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Figure S1. PLGA-PEG-Mal polymeric NPs are stable for at least 28 days under a variety of storage

conditions. PLGA-PEG-Mal polymeric NPs were pelleted and stored at a range of temperatures (-80, -

20, 4, ambient room temperature and 37°C). At predetermined intervals the NPs were resuspended in

PBS (1 mg/ml) and reanalysed by DLS in terms of (A) size, (B) PDI and (C) zeta potential.



‘ ‘ B e

5000 - 1 ok 1 : :
—— | EE DLL4(+) 0009w mm DLL4 (+)
=3 DLLA4 (-) 4000- =3 DLL4 (4)
z - 30004
- B
— 2000
- ns
i 1000 — =
o - o A milla [T
& & $
& &> <&
e &
| i
bd
Q\’ Q‘Qe

Figure S2. Blocking of the VNAR paratope or DLL4 epitope abrogates binding of E4-conjugated NPs. (A)
E4-conjugated NP binding * incubation with DLL4 Fc prior to plate incubation, (B) E4-conjugated NP
binding to plate previously incubated with free E4 at 30 pug mL* for 30 minutes. N=2. Measurements
performed in triplicate and data presented as mean of two independent experiments. Statistical
significance was established by two-way ANOVA and Tukey's post-hoc test (****p <0.0001, ** p <0.01,

*p<0.05, ns p >0.05).
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Figure S3. E4-conjugated NPs specifically bind to immobilized DLL4-Fc in bio-relevant media. Binding
was assessed in media for E4-conjugated, nude and isotype 2V-conjugated NPs. Assay performed in
triplicate. Data presented as mean of three independent experiments. Statistical significance was
established by one-way ANOVA and Tukey's post-hoc test (****p < 0.0001, significance of E4 +DLL4

against all other treatment groups displayed).



Formulation CPT Size Zeta CPT CPT

added (nm) Potential entrapped entrapped
(ug/mg) (mv) (ug/mg) (%)
PLGA-PEG-Mal 5 199.0 0.122 -2.50 2.22 44.32
(CPT)

Figure S4. PLGA-PEG-Mal NPs efficiently entrap camptothecin (CPT). CPT loaded NPs composed of 75%
PLGA 502H and 25% PLGA-PEG-Maleimide were produced and assessed in terms of size, PDI, zeta

potential and CPT entrapment via comparison of CPT fluorescent signal to a standard calibration curve.



