SUPPLEMENTAL INFORMATION

SUPPLEMENTAL FIGURE LEGENDS

Figure S1. pdgfb and pdgfrb expression levelsareincreased in the VDA by HIFla

(A) gPCR analysis showed expressiorpdffrb andpdgfba is significantly upregulated with
exposure to the Hifl agonist DMOG (75uM, 22-36hpf), but related factare not statistically
altered (*p<0.05, **p<0.01, two-tailed t-test;3).

(B) gPCR analysis using FACS-sorted populations figfflk1: dsRed;cmyb: egfp) embryos at
48hpf indicated thapdgfba andpdgfrb are expressed in the vasculature (FIk1:dSR&tyb:GFP)

and HSCs (FIk1:dsRépMyb:GFP) as well as unlabeled embryonic tissues (normalia¢bp).

(C) gPCR analysis of sorted populations from DMSO o€ldreated embryos showed that
pdgfba was upregulated by CoClin the endothelium (FIKIcMyb), while pdgfrb was
upregulated in both the endothelium (FlicMyb’) and HSCs (FIKL.cMyb®) (data shown as fold
change in gene expression (normalized to tbp) by CoCl, relative to DMSO).

(D) WISH analysis forflkl in embryos treated the pan-PDGFR inhibitor AG1295tre
PDGFR3 selective antagonist DMP®howed no gross impact of treatment on the trunk

vasculature compared to controls at 36hpP@icondition x 2 replicate clutches).

(E)  WISH analysis forephrinb2a in embryos exposed to AG1295 and DM#e€ated showed
no difference from controls in arterial identity\alue as in S1D).

(F) Notch activity in the ventral dorsal aorta (VDA) asarked bygfp expression in the
Tg(EPV.Tp1CMmu.Hbb:EGFP) Notch reporter line was reduced with AG1295 tresatn
compared to controls, but not with DMPQ.

(G) Qualitative phenotypic distribution of embryos frgganel S1F (n values as in S1D)



Figure S2. Loss of pdgfrb impairs Hifla-mediated HSPC regulation independent of
hemogenic niche for mation
(A)  Expression offlkl was grossly unaffected in the vasculature of ewdbrpjected with

pdgfrb MO in comparison to sibling controlsX20/condition x 2 replicate clutches).

(B)  Expression ofunxl;cmyb was decreased Ipglgfrb knockdown as determined by WISH.
(C) Qualitative phenotypic distribution of embryos frganel S2B (n value as in S2A).
(D)  WISH analysis forunxl;cmyb revealed decreased expressiorpdigfrb"™* *~embryos,

bum148 -/-

while pdgfr embryos were similar to wild-type sibling controls.

(E) Qualitative phenotypic distribution of embryos fropanel S2D (& 20/condition x 4
replicate clutches).

(F Embryonic exposure to the PDGERelective inhibitor DMPQ (38M) during HSC
formation (Tx 18-36hpf) blocked the increaserimxl;cmyb expression in the VDA observed

following CoCh exposure.

(G) Qualitative phenotypic distribution of embryos frganel S2F (n value as in S2A).

Figure S3. PDGF-B overexpression increases HSPC production in the VDA and CHT

(A) In vivo imaging of Tg(flkl:dsRed;cmyb:egfp) embryos indicated that the number of
FIk1";cMyb™ HSPCs (arrowheads) in the VDA was increased apfBhpdgfb mRNA-injected
embryos.

(B)  Absolute counts of FIKlcMyb® HSPCs from embryos in panel S3A (Control: 6+1.5,
pdgfb mRNA: 10.4+2.2; ***p<0.0001, two-tailed t-test>h5/condition).

(C)  Overexpression gidgfb increaseadmyb expression in the CHT at 48hpf.



(D)  Qualitative phenotypic distribution of embryos fropanel 3D (r20 condition x 2
replicate clutches).

(E) Representative images 0fy(cd41:egfp) embryos injected with pdgfb mRNA showing
increase expression in the CHT.

(F)  Absolute cell countsn the CHT of embryos from S3E indicated the numbeCD41
HSPCs was increased at 48hpf in embryos injectatt pdgfb mRNA (Control: 13.1+7.4

cells/CHT,pdgfb mRNA: 18.9+9.8, n>35/condition, two-tailed t-te8{p<0.0053).

Figure $4. PDGF-B signaling regulates the expression of inflammatory factorsin the VDA

(A) gPCR analysis for inflammatory gene expressionnirgos injected withpdgfb mRNA
showed increased expressiorilab, mmp2, andmmp9 (*p<0.05, **p<0.01, two-tailed t-test,~3).
(B) gPCR analysis using FACS-sorted populations fronflRigdsRed;cmyb:egfp) embryos
showed thail6 and its receptors are primarily expressed in thsculature (FIKLcMyb) and
HSPCs (FIk1;cMyb") (normalized tabp).

(C)  Exposure to the gpl30 inhibitor SC-144uN) blocked the ability ofpdgfb mRNA to
increasea unxl;cmyb expression at 36hpf.

(D)  Qualitative phenotypic distribution of embryd®m panel S4C (A20/condition x 3
replicate clutches).

(E) 16 overexpression strongly increaserix1 expression in the VDA at 36hpf.

(F Qualitative phenotypic distribution of embry@®m panel S4E (h20/condition x 3

replicate clutches).

Figure S5. Hif1a regulatesinflammatory signaling to impact HSPC production



(A) gPCR analysis of FACS sorted populations from DMB8OCo0C} treated embryos
indicated thatl6 and its receptoil6r were upregulated by Cogh the endothelium (FIKIcMyb)
and in HSPCs (FIK1cMyb®) compared to matched control samplgatd shown as fold change in
gene expression (normalized to tbp) by CoCl; relative to that of DMSO controls).

(B) Exposure to SC-144 (M) blocked the ability of CoGlto increaseunxl;cmyb expression
in the VDA.

(C)  Qualitative phenotypic distribution of embryos fropanel S5B (&20/condition x 3

replicate clutches).



SUPPLEMENTAL METHODS

Supplemental M ethods Table 1: M or pholino sequences (related toMorpholino and mRNA

Injection)

Gene M or phaolino sequence Reference

vh GGCATCGTCAAAGACAGGACAGTTC (Harris et al., 201)
hiflab ACCCTACAAAAGAAAGAAGGAGAGC (Mendelsohn et al., 20))
pdgfrb ACAGGAACTGAAGTCACTGACCTTC (Wiens et al., 207)

i16

AAACCAGTATATAACAGCACCTGCT

not previously published

Supplemental M ethods Table 2: Primer Sequences (related toQuantitative RT-PCR)

Gene Forward Reverse Reference

tbp CGGTGGATCCTGCGAATT# TGACAGGTTATGAAGCAAAACA (McCurley anc
ACA Callard, 2008)

runxl CGTCTTCACAAACCCTCCTCAA | GCTTTACTGCTTCATCCGGCT (Harris et al., 213)

cmyb TGATGCTTCCCAACACAGAC TTCAGAGGGAATCGTCTGCT (Harris et al., 201)

gp130 TTGATGTGTGAAGCCTCCAC TGGGTCTCTCAATCCTGGT

i16 TCCCCGTGTTCAGCAGTATC GCGGTCTGAAGGTTTGAGG!

iI6R TGGCTGTATGTGTCTTGTG( TGGCTGAACAGGAAGGAAGT

pdgfba GGACCCTCTTCCTCCATCT! TGGGACACGTAACTGACAGC (Harris et al., 207)

pdgfbb CAAGACCCTGCAGTGTGTTC| CACGTGCGTCTAGTTTCTGG

pdgfaa AAACAAGGCCACCATAAGGA GCTGTTGGATCCACCTGAC

pdgfrb ACACACCGGGGTTTATGTGT TATTGATGGGTTCGTCACCH#

pdgfra GCTCATGATGAAGTGCTGG, TCATCAAAGCCACTCTCACC

stat3 GCAGGAGAACAACGTCCTGIT TGATGTCCTGCAGGTTGTG

mmp2 GCTGTTCCCGATGACCTAG! GCTGTCATTTCTGGCCATT

mmp9 TCATGATCTCTGCGAAGTGC TTGCCTTTTCCTCTCTGCA”

b-actin TCTGTCCCA TGCCAACCA ™ TGCCCTCGTGCTGTTT (Harris et al., 201)
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Figure S2.
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Figure S3.
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Figure S4.

A. gPCR (36 hpf) B. WT FACS sorted cells (36 hpf)
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Figure S5.

CoCl, Tx FACS sorted cells (36 hpf)
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