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A Bone Morphogenetic Protein
(BMP)-derived Peptide Based on
the Type | Receptor-binding Site
Modifies Cell-type Dependent BMP
Signalling

Zhen Tong?, Jingxu Guo?, Robert C. Glen?3, Nicholas W. Morrell* & Wei Li(®?

Bone morphogenetic proteins (BMPs) are multifunctional cytokines of the transforming growth factor
3 (TGFB) superfamily with potential therapeutic applications due to their broad biological functionality.
Designing BMP mimetics with specific activity will contribute to the translational potential of BMP-
based therapies. Here, we report a BMP9 peptide mimetic, P3, designed from the type I receptor
binding site, which showed millimolar binding affinities for the type | receptor activin receptor like
kinase 1 (ALK1), ALK2 and ALK3. Although showing no baseline activity, P3 significantly enhanced
BMP3-induced Smad1/5 phosphorylation as well as ID1, BMPR2, HEY1 and HEY2 gene expression in
pulmonary artery endothelial cells (hPAECs), and this activity is dependent on its alpha helix propensity.
However, in human dermal microvascular endothelial cells, P3 did not affect BMP9-induced Smad1/5
phosphorylation, but potently inhibited ALK3-dependent BMP4-induced Smad1/5 phosphorylation
and gene expression. In C2C12 mouse myoblast cells, P3 had no effect on BMP9-induced osteogenic
signalling, which is primarily mediated by ALK2. Interestingly, a previously published peptide from the
knuckle region of BMP9 was found to inhibit BMP4-induced Smad1/5 phosphorylation. Together, our
data identify a BMP9-derived peptide that can selectively enhance ALK1-mediated BMP9 signalling in
hPAECs and modulate BMP9 and BMP4 signalling in a cell type-specific manner.

Bone morphogenetic proteins (BMPs) are a group of multi-functional growth factors within the transforming
growth factor 3 (TGF-(3) superfamily, originally discovered due to their potent bone-inducing activity'. BMPs
have also been shown to play critical roles in embryogenesis and development as well as the maintenance of adult
tissue homeostasis, including bone, cartilage, muscle, kidney and blood vessels®. Such biological activities have
led to great interest in the development of clinical therapies targeting BMP signalling complexes. Recombinant
human BMP2 and BMP7 have received approval from the United States Food and Drug Administration (FDA)
for treating open tibial shaft fractures and long bone non-unions respectively. Since then, many clinical reports
have been published demonstrating the efficacy of BMPs in restoring many types of bone defects in man**.
However, in order to achieve the effective osteoinductive activity, a high dosage of BMPs must be administrated
to patients, resulting in high costs. In addition, it has been reported that the production of autoantibodies due
to the administration of allogenic or xenogenic BMPs may hinder the use of BMPs in clinical applications™®.
Furthermore, large biological molecules like recombinant BMPs exhibit early burst release and degradation prob-
lems when incorporated with carriers in a biological environment. These drawbacks have stimulated interest in
the development of more cost-effective BMP-based therapies.

BMPs are homo-dimers, functioning through serine/threonine kinase receptors, specifically forming signal-
ling complexes with two copies of type I receptors (activin receptor-like kinase 1 (ALK1), ALK2 and ALK3) via
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Figure 1. Design of BMP peptides. (A) Sequence alignment of BMP9, BMP2 and BMP7 with the secondary
structures, “knuckle area” and “wrist area” annotated. Previously reported BMP peptides are highlighted in
red, blue and green. P3 sequence in the current study is highlighted in yellow. (B) The crystal structure of
ALK1:BMP9:ActRIIb (4FAO)%. BMP9 in green, ALK in yellow, ActRIIb in cyan. The P3 peptide, which is
designed from the wrist area of the ALK1-binding surface, is highlighted in magenta. The P4 peptide (Fig. 3),
which stretches across the knuckle surface of the BMP9 is highlighted in orange. (C) The peptide sequences of
P1%*, P2*, P3* and P3.

its “wrist” area and two copies of type II receptors (BMP receptor type II (BMPRII), activin type II receptor a
and b (ActRIla and ActRIIb)) via its “knuckle” area”® (Fig. 1A,B). Over the past decade, a number of studies
have demonstrated peptides designed from the BMP2 knuckle epitope (residues 73-92, Fig. 1A) possess ectopic
bone formation activity in vivo and can enhance osteogenic signalling in the multipotent mesenchymal cell line
(C3H10T1/2)*'°. Short peptides from the knuckle area of BMP7 (Fig. 1A) have been shown to promote prolif-
eration and calcium deposition in osteoblasts'2, and a cyclised peptide, THR-123, optimised from the same
knuckle area of BMP7, was shown to reverse established fibrosis in murine models of acute and chronic kidney
injury in an ALK3-dependant manner??.

BMP?Y is a potent osteogenic factor, but unlike other osteogenic BMPs, its activity is not inhibited by BMP3
or noggin'*'>. Long et al. showed that BMP9 can reverse pulmonary arterial hypertension (PAH) via selective
restoration of BMPRII pathways in several preclinical rodent models'®. Peptides designed based on the BMP9
knuckle area (Fig. 1A,B) have been shown to induce differentiation of murine preosteoblasts (MC3T3-E1 cells)
and cholinergic differentiation in human SH-SY5Y neuroblastoma cells'”*8. In this study, we describe the design
and characterisation of a novel BMP9-mimetic peptide from the ALK1-binding surface (the “wrist” area) that
can specifically enhance BMP9-induced Smad1/5 phosphorylation in human pulmonary artery endothelial cells
(hPAECs), while inhibit BMP4-induced Smad1/5 phosphorylation in human dermal microvascular endothelial
cells (HMEC-1). Our results emphasise the context-dependent nature of BMP signalling, which needs to be taken
into account when developing BMP mimetics for therapeutic applications.
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Figure 2. BMP9 peptide P3 is a potentiator for BMP9 signalling in PAECs. (A) SPR sensorgrams of peptide
P1*, P2* and P3* binding to ALK1-Fc on CM5 chip. Raw data were fitted to steady state binding kinetics

to obtain the K}, values of 25M, 84.7 M and 2mM for P1*, P2* and P3*, respectively. (B) SPR sensorgrams

of ALK1-Fc binding to peptide P3* on SA chip. The steady state fit yielded a K}, value of 30 mM. (C)
Representative immunoblots against pSmad1/5, and total Smad]l, of the protein extracts from PAECs that have
been treated with BMP9 (at 0.03 ng/ml, or 1.24 pM growth factor domain (GFD) dimer) in the presence or
absence of P3. Right: quantification of the pSmad1/5 bands by densitometry, N = 3. Paired t-test. (D) Effect of
peptide P3 (at 160 pM) on BMP9 (at 0.3 ng/ml, or 12.4 pM GFD dimer)-induced gene expression of ID1, HEY1
and HEY?2 following 1.5-hour treatment, or expression of BMPR2 following 5-hour treatment, in hPAECs.

N =6, data shown as means + S.E., paired t-test.

Results

Design of BMP9 peptides. Peptides P1*, P2*, P3* and P3 (* indicates biotinylation at the N-terminus)
were designed from the ALK1-binding site of BMP9 or BMP10 based on the crystal structure of the
ALK1:BMP9:ActRIIb complex® (Fig. 1B). Peptide P1* is BMP10-based, whereas P2* and P3* are BMP9-based.
Two cysteine residues were introduced in P3 and P3* to allow the possible stabilisation of the peptide by forming
a disulphide bond. In addition, two buried valine residues in the BMP9 or BMP10 were changed to threonine
(P1*) or aspartic acid (P3* and P3) in the peptides in order to increase the peptide solubility and avoid aggrega-
tion (Fig. 1C, highlighted in blue).

The BMP9 peptide from the ALK1-binding surface enhances BMP9-induced Smad1/5 phos-
phorylation in hPAECs. We first investigated the binding affinity of these three biotinylated peptides for
ALK1-Fc using Surface Plasmon Resonance (SPR). Each peptide was individually passed over a Biacore CM5
chip pre-immobilised with ALK1-Fc. Since all peptides displayed very fast rates for both association and disso-
ciation, the dissociation constants (Kps) were determined using a steady-state fit. As shown in Fig. 2A, P3* has
a Kp value of 2mM against ALK1-Fc whereas P1* and P2* have Kps of 25 and 84.7 M, respectively. The binding
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Figure 3. Secondary structure, not the side chains, in BMP9 peptide is important for its activity in hPAECs.
(A) Sequences of control peptides, with predicted secondary structure using Jpred 4. Amino acids predicted

to belong to a-helix or 3-sheet are labelled H and E, respectively. In P3, P4 and P5, amino acids that are not
identical to the original BMP9 sequences are highlighted in blue. (B) Representative immunoblots against
pSmad1/5 and total Smad1 of protein extracts from hPAECs treated with peptide P3, P3r, P3pro, P3rpro

or P4 (at 250 pM) in the presence of BMP9 (at 0.03 ng/ml, or 1.24 pM GDF dimer). Quantification of the
pSmad1/5 bands are shown below. Data shown as means =+ S.E., unpaired t-tests were performed on all the
peptide + BMP9 treatments against the BMP9 alone treated control, BMP9 + P3 versus BMP9 + P3pro, and
BMPIP3r versus BMP9 + P3rpro. Only those with P values < 0.05 are shown. A separate BMP9-treatment was
included (last lane) for normalisation and not used for statistical analysis. (C,D) SPR sensorgrams of peptide
P3 (C) and P3r (D) binding to ALK1-Fc, ALK2-Fc and ALK3-Fc on CM5 chip. K}, values obtained from steady
state fit are shown on the graphs.

between P3* and ALK1-Fc was confirmed by flowing ALK1-Fc over a Streptavidin Biacore chip pre-coated with

P3* (Fig. 2B), which gave a K, value of 30 mM.

With the generation of a milli-molar affinity peptide, we went on to assess the effect of P3 on BMP9 signal-
ling. We initially carried out a Smad1/5 phosphorylation assay in hPAECs with both the biotinylated and the
non-biotinylated versions of P3, which gave rise to the same results. The non-biotinylated P3 was used in all
subsequent experiments. Interestingly, when P3 was combined with BMP9, the BMP9-induced pSmad1/5 sig-
nalling was significantly enhanced by P3 peptide in a dose-dependent manner (Fig. 2C). P3 alone did not induce
Smad1/5 phosphorylation in PAECs. Consistent with this, at the mRNA level, several BMP9-regulated target
genes, including ID1, BMPR2, HEY1 and HEY2, were significantly enhanced when PAECs were treated with P3
and BMP9 together compared with treating with BMP9 alone (Fig. 2D and Supplemental Fig. 1).
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Secondary structure but not the side chain in the BMP9 peptide is important for its activity. In
order to understand how the interaction between peptide P3 and ALK1 allows the stimulation of BMP9-induced
pSmad1/5 signalling, we generated several control peptides to test alongside P3 (Fig. 3A). P3 was designed from
the BMP9 sequence, which consists of the a3-helix and the pre-helix loop region (which sometimes also forms
a short helix such as a2 in the pro-BMP9 structure') (Fig. 1A). Secondary structure analysis using the online
server JPred4* also showed that P3 may form an «-helix structure in the middle of its sequence. Therefore, we
designed the following control peptides: (1) Peptide P3r was designed by randomly shuffling the amino acid
sequence of peptide P3 to destroy the side chain specificity but keep the same set of amino acids, allowing helical
secondary structure to form; (2) Peptides P3pro and P3rpro were designed by relocating or inserting prolines in
P3 and P3r, which disrupts the a-helical secondary structure, but otherwise shares most of the sequence with P3
and P3r (Fig. 3A); (3) P4 which is a peptide from the knuckle area having the same length as P3 with two Cys
mutated to Ser. It is worth noting that knuckle peptides based on BMP2°, BMP7'* or BMP9'”!# have been shown
to possess BMP osteogenic activity on their own.

Signalling assays in hPAECs showed that, similar to P3, P3r significantly enhanced BMP9-induced phos-
phorylation of Smadl/5. The knuckle peptide P4 had negligible effects on BMP9 signalling in this assay
(Fig. 3B). Introducing two prolines into P3 and P3r in the o-helix region significantly decreased the effect on
BMP9-induced Smad1/5 phosphorylation. P3 and P3r are likely to adopt similar alpha-helical structures whereas
this is not possible for P3pro, P3rpro or P4. This suggests that the enhancement of BMP9-induced pSmad1/5
phosphorylation in hPAECs is not due to the specific amino acid side chain interactions, but is likely due to
backbone-mediated interactions or global shape complementation conferred by the secondary structure. Indeed,
an SPR study detected similar millimolar range weak binding of peptide P3 and P3r to both ALK1, ALK2 and
ALKS3 (Fig. 3C,D), while P3pro, P3rpro and P4 showed negligible binding (Supplemental Fig. 2), indicating that
the interactions between the peptides and the type I receptors were most likely dependent on the secondary struc-
ture rather than amino acid side chain specificity.

The effect of peptide P3 is cell type dependent. Since peptide P3 has no specificity against BMP
type I receptors, we tested the effect of P3 on BMP signalling which is not ALK1-dependent. In addition, we
asked whether the peptide P3 dependent enhancement of BMP9-induced Smad1/5 signalling can be observed
in other cell types. The human endothelial cell line HMEC-1 can mediate both ALK1-depedent BMP9 and
ALK3-dependent BMP4 signalling?!, therefore we performed signalling assays in these cells. In the presence
of peptide P3 and the control peptides, there was no significant change observed for BMP9-induced Smad1/5
phosphorylation. In contrast, the BMP4-induced signalling was significantly suppressed by the addition of
peptide P3, which could be observed by both Smad1/5 phosphorylation, and the induction of IDI and HEY1
mRNA (Fig. 4A,B). Interestingly, P3r, unlike P3, failed to inhibit BMP4 signalling in HMEC-1. The SPR data
demonstrated the maximum binding of BMP4 to ALK3-Fc is significantly reduced in the presence of P3 in a
dose-dependent manner, with maximum binding decreased by nearly 50% when P3 was added at 1 mM con-
centration (Fig. 4C). In contrast, compared with P3, P3r was much less effective in competing BMP4 binding to
ALKS3 (Fig. 4D). The knuckle peptide P4 also showed suppression of BMP4-induced Smad1/5 phosphorylation
and BMP4-stimulated downstream gene expression of ID1 and HEYI in HMEC-1 cells (Fig. 4A,B). Another
knuckle peptide P5, which is a variant of P4 (Fig. 3A) and has the identical sequence to the published studies®,
also significantly suppressed BMP4-induced Smad1/5 phosphorylation in HMEC-1 cells (Fig. 4A). Interestingly,
P3 peptide does not have any effect on BMP6 signalling in HMEC-1 cells (Supplemental Fig. 3). Consistent with
observations in hPAECs, the peptides alone did not display any signalling activity in HMEC-1, either by Smad1/5
phosphorylation or mRNA gene expression (data not shown).

BMP?9 signalling in PAECs is mediated by ALK1, however it can also induce alkaline phosphatase (ALP)
activity in mouse myoblast cells (C2C12) via a low affinity receptor ALK2. We next tested how peptide P3 and the
control peptides affect the non-ALK1 mediated BMP9 signalling, such as in C2C12 cells. No difference in ALP
activity was observed when peptides P3 or P3r were added together with BMP9 compared with BMP9 treatment
alone (Fig. 4E).

Discussion

In recent years, studies have advanced our knowledge of cellular and systemic functions of BMPs; and BMP-based
therapeutic treatments are being developed for cardiovascular and kidney diseases'*'®. The identification of BMP
agonists or BMP mimetics remains an attractive strategy due to the high cost and difficulty in manufacturing
large quantities of clinical grade BMPs. Peptides that are designed from the knuckle area of BMP2, BMP7 and
BMP9 were found to display similar osteogenic activity to the corresponding BMP molecule® '2 Furthermore,
peptides from the prodomain of BMP7, namely BFP-1/2/3, were also shown to induce stronger alkaline phos-
phatase activity in multipotent bone marrow stromal cells (MBSCs)*-%*. In addition, a BMP2 knuckle peptide has
been shown to possess similar bone inducing activity in vivo to BMP2, but did not induce side effects as observed
for BMP2%, therefore BMP peptides hold the potential for improving specificity. Although these findings are
exciting, very few studies have performed in-depth binding and mechanistic investigation on how these peptides
achieve their specificity. Intriguingly, a cyclised BMP7 knuckle peptide THR123 was reported to successfully
reverse established kidney fibrosis in mouse models of acute and chronic renal injury'®, however, the mechanism
of action of THR123 has been challenged*”?. THR123 has been advanced to a randomised, double-blinded,
placebo-controlled, multidose clinical trial in 452 patients with high risk of acute kidney injury after cardiac
surgery, and has shown lack of efficacy in all the measured endpoints*. Understanding the mechanisms of action
will aid the future design of efficacious BMP-based peptides.
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Figure 4. The effect of peptide P3 is BMP and cell type-dependent. (A) Representative pSmad1/5 immunoblot
of protein extracts from HMEC-1 treated with peptide P3, P3r, P3rpro P4 and P5 (at 250 uM) with or without
BMP9 (at 0.03 ng/ml, or 1.24 pM GFD dimer) or BMP4 (at 0.3 ng/ml, or 11.54 pM GFD dimer). Quantification
of pSmad1/5 from three independent experiment is shown below. N = 3. Data shown as means + S.E. In

the BMP4-treated group, paired t-tests against BMP4-treated control were performed, and those with P

values < 0.05 are shown. (B) Effect of peptide P3 and control peptides (at 160 pM) on BMP4 (3 ng/ml, or 115.4
pM GFD dimer) stimulated gene induction of ID1 and HEY] in HMEC-1, N =4. Data shown as means + S.E.,
paired t-tests against BMP4-treated control, and those with P values < 0.05 are shown. (C,D) SPR sensorgrams
of BMP4 binding to ALK3-Fc in the presence of peptide P3 (C) or P3r (D) at various concentrations on an
ALK3-Fc coated CM5 chip. Plots of the maximum binding levels (indicated by the arrows) against peptide
concentrations are shown below each graph respectively. (E) Effect of peptide P3 and control peptides (at 160
puM) on BMP9-induced ALP activity in C2C12 cells. Data were obtained from three independent experiments,
with duplicated wells for each treatment condition in a single experiment. Data shown as means + S.E.

In the current study, we identified a BMP9 mimetic peptide P3, designed from the “wrist area” of BMP9,
which enhanced BMP9-induced Smad1/5 phosphorylation selectively in hPAECs but inhibited BMP4-induced
Smad1/5 phosphorylation in HMEC-1. To gain more insight into the mechanisms behind the activity of peptide
P3, we designed control peptides P3r, P3pro and P3rpro which allowed the investigation of how sequence speci-
ficity and secondary structure of P3 contribute to its function. We found that disruption of the secondary struc-
ture of P3 and P3r via proline insertions leads to a complete loss of their in vitro activity against BMP9/BMP4
and binding affinity towards the type I receptors. This suggests that the enhancement of BMP9 activity by P3 is
likely due to a weak backbone-mediated interaction between peptide P3 and the type I receptors on the surface
of hPAECs, which is supported by the millimolar binding affinity towards ALK1 (Fig. 3C) and a trend of P3 to
increase the maximum binding of BMP9 to ALK1 (Supplemental Fig. 4). The different expression levels of ALK1
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on the cell surface of hPAEC compared to HMEC-1 and C2C12 might explain why peptide P3 has no effect on
BMP?9 activity in HMEC-1 and C2C12. The inhibition of BMP4 activity in HMEC-1 is likely due to the more spe-
cific interactions between peptide P3 and ALK3, since loss of sequence specificity diminished the peptide activity
in P3r and P3pro. This is also supported by the SPR study where P3 is much more effective than P3r in blocking
BMP4 binding to ALK3-Fc (Fig. 4C,D).

It is intriguing why the same peptide could promote BMP9 signalling in PAECs while inhibit BMP4 signalling
in HMEC:s, an effect which is also recapitulated in the SPR binding studies (Fig. 4A-D, Supplemental Fig. 4).
Whilst it is difficult to provide a direct structural explanation, this may relate to the difference in affinities and
concentrations of the receptors for the ligands. ALK1 binds BMP9 with affinity of around 0.03 nM?. The reported
K, values of BMP4 for ALK3 (with ALK3 expressed from different host cells) are 1-10 nM**3!, Tt is plausible that
the inhibitory effect of P3 on BMP4 signalling in HMECs is due to P3 competing the BMP4 binding site on ALK3
(Fig. 4C). The situation with PAECs may be more complicated. Not only do PAECs express high levels of ALK1,
they also express high levels of endoglin at cell surface which can capture and orientate BMP9 for optimum sig-
nalling*?*. The slight enhancement of maximum BMP9 binding to ALK1-Fc is in agreement with the signalling
result in PAECs, but is difficult to explain from a structural or protein-protein interaction perspective. Of note,
control experiment shows that P3 does not bind to BMP9 (Supplemental Fig. 5). One possibility is that P3 (and
P3r) binding to ALK1 allows ALK1 to adopt a conformation that favours the binding to BMP9. Further studies
are required to understand how P3 enhances BMP9 signalling in PAECs and evaluate its effect on other primary
endothelial cells.

In our study, the effects of P3 were only observed in the presence of BMP9 or BMP4, not on its own in the
serum-free medium. It is worth noting that many previous studies reporting the osteogenic potential of knuckle
region peptides alone were carried out either in vitro in the presence of serum, or in in vivo animal models, where
BMP9 will be present at active concentrations. It is possible that the activity of some previous knuckle region
peptides was also via activating the serum BMP activity rather than mimicking BMP activity. In addition, our
observation that knuckle peptides can inhibit BMP4 signalling should be considered when analysing the effect of
these knuckle peptides in vivo.

Taken together, we have identified a BMP9-based peptide, P3, that acts as a BMP9 potentiator in human
PAEC:s. Interestingly, we also observed the same peptide exerting different effects in a BMP-dependent and cell
type-dependent manner. Our data provided insights into the mechanisms underlying the activity of P3, which
can guide future development of a BMP9-based agonist for therapeutic purposes.

Materials and Methods

Materials. ALK1-Fc, ALK2-Fc and ALK3-Fc were purchased from R&D Systems. Primary antibodies for
western blot analysis were purchased from Cell Signalling Technology or CalBioreagents. All peptides used in
this study were purchased and synthesised by PepMic (Suzhou, China). HPAECs and endothelial growth medium
were purchased from Lonza (Wokingham, Berkshire, UK). HMEC-1 cells were from the Centre for Disease
Control (CDC, Atlanta, GA). All other cell culture media were purchased from Life Technologies.

Surface plasmon resonance (SPR).  Peptide-receptor binding assays were performed using Biacore T200
biosensor (Biacore/GE Healthcare). ALK1-Fc, ALK2-Fc or ALK3-Fc was covalently linked onto individual flow
cells of a research grade CM5 chip (GE Healthcare) via amine-coupling using standard manufacturer’s protocol.
One flow cell was used as a control for subtracting non-specific binding. Peptides were injected over the immo-
bilised chip at various concentrations up to 1 mM at a flow rate of 30 pl/min for 3 min at 37 °C in running buffer
containing 0.01 M HEPES, 0.5M NaCl, 3mM EDTA and 0.005% v/v Surfactant P20 (pH 7.4). At the end of each
peptide injection, the chip surface was regenerated with 4 M Guanidine hydrochloride (GnHCI). The biotinylated
peptide P3* was immobilised onto a streptavidin (SA) chip (GE Healthcare) following the manufacturer’s pro-
tocol. Binding assays were carried out using a similar protocol as described above, only with a different injection
time of 4min. For BMP9-ALK1 and BMP4-ALK3 binding assays, BMP9 and BMP4 were added at 50 nM alone
or in the presence of peptide P3 or P3r at 0.25mM, 0.5mM or 1 mM. Each cycle was set with a dissociation time
of 12 min. Duplicated injections were performed for each ligand along with buffer blanks. The equilibrium disso-
ciation constant K, was determined by fitting the data to a steady-state model using BIAevaluation software (GE
Healthcare). Processed data were plotted in GraphPad Prism.

Signalling assays monitoring Smad1/5 phosphorylation. Endothelial cells were seeded in 6-cm
dishes at 9 x 10° cells/dish and cultured for 24 hours (h) to full confluence, and then serum-starved for 16 h
before treatments with control buffer, BMP9 alone, BMP9 with peptides, or peptides alone. After 40 min,
cells were washed once with PBS and snap-frozen on dry ice to harvest. Cells were then lysed with buffer
containing 125 mM Tris-HCI (pH 6.8), 2% SDS and 10% glycerol. The total protein concentration was deter-
mined using the DC™ protein assay (Bio-Rad), of which 30 g of total cell proteins was fractionated on 12%
SDS-PAGE under non-reducing condition. The phosphorylation of Smad1/5 and total Smad1 were detected by
anti-phospho-Smad1/5 antibody (9516 S) and anti-Smad 1 antibody (9743 S). The intensity of pSmad1/5 bands
were quantified using Image]J software, using 3-actin or a-tubulin as the loading control.

Signalling assays monitoring gene expression using quantitative PCR (QPCR). Endothelial
cells were seeded in 6-well plates at 3 x 10° cells/well and serum-starved for 16 h prior to treatment. After 1,
1.5 or 5hours, cells were washed with PBS and snap-frozen on dry ice. RNAs were extracted using the RNeasy
Plus Mini Kit (Qiagen). cDNAs were generated from 1 pg of total RNA by using the High-Capacity cDNA
Reverse Transcription Kit (Applied Biosystems) according to the manufacturer instructions. Q-PCR reactions
were prepared with 2.8 pl of 10 times diluted cDNA samples and 5.8 jul of master mix containing 5 pl of the
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SYBR Green Jumpstart Taq ReadyMix (Sigma), 200 nM of each forward and reverse primers and 10 nM of Rox
Reference Dye. Specific primers were used for 3,M (sense 5'-CTCGCGCTACTCTCTCTTTCT-3'; antisense
5'-CATTCTCTGCTGGATGACGTG-3'), ID1 (sense 5'-GACGGCCGAGGCGGCATG-3'; antisense 5-GGGGA
GACCCACAGAGCACG-3"), BMPR2 (sense 5'-CAAATCTGTGAGCCCAACAGTCAA-3/; antisense 5-GAGGAA
GAATAATCTGGATAAGG-ACCAAT-3'), HEY1 (sense 5'-AGCTAGAAAAAGCCGAGATCCTGCA-3/;
antisense 5'-CCCGAAATCCCAAACTCCGATAGTC-3’), HEY2 (sense 5'-ACCATCGACGTGGGGAGCGA;
antisense 5'-ATCCGATCCCGACGCCTTTTC-3'). Reactions were amplified on a QuantStudio 6 Flex RT-PCR
instrument (Applied Biosystems). The relative expression of target mRNAs was normalised to house-keeping
gene 3,M using the AACT method, displayed as the fold-change relative to control samples, and shown as means
=+ S.E. where applicable.

ALP assay. C2Cl12 mouse myoblasts were seeded in 24-well plates at 25,000 cells/well with antibiotics for
48h. Treatments were performed in DMEM, 0.25% FBS with antibiotics in a final volume of 1.1 ml for 65 h. Cells
were harvested and lysed in 1% Triton-X100 in PBS and the extracted total protein was quantified by Bio-Rad
DC™ protein assay (Bio-Rad). ALP activity was determined by incubating 15 pg of the total protein with ALP
substrate p-nitrophenyl phosphate (PNPP, Sigma-Aldrich) and absorbance of the product p-nitrophenol (PNP)
was recorded at 405nm in 5 min intervals for 1 h. The relative ALP activity was expressed as fold change to the
BMP9-treated control with data presented as means + S.E.

Statistical analysis. Analyses were performed using GraphPad Prism. All data were presented as means +
S.E. and student t tests were used for comparison between two groups as detailed in the figure legends. P < 0.05
was considered statistically significant, and the values are shown on the graphs.

References

1. Urist, M. R. Bone: formation by autoinduction. Science 150, 893-899 (1965).

2. Wang, R. N. et al. Bone Morphogenetic Protein (BMP) signaling in development and human diseases. Genes Dis 1, 87-105, https://
doi.org/10.1016/j.gendis.2014.07.005 (2014).

3. Poon, B, Kha, T,, Tran, S. & Dass, C. R. Bone morphogenetic protein-2 and bone therapy: successes and pitfalls. J. Pharm.
Pharmacol. 68, 139-147, https://doi.org/10.1111/jphp.12506 (2016).

4. Boden, S. D., Kang, J., Sandhu, H. & Heller, J. G. Use of recombinant human bone morphogenetic protein-2 to achieve posterolateral
lumbar spine fusion in humans: a prospective, randomized clinical pilot trial: 2002 Volvo Award in clinical studies. Spine (Phila Pa
1976) 27, 2662-2673, https://doi.org/10.1097/01.BRS.0000035320.82533.06 (2002).

5. Nilsson, O. S. & Urist, M. R. Immune inhibition of repair of canine skull trephine defects implanted with partially purified bovine
morphogenetic protein. Int. Orthop. 15, 257-263 (1991).

6. Schuette, A. et al. Treatment with recombinant human bone morphogenetic protein 7 leads to a transient induction of neutralizing
autoantibodies in a subset of patients. BBA Clin 6, 100-107, https://doi.org/10.1016/j.bbacli.2016.08.001 (2016).

7. Miyazono, K., Maeda, S. & Imamura, T. BMP receptor signaling: transcriptional targets, regulation of signals, and signaling cross-
talk. Cytokine Growth Factor Rev. 16, 251-263, https://doi.org/10.1016/j.cytogfr.2005.01.009 (2005).

8. Townson, S. A. et al. Specificity and structure of a high affinity activin receptor-like kinase 1 (ALK1) signaling complex. J. Biol.
Chem. 287, 27313-27325, https://doi.org/10.1074/jbc.M112.377960 (2012).

9. Suzuki, Y. et al. Alginate hydrogel linked with synthetic oligopeptide derived from BMP-2 allows ectopic osteoinduction in vivo. J.
Biomed. Mater. Res. 50, 405-409 (2000).

10. Saito, A., Suzuki, Y., Ogata, S., Ohtsuki, C. & Tanihara, M. Activation of osteo-progenitor cells by a novel synthetic peptide derived
from the bone morphogenetic protein-2 knuckle epitope. Biochim. Biophys. Acta 1651, 60-67 (2003).

11. Kirkwood, K., Rheude, B., Kim, Y. J., White, K. & Dee, K. C. In vitro mineralization studies with substrate-immobilized bone
morphogenetic protein peptides. J. Oral Implantol. 29, 57-65, doi:10.1563/1548-1336(2003)029<0057:IVMSWS>2.3.CO;2 (2003).

12. Chen, Y. & Webster, T. J. Increased osteoblast functions in the presence of BMP-7 short peptides for nanostructured biomaterial
applications. Journal of biomedical materials research. Part A 91, 296-304, https://doi.org/10.1002/jbm.a.32246 (2009).

13. Sugimoto, H. et al. Activin-like kinase 3 is important for kidney regeneration and reversal of fibrosis. Nat. Med. 18, 396-404, https://
doi.org/10.1038/nm.2629 (2012).

14. Kang, Q. et al. Characterization of the distinct orthotopic bone-forming activity of 14 BMPs using recombinant adenovirus-
mediated gene delivery. Gene Ther. 11, 1312-1320, https://doi.org/10.1038/s}.gt.3302298 (2004).

15. Rosen, V. BMP and BMP inhibitors in bone. Ann. N. Y. Acad. Sci. 1068, 19-25, https://doi.org/10.1196/annals.1346.005 (2006).

16. Long, L. et al. Selective enhancement of endothelial BMPR-II with BMP9 reverses pulmonary arterial hypertension. Nat. Med. 21,
777-785, https://doi.org/10.1038/nm.3877 (2015).

17. Bergeron, E. et al. Murine preosteoblast differentiation induced by a peptide derived from bone morphogenetic proteins-9. Tissue
Eng Part A 15, 3341-3349, https://doi.org/10.1089/ten. TEA.2009.0189 (2009).

18. Lauzon, M. A,, Drevelle, O. & Faucheux, N. Peptides derived from the knuckle epitope of BMP-9 induce the cholinergic
differentiation and inactivate GSk3beta in human SH-SY5Y neuroblastoma cells. Sci. Rep. 7, 4695, https://doi.org/10.1038/s41598-
017-04835-x (2017).

19. Mi, L. Z. et al. Structure of bone morphogenetic protein 9 procomplex. Proc. Natl. Acad. Sci. USA 112, 3710-3715, https://doi.
org/10.1073/pnas.1501303112 (2015).

20. Drozdetskiy, A., Cole, C., Procter, J. & Barton, G. J. JPred4: a protein secondary structure prediction server. Nucleic Acids Res. 43,
W389-394, https://doi.org/10.1093/nar/gkv332 (2015).

21. Upton, P. D, Long, L., Trembath, R. C. & Morrell, N. W. Functional characterization of bone morphogenetic protein binding sites
and Smad1/5 activation in human vascular cells. Mol. Pharmacol. 73, 539-552, https://doi.org/10.1124/mol.107.041673 (2008).

22. Bergeron, E., Marquis, M. E., Chretien, I. & Faucheux, N. Differentiation of preosteoblasts using a delivery system with BMPs and
bioactive glass microspheres. J. Mater. Sci. Mater. Med. 18, 255-263, https://doi.org/10.1007/s10856-006-0687-4 (2007).

23. Kim, H. K. et al. Bone-forming peptide-2 derived from BMP-7 enhances osteoblast differentiation from multipotent bone marrow
stromal cells and bone formation. Exp. Mol. Med. 49, €328, https://doi.org/10.1038/emm.2017.40 (2017).

24. Kim, H. K. et al. Osteogenesis induced by a bone forming peptide from the prodomain region of BMP-7. Biomaterials 33, 7057-7063,
https://doi.org/10.1016/j.biomaterials.2012.06.036 (2012).

25. Lee, J. S. et al. Bone-forming peptide-3 induces osteogenic differentiation of bone marrow stromal cells via regulation of the ERK1/2
and Smad1/5/8 pathways. Stem Cell Res 26, 28-35, https://doi.org/10.1016/j.scr.2017.11.016 (2018).

SCIENTIFIC REPORTS |

(2019) 9:13446 | https://doi.org/10.1038/s41598-019-49758-x


https://doi.org/10.1038/s41598-019-49758-x
https://doi.org/10.1016/j.gendis.2014.07.005
https://doi.org/10.1016/j.gendis.2014.07.005
https://doi.org/10.1111/jphp.12506
https://doi.org/10.1097/01.BRS.0000035320.82533.06
https://doi.org/10.1016/j.bbacli.2016.08.001
https://doi.org/10.1016/j.cytogfr.2005.01.009
https://doi.org/10.1074/jbc.M112.377960
https://doi.org/10.1002/jbm.a.32246
https://doi.org/10.1038/nm.2629
https://doi.org/10.1038/nm.2629
https://doi.org/10.1038/sj.gt.3302298
https://doi.org/10.1196/annals.1346.005
https://doi.org/10.1038/nm.3877
https://doi.org/10.1089/ten.TEA.2009.0189
https://doi.org/10.1038/s41598-017-04835-x
https://doi.org/10.1038/s41598-017-04835-x
https://doi.org/10.1073/pnas.1501303112
https://doi.org/10.1073/pnas.1501303112
https://doi.org/10.1093/nar/gkv332
https://doi.org/10.1124/mol.107.041673
https://doi.org/10.1007/s10856-006-0687-4
https://doi.org/10.1038/emm.2017.40
https://doi.org/10.1016/j.biomaterials.2012.06.036
https://doi.org/10.1016/j.scr.2017.11.016

www.nature.com/scientificreports/

26. Bain, J. L. et al. Enhancement of the Regenerative Potential of Anorganic Bovine Bone Graft Utilizing a Polyglutamate-Modified
BMP2 Peptide with Improved Binding to Calcium-Containing Materials. Tissue Eng Part A 21, 2426-2436, https://doi.org/10.1089/
ten.TEA.2015.0160 (2015).

27. Whitman, M. et al. Regarding the mechanism of action of a proposed peptide agonist of the bone morphogenetic protein receptor
activin-like kinase 3. Nat. Med. 19, 809-810, https://doi.org/10.1038/nm.3080 (2013).

28. Sugimoto, H. et al. Reply to Regarding the mechanism of action of a proposed peptide agonist of the bone morphogenetic protein
receptor activin-like kinase 3. Nat. Med. 19, 810-811, https://doi.org/10.1038/nm.3081 (2013).

29. Himmelfarb, J. et al. Perioperative THR-184 and AKI after Cardiac Surgery. J. Am. Soc. Nephrol. 29, 670-679, https://doi.
org/10.1681/ASN.2017020217 (2018).

30. Szlama, G., Kondas, K., Trexler, M. & Patthy, L. WFIKKN1 and WFIKKN?2 bind growth factors TGFbetal, BMP2 and BMP4 but do
not inhibit their signalling activity. FEBS ] 277, 5040-5050, https://doi.org/10.1111/j.1742-4658.2010.07909.x (2010).

31. Natsume, T. et al. Interaction between soluble type I receptor for bone morphogenetic protein and bone morphogenetic protein-4.
J. Biol. Chem. 272, 11535-11540 (1997).

32. Lawera, A. et al. Role of soluble endoglin in BMP9 signaling. Proc. Natl. Acad. Sci. USA, https://doi.org/10.1073/pnas.1816661116
(2019).

33. Saito, T. et al. Structural Basis of the Human Endoglin-BMP9 Interaction: Insights into BMP Signaling and HHT1. Cell Rep 19,
1917-1928, https://doi.org/10.1016/j.celrep.2017.05.011 (2017).

Acknowledgements

This work was supported by the British Heart Foundation grants PG/17/1/32532 (to WL and NWM), MRC
grant MR/K020919/1 (to NWM and RG). We thank Cambridge NIHR Biomedical Research Centre for providing
infrastructure support.

Author Contributions
Z.T. and J.G. performed the experiments, collected and analysed data. Z.T., R.G., N.W.M. and W.L. design the
study and wrote the paper.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-49758-x.

Competing Interests: The authors declare no competing interests.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

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

© The Author(s) 2019

SCIENTIFIC REPORTS |

(2019) 9:13446 | https://doi.org/10.1038/s41598-019-49758-x


https://doi.org/10.1038/s41598-019-49758-x
https://doi.org/10.1089/ten.TEA.2015.0160
https://doi.org/10.1089/ten.TEA.2015.0160
https://doi.org/10.1038/nm.3080
https://doi.org/10.1038/nm.3081
https://doi.org/10.1681/ASN.2017020217
https://doi.org/10.1681/ASN.2017020217
https://doi.org/10.1111/j.1742-4658.2010.07909.x
https://doi.org/10.1073/pnas.1816661116
https://doi.org/10.1016/j.celrep.2017.05.011
https://doi.org/10.1038/s41598-019-49758-x
http://creativecommons.org/licenses/by/4.0/

	A Bone Morphogenetic Protein (BMP)-derived Peptide Based on the Type I Receptor-binding Site Modifies Cell-type Dependent B ...
	Results

	Design of BMP9 peptides. 
	The BMP9 peptide from the ALK1-binding surface enhances BMP9-induced Smad1/5 phosphorylation in hPAECs. 
	Secondary structure but not the side chain in the BMP9 peptide is important for its activity. 
	The effect of peptide P3 is cell type dependent. 

	Discussion

	Materials and Methods

	Materials. 
	Surface plasmon resonance (SPR). 
	Signalling assays monitoring Smad1/5 phosphorylation. 
	Signalling assays monitoring gene expression using quantitative PCR (qPCR). 
	ALP assay. 
	Statistical analysis. 

	Acknowledgements

	F﻿igure 1 Design of BMP peptides.
	Figure 2 BMP9 peptide P3 is a potentiator for BMP9 signalling in PAECs.
	Figure 3 Secondary structure, not the side chains, in BMP9 peptide is important for its activity in hPAECs.
	Figure 4 The effect of peptide P3 is BMP and cell type-dependent.




