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Supplementary Figure 1. Analysis of purified variants of VEGF-DANAC and VEGF-CANAC used
in this study by SDS-PAGE and Coomassie staining. Proteins (approximately 1 ug) were subjected to
SDS-PAGE under reducing conditions and stained with Coomassie Brilliant Blue. The expected sizes of
the subunits of VEGF-DANAC and VEGF-CANAC variants are ~22 and ~24 kDa, respectively. The
multiple bands detected in the 18 to 24 kDa range for variants of VEGF-CANAC are likely due to variable
degrees of glycosylation. Dotted lines indicate where irrelevant tracks have been removed from the
images. Molecular weight markers in kDa are shown to the right of the images.
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Supplementary Table 1. Nucleotide sequences of primers used to generate protein variants by
site-directed mutagenesis.

Protein variant' Primer pair sequence®

F93A gacgacgacaagacgcgtaacgcctatgacattgaaacactaaa
tttagtgtttcaatgtcataggcgttacgegtettgtegtegte

Y94A gacgacgacaagacgcgtaatticgctgacattgaaacactaaaagttat
ataacttttagtgtticaatgtcagcgaaattacgegtcttgtcgtegte

D95A cgacaagacgcgtaacttctatgccattgaaacactaaaagttataga
tctataacttttagtgtttcaatggcatagaagttacgcegtcttgteg

196A cgacaagacgcgtaactictatgacgctgaaacactaaaagttatagatgaa
ttcatctataacttttagtgtttcagcgtcatagaagttacgcegtcttgtcg

E97A gacgcgtaactictatgacatigcaacactaaaagttatagatgaag
cttcatctataacttttagtgttgcaatgtcatagaagttacgegtc

T98A caagacgcgtaactictatgacattgaagcactaaaagttatagatg
catctataacttttagtgcttcaatgtcatagaagttacgegtcttg

L99A gcgtaactictatgacattgaaacagcaaaagttatagatgaagaatggcaa
ttgccattcttcatctataacttttgetgtttcaatgtcatagaagttacge

K100A gcgtaatttctatgacattgaaacactagcagttatagatgaagaatggcaa
ttgccattcttcatctataactgctagtgtttcaatgtcatagaaattacge

V101A tctatgacattgaaacactaaaagctatagatgaagaatggcaaagaac
gttctttgccattcttcatctatagcttttagtgtticaatgtcataga

1102A cttctatgacattgaaacactaaaagttgcagatgaagaatggcaaagaactca
tgagttctttgccattcttcatctgcaacttttagtgtttcaatgtcatagaag

D103A cattgaaacactaaaagttatagctgaagaatggcaaagaactcag
ctgagttctttgccattcttcagctataacttttagtgtttcaatg

E104A gaaacactaaaagttatagatgcagaatggcaaagaactcagtge
gcactgagttctttgceattctgeatctataacttttagtgtttc

E105A cactaaaagttatagatgaagcatggcaaagaactcagtgcag
ctgcactgagttctttgccatgcttcatctataacttttagtg

W106A attgaaacactaaaagttatagatgaagaagcgcaaagaactcagtgcage
gctgcactgagttctitgegcticticatctataacttttagtgtttcaat

Q107A aaagttatagatgaagaatgggcaagaactcagtgcagccctag
ctagggctgcactgagttcttgeccatteticatctataacttt

R108A gttatagatgaagaatggcaagcaactcagtgcagecctagag
ctctagggctgceactgagttgcttgecattcttcatctataac

Y94A (U) gcttcaatctcggegegtaatttcgetgacattgaaacactaaaagttat
ataacttttagtgtttcaatgtcagcgaaattacgcgecgagattgaage

K100A (U) cgcgtaatttctatgacattgaaacactagcagttatagatgaagaatggcaaa
tttgccattcttcatctataactgctagtgtttcaatgtcatagaaattacgeg

1102A (U) atttctatgacattgaaacactaaaagttgcagatgaagaatggcaaagaacicag

ctgagttctttgccattcticatctgcaacttttagtgtticaatgtcatagaaat

VEGF-D3Ala caaggacgacgacgacaagacgcgtaacgccgctgccattgaaacactaaaagttatagatgaag
cttcatctataacttttagtgtttcaatggcageggcegttacgegtettgtegtegtegtecttg

VEGF-D5Ala caagacgcgtaatgcecgetgeegcetgcaacactaaaagttatagatgaag
ttcatctataacttttagtgttgcagcggeageggcattacgegtcttg

VEGF-D6Ala gacaagacgcgtaatgccgctgecgetgeageactaaaagttatagatgaagaatg
caticticatctataacttttagtgctgcageggeageggeattacgegtcttgte

VEGF-D7Ala  cgctgcagcagcaaaagttatagatgaagaatgge
gcagcggcattacgegte

VEGF-D8Ala  tgcagcagcagcagttatagatgaagaatggcaaagaac
geggeageggeattacge

VEGF-C3Ala tcaaggacagaagagactataaaatttgctgcagcagctgetgctacagagatcttgaaaagtattgataatgagtggag
ctccactcattatcaatacttttcaagatctctgtagcagcagcetgctgcageaaattttatagtetctictgtectiga

VEGF-C5Ala  tcaatacttttcaagatcgctgcagcagcagcetgetgeag
ctgcagceagcetgetgetgecagegatcttgaaaagtattga

VEGF-C6Ala tgctgcageggecttgaaaagtattg

gcagctgctgcagcaaat

VEGF-C7Ala tgcagcggecgegaaaagtattgataatgagtgg
gcagcagctgctgcagea

VEGF-C8Ala  tgcagcggccgcggcaagtattgataatgagtggagaaagac
gcagcagctgctgeagea

VEGF-CA3 acttttcaagatctctgtattatatgctgcagceaaattttatagtcte
gagactataaaatttgctgcagcatataatacagagatctigaaaagt

VEGF-CAG aatacttttcaagatctctgtatttgctgcagcaaattttatagtctc
gagactataaaatttgctgcagcaaatacagagatctigaaaagtatt

VEGF-CAS agagactataaaatttgctgcagcaacagagatcttgaaaagtatiga
tcaatacttttcaagatctctgttgctgcagcaaattttatagtctct

Al proteins are tagged with the FLAG octapeptide except those indicated by “(U)” which are untagged
%For each primer pair, the first line is forward primer and the second is reverse primer
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