tumor types. Cancer Res. 
1999;59(1):99–106.

https://doi.org/10.3389/fcvm.2021.804934


Page 16 of 16Johnson et al. BMC Biology          (2023) 21:290 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 66. Ye C, Sweeny D, Sukbuntherng J, Zhang Q, Tan W, Wong S, et al. Distribu‑
tion, metabolism, and excretion of the anti‑angiogenic compound 
SU5416. Toxicol In Vitro. 2006;20(2):154–62.

 67. Ewan LC, Jopling HM, Jia H, Mittar S, Bagherzadeh A, Howell GJ, et al. 
Intrinsic tyrosine kinase activity is required for vascular endothelial 
growth factor receptor 2 ubiquitination, sorting and degradation in 
endothelial cells. Traffic. 2006;7(9):1270–82.

 68. Alsberg E, Feinstein E, Joy MP, Prentiss M, Ingber DE. Magnetically‑guided 
self‑assembly of fibrin matrices with ordered nano‑scale structure for 
tissue engineering. Tissue Eng. 2006;12(11):3247–56.

 69. Moya ML, Hsu YH, Lee AP, Hughes CC, George SC. In vitro perfused 
human capillary networks. Tissue Eng Part C Methods. 2013;19(9):730–7.

 70. Preibisch S, Saalfeld S, Tomancak P. Globally optimal stitching of tiled 3D 
microscopic image acquisitions. Bioinformatics. 2009;25(11):1463–5.

 71. Zudaire E, Gambardella L, Kurcz C, Vermeren S. A computational tool for 
quantitative analysis of vascular networks. PLoS ONE. 2011;6(11):e27385.

 72. Carrion B, Janson IA, Kong YP, Putnam AJ. A safe and efficient method 
to retrieve mesenchymal stem cells from three‑dimensional fibrin gels. 
Tissue Eng Part C Methods. 2014;20(3):252–63.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.


	Biomechanical stimulation promotes blood vessel growth despite VEGFR-2 inhibition
	Abstract 
	Background 
	Results 
	Conclusions 

	Background
	Results
	VEGFR-2 inhibition alters VEGFR-2 expression and phosphorylation
	Uniaxial strain with VEGF causes increased VEGFR-2 phosphorylation in ECs
	Mechanical strain alters Src expression
	Strain in 3D fibrin gels alters vasculogenesis
	Strain in microfluidic devices promotes angiogenesis

	Discussion
	Alterations in VEGFR-2 phosphorylation due to mechanical strain
	Increased mechanoactivation of VEGFR-2 downstream factors
	Angiogenesis upregulation promoted by VEGFR-2 as a mechanoreceptor

	Conclusions
	Methods
	Cell culture
	Magnetic bead preparation
	3D fibrin ring assay
	Microfluidic device studies
	Immunofluorescence staining and imaging
	Flexcell studies
	Nattokinase
	Western blot
	Statistical analysis

	Anchor 28
	Acknowledgements
	References


