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Figure S1. Comparison of the amino acid sequences of VEGFR-ligand loops. (A)
Alignments of L1, L2 and L3 amino acid sequencesV&GF-B, VEGF-A and PIGF from
various species. (B) Alignment of L1 sequences froouse VEGF-B and PIGF against VEGF-
A shows substantial variation, whereas the L2 secgies highly conserved.

A L1 L2

HMouse PLSMELMGNVVEQLV 15 CCPDDGLEC 9
Human PLTVELMGTVAKQLY 15 CCPDDGLEC 9
VEG F-B Dog PLTVELMGTVAKQLY 15 CCPDDGLEC 9
Pig PLTMELMGTVAKQLY 15 CCPDDGLEC 9
1} T CCPDEALEC Q
Upossum PLSGEFFGEVAQRLY 15 _‘w-._‘ =L
Zebrafish EVWQEFPUWETNHLFL 15 I.LI.)EAEIEL 9
House DIFQEYPDE[EYIFK 15 CCNDEALEC 9 KPHOSQHIG 9
Human DIFQEYPDEIEYIFK 15 CCNDEGLEC 9 KPHOGQHIG 9
VEGF-A e DIFQEYFDRIEYITR 15 CCHDEGLEC 9 gpHQGQHIG 9
Pig DIFI:IEmPDEIErIFT; 15 CCNDEGLEC 9 KPHOGQHIG 9
Opossum DIFQEYPDEVEFIFK 15 CCNDEGLEC 9 i S
i DIIQEYPDEIEHTYI 15 CCNDEALEC 9 ‘FHUSUHLL
Zebrafish ORI PRI R KORVSQHNF 9
Mouse YILDEYPDEVSHIFS 15 CCGDEGLHC 9 PPNRDPHFYV 10
Human DVVSEYPSEVEHMFS 15 CCGDENLHC 9
PI GF Dog EYPDEVEHMFN 15 CCGDENLHC 9
Pig SEVEHMFS 15 CCGDENLHC 9
Opossun DVATEYPGEVEHMFS 15 CCGDENLHC 9 50! I
Zebrafish YVEQEYPGAVEHIYS 15 CCNDEKLAC 9 TPAEFPPD,‘.‘ 10
L1 Homology L2 Homology
B level level
mMVEGF-B PLSMELMGNVVKQLV 6.7% CCPDDGLEC 66.7%
MmVEGF-A DIFQEYPDEIEYIFK - CCNDEALEC -
mPIGF YILDEYPDEVSHIFS 53.3% CCGDEGLHC 66.7%
Figure S1



Figure S2. Replacement of VEGF-A L1 with the VEGF-B—derived L1 does not affect
VEGFR-1 binding, but inhibits VEGFR-1 activation. VEGFR-1/EpoR-BaF3 MTT assay
using the full-length native and chimeric ligangspduced in 293T cells (A) or with the ligands
purified from Sf21 cells (B). Assay conditions adentical to those described in the legends to
Figures 2B and D, respectively. The SD bars ingdAd (B) are based on technical replicates. (C)
VEGFR-1/Epo-BaF3 MTT assay using the purified lidgenThe cells were incubated with the
indicated ligands (6 ng/ml) for 3 days. The datpresent mean values + SE from n=3
independent experiments. (D) A-£&nd VEGF-A both bind to VEGFR-1. A-E1(500 ng/ml)

or VEGF-A (500 ng/ml) were incubated (30 min) wBI$SA-blocked and VEGFR-1-Fc-coated
protein A sepharose beads (negative control beaae wot VEGFR-1-Fc coated). The beads
were extensively washed and analyzed by gel elgletr@sis, followed by Western blotting with
the anti-5xHis antibody. Input indicates proteiadong before addition of protein A sepharose

beads. The data are representative of two indepeeaperiments.
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Figure S3. Pretreatment of PAE-VEGFR-2 cells with lgh molar excess of VEGF-B does
not reduce the VEGFR-2 phosphorylation induced by B.17 or VEGF-A. PAE-VEGFR-2
cells were pretreated with 1@/ml VEGF-B for 1 min. Thereafter, VEGF-A (100 ndjror B-
L1" (either 100 ng/ml or 500 ng/ml) was added anditicabation was continued for 5 min (or

10 min, where indicated by the dotted box). Thelscelere lysed and analyzed by gel



electrophoresis and western blotting for P-VEGFR¢2175) or total VEGFR-2. The data are

representative of two independent experiments.
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Figure S4. Analysis ofL1 swap chimeras between VEGF-A and PIGF(A) VEGFR-2
tyrosine phosphorylation in BEC cells stimulatedtbg chimeras B-14, B-L1", A-L1” and P-
1%, and their parental proteins VEGF-A, VEGF-B anGPI VEGF-A was used at 50 ng/ml;
VEGF-B, A-L1", and P-Lf were used at 500 ng/ml; B-f1and B-LT — as indicated on the
figure (ng/ml). (B) Dose-response effects of insirg concentrations of the native and chimeric
ligands in the stimulation of endothelial VEGFRy2osine phosphorylation. Note that A, P-
L1 retain receptor-binding and activating propertéshe parental molecules, whereas B*L1

resembles B-Ll The data in (A) and (B) are representative of img®pendent experiments.
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