


Supplementary Figure 1 | Characterization of anti-Dll4. a, Epitope mapping of

anti-Dll4 (YW152F). Schematic representation of a set of Dll4 mutants expressed

as C-terminal human placental alkaline phosphatase (AP) fusion proteins. 293T

cell conditioned media containing the fusion proteins were tested on 96-well

microtiter plates coated with purified anti-Dll4 (YW152F, 0.5 µg/ml). The bound

Dll4.AP was detected using 1-Step PNPP (Pierce) as substrate and OD 405 nm

absorbance measurement. b-d, Selective binding of YW152F to Dll4. 96-well

Nunc Maxisorp plates were coated with purified recombinant proteins as

indicated (1 µg/ml). The binding of YW152F at indicated concentrations was

measured by ELISA assay. Bound antibodies were detected with anti-human

antibody HRP conjugate using TMB as substrate and OD 450 nm absorbance

measurement. Anti-HER2 and recombinant ErbB2-ECD were used as assay

control (b). FACS analysis of 293 cells transiently transfected with vector, full

length Dll4, Jag1 or Dll1. Significant binding of YW152F was only detected on

Dll4 transfected cells (top panel). Expression of Jag1 and Dll1 was confirmed by

the binding of recombinant rat Notch1-Fc (rrNotch1-Fc, middle panel) and

recombinant rat Notch2-Fc (rrNotch2-Fc, bottom panel), respectively. YW152F,

rrNotch1-Fc or rrNotch2-Fc (R& D system) was used at 2 µg/ml, followed by goat

anti-human IgG-PE (1:500, Jackson ImmunoResearch) (c). Anti-Dll4 blocked the

binding of Dll4-AP, but not Dll1-AP, to coated rNotch1, with a calculated IC50 of

~12 nM (left panel). Anti-Dll4 blocked the binding of Dll4-His, but not Jag1-His, to

coated rNotch1, with a calculated IC50 of ~8 nM (right panel) (d). e, Specific

binding of YW152F to endogenously expressed Dll4. FACS analysis of HUVECs

transfected with control or Dll4-specific siRNA. YW152F was used at 2 µg/ml,

followed by goat anti-human IgG-PE (1:500, Jackson ImmunoResearch).
















