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β-catenin-dependent transcription is central to Bmp-mediated
formation of venous vessels
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ABSTRACT
β-catenin regulates the transcription of genes involved in diverse
biological processes, including embryogenesis, tissue homeostasis
and regeneration. Endothelial cell (EC)-specific gene-targeting
analyses in mice have revealed that β-catenin is required for
vascular development. However, the precise function of β-catenin-
mediated gene regulation in vascular development is not well
understood, since β-catenin regulates not only gene expression but
also the formation of cell-cell junctions. To address this question, we
have developed a novel transgenic zebrafish line that allows the
visualization of β-catenin transcriptional activity specifically in ECs
and discovered that β-catenin-dependent transcription is central
to the bone morphogenetic protein (Bmp)-mediated formation of
venous vessels. During caudal vein (CV) formation, Bmp induces
the expression of aggf1, a putative causative gene for Klippel–
Trenaunay syndrome, which is characterized by venousmalformation
and hypertrophy of bones and soft tissues. Subsequently, Aggf1
potentiates β-catenin transcriptional activity byacting as a transcriptional
co-factor, suggesting that Bmp evokes β-catenin-mediated gene
expression through Aggf1 expression. Bmp-mediated activation of
β-catenin induces the expression of Nr2f2 (also known as Coup-TFII),
a member of the nuclear receptor superfamily, to promote the
differentiation of venous ECs, thereby contributing to CV formation.
Furthermore, β-catenin stimulated by Bmp promotes the survival of
venous ECs, but not that of arterial ECs. Collectively, these results
indicate that Bmp-induced activation of β-catenin through Aggf1
regulates CV development by promoting the Nr2f2-dependent
differentiation of venous ECs and their survival. This study
demonstrates, for the first time, a crucial role of β-catenin-mediated
gene expression in the development of venous vessels.
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INTRODUCTION
β-catenin is a transcriptional regulator that mainly acts downstream
of Wnt signaling and mediates diverse cellular functions including
proliferation, survival and fate determination during embryo-
genesis, tissue homeostasis and regeneration (Angers and Moon,
2009; Clevers, 2006; Logan and Nusse, 2004; MacDonald et al.,

2009). In the absence of Wnt signaling, cytosolic β-catenin is
phosphorylated by a destruction complex composed of axin,
adenomatous polyposis coli and glycogen synthase kinase 3β,
which leads to degradation of β-catenin via the ubiquitin-
proteasome pathway. Wnt inhibits the activity of this destruction
complex, resulting in the stabilization and nuclear translocation of
β-catenin. In the nucleus, β-catenin associates with the T-cell factor
(Tcf )/lymphoid enhancer factor family of transcription factors,
thereby inducing the transcription of target genes. In addition,
β-catenin regulates cell-cell adhesions by linking cadherin molecules
to the actin cytoskeleton via α-catenin (Dejana et al., 2008).

β-catenin has been implicated in many aspects of vascular
development and maintenance. Mice deficient in β-catenin in
endothelial cells (ECs) exhibit embryonic lethality due to defective
vascular patterning, increased vascular fragility and impaired
cardiac valve formation (Cattelino et al., 2003; Liebner et al.,
2004). The phenotypes caused by EC β-catenin deficiency are
thought to be attributable to not only the impairment of EC
junctions but also the loss of the Wnt/β-catenin pathway. Therefore,
it is important to explore the involvement of β-catenin-dependent
transcriptional regulation in vascular development by clearly
distinguishing the role of β-catenin in gene regulation from that in
cell-cell adhesion.

The Wnt/β-catenin pathway promotes sprouting angiogenesis in
the central nervous system and controls blood-brain barrier
development (Daneman et al., 2009; Liebner et al., 2008;
Stenman et al., 2008). Wnt/β-catenin signaling also cooperates
with the Notch pathway in vascular development. Notch-regulated
ankyrin repeat protein acts as a molecular link between the Notch
and Wnt/β-catenin pathways in ECs (Phng et al., 2009).
Furthermore, the Wnt/β-catenin pathway potentiates Notch
signaling by inducing the expression of Dll4, which modulates
vascular remodeling and arterial EC specification during early
development (Corada et al., 2010; Yamamizu et al., 2010; Zhang
et al., 2011). However, a recent report indicated that Dll4 expression
in ECs and subsequent arterial specification are not mediated by the
Wnt/β-catenin pathway in vivo (Wythe et al., 2013). Therefore, the
role of β-catenin-dependent transcription in vascular development
has yet to be elucidated.

It is widely accepted that the optimal way to analyze the role of
β-catenin-dependent transcription in ECs during vascular
development is to directly visualize its activity exclusively in ECs
in vivo. To date, several transgenic (Tg) murine models have been
developed to detect the in vivo transcriptional activity of β-catenin
(DasGupta and Fuchs, 1999; Maretto et al., 2003). However, these
reporter mice do not faithfully reproduce endogenous β-catenin
transcriptional activity (Ahrens et al., 2011; Al Alam et al., 2011). In
addition, several zebrafish reporter lines that express fluorescent
proteins under the control of a β-catenin/Tcf-responsive promoter
have been generated (Dorsky et al., 2002; Moro et al., 2012;Received 20 July 2014; Accepted 4 December 2014
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Shimizu et al., 2012). However, they might not be suitable for
studying β-catenin-dependent transcription in ECs, since the
reporter gene expression is not restricted to the vasculature.
We have developed a novel Tg zebrafish line that allows us to

visualize the β-catenin transcriptional activity in ECs, revealing β-
catenin-mediated transcription in specific parts of the vasculature,
including the caudal veins (CVs), in developing embryos. During
CV formation, bone morphogenetic protein (Bmp) induces the
expression of Angiogenic factor with G patch and FHA domains 1
(Aggf1), which in turn stimulates β-catenin transcriptional activity.
Subsequently, activated β-catenin mediates CV formation by
promoting venous EC differentiation through the expression of
Nuclear receptor subfamily 2, group F, member 2 (Nr2f2, also
known as Coup-TFII) and by maintaining their survival.

RESULTS
Development of an EC-specific β-catenin reporter zebrafish
line
Tomonitor the transcriptional activity of β-catenin, we constructed a
plasmid encoding a β-catenin-dependent Gal4 driver (Gal4db-TΔC)
that contains the β-catenin-binding domain of Tcf4 fused to the
DNA-binding domain of Gal4. To ascertain whether this driver can
be stimulated by β-catenin, HEK 293T cells were transfected with
plasmid encoding Gal4db-TΔC and an upstream activation signal
(UAS)-luciferase reporter together with a β-catenin-expressing
plasmid. β-catenin overexpression induced luciferase expression in
the cells expressing Gal4db-TΔC, but not in those expressing the
mutant form Gal4db-TΔC (D16A), which lacks β-catenin binding
capacity (supplementary material Fig. S1A). Treatment with BIO, a
glycogen synthase kinase 3 inhibitor, potentiated the Gal4db-TΔC-
driven reporter gene expression (supplementary material Fig. S1B).
These results indicate that reporter gene expression driven by the
β-catenin-dependent Gal4 driver reflects the transcriptional activity
of β-catenin.
To visualize β-catenin transcriptional activity in ECs, we

developed a Tg zebrafish line that expresses a fusion protein
containing Gal4db-TΔC, 2A peptide and mCherry (Gal4db-TΔC-
2A-mC) under the control of the fli1 promoter. Then, we crossed it
with UAS:GFP reporter fish to generate the Tg(fli1:Gal4db-TΔC-
2A-mC);(UAS:GFP) line, which we refer to as EC-specific
β-catenin reporter fish (Fig. 1A). In EC-specific β-catenin reporter
fish with the Tg(fli1:Myr-mC) background, GFP was observed in
particular regions of ECs together with mCherry fluorescence
(Fig. 1B). However, most of the mCherry-marked blood vessels
emitted GFP fluorescence upon heat shock promoter-mediated
overexpression of Wnt3a, an activator of canonical β-catenin
signaling (Fig. 1B). Furthermore, in BIO-treated embryos most of
the ECs exhibited GFP, whereas GFP expression was significantly
suppressed by treatment with IWR-1, which promotes β-catenin
degradation by stabilizing axin (Chen et al., 2009) (Fig. 1C,D;
supplementary material Fig. S1C). These results indicate that the
GFP in our EC-specific β-catenin reporter fish line reflects the
transcriptional activity of β-catenin in ECs.

Visualization of β-catenin transcriptional activity in ECs
during vascular development
We investigated how β-catenin-mediated transcription in ECs is
spatiotemporally controlled during vascular development by
analyzing our EC-specific β-catenin reporter fish. The GFP signal
was first detected in the cranial vessels at 24 h post-fertilization (hpf),
and reached a maximum at 36 hpf (Fig. 1E). Consistent with the role
of endocardial Wnt/β-catenin signaling in cardiac valve formation

(Hurlstone et al., 2003), the GFP signal was detected in endocardial
ECs at 48 hpf (Fig. 1E). The ECs in the common cardinal veins also
expressed GFP at 36 hpf (Fig. 1E). Furthermore, GFP was observed
in the caudal vessels starting at 26 hpf, but this fluorescence was
confined to the CV at 48 hpf (Fig. 1E). These observations imply that
β-catenin plays a significant role in vascular development.

Crucial role of β-catenin-dependent transcription in CV
formation
CV formation involves venous fate specification/differentiation,
venous sprouting and remodeling, making it suitable for studying
venous vessel formation (Choi et al., 2011; Kim et al., 2012; Wiley
et al., 2011). To address the role of β-catenin inCV formation,we first
analyzed CV formation during development (supplementary
material Fig. S2). The CV primordia initially formed just beneath
the caudal artery (CA) at 24 hpf, as previously reported (Choi et al.,
2011). Then, the ECs sprouted from the CV primordia to migrate
ventrally at 28 hpf, and formed a CV plexus (CVP) at 36 hpf. At
48 hpf, the ECs in the ventral region of the plexus underwent
remodeling to establish the CV, while some ECs in the dorsal part of
the plexus migrated dorsally to form secondary sprouts. During the
next few days of development, the CVP relocated ventrally and fused
to theCV,while someECs in the plexus regressedduring this process.

To investigate when and where β-catenin-dependent transcription
occurs during CV formation, we performed time-lapse imaging of
EC-specific β-catenin reporter fish embryos. GFP expression was
dramatically induced in the ECs that had just sprouted from the CV
primordia (Fig. 2A; supplementary material Movie 1). These GFP-
positive ECs migrated ventrally, became located in the ventral part
of the CVP, and finally formed the CV (Fig. 2A,B; supplementary
material Movie 1). However, GFP fluorescence gradually decreased
once the CV had formed, suggesting a transient role of β-catenin-
mediated gene expression in CV formation.

To address this hypothesis, we analyzed Tg(fli1:Gal4FF);(fli1:
Myr-mC) embryos injectedwith aUAS:axin,NLS-GFPTol2 plasmid,
which drives the expression of axin and NLS-GFP simultaneously in
ECs, and found that axin-overexpressing ECs, in which β-catenin
degradation was facilitated, failed to contribute to CV formation
(supplementary material Fig. S2B,C). Furthermore, we inhibited
β-catenin/Tcf-dependent transcription in ECs by generating Tg(fli1:
Gal4FF);(UAS:RFP);(UAS:TΔN-GFP) fish embryos. Expression
of dominant-negative Tcf (TΔN-GFP) in these ECs resulted in
impairment of CV formation, but did not affect CA formation
(Fig. 2C,D). These results indicate the essential role of β-catenin-
dependent transcription in CV development but not in CA formation.
During CV formation, nuclear fragmentation occurred in the
TΔN-GFP-expressing ECs, but not in those expressing NLS-GFP
(Fig. 2E,F; supplementary material Movie 2). Among the TΔN-GFP-
expressing ECs, most of the cells undergoing nuclear fragmentation
were found in the CVP, although a small number of the ECs in the CA
also underwent nuclear fragmentation (Fig. 2E,F; supplementary
material Movie 2). In addition, TUNEL analyses revealed that
TΔN-GFP expression induced EC apoptosis in the CVP, but not in
the CA (Fig. 2G,H).

Collectively, these findings indicate that β-catenin-dependent
transcription regulates CV formation by promoting the survival of
venous ECs, whereas it is not necessary for the survival of arterial ECs.

Activation of β-catenin-dependent transcription by Bmp
during CV formation
We next sought to identify the upstream signaling molecules that
stimulate β-catenin transcriptional activity during CV formation,
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starting with Wnt as the canonical stimulator of β-catenin activity.
To inhibit Wnt signaling, we ubiquitously expressed the Wnt
antagonist Dickkopf 1 (Dkk1) in the Tg(hsp70l:dkk1-FLAG) and
Tg(hsp70l:dkk1-GFP) lines by activating the hsp70l heat shock
promoter. When heat shocked at 12 hpf, these Tg embryos

displayed a short body axis phenotype (supplementary material
Fig. S3A-E), as previously reported (Caneparo et al., 2007).
Embryos heat shocked at 24 hpf exhibited caudal fin defects,
indicating that Wnt signaling can be functionally inhibited by
heat shock promoter-driven expression of Dkk1. However, Dkk1

Fig. 1. Generation of an endothelial cell-specific β-catenin reporter zebrafish line. (A) Schematic representation of the endothelial cell (EC)-specific
β-catenin reporter system. (Top) The constructs used to generate the EC-specific β-catenin reporter zebrafish line; (bottom) how the systemworks. In the absence
of upstream signaling, β-catenin undergoes proteasomal degradation in the cytoplasm. Upon induction of the signaling that promotes β-catenin stabilization,
β-catenin translocates to the nucleus and binds Gal4db-TΔC, thereby inducing GFP expression. Thus, this fluorescence reflects the transcriptional activity of
β-catenin in ECs. Gal4db, DNA-binding domain of Gal4; TΔC, β-catenin-binding domain of Tcf4; 2A, 2A peptide sequence; mC, mCherry; pA, polyadenylation
signal; UAS, upstream activation sequence. (B) 3D-rendered confocal stack fluorescence images of 32 hpf Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:GFP);(fli1:Myr-
mC) embryos injected without (control) or with hsp70l:wnt3a-FLAG plasmid and heat shocked at 22 hpf for 1 h. (Top) GFP images (β-catenin activity); (bottom)
merged images (GFP/Myr-mC) of GFP (green) and mCherry (red). The boxed areas are enlarged in the insets. All confocal fluorescence images are lateral
views with anterior to the left unless otherwise described. Myr-mC, myristoylation signal-tagged mCherry. (C) Confocal images of embryos treated with
vehicle (control) or IWR-1, an axin-stabilizing compound, from 15-36 hpf, as in B. The boxed areas are enlarged to the right. (D) Fluorescence intensity of GFP in
the caudal vein plexus (CVP), as observed in C, relative to that observed in vehicle-treated embryos. Data are mean±s.e.m. Control, n=7; IWR-1, n=11.
***P<0.001. (E) Merged fluorescence images (GFP/Myr-mC) of GFP (green) and mCherry (red) in Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:GFP);(fli1:Myr-mC)
embryos at 26, 30, 36 and 48 hpf. The boxed areas labeled 1-4 are enlarged to the right, showing (top) GFP images (β-catenin activity) and (bottom)merge of GFP
(green) and mCherry (red) (GFP/Myr-mC). Note that green signal that does not overlap with mCherry fluorescence is background autofluorescence of the
zebrafish embryos. Panels B, C and E are composites of two or three images, since it was not possible to capture thewhole animal at sufficiently high resolution in
a single field of view. Scale bars: 100 µm.
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Fig. 2. β-catenin-dependent gene expression is required for CV formation. (A) Confocal fluorescence images of a Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:
GFP);(fli1:Myr-mC) embryo at 28 hpf and subsequent time-lapse images at the indicated time points. (Left) GFP images (β-catenin activity); (right) merge
(GFP/Myr-mC) of GFP (green) and mCherry (red). The boxed areas are enlarged beneath. Arrows indicate β-catenin-dependent transcriptionally active
ECs that sprout from the CV primordia. (B) Confocal images of the embryo at 48 hpf, as in Fig. 1B. The boxed areas are enlarged in the center; transverse
sections at the arrows are shown to the right. (C) Confocal stack RFP fluorescence images of 48 hpf Tg(UAS:NLS-GFP) and Tg(UAS:TΔN-GFP) embryos
with the Tg(fli1:Gal4FF);(UAS:RFP) background. The boxed areas are enlarged (center) and single scanned (right). Note that expression of dominant-
negative Tcf, TΔN-GFP, in ECs caused a variety of impairments in CV formation. Embryos with the mild phenotype exhibited no blood circulation in the CV
(middle row), whereas those with the severe phenotype lacked the CV (bottom row). Gal4FF, Gal4 DNA-binding domain fused to a duplicated portion of
the VP16 transcriptional activation domain; NLS-GFP, nuclear localization signal-tagged GFP. (D) Quantification of the CV phenotypes observed in C,
showing the percentage of normal embryos and those with mild and severe phenotypes. The number of embryos analyzed is indicated at the top.
(E) Time-lapse confocal imaging of a Tg(fli1:Gal4FF);(UAS:RFP);(UAS:TΔN-GFP) embryo from 30-38 hpf. The merged GFP (green) and RFP (red)
images at 30, 34 and 38 hpf are shown in the left column. In the right column, the boxed area in the 34 hpf image is enlarged and subsequent time-lapse
images are shown. Arrows indicate ECs undergoing nuclear fragmentation. (F) Percentage of NLS-GFP-expressing and TΔN-GFP-expressing ECs that
undergo nuclear fragmentation in the CA and CVP between 30 and 38 hpf. Data are expressed as a percentage of the total number of NLS-GFP-
expressing and TΔN-GFP-expressing ECs, and shown as mean±s.e.m. NLS-GFP, n=5; TΔN-GFP, n=6. (G) Confocal stack fluorescence images of the
32 hpf Tg(fli1:Gal4FF);(UAS:NLS-GFP) (left) and Tg(fli1:Gal4FF);(UAS:TΔN-GFP) (right) embryos with TUNEL staining. Arrows indicate TUNEL-positive
ECs that express TΔN-GFP. (H) Percentage of TUNEL-positive cells among the NLS-GFP- or TΔN-GFP-expressing ECs in the CA and CVP at 32 hpf.
Data are mean±s.e.m. NLS-GFP, n=10; TΔN-GFP, n=9. CA, caudal artery; CV, caudal vein; CVP, caudal vein plexus. (F,H) ***P<0.01; n.s., not significant.
Scale bars: 50 μm.
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expression affected neither CV formation nor β-catenin
transcriptional activity in the CV (Fig. 3A,B), suggesting that
Wnt is not involved in β-catenin activation during CV formation.
We next focused on Bmp signaling, as Bmp regulates sprouting

angiogenesis in CV development (Wiley et al., 2011). To
investigate the role of Bmp in β-catenin-mediated CV formation,
EC-specific β-catenin reporter fish embryos were injected with
hsp70l:noggin3 plasmid at the one-cell stage and heat shocked at
24 hpf. Overexpression of the Bmp antagonist Noggin 3 suppressed
the transcriptional activity of β-catenin in the CV primordia and
the ECs that had just sprouted from the CV primordia at 28 hpf

(supplementary material Fig. S3F,G). At 36 hpf, Noggin
3-overexpressing embryos exhibited impaired CVP formation and
decreased transcriptional activity of β-catenin in the defective
CVP (Fig. 3C,D). By contrast, heat shock promoter-mediated
overexpression of Bmp2b resulted in ectopic sprouting of venous
ECs from the CVP (Fig. 3C). Importantly, β-catenin-dependent
transcriptional activity was clearly observed in these ectopic vessels
(Fig. 3C). Furthermore, the number of apoptotic ECs in the CVP
was significantly increased by Noggin 3 (Fig. 3E,F). These findings
reveal that Bmp stimulates β-catenin activity to regulate CV
formation by promoting the survival of venous ECs.

Fig. 3. Bmp stimulates β-catenin transcriptional activity in
ECs to regulate CV formation. (A) Confocal fluorescence
images of 48 hpf control (no additional Tg) and Tg(hsp70l:
dkk1-FLAG) embryos with the Tg(fli1:Gal4db-TΔC-2A-mC);
(UAS:GFP);(fli1:Myr-mC) background heat shocked at 24 hpf
for 1 h. (B) Fluorescence intensity of GFP in the CV and CVP,
as observed in A, relative to that in control embryos. Data are
mean±s.e.m. Control, n=7; Tg(hsp70l:dkk1-FLAG), n=9.
(C) Confocal stack fluorescence images of 36 hpf embryos
injected without (control) or with hsp70l:noggin3-FLAG or
hsp70l:bmp2b-FLAG plasmid and heat shocked at 24 hpf for
1 h, as in A. Transverse sections at the arrows are shown to
the right. Arrowheads indicate ectopic venous vessels
originating from the CVP. Asterisks indicate CA.
(D) Fluorescence intensities of GFP in the CVP of control and
hsp70l:noggin3-FLAG-injected embryos, as observed in C,
relative to that in control embryos. Data are mean±s.e.m.
Control, n=6; hsp70l:noggin3-FLAG, n=8. (E) Confocal
images of 32 hpf Tg(fli1:Gal4FF);(UAS:NLS-GFP) embryos
injected without (control) or with hsp70l:noggin3-FLAG
plasmid, heat shocked at 24 hpf and subjected to TUNEL
staining, as in Fig. 2G. (F) Percentage of TUNEL-positive cells
among NLS-GFP-expressing ECs in the CVP of the control
and hsp70l:noggin3-FLAG-injected embryos as observed in
E. Data are mean±s.e.m. Control, n=15; hsp70l:noggin3-
FLAG, n=15. (B,D,F) **P<0.01, ***P<0.001; n.s., not
significant. Scale bars: 50 μm.
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Vascular endothelial growth factor A (Vegfa) stimulates
sprouting angiogenesis from the CA (Wiley et al., 2011). Thus,
we hypothesized that Vegfa might promote EC survival in the CA.
Treatment with Ki 8457 (Kwon et al., 2013), a Vegfa receptor
inhibitor, induced nuclear fragmentation of ECs in the CA and
intersegmental vessels (ISVs), but not in the CVP (supplementary
material Fig. S4). These results indicate that distinct signaling
pathways regulate EC survival in the CVP and CA; Bmp promotes
EC survival in the CVP through β-catenin, whereas Vegfa maintains
EC survival in the CA.

Involvement of Aggf1 in Bmp-induced CV formation
To address how Bmp stimulates β-catenin transcriptional activity
and to identify the β-catenin target genes responsible for CV
formation, we performed RNA-seq analyses. To identify the genes
that are upregulated and downregulated in the ECs with high
β-catenin transcriptional activity, GFP-positive andmCherry-positive
[β-catenin (+)] ECs and GFP-negative and mCherry-positive
[β-catenin (−)] ECs were isolated from the caudal parts of

Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos
and subjected to RNA-seq analyses (supplementary material
Fig. S5). As expected, the β-catenin (+) ECs expressed high levels
of β-catenin/Tcf target genes, such as axin2, ccnd2a, ccnd2b,
ctnnb1 and tcf7 (Bandapalli et al., 2009; Kioussi et al., 2002; Lustig
et al., 2002; Roose et al., 1999) (Table 1). In addition, some of the
Bmp signal-responsive genes, such as id1, id2a, id2b, smad6a and
smad6b, were highly expressed in the β-catenin (+) ECs (Hollnagel
et al., 1999; Ishida et al., 2000) (Table 1), suggesting that β-catenin
activity is stimulated by Bmp during CV development. Moreover,
venous markers, including dab2, ephb4a, ephb4b, flt4, nrp2a and
nr2f2, were highly expressed in the β-catenin (+) ECs (Covassin
et al., 2006; Herzog et al., 2001; Sprague et al., 2006; Swift and
Weinstein, 2009) (Table 1), suggesting that β-catenin plays a role in
venous vessel development.

Analyzing the RNA-seq data revealed that the level of aggf1
expression is higher in β-catenin (+) ECs than in β-catenin (−) ECs
(Table 1). AGGF1 was first described as a gene encoding an
angiogenic factor and has been implicated as a causative gene for

Table 1. RNA-seq analysis of β-catenin (+) and β-catenin (−) ECs

Reads*

ENSDARG ID Gene Description β-catenin (+) β-catenin (−) β-catenin (+)/(−)

β-catenin target genes
00000014147 axin2 axin 2 (conductin, axil) 35.90 13.61 2.64
00000035750 ccnd1 cyclin D1 7.26 39.96 0.18
00000051748 ccnd2a cyclin D2, a 103.38 34.73 2.98
00000070408 ccnd2b cyclin D2, b 5.58 0.48 11.74
00000014571 ctnnb1 catenin (cadherin-associated protein), beta 1 211.49 90.53 2.34
00000038672 tcf7 transcription factor 7 (T-cell specific, HMG-box) 15.62 0.41 37.74

Bmp target genes
00000040764 id1 inhibitor of DNA binding 1 300.78 133.97 2.25
00000055283 id2a inhibitor of DNA binding 2, dominant negative helix-loop-

helix protein, a
50.27 35.72 1.41

00000029544 id2b inhibitor of DNA binding 2, dominant negative helix-loop-
helix protein, b

13.39 1.46 9.15

00000053209 smad6a SMAD family member 6a 38.19 5.22 7.32
00000031763 smad6b SMAD family member 6b 47.06 12.60 3.73

Venous markers
00000031761 dab2 disabled homolog 2 (Drosophila) 665.81 151.85 4.38
00000040346 ephb4a eph receptor B4a 33.73 17.40 1.94
00000027112 ephb4b eph receptor B4b 21.06 10.44 2.02
00000015717 flt4 fms-related tyrosine kinase 4 219.98 65.56 3.36
00000031622 nrp2a neuropilin 2a 88.58 7.02 12.63
00000040926 nr2f2 nuclear receptor subfamily 2, group F, member 2 115.28 8.94 12.89

Arterial markers
00000020164 efnb2a ephrin B2a 4.82 17.12 0.28
00000074050 efnb2b ephrin B2b 1.91 24.94 0.08
00000017321 kdr kinase insert domain receptor (a type III receptor tyrosine

kinase)
8.30 8.27 1.00

00000015815 kdrl kinase insert domain receptor like 102.00 107.25 0.95

EC markers
00000075549 cdh5 cadherin 5 78.02 48.07 1.62
00000054632 fli1a friend leukemia integration 1a 342.49 189.36 1.81
00000019371 flt1 fms-related tyrosine kinase 1 4.14 10.56 0.39
00000028663 tie2 (tek) endothelium-specific receptor tyrosine kinase 2 145.26 57.03 2.55

Others
00000037746 actb1 actin, beta 1 4958.56 4414.23 1.12
00000060109 aggf1 angiogenic factor with G patch and FHA domains 1 29.11 7.65 3.80
00000011941 bmpr2a bone morphogenetic protein receptor, type II a (serine/

threonine kinase)
24.60 2.73 9.01

00000019728 bmpr1aa bone morphogenetic protein receptor, type 1aa 2.20 2.30 0.96

*Reads per kilobase of exon per million mapped reads.
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Klippel–Trenaunay syndrome (KTS), a disorder characterized by
venous malformation and hypertrophy of bones and soft tissues
(Tian et al., 2004). It was recently reported that Aggf1 mediates the
specification of venous EC identity in zebrafish embryos (Chen
et al., 2013). Importantly, Major et al. also characterized AGGF1 as
a nuclear chromatin-associated protein that participates in β-catenin-

mediated transcription in human colon cancer cells (Major et al.,
2008). Therefore, we hypothesized that Aggf1 acts downstream of
Bmp to stimulate β-catenin transcriptional activity during CV
development. To address this possibility, we examined the
expression pattern of aggf1 mRNA in zebrafish embryos. At 24,
30 and 36 hpf, aggf1 mRNA was predominantly expressed in the

Fig. 4. Aggf1 is involved in Bmp-mediated CV formation. (A) Expression patterns of aggf1 mRNA in zebrafish embryos at 24, 30 and 36 hpf, as detected
by whole-mount in situ hybridization. Sense probe was used to confirm the specificity of the hybridization reaction. Regions from the yolk tube to the tail are
enlarged beneath. (B) Expression of aggf1mRNA in 36 hpf embryos injected without (control) or with hsp70l:noggin3-FLAG or hsp70l:bmp2b-FLAG plasmid and
heat shocked at 24 hpf. The caudal regions are enlarged to the right. (C) Confocal stack GFP images of the caudal region of 48 hpf Tg(fli1:GFP) embryos
injected with control morpholino oligonucleotide (MO) or two independent MOs against aggf1 (MO1 andMO2). Single-scan confocal images of these embryos are
shown to the right. (D) The CV phenotypes observed in C were quantified as in Fig. 2D. (E) Confocal stack images of the caudal region of 48 hpf Tg(fli1:GFP)
embryos injected with hsp70l:bmp2b-FLAG plasmid together with either control MO or aggf1 MO1. Arrowheads indicate ectopic venous vessels originating
from the CVP. (F) Quantification of ectopic venous vessel formation observed in E, showing the area covered by ectopic venous vessels relative to that in control
MO-injected embryos. Data are mean±s.e.m. Control MO, n=10; aggf1, MO1 n=10. (G) Confocal stack fluorescence images of 32 hpf Tg(fli1:Gal4FF);
(UAS:NLS-GFP) embryos injected with control MO or aggf1 MO1 and subjected to TUNEL staining, as in Fig. 2G. (H) Percentage of TUNEL-positive ECs
among the NLS-GFP-expressing ECs in the CVP of embryos injected with either control MO or aggf1MO1 as observed in G. Data are mean±s.e.m. Control MO,
n=16; aggf1 MO1, n=16. (F,H) *P<0.05, ***P<0.001; n.s., not significant. Scale bars: 50 μm.
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head region (Fig. 4A), as previously reported (Chen et al., 2013).
Additionally, its expression was weakly but broadly detected in the
trunk region at 24 hpf, and had become more restricted to the
vasculature by 30 hpf (Fig. 4A). At 36 hpf, aggf1 expression was
confined to the CVP, where β-catenin-mediated transcription actively
occurred (Fig. 2A, Fig. 4A). Importantly, aggf1 expression in the
CVP was suppressed by Noggin 3, whereas its expression domain
was expanded in Bmp2b-overexpressing embryos (Fig. 4B). These
results indicate that Bmp induces aggf1 expression in the CVP.
We next investigated whether Aggf1 is responsible for CV

formation. Depletion of Aggf1 by two independent morpholino
oligonucleotides (MOs) resulted in CV absence and defective CVP
formation (Fig. 4C,D). Co-depletion of p53 (also known as Tp53)
did not alleviate the CV defects caused by Aggf1 deficiency,
although it partially rescued the defective formation of the CVP
(supplementary material Fig. S6A,B), indicating that the
phenotypes of aggf1 morphants are not due to any MO off-target
effects. By contrast, CA formation was unaffected by knockdown of
Aggf1 (Fig. 4C; supplementary material Fig. S6A). Although the
aggf1 morphants showed some ISV defects, more than 80% of
defective ISVs were venous vessels that sprouted from the CVP

(venous ISVs, 83.3%; arterial ISVs, 16.7%; n=30) (supplementary
material Fig. S6C), suggesting a role of Aggf1 in venous vessel
development. Consistent with this, the ectopic formation of venous
vessels induced by overexpression of Bmp2b was suppressed by the
depletion of Aggf1 (Fig. 4E,F). Furthermore, aggf1 morphants
exhibited an increase in EC apoptosis in the CVP as compared with
control MO-injected embryos (Fig. 4G,H). Collectively, these
results indicate that Bmp induces Aggf1 expression to maintain the
survival of venous ECs during CV formation.

The role of Aggf1 in Bmp-induced activation of β-catenin-
dependent transcription
To investigate the role of Aggf1 in Bmp-induced activation of
β-catenin transcriptional activity, we performed the luciferase assay
using a Tcf-responsive reporter construct (TOPflash). AlthoughAggf1
alone did not stimulate the TOPflash reporter, it synergized with
β-catenin to induce reporter gene expression (Fig. 5A). We also tested
the effect of Aggf1 on the transcriptional activity of Gal4–β-catenin to
explore whether Tcf is required for Aggf1-induced activation of
β-catenin. Aggf1 potently increased the transcriptional activity of
Gal4–β-catenin, but did not affect that of Gal4-VP16 (Fig. 5B). These

Fig. 5. Aggf1 functions downstream from Bmp to
stimulate β-catenin transcriptional activity during CV
formation. (A) Relative TOPflash/FOPflash activity in HEK
293 cells transfected with empty vector (control) or plasmid
encoding either wild-type (WT) or constitutively active (CA)
β-catenin together with the empty plasmid (control) or that
expressing Aggf1. Data are shown relative to that in the
empty vector-transfected cells, as the mean±s.e.m. of three
independent experiments. (B) Relative luciferase activity in
HEK 293 cells transfected with UAS-luciferase reporter and
plasmid encoding either Gal4-β-catenin or Gal4-VP16
together with the empty plasmid (control) or that expressing
Aggf1. Data are relative to that observed in the empty vector-
transfected cells that express Gal4-β-catenin or Gal4-VP16,
as the mean±s.e.m. of three independent experiments.
(C) Confocal images of caudal regions of 36 hpf
Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:GFP);(fli1:Myr-mC)
embryos injected without (control) or with aggf1-mCherry
mRNA, as in Fig. 1B. (D) Fluorescence intensity of GFP in
the CVP, as observed in C, relative to that observed in control
embryos. Data are mean±s.e.m. Control, n=9;
aggf1-mCherry mRNA, n=8. (E) Confocal images of caudal
regions of 36 hpf Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:GFP);
(fli1:Myr-mC) embryos injected with control MO or aggf1
MO1, as in Fig. 1B. (F) Fluorescence intensity of GFP in the
CVP, as observed in E, relative to that observed in control
MO-injected embryos. Data are mean±s.e.m. Control MO,
n=11; aggf1 MO1, n=12. (A,B,D,F) *P<0.05, **P<0.01,
***P<0.001; n.s., not significant. Scale bars: 50 μm.
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findings suggest that Aggf1 stimulates the transcriptional activity of
β-catenin by acting as a transcriptional co-factor.
We ascertained whether Aggf1 enhances β-catenin-mediated

transcription in vivo by injecting aggf1-mCherry mRNA into EC-
specific β-catenin reporter fish embryos. Overexpression of Aggf1-
mCherry resulted in a significant increase in GFP in the CVP,
although it did not induce ectopic GFPexpression in other parts of the
vasculature, indicating that Aggf1 enhances β-catenin transcription
specifically in the CVP (Fig. 5C,D). We also found that depletion of
Aggf1 suppressed β-catenin transcriptional activity in the defective
CVP (Fig. 5E,F; supplementary material Fig. S6D,E). These findings
suggest that Aggf1 acts downstream of Bmp to stimulate β-catenin
transcriptional activity in the CVP.

Bmp-induced Nr2f2 expression through Aggf1-mediated
activation of β-catenin
RNA-seq analyses revealed that nr2f2 is highly induced in β-catenin
(+) ECs (Table 1). Nr2f2 is an orphan nuclear receptor that plays a
crucial role in venous specification (Aranguren et al., 2011; You
et al., 2005). We investigated whether Bmp induces nr2f2
expression to regulate CV formation. Expression of nr2f2 was
detected in both posterior cardinal veins (PCVs) and the CV in
48 hpf embryos (supplementary material Fig. S7A). Heat shock
promoter-driven expression of Noggin 3 caused downregulation of
nr2f2 in the CV (Fig. 6A). By contrast, the expression domain of
nr2f2 in the CV was expanded by overexpression of Bmp2b
(Fig. 6B), indicating that Bmp induces nr2f2 expression in the CV.
We next explored the role of β-catenin in nr2f2 expression.

Expression of dominant-negative Tcf in ECs resulted in
downregulation of nr2f2 in the CV (Fig. 6C), suggesting that
β-catenin plays a role in nr2f2 expression. Consistent with this, the
NR2F2 expression level in human umbilical vein ECs was reduced
by knockdown of β-catenin and increased by treatment with BIO
(supplementary material Fig. S7B-D). We also investigated the
involvement of Aggf1 in β-catenin-mediated nr2f2 expression. The
nr2f2 expression level in the CV was decreased by depletion of
Aggf1, but slightly increased by overexpression of Aggf1-mCherry
(Fig. 6D,E). Importantly, treatment with BIO further augmented
nr2f2 expression in the CV of aggf1-mCherry mRNA-injected
embryos (Fig. 6E). Collectively, these results indicate that Bmp
induces nr2f2 expression in the CV through Aggf1-mediated
activation of β-catenin.

Crucial role of Nr2f2 in CV development
Next, we investigated the role of Nr2f2 in CV formation. Knockdown
of Nr2f2 did not affect EC sprouting from the CV primordia and
formation of the CVP (Fig. 6F,G). However, subsequent remodeling
of the CVP was severely inhibited by depletion of Nr2f2, causing
defective formation of the CV (Fig. 6H,I; supplementary material
Fig. S8A-D). The CV defects caused by Nr2f2 deficiency were not
rescued by co-depletion of p53, indicating that the phenotypes of
nr2f2morphants are not due toMO off-target effects (supplementary
material Fig. S8E,F). These results suggest that Nr2f2 is involved in
CV formation. Unlike in the aggf1 morphants, EC apoptosis in the
CVP was not increased by Nr2f2 depletion, reflecting the non-
essential role of Nr2f2 in β-catenin-promoted survival of venous ECs
(supplementary material Fig. S9). However, knockdown of Nr2f2
caused downregulation of the venous marker flt4 in the CVP without
affecting expression of the endothelial marker fli1a (Fig. 6J,K). These
results suggest that Nr2f2 promotes the differentiation of venous ECs
required for CV development. Thus, β-catenin may regulate CV

formation by promoting venous EC differentiation through Nr2f2
expression in addition to maintaining venous EC survival.

DISCUSSION
Analyses of EC-specific β-catenin knockout mice have confirmed
the crucial role of β-catenin in vascular development. However, the
precise function of β-catenin-mediated gene regulation in vascular
development has not been clearly understood, since β-catenin
regulates not only gene expression but also the formation of cell-cell
junctions. Here, we have demonstrated a novel role of β-catenin in
venous vessel development by generating a Tg zebrafish line that
allows us to visualize EC-specific β-catenin transcriptional activity.

To date, several Tg animals have been developed to trace the
transcriptional activity of β-catenin in vivo (DasGupta and Fuchs,
1999; Dorsky et al., 2002; Maretto et al., 2003; Moro et al., 2012;
Shimizu et al., 2012). However, the reporter genes are ubiquitously
expressed in these systems, making it difficult to study the function
of β-catenin in a specific cell type or tissue. Our Tg line represents
the first cell type-specific β-catenin reporter and as such is
anticipated to contribute to a greater understanding of the diverse
functions of β-catenin, since it is, at least in theory, applicable to any
cell type or tissue.

GFP in the EC-specific β-catenin reporter line appears to reflect
the transcriptional activity of β-catenin in ECs. It is noteworthy that
this fluorescence is observed in venous ECs. However, this Tg line
might not completely reproduce endogenous β-catenin activity in
ECs. Although a previous report suggested that Wnt/β-catenin
signaling promotes the proliferation of stalk cells during sprouting
angiogenesis (Phng et al., 2009), we did not detect GFP signals in
endothelial stalk cells. Therefore, the sensitivity of the EC-specific
β-catenin reporter fish might not be high enough to detect weak
transcriptional activity of β-catenin. However, at a minimum, the
β-catenin-dependent transcription that we detected in this study
reveals an essential role for β-catenin in CV formation.

Bmp signaling, but not Wnt, stimulates β-catenin transcriptional
activity throughAggf1 to regulate CV development. AlthoughAggf1
was originally identified as a secreted angiogenic growth factor (Tian
et al., 2004), it also functions in the nucleus to stimulate β-catenin-
mediated gene expression (Major et al., 2008). Major et al. reported
that AGGF1 associates with SWI/SNF chromatin remodeling
complexes and participates in β-catenin-dependent transcription in
human colon cancer cells (Major et al., 2008). Consistently, our study
revealed that Aggf1 stimulates the transcriptional activity of β-catenin
in vitro and in vivo. Thus, Aggf1 might act as a chromatin remodeling
transcriptional co-factor for β-catenin. In addition to inducing the
expression of Aggf1, Bmp might stabilize β-catenin and thereby lead
to the induction of β-catenin-dependent transcription, since
overexpression of Aggf1 enhanced β-catenin transcriptional activity
and induced nr2f2 expression only in the CVP, but not in the other
vascular structures. Indeed, Bmp2 induces β-catenin accumulation in
pulmonary artery ECs in vitro (de Jesus Perez et al., 2009). Further
studies are needed to confirm these hypotheses.

Consistent with the role of Aggf1 in venous vessel formation,
AGGF1 is known to be mutated in KTS, a complex congenital
disease characterized by varicosities and venous malformations of
the lower limbs (Tian et al., 2004). Moreover, KTS patients develop
hypertrophy of bones and soft tissues in addition to the venous
abnormalities. It would be interesting to investigate whether
AGGF1-mediated activation of β-catenin by Bmp is involved in
the development of KTS.

Bmp promotes the survival of venous ECs through β-catenin-
mediated gene expression during CV formation. A previous report
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Fig. 6. Bmp regulates CV formation by inducing Nr2f2 expression via β-catenin. (A-E) Expression patterns of nr2f2 mRNA in the caudal regions of
48 hpf embryos. (A) Embryos injected without (control) or with hsp70l:noggin3-FLAG plasmid were heat shocked at 24 hpf. (B) Embryos injected without (control)
or with hsp70l:bmp2b-FLAG plasmid were heat shocked at 24 hpf. (C) Tg(fli1:Gal4FF);(UAS:NLS-GFP) and Tg(fli1:Gal4FF);(UAS:TΔN-GFP) embryos.
(D) Embryos injected with control MO or aggf1 MO. (E) Control embryos (top left) were injected with aggf1-mCherry mRNA, or incubated with BIO (a glycogen
synthase kinase 3 inhibitor), or injected with aggf1-mCherry mRNA and then treated with BIO. (F-H) Confocal stack images of the caudal regions of Tg(fli1:
GFP) embryos injected with control MO or nr2f2 E1I1 MO at 28 (F), 34 (G) and 48 (H) hpf. The boxed areas are enlarged to the right. Note that knockdown
of Nr2f2 caused a variety of impairments in CV formation. Embryos with the mild phenotype lacked the CV, but developed the CVP (middle row in H),
whereas those with severe phenotypes lacked the CV and exhibited defective CVP (bottom row in H). (I) CV phenotypes observed in F were quantified, as in
Fig. 2D. (J,K) Expression patterns of flt4 (J) and fli1a (K) mRNAs in 36 hpf embryos injected with control MO or nr2f2E1I1MO.Regions from the yolk tube to the tail
are enlarged beneath. Scale bars: 100 µm.
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revealed that Bmp promotes the survival of pulmonary artery ECs
through β-catenin-mediated expression of survivin (de Jesus Perez
et al., 2009). However, our RNA-seq analyses did not detect the
expression of survivin (birc5a) mRNA in β-catenin (+) ECs.
Therefore, other target genes are likely be induced by β-catenin to
promote the survival of venous ECs during CV formation.
β-catenin induces nr2f2 expression in the CV. β-catenin has been

shown to induce Nr2f2 expression in preadipocytes by acting
directly on its −4.7 kb proximal promoter region (Okamura et al.,
2009). However, our luciferase reporter gene analyses revealed that
a 5 kb proximal zebrafish nr2f2 promoter is not stimulated by active
β-catenin. Therefore, β-catenin is likely to indirectly promote nr2f2
expression in ECs during CV formation. In addition, β-catenin-
dependent and -independent pathways might regulate nr2f2
expression, as inhibition of β-catenin/Tcf-mediated transcription
suppressed nr2f2 expression in the CV but not in the PCV.
Consistent with this, the chromatin remodeling enzyme BRG1
directly promotes murine Nr2f2 expression independently of
β-catenin (Davis et al., 2013). Furthermore, it was recently shown
that nr2f2 expression in the PCV depends on Sox7 and Sox18 (Swift
et al., 2014). Therefore, different mechanisms of nr2f2 expression
might be employed in the CV and PCV.
β-catenin-mediated expression of Nr2f2 regulates the

differentiation of venous ECs during CV development. Nr2f2
depletion resulted in downregulation of the venous marker flt4 in the
CVP, suggesting a role of Nr2f2 in venous EC specification.
However, Nr2f2 is required for expression of some but not all
markers of venous identity. For instance, expression of the venous
markers ephb4a and dab2 in the PCV is only partially affected by
depletion of Nr2f2 in zebrafish (Aranguren et al., 2011; Swift et al.,
2014). Similarly, levels of endothelial Ephb4 are only slightly
reduced in the cardinal vein of Nr2f2-deficient mice (You et al.,
2005). Therefore, other factors, in addition to Nr2f2, might be
required for full establishment of venous identity.
Although the present study showed that Bmp promotes venous EC

differentiation through expression of Nr2f2, Bmp is also known to
negatively regulate lymphatic development. Recently, Dunworth et al.

reported that Bmp suppresses the expression of Prox1, a key regulator
of lymphatic development, thereby preventing differentiation of
lymphatic ECs (Dunworth et al., 2014). As such, Bmp might
regulate venous vessel formation by inducing the differentiation of
venous ECs through expression of Nr2f2 and by suppressing the
differentiation of lymphatic ECs through downregulation of Prox1.
However, the requirement of Nr2r2 for prox1 expression in embryonic
veinshas also been reported (Srinivasan et al., 2010;Swift et al., 2014).
Thus, further studies are needed to delineate themechanisms bywhich
Bmp regulates venous and lymphatic development.

In summary, we have successfully visualized the EC-specific
transcriptional activity of β-catenin in living animals, and have
uncovered a novel role for β-catenin in vascular development
(Fig. 7). During CV formation, Bmp induces the expression of
Aggf1 in ECs, which leads to the activation of β-catenin-mediated
transcription. Activated β-catenin regulates CV formation by
promoting the Nr2f2-dependent differentiation of venous ECs and
by maintaining their survival.

MATERIALS AND METHODS
Zebrafish husbandry
Zebrafish (Danio rerio) were maintained and bred under standard
conditions. Embryos were staged by hpf at 28°C (Kimmel et al., 1995).
Animal experiments were approved by the animal committee of the National
Cerebral and Cardiovascular Center and performed according to the
regulations of the National Cerebral and Cardiovascular Center. Heat shock,
MO and mRNA injections and chemical treatments of embryos were
undertaken as described in the supplementary Materials and Methods.

Plasmid constructs
Expression constructs were generated as described in detail in the
supplementary Materials and Methods.

Transgenic zebrafish lines
Tg(fli1:Gal4db-TΔC-2A-mC), Tg(fli1:Myr-mC), Tg(UAS:TΔN-GFP),
Tg(UAS:NLS-GFP), Tg(flk1:NLS-Eos), Tg(hsp70l:dkk1-FLAG) and
Tg(flt1:mC) zebrafish lines were generated according to the protocol
described previously (Kwon et al., 2013). Other Tg lines were obtained as
described in the supplementary Materials and Methods. Genotyping of the
Tg lines was by genomic PCR as described in the supplementary Materials
and Methods.

Image acquisition, processing and quantification
Zebrafish embryos were mounted in 1% low-melting agarose poured onto a
35-mm diameter glass-based dish (Asahi Techno Glass) as previously
described (Fukuhara et al., 2014) (see supplementary Materials and
Methods).

Confocal images were taken with a FluoView FV1000 confocal upright
microscope system (Olympus) equipped with water-immersion 10×
(LUMPlanFL, 0.30 NA) and 20× (XLUMPlanFL, 1.0 NA) lenses. The
473 nm and 559 nm laser lines were employed. For confocal time-lapse
imaging, images were collected every 10-20 min for 5-12 h. To avoid cross-
detectionofgreen and red signals, imageswere acquired sequentiallyat 473 nm
and 559 nm. z-stack images were 3Dvolume renderedwith fluorescencemode
employing Volocity 3D imaging analysis software (PerkinElmer).

Quantitative analyses of fluorescence intensity, CV defects and ectopic
vessel formation were performed as described in the supplementary
Materials and Methods.

FACS and RNA-seq analyses
Tg(fli1:Gal4db-TΔC-2A-mC);(UAS:GFP);(fli1:Myr-mC) fish embryos
were cut along the dorsoventral axis as described in supplementary
material Fig. S4. Caudal parts of the embryos were collected, incubated in
0.25% trypsin in phosphate-buffered saline at 28°C for 15 min, and
dissociated by gentle pipetting. The dissociated cells were sorted using a
FACS Aria III cell sorter (BD Biosciences) and grouped into GFP-positive

Fig. 7. Model for the mechanism underlying CV development. Bmp
induces the expression of Aggf1 in ECs through an unknown mechanism.
Subsequently, Aggf1 potentiates β-catenin transcriptional activity by acting as
a transcriptional co-factor. Activated β-catenin regulates CV development by
promoting the differentiation of venous ECs through expression of Nr2f2 and by
maintaining the survival of venous ECs.
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mCherry-positive [β-catenin (+)] and GFP-negative mCherry-positive
[β-catenin (−)] EC populations.

TotalRNAwaspurified fromβ-catenin (+)ECs and β-catenin (−) ECs using
a NucleoSpin RNA XS kit (Macherey-Nagel) following the manufacturer’s
instructions, and subjected to RNA-seq analyses as described in the
supplementary Materials and Methods. The RNA-seq data have been
deposited at the Sequence Read Archive (SRA) database (NCBI) under
accession number SRP051129.

Whole-mount in situ hybridization
Whole-mount in situ hybridization of zebrafish embryos was performed as
described previously (Fukuhara et al., 2014).

TUNEL and luciferase reporter assays
EC apoptosis was quantified by TUNEL assay as described in the
supplementary Materials and Methods. TOPflash reporter assays were
carried out in HEK 293 cells as described in the supplementary Materials
and Methods.

Statistical analysis
Data were analyzed using GraphPad Prism software. Data are expressed as
the mean±s.e.m., as described in the figure legends. Statistical significance
for paired samples and for multiple comparisons was determined by
Student’s t-test and by one-way analysis of variance with Tukey’s test,
respectively. Data were considered statistically significant at P<0.05.
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Supplementary Materials and Methods 

Plasmids  

A cDNA fragment encoding -catenin binding domain of human TCF4E (amino acid 

1-314) was amplified by PCR using pCMXGAL4/hTCF4E vector, a gift from A. 

Kikuchi (Osaka University, Japan), as a template, and subcloned into pCMV-BD vector 

(Stratagene) to construct pCMV-Gal4db-TC plasmid that encodes the -catenin 

binding domain of TCF4 fused to the DNA binding domain of Gal4 (Gal4db-TC). The 

pCMV-Gal4db-TC (D16A) plasmid encoding Gal4db-TC mutant in which Asp-16 of 

TCF4E was replaced with Ala was generated using QuickChange Site-directed 

mutagenesis kit (Stratagene).  

   The Tol2 vector system was kindly provided by K. Kawakami (National Institute of 

Genetics, Japan) (Kawakami et al., 2004; Urasaki et al., 2006). The pTol2-fli1 vector 

was constructed by removing a cDNA fragment containing GFP and Gateway cassette 

from the pTolfli1epEGFPDest plasmid, a gift from N. Lawson (University of 

Massachusetts Medical School, USA) (Lawson and Weinstein, 2002). To generate the 

pTolflk1 plasmid, the fli1 enhancer/promoter was removed from the pTolfli1 vector, and 

replaced with the flk1 promoter, a gift from D.Y. Stainier (Max Planck Institute). The 

cDNA encoding Gal4db-TC followed by 2A peptide and mCherry was subcloned into 

pTol2-fli1 vector to generate the pTol2-fli1:Gal4db-TC-2A-mC plasmid. The pTol1 

vector was constructed by modifying pDon122 vector (COSMO BIO CO., LTD). To 

generate the pTol1-UAS and pTol2-UAS plasmids, the upstream activating sequence 

(UAS) derived from pBluescript II-UAS:GFP vector, a gift from M. Hibi (Nagoya 

University, Japan), was inserted into pTol1 and pTol2 vectors, respectively.  
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cDNA fragments encoding zebrafish tcf3, dkk1, noggin3, bmp2b, aggf1, nr2f2, flt4, 

fli1a, axin1 and wnt3a were amplified from cDNAs library derived from zebrafish 

embryos by PCR and cloned into pCR4 Blunt TOPO vector (Invitrogen). The 

pTol1-UAS:TN-GFP plasmid was constructed by inserting a cDNA fragment that 

encodes Tcf3 lacking -catenin binding domain (amino acid 55-561) followed by GFP 

(TN-GFP) into pTol1-UAS vector. An oligonucleotide encoding nuclear localization 

signal (NLS) derived from SV40 (PKKKRKV) was inserted into pEGFP-C1 and 

pmCherry-C1 vectors (Clontech, Takara Bio Inc.) to generate the plasmids expressing 

NLS-tagged GFP (NLS-GFP) and NLS-tagged mCherry (NLS-mC), respectively. The 

NLS-GFP cDNA was subcloned into the pTol2-UAS vector to construct the 

pTol2-UAS:NLS-GFP plasmid. An oligonucleotide encoding the myristoylation (Myr) 

signal derived from Lyn kinase was subcloned into pmCherry-N1 vector (Clontech, 

Takara Bio Inc.) to construct the plasmid encoding Myr signal-tagged mCherry 

(Myr-mC). The pTol2-fli1:Myr-mC plasmid was constructed by inserting Myr-mC 

cDNA into the pTol2-fli1 vector. An oligonucleotide encoding NLS derived from SV40 

was inserted into the EcoRI/XhoI sites of a pcDNA3-td-EosFP vector (Molecular 

Biotechnology) to generate the plasmid encoding NLS-tagged tandem dimer Eos 

fluorescence protein (NLS-Eos). To construct pTolflk1-NLS-Eos vector, the NLS-Eos 

cDNA was subcloned into the pTolflk1 vector. 

The DNA sequence of zebrafish heat shock protein 70 promoter was derived from 

pHSP70/4 EGFP plasmid (provided by J. Kuwada, University of Michigan, USA) 

(Halloran et al., 2000), and subcloned into the pTol2, namely the pTol2-hsp70l plasmid. 

The pTol2-hsp70l:dkk1-FLAG and the pTol2-hsp70l:wnt3a-FLAG plasmids were 

generated by inserting a cDNA fragment encoding C-terminally FLAG-tagged dkk1 and 
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that encoding C-terminally FLAG-tagged wnt3a into the pTol2-hsp70l plasmid, 

respectively.  

The DNA sequence encoding zebrafish cardiac myosin light chain 2 (cmlc2) 

promoter was cloned by PCR using zebrafish genomic DNA as a template, and inserted 

into the pTol2 vector to construct the pTol2-cmlc2. The pTol2-cmlc2:NLS-mC plasmid 

was constructed by inserting the NLS-mC cDNA into the pTol2-cmlc2. Then, the 

chicken β-globin insulator (HS4) derived from pJC13-1 vector, a gift from G. Felsenfeld 

(National Institute of Health, USA) (Chung et al., 1993), and the zebrafish heat shock 

protein 70 promoter were sequentially subcloned into pTol2-cmlc2:NLS-mC to 

construct the pTol2-cmlc2:NLS-mC-HS4-hsp70l plasmid. The cDNA fragments 

expressing FLAG-tagged noggin3 and FLAG-tagged bmp2b, in which FLAG tag was 

inserted immediately after their signal sequence, were subcloned into the 

pTol2-cmlc2:NLS-mC-HS4-hsp70l vector to generate the 

pTol2-cmlc2:NLS-mC-HS4-hsp70l:noggin3-FLAG (hsp70l:noggin3-FLAG) and the 

pTol2-cmlc2:NLS-mC-HS4-hsp70l:FLAG-bmp2b-FLAG (hsp70l:bmp2b-FLAG) 

plasmids, respectively.  

A cDNA fragment encoding human AGGF1 was amplified by PCR from human 

heart cDNAs, and subcloed into pEGFP-N1 vector to generate pEGFP-N1-AGGF1. The 

pmCherry-N1-Aggf1 was constructed by inserting the zebrafish aggf1 cDNA into 

pmCherry-N1 vector. The aggf1-mCherry cDNA was subcloned into pCS2+ vector, 

namely pCS2-Aggf1-mCherry.  

The expression vectors encoding wild type and constitutive active -catenin have 

already been reported (Zhang et al., 2011). To construct pCMV-Gal4--catenin that 

encodes -catenin N-terminally fused to DNA binding domain of Gal4, the -catenin 
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cDNA was subcloned into pCMV-BD vector. The pCS2+Gal4FF vector that expresses 

an engineered transcriptional activator consisting of the DNA-binding domain of Gal4 

fused to two transcription activation modules from VP16 (Gal4-VP16) was kindly 

provided by M. Hibi (Nagoya University, Japan). pFR-Luc plasmid was purchased from 

Stratagene. pRL-SV40, pRL-TK, TOPflash and FOPflash vectors were obtained from 

Addgene.  

To construct the pTol2-E1b-UAS-E1b vector, the UAS flanked by E1b minimal 

promoters on both sides was inserted into the pTol2 vector. A cDNA encoding 

NLS-GFP together with polyA signal and that encoding FLAG-tagged axin1 with polyA 

signal were sequentially subcloned into the pTol2-E1b-UAS-E1b vector to construct the 

pTol2-UAS:NLS-GFP,Axin plasmid (UAS:NLS-GFP,Axin), which drives expression of 

both NLS-GFP and FLAG-tagged Axin simultaneously in a Gal4-dependent manner. 

Transgenic zebrafish lines 

Tol1 and Tol2 transposase mRNAs were in vitro transcribed with SP6 RNA polymerase 

from NotI-linearised pCS-TP vector using the mMESSAGE mMACHINE kit (Ambion). 

To generate the Tg(fli1:Gal4db-TC-2A-mC), Tg(fli1:Myr-mC), Tg(UAS:TN-GFP), 

Tg(UAS:NLS-GFP), Tg(flk1:NLS-Eos) and Tg(hsp70l:dkk1-FLAG) zebrafish lines, the 

corresponding Tol1- or Tol2-based plasmid DNAs (25 ng) were microinjected along 

with Tol1 or Tol2 transposase RNA (25 ng) into one-cell stage embryos of wild type 

strain, AB. To establish the Tg(fli1:Gal4db-TC-2A-mC), Tg(fli1:Myr-mC) and 

Tg(flk1:NLS-Eos) fish lines, the embryos showing transient expression of mCherry or 

Eos fluorescence in the vasculature were selected, raised to adulthood, and crossed with 

wild type AB to identify germline transmitting founder fishes. To develop the 
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Tg(UAS:TN-GFP) and Tg(UAS:NLS-GFP) Tg lines, the fish carrying the 

corresponding genes were first screened by genomic PCR, and confirmed by crossing 

with Tg(fli1:Gal4FF) zebrafish to check the transgene expression. To generate the 

Tg(hsp70l:dkk1-FLAG) fish line, all embryos were raised to adulthood, and subjected to 

genomic PCR screening. Embryos obtained from crossing the genomic PCR-positive 

fish with wild type AB were heat-shocked to check the transgene expression. The 

Tg(flt1:mC) zebrafish line was generated as previously reported (Bussmann et al., 

2010).  

Tg(fli1:GFP) fish were provided by N. Lawson (University Massachusetts Medical 

School, USA) (Lawson and Weinstein, 2002). Tg(UAS:GFP) and Tg(UAS:RFP) fish 

lines were kindly provided by K. Kawakami (National Institute of Genetics, Japan) 

(Asakawa et al., 2008). Tg(fli1:Gal4FF) fish line was a gift from M. Affolter 

(University of Basel, Switzerland) (Totong et al., 2011; Zygmunt et al., 2011). 

Tg(hsp70l:dkk1-GFP) fish were obtained from the Zebrafish International Resource 

Center (University of Oregon, OR, USA).  

Mounting of zebrafish embryos 

Pigmentation of embryos was inhibited by 1-phenyl-2-thiourea (PTU) (Sigma-Aldrich). 

Embryos were dechorionated, anesthetised in 0.016% tricaine (Sigma-Aldrich) in E3 

embryo medium, and mounted in 1% low-melting agarose dissolved in E3 medium 

poured on a 35-mm-diameter glass-base dish (Asahi Techno Glass). The mounted 

embryos were submerged in E3 medium supplemented with 0.016% tricaine and 0.2 

mM PTU. 
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Quantitative analyses of fluorescence, CV defects and ectopic vessel formation  

To quantify the -catenin transcriptional activity in CVP in the Figures 1D, 3B, 3D, 5D, 

5F, S3G and S6E, 3D-renderd confocal stack fluorescence images of GFP and mCherry 

in the caudal regions of Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) fish 

embryos at 36 hpf were acquired using confocal microscopy. The mCherry 

fluorescence-marked CVP on the 3D-images was manually cropped using Volocity 

software. Then, the volume of the cropped areas and the total GFP fluorescence 

intensity within the areas were calculated. The -catenin transcriptional activity in the 

CVP was determined by dividing the total GFP fluorescence intensity by the volume of 

CVP.  

To quantify the defective CV formation in the Figures 2D, 4D, 6I, S6B and S8F, the 

CV of Tg(fli1:Myr-mC) or Tg(fli1:GFP) embryos at 48 hpf were analyzed and classified 

into two groups: mild group and severe group. In the Figures 2D, 4D and S6B, the 

embryos with mild phenotype exhibited no blood circulation in the CV, whereas those 

with severe phenotype lacked CV. In the Figures 6I and S8F, the embryos with the mild 

phenotype lacked the CV, but developed the CVP, whereas those with the severe 

phenotypes exhibited lack of the CV and defective CVP. Frequency of mild and severe 

phenotypes is expressed as percentage relative to the total number of analyzed embryos. 

To quantify formation of ectopic venous vessels in Bmp2b-overexpressing embryos 

in Figure 4E, the Tg(fli1:GFP) embryos were analyzed at 48 hpf. The areas covered by 

ectopic venous vessels within 11 somites in the caudal regions were measured using 

Volocity software.  
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RNA-seq analyses 

Using total RNA purified from -catenin (+) ECs and -catenin (-) ECs, reverse 

transcription and cDNA library preparation were performed with SMARTer Ultra Low 

RNA Kit (Clontech). cDNA was fragmented with a Covaris S220 instrument (Covaris). 

Subsequently, the sample was end-repaired, dA-tailed, adaptor ligated, and then 

subjected to PCR by using the NEBNext® DNA Library Preparation and NEBNext 

Multiplex oligos For Illumina. The sample was sequenced by using MiSeq (Illumina) to 

generate pair-end 150-bp reads.  

Raw reads were mapped to Zebrafish genome (DanRer7). Expression levels were 

measured by calculating RPKM (reads per kilobase per million sequenced reads), and 

normalised TMM (Trimmed Mean of M-values) method by using Avadis NGS software 

(Strand Life Sciences). 

TUNEL assay 

EC apoptosis was analyzed by TUNEL assay. Tg(UAS:NLS-GFP);(fli1:Gal4FF) or 

Tg(UAS:TN-GFP);(fli1:Gal4FF) embryos at 32 hpf were dechorinated, fixed with 4% 

paraformaldehyde (PFA) at 4 °C overnight, and dehydrated with methanol (MeOH) at 

-20 °C. After gradual hydration, the embryos were permeabilised with 5 g/ml 

proteinase K, refixed with 4% PFA, and washed three times with PBS-T. Then, 

apoptotic cells were stained by using In Situ Cell Death Detection Kit, TMR red 

(Roche). To quantify the EC apoptosis, we counted TUNEL-positive cells among the 

GFP-positive ECs. 
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Heat shock and chemical treatment 

Tg(hsp70l:dkk1-GFP) and Tg(hsp70l:dkk1-FLAG) embryos were heat shocked at either 

12 or 24 hpf for 1 h at 39 °C. Tg(hsp70l:dkk1-GFP) embryos were identified by the 

expression of GFP. Tg(hsp70l:dkk1-FLAG) embryos were identified based on the 

appearance of defective caudal fin formation as described in Figure S3, and confirmed 

by genomic PCR after the analyses. To ubiquitously express wnt3a-FLAG, the 

Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos were injected with 

25 ng pTol2-hsp70l:wnt3a-FLAG plasmid along with Tol2 transposase RNA (25 ng), 

and heat-shocked at 22 hpf for 1 h at 39 °C. To ubiquitously express noggin3-FLAG and 

bmp2b-FLAG, the Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos 

were injected with 25 ng pTol2-cmlc2:NLS-mC-HS4-hsp70l:noggin3-FLAG 

(hsp70l:noggin3-FLAG) and 25 ng pTol2-cmlc2:NLS-mC-HS4-hsp70l:bmp2b-FLAG 

(hsp70l:bmp2b-FLAG) plasmids along with Tol2 transposase RNA (25 ng), and 

heat-shocked at 22 hpf for 2 h and at 24 hpf for 30 min at 39 °C, respectively. The 

embryos carrying the corresponding genes were selected by the expression of mCherry 

in cardiac myocytes.   

Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos were 

dechorinated, and incubated from 24 to 33 or 48 hpf and from 15 to 36 hpf in the E3 

medium containing 1 or 3 μM BIO, a glycogen synthase kinase 3 inhibitor 

(6-bromoindirubin-3’-oxime, EMD Biosciences) and 10 μM IWR-1, an axin-stabilising 

compound (Calbiochem), respectively. As a control, the embryos were also incubated in 

the E3 solution containing DMSO. Tg(flk1:NLS-Eos) embryos were incubated in the E3 

medium containing either DMSO or 1.5 μM Ki 8457, an inhibitor for Vegf-A receptor 

(Tocris). 
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Cell culture, transfection and luciferase reporter assay 

HEK 293 and HEK 293T cells and human umbilical vein ECs were cultured and 

transfected as described previously (Fukuhara et al., 2008). To investigate whether 

-catenin stimulates transcriptional activity of Gal4db-TC, HEK 293 cells were 

transfected with either pCMV-Gal4db-TC or pCMV-Gal4db-TC (D16A) vector 

together with pFR-Luc and pRL-TK that encode firefly and renilla luciferase under the 

control of five tandem repeats of Gal4 binding sites and herpes simplex virus thymidine 

kinase promoter, respectively. The transfection mixture also included either the 

expression plasmid encoding wild type -catenin or the empty vector. The total amount 

of plasmid DNA was adjusted with empty vector. The cells were lysed using passive 

lysis buffer (Promega) 16 h after the transfection. To examine the effect of BIO, the 

cells were stimulated with 5 M BIO for 16 h. The luciferase activities in cell extracts 

were determined by using a Dual-Luciferase assay system (Promega). To normalize the 

levels of the experimental reporter activity, firefly luciferase activity are divided by 

renilla luciferase activity for each sample.  

   To examine the effect of Aggf1 on -catenin transcriptional activity, the cells were 

transfected with either TOPflash or FOPflash plasmid together with pRL-SV40 vector. 

The transfection mixtures also included the expression plasmids as described in the 

figure legends. The luciferase activities in the cells were measured 24 h after the 

transfection. To normalize the levels of the experimental reporter activity, firefly 

luciferase activity were divided by renilla luciferase activity for each sample. The levels 

of -catenin/Tcf-dependent transcription were indicated by the value of TOPflash 

luciferase activity divided by that of FOPflash activity. The cells were also transfected 
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with the expression plasmid encoding either Gal4--catenin or Gal4-VP16 together with 

pEGFP-N1-Aggf1 or the empty plasmid, and lysed 24 h after the transfection.    

Injections of morpholino oligonucleotide (MO) and mRNA 

For morpholino oligonucleotide (MO)-mediated gene knockdown, embryos were 

injected at the one-cell or two-cell stage with control MO (Gene Tools), 2.5 ng of aggf1 

splicing MO (aggf1 MO1), 10 ng of aggf1 translation blocking MO (aggf1 MO2), 4 ng 

of nr2f2 splicing MO (nr2f2 E1I1 MO), 2 ng of nr2f2 translation blocking MO (nr2f2 

ATG MO) (Gene Tools). To suppress the cell death induced by MO off-targeting, p53 

MO was co-injected 1.5-fold (w/w) to the other MO used, as previously reported (Robu 

et al., 2007). The sequences for the already-validated MOs used in this study are: aggf1 

MO1, 5’-GCCCTGCTCACCTGCTGTCGGAGAT-3’ (Chen et al., 2013); aggf1 MO2, 

5′-CGCATCAATAGGGAGCAACCGCGAT-3′ (Chen et al., 2013); nr2f2 E1I1 MO, 

5′-ACAAAAATCCGAATACCTTCCCGTC-3′ (Aranguren et al., 2011); nr2f2 ATG MO, 

5′-AGCCTCTCCACACTACCATTGCCAT-3′ (Aranguren et al., 2011). 

   aggf1-mCherry mRNA was in vitro transcribed with SP6 RNA polymerase from 

pCS2-Aggf1-mCherry vector using the mMESSAGE mMACHINE kit (Ambion). To 

ubiquitously express Aggf1-mCherry, 200 pg of aggf1-mcherry mRNA was injected 

into one cell stage of Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryo. 

Genotyping 

For the genotyping of the zebrafish Tg lines, genomic PCR were performed using the 

following primer sets: for Tg(UAS:TN-GFP) and Tg(UAS:NLS-GFP), 

5’-GAAGCAGCACGACTTCTTCAAGTCC-3’ and 
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5’-CCTTGATGCCGTTCTTCTGCTTGTC-3’; for Tg(hsp70l:dkk1-FLAG), 

5’-ATAATGAAACAATTGCACCGATAA-3’ and 

5’-GAAGTTCAGACTGTCCAAAAGTGA-3’.  

Real-time reverse transcription PCR 

Real-time reverse transcription PCR was performed as previously described (Fukuhara 

et al., 2008). 
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Supplementary Figure S1. Reporter gene expression driven by 

Gal4db-TCreflects transcriptional activity of -catenin. (A) Relative luciferase 

activity in HEK 293T cells transfected with UAS-luciferase reporter and the plasmid 

encoding either Gal4db-TC or its mutant (Gal4db-TC(D16A)) that lacks the ability 

to bind -catenin together with the empty vector (Control) or that encoding -catenin. 

Data are expressed relative to that observed in the empty vector-transfected cells that 

express Gal4db-TC (D16A), and shown as mean ± s.e.m. of four independent 

experiments. (B) Relative luciferase activity in 5 M BIO-stimulated HEK 293T cells 

transfected with UAS-luciferase reporter and the plasmid encoding either Gal4db-TC 

or Gal4db-TC (D16A). The cells were stimulated with vehicle (Control) or BIO for 16 

h. Data are expressed relative to that observed in the vehicle-treated cells that express

Gal4db-TC (D16A), and shown as mean ± s.e.m. of three independent experiments. 

(C) 3D-rendered confocal stack fluorescence images of the 
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Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos treated with vehicle 

(Control) or 3 M BIO, a glycogen synthase kinase 3 inhibitor, from 24 to 33 hours 

post-fertilization (hpf). Top, GFP images (-Cat activity); middle, mCherry images 

(Myr-mC); bottom, the merged images (Merge). The images are composites of two 

images, since it was not possible to capture the whole animal at sufficiently high 

resolution in a single field of view. The boxed areas are enlarged on the right side of the 

original images. *p<0.05. n.s., no significance. 
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Supplementary Figure S2. The development of the caudal vein (CV). (A) Confocal 

images of caudal regions of Tg(fli1:Myr-mC) embryos at the developmental stages 

indicated at the top. The boxed areas are enlarged beneath the original images. 

Schematic representations of the caudal vessel structures are shown at the bottom. (B) 

Confocal images of the caudal regions of the 48 hpf Tg(fli1:Gal4FF);(UAS:RFP) 

embryos injected with UAS:NLS-GFP Tol2 plasmid or UAS:Axin,NLS-GFP Tol2 

plasmid, which drives the expression of Axin and NLS-GFP simultaneously. GFP 

images and the merged images of GFP (green) and RFP (red) are shown in the top and 

middle rows, respectively. The boxed areas in the merged images are enlarged in the 

bottom row. (C) Percentages of GFP-expressing cells in the CV and CVP as observed in 

B were quantified. The number of analyzed embryos is indicated on the top. CA, caudal 

artery; CV, caudal vein; CVP, caudal vein plexus; SA, segmental artery; SV, segmental 

vein. 
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Supplementary Figure S3. Wnt signaling is suppressed by heat shock 

promoter-driven expression of dkk1. (A) Lateral view of wild type sibling and 

Tg(hsp70l:dkk1-FLAG) embryos heat-shocked at either 12 or 24 hpf as indicated at the 

top. The boxed areas are enlarged beneath the original images. (B) Lateral view of wild 

type sibling and Tg(hsp70l:dkk1-GFP) embryos heat-shocked at either 12 or 24 hpf as 

indicated at the top. The boxed areas are enlarged beneath the original images. GFP 

fluorescence images are shown at the bottom. (C, D) Genomic PCR analysis of wild 

type sibling, Tg(hsp70l:dkk1-FLAG) (C) and Tg(hsp70l:dkk1-GFP) (D) zebrafish 
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embryos were performed using primer sets to amplify the DNA fragment that contains 

heat shock promoter and dkk1 and to amplify the ef1 gene. (E) Western blot analysis of 

lysates from heat-shocked wild type and Tg(hsp70l:dkk1-Flag) embryos with 

anti-FLAG and anti-actin (Actin) antibodies. (F) Confocal stack fluorescence images 

of the 28 hpf Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos injected 

without (Control) or with hsp70l:noggin3-FLAG plasmid and heat-shocked at 24 hpf for 

1h. GFP images (-Cat activity); right, the merged (GFP/Myr-mC) of GFP (green) and 

mCherry (red) images. Scale bars, 100 m. (G) Fluorescence intensities of GFP in the 

CV primordia and the ECs that sprouted from the CV primordia, as observed in F, were 

expressed as relative values to that observed in the control embryos. Data are shown as 

means ± s.e.m. (Control n=8, hsp70l:noggin3-FLAG n=5). 
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Supplementary Figure S4. Vegf-A promotes EC survival in the caudal artery (CA). 

(A) Tg(flk1:NLS-Eos);(fli1:Myr-mC) embryos were treated with 1.5 M Ki 8457, an 

inhibitor for Vegf-A receptor, from 30 hpf, and subjected to time-lapse confocal imaging 

from 34 hpf to 42 hpf. The merged images of Eos (green) and mCherry (red) at every 

hour starting from 34 to 42 hpf are shown. The enlarged image of boxed area in the 

image at 39 hpf and its subsequent time-lapse images are shown at the right column. 

The elapsed time (min) is indicated at the top of each image. Arrowheads and arrows 

indicate the ECs undergoing nuclear fragmentation in the ISV and CA, respectively. 

Scale bars, 50 μm. (B) Percentage of DMSO-treated or Ki 8457-treated 

NLS-Eos-expressing ECs that undergo nuclear fragmentation in the CA and CVP 

between 34-42 hpf. Data are expressed as a percentage relative to the total number of 

NLS-Eos-expressing ECs, and shown as mean ± s.e.m. (DMSO n=6, Ki 8457 n=6). 

***p<0.01. n.s., no significance. 
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Supplementary Figure S5. Isolation of -catenin (+) ECs from the caudal regions of 

EC-specific -catenin reporter zebrafish. (A) Schematic representation of the 

purification of the -catenin (+) and -catenin (-) ECs for RNA-seq analyses. (B) To 

identify the genes that are upregulated and downregulated in -catenin (+) ECs, 

GFP-positive and mCherry-positive ECs (-catenin (+) ECs) and GFP-negative and 

mCherry-positive ECs (-catenin (-) ECs) were isolated from the caudal parts of 

Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos using flow 

cytometry. 
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Supplementary Figure S6. Aggf1 stimulates -catenin-dependent transcription in 

ECs to develop the CV. (A) Confocal stack images of the caudal regions of the 48 hpf 

Tg(fli1:GFP) embryos injected with control MO (left column), aggf1 MO1 (middle 

column) or a mixture of aggf1 MO1 and p53 MO (right column). The boxed areas are 
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enlarged at the bottom. CA, caudal artery; CV, caudal vein; CVP, caudal vein plexus. 

(B) The CV phenotypes observed in A were quantified, as in Figure 2D. (C) Confocal 

images of caudal regions of 48 hpf Tg(fli1:GFP);(flt1:mC) embryos injected with aggf1 

MO1. Two representative embryos are shown (Embryo #1 and Embryo #2). Left, GFP 

images; middle, mCherry images (mC); right, the merged images (Merge). mCherry 

fluorescence marks the arterial ECs. Arrows indicate defective ISVs. Note that 

formation of venous ISVs was mainly affected by depletion of Aggf1. (D) Confocal 

images of caudal regions of 36 hpf 

Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryos injected with either 

control MO or aggf1 MO2. Upper, GFP images (-Cat activity); lower, merged images 

of GFP (green) and mCherry (red) (GFP/Myr-mC). (E) Fluorescence intensity of GFP in 

the caudal vein plexus (CVP) as observed in D was quantified, and expressed as a 

relative value to that observed in the control MO-transfected embryos. Data are shown 

as mean ± s.e.m. (Control MO n=14, aggf1 MO2 n=15). *p<0.05. Scale bars, 100 μm 

(A, C) and 50 μm (D). 
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Supplementary Figure S7. -catenin regulates expression of NR2F2. (A) Expression 

pattern of nr2f2 mRNA in zebrafish embryos at 48 hpf, as detected by whole-mount in 

situ hybridization. The boxed area is enlarged at the right. (B, C) Total RNA was 

extracted from human umbilical vein ECs transfected with either control siRNA or two 

independent siRNAs targeting -catenin (#1 and #2), and subjected to real-time 

RT-PCR analysis to determine the expression levels of -catenin (B) and NR2F2 (C) 

mRNAs. Bar graphs show relative mRNA levels of -catenin and NR2F2 normalized to 

that of GAPDH. Data are expressed relative to that in control siRNA-transfected cells, 

and shown as mean ± s.e.m. (n=4). (D) Total RNA was extracted from human umbilical 

vein ECs stimulated with vehicle (Control) or 2 M BIO for 24 h, and subjected to 

real-time RT-PCR analysis to determine the expression levels of NR2F2 mRNA, as in B. 

Data are expressed relative to that in control cells, and shown as mean ± s.e.m. (n=4). 

*p<0.05, **p<0.01, ***p<0.001.
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Supplementary Figure S8. Nr2f2 is required for CV formation. (A) nr2f2 E1/I1 MO 

(red arrow) is a splice-blocking MO that targets the boundary between exon 1 and 

intron 1. Schematic diagrams of normally-spliced mRNA (upper) and aberrantly-spliced 

mRNA produced in nr2f2 E1/I1 MO-injected embryos (lower). (B) RT-PCR analyses of 

RNAs extracted from the zebrafish embryos injected from control MO or nr2f2 E1/I1 

MO were performed using two sets of PCR primers as indicated in A (F(exon 1)/R(exon 
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2); F(exon 1)/R(intron 1)) as well as an ef1a primer. PCR using a primer set of F(exon 

1)/R(exon 2) amplified the 623-bp fragment (single asterisk) corresponding to 

normally-spliced nr2f2 mRNA in control MO-injected embryos, but not in those 

injected with nr2f2 E1I1 MO. In contrast, PCR using a primer set of F(exon 1)/R(intron 

1) amplified the 678-bp fragment (double asterisks) that contains partial sequence of

exon 1 and intron 1 only in nr2f2 E1I1-injected embryos. These results suggest that 

nr2f2 E1/I1 MO efficiently blocks splicing of exon 1 and 2, leading to inclusion of 

intron 1 and the creation of premature stop codon. (C) Bright field images (left column), 

GFP images (middle column) and the merged images (right column) of 24 hpf embryos 

injected with mRNA encoding amino acids 1-27 of Nr2f2 C-terminally tagged with GFP 

(Nr2f2 ATG-GFP fusion) together with control MO (upper) or nr2f2 ATG MO (lower). 

Note that injection of nr2f2 ATG MO efficiently suppressed expression of Nr2f2 

ATG-GFP fusion protein. (D) Confocal stack images of the caudal regions of the 48 hpf 

Tg(fli1:GFP) embryos injected with control MO or nr2f2 ATG MO. (E) Confocal stack 

images of the caudal regions of the 48 hpf Tg(fli1:GFP) embryos injected with control 

MO (left column), nr2f2 E1I1 MO (middle column) or a mixture of nr2f2 E1I1 MO and 

p53 MO (right column). The boxed areas are enlarged at the bottom. (F) The CV 

phenotypes observed in E were classified and quantified, as in Figure 6H and 6I. CA, 

caudal artery; CV, caudal vein; CVP, caudal vein plexus. Scale bars, 100 m. 
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Supplementary Figure S9. Nr2f2 is not involved in survival of venous ECs during 

CV formation. (A) Confocal stack fluorescence images of the 32 hpf 

Tg(fli1:Gal4FF);(UAS:NLS-GFP) embryos injected with either control MO or nr2f2 

E1I1 MO and subjected to TUNEL staining. Top, TUNEL signal; middle, the merged 

images (GFP/TUNEL) of GFP (green) and TUNEL (red); bottom, the enlarged images 

of boxed areas. Scale bars, 50 μm. (B) Percentage of TUNEL-positive ECs among the 

NLS-GFP-expressing ECs in the CVP of the embryos injected with control MO or nr2f2 

E1I1 MO as observed in A. n.s., no significance. 
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Supplementary Movie 1. -catenin-mediated gene expression is induced in the ECs 

that sprout from CV primordia. Time-lapse confocal imaging of the CV formation in the 

Tg(fli1:Gal4db-TC-2A-mC);(UAS:GFP);(fli1:Myr-mC) embryo. Green, GFP 

fluorescence (-Cat activity); red, mCherry fluorescence (ECs). The recording started at 

24 hpf. Elapsed time (hr:min:sec:msec).   
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Supplementary Movie 2. Inhibition of -catenin/Tcf-dependent transcription results in 

nuclear fragmentation of the ECs in the CVP, but not in the caudal artery. Time-lapse 

confocal imaging of the CV formation in the 

Tg(fli1:Gal4FF);(UAS:RFP);(UAS:TN-GFP) embryo. Green, GFP fluorescence 

(N-GFP-expressing ECs); red, mCherry fluorescence (ECs). The recording started at 

30 hpf. Elapsed time (hr:min:sec:msec). 
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