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Identification of Notch1 Inhibitory Antibodies

Monoclonal antibodies to Notch receptors inhibit tumor maintenance
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Notch1 mAb Inhibits Thymocyte Development

AVEO has developed a series of inducible mouse models of cancer

. Hybridomas generated from mice

which, through the of critical
faciltate identification of cell-surface and secreted proteins that represent
viable targets for therapeutic antibodies and other biologics. Functional
genetic screens performed in vivo in these models identified the Notch
pathway as a critical regulator of tumor maintenance. This finding is
consistent with emerging evidence that activation of Notch signaling via
receptor point mutation, receptor amplification, and elevated receptor and
ligand expression, plays a key role in various human cancers. Moreover, the
Notch pathway controls diverse aspects of tumorigenesis and tumor
maintenance, regulating tumor autonomous processes and interactions with
the mi including is. To further the
role of the Notch pathway in tumor maintenance, and to assess the
therapeutic potential of targeting the Notch pathway in cancer, we have
generated monoclonal antibodies that inhibit various Notch receptors.
Characterization of a Notchl-specific monoclonal antibody through
cell-based and biochemical studies demonstrated that the antibody bound to
the Notchl ligand binding domain with high affinity, prevented ligand

Notchl ECD were
screened and fitered using the
following assays:

« Binding to human Notch1 on the cel surface.

« Binding to recombinant human Notchl.
protei

« Neutralization of ligand binding to Notch1,

« Inhibiion of Notch cleavage and inira-
celular domain release

+ Inhibiion of Notch1-dependent reporter
activiy

« Activation of HUVEC branching
morphogeness in vitro
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Notch mAbs Inhibit Ligand-dependent si
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Inhibitors of Ligand-dependent activation of Notch receptors
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orrelation of Notch Target Gene Expression wit
otch dependence in Pancreatic Cancer Cell Lines
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« Notch pathway activity does not predict Notch pathway dependence
« Expression of HeyL appears to correlate with Notch pathway-dependence

Interaction of the Ras and Notch Pathways
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« Cooperation
« Antagonism
« Sequential signaling

‘Adapted from Sundaram (2005) Genes Dev.
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mediated activation of the receptor, and specifically repressed Notchi-
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+ HeyL could be used to identify Notch-dependent Kras mutant tumors
Ligand-dependent Notch Signaling

« T-ALL lines with ligand-independent Notch1 mutations do not express elevated HEYL
« T-ALL lines with ligand dependent Notch1 signaling may express elevated HEYL

Humanization of Mouse Notch1

“The mouse Notch1 gene was engineered to be recognized by Notchl mAbs
that bind with high affinity to human but not mouse Notch

Summary

+ AVEO has generated Notch-specific monoclonal antibodies that bind specific
veceplors with high affinity, block ligand-mediated activation, and
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elevated expression of HeyL may help identify these tumors

+ HeyL plus additional biomarkers of Notch pathway activity may facilitate the
identification of patients amenable to therapy targeting the Notch pathway,
including AVEO's Notch antibodies

+HEYL may indicate dependence upon ligand-dependent Notch signaling

« Additional information beyond HEYL status is importantin T-ALL
e.g. Fbxw7 status, PTEN expression, expression of other Notch targets
(O'Neill (2007) , Palomero (2007), Rao (2009))
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Identify Biomarkers of Notch pathway-dependent human pancreatic cancer
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