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1. Primary blast 4 modes

l local recycle | |remote recycle| | local I l remote |

local: use a blast program installed on the local computer

remote: use the NCBI blast servers via the internet
recycle: use blast results from previous runs, only do new
blast searches when no previous results are available
| protein dictionary: PDGF-B, VEGF-C, etc. |—)

| taxon dictionary: amphibia, crustacea, etc. |—)

2_ AnalyS|S | identification of paralog group based on annotation

? =

The primary blast result is used as the query
sequence for another blast search (secondary
blast). The identification of paralog group is based
on the majority vote of the secondary blast results.

$ List of
false

RPS blast with the positives
PDGF/VEGF signature ‘

NOT detected

detected

Human evaluation:
PDGF/VEGF or not?

manually excluded

3. Make tree Y

All hits of each blast search are
a) classified as orthologs, paralogs, or homologs without
| subset from tree of life l—) further classification
b) listed along the phylogenetic tree of life in a table, where
each column corresponds to one PDGF/VEGF ortholog group

Supplementary Fig. S1 Bioinformatics workflow of the PDGF/VEGF search The workflow
resembles crowdsourcing by recursively analyzing the manual and programmatic descriptions of
protein database entries most similar to the protein of interest. Only if this method fails, the
protein is classified as a “generic” PDGF/VEGF homolog based on the detection of the PDGF

signature (https://prosite.expasy.org/PDOC00222).



https://prosite.expasy.org/PDOC00222
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Supplementary Fig. S2 Relationship of early fish PDGFs/VEGFs An unrooted tree of the
relationships of PDGFs/VEGFs found in Florida and Chinese lancelets (Branchiostoma floridae,
Branchiostoma belcheri), the inshore hagfish (Eptatretus burgeri), the sea lamprey (Petromyzon
marinus), the elephant shark (Callorhinchus milii) and zebrafish (Danio rerio) shows that many
of the early vertebrate PDGFS/VEGFs cannot be easily designated as orthologs of any modern
VEGF or PDGF. Only with the appearance of bony fish, it becomes consistently possible to
identify orthologs of these factors among the nine mammalian PDGFs/VEGFs. While there are
clear VEGF-C-like proteins in jawless fish, most of their PDGF/VEGF-like molecules are
difficult to classify. In this tree, such PDGFs/VEGFs are shown to be most closely related to
VEGF-A/VEGF-B or PIGF, but bootstrap supports are generally weak. Even less clear are the
PDGFs/VEGFs of Echinodermata and Cephalochordata, which appear equally distant to all the
big groups (PDGFs, VEGF-C/D, VEGF-A/B/PIGF). Therefore, the assignment of
PDGFs/VEGFs more distantly related to mammals than bony fish (such as shown in Fig. 4) is

hypothetical and relies mostly on the presence (VEGF-C-like) or absence (VEGF-A-like) of
multiple BR3P repeats of BR3P motif.
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Supplementary Fig. S3 Phylogenetic tree of VEGF-Fs An unrooted tree of the relationship of
VEGF-F to the other hemangiogenic VEGFs (VEGF-A, VEGF-B, PIGF). VEGF-Fs segregate
into multiple branches, supporting the two-origin hypothesis of venom (once in snakes, once in
lizards, [86]). Assuming the prevailing two-origin hypothesis of venom, the independent
emergence of VEGF-F as a venom component on multiple branches appears unlikely; even more
so since several snake VEGF-Fs segregate with the non-venom (“lizard”) sub-branches. While
venom VEGF-F expression is specific to the venom gland [86], it is not ubiquitous among
venomous snakes and is found only in the viper clade (see also Supplementary Figure S14 in
[86]). The most parsimonious explanation is a single origin of VEGF-F, predating the evolution
of venom. Its original function is yet to be determined, but a later co-option of the VEGF-F gene
in vipers established it as a bonafide venom component. However, in other branches of the tree
(lizards and snakes outside the viper clade, such as the non-venomous Burmese python), the
VEGF-F gene might serve its unknown original function, assumed a function as a venom
component, or has disappeared. The most likely origin of the VEGF-F gene is a VEGF-A gene
duplication. An origin via a PGF or VEGF-B gene duplication is less likely, but not impossible.
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Supplementary Fig. S4 Uncollapsed phylogenetic tree of the VEGF-E tree in Fig.7 The most
likely candidate for the VEGF-E origin is a single VEGF-A gene acquisition event from a

vertebrate host.
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Supplementary Fig. SS Diversity and conservation of the 3’-end of the human VEGFA gene.
Panel a shows the diversity of nucleotides 43781956-43784658 of human chromosome 6
(genome assembly GRCh38:CM000668.2) as measured by DIVAA. The magnification of the
protein-coding region of exon 8 shows high conservation at the nucleotide level. (b) Analysis of
the synonymous (o) versus non-synonymous () mutation rate reveals that there is some
evidence for purifying selection of all three variations of the VEGF-A C-terminus, with the
overwhelmingly strongest evidence for the canonical exon 8. The only amino acid subject to
diversifying selection is the first amino acid of exon 9, which overlaps with the consensus
sequence for splicing and is thus subject to additional selection pressure at the nucleotide level.
(c) In about 10% of the mammals analyzed, the putative exon 9 coding sequence would not
terminate after 6 amino acids but continue to encode a longer, predominantly basic tail with a
polyhistidine stretch.

Exon numbering is according to the canonical isoform (P15692-1), and the term "exon 9" is used
according to Bates et al. [69]. Please note that the heterogenous diversity within the introns is

due to indels specific to certain animal clades, caused by transposition events.
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Supplementary Fig. S6 DIVAA analysis of VEGF-A isoforms (top panel) and the other
mammalian VEGF family members (bottom panel) Although VEGF-As; is the major
isoform in humans, database entry frequencies indicate that VEGF-A;gy might be the
predominant VEGF-A isoform in many species. The diversity of all VEGFs is lowest in the
VHD (i.e., the receptor binding domain) and increases both N- and C-terminally. From the

VEGF family members, PIGF-2 shows the highest and VEGF-C the lowest level of diversity in
the VHD.




&
i 5 5
= F
E 2 g
55 35 s ggf
$1: I g
>z 3 2 g3
»8 2 £ Yf
3 Ly
15 B F
s3%
586 60
38U <o on
Q o> &< ?
253 go
3 ag $
E] @ 202, el \hoS
ERH 197 ae Eenge Yoo
ER 5/ ?6?5 @6”"? ‘?Gw"“ﬂt:F"“?“w"B\?‘
3F &/ o e e sascde
g o w“‘ﬂ“ R Qe poy e
2 / ¥2 0 e de
B / £ Three 0o wle . oy
B osss PR SpaP Tsbanese 50
A AATY oaall izard
TR el Commor S5 Cenlra
(o 028575451 &v 20640 'Aa{?ed iragon
| 2 %5 98121900 PGE Gfen anole
— 74 urmese python
0%, PGE 2850105, 501500 ST Comm
Vi ig he 1oy, aSters PGESS200s arter
Ve Yegke o @ Wi sniem PGE %2 Com S|
g Oy Sra KE M, STEKe ©
kg oo Cf Whesh, 1er snade
s’"a/,,’%u'e&:'b,,
o, &’ﬁ;"jﬁ 2,
e,
Ve e,
VeSks %
EGrg Cocy,
ars g, Cocl e
VEGrNake mon Yecr, *”asa?!,gzef ==
Pythond Burmege 525230 X6ou Shake <
VEGR Z4s125 64895
VEGFB Cemrale’Een ANOlg yp o bootstrap
#arded dragon Yis5ge. —_
osross
VEGFB Jg — .
VEGFB Snappne s.aekko xeorsmrzss 54
VEGFB Three-toed box Griet o AGEsseste —
(VEGER Human v ees — [l 3005
547
- [
VEGFBA Zebrafish x? 0051572
| 7935
003200810 D
EGre8 Zevatsh 1040
Tree scale: 5
| | | | | |
I T T T T 1
X0z X o1

2 9647399 | o
8 i Neelet
1sh Ve e, o POGFikg
ke

X0 o0z
R Oiga7e9 |
5375 (Celot
"Celof poCF
0OGr.;,°
“like
VEGFC wh;,,‘gg,:,‘gfé
et 4
mn .
seiSmont O SEE e PDGFC/D
Brotl Great 1o &vgﬁts%f e
VEGEL sl gy et SRk ~
veggfcg‘\:,w.w'.,\;@g Soere
raf
s Reuedo e %, e s Pog,
ﬂ?‘ic 2 £ %, ;jﬂégf»,’i," ;:a,,fg; th’lai’fc‘u,[
& 0»‘*’..8" 2 o“és& K "e,%‘b % ;“,:'po O6re .\q;,ga?,‘
4?5’?0*‘%? ”‘s::' o8 g?a &"ag‘o*}:fo:'i'
S . L&
5 S RXAL N s
N & &, Sx o %
PEA I s o,
S gumnl ]
N SIS %,
€ $oss s o
9 LSS s &
YO8 E )
Q8gE N = 753 s,
SES 62 Q 3 S 33 %,
S5 s & s 55 528 g, *
S &L @ 9 IS Eotol
o QLo S g _{' sS4 5859
L LY = L3835
S g5y Q O =4
¢ g & offe asey
& geF: 8388
Jg &5 8 g
£88 FL it
2§ a6 37 33

Supplementary Fig. S7 Sharks feature PIGFs and VEGF-B, and duplicated vegfc and pdgfa
genes Cartilaginous fish (chondrichthyes) arguably feature already orthologs to all nine
mammalian PDGFs/VEGFs. However, since the separation of VEGF-A, VEGF-B and PIGF had
been a fairly recent event when chondrichthyes separated from bony fishes, a clean assignment
of individual genes into the VEGF-B versus the VEGF-A paralog group is ambiguous (these
genes are labeled as VEGF-A-like in protein databases). Like zebrafish VEGF-B, these genes do
not produce two transcripts with overlapping reading frames characteristic of mammalian
VEGF-B. The C-termini of the translated proteins are highly positively charged similar to the



human VEGF-B,s; and VEGF-A ;45 isoforms. Chondrichthyes” VEGF-A genes are often labeled
as VEGF-Ab or VEGF-Ab-like, even though cartilaginous fish - different from zebrafish - did
not undergo the teleost whole genome duplication. Interestingly, all sharks analyzed featured a
duplicated VEGF-C and PDGF-A gene (“VEGFC-like” and “PDGFA-like”).

PDGFs/VEGFs from cartilaginous fishes are shown in bold. For VEGF-C, VEGF-D, and
PDGFs, the corresponding tetrapod proteins are not shown. With one exception, lancelet and
cyclostomate proteins are not assigned to ortholog groups due to the low confidence in the
branching. Confidence values were determined by bootstrap analysis and are shown in a color
scale from red (low confidence) to green (high confidence).
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Supplementary Fig. S8 Expression of PDGFs and VEGFs in bowfin, zebrafish, and brook
trout The bowfin has undergone none, zebrafish one, and brook trout two whole genome
duplications after the second common vertebrate genome duplication. The analyzed tissues are
color-coded, as shown in (a). The tv# extension designates different transcript variants (e.g.,
splice isoforms). Genes that have been duplicated independently from the teleost genome

duplication have been indicated by adding a numeral after the gene name.
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Supplementary Table 1. Complete table of all BLAST hits.

Supplementary Table 2. False-positive BLAST hits of PDGF/VEGF-like sequences from the
phylum Porifera.

Supplementary Table 3. Fish PDGF/VEGF mRNA transcript contigs.

Supplementary Table 4. Complete list of all 24 fish mRNA data.



