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CONCLUSIONS: In summary, these data highlight the
potential for novel EGFR-targeted ADCs to provide potent
direct and bystander cytotoxicity to GBM cells. However,
further selection and optimization of the conjugated toxins
will be required to balance potency and bystander killing
with toxicity for EGFR-targeted ADCs.
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Figure 2. A — Characteristics of the tested ADCs. B,C —

In vitro cytotoxicity of 40H3

antibody conjugated with either tesirine (40H3-TS, B) or MMAE (40H3-MMAE, C) in GBM
PDXs, U87 and SVG-A cells. D — Expression of DNA damage signaling proteins in the
lysates of GBMG6 cells treated with 100 ng/mL 40H3, IgG-TS or 40H3-TS for 48 h and

120 h.

Figure 3. A — Bystander cytotoxicity of 100 ng/mL 40H3, IgG-TS, 40H3-TS or
40H3-MMAE was measured as percent confluence using white light or green
fluorescence live-cell imaging. Data is representative of three independent
experiments and p-values are determined by Student’s t-test at 132 h post
treatment. B — yH2AX staining of U87 mix cultures (1:1) after 48 h treatment with
100 ng/mL of either IgG-TS or 40H3-TS determined by immunofluorescence
microscopy. White arrows represent bystander DNA damage in non-targeted cells.
C - Intensity of yH2AX per nucleus of green fluorescent (U87eGFP/fLuc2) and non-
fluorescent (U87EGFRUviii) cells are calculated using Imaged software. p-values are
calculated using Mann-Whitney test.

Figure 5. A,B —

as

Intracranial tumor growth of GBM39-eGFP/fLuc2 orthotopic tumors,
measured by bioluminescent imaging (BLI, A) and Kaplan-Meier survival (B) for

tumor bearing mice treated with a single CED infusion (20 yL) of 40H3 or escalating
doses of 40H3-TS. Arrow indicates time of dosing. C — Brain sections from mice (n=4)
treated with 20 ug 40H3-TS stained with H&E and NeuN staining. Arrow indicates
brain hemisphere which received tumor injection and CED infusion.
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