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Abstract: In Notch signaling, the Jagged1-Notch3 ligand-receptor pairing is implicated for regulating
the phenotype maturity of vascular smooth muscle cells. However, less is known about the role of
Jagged1 presentation strategy in this regulation. In this study, we used bead-immobilized Jagged1 to
direct phenotype control of primary human coronary artery smooth muscle cells (HCASMC), and
to differentiate embryonic multipotent mesenchymal progenitor (10T1/2) cell towards a vascular
lineage. This Jagged1 presentation strategy was sufficient to activate the Notch transcription factor
HESI and induce early-stage contractile markers, including smooth muscle «-actin and calponin
in HCASMCs. Bead-bound Jaggedl was unable to regulate the late-stage markers myosin heavy
chain and smoothelin; however, serum starvation and TGF1 were used to achieve a fully contractile
smooth muscle cell. When progenitor 10T1/2 cells were used for Notch3 signaling, pre-differentiation
with TGFP1 was required for a robust Jagged1 specific response, suggesting a SMC lineage commit-
ment was necessary to direct SMC differentiation and maturity. The presence of a magnetic tension
force to the ligand-receptor complex was evaluated for signaling efficacy. Magnetic pulling forces
downregulated HES1 and smooth muscle x-actin in both HCASMCs and progenitor 10T1/2 cells.
Taken together, this study demonstrated that (i) bead-bound Jagged1 was sufficient to activate Notch3
and promote SMC differentiation/maturation and (ii) magnetic pulling forces did not activate Notch3,
suggesting the bead alone was able to provide necessary clustering or traction forces for Notch ac-
tivation. Notch is highly context-dependent; therefore, these findings provide insights to improve
biomaterial-driven Jagged1 control of SMC behavior.
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1. Introduction

Notch signaling is critical in vascular development including angiogenesis, vasculo-
genesis, tip-stalk cell patterning and arterial specification [1-3]. Furthermore, irregular
Notch ligand-receptor patterning in vascular tissues has been prevalent after injury [4].
In the vasculature, Notch has also been associated with disease states and disease pro-
gression. Atherosclerosis has been directly linked to Notch dysregulation, associated with
phenotype switching and abnormal distribution profiles in plaque [5-7]. Thus, Notch
signaling has been proposed as a novel therapeutic target for the vasculature and smooth
muscle cell (SMC) control. Notch is an evolutionarily conserved pathway that seems
simple at first glance; however, it is extremely diverse in its effect. Notch is regulated
by cell-to-cell interactions with transmembrane proteins of the Jagged (Jagged1, Jagged?2)
or Delta-like (DIl, D113, D114) family of ligands that interact with transmembrane Notch
receptors (Notch 1-4). Unlike other enzymatically amplified signaling pathways, Notch
signaling relies on ligand-receptor stoichiometric interactions, and imbalances may inhibit
or dysregulate the pathway [8]. Different Notch ligand-receptor binding combinations
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result in distinct roles in tissue development and repair, indicating the context depen-
dent behavior in various cell and tissue types. The Jagged1-Notch3 pairing is especially
important in regulating vascular tone, differentiation, and phenotype control [9-12].

Modulation of Notch signaling can be challenging as there are many complex integrat-
ing factors. Notch can be controlled by delivery of Notch components, spatial cues, temporal
cues, the surrounding microenvironment (e.g., flow systems, strain application) [13] and
signaling cross-talks (e.g., TGF(3, BMP) [14,15]. Additionally, the Notch “pulling model”
suggests that a force is needed for Notch activation and that the Notch regulatory region
(NRR) acts as a force sensor that can be unfolded by a threshold force generated across
the ligand/receptor bridge. This is hypothesized to be provided by endocytosis in the
signal sending cell [8,16], but is controversial, and other factors including clustering may
be responsible for Notch activation [17-19]. Force measurements using DIl1 immobilized
tension gauge tethers (TGT) have been used to quantify this force [20,21]. Additionally,
force application via magnetic tweezers has provided a pulling force on Dll4-tethered beads
bound to Notch receptors, proven necessary for signal activation [22]. The investigation
into force has not been extended beyond DII1 and Dll4 ligands. Consequently, the effects of
molecular force application are unclear for Jagged-type ligands.

The role of endothelial-driven Jagged1 signaling has been extensively studied [23-25],
but in damaged or diseased vessels, this signal is often lost or missing. Given the heterotypic
and contact-dependent role of Notch, loss of Jagged1 can cause dysregulation. Therefore,
there is an increasing need in regenerative medicine and tissue engineering approaches
to create functional cell-directing biomaterials to recover lost function within dysfunctional
tissues. Integration of these complex cellular processes discussed above into biomaterial-based
systems is necessary, and the delivery strategy for signal control of Jagged1 is critical.

Previous studies have demonstrated a requirement for Jagged1 immobilization to
a material to activate Notch signaling [26-30]. For example, Jagged1 immobilized to an os-
teoconductive polymer was needed to control osteoblast differentiation [31] and Jagged1
immobilized hydrogels created a perivascular switch in mesenchymal stem cell fate [32].
In terms of the presentation strategy, indirect binding of a recombinant Jagged1/Fc to
a substrate was more effective than direct binding [33]. In view of these considerations,
understanding Notch signaling and the factors that influence Notch modulation are im-
portant to improve vascular therapies or create vascular substitutes that more accurately
mimic native tissues. Thus, we aim to develop a strategy to deliver Jagged1 to control
vascular tone and vascular differentiation in the absence of an endothelial cell (EC) signal.

2. Materials and Methods
2.1. Smooth Muscle Cell and 10T1/2 Cell Culture

Human coronary artery smooth muscle cells (HCASMCs) (passages 4-11) were main-
tained in Smooth Muscle Cell Growth Medium 2 BulletKit (SmGM-2, Lonza, Walkersville,
MD, USA). Non-differentiated embryonic multipotent mesenchymal progenitor cell line
(10T1/2 cells) (ATCC, Gaithersberg, MD, USA) were maintained in Dulbecco’s modified
Eagle’s medium (DMEM, Thermo Fisher, Waltham, MA, USA) supplemented with 5% fetal
bovine serum (FBS) (Thermo Fisher, Waltham, MA, USA) and 1% penicillin/streptomycin
by volume. Cells were pre-differentiated towards a vascular lineage with transform-
ing growth factor beta-1 (TGFf31, Abcam, Cambridge, MA, USA) for a period of 3 days.
Both undifferentiated and pre-differentiated 10T1/2 cells were used. All cells were main-
tained in a humidified incubator at 5% CO; and 37 °C and passaged when they reached
80% confluence. Media changes were regularly performed according to the cell-specific
supplier’s recommendations.

2.2. HCASMC Serum Starvation

Cover slides were coated with 0.1% gelatin for 1 h at 37 °C. HCASMCs were seeded at
2500 cells/cm?, then treated when cells reached 50% confluency. Cells were cultured in
SmGM-2 as a control, in serum-free Dulbecco’s modified Eagles Medium (DMEM, Thermo
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Fisher, Waltham, MA, USA), or serum-free DMEM with soluble TGFf1 (2 ng/mL). After
72 h, cells were fixed, stained, and imaged with a confocal microscope.

2.3. Jagged1/Fc Protein Bead Immobilization and Notch-Directed SMC Response

Protein G DynabeadsTM (Thermo Fisher, Ottawa, ON, Canada) were washed with
phosphate-buffered saline (PBS; pH 7.4, 0.02% Tween). 2.5 pug of human Jagged1/Fc chimera
protein (R&D Systems, Minneapolis, MN, USA) (reconstituted in PBS at 200 pg/mL) was
added to the bead suspension per mL of cell culture media, and incubated for 10 min under
rotation at room temperature (Scheme shown in Figure 1A). Jagged1 beads were washed
with PBS to remove loosely bound and soluble Jagged1. Jagged1 beads were resuspended
in PBS and added to cell cultures at a concentration of 200 beads/cell. HCASMCs, undif-
ferentiated 10T1/2 and pre-differentiated 10T1/2 cells were seeded on 24-well plates or
on fibronectin (FN) coated cover slides and incubated for 48 h to allow cell attachment.
Cells were treated with Protein G beads (200 beads/cell), soluble Jaggedl (2.5 ug/mL),
or Jaggedl immobilized beads (2.5 pg/mL, 200 beads/cell), to determine the effects of
Jagged1 delivery on SMC response. Pre-treatment of cells overnight with 10 uM DAPT
(Sigma-Aldrich, Milwaukee, WI, USA) was also added to cultures to inhibit Notch signaling.
After overnight incubation, the media was exchanged, then cells were treated with Jagged1
beads (2.5 pg/mL, 200 beads/cell) in combination with 10 uM DAPT. Cells cultured alone
were used as controls for these experiments. Cells were analyzed by RT-qPCR, western blot,
and immunofluorescence microscopy.

2.4. HCASMC-Jagged1-TGFB1 Cross-Talk

Cells seeded on 24-well plates at a density of 50,000 cells/well were cultured for
48 h to attach and spread. Cells were treated with bead-immobilized Jagged1 (2.5 ug/mL,
200 beads/cell), and TGFfp1 (2 ng/mL) and Notch signaling was inhibited with DAPT
(10 uM). Combination treatments were used to explore cross-talk and synergistic actions.
Gene and protein expression levels were measured using RT-qPCR and immunofluores-
cence microscopy.

2.5. Jagged1-Notch3 Magnetic Tweezer Assay

HCASMC:s or pre-differentiated 10T1/2 cells were seeded on flat-bottom 96-well
plates at a density of 10,000 cells/well for 48 h. Bead-immobilized Jagged1 (2.5 pg/mL,
200 beads/cell) were added to the cultures and left overnight to allow for receptor-ligand
binding. A 96-cylindrical magnet plate (Alpaqua Engineering, Beverly, MA, USA) (shown
in Figure 5A) was positioned over the 96-well plate to apply an upward force to the
magnetic beads tethered to Notch receptors on the cell surface, corresponding to 1 magnet
per well. The distance vs. magnet force curve was used per Reference [22] to understand
force magnitudes. Cells were cultured for 3 days, with or without the magnet. To explore
various force magnitudes, the distance between the cell surface and the magnet was
increased by dispensing 100 pL Sylgard 184 Silicone Elastomer pre-polymer and the curing
agent (20:1) (PDMS, Part A and B, Ellsworth Adhesive Chemical Co., Germantown, WI,
USA) mixture per well. The well height can be varied using various volumes of PDMS
to achieve an array of force magnitudes (see Figure 5B for a schematic). The PDMS was
cured overnight at 37 °C and was sterilized with 70% ethanol at RT for 1 h, followed by FN
G ug/ cm?) surface treatment for 1 h. Cells were cultured with bead-bound Jaggedl and
the magnet plate. Gene expression levels were determined 3 days later using RT-qPCR.

2.6. RNA Isolation and gPCR Analysis

Total RNA was isolated from HCASMC and 10T1/2 2D cell cultures using Trizol
Reagent (Thermo Fisher, Ottawa, ON, Canada)), following the manufacturer’s instruction.
1 pg of total RNA was used to synthesize cDNA using M-MLV reverse transcriptase
kit (Promega, Madison, WI, USA) using the supplier’s protocol. Real-time quantitative
PCR (RT-gPCR) was conducted in 10 pL reaction volumes, using a Chromo4 Real-time
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C1000 Touch Thermal Cycler (Bio-Rad, Mississauga, ON, Canada). Gene expression of
human Jagged1, Notch3, HES1, SM-a-actin (Acta2), calponin (Cnnl), myosin heavy chain
(Myh11), and glyceraldehyde- 3-phosphate dehydrogenase (GAPDH, reference gene) were
determined with iQTM SYBR® Green Supermix (ThermoScientific, Rockford, IL, USA)
according to the recommended protocol of the manufacturer. The qPCR reactions were
carried out in a CFX96 Real-Time thermal cycler (Bio-Rad, Mississauga, ON, Canada).
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Figure 1. Bead-bound Jagged1 directs HCASMC contractile gene and protein expression. (A) Schematic drawing of Jagged1
affinity immobilization and bead-bound Jagged1 co-culture with HCASMCs. (B) Schematic drawing of DAPT inhibition
of the y-secretase intracellular cleavage, stopping the NICD from translocating to the nucleus. The effect of soluble and
bead-bound Jaggedl was investigated, and a Notch-specific response was determined using 10 uM DAPT as Notch inhibitor.
The control cells are untreated HCASMCs cultured in SmGM-2. (C-F) Gene expression of HES1, Acta2, Cnnl, and Myhl11.
(G) Representative Western blots of Jagged1, SM-Actin, and Calponin and the corresponding quantified band intensities.
All data are normalized to the control and presented as the mean + SD, n = 3. * indicates significance from the control, and
# indicates significant downregulation from the Jagged1 treatment group at p < 0.05, ns indicates no statistical significance.

2.7. Immunofluorescence Microscopy

HCASMC:s, or 10T1/2 cells seeded on fibronectin (FN, Santa Cruz Biotech, Dallas, TX,
USA, 5 ug/cm?) coated cover slides were treated according to the experimental plan. After
3 days, cells were washed with PBS and fixed using a 4% solution of paraformaldehyde
(EMD Chemicals, Gibbstown, NJ) for 15 min. Next, cells were permeabilized in 0.5%
(v/v) Tritonx-100 in PBS for another 15 min and blocked with 5% BAS in PBS-T for 1 h.
Blocking solution was aspirated and 100 pL of the appropriate antibodies (mouse anti-
Acta? (1:100), mouse anti-calponinl/2/3 (1:100), rabbit anti-smoothelin, (1:100), mouse
anti-Myh11(1:100)) (Santa Cruz Biotech, Dallas, TX, USA) in 5% BSA PBS-T covered in the
fridge overnight at 4 °C. Cells were washed, and then, incubated with the corresponding
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secondary antibody Alexa-488 conjugated goat anti-mouse and Alexa-594 conjugated
goat anti-rabbit (1:150) in 5% BSA PBS-T for 1 h. at RT for primary antibody detection.
4’ 6-Diamidino-2-phenylindole (DAPI; 300 nmol in PBS) was used to visualize cell nuclei,
and F-actin was stained with Alexa™ Fluor 594-conjugated phalloidin (1:100). A LSM
510 confocal microscope (Carl-Zeiss, Toronto, ON, Canada) was used to image the cells.
Quantification of protein fluorescence intensity was performed using Image] software
(version 1.52q, National Institutes of Health, Bethesda, MD, USA), and data was normalized
to the control fluorescence expression.

2.8. Western Blotting

HCASMCs and 10T1/2 cells seeded on 6-well plates were treated for 3 days as de-
scribed above. Cells were lysed in 150 pL of ice-cold NP-40 Lysis buffer containing a pro-
tease inhibitor cocktail (Roche Diagnostics, Mannheim, Germany), to extract whole cell
lysate. Protein concentrations were determined using a Pierce BCA protein 562 nm colori-
metric protein assay (Pierce™ 562-nm Protein Assay Kit, ThermoScientific, Rockford, IL,
USA) according to the manufacturer’s instructions. An amount of 20-50 ug of protein was
loaded and separated by 10% sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) for 1 h and, subsequently, transferred onto a nitrocellulose membrane. Trans-
fer efficiency and homogeneous loading were assessed by Ponceau S stain. Membranes
were then blocked with 5% non-fat dry milk in 1XPBS for 1 h prior to incubating with
primary antibodies: anti-SM «-actin (1:1000 dilution), anti-calponinl/2/3 (1:1000 dilution),
anti-Jagged1 (1:200 dilution), anti-Notch3 (1:200 dilution) (all from Santa Cruz Biotech,
Dallas, TX, USA), and anti-GAPDH (1:5000 dilution) (Temecula, CA, USA) overnight at
4 °C. The blots were probed with HRP-conjugated secondary antibodies for 1 h followed
by the ECL detection (SuperSigna1®West, Pierce, ThermoScientific, Rockford, IL, USA).
Bio-Rad’s ChemiDoc™ XRS+ System was used to image the membranes and blots were
quantified using Image Lab software (version 4.1, Bio-Rad, Hercules, CA, USA).

2.9. Statistical Analysis

Data are presented as the normalized means to the control sample & SD. Statistical
significance was calculated either using student’s ¢-test or one-way ANOVA followed by
Tukey’s post hoc test to compare differences between groups. Values of p < 0.05 were
considered to be statistically significant.

3. Results
3.1. The Effect of Bead-Bound Jagged1 as a Surrogate for Endothelial-Bound Jagged1 for Notch
Activation in HCASMCs

Since Notch signaling is context-dependent, the presentation of Jaggedl to SMCs
is important to control cellular behavior. In this study, we assessed the presentation of
Jaggedl in its soluble and bead-immobilized form to stimulate the Notch3 receptor on
HCASMCs (Scheme shown in Figure 1A). The Jagged1 binding capacity to Protein G beads
was determined using the wash fractions, and HCASMC response was analyzed with
increased Jagged1 concentration up to 5 ug (Figure S1). 2.5 ug was sufficient to induce
contractile gene expression and used exclusively moving forward. DAPT, a Notch specific
inhibitor, prevents cleavage of the NICD, as shown schematically in Figure 1B. This was used
to demonstrate Notch cause and effect. Various SMC and Notch signaling markers were
probed (Figure 1C-F); HES1 indicates activation of Notch signaling, Acta2 and Cnn1 are early-
and mid-stage differentiation markers, and Myh11 is a late-stage differentiation marker.

Bead-bound but not soluble Jagged1 increased Notch activation as shown by HES1
expression (Figure 1C). Furthermore, bead-bound Jaggedl caused an upregulation of
early /mid-stage smooth muscle-specific markers Acta2 and Cnnl, indicating increased
expression of functional contractile SMC markers (Figure 1D,E). This data demonstrated
a requirement for tethering of Jagged1 to the bead surface to induce Jagged1-directed Notch
signaling in HCASMCs. Cells treated with bead-bound Jagged1 or its soluble form did not
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respond with increased Myh11 expression, suggesting Myh11 might not be regulated by
Notch signaling (Figure 1F).

DAPT was used to inhibit Notch signaling and was able to significantly attenuate
the bead-bound Jagged1 induced gene response, suggesting a direct cause and effect of
Notch signaling and gene expression. VSMC protein expression was consistent with the
gene expression data as demonstrated by Western blot (Figure 1G). Protein expression
was also used to evaluate the effect of Jaggedl delivery on ligand-receptor expression.
Bead-bound Jagged1 upregulated Jagged1 ligand expression in the signal-receiving cell
(Figure 1G). Induced expression of Jagged1 in the signal-receiving cell is important to
initiate the positive feedback loop and drive signal propagation through lateral induction
radially through the vascular wall to pattern the artery wall and control phenotype [34,35].

Consistent with the gene expression and Western blot data (Figure 1D,G), the im-
munofluorescence staining of x-smooth muscle actin (SM-Actin) demonstrated comple-
mentary evidence that the use of bead-bound Jaggedl could control SMC phenotype
(Figure 2A). Similarly, in agreement with the gene expression data (Figure 1F), bead-bound
Jagged1 had no significant influence on myosin heavy chain (MHC) expression (Figure 2B).
MHC is an important contractile protein in mature SMCs; therefore, other factors may be
required for this late-stage marker expression.

In order to evaluate the expression of the late-stage SMC markers smoothelin (SMTN)
and MHC, we tested the role of serum starvation. Serum starvation has previously been shown
to induce the phenotypic change in vascular smooth muscle cells from a de-differentiated state
to a fully contractile, elongated, and spindle-shaped morphology with elevated myofilament
density [36]. To evaluate this, HCASMCs cultured to sub-confluence were serum-starved
for 72 h. The addition of 2 ng/mL transforming growth factor-beta (TGF{31) was also used
to further induce a contractile phenotype. As shown in Figure 2C-E, serum-starvation
of HCASMCs was able to significantly stimulate protein expression of Cnnl/2/3. Serum-
starvation was also able to stimulate SMTN and MHC, which were not achieved with Jagged1
beads alone. When serum starvation was combined with the addition of TGFf1, another
known contractile phenotype inducer, its effect was significantly higher than serum starvation
alone. It was evident from these studies that bead-bound Jagged1 alone was not sufficient
in driving HCASMCs towards their mature contractile phenotype. Thus, co-presentation of
other factors may be needed.

3.2. Co-Presentation of Jagged1 and TGFp1 to Enhance SMC Maturity

TGEFp signaling components have been shown to be upregulated at the site of vascular
injury, implicated in extracellular matrix accumulation, and VSMC proliferation, migration,
and differentiation [37,38]. As demonstrated in Figure 2D,E, late-stage contractile marker
expression of SMTN and MHC were upregulated using TGFf1. Figure 3 shows the effect of
bead-bound Jagged1l and soluble TGF{31 ligands co-presentation on HCASMC phenotype.
Due to the prominent response of both ligands in Notch activation, SMC phenotype control,
and supporting evidence from literature [15,39], we hypothesized that these ligands could
work co-operatively as co-regulators of SMCs. In fact, specific direct protein interactions
have linked Notch and TGFf signaling, by which the NICD acts co-operatively with Smad
2/3 as an intracellular transducer of TGFf3 signaling [40] as depicted in Figure 3A.

In view of the above, we investigated the relative HEST expression of HCASMCs in
response to bead-bound Jaggedl and TGF(1 (Figure 3B1-B4). While bead-bound Jagged1
enhanced significant Notch activation (HES1) when compared to TGFf31, TGFf1 alone
was still able to activate Notch through HESI, hinting at pathway cross-talk. Both Jagged1
and TGFf1 ligands significantly upregulated SMC contractile markers Acta2 and Cnnl;
however, the effect of TGFB1 was stronger. Notably, TGFf31 was able to significantly
upregulate Myhll, which was not seen by bead-bound Jagged1 (Figure 3B4), while in-
creased Cnnl expression by both ligands was observed using immunofluorescent imaging
(Figure 3C,C1,C2).
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A link between Jagged1 and TGFf31 signaling was established using DAPT, a gamma-
secretase inhibitor. DAPT significantly attenuated HES1, Acta2, and Cnnl in HCASMCs
cultured with bead-bound Jagged1 or TGFf31 (Figure 3B1-B3). DAPT inhibits the gamma-
secretase cleavage of Notch; thus, to attenuate TGF(31 signaling, intracellular components
such as Smad3 must be affected by the inhibited Notch intracellular domain. Additionally,
co-delivery of both ligands had a significantly increased expression of HES1, Acta2, Cnnl
and Myhll expression, suggesting an additive or synergistic relationship superior to
delivery of an individual ligand. Overall, we have demonstrated a combination approach
with a high potential to modulate SMC phenotype control.
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Figure 2. Immunofluorescence microscopy of Jagged1-directed SMC marker protein expression and the effect of serum
starvation on late-stage contractile protein expression of HCASMC. Immunofluorescence images comparing the effect of
soluble and bead-bound Jagged1 on (A) SM-Actin, and (B) MHC are shown. Scale bar = 50 um. The bar graphs shown to
the right of Figures A and B are the corresponding integrated density fluorescence quantification presented as mean + SD
(n =5). The control cells in Figures A and B are HCASMCs cultured in SmGM-2. Immunofluorescence staining for the effect
of serum starvation and TGF1 (2 ng/mL) on the SM-specific protein expression of (C) Cnn1/2/3, (D) SMTN, and (E) MHC.
Scale bar = 20 um. The bar graphs below are the corresponding integrated density fluorescent quantifications presented
as mean + SD (n = 15). The control cells are HCASMCs cultured in DMEM supplemented with 5% serum. * indicates
significance at p < 0.05, ns indicates no statistical significance.
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Figure 3. Convergence in Notch and TGFf signaling induced a mature contractile HCASMC phenotype. (A) Scheme for
Notch and TGFp signaling convergence (proposed in the literature, Ref [40]). The NICD co-operatively interacts with
Smad 2/3, an intracellular transducer of TGFf31, influencing the regulation of downstream targets. (B1-B4) HCASMCs
were treated for 3 days with 2.5 pg/mL bead-bound Jagged1 or 2 ng/mL TGFp1. Cells were also treated in combination
with the Notch inhibitor DAPT (described in the methods) for possible signal convergence between Notch and TGFp1.
Gene expression levels of HES1, Acta2, Cnnl, and Myhl1 are shown. Data are presented as the normalized mean + SD,
n = 6. * Indicates significance from the control cells, + indicates significant downregulation from the Jagged1 treatment
group, and ++ indicates significant downregulation from the TGF1 treatment group at p < 0.05 (ns = not significant).
(C) Immunofluorescence staining of HCASMCs treated with bead-bound Jaggedl and TGFf1 stained for calponin 1,2,3 and
smoothelin. Scale bar = 50 um. (C1,C2) Fluorescence intensity quantifications are presented as the normalized mean to
the control £ SD. * indicates significance from the control, and # indicates significant downregulation from the Jagged1
treatment group. Control cells were untreated HCASMCs cultured in SmGM-2. ns indicates no statistical significance.

3.3. Notch Activation in Embryonic Multipotent Mesenchymal Cells and Their Differentiation
towards a Vascular Smooth Muscle Cell Lineage

The foregoing studies showed the ability of bead-bound Jagged1 to drive cultured
HCASMCs towards a fully differentiated contractile phenotype. However, HCASMCs are
not readily available for engineering vascular tissues due to their limited proliferation and
the difficulty of harvesting autologous cells from patients. As an alternative, progenitor cell
lines with a robust growth rate can be used to engineer a model tissue. Although progenitor
cell lines from mice cannot be used to engineer a clinically relevant tissue, these cells are
useful to study if Jagged1 is involved in the vascular differentiation of progenitor cells.
Therefore, we investigated the effects of bead-bound Jagged1 to control vascular smooth
muscle differentiation of mouse embryonic multipotent mesenchymal progenitor cells
(10T1/2 cells). TGFf31 has been reported to direct 10T1/2 cells towards a smooth muscle
cell lineage [41]. New to the current study is the influence of bead-bound Jagged1 to induce
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vascular smooth muscle cells. Soluble Jagged1 did not influence 10T1/2 cell vascular
linage commitment (Figure S2), again demonstrating a need for its immobilization. The
effect of bead-bound Jaggedl was investigated in two different approaches: (i) exposing
undifferentiated 10T1/2 cells to bead-immobilized Jagged1, and (ii) pre-differentiating
10T1/2 cells towards a vascular lineage with 2 ng/mL TGF{1 and then treating them with
bead-immobilized Jagged1 to induce a contractile phenotype (Figure 4).
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Figure 4. Bead-bound Jagged1 directs maturation of pre-differentiated 10T1/2 progenitor cells to contractile vascular
smooth muscle cells. (A) Undifferentiated and pre-differentiated 10T1/2 cells were treated with bead-immobilized Jagged1.
Gene expression of HES1, Notch3, Acta2, Cnnl, and Myhll were quantified. Data presented as the mean + SD (n = 3).
* indicate significance at p < 0.05. (B) Pre-differentiated cells were treated with DAPT, and the gene expression levels of
HES1, Notch3, Acta2, Cnnl, and Myh11 were quantified. Data presented as the mean + SD (n = 3). * indicates significant
attenuation of Jagged1 at p < 0.05. (C) Immunofluorescence imaging showing the expression levels of SM-Actin, Calponin,
and MHC in undifferentiated and pre-differentiated 10T1/2 cells. Scale bar = 20 um. Red channel: F-Actin, Blue channel:
DAPI, Green channel: SM-Actin, calponinl,2,3, and MHC. (D) Western blot of Acta2 and Cnn1/2/3 in undifferentiated and
pre-differentiated 10T1/2 cells.

Although bead-bound Jagged1 upregulated HESI and the Notch3 receptor expression
in the undifferentiated 10T1/2 cells, indicating Notch3 activation, it failed to upregulate
functional SMC genes Acta2, Cnnl while only modestly upregulated Myhl11. In contrast,
pre-differentiation of 10T1/2 cells was required to induce robust expression of these SMC
markers with significant fold increases (Figure 4A). Thus, prior lineage commitment was
needed for bead-bound Jagged]1 to be an effective differentiation agent. A Notch inhibitor
DAPT was used to show cause and effect (Figure 4B,D). As presented in Figure 4B, the
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specificity of DAPT is demonstrated by the significant downregulation of Hes1, a down-
stream target of Notch signaling. In response to DAPT treatment, Acta2 and Cnnl genes
were significantly downregulated, suggesting that these genes are downstream targets of
the Notch signaling. Consistent with Figures 1F, 2B, and 3B4, Myh11 was not responsive
to Notch activation and DAPT treatment. Since treatment with DAPT did not impact
Myh11, the underlying mechanism of TGF-f31 associated smooth muscle differentiation
may play a dominant role rather than the Notch3 signaling pathway in 10T1/2 cells.
Pre-differentiation using TGF-f31 promoted expression levels of the mid- and late-SM-
marker proteins calponinl/2/3 and MHC (Figure 4C). Importantly, the addition of bead-
immobilized Jagged1 under the pre-differentiated state further enhanced the fluorescence
of these SM-markers (Figure 4C). The Western blot data shown in Figure 4D and the corre-
sponding quantification, shown in supplementary Figure S3, were consistent with the gene
expression data.

3.4. Mechanosensitivity of Jagged1-Notch3 Signaling

Some Notch signaling components are mechanosensitive due to the pulling forces
provided by the endocytosis of the ligand by the signal-sending cell following receptor-
ligand binding [16,42,43]. Since cell-mediated endocytosis is absent in our system, the
effectiveness of bead-bound Jagged1 was explored to gain insight into the role of tension
forces for Notch signal propagation. A magnetic tweezer assay was used to provide
a tension force (in the pN range) to the ligand-receptor bridge in a multiplexed format,
shown in Figure 5A. To control force magnitude (separation distance between the cells and
the magnets), the distance from the cell surface to the magnet tip was changed by adding
PDMS to the culture wells with the assumption that force magnitude was proportional to
height as schematically shown in Figure 5B.

The addition of tension force to the ligand-receptor complex caused a significantly
decreased expression of HES1, and Acta2 in both HCASMCs (Figure 5C,D), and pre-
differentiated 10T1/2 cells (Figure 5E,F). The magnetic force alone did not show any
adverse effect on the cells, nor did the cells negatively respond to the magnet in the
presence of Protein G beads (no Jaggedl bound and, hence, no Notch3 binding capability).
To explore the effect of increased force magnitude, the distance from the cell surface to the
magnets was decreased using PDMS (Figure 5B). An increased force magnitude did not
affect HES1 Notch activation (Figure 5G,I) but further decreased Acta2 gene expression
(Figure 5H,]) in both HCASMCs and 10T1/2 cells. This trend was also seen with other force
magnitudes (Figure 54). The applied force magnitude corresponding to PDMS volume is
found in Table S1. Therefore, bead-bound Jagged1 alone was sufficient for Notch activation
in vascular smooth muscle cells, and external force was not required to control Jagged1-
Notch3 signaling in HCASMCs, contrary to what was seen with DIl1 and DII3 ligands in
other cell types [20-22].
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Figure 5. The effect of magnetic tweezer forces in Notch activation. (A) Experimental design and set-up. HCASMCs were
cultured with Jagged1 bound Protein G beads. A magnetic plate containing 96-cylindrical magnets was positioned over
the culture plate with a 1-1 well to magnet ratio to apply a force to the Jagged1l magnetic beads tethered to the Notch3
receptor on HCASMCs or 10T1/2 cells. (B) Various volumes of PDMS were dispensed to the wells to create a terraced
height between the cell surface and the magnets, where increasing well height corresponds to increased force magnitude.
Gene expression of HEST and Acta2 with and without magnets in HCASMCs (C,D) and pre-differentiated 10T1/2 cells (E,F).
Gene expression of HES1, and Acta2 at two different distances from the HCASMCs surface to the magnets (G, H) and from
the pre-differentiated 10T1/2 cells (IJ). Data presented as the mean + SD (1 = 3), normalized to magnet control. * indicates
significance at p < 0.05. The different distances from the cell surface to the magnet tips are provided in Figure S4.

4. Discussion

Endothelial-bound Jagged]1 is critical to control the vascular tone, as demonstrated
through co-culture studies [11,44]. During disease states or vascular intervention, this
signal is often lost due to endothelial cell denudation. Therefore, the delivery of this signal
through a biomaterial platform (e.g., stents) could be useful as a therapeutic agent. Delivery
of Jagged1 in its soluble form is controversial; it has been suggested to promote cellular
differentiation [45—47], or act as an inhibitor [48-50]. Most research has alluded to the
fact that Notch is contact-dependent [51], and contact geometry might be an important
mediator [51]. Therefore, it is suggested that for Notch activation and signal propagation,
there is a need for anchorage or immobilization of the ligand.

Entrapment of Jagged1 alone in a biomaterial has been shown to be insufficient to
induce Notch signaling [52]; however, we have demonstrated that bead-bound Jagged1 can
mimic the signaling cell surface by presenting Jagged1 adjacent to HCASMCs, allowing for
direct cell-bead contact (Figure 1). The bead-bound affinity immobilization presentation
strategy presented is sufficient to induce functional gene response of early-stage contractile
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markers, but there was a lack of expression of mature SMC markers myosin heavy chain and
smoothelin. Given this, we investigated culture conditions and other vascular regulators
to improve SMC control. In the native tissue, multiple pathways interact and act as co-
regulators to control cell fate decisions. Therefore, it is not surprising that multiple factors
co-delivered together are effective in controlling SMC phenotype switching (Figure 3).

There are limitations to the use of HCASMCs for vascular tissue engineering and
regenerative medicine strategies as they are not readily available. This led to the investiga-
tion of other cell sources, which include, but are not limited to, pluripotent stem cells, bone
marrow stem cells, adipose-derived stem cells, and progenitor cell lines [53]. Aside from
stem cells, 10T1/2 progenitor cells have demonstrated similar differentiation capability to
mesenchymal stem cells and can be differentiated into a vascular lineage using appropriate
conditions and factors [54,55]. Here we showed that bead-bound Jagged1 could influence
progenitor cell differentiation/maturation towards a vascular lineage, but this was only
effective once cells were pre-differentiated using TGFp1(Figure 4). Immobilized Jagged1
has been used previously for osteoblast [56], and cardiac [57] lineage commitments. We
reasoned that without pre-differentiation, 10T1/2 cells in their undifferentiated state might
have a higher affinity for differentiation into a non-vascular lineage. Therefore, although
Notch is activated, these cells may be undergoing differentiation into other lineages and
not towards the intended vascular smooth muscle cell. This alludes to temporal, bipha-
sic effects on Notch activation, which have been demonstrated in cardiac differentiation
whereby Jagged1 treatment of undifferentiated embryonic stem cells promoted ectodermal
differentiation, and Jagged1 treatment on cardiovascular progenitor cells resulted in car-
diac differentiation [58]. Together this highlights the importance of the cell differentiation
state and its response to Jagged1 delivery. Once cells were pre-differentiated, bead-bound
Jaggedl demonstrated a vascular linage commitment and an enhanced cell maturity, but
Myh11 expression was still lacking. Furthermore, bead-bound Jagged1 alone was inade-
quate to induce the fully matured Myh11 marker in HCASMCs. Since we have previously
reported that long-term culture combined with physiologic perfusion/pulsatile bioreactor
led to the expression of MHC protein by pre-differentiated 10T1/2 cells [59], it may be
instructive to culture cells in a scaffold with the presence of Jagged1 for a longer time under
dynamic conditions to fully mature them in a Notch-dependent manner.

To improve signal efficacy, aside from immobilization, prior studies proposed the
mechanosensitive nature of Notch signaling [60-62]. Therefore, to enhance Notch signaling
in HCASMCs and 10T1/2 cells, we investigated the effects of a pulling force, which aligns
with the Notch “pulling model”. The Notch extracellular domain is suggested to unfold
under tension, revealing the site for extracellular domain cleavage and allowing for Notch
activation. Therefore, the ligand-receptor complex acts as a force sensor. Our data (Figure 5)
suggested that signaling was negatively influenced by a molecular tension force, which
is contrary to what has been reported with Delta-like ligands [21,22]. However, from
a vascular pathophysiological perspective, the narrowing of vessels increases shear on ECs,
which consequently increases strain on SMCs, and given hemodynamic loading effects on
EC-SMC signaling [62,63], this response may mimic what is seen in native tissues.

Interestingly, studies have shown a strain responsive decrease for Notch3 expression
in VSMCs under uniaxial strain, unlike Notch1 and Notch2 [64]. As for the ligands, the
same study [64] demonstrated that DIl1 increased with strain and Jagged1 decreased with
strain. Therefore, there is a link by which both Notch3 and Jagged1 expression levels are
negatively influenced by strain. Since we used Jagged1-Notch3 pairs in the present study;,
Hes1 activation decreased when a magnetic force was applied, which is consistent with the
above-cited study. This, in turn, leads to reduced SMC Acta2 gene expression. Furthermore,
vimentin is suggested to be involved for efficient receptor-ligand trans-endocytosis [65].
However, bead-bound Jaggedl alone was able to rescue maturation of SMCs in aortic
ring cultures from vimentin knock-out mice, which may indicate that a vimentin-induced
pulling force was not needed for SMC control [62]. Thus, extending the context-dependent
nature of Notch signaling, the mechanosensitive nature of cells may not always rely on
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force but instead rely more on specific receptor-ligand pairings. Overall, bead-bound
Jagged1 has provided the necessary cues for Notch activation in HCASMCs, which could
be due to the ability of Jagged1 to cluster and form dimers [66,67], allowing for limited
traction for the pulling force.

5. Conclusions

In the current study, we have examined the role of soluble and bead-bound Jagged1
to control HCASMC phenotype and vascular differentiation of progenitor cells. We demon-
strated that Jagged1 immobilization is required to induce Notch specific smooth muscle
cell markers. We have also shown that 10T1/2 cell pre-differentiation using TGFf1 to-
wards a vascular lineage was needed before Jagged1-directed cell maturation is effective.
Although we were able to induce early-stage SMC markers, Jagged1 signal alone was
not sufficient to induce mature contractile makers, myosin heavy chain and smoothelin;
hence, other biochemical factors may be needed to improve signaling efficacy. Finally,
we demonstrated that a molecular force is not needed for Jagged1-Notch3 activation and
reasoned that bead-immobilization alone provided sufficient clustering or traction forces
needed for signaling. To mimic the dynamic regulation of Notch signaling in future studies,
polymer chemistry could be harnessed to create spacers that would improve biomolecular
recognition, ligand accessibility and provide a dynamic behavior. Collectively, our study
demonstrated the effectiveness of Jagged]l as a potential target to regulate VSMC and
provided support that Jagged1 could be a beneficial ligand to mature engineered vascular
tissues or to be considered as a potential candidate for regulating SMC behavior following
vascular injuries.
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.3390/cells10082089 /51, Figure S1: Jagged1 binding to Protein G beads in a concentration-dependent
manner, Figure S2: The effect of soluble Jagged1 delivery on multipotent 10T1/2 cells, Figure S3:
Western blot quantification demonstrating the influence of bead-bound Jagged1 on undifferentiated
and pre-differentiated 10T1/2 cells, and Figure S4: Effect of height and force magnitude on SMC
response. Table S1. Force magnitude corresponding to PDMS Volume.
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